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Sergey I. Kolesnikov

Member of Russian Academy
of Sciences

EDITOR-IN-CHIEF’S PREFACE

Dear readers!

Having studied the articles presented in this issue, | was not able to single out
one leading article, since most of the published works are works of approximate-
ly the same, high level. Therefore, | will focus on those articles that may be of in-
terest not only to narrow specialists, but also to a wider readership.

| will start with articles related to infectious pathology, which has not left
the front pages of both scientific journals and popular publications. This ap-
plies to both COVID-19 and its consequences, as well as the newly threatening
A/HTN1 influenza.

First of all, this is an article by D.D. Bryukhova et al. (Irkutsk) on the dynamics
of humoral immunity in children during the spread of COVID-19. They proved
the high intensity of the hidden epidemic process and the formation of relative-
ly stable immunity, which, in my opinion, requires a separate discussion in terms
of the proposed vaccination of the child population. In the work of T.I. Petelina
et al. (Tyumen) it has been shown that the nature of the development of both
psychological and cardiovascular complications after COVID-19 is determined
by a prolonged vascular response, a violation of the rheological and metabol-
ic properties of blood.

Naturally, the spread of infections requires the use of methods for assessing
their possible dynamics, the formation of immunity and the correction of emerg-
ing disorders. Article by A.V. Malyarchikov and K.G. Shapovalov (Chita) is devoted
to the increased risk of developing organ failure in severe pneumonia with TLR4
Asp299Gly gene polymorphismininfluenza A/H1N1. And in the work of V.Yu. Ma-
lygina et al. (Simferopol) revealed that the introduction of tauroside Sx1 sapo-
nin positively affects the functional activity of the spleen when mice are infect-
ed with the HIN1 influenza virus.

The review of A.M. Ziganshin et al. (Ufa, Chita) proves the prospects of using
CRISPR-Cas9 technology in the prevention and treatment of certain viral diseas-
es. Article by E.Yu. Zyablitskaya with co-authors-scientists and medical practition-
ers from Simferopol and Moscow showed the effectiveness of using the TigraT-
est® SARS-CoV-2 ELISPOT method to detect latent forms of coronavirus infection.

The problem of tuberculosis, including its comorbidity with HIV infec-
tion, does not leave the scientific agenda of our country, which is the subject
of the article by E.A. Borodulina et al. (Samara). There is also a problem with the
diagnosis of pseudotuberculosis and its outbreaks, as evidenced by the article
by T.Yu. Zagoskina et al. (Irkutsk) on the use of dot-immunoassay for express
identification of Y. pseudotuberculosis cultures.

It seems to me that the attention of readers will be attracted by the article
by N.B. Semenova et al. (Krasnoyarsk, Novosibirsk) on the prevalence of psycho-
somatic comorbidity of eating disorders and especially subthreshold eating disor-
dersin schoolgirls aged 11-17 years. A feature of clinical manifestations is the fre-
quent absence of underweight and comorbidity with pain. | hope that you will
also be interested in the article by E.A. Gorobets and O.R. Esin (Kazan) regard-
ing the relationship between the level of alexithymia in adolescents and various
somatic diseases, which should be taken into account when assessing the level
of alexithymia and central sensitization in adolescents with headaches.

Several articles are devoted to the development and use of methods of non-
drug intervention in various diseases and their modeling. These are the works
of N.S. Tribrat et al. (Simferopol, Kazan) on the effect of a glucose-electrolyte drink
with plant antioxidants on the performance of the arteries of the vertebrobasi-
lar basin after a step-increasing load. Article by A.E. Shoboev et al. (Bokhan, Ir-
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kutsk) proves that the method of reflexology in comparison with physiotherapy
is more effective for restoring the function of swallowing in the post-stroke period.

Several articles are devoted to surgical problems and their experimental mod-
eling. The work of M.M. Bikbov et al. (Ufa) shows the effectiveness of dosed mus-
cle-conjunctival resection of the cartilage of the upper eyelid in patients with par-
tial ptosis of the upper eyelid. | would also single out the work of M.S. Denisko
et al. (Tomsk) on the analysis of efficacy and cytokine profile in personalized cell
therapy for endothelial-epithelial corneal dystrophy.

I.A. Stepanov and V.A. Beloborodov (Irkutsk) proved that the spinal fatindex
allows predicting the risk of developing septic spondylodiscitis after percutane-
ous laser decompression of the lumbar intervertebral discs, which is important
to use in preoperative preparation.

A number of works are devoted to surgery of the gastrointestinal tract:
P.V. Kolyadko et al. (Nizhnevartovsk, Omsk) described the use of a longitudinal
resection of the stomach to reduce body weight and compensate for type 2 di-
abetes mellitus; article by V.A. Gankov et al. (Barnaul) is devoted to the surgical
treatment of strangulated diaphragmatic hernias.

One of the few experimental works in this issue is an article by S.V. No-
tova et al. (Orenburg) devoted to the actual problem of the emerging imbal-
ance of microelement composition, including zinc, in the blood and liver of rats
with a high-calorie diet.

Rare for our journal (unfortunately) is an important article for healthcare
organizers from Barnaul (Kolyado E.V. et al.) on the use of digital technologies
and the creation of a system for working with undesirable events and making
management decisions to eliminate and prevent them.

As always, this issue contains interesting reviews and meta-analyses on vari-
ous clinical and historical issues presented by authors from Irkutsk, Kurgan, Tver,
Volgograd and Yekaterinburg.

Many thanks to the authors for the work done and interest in our journal,
and to the reviewers for qualified reviews in a short time.

Thanks to you, the journal is becoming better and more popular, as evi-
denced by the attendance of its website.

For citation: Kolesnikov S.I. Editor-in-Chief’s preface to English version of Issue 1, 2023.
Acta biomedica scientifica. 2023; 8(1): 5-8. doi: 10.29413/ABS.2023-8.1.1
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KonecHukos
Cepren ViIBaHOBINY

akagemuk PAH

YBaxaemble untatenu!

M3yunB cTaTbm, npecTaBneHHble B JaHHOM HOMepe, MHe He yaanoch Bblae-
NUTb OfHY NepefoBYI0 CTATbIO, T. K. 6OMbLUAA YaCTb ONyOANKOBaHHbIX PaboT —
370 paboTbl NPUOAN3MTENIBHO OAHOTO, BbICOKOTO, YPOBHS. [103TOMY A OCTaHOB-
JIIOCb Ha TeX CTaTbAX, KOTOPble MOTYT Bbl3BaTb MHTEPEC He TOJIbKO Y Y3KMX Crie-
LManmnCTOB, HO 1y Gonee LWWNPOKOro Kpyra untaTenei.

HauHy co cTaTei, UMeloLWwmx oTHOLWEeHUE K MHGEKLMOHHOW NaToNornm, Ko-
TOpad TaK M He YLuna C nepefoBUL, Kak HayUHbIX XKYPHAIOB, Tak 1 NOMYAAPHbIX
n3gaHuin. 31o Kacaetca kak COVID-19 n ero nocneacTsuia, Tak 1 BHOBb YrpoxKa-
towero HaceneHuto rpunna A/HTN1.

MNpexpge Bcero 37o ctatba [1.[1. BproxoBor 1 coaBT. (MpKyTCK) 0 AUHaMUKe ry-
MOPaJIbHOro UMMYHUWTETa y AeTell B neprog pacnpoctpaHeHna COVID-19. OHu po-
Kas3asiv BbICOKYIO0 MUHTEHCBHOCTb CKPbITO NPOTEKatoLLero asnnaemMmmnyeckoro npo-
uecca u GopMUpPOBaHME OTHOCUTENBHO YCTONUMBOIO UMMYHUTETA, YTO, Ha MOV
B3rnsAg, TpebyeT OTAeNnbHOro 06CyKaeHNa B NiaHe npegnonaraeMoi BakumnHa-
U1K peTckoro HaceneHus. B pabote T.W. MeTennHon n coarT. (TioMeHb) NoKasa-
HO, UTO XapaKTep Pa3BUTUA KaK NCUXONOTMYECKIX, TaK 1 CepaeUYHO-COCYAUCTbIX
ocnoxHeHun nocne COVID-19 onpegenseTca NpONOHIMPOBAHHOW COCYANCTON
peakumen, HapyLLUeHEM PEOSIOrMYECKNX 1 MeTaboNMUeCKX CBONCTB KPOBM.

EcTecTBEHHO, UTO pacnpocTpaHeHre nHdeKLun TpebyeT NprMeHeHns me-
TOZIOB OLIEHKM X BO3MOXHOW AVHaMUKM, OPMUPOBAHUA UMMYHUTETA U KOP-
pekuumn Bo3HUKawWwmx HapyweHnin. Ctatba A.B. Manapunkosa u K.I'. llanosa-
nosa (YuTa) nocBALeHa YBENMUYEHHOMY PUCKY Pa3BUTUA OpraHHOW HegocCTa-
TOYHOCTY NPU TAXKENON MHEBMOHUY € nonuMmopduramom reHa TLR4 Asp299Gly
npu rpunne A/HIN1. A B pabote B.tO. ManbirmHon n coast. (Cumdeponornb)
BbIIBNIEHO, UTO BBEAEHME CanoHMHa Taypo3nga Sx1 nonoxutenbHo BauaeT
Ha GYHKLOHANbHYI0 aKTUBHOCTb CeNe3EHKM NP MHGULIMPOBAHMM MblLLIEN BU-
pycom rpunna H1NT.

B 0630pe A.M. 3uraHwuHa n coaBrT. (Yda, YnTa) foKa3biBaeTCA NepCcneKkTuBs-
HOCTb NpuMeHeHua TexHonorum CRISPR-Cas9 B NpodunakTrike n nevyeHnn He-
KOTOPbIX BUPYCHbIX 3aboneBaHuii. Ctatba E.FO. 3a6n1LKoN C coaBTOpamu-yué-
HbIMM 1 MPON3BOACTBEHHNKamMK 13 Cumdepononsa 1 MockBbl nokasana ¢ dek-
TMBHOCTb Mcnonb3oBaHma metoga ELISPOT «TurpaTect® SARS-CoV-2» gns Bbl-
ABNEHNA CKPbITbIX GOPM KOPOHaBUPYCHOWN UHeKLNN.

He yxoguT 13 Hay4HOW MOBECTKUN Hallel CcTpaHbl U npobnema TybepKyné-
3a, B TOM umcsie npu ero KomopbuaHoctn ¢ BUY-uHdpekmen, yuemy nocssuleHa
ctatba E.A. BopogynuHoi n coast. (Camapa). EcTb npobnema v ¢ AMarHoCTMKom
ncesgoTybepKynésa u ero BCrbiWwek, 0 YéM cBraeTenbcTByeT cTatba T.10. 3aro-
CKMHOW 1 coaBT. (MIpKyTCK) NO UCMONb30BaHNIO AOT-MMMYHOaHanmsa ana sKc-
npecc-ugeHTudukaumm kynbtyp Y. pseudotuberculosis.

MHe KakeTcA, YTo BHMMaHUe untatenen npueneyét ctatba H.b. CeméHo-
BOW 1 coaBT. (KpacHoAapcK, HoBOCMOMPCK) MO pacnpoCTpaHEHHOCTM MCMXOCO-
MaTUYeCKON KOMOPOMAHOCTA PAcCTPOCTB MULLEBOrO NOBEAEHNA U 0COOEH-
HO NOAMOPOroBbIX MULLEBbIX PACCTPONCTB Y WKonbHUL, 11-17 net. OcobeHHo-
CTbIO KIIMHWUYECKUX MPOABNEHWI ABMAETCA YacToe OTCYTCTBYE fedurLmTa Macchl
Tesla 1 KOMOpPOUAHOCTb ¢ 6oneBbIM CMHAPOMOM. Hafielocb, UTO Bac 3anHTepe-
cyeT u ctatbs E.A. Topobel 1 O.P. EcrHa (Ka3aHb) OTHOCMTENbHO CBA3M YPOBHA
anekCUTMMUN Yy NOAPOCTKOB C PA3fIMYHBIMU COMATUYECKMMUN 3a60N1eBaHUAMMU,
YTO CrieflyeT yUMTbIBaTb MPY OLeHKe YPOBHSA aneKCUTUMUUN U LLeHTPaNIbHOW CeH-
CUTM3aLUMN Y MOLPOCTKOB C FOSIOBHbIMU GONAMM.



HeckonbKo cTaTel nocesLieHbl pa3paboTke 1 NCNONb30BaHNIO METOAOB He-
NeKapCTBEHHOMO BO3AENCTBUSA NPUW Pa3NINUHbIX 3a0051eBaHUAX U X MOAENNPO-
BaHuW. 3710 paboTbl H.C. Tpnbpat 1 coasT. (Cumdepononb, KazaHb) No BAWAHNIO
rI0KO30-3M1eKTPOSIMTHOMO HANUTKA C PAaCTUTENbHBIMU AHTUOKCMAAHTaMU Ha No-
KasaTtenu apTepuii BeptebpobasnnapHoro 6acceliHa noce CTyneH4YaTo-Bo3pac-
Tatowlen Harpy3ku. Ctatba A.3. LLlo6oesa 1 coasT. (boxaH, VipkyTcK) fokasblBa-
€T, UTo MeTo[ pednekcoTepannm B CpaBHeHN C pusroTepanuen bonee apdek-
TUBEH [J1A BOCCTAHOB/IEHNA GYHKLMUN FOTaHKA B MOCTUHCYIbTHOM NMEpProAe.

HeckonbKo cTaTein NOCBALLEeHbI XNPYPrmyeckrm npobdnemam 1 ux sKkcnepu-
MEHTaNbHOMY MofennpoBaHuto. B pabote M.M. Brik6oBa 1 coasT. (Yda) noka-
3aHa 3pHEKTUBHOCTD JO3UPOBAHHON MbILLEYHO-KOHBIOHKTUBASIbHON Pe3eKLmm
XpsAlla BEPXHEro BeKa y NaLmMeHTOB C YaCTMYHbIM NMTO30M BEPXHErO BeKa. Tak-
e 5 6b1 Bblgenun paboty M.C. leHucko v coaBT. (ToMcK) no aHanu3sy 3¢ dekTus-
HOCTU 1 LUTOKMHOBOTO Npodunsa Npu NepcoHann3MpoBaHHOW KIeTOUYHON Tepa-
NN SHOOTENMaNbHO-3NUTENVANBHON ANCTPOGUM POrOBULLbI.

N.A. CrenaHoB u B.A. beno6opogos (MpKyTcK) foKa3anu, YTO CVHaMbHbIN
XMPOBOW NHAEKC NMO3BOMSET MPOrHO3MPOBaTb PUCK Pa3BUTUA CEMTUYECKOTO
CMOHAUIOAUCLIMTA NOCE BbIMONIHEHNA YPECKOXKHON Na3epHO JeKoMnpeccum
MOACHMYHBIX MEXMO3BOHKOBbIX JUCKOB, YTO BaXKHO UCMONIb30BaTh B npefore-
PaLNOHHONM NOArOTOBKe.

Pap paboT nocBALLeHbl XUPYPrv »enyfoUYHo-KuweyHoro TpakTa: 1.B. Ko-
nagKo n coaT. (HukHeBapToBCK, OMCK) Onrcanu ncnosib3oBaHne NpogosibHON
pe3eKLmm XenyaKa Ans CHUKEHMA MacCbl Tena 1 KOMMeHcaumy caxapHoro au-
abeTta 2-ro Tuna; ctatbs B.A. FaHKoBa 1 coasT. (bapHayn) NoceALleHa onepaTuB-
HOMY NeYEHMIO YLLIEeMIEHHbIX AnadparmanbHbIX rPbixK.

OfHa U3 HEMHOTUX SKCMepPYMEeHTasnbHbIX PaboT 3TOro BbiMycKa — CTaTbA
C.B. HotoBo u coasT. (OpeHbypr) — nocBALleHa akTyanbHON Npobneme BO3HU-
KatoLero grcbanaHca MMKPO3JIEMEHTHONO COCTaBa, B T. Y. LIMHKaA, B KPOBY 1 Ne-
YeHU KpbIC MPY BbICOKOKANOPUINHON gureTe.

Pepnkon (K coxaneHuio) ana Hallero XypHana ABNAeTCA BaXXHasa ANA OpraHu-
3aTOPOB 34paBOOXpPaHeHA CTaTbA aBTopoB 13 bapHayna (Konago E.B. n coasT.)
Mo NPYMEHEHNIO UMGPOBbIX TEXHONIOTMI U CO3AaHNI0 CUCTEMBI PabOTbI C HeXe-
naTenbHbIMU COObITUAMM U MPUHATUA YIPaBIeHYECKMX PeLLeHUI Mo KX yCTpa-
HEHWIO 1 NpeaynpexneHuto.

Kak Bcerga, B BblNycKe eCTb MHTepecHble 0630pbl U MeTaaHanu3bl No pas-
JINYHBIM KJIVHUYECKM 1 UCTOPUYECKM BOMPOCAM, NpefCcTaBieHHble aBToOpa-
mu 13 NpkyTcka, KypraHa, Teepu, Bonrorpaga n EkatepuH6ypra.

Bonbluoe cnacmbo aBTOpam 3a NpofenaHHyio paboTy 1 MHTepec K Hallemy
XKypHany, a peLieH3eHTaM — 3a KBanmbuLpoBaHHbIE PELIEH3UN B CKaTble CPOKMU.

bnarogapa Bam XypHan cTaHOBMTCA fyylle 1 NonynsapHee, 0 Yém cBuie-
TesIbCTBYET NOCELaeMOCTb ero canTa.

Ana untnpoBanua: KonecHukos C.W. MNpegucnosue rnaBHoro pegaktopa k N2 1 (2023).
Acta biomedica scientifica. 2023; 8(1): 5-8. doi: 10.29413/ABS.2023-8.1.1
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ABSTRACT

The COVID-19 (coronavirus disease 2019) pandemic has spurred the development
of highly effective quantitative methods for assessing the adaptive immune response
to the SARS-CoV-2 (severe acute respiratory syndrome-related coronavirus 2) virus.
In order to assess the humoral component of the immune response, various methods
for detecting immunoglobulins A, M, G are widely used. ELISPOT seems to be the most
accessible and effective method to assess the level of T cells that specifically respond
to the SARS-CoV-2 virus antigens.

The aim. To assess cell-mediated and humoral immunity in COVID-19 in residents
of the Republic of Crimea.

Methods. The study was performed on 24 volunteers: the presence of coronavirus
antibodies was determined by ELISA method, and the presence of contact with coro-
navirus proteins — by the ELISPOT “TigraTest® SARS-CoV-2" method (Generium,
Russia). For retrospective study of humoral immunity in the population, we as-
sessed 10 000 ELISA tests (ECOlab IgM and IgG, Russia) performed in our laboratory
for the period from July 2020 to January 2022.

Results. The results show the effectiveness of using the ELISPOT method to detect
latent forms of coronavirus infection. It isimportant to note that there is statistically
significant relationship between the timing of the disease and the number of spots
in both antigen panels. After vaccination against SARS-CoV-2, cell-mediated im-
munity lasts up to 6 months or more.

Conclusions. As a result of the study, it was found that during 2021, the level
of immunization of the population of the Republic of Crimea against COVID-19
has significantly increased; the proportion of residents who have positive IgG test
has increased from 27 to 87 %. The results of ELISPOT studies using a set of reagents
for in vitro detection of blood T-lymphocytes that specifically respond to SARS-CoV-2
virus antigens (“TigraTest® SARS-CoV-2") showed that this method is more sensitive
than ELISA in detecting latent diseases.

Key words: cell-mediated immunity, COVID-19, SARS-CoV-2 ELISPOT, TigraTest
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rocyfapCTBEHHbIN MeANLIMHCKIN
yHusepcuteT umeHun N.M. CeueHosa
Mwun3gpasa Poccum

(CeueHoBckum YHBepcuteT) (119991,

r. MockBa, yn. Tpybewkas, 8, cTp. 2, Poccua)
3 OIBY «F0Cy[apCTBEHHbIN HayUHbI LIEHTP
«MHCTUTYT ummyHonorumn» ®MBA Poccun
(115522, r. MockBa, Kawwmpckoe wocce, 24,
Poccus)

4 OrBY «HaumoHanbHbI MeAULUHCKII
nccnefoBaTenbCKMI LLIeHTP akyLlepcTBa,
TMHEKOIOrMIN U NEePUHATONIOT NV UMEHN
akagemuKa B.M. Kynakosa» MuH3gpasa
Poccum (117997, r. Mockaa,

yn. Akapemnka OnapvHa, 4, Poccus)
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e-mail: evgu79@mail.ru

(ratba noctynuna: 17.10.2022
(ratba npuHaTa: 20.02.2023
(raTba ony6nukosaHa: 02.03.2023

PE3IOME

Manoemus COVID-19 (coronavirus disease 2019) nociyxuna cmumysioMm K paspa-
60mKe 8bICOKO3(hheKMUBHbBIX KOIUHECMBEHHbIX MEMOO08 OUeHKU a0anmueHOo20
UMMYHHO20 omeema Ha 8upyc SARS-CoV-2 (severe acute respiratory syndrome-
related coronavirus 2).

C yesibio OYeHKU 2yMopasnbHO20 386eHA UMMYHHO20 0meema WUpPOKO NPUMeHSIom
passuYHele Memodsl 0emeKyuu UMMyHOo2106yuHos knaccos A, M, G. [lns oyeHku
ypo8Hs T-Kiiemok, cneyuguyecku omeeyaroujux Ha aHmuzeHsl supyca SARS-CoV-2,
Haubosnee 0ocmynHeIM U 3hghekmusHbIM Memodom npedcmasnaemcs ELISPOT.
Lene pabomel. OyeHUMb K/1eMOYHbIU U2yMOopasibHbit ummyHUmem npu COVID-19
y xumersnet Pecnybnuku Kpsim.

Memooel. BbeinosHeHo uccnedogaHue Ha 24 006pososibyax: onpedessnu Haau-
yue aHmumes K KOpOHAsUPYCy MeMoooM UMMyHOpepMeHmMHoz0 aHanusa (MDA)
U Hasnu4yue KOHMAakma c 6esikamu KopoHasupyca memooom ELISPOT «TuepaTecm®
SARS-CoV-2» (AO «leHepuym», Poccus). [lna pempocnekmugHo20 ucciedosd-
HUSA 2yMOpaIbHO20 UMMYyHUMema & nonyaayuu oueHunu 10 000 MOA-mecmos
(3A0 «3KOnab» IgM u IgG, Poccus), binosiHeHHbIx 8 Hawel 1abopamopuu 3a nepu-
00 c utona 2020 no sHeape 2022 2.

Pesynemamel. [lonyyeHHble pe3ysbmamel NOKA3biearom 3¢gexkmusHocme
ucnone3o8aHua memoda ELISPOT 05 evbisigieHUs CKpblMblx (hOPM KOPOHABUPYC-
Hol uHgekyuu. [pu 3mom crnedyem ommemume, YUMo eCmbs cmamucmuyecku
3Ha4YuUMas cea3b Mexo0y Cpokamu 3ab0os1e8aHUA U KOIUYECMBOM CNOMo8 8 obeux
naHenax aHmueeHos. locne sakyuHayuu npomus COVID-19 knemoyHeit uMmy-
HUMem coxpaHsemcs 00 6 Mecayes u bosee.

Bb1800bI. B pe3ynbmame uccie0o8aHusA ycmaHoseHo, 4Ymo Ha NpomsaxeHuu
2021 2. yposeHb uMMyHU3ayuu HacesneHus Pecnybnuku Kpsim npomus COVID-19
CywecmseHHO NOBbICUJICA; 803pOC/1a 00715 xxumesiel, UMEeWUX NOI0XUMesb-
Helti mecm Ha IgG, — ¢ 27 % 0o 87 %. Pesynsmamel ucciedosaHuli Memooom
ELISPOT c ucnonv3osaHuem Habopa pedzeHmos 0715 8blS8/1eHUS in Vitro 8 Kposu
T-numgoyumos, cneyughudecku omeedarowux Ha aHmuzeHsi supyca SARS-CoV-2
(«TuepaTecm® SARS-CoV-2»), nokasasnu, Ymo 0aHHAs MemoOuKa sesaemcs 6osee
uygcmeumesbHoU, Yem memood VIDA, cnocobHa 8biA8/19Mb NepeHeCcéHHbIe 8 CKPbI-
mou ¢hopme 3a60/1€8aHUS.

Knioyeessie cnoea: knemouHeiti ummyHumem, COVID-19, SARS-CoV-2 ELISPOT,
Tuepalecm

Ona yntupoBaHua: 3a6nuvukas E.10., Kyanan J.A., KonecHuk C.B., Makanuw T.M., Mak-
cumosa MNM.E., Kynuukas tO.E., Tprukesuy O.10., fonoskuH W.0., ®omouknHa U.N., KybbiLw-
KuH A.B. KneTouHblin 1 rymopanbHblin ummyHuTeT npu COVID-19 B Pecny6nuke Kpbim. Acta
biomedica scientifica. 2023; 8(1): 12-19. doi: 10.29413/ABS.2023-8.1.2
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INTRODUCTION

The relevance of studying the immune response dur-
ing the COVID-19 pandemic (coronavirus disease 2019)
lies in the value of predicting the possibility of disease
and the severity of the disease to determine the timing
of vaccination in humans, depending on the presence
of specificimmunity to SARS-CoV-2 (severe acute respirato-
ry syndrome-related coronavirus 2), and it is critical for epi-
demiological population-based prognostic studies.

The structural and molecular characteristics
of SARS-CoV-2, as well as the stages of adaptive immune
response, were the basis for the development of various
laboratory diagnostic methods for assessing immunity
in COVID-19 [1]. As a result of the past COVID-19, an im-
mune system is formed with a simplified structure that in-
cludes: 1) immunoglobulins (Ig) of classes A, G, M; 2) SARS-
CoV-2-specific CD8* and CD4* T cells; 3) B cells [2]. To study
specificimmunity, the most common methods are the de-
tection of specific antibodies and the detection of activat-
ed T cells. The basic objects of the study were SARS-CoV-
2-specific antibodies IgA, IgM IgG, determined by enzyme
immunoassay (ELISA), as well as T cells synthesizing inter-
feron y (IFN-y) in response to antigens of the SARS-CoV-2
virus [3, 4].

With the spread of the pandemic, a rapid evolution
of ELISA methods was observed - from qualitative screening
of total IgA, IgM, IgG antibodies against the virus up to quan-
titative detection of neutralizing IgG antibodies, including
detection of the receptor-binding domain (RBD, receptor-
binding domain) of the SARS-CoV-2 protein [5]. Later, for re-
search purposes, the PNA (pseudovirus neutralization assay)
method was used to assess the neutralizing ability of serum,
when the SARS-CoV-2 pseudovirus infects cells expressing
the ACE2 receptor, and after incubation with the tested se-
rum, the degree of neutralization of the pseudovirus is cal-
culated based on the luminescence value [6].

Three methods are relevant for the study of the cellular
immune response: flow cytometry (by the proliferative re-
sponse of T helpers (CD4*) and killer T cells (CD8") to anti-
gen restimulation in vitro); IGRA-ELISPOT (interferon-gam-
ma release assay) (by the number of IFN-y antigen-specif-
ic T cells producing among peripheral blood mononuclear
cells (PBMC) and ELISA (by changing the concentration
of IFN-y in response to stimulation of T cells by pathogen
antigens) [5].

Large studies described in the literature indicate
that on the 215t day from the onset of the disease, the plas-
ma of about 30 % of people who have past COVID-19 has low
titers of neutralizing antibodies specific to SARS-CoV-2,
or does not contain them atall [7, 8]. COVID-19 causes a pro-
nounced T cell response lasting up to 15 months [9], T cells
are widely produced in response to infection and vaccina-
tion [10], and IGRA-ELISPOT-based test systems detect 51 %
more COVID-19 survivors than IgG ELISA tests [11]. Asa con-
sequence, SARS-CoV-2-specific T cells may be a more sensi-
tive marker of the past COVID-19, and their detection me-
thods complement serology in the complex laboratory di-
agnostics of the immune response to SARS-CoV-2.
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The Republic of Crimea was isolated from the mainland
during the pandemic period outside the holiday season
in 2020 and 2021 due to travel restrictions. From May to Sep-
tember, however, there was a dramatic change in the epi-
demiological situation due to the active seasonal migration
of people to the resort region, this being reflected in the spe-
cifics of the population immunity, which this study focuses
on in comparing methods for determining the cellular and
humoral immune response.

PURPOSE

To assess cell-mediated and humoral immunity
in COVID-19 in residents of the Republic of Crimea.

METHODS

A study involving 24 volunteers (university staff) —
10 men and 14 women - with a known history of COVID-19
and vaccination was carried out in the summer of 2021
with the purpose of comparative evaluation of labora-
tory methods for diagnosis of immune response. Volun-
teers gave informed consent for the study and had their
venous blood taken in two sealed test tubes (with sodi-
um citrate coagulant) at the university clinic. The analysis
for the presence of humoral and T cell immunity by ELISA
and ELISPOT methods was carried outin the Central Research
Laboratory. The inclusion criteria were age 20-40 years; ab-
sence of any disease in the acute phase. The study was car-
ried out according to the instructions of the reagent kits:
1) ECOlab, CJSC IgM and IgG for the detection of immuno-
globulins to various components of the SARS-CoV-2 corona-
virus, including post-vaccination antibodies to S protein
by ELISA; 2) TigraTest” SARS-CoV-2 (Generium,JSC) for in vitro
detection of T-lymphocytes specifically responding to SARS-
CoV-2 virus antigens. This is a version of the ELISA method
IGRA ELISPOT (Interferon Gamma Release Assay, Enzyme-
Linked Spot analysis), in which the cytokine interferon-
gamma (IFNY) binds to the surface of the culture plate
membrane next to the secreting cells on the one hand
and IFNy binds to other antibodies conjugated to alkaline
phosphatase on the other. Treatment with a chromogen-
ic substrate, which is converted by alkaline phosphatase
into a colored spot of insoluble precipitate at the reac-
tion site, makes it possible to see the reaction. Each spot
an imprint of a single T cell secreting IFNy in response
to contact with the virus antigen, and spot counts quantify
the content of SARS-COV-2 antigen-specific CD4* and CD8*
T cells in the blood. The result of the analysis is the calcu-
lation of the number of spots in the wells with controls
and antigens.

For the study of humoral immunity in the population,
10,000 ELISA tests (ECOlab, CJSC IgM and IgG) performed
in our laboratory for the period from July 2020 to January
2022 for the residents of Crimea without signs of respirato-
ry disease who applied to verify previously past COVID-19
in asymptomatic form or without polymerase chain reaction
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Antigen panel No. 2
(protein peptides N, M,
03,07)

> 100 1 1
0

> 100 35 10

Antigen panel No. 1

Patient Negative control Positive control (S protein peptides)

Never had a disease,
not vaccinated

Had a disease

6 months before
the study, vaccinat-
ed 1 month before
the study

Vaccinated 4 months
prior to the study,
had a disease

2 months prior

to the study

> 100 75 25

Not vaccinated,
had a disease

3 months prior
to the study

Never had a disease,
vaccinated 3 months
prior to the study

> 100

FIG. 1.
The results of studies on the example of patients from different groups: photographs of wells after incubation of lymphocytes with antigens
and visualization of cells activated for the interferon production with color marks; magnification 20x
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(PCR) confirmation as part of vaccination planning or eval-
uation of its effectiveness. All adult patients who contacted
the laboratory to assess specific immunity to SARS-CoV-2
were included in the study. The mean age of the patients
was 38 + 9.8 years in all study periods. The male to female
ratio was 4:5.

Statistical processing was performed using Statis-
tica 10.0 (StatSoft Inc., USA). The Shapiro-Wilk meth-
od was used to determine the normality of the distribu-
tion of the trait: the number of spots in wells with antigen
to peptide of protein S (AG1) and with antigen to peptides
of proteins N, M, O3, O7 (AG2) when assessing cellular im-
munity. Differences between groups of patients (group 1 -
not ill, not vaccinated; group 2 - not ill, vaccinated; group
3 - ill, not vaccinated; group 4 - ill, and then vaccinat-
ed) were evaluated by the Kruskall — Wallis test. The influ-
ence of factors on the number of spots in wells with anti-
gens was evaluated by the ANOVA method. Controlled fac-
tors were the presence and timing of the disease and vac-
cination (from the medical history). Differences at p < 0.05
were considered statistically significant.

Ethical standards were observed in the work; partici-
pants signed a voluntary informed consent, and the work
was approved by the ethics Committee of the V.I. Verna-
dsky Crimean Federal University (Protocol No. 4 dated
12.04.2022).

RESULTS AND DISCUSSION

In course of the study of cellular immunity, according
to the medical history, the studied individuals were dis-
tributed as follows: group 1 (not ill, not vaccinated) — 12 %
(n = 3); group 2 (not ill, vaccinated) — 21% (n = 5); group 3
(ill, not vaccinated) - 38% (n = 9); group 4 (ill, and then vac-
cinated) - 29% (n = 7).

Significantly, the study was performed 12 months af-
ter the onset of the pandemic in Crimea, and antibody
levels were 100% reflective of a 6-month medical histo-
ry; longer periods after the disease were not investigated.
That is, all individuals of the group 1 had a negative anti-
body level, and those of the groups 2-4 had a positive lev-
el of IgM or IgG detected only in the case of a previous dis-
ease (with PCR confirmation) or vaccination during the last
six months. In the case of disease or vaccination at an ear-
lier period, individuals in groups 2, 3, 4 had negative an-
tibody levels. For the uniformity of the study, only those
vaccinated with the two components of the Sputnik V vac-
cine were included in the number of vaccinated volunteers.

As a result of the ELISPOT study, according to his in-
terpretation, the groups were redistributed: group 1 -
4% (n=1);group2-17 % (n=4); group 3 -46 % (n=11);
group 4 —33 % (n=8). Only 1 person had no cellularimmu-
nity, the rest (healthy according to medical history and lab-
oratory tests for the presence of antibodies to coronavirus)
showed spots in wells with AG1 and AG2 in levels which were
evidence of subclinical disease. Among those in group 2,
1 out of 5 individuals had spots in the AG2 panel, indicating
a latent post-vaccination disease. Among those in groups 3
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and 4, there was a perfect match between the results of the
study and the medical history, but these groups increased
by individuals who had previously formed groups 1 and 2
(based on the medical history and antibody levels). However,
it should be noted that there is a statistically significant asso-
ciation between the timing of the disease and the number
of spots in both panels of antigens in group 3 and in panel
AG2 in group 4 patients. So, the more time passed since re-
covery, the fewer activated T-cells were detected. The num-
ber of spots in the panel of antigens against S-protein in vac-
cinated individuals ranged from 35 to 75, even 6 months af-
ter vaccination (Fig. 1).

The statistical results are shown in Figures 2 and 3.
A comparison of the number of spots in the AGT and AG2
wells between groups has revealed that the number
of spots in the AG1 well was statistically significantly high-
er in the vaccinated group than in those in groups 1 and 3
who did not receive the vaccine. Individuals from group 3
who had PCR-confirmed coronavirus infection had a statis-
tically significantly higher number of spots in the wells with
AG2 than those in the groups with no previous disease or la-
tent disease. Univariate ANOVA test showed a statistically
significant effect of the presence of the ailment and its tim-
ing on the number of spots in the well with AG2 (F = 12.40
and F = 7.88, respectively). Vaccine availability and timing
had a statistically significant effect on the number of spots
to both antigen panels (F = 21.98 for AG1 and F = 21.01
for AG2). However, it is worth noting that the number
of spots in the well with AG1 to S protein is statistically sig-
nificantly higher, while the number in the well with AG2
to N, M, 03, O7 peptides is statistically significantly lower
than in the absence of vaccination. The timing of the vaccine
has a similar effect, but its degree is much lower (F = 10.10
for AG1 and F = 5.05 for AG2).

80
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&

40

30

20

Ag1

Ag2
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025%-75%
1 2 3 4 T Min-Max

FIG. 2. Mean values of the spots number in wells with antigens
to S protein (AG1) and to N, M, Orf3a and Orf7a proteins (AG2)
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The study of humoral immunity has shown a progres-
sive increase in immunisation in the population of the Re-
public of Crimea. Only 27% of patients had a positive test
for any class of antibodies (n = 4499) in the autumn-win-



Wilks lambda = .14376,
F(2, 21) = 62.539, p =.00000

70
60
50
40
30
20
10

-10

== No. of AG1 S slots

0 1 ——No. of AG2 slots

Vaccine availability

Wilks lambda = .05335,
F(8, 36) = 14.982, p = .00000

100
90
80
70
60

40
30
20
10

-10
-20

——No. of AG1 S slots

0 1 2 3 4  TNo. ofAG2slots

Vaccine expiration date

FIG. 3.

Wilks lambda = .50924,
F(2,21) =10.119, p = .00084

== No. of AG1 S slots
——No. of AG2 slots

0 1
Disease availability

Wilks lambda = .16588,
F(12, 32) = 3.8807, p = .00106

140
120
100
80
60
40

——No. of AG1 S slots

0 123 45 6 IENo ofAG2 slots

Disease duration

The degree of influence of various factors (the presence and timing of the disease, the presence and timing of vaccination) on the spots

number (activated T cells) to AGT and AG2 panels

ter period of 2020-2021, the majority having a predomi-
nance of IgG; the percentage of positive samples was 47 %
in the spring of 2021(n = 1760) with a predominance
of IgG and total post-vaccination antibodies. Positive sam-
ple proportions increased in the summer and autumn
of 2021 to 61-63 % (n = 2286); it reached 87 % by the win-
ter of 2021 2022. (n = 1455). The positive dynamics of these
monitoring indicators in the Republic of Crimea is evidence
of active immunization of the population, and the increase
in the number of immunized individuals to 80-87% coincid-
ed with the sharp decline, in fact the cessation, of the epi-
demic wave in the region.

CONCLUSIONS

As aresult of the study, it was found that the level of im-
munisation against COVID-19 in the Republic of Crimea
has increased throughout 2021, with an increase in the pro-
portion of residents who had a positive IgG test (a rise from
27 to 87 %). The results of ELISPOT studies using a set of re-
agents for in vitro detection of T lymphocytes in the blood
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that specifically respond to the antigens of the SARS-CoV-2
virus (TigraTest” SARS-CoV-2) showed that this technique
is more sensitive than the ELISA method and can be used
to diagnose latent disease.
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ABSTRACT

Background. Eating disorders are an urgent public health problem due to their
high prevalence and mortality. The disease prognosis depends on timely diagnosis;
however, these conditions are sure to be underestimated.

The aim. To study the prevalence, features of clinical manifestations and psycho-
somatic comorbidity of eating disorder (ED) and subthreshold eating disorder (SED)
in schoolgirls aged 11-17 yeatrs.

Material and methods. We examined 917 schoolgirls aged 11-17 years. The screen-
ing questionnaireincluding 11 questions combined into three pools named "Thoughts
about one’s own body" was used. The first pool (A) — assessed body dissatisfaction,
the second one (B) - eating disorders, the third one (C) — food intake disorders.
The answers were encoded as "1') "2', "3" ("false’, "rather true', "true"). Schoolgirls
who scored the maximum number of points (12) in the pool A were regarded as dis-
satisfied with their body and were further divided into two groups: the first group
(ED) included girls who scored more than 10 points in the pool B; girls who scored
less than 10 points were in the second group (SED), respectively. Body mass index
(BMI) was determined by the weight-height coefficient correlated with centile tables.
Psychosomatic comorbidity was assessed by the presence of recurring headache
and abdominal pains in the last six months.

Results. The overall prevalence of eating disorders was 11.7 %, where EDs
made 2.1 %, SEDs - 9.6 %. All schoolgirls had abnormal eating behavior; however,
those with SEDs used less aggressive weight-loss methods. BMI < 5th percentile
was observed in 10 % of girls with EDs and 4.5 % — with SEDs. 60 % of girls with ED
and 40.9 % with SED complained about frequent headaches; 30 % of girls with ED
and 20.4 % with SED were suffering from frequent abdominal pain.

Conclusion. Inschoolgirls, subthreshold eating disorder is 4.6 times more common
than threshold eating disorder. Characteristics of clinical manifestations are the ab-
sence of underweight for most schoolgirls and comorbidity with pain syndrome.

Key words: eating disorder, subthreshold eating disorder, schoolgirls, prevalence,
pain syndrome

For citation: Semenova N.B., Slobodskaya H.R., Rezun E.V. Eating disordersin 11-17 year
old schoolgirls: Prevalence, features of clinical manifestations, psychosomatic comorbidity.
Acta biomedica scientifica. 2023; 8(1): 20-28. doi: 10.29413/ABS.2023-8.1.3

20



CeméHoBa H.b.,
Cnob6opckas EJ1. 2,
Pe3syH E.B. 2

T HUW meguumHckux npobnem Cesepa —
06ocobneHHoe noapasgeneHme OrbHY
«DepepanbHbIi NCCNefoBaTENbCKUN
LeHTp «KpacHOAPCKNIA HayYHbIN LLeHTP
Cnbupckoro otaenexnsa Poccuickon
akagemum Hayk» (660036, r. KpacHoApck,
Akagemropogok, 50, Poccus)

2 OIBHY «HayuHo-uccnenosaTenbeKumii
WNHCTUTYT HEMPOHayK 1 MEeANLIUHBI»
(630117, r. HoBocmbupck, yn. Tumakosa, 4,
Poccus)

ABTOP, OTBETCTBEHHbIV 33 Nepenncky:

CemeHoBa Hapgexpa bopucoBHa,
e-mail: snb237@gmail.com

(ratba nonyyeHa: 16.06.2022
(ratba npuHaTa: 11.01.2023
(raTba ony6nukosaHa: 02.03.2023

PE3IOME

O6ocHoBsaHue. HapyweHusa nuujeso2o nosedeHus A8/1A10MCA akmyaabHoU
npobnemoli 30pasooxpaHeHus, 00HAKO 8 0emMCKO-n0OpPOCMKOBOM 803pdcme
MU COCMOAHUA 4acmo He00oYeHUBAarmcs.

Lenes. Vi3yuume pacnpocmpaHéHHOCmMb, 0CO6eHHOCMU KITUHUYECKUX NPOABIeHUU
U ncuxocomamuyeckyro KoMopbudHocme paccmpolicme nuujeso20 nogedeHus
(PI11) u noonopozosbix nuuessix paccmpoticms (M1P) y wikonbHuy 11-17 nem.
Mamepuan u memoobl. O6¢1e008aHO 917 WKobHUY 8 8o3pacme 11-17 nem.
MpumeHsnca onpocHuk «Mbicsiu 0 cobcmeeHHOM mesie», cocmoawuti u3 mpéx
6510K08. [lepaeili 6510k (A) oyeHuUBaAN Hey008/1eMBOPEHHOCMb MeIOM, 8mMopol
6510k (B) — HapyweHusa nuweso2o nosedeHus, mpemut 6710k (C) — HapyweHus
npuéma nuwju. Omeemeol KOOUPOBAJIUCH KAK «1», «2», «3» (<He 8epHO», xomdyacmu
8epHO», «8epHO»). [ledo4ku u 0esywKu, Habpaswue 12 6a/17108 8 Cymme omgemos
Ha 6710K A, pacyeHusanuce Kak Heyo0osiemeopéHHble CBOUM meJsioM u Odsiee
OeslunuCk Ha 08e 2pynnel 8 3a8UCUMOCMU OM pe3ysibmamos omeema Ha 610K B:
8 epynny P11 omHeceHbl WKOMbHUYbI, Habpaswue 6osee 10 6annos; 8 2pynny
[r1P - Habpaswiue meHee 10 6asnnos. MIHOekc Mmaccel mesa onpedesssicsa no 8eco-
pocmogomy Ko3ggpuyueHmy. llcuxocomamuyeckas KOMOpOUOHOCMb OYeHU8AIACh
Nno Hanuyuo nogmopstoujelica 207108HOU U abOoMuHAIbHOU 6ou.
Pesynomamei. O6was pacnpocmpaHéHHOCMb HapyuwleHul nNUuegoz0 nogeoeHus
cocmasuna 11,7 %, uz Hux: PI1M- 2,1 %; [11P — 9,6 %. B obeux 2pynnax ommeyanocs
aHOMAJIbHOE nulesoe noseodeHue, HO WKoabHUUbI ¢ 1P ucnosb3o8anu meHee
azpeccusHble Memoobl CHUXeHus seca. UMT < 5-20 nepyeHmunsa umenu 10 %
wiKosbHUY € P u 4,5 % — ¢ [P, XKanobwl Ha 201108Hble 601U NpedvAsaAMU 60 %
wikonbHUY ¢ P u 40,9 % — ¢ MM1P; Ha 6o/u 8 xusome — 30 % wkoneHuy ¢ P11
u20,4 % —criP.

3aknioyeHue. B 0emcko-nodpocmkKosomM 8o3pacme noonopo2osslie nuujessle
paccmpoticmea scmpedaromcs 8 4,6 pasa yauje, 4em nopo2o8sie. OcobeHHOCMbHo
K/TUHUYeCcKUx npossseHUl Asigemcs yacmoe omcymcmaue degpuyuma maccol
meJia u KoMopb6UOHOCMb € 60J1e8bIM CUHOPOMOM.

Kniouessle cnosa: paccmpolicmed nuujegoeo nosedeHus, no0Nopo2osble nu-
wesble paccmpolicmead, pacnpocmpaHéHHOCMb, 60/1e80l CUHOPOM, 0e80YKU,
OesyWwKU, WKObHUUbI

Ona untnposBanun: CeméHosa H.b., Cnobogckas EJ1., Pe3yH E.B. HapyuweHusa nuweBoro
noBefieHVA y WKonbHUL 11-17 feT: pacnpoCcTpaHEHHOCTb, 0COBEHHOCTU KIMHNYECKIMX
NPOABNEHNI, NCMXOCOMaTYeCKasa KOMopburaHocTb. Acta biomedica scientifica. 2023; 8(1):
20-28. doi: 10.29413/ABS.2023-8.1.3
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OBJECTIVES

Eating disorders (EDs) are abnormal behavior associat-
ed with eating and preoccupation with food, which is ac-
companied by expressed concern about weight and figure.
The main manifestations of EDs include anorexia nervo-

a (AN), bulimia nervosa (BN), and binge-eating disorder
(BED). Risk factors for EDs are female gender, social factors
(the presence of siblings, mass-media pressure), psycho-
logical (perfectionism, low self-esteem, negative emotions),
and physical (overweight, slim parents) [1, 2]. Dissatisfaction
with one’s own body usually acts as a trigger mechanism
of EDs [3-5]. Constant concern about the weight and (or) fi-
gure has a strong impact on self-esteem, leads to significant
problems in important areas of functioning — personal, fami-
ly, social, educational, professional. The prognosis of the dis-
ease is often unfavorable, which is explained by the persis-
tent course of the disease, an indifferent attitude to one’s
health, ignoring medical appointments, and discontinua-
tion of therapy [6-8].

The importance of EDs for public health is explained
by their high prevalence, frequent comorbidity with other
mental disorders [3, 9, 101, high mortality rates, mainly from
complications from the cardiovascular system and suicide
[11, 12]. The prevalence of AN, BN and BED among adults
is 1-4 %, 1-2 % and 1-4 % [13]; among adolescents - 0.3 %,
0.9 % and 1.6 %, respectively [14]. However, the actual prev-
alence of EDs is much higher [2, 13], and, as studies show,
no more than one third of patients are detected in the health-
care system [13].

Insufficient diagnosis of eating disorders in childhood
and adolescence can be explained by the fact that many
children and adolescents do not meet all the criteria of EDs,
although they develop physical and psychological con-
sequences caused by restrictions on food intake [15, 16].
Therefore, eating disorders in children and adolescents of-
ten have an atypical, latent nature, which can be regard-
ed as subthreshold eating disorders (SED). Their signifi-
cance is explained by their high prevalence in childhood
and adolescence and the steady growth of relatively typical
forms [15, 16, 17]. It is proved that the successful outcome
of the ailment depends on timely diagnosis and early inter-
vention [18, 19]. At the same time, the prevalence and fea-
tures of clinical manifestations of eating disorders in chil-
dren and adolescents remain poorly studied.

THE AIM OF THE STUDY

To study the prevalence, features of clinical manifesta-
tions and psychosomatic comorbidity of eating disorders
and subthreshold eating disorders in schoolgirls aged 11—
17.

METHODS

The study was conducted within the framework
of the Eurasian Child & Adolescent Mental Health Study
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(EACMHS) [20]. Data collection was carried out in 2015-
2018 in two major cities of Siberia — Novosibirsk and Kras-
noyarsk. 11 secondary schools were surveyed in Novosi-
birsk, and 7 — in Krasnoyarsk. After receiving informed con-
sent from parents, students were notified of the voluntary,
anonymous and confidential nature of the study, and they
were asked to fill out a questionnaire within an academ-
ic hour (45 minutes). The criteria for inclusion in the study
were female gender, 11-17 years of age. The exclusion cri-
teria were male gender and rejection of the study by par-
ents or adolescent.

The continuous method was used to examine 917 girls
aged 11-17 years (average age — 14.6 + 1.3 years). Younger
teenagers (11-13 years old) made up 168 subjects (18.3 %),
middle (14-15 years old) — 468 subjects (51 %), older (16—
17 years old) — 281 subjects (30.6 %).

A questionnaire developed as part of the EACMHS [1],
which included several sections, was used in the study.
Thoughts about your own body Section [21] allows the one
to assess the presence of eating disorders and consists
of 11 statements combined into three blocks. The first
(A) block includes 4 statements revealing dissatisfaction
with own body ("l am not satisfied with my body", "l am terri-
fied of even a small weight gain", "l would like to be slimmer",
"l am afraid to get fat"). The second (B) block includes 4 state-
ments evaluating the symptoms of eating disorders ("l in-
tentionally caused vomiting after eating", "l took medica-
tions to control my weight", "l train a lot to not gain weight",
"l was on a diet"). The third (C) block includes 3 statements
evaluating the symptoms of eating disorders ("l consume
a large amount of food at a time", "I am not always able
to control my food", "l have lost a lot of weight in a short
time because | ate the wrong way"). There are 3 options
of answers to each statement: "false", " true",
which were encoded as "1","2", "3".

Theresponses were processed in two stages. At the first
stage, the responses to the statements of block A were eval-
uated: schoolgirls who scored the maximum score in total
(12 points) were regarded as dissatisfied with their bod-
ies; schoolgirls who received a total of 4-11 points were
assigned to the Control Group (CG). At the second stage,
the symptoms of eating disorders in students dissatisfied
with their bodies were assessed by the sum of the answers
to the questions in block B: schoolgirls who received a to-
tal of 10 points or more were assigned to the ED group;
the remaining adolescents were assigned to the SED group.

All schoolgirls had their body mass index (BMI) de-
termined by the Quetelet index (weight expressed in kil-
ograms)/height? (expressed in meters), with further in-
terpretation according to the centile tables [22]. A per-
centile of less than 5 was interpreted as a weight deficit,
from 5 to 85 — as a normal weight, from 86 to 95 - as over-
weight, over 95 - obesity.

Recurring pains were assessed by the frequency
of aheadache that interferes with concentration and the fre-
quency of recurring abdominal pain over the past six
months. There were 4 options of answers: "at least once

a week", "at least once a month", "even less often", "almost
never".

partly true",



Ethical review

Approval for the study was received from the lo-
cal Ethics Committee of the "Scientific Research Institute
of Neurosciences and Medicine (minutes of the meet-
ing No. 3 dated March 25, 2015). Anonymity of the study
was achieved by filling out the questionnaire anonymous-
ly; by independently sealing one’s questionnaire in a spe-
cial envelope; by sealing all questionnaires in one common
envelope.

Statistical analysis

Statistical processing of the obtained results was carried
out using the IBM SPSS application software package, v. 22
(IBM Corp., USA). The type of distribution was determined
using the Shapiro-Wilk test and Kolmogorov-Smirnov test.
Statistical analysis of qualitative ordinal features was car-
ried out by registering the number of objects in the sam-
ple having the same value of a qualitative variable, with fur-
ther calculation of the relative frequency or proportion (%).
The confidence interval (95% CI) for fractions and frequen-
cies was estimated using the Wilson method. Comparison
of groups by qualitative binary feature was carried out us-
ing the Pearson test x? or Fisher’s Exact Test (with the num-
ber of observations 5 or less). When describing statistical in-
dicators, the absolute value of Pearson test x? or Fisher’s Ex-
act Test, the number of degrees of freedom (df) for criteri-
on x? and the level of statistical significance of differences
(p) were indicated. The level of statistical significance of the
differences was established at p = 0.05, i. e. with an error
probability of 5 %.

RESULTS

Prevalence of eating disorders

The overall prevalence of eating disorders was 11.7 %,
of which ED - 2.1 %, SED - 9.6 % (Table 1).

In the age group of 11-13 years, the prevalence of dis-
orders is the lowest and amounts to 1.6 %, and only sub-
threshold disorders are registered, while there are no clin-
ically defined forms of eating disorders. At the age of 14—
15 years, there is an increase in the prevalence of disorders
up to 6.1 %, both due to an increase in SED by 3.2 times
(up to 5.1 %) and due to the appearance of EDs (0.9 %).
At the age of 16-17 years, there is a decrease in the over-
all prevalence of disorders to 4 % due to a decrease in sub-
threshold forms by 1.8 times (up to 2.8 %), while the thresh-
old forms of ED increase to 1.2 %.

TABLE 1

Features of clinical manifestations
of eating disorders

Dissatisfaction with one’s own body as the main
symptom was noted in all schoolgirls with EDs.
There was a fear of getting fat, an obsessive desire to lose
weight, a desire to be slimmer, even a small weight gain
was terrifying. 100 % of schoolgirls were on a diet, 95 %
used medications to lose weight, 80 % caused vomit-
ing, 45 % resorted to excessive sports or gymnastics
(Fig. 1). The majority of girls and young women (75 %)
noted that they lost a lot of weight in a short time be-
cause they "ate the wrong way". Symptoms of eating dis-
orders in the form of consuming food in large quantities
at a time were observed in 35 % of schoolgirls, binge-
eating disorder - in 50 %. BMI analysis showed that the
majority of schoolgirls (70 %) were of normal weight
(5-85 percentiles), two subjects (10 %) had a body weight
deficit (< 5th percentile), 4 subjects (20 %) were over-
weight (86-95 percentiles). There were no obese school-
girls in the ED group (Fig. 2).

All girls and young women of this group had sta-
ble patterns of disturbed behavior aimed at avoiding
food and striving for weight loss, which corresponded
to the criteria of the ED. As for the specificity of clinical
forms, 30 % should be considered of having BN, 10 %
of schoolgirls - should be considered of having AN,
and 15 % - should be considered of having BED. The re-
maining girls are classified as unspecified forms of EDs
due to the discrepancy of BMI deficiency and/or the ab-
sence of such a clinical criterion as significant weight
loss in a short time.

PREVALENCE OF EATING DISORDER AND SUBTHRESHOLD EATING DISORDERS BY AGE (%, Cl)

Age groups Total

All ages (11-17y. 0.) 11.7 (9.8-14.0)

11-13y.0. 1.6 (0.9-2.7)
14-15y.0. 6.1(4.7-7.8)
16-17y.o0. 4.0 (2.9-5.5)
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Features of clinical manifestations
of subthreshold eating disorders

All schoolgirls with SEDs were dissatisfied with their
own body, the distorted image of which reached the level
of super-valuable ideas, even a small weight gain caused
horror. All girls and young women had symptoms of im-
paired eating behavior, but they differed in less severity
and the use of less aggressive methods of combating ex-
cess weight, compared with the ED group (Fig. 2). School-
girls with SEDs were 4.7 times less likely to induce vom-
iting than schoolgirls with EDs (17.1 %; x? = 38.1; df = 2;
p < 0.001), 3.4 times less likely to use medications (21.6 %;
X2 =47.7;df =2; p < 0.001), and less likely to resort to diet-
ing (79.6 %; x? = 11.8; df = 2; p = 0.003). To reduce weight,
the main emphasis was on sports (71.6 %; x* = 14.1; df = 2;
p=0.001). The result was not such a significant loss of body
weight: only 11.3 % of schoolgirls said that they had lost
weight significantly in a short time, and 40.9 % agreed with
this only partially (x> = 37.9; df = 2; p < 0.001). Symptoms
of eating disorders in the form of binge eating were not-
ed with the same frequency as in the ED group (in 51.1 %;
p > 0.05), and consuming large amounts of food at a time
was 2 times less common (13.6 %; x?> = 6.1; df = 2; p = 0.05).
BMI analysis showed that the majority of girls and young
women (73.9 %) were of normal weight, 4 schoolgirls (4.5 %)
had a body weight deficit, 16 subjects (18.2 %) were over-
weight, three (3.4 %) were obese.

Association of eating disorders with recurring pain
Schoolgirls with eating disorders are more likely to com-
plain of recurring pains, compared with the control group.
Thus, headaches are notedin 52.2 % of girls from the con-
trol group: 80% of schoolgirls with EDs and 70.4 % of school-
girls with SEDs. At the same time, 60 % of schoolgirls with
EDs and 40.9 % of schoolgirls with SEDs complain of frequent
headaches (occurring every week for the last 6 months),
which is 2 and 1.3 times more than girls and young wom-
en of the control group, respectively (p = 0.003; x? = 20.21;
df = 6). The data obtained are shown in Figure 3.
Complaints of recurrent abdominal pains are pre-
sented by 46.6 % of schoolgirls in the control group, 65 %
of schoolgirls with EDs and 56.8 % of girls and young women
with SEDs. At the same time, frequent abdominal pains (oc-
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curring every week for the last 6 months) is noted by 30 %
of schoolgirls with EDs and 20.4 % of schoolgirls with SEDs,
which is 2.3 and 1.6 times more than in the control group
(12.9 %).

70
60
50

N
©

©

30

20,4

20 A
10 A

12,9

%7

Abdominal pains

ECG

Headaches

EED OSED

FIG. 3.
Frequent recurring pains (%)

DISCUSSION

Study main result summary

The overall prevalence of eating disorders in schoolgirls
aged 11-17 years was 11.7 %, of which ED - 2.1 %, SED -
9.6 %. All schoolgirls had abnormal eating behavior, but girls
and young women with SEDs used less aggressive methods
of weight loss. BMI < 5th percentile was observed in 10 %
of girls with EDs and 4.5 % - with SEDs. Complaints of fre-
quent headaches were presented by 60 % of girls and young
women with EDs and 40.9 % - with SEDs; for frequent ab-
dominal pain - 30 % of girls and young women with EDs
and 20.4 % - with SEDs.

Study main results discussion

According to the results of the study, the prevalence
of eating disorders among schoolgirls aged 11-17 years
is 11.7 %, subthreshold disorders predominate over thresh-
old ones 4.5 times (9.6 and 2.1 %, respectively). Our data
do not contradict the results obtained in European coun-
tries, where the threshold values of eating disorders
were 2.9 %, and the subthreshold values were 11.5 % [23].

The age dynamics of the prevalence of eating disor-
ders has shown that at the age of 11-13 years mainly sub-
threshold eating disorders are observed. At the age of 14—
15 years, there is an increase in SED by 3.2 times, and clini-
cally outlined forms of ED appear. At the age of 16-17 years,
there is a decrease in subthreshold forms by 1.8 times,
with a further increase in the threshold values of ED.
Our data are consistent with the results of other authors,
who confirm that subthreshold eating disorders are typi-
cal for adolescence, however, as they grow older, their fre-
quency decreases, and only a small number of cases pass
into adulthood [16]. This is due both to the physiological
characteristics of adolescence and to the too narrow di-
agnostic framework of International Classifications of Dis-
eases, according to which it is difficult to classify adoles-



cents into a certain group of ED, since they are often un-
able to formulate appropriate complaints due to insuffi-
ciently developed abstract thinking [24-26]. Therefore, un-
specified, atypical or subthreshold types of eating disorders
are more prevalent in adolescence [2], and the diagnostic
transition, or crossover, is considered a common phenom-
enon and reflects the instability of ideas about a particular
eating disorder [17, 19].

We have revealed that many schoolgirls, both
with threshold and subthreshold values of ED, in the pres-
ence of a stable pattern of irregular eating behavior,
there is no body weight deficit. At the same time, 18.5 %
of schoolgirls have a BMI above the 85th percentile, which
qualifies as excess weight, and 2.8 % have a BMI above
the 95th, which is regarded as obesity. The data obtained
by us are consistent with the opinion of other authors,
who confirm that there may be no body weight deficit in eat-
ing disorders, and the BMl value does not always reflect the
severity of the disease [27]. It has been shown that over-
weight adolescents are at risk for the development of EDs,
and clinical manifestations of eating disorders in them have
subthreshold values due to non-compliance of BMI with di-
agnostic criteria [28, 29].

Our study revealed that girls and young women with eat-
ing disorders are more likely than schoolgirls of the control
group to complain of recurring pains, including headaches
and abdominal pain. It is known that recurring pains in ado-
lescents can occur simultaneously with EDs [30], and some-
times precede eating disorders [31]. Usually, such adoles-
cents are initially diagnosed with abdominal pain, auto-
nomic dysfunction or headache [32], which leads to late
definition of the disease and worsens its course and prog-
nosis. For example, recent catamnestic observations of chil-
dren and adolescents discharged from the rheumatology
department, where they were treated for chronic pain syn-
drome, showed that 22.4 % of young people were diagnosed
with EDs in the future [30].

Therefore, internists in their practice should remember
about eating disorders as one of the possible causes of pain
in girls and young women, especially if the organic cause
of pain is excluded. In this case, it is recommended to ask
the question: "Are you satisfied with your appearance?" [271].
Upon receiving a negative answer, the doctor can conduct
a short conversation, including the following questions:
"Would you like to become slimmer? Are you doing something
for this? Have you been on a diet? Do you do a lot of sports?
Do you control your weight with medication? Have you tried
to intentionally induce vomiting?".

It should also be keptin mind that patients with EDs of-
ten dissimulate their condition. Therefore, doctors and par-
ents are asked to evaluate the behavioral equivalents
of symptoms indicating eating disorders: a teenager of-
ten measures his/her weight, evaluates his/her figure, ex-
presses concern with his/her body verbally or in drawings
[27]. Prodromal symptoms may also manifest as food re-
striction, episodes of overeating and vomiting ("purging").
If eating disorders are suspected, the patient should be re-
ferred to a psychotherapist to exclude the disease and start
therapy in a timely manner, if necessary.
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Study limitations

This study had a number of limitations. Firstly, con-
clusions about eating disorders were made on the basis
of a screening examination, no further verification of the di-
agnosis was carried out, which reduces the diagnostic val-
ue of the results obtained. This is due to the fact that when
planning the screening, we took into account the psycho-
logical characteristics of adolescence, and in order to ob-
tain more valid answers, the survey was conducted anon-
ymously. Secondly, this study was simultaneous, which
reduces its predictive value and does not allow to trace
the dynamics of clinical manifestations. Nevertheless,
the conducted study provides a number of new knowledge
that can be used in the practice of internists.

CONCLUSION

Thus, among schoolgirls aged 11-17, the prevalence
of eating disorders is 11.7 %, most of them are represented
by subthreshold values (9.6 %). The peculiarity of the clin-
ical manifestations of EDs in childhood and adolescence
is the absence of a body weight deficit in most children
and adolescents in the presence of a stable pattern of im-
paired eating behavior.

Eating disorders in childhood and adolescence are often
accompanied by pain syndrome, including recurrentabdom-
inal pain (up to 65 %) and periodic headaches (up to 80 %),
which makes such children and adolescents patients of so-
matic clinics. Therefore, internists need to remember about
borderline conditions, one of which is eating disorders.
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ABSTRACT

Background. Worldwide, there is a rapid increase in the number of people suffering
from various forms of carbohydrate and lipid metabolism disorders. Modern stu-
dies show that the transport, distribution, excretion and accumulation of chemical
elements in these types of metabolic disorders change in different ways and affect
the further functional state of the body differently.

The aim. To evaluate the level of macro- and microelements in the blood serum
and liver, as well as the content of metal-ligand forms of zinc in the blood serum
of a Wistar rat in a high-calorie diet.

Materials and methods. Thirty male rats were selected for the experiment,
from which two groups were formed: control (n = 15) and experimental (n = 15).
The animals of the control group received the basic diet (270 kcal/100 g), and the ani-
mals of the experimental group received a high-calorie diet. During the experi-
ment, the caloric content of the diet of the experimental group gradually increased
from the caloric content of the total diet. During the study, body weight, biochemical
parameters of blood and urine were evaluated. The analysis of macro- and microele-
ments in the samples was carried out using inductively coupled plasma mass spec-
trometry. Determination of the content of individual zinc compounds in blood serum
was carried out using a combination of a chromatograph and a mass spectrometer.
Results. It was found that a high-calorie diet led to a decrease in the level of iron,
chromium, iodine, zinc, potassium, calcium, and an increase in vanadium in blood
serum. In the liver, there was a decrease in the level of lithium and an increase
in the level of calcium, vanadium, chromium, iron, zinc, cobalt. When assessing
the chemical forms of zinc in the blood serum, a percentage increase in the albumin
fraction was recorded against the background of a decrease in amino acid complexes
and low-molecular-weight forms of zinc.

Conclusion. The data obtained suggest that a high-calorie diet leads to an imbal-
ance of chemical elements, which can serve as one of the triggers for dysregulation
of a number of physiological functions of the bodly.

Key words: trace elements, zinc, high-calorie diet, overweight, obesity, speciation
analysis
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calorie diet on the total content of chemical elements and metal-ligand forms of zinc
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PE3IOME

O6ocHoBaHue. Bo scém mupe ommedaemcsa cmpemumesibHbll pocm Yucia
J1100ed, Cmpaoaruux pasaudHsIMuU opMamu HapyweHuUs yes1e800H020 U 1UNUO-
Ho20 obmeHa. CospeMeHHble UCC/Ie008AHUS NOKA3bIBAIOM, YMO mMpaHchopm,
pacnpedesieHue, SKCKpeyus U HaKkonieHue Xumu4eckux 371eMeHmos npu OaHHbIX
8UOAX HApyuwleHUs 0bMeHa U3MeHAMCA NO-PA3HOMY U HeOOUHAKOB8O 8/1UAOM
Ha OasnbHeliwiee cCOCMosHUe 0p2aHU3MA.

Lens uccnedoeanusa. OyeHUMb ypo8eHb MAKPO- U MUKPO3/1eMeHMOo8 8 Cbl8o-
pOMKe KpoBU U heveHU, a Makxe cooepxxaHue Memasio-1u2aHoHbIX (pOpM UUHKA
8 CbIBOPOMKe Kpo8su y Kpbic tuHuu Wistar 8 ycnosusx 8vicokokanoputiHot ouemel.
Mamepuanel u memoosl. [ing npogedeHus 3KkcnepumeHma 6bi710 omobpaHo
30 Kpbic-camyo8, u3 Komopwix 6blIU ChOpMUPOBAHbI 8E 2pYNNbI: KOHMPOJIbHAA
(n=15)uoneimxas (n = 15). KugsomHsie KOHMPOIbHOU 2pyNNbl NOJTY4AIU OCHOBHOU
payuoH (270 kkan/100 &), a XugomHsele onblMHOU 2pynNnbl — 8bICOKOKATOPUUHYIO
ouemy. B xode s3xcnepumeHma kanaoputiHocme duemsl 0nblMHOU 2pynnbl CMyneH-
4yamo ygenu4yusaace om KasaoputiHocmu obujezo payuoHa. B xode ucciedosaHus
oyeHuBaIU MAccy mesnd, buoxumudeckue hapamempsl Kposu U Moyu. AHanu3
MAkpo- U MUKpO3JieMeHmo8 8 06pasyax nposoousicsi C NOMOWbo Memood Macc-
cnekmpomempuu ¢ UHOYKMUBHo-c8sa3aHHoU niasmol. OnpedesieHue cooepxaHus
UHOUBUOYAsbHbIX COEOUHeHUU YUHKA 8 CbIBOPOMKE Kpo8U Npo8oousICsa Ha KOMOU-
Hayuu xpomamoeapaga u Mmacc-cnekmpomempa.

Pesynemamel. YcmaHo8/1eHO, YmO 8bICOKOKA/IOpUliHaa duema npusoousia
K CHUXeHUI0 ypOBHA XeJle3a, XpomMd, Uo0a, YUHKA, Kaslus, Kaabyus U yeesaudeHuro
co0epXaHus 8aHAOUsA 8 CblBOPOMKe Kposu. B neyeHU ommeyanoce CHUXeHue
YPOBHA IUMUS U y8esludeHUe YpOBHA KaJlbyus, 8aHAOUS, XPOMA, Xesle3d, YUHKG,
kobanema. pu oyeHKe XUuMu4Yeckux popm UUHKA 8 CbIBOPOMKeE KPo8uU (hUKCUPO-
8aJ10Cb NPOUEHMHOe ygesiudeHue anbbyMuHo8oU (pakyuu Ha hoHe CHUXEeHUsA
AMUHOKUC/IOMHbIX KOMNJIEKCO8 U HU3KOMOJIEKY/TAPHBIX POPM YUHKA.
3akmoyeHue. [losyyeHHble 0aHHbIE N0380/IAI0M NPEONOIOXUMb, YMO 8bICOKOKA-
JiopuliHas ouema npusooum K OUCOANAHCY XUMUYeCKUX 371eMeHMOo8, 4mo Moxem
C/IYKUMb OOHUM U3 NYCKOBbIX MEXAHU3MOM OU3pe2ynayuu pAod (husuono2uydeckux
yHKYUU op2aHu3Ma.

Knioueesle cnoea: MukpossiemMeHmMel, YUHK, 8bICOKOKAnopuliHas ouemad, u3bbi-
MOYHBbIU 8€C, AHA/IU3 COOePKAHUSA XUMUYECKUX (hOpM 3/1eMeHmos

AnauyntnpoBanua: Hotosa C.B., MapwuHckas O.B., Kasakosa T.B., LLlenpa E.B. Bnuanne
BbICOKOKaOPUIHOW ANETbI HA COAePKaHNe XMUYECKUX S1IeMEHTOB 1 MeTaso-InraHa-
Hble pOpPMbI LIMHKa B CbIBOPOTKE KPOBYU U nedeHn Kpbic nuHum Wistar. Acta biomedica
scientifica. 2023; 8(1): 29-39. doi: 10.29413/ABS.2023-8.1.4
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INTRODUCTION

Worldwide, there is a rapid increase in the number
of people suffering from various forms of carbohydrate
and lipid metabolism disorders [1, 2]. This group of popu-
lation has an increased risk of developing obesity, type 2
diabetes mellitus, as well as a number of other diseases
[3]. The ability of the body to effectively adapt metabolism
depending on the needs and intake of nutrients is known
as metabolic flexibility [4]. The basis for maintaining a nor-
mal metabolism of the body is a full diet. However, the diet
of modern man is characterized by an unprecedented high
level of consumption of high-calorie food [5]. Despite the in-
creased caloric content of the diet, such a diet does not meet
the recommended dietary requirements for the consump-
tion of nutrients [6]. Improper nutrition in combination
with physical inactivity reduces the metabolic flexibility
of the body [7].

Fundamental and clinical studies show that the trans-
port, distribution, excretion and accumulation of chem-
ical elements in various forms of carbohydrate and li-
pid metabolism disorders change differently and affect
the further state of the body differently [8, 9]. This is due
to the fact that elemental homeostasis is a particular form
of the general homeostatic system of the body, changes
in which lead to a disorder of the molecular mechanisms
of adaptation [10]. Until recently, elemental homeostasis
was assessed by the total content of chemical elements
in various bio substrates. However, recent studies have
shown that changes in the level of trace elements, even
in the range of normal values, are accompanied by their
redistribution in different fractions [11]. Thus, metabol-
ic disorders can occur not only as a result of a deficien-
cy or excess of a certain element, but also due to the in-
teraction between various metal ions and the presence
of metal-binding (chelating) agents [12, 13]. Modern
studies confirm that the change in the ratios of the forms
of chemical elements in biological systems is the main
trigger mechanism for the regulation or dysregulation
of many physiological functions of living organisms [14,
15]. Zinc deficiency is known to be a risk factor for obe-
sity and diabetes. The study of zinc content is important
because various forms of this trace element are involved
in a variety of biochemical and physiological processes,
including the transport of Zn?* to the liver and other or-
gans; participation in the processes of cytotoxicity and in-
flammation, deactivation of free radicals, etc. However,
the vast majority of works are focused only on determin-
ing the total level of chemical elements in individual bio
substrates, which does not allow for a detailed assess-
ment of metabolism.

THE AIM OF THE STUDY

To evaluate the level of macro- and microelements
in the blood serum and liver, as well as the content of met-
al-ligand forms of zinc in the blood serum of a Wistar rat
in a high-calorie diet.
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MATERIALS AND METHODS

The study was carried out on the basis of the experi-
mental biological clinic (vivarium) of the Federal Research
Center for Biological Systems and Agrotechnologies of the
Russian Academy of Sciences. The experiment was per-
formed on Wistar rats in accordance with the protocols
of the Geneva Convention and the principles of good lab-
oratory practice (National Standard of the Russian Federa-
tion GOST 33044-2014: Principles of Good Laboratory Prac-
tice). The design of the experiment was approved by the lo-
cal Ethics Committee of the Federal Research Center for Bio-
logical Systems and Agrotechnologies of the Russian Acad-
emy of Sciences.

Thirty male rats were selected for the experiment,
from which two groups were formed: control (n = 15)
and experimental (n = 15). At the beginning of the ex-
periment, all laboratory animals were of the same age
(12 weeks). The animals of the control group received
the basal ration, and the animals of the experimental
group received a high-calorie diet. The basal ration includ-
ed a full-grain granular feed in accordance with GOST-R
50258-92 (full-grain feed for laboratory animals). The total
caloric content of the ration was 270 kcal/100 g (20 % pro-
tein, 10 % fat and 70 % carbohydrates). A high-calorie diet
was used to simulate the state of disorders of carbohydrate
and lipid metabolism. The combination of a large amount
of carbohydrates and fats of different origins more accu-
rately mimics the human diet [16], in this regard, the diet
is based on the addition of lard, coconut and sunflower
oils to the overall balanced diet, a 10 % solution of fruc-
tose was used as a drink. All components of the diet were
crushed into a homogeneous mixture, then granules were
formed, which were subsequently dried in an oven at 25 °C.
During the experiment, the caloric content of the diet grad-
ually increased by 30 % (1-4 weeks), 60 % (5-8 weeks) and
90 % (9-12 weeks) of the caloric content of the total diet
(Table 1). A step-by-step diet was used to gradually in-
crease body weight in order to reduce the stress response
of the body with an increase in caloric intake. The amount
of feed consumed was 30 g per rat, which corresponds
to the daily food requirement for this type of laboratory
animals. Throughout the experiment, both in the exper-
imental and control groups, complete feed consumption
was recorded.

Every 4 weeks, an examination of animals was con-
ducted, including an assessment of body weight, bio-
chemical parameters of blood and urine, which made
it possible to assess the disorder development degree
of carbohydrate and lipid metabolism in the experiment.
At the end of the test period, the animals were excluded
from the experiment to collect biomaterial in order to as-
sess the effect of a high-calorie diet on the body of lab-
oratory animals.

Screening studies to assess the disorder development
degree of carbohydrate and lipid metabolism were carried
out by determining the level of glucose in an oral glucose
tolerance test, total cholesterol, HDL, triglycerides and ath-
erogenic index using a biochemical express analyzer Car-



TABLE 1

THE COMPOSITION OF A HIGH-CALORIE DIET (PER 100 G OF FEED)

Parameters 1-4 weeks
Caloric content, kcal 351
Proteins, % 17.2
Fats, % 20.8
Carbohydrates, % 62

dioChek (Polymer Technology System, USA). Urine analy-
sis was performed using a semi-automatic analyzer Com-
bilyzer 13 (Human, Germany) using Combina 13 test strips
for the following indicators: color, volume, transparency,
pH, specific gravity, erythrocytes, leukocytes, glucose, uro-
bilinogen, protein, ketones, creatinine.

The analysis of macro- and microelements in blood
serum and liver samples of laboratory animals was car-
ried out using inductively coupled plasma mass spec-
trometry on an Elan 9000 (ICP-MS, PerkinElmer, USA).
Determination of the content of individual zinc com-
pounds in blood serum with high and low molecular
weight biological ligands was carried out by high-per-
formance liquid chromatography with inductively cou-
pled plasma mass spectrometry (HPLC-ICP-DRC-MS)
on a combination of PerkinElmer S200 chromatograph
(PerkinElmer, USA) and Elan 9000 mass spectrometer
(PerkinElmer, USA).

The data obtained were processed by variation sta-
tistics methods using Statistica 10 statistical package
(StatSoft Inc., USA). The hypothesis that the data be-
longed to a normal distribution was rejected in all cas-
es with a probability of 95 %, which justified the use
of non-parametric Mann - Whitney U test. The rela-
tionships between the parameters were evaluated us-
ing Spearman’s Rank Correlation Coefficient. The cor-
relation coefficients were estimated as follows: less
than 0.3 - weak relationship, from 0.3 to 0.5 - moder-
ate, from 0.5 to 0.7 - significant, from 0.7 to 0.9 - strong
and more than 0.9 - very strong relationship. In all sta-
tistical analysis procedures, the achieved significance
level (p) was calculated, while the critical significance
level was assumed to be p < 0.05.

RESULTS

The results of the studies showed that with a step-by-
step increase in the caloric content of the diet, the body
weight of laboratory animals of the experimental group
significantly increased relative to the control group
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5-8 weeks 9-12 weeks
430 506
14.5 12.1

32 42.3
535 45.6

(Fig. 1). By the 4th week of the experiment, the body
weight of the animals of the experimental group increased
by 9.8 %, by the 8th week — by 30 % and by the 12th week -
by 44.6 %.
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FIG. 1.

The effect of a high-calorie diet on the dynamics of body weight
of rats: ** — statistically significant difference between the experi-
mental group and the control (p < 0.01)

The results of a biochemical analysis of blood
by the end of the study showed a statistically significant
(p <0.01) increase in glucose levels by 52.5 %, total cho-
lesterol by 40.6 %, triglycerides by 127 %, an increase
in the atherogenicindex by 239 % and a decrease in HDL
levels by 26.5 % in animals of the experimental group
relative to the control group (Table 2). These changes
were not spontaneous, but tended to change gradually,
starting from the 4th week of the experiment.

The results of the oral glucose tolerance test
by 12 weeks of the experiment showed significant dif-
ferences between the experimental and control groups.
Post-load glucose levels in the control group began to de-
crease after the 30th minute and by the 120th minute re-



turned to near baseline values; while in the experimen-
tal group the decrease started only after the 60th min-
ute (Fig. 2).
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FIG. 2.
The effect of a high-calorie diet on glucose levels in an oral glucose
tolerance test (12 weeks of experiment): ** — statistically significant
difference between the experimental group and the control (p < 0.01)
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The results of clinical and biochemical urinaly-
sis did not undergo significant statistical changes at all
stages of the experiment and were within normal values
(Table 3).

Macro- and microelements are known to play an im-
portant role in the normal functioning of carbohydrate
and lipid metabolism [17], so the content of chemical ele-
ments in the blood serum of laboratory animals was studied.
In the experimental group relative to control, there was a sta-
tistically significant decrease in the level of iron (Fe) by 30 %,
chromium (Cr) - by 20 %, iodine (I) — by 18 %, zinc (Zn) -
by 11 %, potassium (K) — by 8.3 %, calcium (Ca) - by 6.3 %
and an increase in vanadium (V) by 5.3 % (Fig. 3).

TABLE 2

The liver is a key organ of homeostasis, the metabol-
ic role of which consists in the metabolism of a number
of nutrients, including chemical elements [18]. In this re-
gard, the content of chemical elements in liver tissues
was also evaluated. In the experimental group of rats,
there was a statistically significant decrease in the lev-
el of lithium (Li) by 39.7 % and an increase in the level
of Zn by 4.3 %, Ca by 32.4 %, V by 33.3 %, Cr by 45.2 %, Fe
by 53.4 %, and cobalt (Co) by 74.4 % (Fig. 4).

During the correlation analysis between the chem-
ical elements of blood serum and liver, the following
pattern was established: in animals of the experimen-
tal group, as a result of high-calorie diet, a decrease
in a number of chemical elements in blood serum was
recorded, which led to their increase in the liver (iron,
chromium, iodine, sodium, zinc, calcium) and vice versa
(manganese). Strong negative correlation was observed
for iron (r = —0.728), significant correlation — for chro-
mium (r = -0.654) and calcium (r = -0.679), moderate
correlation - for iodine (r = -0.456), weak correlation -
for sodium (r = -0.227), zinc (r = -0.171) and manga-
nese (r = 0.116). Lithium, selenium, boron, magnesium,
potassium, phosphorus, copper, vanadium, and cobalt
had the same tendency to change, both in blood serum
and in the liver.

Zinc deficiency is known to be a risk factor for obesity
and diabetes [19]. In this regard, the metal-ligand fractions
of zincin the blood serum of laboratory animals were eval-
uated. Four zinc-containing fractions were identified:
a2-macroglobulin, albumin, amino acid complexes (AMC
complexes) and low molecular weight forms of zinc.
Figure 5 shows the results of the analysis of the percentage
distribution of zinc by fractions when exposed to a high-
calorie diet.

A statistically significant percentage increase in the al-
bumin fraction from 45 to 66 % (p < 0.05) occurred in the ex-
perimental group of rats relative to the control affected
by a decrease in AMC complexes and low molecular weight

THE EFFECT OF A HIGH-CALORIE DIET ON THE BIOCHEMICAL ANALYSIS OF RAT BLOOD (12 WEEKS OF EXPERIMENT)

Parameters

Glucose, mmol/L

Cholesterol, mmol/L

HDL, mmol/L

Triglycerides, mmol/L

Atherogenic index

Note. ** — statistically significant difference between the experimental group and the control (p < 0.01).

Control group

4.95 (4.83-5.15)

1.6 (1.56-1.64)

0.98 (0.97-0.99)

0.59 (0.48-0.69)

0.64 (0.61-0.71)

Experimental group

7.55 (7.43-7.68)**

2.25(2.13-2.45)**

0.72 (0.69-0.74)**

1.34 (1.28-1.4)**

2.17 (1.97-2.35)**



TABLE 3

THE EFFECT OF A HIGH-CALORIE DIET ON CLINICAL AND BIOCHEMICAL URINALYSIS OF LABORATORY ANIMALS

(12 WEEKS OF EXPERIMENT)

Parameters

Color

Volume, ml

Transparency

pH

Specific gravity, rel.units

Erythrocytes, u/ml

Leukocytes, u/ml

Glucose, mmol/L

Urobilinogen, mmol/L

Protein, g/L

Ketones, umol/I

Creatinine, mmol/L

30 -
20 A

10 A

Control group

yellow

2.1(1.8-2.1)

transparent

7.4(7.3-7.5)

1.05

0.2 (0.18-0.24)

13.2(8.4-17.7)

Experimental group

yellow

2(1.9-2.1)

transparent

7.4(7.3-7.5)

1.07

0.22 (0.19-0.27)

12.4(8.8-16.9)

FIG. 3.

Li Zn K Se

Mn Cu \Y Co

Relative values of the content of chemical elements in the blood serum of the experimental group of rats (12 weeks of the experiment):
X-axis (0) — the level of elements in the control group; * - statistically significant difference between the experimental group and the control

(p < 0.05); ** - statistically significant difference between the experimental group and the control (p < 0.01)
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FIG. 4.

Cu

Zn Na | Ca Cr Fe Co

Relative values of the content of chemical elements in the liver of the experimental group of rats (12 weeks of experiment):
X-axis (0) — the level of elements in the control group; * - statistically significant difference between the experimental group and the control
(p < 0.05); ** - statistically significant difference between the experimental group and the control (p < 0.01)

Ealbumin

B a2-macroglobulin

Control group
FIG. 5.

BAMC complexes

OZn low-molecular forms

Experimental group

Percentage distribution of zinc by fractions when exposed to a high-calorie diet (12 weeks of experiment): ** — statistically significant differ-

ence between the experimental group and the control (p < 0.01)

forms of zinc. a2-macroglobulin level did not undergo sig-
nificant changes throughout the study.

DISCUSSION

On average, the excess of the control body weight
in animals of the experimental groups under the influ-
ence of the high-calorie diet by the end of the study was
44 %, which indicates the appearance of excess body
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weight. In the experimental group of animals, there was
a statistically significant tendency for glucose, total cho-
lesterol and triglyceride levels to increase while HDL lev-
els decreased. The established impaired glucose tolerance
as detected during the oral glucose tolerance test, as well
as an increase in the atherogenic index, are predictors of
diabetes and serve as risk factors for cardiovascular diseas-
es [20]. The findings may indicate insulin resistance devel-
oping as a result of obesity, which in turn will aggravate
the accumulation and retention of fat in the body. The re-



vealed disorders of carbohydrate and lipid metabolism are
among the first typical signs of metabolic syndrome and
may be associated with pro-inflammatory processes that
may partially occur in adipose tissue [21].

There are a number of studies investigating the pos-
sibility of using the content of macro- and microele-
ments in various biosubstrates as biomarkers of vari-
ous disorders of carbohydrate and lipid metabolism,
as well as their use as dietary supplements for metabol-
ic correction [22]. The data obtained during the study
show that exposure to a high-calorie diet for 12 weeks led
to a statistically significant decrease in the levels of iron,
chromium, iodine, zinc, potassium, calcium and an in-
crease in vanadium in blood serum. In the liver tissues
of the experimental group animals, a statistically signif-
icant decrease in lithium levels and an increase in zinc,
calcium, vanadium, chromium, iron, and cobalt levels
were noted. It is possible that such a pattern, associated
with the reverse redistribution of certain chemical ele-
ments from the blood serum to the liver, is due to a de-
fense mechanism. One study has demonstrated that in-
terleukins released from activated phagocytic cells
reduce the concentration of certain trace elements
in the blood of experimental animals by redistribut-
ing them from the blood to the liver [23]. The identified
chemical elements play an essential role in the regulation
of carbohydrate and lipid metabolism [24]. Any chang-
es in calcium concentration can interfere with the nor-
mal release of insulin, especially in response to glucose
load, which in turn will affect body fat accumulation [25].
Chromium increases insulin sensitivity and is a compo-
nent of glucose tolerance factor, and its decrease in blood
serum in obese individuals with impaired glucose toler-
ance is recorded in many studies [26]. The inflammato-
ry component of obesity, which leads to excessive hep-
cidin production, is believed to be one of the potential
mechanisms of iron deficiency (hypoferremia) in obesity
[27]. Variations in iodine, potassium, vanadium and co-
balt concentrations in various disorders of carbohydrate
and lipid metabolism are found in the works of several
researchers, but require more detailed study.

Zinc cannot freely cross cell membranes, so there
are a number of special carriers [28]. In this regard,
the study of zinc complexation is important since vari-
ous forms of this trace element are involved in a varie-
ty of biochemical and physiological processes, including
Zn?* transport into the liver and other organs; participa-
tion in the cytotoxicity and inflammation processes, deac-
tivation of free radicals, etc. [29]. In this study, a decrease
in total blood zinc level and an increase in liver tissue
zinc level were detected, while a statistically significant
percentage increase in the albumin fraction was record-
ed, with a decrease in AMC complexes and low-molecu-
lar-weight forms of zinc. Studies conducted by K.T. Smith
et al. on isolated perfused rat intestines have shown that
albumin is responsible for Zn?* transport into the liver
[30], which may explain the findings. The observed statis-
tically significant changes in zinc distribution by individu-
al forms in blood serum indicate a change in zinc metab-
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olism due to high-caloric diet consumption. Evaluation of
zinc fractions in blood serum revealed the presence of dys-
metabolism of this metal when exposed to a high-calorie
diet at a more subtle level. It is possible that these chang-
es served as the molecular basis for changes in the total
concentration of zinc in blood serum.

CONCLUSION

1. In the course of the study, it was found that the use
of the developed high-calorie diet by Wistar rats for 12 weeks
led to overweight in animals, impaired lipid metabolism
and impaired glucose tolerance. These findings show
that this diet makes it possible to simulate metabolic disor-
ders and prove the effectiveness of its further use in studies
of disorders of carbohydrate and lipid metabolism in labo-
ratory animals.

2. Inthe course of the study, it was found that a high-
calorie diet led to a statistically significant decrease
in the levels of iron, chromium, iodine, zinc, potassi-
um, calcium and an increase in vanadium in blood se-
rum. In turn, there was a statistically significant de-
crease in the level of lithium and an increase in the lev-
el of zinc, calcium, vanadium, chromium, iron, and co-
balt in the liver.

3. Due to the evaluation of the chemical forms
of zinc, it was found that the detected decrease in zinc in
blood serum and an increase in its concentration in the
liver when using a high-calorie diet is associated with
an increase in the serum albumin fraction of zinc affect-
ed by a decrease in AMC complexes and low-molecular
forms of zinc.

The evidence suggests that a high-calorie diet leads
to an imbalance of chemical elements, which may be one
of the triggering mechanisms for the dysregulation
of a number of physiological functions in living organ-
isms. The changes revealed in metabolism may be a direct
cause of the development of various functional disorders
responsible for the onset of metabolic disorders and asso-
ciated diseases.
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ABSTRACT

Theaim. To analyze the possibility of using the genetic mechanisms of CRISPR-Cas9
technology in the prevention and treatment of certain viral diseases.

Materials and methods. The search for publications was carried out in Russian
and foreign literature using the following search engines: RSCl, Cyberleninka, eLibrary,
PubMed, Cochrane Library, etc. A review of domestic and international scientific
papers on the research topic was carried out using search keywords: CRISPR, genetic
engineering, genome editing, Cas9, sgRNA.

Results. Areview ofusing CRISPR-Cas9 method ("genetic scissors") as a gene therapy
for some viral diseases was carried out, and its main advantages and disadvantages
were revealed. An analysis of the data of scientific studies on genetic research methods
over the past decade discovers the main aspects of CRISPR-Cas9 technology, modern
classification and prospects for using this technology in clinical practice for the treat-
ment and prevention of human viral diseases. The possibilities of creating a more
versatile and stable version of the CRISPR-Cas9 technology are considered. Particular
attention is paid to the technological difficulties and obstacles that scientists face
when implementing this system for targeted use in clinical medicine.

Conclusion. One of the rapidly developing areas in science giving promising pros-
pects for modern healthcare is genetic engineering, especially in cases where scien-
tific developments are applied in clinical practice. The discovery of "genetic scissors"
technology has revolutionized all medicine. Wide opportunities for developing new
treatment methods for many viral diseases and creating conditions for their early
prevention opened up for the medical community. In the future, with the introduc-
tion of this technology into clinical practice, it will become possible to treat diseases
that have not previously responded to ongoing therapy and were considered incur-
able.

Key words: CRISPR, genetic engineering, genome editing, Cas9, sgRNA, viral dis-
eases, infections
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PE3IOME

Ljens 0aHHOUi cmambu — nposecmu aHAsIU3 B03MOXHOCMU NPUMeHEHUs 2eHe-
muyeckux mexaHu3mos mexHosioauu CRISPR-Cas9 8 npogunakmuke u sedyeHuu
HeKomopbIx 8UPYCHbIX 3a60/1e8aHUU.

Mamepuanel u Mmemoosl. [louck nybukayuti nposoousics 8 poccutickol u 3apy-
6exxHol rumepamype 8 ciiedyrowux nouckossix cucmemax: PYIHL, Cyberleninka,
eLibrary, PubMed, 6ubnuomeka Cochrane u dp. [TposedéH 0630p omeyecmeaeHHbIX
U MeX0yHAapOOHbIX HAy4YHbIX pabom no meme Ucc/1e008aHUA C UCNOIb308AHUEM
nouckosbix Ktodesbix c/108: CRISPR, 2eHHas UHXeHepus, pe0akmuposaHue 2eHOMd,
Cas9, sgRNA.

Pe3ynbmamel. [IpogedéH 0630p ucnonb3osaHus memoda CRISPR-Cas9 («zeHe-
muyeckux HOXHUU») 8 Kayecmeae 2eHHOU mepanuu HeKOmopbIx 8UPYCHbIX 3a60-
JleeaHul, packpbimsl €20 OCHOBHble npeuMywecmada u Hedocmamku. AHAIU3
OaHHbIX HaY4YHbIX UCC/Ie008aHUL 8 cihepe 2eHeMuUYeCcKUX Memooos Ucc/1e008aHUs
3a nocsie0Hee decamusiemue packpvleaem OCHOBHble dCNeKmMbl MexHo/102uu
CRISPR-Cas9, cospemeHHyt0 Knaccugukayuto U nepcnekmugsl NpuMeHeHUs 0aH-
HOU mexHOJ/102UU 8 KITUHUYeCKOoU Npakmuke C Yesibio mepanuu u npoguinakmuku
8UpYCHbIX 3a601e8aHUll Yes108eKkd. Paccmampugaromcs 803MOXHOCMU CO30aHUSA
607166 MHO20)YHKYUOHAIbHOU U cmabusibHoU 8epcuu mexHosnozuu CRISPR-Cas9.
Ocoboe 8HUMAaHue yOesisemcsa mexHO02UHeCKUM CJTIOXXKHOCMAM U Npensmcmausm,
Komopele cmatrom nepeo y4éHbIMU NpuU 8HeOpeHUU OaHHOU cucmemel 0715 yesie-
8020 NPUMEHEHUS 8 K/TUHUYeCKOU MeOUyUHe.

3aknioyeHue. OmKpbimue «2eHemMuYeCcKUx HOXHUY» NPOU38esI0 pesosioyuro
80 scell MmeouyuHe. [Tleped MeOUUUHCKUM COObUWEeCmB8oM OMKPbIIUCL WUpPOKUe
803MOXHOCMU 0718 CO30dHUA HOBbIX Memo008 JleYeHUs MHOXecmaea 8UpPYCHbIX
3a6onegaHuli u co30aHus ycaosul 018 paHHel npogunakmuku. B nepcnekmuse
npu 8HeOpeHUU 0aHHOU MexHOJI02UU 8 K/TUHUYeCKyo NpakmuKy cmaHem 803-
MOXHOU mepanus Ho30/102ul, paHee He 0Meeydswux Ha NPo8OOUMYIO mepanuto
U CHUMABWUXCA HeU31e4umMbiMU.

Knioueevnie cnoea: CRISPR, 2eHHas uHxeHepus, pedakmuposaHue 2eHoma, Cas9,
sgRNA, supycHeble 3a6o1esaHus, UHgekyuu

Ona yntnposaHua: 3uraHwuH A.M., MyniokoB A.P, Omapos M.A., Myapos B.A., Xanuto-
Ba P.LL. MepcnekTrBbl npumeHeHus cuctembl CRISPR-Cas9 B neueHnM BUPYCHbIX 3aboneBa-
HUI yenoseka. Acta biomedica scientifica. 2023; 8(1): 40-50. doi: 10.29413/ABS.2023-8.1.5
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SECTION 1. INTRODUCTION

Viral infection poses a significant risk to human health,
as evidenced by the significant morbidity and mortality
from COVID-19 [1]. Viral infections are especially danger-
ous, the development of which occurs in a chronic form,
characterized by periods of exacerbation and elimina-
tion of the virus, providing lifelong persistence of the vi-
rus. Currently existing antiviral drugs do not have high
specificity and effectiveness, which makes it impossible
to overcome biological barriers to eliminate the viral fo-
cus. At the same time, it is worthwhile noting the respon-
sive adaptive ability of viruses to the methods of treatment
used. Despite the improvement of the invasive properties
of drugs to overcome biological barriers, the development
of the disease has a long course, often leading to the death
of the recipient, which is indicative for Retroviridae, Her-
pesviridae and Polyomaviridae families [2]. Despite the fact
that different types of viruses have different ways of access-
ing the central nervous system (CNS), viral infections dif-
fer from other microorganisms by the fact that in the ini-
tial stage they persist on the periphery and thus gain ac-
cess to the CNS structures. This occurs either by direct in-
fection of nerve endings, or indirectly, by components
of the circulatory system transporting the virus, overcom-
ing the blood-brain barrier (BBB) in the CNS. These con-
ditions require the development of more effective meth-
ods of treatment, which can be the technology of "genet-
ic scissors" [3].

The development of modern technologies for human
genome editing has made it possible (with the help of ge-
netic engineering) to open up great prospects in the treat-
ment of a number of diseases that were previously incur-
able. For the first time, CRISPR (clustered regularly inter-
spaced short palindromic repeats) structures were discov-
ered in the genome of Escherichia coli in 1987. Years lat-
er, it became known that these sequences can accumulate
as aresult of the invasion of mobile genome express (MGE):
bacteriophages, plasmids and transposons — into the prokar-
yotic cell, which formed the basis of adaptive and inherit-
ed immunity in bacteria and archaea. Archaea are unicel-
lular microorganisms that do not have a nucleus, as well
as any membrane organelles, and represent the domain
of living organisms.

The molecular mechanism of this process was revealed
using the example of lactic acid bacteria Streptococcus ther-
mophilus by K. Makarova et al. (2006); then the CRISPR-Cas
system was divided into three types depending on the type
of Cas proteins and the mechanism mediated by its effec-
tors. CRISPR-Cas9 is currently used in genetic engineering
and belongs to type Il in the classification of CRISPR-Cas sys-
tems [4]. As a result of this technology discovery, the cost
of genetic engineering has decreased by 99 %. It is difficult
to say how revolutionary CRISPR is, but it has a huge po-
tential that can forever change the diagnosis and therapy
of numerous diseases of mankind. Emmanuelle Charpen-
tier and Jennifer Doudna (2020) were awarded the Nobel
Prize in Chemistry for the development of a genome edit-
ing method - CRISPR-Cas9 technology [2, 31.
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Regularly arranged in groups of short palindromic
repeats, loci (CRISPR) are direct repeats of short nucleo-
tide chains that differ from each other by spacers - struc-
tural sections of the DNA of a foreign genome. A leader
sequence containing a promotor is located in the chain
of the host cell’'s own genome before a number of re-
peats of loci, after structures encoding Cas proteins.
The promoter is a sequence of DNA nucleotides recog-
nized by RNA polymerase as a starting point for the start
of transcription. These structural elements determine the
ability of bacteria to recognize foreign invaders by isolat-
ing sections of their genome, developing genetic memo-
ry, which further determines the ability to carry out anin-
tracellularimmune response that responds to the degra-
dation of foreign nucleic acids in the event of its repen-
etration [5-7].

The immune response mechanisms of CRISPR-Cas
are based on three successive stages: adaptation, ex-
pression and interference. The invasion of foreign
DNA into the cell initiates the first stage of adaptation,
at which the bank of genetic memory is replenished in or-
der to adapt immunity. The reaction of Cas1-Cas2 pro-
teins in most CRISPR-Cas systems is carried out in com-
plex with a protospacer adjacent motif (PAM) and dou-
ble-stranded DNA (dsDNA) of phages and plasmids, re-
leasing a protospacer as a result of two double-stranded
breaks (DSB) [8]. The complex of two Cas1 dimers per-
forming a catalytic function and one Cas2 dimer perform-
ing a structural function acts like an integrase.

An important participant in spacer generation
is the RecBCD multi-protein complex in the role of hel-
icase and nuclease, which performs preferential sam-
pling by splitting dsDNA, causing degradation of the for-
eign genome until reaching the hotspot (Chi sites), since
the acquisition of MGE is characterized by the need
to differentiate foreign and native genetic structures
in order to avoid self-aggression [9]. The integration
of the degraded dsDNA MGE fragment, acting similarly
to the mechanism of viral integrases and transposases,
forms a spacer of nucleic acids of foreign DNA in the mas-
sive CRISPR structure. The process of integrating the spac-
er into the CRISPR array occurs as a result of a number
of reactions.

The integration host factor (IHF) performs a U-shaped
deformation of the host DNA, recognizes the leader-re-
peat boundaries, the target site, 5'-phosphate of the
proximal leader repeat, to which 3’OH protoprostans
are attached by a nucleophilic attack mechanism. The
next step is to merge the 3'OH of another protoprostane
strand with the opposite end of the first repeat, result-
ing in a palindromic motif structure in the CRISPR repeat,
serving as an anchor for the Cas1-Cas2 complex, and de-
termining the position of the second integration site [10].
It is worth mentioning the acquisition of a primed spac-
er, characterized by enhanced absorption due to comple-
mentarity with previously integrated MGE, which serves
as a counter-strategy against phage mutants. However,
the main mechanism of this phenomenon has not been
fully studied [7].



At the expression stage, Cas genes are expressed
and an array of CRISPR repeats and spacers are transcribed
into a long precursor of CRISPR RNA (pre-crRNA). Cas pro-
teins and auxiliary factors transform pre-crRNA into a short
mature crRNA capable of directing Cas to target sequenc-
es for their recognition and destruction. CRISPR turns are
predominantly palindromes, resulting in the formation
of pre-crRNA hairpins, which are then recognized by Cas.
Pre-crRNA is cut into crRNA segments containing unique
sequences complementary to the structure of the foreign
target.

There are differences in the frequency of transcription
of some spacers at the locus from others, which are ex-
plained by the presence of promoter elements in the re-
peat sequence. This phenomenon determines the strate-
gic benefit in the speed of transcription of certain spacers
that protect against retrospectively relevant invasive ele-
ments, providing fast and effective defense in stressful sit-
uations. The interference stage is a complex action of crRNA
and Cas protein complexes that recognize and degrade the
structures of foreign nucleic acids [5, 6, 11]. Each of the pre-
sented stages of intracellular immunological protection
has its own characteristics depending on the type of CRIS-
PR-Cas system [7].

SECTION 2. CHARACTERISTICS
OF CRISPR-Cas CLASSES AND TYPES

All the diversity in the CRISPR-Cas system is usually
differentiated into two classes: Class 1 — types |, [l and 1V;
Class 2 - types I, Vand VI [12].

Updated classification of CRISPR-Cas Class 1 systems

Class 1 (types |, lll and IV) is represented by the crRNA
multi-subunit effector complex. Type lis divided into six sub-
types: I-A, I-B, I-C, I-D, I-E, I-F. Most type | pre-crRNA systems
process ribonucleases (RNase) of the Cas6 family (Cas5d
in subtype I-C). Cas6e remains bound to a repeating frag-
ment of the 3’ end of the crRNA after processing. Subse-
quently, the cascade is assembled into a spiral-shaped sea-
horse. The crRNA is an integral part of the cascade connected
along the backbone and bounded by the Cas5e at the 5’ end.
The helical structure is represented by six bound Cas7e pro-
teins, which adopt a conformation with protruding domains
responsible for the reliable connection of subunits. Starting
from the last nucleotide of the 5-inch sequence, the pro-
truding subunit structures bend the crRNA at every sixth
nucleotide.

Five nucleotides are lined up along the central do-
main to ensure efficient coupling of crRNA bases with
the target DNA. Cas11e and Cas8e are defined as small
and large cascade subunits, respectively. Recognition
of PAM in a double-stranded DNA target is mediated
by a large subunit that initiates the local cleavage of DNA
chains and the binding of crRNA to the protospatial
strand. The first eight PAM-proximal crRNA nucleotides
are crucial in protospatial binding of the cascade com-
plex, with the exception of the sixth, which does not bind
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to the target. As a result of binding of a non-target strand
with two Cas11e subunits, the formation and stabilization
of the R-loop structure occurs, accompanied by significant
conformational changes in small and large subunits, which
makes it possible to recruit Cas3 nuclease, causing struc-
tural changes in the protein that activate its ATP-depend-
ent activity of the helicase.

As aresult, Cas3 translocates and sequentially degrades
the non-target DNA strand in the 3'-5' direction, leaving
a single-stranded DNA break (ssDNA) of 200-300 nucle-
otides (nt). However, these fragments may be intermedi-
ate degradation products, since the presented partial deg-
radation of ssDNA can lead to the complete destruction
of the foreign invader. It is believed that the complete deg-
radation of the target DNA is mediated by host nucleas-
es or by the powerful cascade-independent activity of ss-
DNA Cas3 nuclease, which has so far been observed only
in vitro [7].

Today, itis interesting to study the fact that in the pres-
ence of an identical CRISPR-Cas structure and the mech-
anism of Cas3 participation, there are several distinctive
features in the interference mechanism of type | subtypes.
Subtypes I-A and I-E are the only systems containing a sep-
arate gene encoding a small subunit. In other subtypes,
its genome is functionally replaced by Cas8. In addition,
minimal cascade architecture is observed in subtype I-C,
in which there is no Cas6 homologue and subtype I-Fv (sub-
type I-F variant), where large and small subunits are ab-
sent and functionally replaced by effector proteins Cas-
5fv and Cas7fv.

An interesting variation of the cascade overall shape
was found in subtype I-F, in which the basis of the ob-
servation complex (Csy) has a short spiral step and al-
most forms a closed circle. Taken together, the results
of numerous studies indicate significant genetic and
functional plasticity in maintaining the overall architec-
ture and module of RNA binding and processing (Casé
and/or Cas5), backbone (Cas7), PAM recognition and R-
loop stabilization [3].

Type lll CRISPR-Cas systems use cascade-like complex-
es called Csm for IlI-A and Cmr for IlI-B, which structurally
show high similarity to type | effector complexes. However,
unlike the other interference mechanisms described, type llI
systems target both RNA and DNA substrates. The cleavage
of DNA in a type lll system depends on the transcription
of the target sequence. Csm and Cmr assemble along a ma-
ture crRNA that is bound by Cas5 (Csm4/Cmr3) at the 5’ re-
peating end.

The basis of the complex is represented by proteins
of the Cas7 family (Csm3 and Csm5 - for subtype IlI-A,
Cmr4, Cmr6 and Cmr1 - for subtype IlI-B), while Cas11
(Csm2/Cmr5) and Cas10 are small and large subunits,
respectively. Target cleavage is initiated by binding
of a type Il effector complex to the emerging target tran-
script dependent on the crRNA image. Cas7 (Csm3/Cmr4)
subunits cleave single-stranded RNAs (ssRNA) at every
sixth nucleotide. DNA division is carried out by the domain
of the Cas10 subunit, which requires transcription of the tar-
get in both type Ill systems. RNAs belonging to the Csm6



or related Csx1 families are often associated with type Ill
CRISPR-Cas systems.

Both Csm6 and Csx1 non-specifically destroy for-
eign transcripts and perform auxiliary functions during
type lll interference, even if they are not part of the effec-
tor complex [12]. The Cas10 subunit of the Csm complex,
according to current data, not only mediates the cleavage
of the target DNA, but also converts ATP into cyclic ade-
nylates acting as secondary activators of Csm6 RNase.Cas10
production is associated with a complex of Csm and tar-
get RNA and is a regulatory mechanism that causes signif-
icant strategic interference in the development of a for-
eign invader [9].

CRISPR-Cas Class 2 system (types ll, V and Vi)

Type Il systems use the Cas9 effector protein, a DNA
double RNA endonuclease necessary for interference
and immunity in type Il systems. Differentiation in the A-,
B- and C-subtypes of the type Il system is based on the size
of Cas9 genes and the presence of type-specific genes.
In addition to crRNA, Cas9 requires transactivating crRNA
(tracrRNA), a small RNA that carries complementarity with
repetitive crRNA regions. Once Cas9 has been linked to ma-
ture double-stranded RNA (tracrRNA:crRNA) or engineered
single-stranded RNA (sgRNA) designed for genome engi-
neering applications, Cas9 identifies the target DNA by rec-
ognizing PAM and the subsequent base pair of the guide
RNA with DNA.

If the target shows sufficient complementarity
with the guide RNA, Cas9 performs a double-stranded 3-nu-
cleotide pair (bp) break proximal to the PAM. Cas9is a leaf-
like structure with a central locus containing a crRNA:DNA
duplex. The a-helical recognition lobe (REC) and the nu-
clease lobe (NUC) are connected by an unordered linker
and a highly conserved arginine-rich bridge helix forming
several contacts with crRNA. The NUC lobe contains con-
servative nuclease domains HNH and RuvC and a variable
C-terminal domain that interacts with PAM.

The study of molecular structures showed that the ac-
tivity of Cas9is regulated by the attachment of the guide
RNA, which causes a change in the protein conformation
towards the development of competence for binding
to DNA and recognition of PAM. The surveillance complex
associated with the guide RNA scans the DNA and, after
recognizing complementary PAM structures in the non-
target strand, induces DNA cleavage to allow the guide
RNA to investigate the complementarity of the sequence
from 10 to 12 nt in the PAM-proximal region of the tar-
get strand.

The pairing of bases between the guide RNA and the tar-
get DNA and additional conformational changes in Cas9
contribute to further invasion of the guide RNA beyond
the domain sequence, thereby stabilizing the R-loop struc-
ture. Conformational activation of the HNH domain is as-
sociated with linker loops permutations between the HNH
and RuvC domains. This allosteric bond between nuclease
domains leads to a coordinated cleavage of the target strand
by the HNH domain and the non-target strand by the RuvC
domain [12, 13].
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Type V CRISPR-Cas is divided into subtypes V-A, V-Band
V-C, characterized by effector proteins Cas12a (formerly
known as Cpf1), Cas12b (C2c1) and Cas12c (C2c3). Scientists
have found out that phylogenetically these proteins origi-
nated independently from various transposon-associated
nucleases of the TnpB family, which is manifested in the low
similarity of the amino acid composition of these proteins
with each other and with Cas9 [7].

Relative to Cas9 and Cas12b, the CRISPR-Cas sub-
type V-A effector protein Cas12a does not require tracrR-
NA for activation. After PAM recognition, a base pair be-
tween crRNA and target DNA is sufficient to activate effec-
tor proteins; as a consequence, Cas12a and Cas12b cleave
both DNA strands, resulting in stepwise double-stranded
breaks with 5- and 7-nt distal overhangs to PAM, respec-
tively. Unlike Type Il systems using different PAM struc-
tures located on a non-target strand, Cas12 proteins rec-
ognize the PAM of both DNA strands. It is important that
Cas12b does not have a PAM recognition domain such as
Cas9 or Cas12a. In addition, Cas12a and Cas12b require
a duration and sequence of approximately 18 nt, which
makes them promising alternatives to Cas9 in the matter
of genome editing.

At the same time, in Cas12a, both DNA strands
are cleaved in one catalytic site of the RuvC domain. Both
DNA strands here are located in the same catalytic pock-
et of RuvC, so the target DNA strand is cleaved exactly
by this domain. Details of the catalytic cleavage processes re-
quire further study; however, it is reliably known that Cas12a
and Cas12b use similar mechanisms in the process of immu-
nological protection of the host cell [9, 13].

Type VI

The data obtained in current studies made it possible
to identify type VI systems, the structural feature of which
is the content of two RxxxxH motifs. They are unique
to the nucleotide-binding domains of higher eukaryotes
(HEPN, higher eukaryotes and prokaryotes nucleotide-
binding domain). The HEPN-containing effector protein
Cas13, unlike other Class 2 effectors, is capable of cleaving
ssRNA. Cas13 is activated by target ssRNAs, which is com-
plemented by crRNA, resulting in degradation of not only
target ssRNA, but also associated ssRNAs, similar
to Csm6 and Csx1 enzymes in type lll systems. However,
tracrRNA is not required for Cas13 to function. Cas13a per-
forms peripheral mismatch transfer in the crRNA:target
ssRNA complex, but requires a central sequence of do-
mains for RNase activity. Cas13a and Cas13b compre-
hensively treat repetitive regions of pre-crRNA, but bio-
chemical and structural studies show different active
sites for degradation of RNA-activated RNA and process-
ing of pre-crRNA Cas13a.

When binding to pre-crRNA, Cas13a undergoes con-
formational changes that stabilize the crRNA and facili-
tate target binding. Binding of the target ssRNA increas-
es the activity of RNase Cas13a, causing further conforma-
tional changes that morphologically bring the catalytic sites
of HEPN domains into close proximity. Unlike the internal
active sites of other Class 2 effectors, two Cas13a HEPN do-



mains form a composite active site on the outer surface
of the enzyme [9, 12].

CRISPR-Cas9 is a promising genome editing tech-
nology, but there are a number of limitations and prob-
lems that need to be solved before its clinical use. One
of the biggest obstacles is delivery efficiency, since
CRISPR-Cas9 assumes an intracellular mechanism of action.
CRISPR-Cas9 components can be delivered in various
forms: in the form of small-sized mRNAs with conveni-
ent packaging or in the form of plasmid DNA encoding
the Cas9 protein [8]. Other advantages of mRNA delivery
are highly active gene editing and control over the volume
of delivery into cells. Plasmids, on the other hand, have
limitations in size and non-target effect, but they have
the advantage of having stability and flexibility in design.

There are viral and non-viral methods of material deliv-
ery, such as electroporation, microinjection and lipid nan-
oparticles, but their therapeutic use is limited due to their
relatively low delivery efficiency [8]. The most commonly
used viral vectors for delivery in the therapeutic approach
are adenoassociated virus (AAV), adenovirus and lentivi-
rus due to their wide range of serotype specificity and rel-
atively low immunogenicity [14]. The limitation of pack-
aging capacity is a major problem for AAV-mediated
CRISPR-Cas9 delivery. One solution to this limitation
is to use a small version of Cas9 Staphylococcus aureus
(SaCas9), which has the same gene editing efficiency
as SpCas9, but a smaller size. Alternative is the use of dual
AAVs to deliver Cas9-coding DNA and crRNA separate-
ly [4, 15].

Another problem that needs to be addressed is the po-
tential non-targeted effect that causes pathogenic gene
mutation and chromosomal translocations. In order to in-
crease specificity, the CRISPR-Cas9 system was experimen-
tally modulated by placing the Cas9 gene under the con-
trol of a minimal HIV-1 promoter mediated by a trans-acti-
vator of transcription (Tat) to avoid overexpression of Cas9.
In this case, Cas9 ribonucleoprotein Cas9/gRNA (Cas9 RNP)
degrades after editing the target DNA, which leads to maxi-
mum target and minimum non-target effects. Nevertheless,
it has been shown that the use of RNP in some types of cells
can cause innate immune responses, leading to cytotoxicity
in cells. Chemical synthesis and use of phosphatase crRNA
to remove its 5'-ppp can inhibit innate immune responses
and cytotoxicity [16].

Additionally, scientists faced the problem of the mech-
anism of non-homologous end joining (NHEJ), genera-
tion of resistant mutant viruses capable of counteracting
Cas9/sgRNA by causing repair of DNA in the host cells. Var-
ious strategies have been proposed to prevent the devel-
opment of viral resistance, such as the use of multiplex
guide RNAs (gRNAs) to target multiple sites in the genome
in order to reduce the generation of a viable escape mu-
tant. The opposite alternative strategy is a combined ap-
proach of using CRISPR-Cas9 therapy with antiviral drugs
and RNA interference molecules or short hairpin of RNA.
In order to inhibit NHEJ DNA repair pathways, it is possible
to use novel Cas9-like nucleases, such as Cpf1, which cleave
the distal target site from PAM in order to reduce its bind-
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ing to gRNA. Studies have shown that targeting a non-cod-
ing intergenic sequence is associated with viral interference
activity, which significantly limits the creation of a viral es-
cape-mutant [16].

SECTION 3. POSSIBILITIES
OF USING CRISPR-CAS9 TECHNOLOGY
IN INFECTIOUS DISEASES

The first experiments in the treatment of HIV-1/AIDS
were carried out using CRISPR-Cas9 to suppress the expres-
sion of HIV-1 genes, focusing on long terminal repeats (LTR).
The target sites were NF-kB (nuclear factor kappa-light-
chain-enhancer of activated B cells) binding clusters locat-
ed in the U3 region of the LTR and R regions of TAR (trains
acting responsive) sequences, which resulted in effective
inhibition of HIV-1 virus genome transcription and replica-
tion. Another aspect is the possibility of CRISPR-Cas9 Cas9/
gRNA virus genome cleavage in order to inactivate viral
gene expression and limit viral replication in a latently in-
fected T cell line, a promonocytic cell line and a microglial
cell line with low genotoxicity [17-19].

There s evidence for mutational elimination of HIV-1 pro-
virus by the effect of crRNA on the LTR sequence and the key
viral replication genes and inactivation of the target site
by mutation. Several studies have confirmed that CRISPR-
Cas9 can degrade unintegrated HIV-1, as well as repair DNA
mediated by NHEJ, which will lead to reduction in the in-
tegrated HIV-1 provirus [4, 20]. Circumcision of HIV-1 pro-
viral DNA demonstrated the effectiveness of HIV-1 provi-
rus disruption using AAV in combination with multiplex
sgRNAs and SaCas9. The sgRNA/SaCas9 AAV-DJ/8 quadru-
plexinjected intravenously into Tg26 mice can cleave HIV-1
proviral DNA and significantly reduce its replication. After
intravenous injection of sgRNA/SaCas9 AAV-DJ/8 in bone
marrow/liver and thymus (BLT) tissues infected with HIV-1,
provirus cleavage was detected in the brain, colon, spleen,
heart, and lungs. The first successful application of exci-
sion and elimination of HIV-1 SaCas9/gRNA proviral DNA
in vivo supplied by AAV laid the foundation for the devel-
opment of human clinical trials [21-23].

Inactivation of CCR5 and CXCR4 coreceptors using
CRISPR-Cas9 technology made it possible to use CRISPR-
Cas9 to block HIV-1 invasion by editing target receptors
for HIV-1 - CD4 and CCR5 or CXCR4 coreceptors (CD4 im-
pairment is not feasible). The use of this method has yield-
ed the most promising results, since CCR5A32 transplanta-
tion has not been widely used. CRISPR-Cas9 in this case pro-
vides target sites with a simple design and plasmid construc-
tion. This method provides a huge potential in the diagnosis
of CCR5 and CXCR4 expression disorders, which was proved
in an experiment on Human Embryonic Kidney (HEK)
293T cells by transfection of Cas9 and sgRNA and induced
pluripotent stem cells (iPSC). CCR5-modified iPSCs can usu-
ally differentiate into monocytes/macrophages resistant
to HIV-1 infection [24].

To date, the preservation of the functional proper-
ties of CXCR4-deficient human T cells in a mouse model



has been proven, as well as the possibility of using recom-
binant CRISPR-Cas9 technology and piggyBac transport sys-
tem to create mutant CXCR4 P191A with the function of in-
hibiting HIV-1 infection and without a deficiency of CXCR4
function, which makes it possible to edit CRISPR-Cas9 CXCR4
in mature post-thymic CD4* Human T cells for the purpose
of HIV-1/AIDS therapy [25, 26].

An alternative strategy for reactivating host cell protec-
tion factors in HIV-1 infection is the activation of restriction
factors, the expression of which is inhibited in HIV-1 infect-
ed cells. The effectiveness of two sgRNAs in Cas9-mediated
induction of APOBEC3G (A3G) and APOBFC3B (A3B) restric-
tion factor expression has been proven. However, research
on the use of CRISPR-Cas9 technology to activate host cell
factors to suppress HIV-1 infection is limited. At the same
time, recently discovered restriction factors, such as serine
incorporator five (SERINC5), human silencing hub (HUSH),
consisting of TASOR, MPP8 and periphylin and capsid-
binding factor for cyclic immune activation of GMP-AMP
(cGAS) in macrophages and dendritic cells, NONO, may be-
come new targets for consideration regarding this meth-
od use [26, 27].

Neurotropic human polyomavirus JC (JCV)
is the causative agent of progressive multifocal leukoen-
cephalopathy (PML) seen in patients with HIV-1/AIDS
and patients undergoing immunomodulatory treatment
of autoimmune disorders. Seroepidemiological studies
have shown that JCV infection is widespread among 80 %
of the world’s population, due to constant asymptomat-
ic persistence, and it manifests itself in immunodeficiency
conditions. The JCV genome is represented by circular dou-
ble-stranded DNA encoding sequences of an early viral T-
antigen that determines virulence and ensures replication
of new viral particles. The DNA of the virus is found only
in the neuroglial cells of a healthy brain. The failure of cur-
rently used treatment options requires the development
of an alternative approach. There is evidence of the use
of CRISPR-Cas9 for inactivation of the genome region en-
coding the T-antigen by mutation of the Cas9- and gRNA-
mediated N-terminal region of the T-antigen, leading to an
impairment of its expression [28, 29].

One of the most common diseases is chronic hepati-
tis B virus infection (HBV), which is the main cause of liv-
er cirrhosis and hepatocellular carcinoma. After infec-
tion, the viral genome is transported to the cell nucleus
to be transformed into highly stable covalently closed cir-
cular DNA (cccDNA) [30, 31]. As a new approach to the treat-
ment of chronic HBV, CRISPR-Cas9 can be used to inactivate
cccDNA in vitro and in vivo. HBV genome mutations medi-
ated by CRISPR-Cas9 lead to a significant decrease in the le-
vel of proteins HepG2, HepG2.2.15, HepG2-H1.3 and Huh-7.
Current studies have shown the ability of the CRISPR-Cas9
system to eliminate the integrated cccDNA of the virus.
The potential of antitumor use of CRISPR-Cas9 by targeted
mutation of the HBsAg gene leading to suppression of tu-
mor progression in hepatocellular carcinoma has also been
demonstrated [32].

An important role in the study is played by the herpes
virus family, which is also characterized by chronic prima-
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ry persistence of infection and reactivation under certain
physiological conditions. Modern nucleotide preparations
only inhibit DNA polymerase, which is unpromising relative
to the use of CRISPR-Cas9, which specifically breaks the vi-
ral genome [33].

Herpes simplex virus type 1 (HSV-1), having a dsD-
NA genome structure, is also a potential target for CRIS-
PR-Cas9 in abrogation of epithelial and fibroblast cell
infection. Also in the case of HSV-1, a viral mechanism
of delaying early production of viral particles during la-
tent persistence is strategically advantageous, since there
is a possibility of the occurrence of escape insertions de-
letions (InDel). This technique requires further research,
as there is a potential for the use of CRISPR-Cas9 using
gRNA for the primary prevention of conditions such as vi-
ral-induced blindness associated with HSV-1, viral enceph-
alitis and oral ulcers, Alzheimer disease, multiple sclero-
sis and epilepsy [34].

The Epstein - Barr virus (EBV) is a herpes y-virus
that has not received clinically approved therapy since
its discovery in 1964 until today. Mediated by small in-
terfering RNA (siRNA) disorders of the main EBV gene,
EBNAT, an anti-EBV effect was achieved, but not the elim-
ination of the virus genome from the host cell. Today,
studies are being conducted on the T cells targeted ef-
fect on the EBV tumor antigen. However, in order to in-
activate the genome of the herpes gamma virus from in-
fected cells, a CRISPR-Cas9-based approach is applicable;
the available experimental experience gives very encour-
aging results and is described in the reports of a number
of researchers [33, 35].

Human cytomegalovirus (HCMV) is a dsDNA (3-virus
that, like other herpes viruses by the mechanism of vi-
ral delay, maintains the viral genome in infected cells
without the production of virions. The results of exper-
iments conducted on HCMV using the CRISPR-Cas9-gR-
NA multiplex approach to limit productive CMV infec-
tionin human cell lines led to the development of an es-
cape mutant, but at the same time demonstrated suc-
cessful inhibition of HCMV replication with the target-
ed effect of CRISPR-Cas9 on the key viral genes, such
as UL122/123 [33, 36].

Of particular interest are human papillomavirus, which
are non-cell small dsDNA viruses. Infection occurs through
skin or mucous epithelial cells, genital tissues and up-
per airways. Highly oncogenic HPV strains represent 95 %
of the causes of anal cancer, 70 % of the causes of oro-
pharyngeal cancer, 60 % of the causes of vaginal cancer,
and are also the main cause of cervical cancer associated
with high mortality [37].

Currently existing vaccines prevent infection with the vi-
rus, but do not provide protection for infected people,
and are also significantly limited in the spectrum of HPV gen-
otypes that do not have a cross-effect. The technique of us-
ing CRISPR-Cas9 in combination with the current available
anticancer drug can be an effective treatment in oncology,
especially in cases associated with HR-HPV. Experiments
with intratumoral administration of CRISPR-Cas9 mediat-
ed by E6 and E7 HPV led to the development of inactivat-



ing InDel mutations, which is associated with the induction
of p53 or pRb proteins, and also can lead to cell cycle arrest
up to cell death. The use of CRISPR-Cas9 targeting the onco-
genes E6 and E7 HPV16 in combination with Cisplatin in vit-
ro and in vivo can be an effective therapy for cervical can-
cer in women [38].

CONCLUSION

Thus, the CRISPR-Cas9 system has a huge potential
for use in human genetic engineering both in vivo andin vit-
ro. However, there are certain issues related to the in-
troduction of this technology into clinical practice. One
of the major problems is the non-targeted system effect,
which causes side mutation occurrence. A number of fac-
tors, such as the Cas9 expression level, target sequence,
and quantification methods, determine the cleavage rate
of the non-target Cas9 level.

Itis likely that these mutations arise as a result of acciden-
tal DNA breakage and repair, but the mechanisms of repair,
mutation and recombination of viral DNA in the host cell after
CRISPR-Cas9 cleavage have yet to be studied. In some cases,
non-target mutations may occur with a higher frequency than
the necessary target sequential mutation, but the mechanism
of this phenomenon remains unclear at this stage, so further
advanced research in this area is needed.

In the future, research should focus on developing
a new reliable and more targeted method to increase
the specificity and focus of CRISPR-Cas9 technology.
For the successful application of the CRISPR-Cas system
in gene therapy, the new research strategy should also fo-
cus on improving the frequency and effectiveness of site-
specific nuclease, especially in genome editing. The deliv-
ery of CRISPR-Cas9 components to target cells plays an im-
portant role in the successful application of this technol-
ogy. The delivery system currently in use is not specif-
ic and highly efficient, especially in the field of biosafety,
so safe and effective delivery methods will have to be de-
veloped.

Another problem of scientists is NHEJ, which leads
to the generation of resistant mutant viruses capable of re-
sisting Cas9/sgRNA, while causing DNA repair in host cells.
Such limitations in the use of genome editing technol-
ogy open up opportunities for new research; therefore,
the use of CRISPR-Cas9 in clinical practice requires signifi-
cant improvement in this method, the result of which may
be the development of a promising direction for the treat-
ment of a wide range of diseases.
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INFECTIOUS DISEASES

ABSTRACT

Background. Pseudotuberculosis remains a serious healthcare problem, which de-
termines the expediency of developing the express methods for its early diagnosis.
To detect the pathogen, we designed test system for dot-immunoassay (DIA) based
on antibodies labeled with silver nanoparticles (SNPs) isolated from hyperimmune
rabbit serum obtained against killed cells of Yersinia pseudotuberculosis of O:1b
serovariant.

The aim. To assess the possibility of using dot-immunoassay for express identifica-
tion of Y. pseudotuberculosis cultures isolated from clinical material and environmen-
tal objects at the initial stage of bacteriological study during laboratory diagnosis
of the disease.

Methods. We usedthe materials from the outbreak of pseudotuberculosis in the Kry-
lovskaya Boarding School of the Bakcharsky district of the Tomsk region in 2021. Spe-
cificantibodies from hyperimmune rabbit sera obtained against Y. pseudotuberculo-
sis 3704 particulate antigen of O:1b serotype were labeled with SNPs and used in DIA
on nitrocellulose membranes with visualization of reaction results with a solution
of a physical developer. The presence of the causative agent of pseudotuberculosis

Irkutsk Antiplague Research Institute in the test material was inferred by the formation of gray spots of different intensity
of Siberia and Far East of Rospotrebnadzor (from 4+ to 1+).
(Trilissera str. 78, Irkutsk 664047,

Russian Federation)
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Results. All Y. pseudotuberculosis strains isolated using bacteriological method
on the second day of the study from clinical material obtained from sick people
and environmental objects were detected in DIA at concentrations = 3.1 x 10* mi-
crobial cells per milliliter (m.c./ml).

Conclusion. The designed test system for dot-immunoassay using SNPs as a marker
of specific antibodies for the detection of Y. pseudotuberculosis in cultures iso-
lated from swabs from vegetables and clinical material from patients, including
those with mixed infection, allows us to detect a specific corpuscular antigen
with a high sensitivity (= 3.1 x 10* m.c./ml), providing express identification of isolated
cultures at the initial stage of bacteriological study.
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PE3IOME

AkmyanbHocme. [lcesdomybepkynés ocmaémcsa cepbé3Hol npobnemou 30pa-
B800XPAHEHUA, YMO onpedesisem yesnecoobpasHocms paspabomku 3Kkcnpecc-
HbIX MemMo008 e20 paHHeli OUA2ZHOCMUKU. [ 06HApyxeHUa namozeHa Hamu
CKOHCMpyupos8aHa mecm-cucmema 0718 0om-umMmmyHoaHasnu3sa ([JV1A) Ha ocHose
MeyeHblX HaHoYacmuyamu cepebpa (H4C) anmumert, u301UpOBAHHbIX U3 2UNEPUM-
MYHHOU Kposiuydbel CblBOpOomMKuU, nosydeHHoU npomus youmelx knemok Yersinia
pseudotuberculosis ceposapuarma O:1b.

Leno uccnedoeaHusa. OyeHKa 803MOXHOCMU UCNO/1b308AHUA 0OM-UMMYHO-
aanu3a ons skcnpecc-udeHmudgpukayuu kynemyp Y. pseudotuberculosis, 8bioesneH-
HbIX U3 KIIUHUYECKO20 Mamepuasa u 06sekmos okpyxaroujeli cpedbl, Ha Ha4aabHOM
amane 6akmepuosI02UYeCK020 UCC/Ie008AHUS hpu hposedeHUU iabopamopHol
ouazHoCmMuKu 3a60/1e8aHUS.

Memoobl. Bpabome ucnonb308aHbl Mamepuarisi no 8cnbiluke nces0omybepkynésa
8 MKOY «Kpbiioackas wKona-uHmepHams bakuapckoeo patioHa Tomckoli obnacmu
82021 2. Cneyugpuyeckue aHmumersia u3 Kpoauy4bUx 2UNepUMMYHHbIX CbIBOPOMOK,
noJly4YeHHbIX npomue KopnyckynapHo2o aHmueeHa Y. pseudotuberculosis 3704
cepomuna O:1b, memunu HYC u ucnonwv3osanu 8 [JVIA Ha HUMPOUEeTI003HbIX
membparax. O Hanu4yuu 8 uccsiedyeMom Mamepuarse 8036youmess ncesdomybep-
Kyn1é3a cyousiu no hpopmMuposaHuUio nssmeH cepozo ygema pasHol UHMeHCU8HOCmu
(om 4+ 0o 1+).

Pe3ynemamel. Bce ucciedogaHHble wumammbl Y. pseudotuberculosis, ebi0eneHHble
6akmepuoso2u4eckum MemoOOM U3 KJIUHUYeCKO20 Mamepuasna om 60/1bHbIX
J1100el U 06BekmMo8 okpyxatroujeli cpedbl, 0bHapyxusanuce 8 JVA 8 KoHyeHmpa-
yusax = 3,1 x 10* MUkpo6Hbix Kemok 8 1 M1 (M.K./m).

3akniyeHue. PazpabomaHHas mecm-cucmema 015 VA ¢ ucnosib308aHu-
em HYC 8 kauecmge mapkepa cneyuguyeckux aHmumers 0718 06HaApyxeHus
Y. pseudotuberculosis 8 kynbmypax, 8bi0esieHHbIX U3 CMblB08 € 0o8owjell U KIUHUYe-
CK020 Mamepuasia om 60/1bHbIX, 8 MOM YUC/Ie C MUKCM-UHpekyued, no3gossem
€ 8bICOKOUI YyBCMBUMENbHOCMbIO (= 3,1 X 10* M.K./MJ1) 06HAPYKUBAMb 8036Y0U-
mesnb ncegdomybepKynésa, obecneyusas IKcnpeccHyo udeHmuguKayuo u3osu-
POBAHHbIX Ky/IbMyp HA HA4a1IbHOM dmane 6akmepuosi02u4ecK020 UCC/1e008aHUS.

Knrouessble cnoesa: Yersinia pseudotuberculosis, ncesdomybepkynés, cneyuguye-
CKas 2unepuUMMYHHASA CbIBOPOMKA, HAHOYACMUUYbl KO/IIOUOHO20 cepebpa, 0om-
UMMYHOAHANU3

Ansa yntnpoBaHua: 3arockmHa T.H0., Mapkos E.1O., AHgpeesckas H.M., Knumos B.T., Huko-
naes B.b., Jonrosa T.M., KonecHukosa O.b., laBpnnosa O.B., Kptokosa A.B., lMonoga 0.0,
CrapukoBa O.A., JopouieHko A.A., YecHokoBa M.B., banaxoHos C.B. icnonb3oBaHue got-
MMMYyHOaHanm3a npu pacwmpoBKe BCMbIWKM NceBAoTybepKynésa B ToMcKkol obnactu.
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52



The economic damage caused by the 35 most press-
ing human diseases of infectious origin for the Russian Fed-
eration in 2015 amounted to 549 billion rubles [1]. Pseu-
dotuberculosis is a natural focal saprozoonosis with a fe-
cal-oral transmission [2], which is realized through infect-
ed food consumed raw or insufficiently heat-treated [3-6].
As a psychrophilic microorganism, pseudotuberculous mi-
crobe is able to proliferate at low temperature [7], form bi-
ofilm on refrigeration equipment and food products, ac-
cumulate on raw vegetables during their storage from au-
tumn to winter [8], which causes a potential biological haz-
ard to humans [9].

Enteropathogenic yersinia are the third most common
etiological factor in the European Union after salmonel-
losis and campylobacteriosis causative agents [10]; pseu-
dotuberculosis is registered almost everywhere in Russia
in the form of sporadic and outbreak morbidity [11]. The oc-
currence of mass epidemic manifestations of this infection
is also possible in natural and man-made emergency situ-
ations due to the occurrence of epizootics among rodents
and, as a consequence, contamination of water and food
by a causative agent in the areas of the affected popula-
tion [12].

The effectiveness of anti-epidemic measures car-
ried out in foci is determined by the timely detection
of an etiological agent, the expressiveness and reliability
of laboratory diagnostics. The most promising methods
are those aimed at detecting the causative agent in bi-
ological material, food, water, swabs from environmen-
tal objects [13]. Dot-immunoassay (DIA) with antibod-
ies labeled with silver nanoparticles (SNPs) is character-
ized by high sensitivity, compactability of analytical sys-
tem (sample volume ~1-2 ul), ease of implementation
and quick results (~1.5-2 hours), the possibility of non-
instrumental use in field conditions. The test systems de-
signed by us for DIA based on specific antibodies labeled
with SNPs have been successfully tested for the detec-
tion of causative agents of plague, brucellosis, tularemia
and botulinum toxin [14, 15].

THE AIM OF THE STUDY

To assess the possibility of using dot-immunoassay
for express identification of Y. pseudotuberculosis cultures
isolated from clinical material and environmental objects
at the initial stage of bacteriological study during labora-
tory diagnosis of the disease.

MATERIALS AND METHODS

Experimental researches were conducted in accord-
ance with the decision of the Council of the Eurasian Eco-
nomic Commission No. 79 dated November 3,2016 “On ap-
proval of the Rules of Good Clinical Practice of the Eurasian
Economic Union”, Order of the Ministry of Health of the Rus-
sian Federation No. 199n dated April 1, 2016 “On approv-
al of the Rules of Good Laboratory Practice”.
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When working with animals, we were guided
by: GOST 34088-2017 “Guidelines for the accommoda-
tion and care of laboratory animals. Rules for keeping
and care of farm animals” (applicable from August 1,
2018); Directive 2010/63/EU of the European Parliament
and of the Council of September 22,2010 on the Protec-
tion of Animals used for Scientific Purposes; Internation-
al Guiding Principles (Code of Ethics) for Biomedical Re-
search Involving Animals (CIOMS, Geneva, 1985); Euro-
pean Convention for the Protection of Vertebrates Ani-
mals used for Experimental and other Scientific Purpos-
es (Strasbourg, March 03, 1986).

We used materials on the etiological interpretation
of the outbreak of pseudotuberculosis (from January 25
to February 2, 2021) at the Krylovskaya Secondary Board-
ing School for students with disabilities in the Bakcharsky
district of the Tomsk region. 34 of affected people are re-
ported to have the final diagnosis of “Pseudotuberculous
infection”. Two children had mixed infection of pseudo-
tuberculosis + rotavirus infection; one child had mixed
infection of pseudoturbeculosis + associated viral infec-
tion (rotavirus + norovirus infection). Secondary diagno-
sis: one child is a rotavirus carrier; 2 children are entero-
virus carriers.

All patients were examined for causative agents of rel-
evantintestinal infections by bacteriological method, pol-
ymerase chain reaction (PCR) (AmpliSens® OKI screen-
FL, “AmpliSens Yersinia enterocolitica/pseudotuberculo-
sis-FL”, AmpliSens® Enterovirus-FL). The research was car-
ried out by specialists of the laboratories of the Cent-
er for Hygiene and Epidemiology in the Tomsk Region
and the bacteriological laboratory of the Tomsk Region-
al Clinical Hospital.

According to the results of the study, specific frag-
ments of Y. pseudotuberculosis DNA were found in 7 sam-
ples by PCR. Rotavirus RNA was detected in two samples,
norovirus RNA was detected in one sample and enterovi-
rus RNA was detected in two samples. Y. pseudotuberculosis
was isolated by bacteriological method in 6 cases from stool
samples and in 1 case from urine sample.

27 samples of coprofiltrates from patients (material
in a peptone-potassium medium) were sent to the Cent-
er for Surveillance of Yersinioses of Saint Petersburg Pas-
teur Institute of Epidemiology and Microbiology. Samples
after “cold enrichment” were examined by PCR with Am-
pliSens® Yersinia enterocolitica/pseudotuberculosis-FL hy-
bridization-fluorescence detection (Central Research In-
stitute of Epidemiology, Moscow) with a set of reagents
for detecting and differentiating DNA of virulent and avir-
ulent strains of Yersinia enterocolitica and strains of Yersin-
ia pseudotuberculosis in objects environment and clinical
material. As a result, a culture of a pseudotuberculous mi-
crobe was isolated by bacteriological method in all samples
where Y. pseudotuberculosis DNA was detected.

Specific hyperimmune serums were obtained by im-
munizing Chinchilla rabbits with Y. pseudotuberculosis in-
activated strain No. 3704 of O:1 serotype [15]. Immuno-
globulins G (IgG) isolated from the obtained sera [16]
were labeled with SNPs of 5-9 nm size [17] and used in DIA,



which was carried out in a traditional way [14], involving
the adsorption of the investigated material on the nitro-
cellulose membrane (NCM), blocking free areas of the sol-
id phase with an inert protein solution. The detection of an-
tigens adsorbed on NCM was carried out using labeled
IgG, followed by visualization of the reaction results with a
photodeveloper consisting of methol, citric acid and sil-
ver nitrate [18]. The presence of pseudotuberculosis caus-
ative agent in the studied material was judged by the for-
mation of gray spots of different intensity (from 4+ to 1+)
in the sample application sites, depending on the dilution
of the studied material used.

RESULTS AND DISCUSSION

The work presents the results of a study of 8 Y. pseu-
dotuberculosis cultures isolated from patients and 3 cul-
tures isolated from swabs from vegetables during
an epidemic outbreak in the Tomsk region, received
by the Center for Indication and Laboratory Diagnostics
of Irkutsk Antiplague Research Institute of Siberia and Far
East for final identification. Considering that the bacte-
riological study is usually carried out for 15 (material
from patients) and 21 days (material from environmental
objects) with periodic seeding on the 2nd or 3rd, 5th, 7th,
10th or 15th and 21st days [19], we used dot-immunoas-
say as the method of express identification in the study
of isolated cultures at the initial stage of bacteriological
research. Culture seeding was performed in bromothy-
mol blue medium (State Research Center for Applied Bi-
otechnology and Microbiology, Obolensk) and incubat-
ed in a thermostat at +28 °C for 48 hours. At the stage
of primary identification from the selected suspicious
colonies (2-3 days), a suspension with a concentration
of ~107 microbial cells in 1 ml (mc/ml) was prepared
for analysis in DIA, inactivated by boiling in a water bath
for 20 minutes, and after monitoring the specific sterili-
ty, each sample was titrated to determine the minimum
concentration of the pathogen detected in dot-immu-
noassay, and each dilution of the material was applied
to the membrane in a volume of 1 pl.

Detection of Y. pseudotuberculosis strains adsorbed
onNCMin DIA (No. 1-11,No. 12 - Y. pseudotuberculosis 3704
0:1) was carried out at different concentrations. The analysis
time did not exceed two hours. Samples containing pseu-
dotuberculous microbe were detected on NCM in the form
of gray spots with an intensity from 4+ to 1+ at concentra-
tions of 12.5 x 10* - 3.1 x 10* mc/ml (Fig. 1).

The studied samples were determined in DIA in the fol-
lowing concentrations: strain No. 1 - 12.5 x 10* mc/ml;
strain No. 2 - 12.5 x 10%* mc/ml; strain No. 3 -
3.1x10*mc/ml; strain No.4 - 3.1 x 10*mc/ml; strain No. 5 -
12.5 x 10* mc/ml; strain No. 6 - 6.2 x 10* mc/ml; strain
No.7 - 6.2 x 10*mc/ml; strain No. 8 - 3.1 x 10* mc/ml; strain
No. 9 - 3.1 x 10* mc/ml; strain No. 10 - 6.2 X 10* mc/ml;
strain No. 11 - 3.1 x 10* mc/ml. The control strain Y. pseu-
dotuberculosis 3704 O:1 from the collection of the Depart-
ment of Epidemiology, Irkutsk Antiplague Research Insti-
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tute of Siberia and Far East, was detected at a concentra-
tion of 3.1 x 10* mc/ml. As negative controls, a sample
of swab from a cabbage from a supermarket and a titra-
tion buffer were examined. All positive results obtained
in dot-immunoassay were fully correlated with PCR
and confirmed by further isolation of Y. pseudotubercu-
losis by a bacteriological method carried out according
to the standard analysis scheme.

FIG. 1.

Detection of the causative agent of pseudotuberculosis in infec-
tious material in dot-immunoassay: horizontal rows 1-8 - titra-
tions of the studied corpuscular antigens from sick people; hori-
zontal rows 9-11 - titrations of the studied corpuscular antigens
from vegetables wipe samples; horizontal row 12 - Y. pseudotuber-
culosis 3704 O:1; “k” - negative controls

CONCLUSION

Thus, the reliably established possibility of using
dot-immunoassay as an express method for determin-
ing Y. pseudotuberculosis in biological material and envi-
ronmental objects at the stage of primary identification
of selected suspicious colonies (2-3 days) during bacte-
riological analysis is of practical interest when conduct-
ing laboratory diagnostics of the disease in a shorter pe-
riod of time and, consequently, accelerated verification
diagnosis of pseudotuberculosis occurring with a variety
of symptoms and syndromes, as well as during microbi-
ological monitoring in order to control the effectiveness
of anti-epidemic measures, including in the event of bi-
ological threats.

The results obtained indicate the high sensitivity
of the developed test system for detecting the causative
agent of pseudotuberculosis in DIA in the minimum vol-
ume of the studied sample (1 pl) for two hours.



The presented data demonstrate the high efficien-
cy of DIA in express identification of the causative agent
of pseudotuberculosis at the first stages of isolation of cul-
tures from native material, which is confirmed by the re-
sults of a parallel study of the received samples in PCR
and further isolation of Y. pseudotuberculosis by a bacte-
riological method carried out according to the standard
analysis scheme.
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ABSTRACT

Background. The main method of screening of patients with HIV infection to detect
pulmonary tuberculosis is X-ray diagnostics. A comparative assessment of changes
in lung tissue in different methods of X-ray diagnostics and at different levels of CD4*
cells seems relevant.

The aim of the study. To compare plain radiography and computed tomography
of the lungs as screening methods for detecting tuberculosis in patients with HIV
infection at various stages of immunosuppression.

Material and methods. 396 patients with HIV registered at the AIDS Center
were examined using plain lung radiography (PLR) and computed tomography
(CT). To search for mycobacterium tuberculosis, we used bacterioscopy of a smear
with Ziehl — Neelsen staining; HAIN-GenoType MTBDRplus technique; inoculation
of BACTEC MGIT 960 liquid media; inoculation of Léwenstein — Jensen dense medium.
Statistical processing of numerical material was carried out using the Statistica 5.5
program with a significance level p < 0.05; Pearson x criterion was used for the analy-
sis of qualitative features.

Results. When comparing the results of PLR and CT, the differences were found.
When using PLR, the focal lung lesions were described more often (x° = 40.79;
p=0.00001), according to CT data, they turned out to be fibrosis (x* = 2.33; p = 0.1269).
When comparing the PLR and CT data, the differences were obtained in the report-
ing of pulmonary fibrosis (x? = 20.78; p = 0.00001), focal lung lesions (x? = 40.79;
p = 0.00001), dissemination (x* = 9.16; p=0.0025).

Conclusion. When screening HIV-infected patients (at the standard of using plain
radiography twice a year) it should be taken into account that CT provides more pre-
cise differentiation of focal lung lesions and pulmonary fibrosis, earlier detection
of dissemination syndrome and ground-glass, especially at severe immunodeficiency
with a decrease in CD4* T lymphocytes down to 200 cells and less. Timely appoint-
ment of CT study will improve the effectiveness of tuberculosis detection at the stage
of screening in AIDS centers.

Key words: plain radiography, computed tomography, tuberculosis, HIV infection

For citation: Borodulina E.A., Kuznetsova A.N., Borodulin B.E. X-ray diagnostics of tuber-
culosis in the screening of patients with HIV infection. Acta biomedica scientifica. 2023;
8(1): 58-65. doi: 10.29413/ABS.2023-8.1.7
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PE3IOME

O6ocHosaHue. OCHOBHbIM MemoOOM CKpUHUH2a BUY-uHpuyuposaHHbix nayu-
eHMo8 0717 8blAgIeHUs mybepKyné3a néz2Kux A8/aemcs sy4esas OUA2HOCMUKA.
CpasHumesnbHas oyeHKa uameHeHul 8 1€204HOU MKAHU NPpU pas/iuYyHbIX Memooax
Jlydesoli OudeHOCMUKU U pas/iudHoM yposHe CD4*-knemok npedcmasnsaemcs
akmyasneHodu.

Ljens uccnedosanus. CpasHuUmMs 0630pHY0 peHmMzeHo2paguio U Komnetomep-
HYyt0 momMozpaguio 1é2KUX KaK Memoobl CKPUHUH2A NO 8bl8/1eHUI0 mybepKynésa
y nayueHmos ¢ BUY-uHgexkyuel ¢ pasnudHeiMu cmaouamu UMMYHOCYNpeccuu.
Mamepuan u memoosl. Memodamu 0630pHoU peHmeeHozpagus nézakux (OPl)
u KomnetomepHol momozpaguu (KT) o6cnedosaHel 396 nayueHmos ¢ BUY,
cocmoAwux Ha yuéme 8 CIMTN-yeHmpe. na noucka mukobakmepul mybepkynésa
npumeHsIUC, 6aKkmepuockonus Maska ¢ okpackou no Lusno — HuneceHy; memo-
ouka no HAIN-GenoType MTBDRPlus; noces Ha xudkux cpedax BACTEC™ MGIT™
960; noces HA NJIOMHbIX cpedax JlegeHWImeliHa — WeHceHa. Cmamucmudyeckyio
06pabomky 4ucs108020 Mamepuasaa NPo8ooUsIU C UCNOIb308AHUEM NPO2PAMMb]
Statistica 5.5 ¢ yposHem 3Hayumocmu p < 0,05; 0519 aHAIU3a Ka4ecmeeHHbIX Npu-
3HAKOB UCNOJ/1b308a/U Kpumepuli x? (MupcoHa).

Pe3ynemamel. [Ipu conocmasneruu pesynemamos OPI u KT ommeyeHel pas-
nuyuA. lMpu OPI yawe onuceiganucey oyazosvie meru (x* = 40,79; p = 0,00001),
komopeble no daHHbIM KT okazanuce ¢pubposom (x? = 2,33; p=0,1269). [Ipu cpasHe-
Huu 0aHHbix OPI u KT nonyyeHsl omauydus 8 onucaHuu ¢pubpo3sa 1é204Hol mKaHu
(x> =20,78; p = 0,00001), ouazoswbix mereli (x* = 40,79; p = 0,00001), duccemuHayuu
(x>=9,16;p = 0,0025).

3aknioyeHue. [pu nposedeHUU CKpUHUH2a BUY-uHpuyuposaHHeix nayueHmos
(npu cmaHoapme npumeHeHuUs 0630pHoU peHmMeeHozpaguu 2 pasa 8 200) Heob-
Xxooumo yyumeleame, Y¥mo KT no3gosigem 4yémue dughchepeHyuposame o4azossie
meHu u ¢pubpo3 né204HOU MKAHU, paHblLUe 8blS8/19Mb CUHOPOM OUCCeMUHayuu
U «<Mamoegoe cmekJs10», 0CO6eHHO NPU BbIPAXXEeHHOM UMMYHOOepuyume npu CHU-
XeHuu CD4* T-numgpoyumos meHee 200 knemok. CeoespeMeHHOe Ha3HaYeHuUe
KT no3gonum noseicums 3¢ppekmusHoCcMeb 8bisigieHUs mybepkyaé3a Ha smane
CKpUHUHea 8 yeHmpax CI1/.

Knioyesole cnoea: 0630pHas peHmaeHozpagpus, KoMnslomepHas momozpagus,
myb6epkynés, BU4-uHgpekyus

Onauyntnposanma: bopoaynnHa E.A., Ky3Hevuosa A.H., bopogynuH b.E.JlyueBasa gnarHo-
CTuKa Ty6epKynésa B CKpUHMHre nauueHToB ¢ BUY-nHdekunein. Acta biomedica scientifica.
2023; 8(1): 58-65. doi: 10.29413/ABS.2023-8.1.7
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OBJECTIVES

The HIV infection epidemic situation in Russia, with
an emerging trend towards improvement, still remains
dramatic [1-2]. Significant achievements in reducing pop-
ulation morbidity and mortality from tuberculosis (TB)
with a high prevalence of HIV infection in Russia reduce
the stabilization rate of the tuberculosis situation [3]. HIV
infection has become the most significant risk factor for ac-
tivation of latent tuberculosis infection caused by M. tuber-
culosis [4]. This situation is largely proven by the spread
of tuberculosis among HIV-infected people (TB/HIV). Du-
ring the period from 2005 to 2018, the incidence of TB/HIV
in Russia increased 4 times — from 2.1 to 8.5 per 100 thou-
sand population - and was accompanied by a significant
increase in the number of deaths, which was due to the late
detection of HIV infection, when the course of the disease
acquired a severe and sometimes irreversible character [5].

Currently, the majority of patients with HIV infection
are observed in the AIDS centers, where check-ups allow
for the timely tuberculosis detection. In general healthcare
centers, when dealing with symptoms of lung disease, both
tuberculosis and HIV infection can be detected for the first
time [6, 7].

A method of tuberculosis screening in patients with
HIV infection is X-ray diagnostics, carried out twice as of-
ten as in the general population (twice a year). Radiolog-
ic changes are still the most informative, since they allow
detecting local forms of tuberculosis in varying degrees
of severity and localization in 100 % of cases when ex-
amining the lungs. Increasingly, in AIDS centers, comput-
ed tomography (CT) is currently being used as screening,
which makes it possible to increase the informative value
of the study. The revealed during X-ray diagnostics chang-
es are not specific and may be characteristic of other lung
diseases. If changes are detected on the X-ray and/or CT,
a diagnostic minimum examination for tuberculosis is per-
formed. It is important to prove the specificity of the pro-
cess by detecting Mycobacterium tuberculosis (MBT) [7-10].

Clinical and radiological manifestations of the tu-
berculosis process in patients with HIV infection depend
on the degree of immunosuppression. At advanced stages
of immunodeficiency, the nature of inflammation chang-
es, and generalization of the process is possible [11-13].

Tuberculosis combined with HIV infection is character-
ized by atypical manifestations, including X-ray ones, which
complicates diagnosis [14, 15]. In severe immunodeficien-
cy (CD4 < 100 cells/pL), clinical symptoms are 4-8 weeks
ahead of the appearance of dissemination; in most patients,
changes characteristic of tuberculosis cannot be detected
on the X-ray [3].

During the initial exam of X-ray images, the radiologist
suspects tuberculosis in 34.5 % of cases; at the same time,
characteristic changes for the early process stages are not-
ed only in 20.7 % of patients [5, 16].

The features of HIV-associated tuberculosis are con-
stantly being studied by both Russian and foreign authors.
There are contradictions about the frequency of bacteri-
al excretion in such patients; most authors note difficul-
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ties in verifying the diagnosis [17]. Determining the role
of X-ray diagnostics among the methods of detecting tu-
berculosis in HIV-positive individuals is considered as an im-
portant aspect [18].

THE AIM OF THE STUDY

To compare plain radiography and computed tomog-
raphy as screening methods for detecting tuberculosis
in HIV infected-patients with various stages of immuno-
suppression.

MATERIALS AND METHODS

Study design. A retrospective non-randomized study
was performed within 2019-2020. The subjects of the study
were 396 patients of both genders meeting the inclusion cri-
teria, aged 25 to 65 years (average age — 40.95 + 8.02 years).

Compliance criteria. The inclusion criteria for this study
were: age 18 and older, diagnosis of HIV infection, and fol-
low-up care at the AIDS center.

Procedure situation. The study included patients un-
dergoing follow-up care at the Samara Regional Center
for the Prevention and Control of AIDS and Infectious Dis-
eases.

Recording outcomes methods. The study included
patients consulted by a phthisiatrician at the AIDS Center.
A standardized questionnaire including data on HIV infec-
tion and tuberculosis infection was filled out by all patients
(by continuous sampling method), and the results of annual
plain lung radiography (if available) were taken into account.
Before the study, all patients underwent plain lung radiogra-
phy (PLR) in two anatomical projections and computed to-
mography. MBT was searched in sputum and/or bronchoal-
veolar fluid (in case of bronchoscopy) of the patient. To de-
tect MBT in all patients, sputum smear bacterioscopy tech-
niques (BALG, bronchoalveolar lavage) with Ziehl - Neelsen
staining, a molecular genetic method based on hybridiza-
tion technology (HAIN-GenoType MTBDRplus), liquid me-
dia inoculation in the automated BACTEC™ MGIT™ 960 sys-
tem, inoculation of Lowenstein — Jensen dense medium
were used. Data for the analysis were entered into an MS Ex-
cel spreadsheet (Microsoft Corp., USA) and did not contain
any personal data of the study subjects [19].

Ethical review. Written informed consent was obtained
from each study participant before performing the pro-
cedures. The research protocol was approved by the Bio-
ethics Committee of the Samara State Medical University
of the Ministry of Health of the Russian Federation (Proto-
col No. 211 dated October 7, 2020).

Statistical analysis. Statistical data processing was car-
ried out using Statistica 10 software package (StatSoft Inc.,
USA). Normality verification of the quantitative param-
eters distribution was carried out using the Kolmogo-
rov - Smirnov test. For quantitative parameters in the com-
pared groups, the arithmetic mean and root-mean-square
(standard) errors of the mean (M + m) were estimated,



and confidence interval limits (Cl) were calculated. Quali-
tative features were analyzed by examining their frequen-
cies through contingency tables using a chi-squared test
x? (Pearson'’s test). The critical value of the statistical signif-
icance level when testing the null hypotheses was taken
to be 0.05. If the achieved level was exceeded, the null hy-
pothesis was accepted.

RESULTS

A survey of 396 HIV-infected patients who had been reg-
istered at the AIDS Center for at least a year was conducted.
A quarter of them (24.24 %) were with severe immunosup-
pression - the number of CD4" cells < 50 cells/pL (Table 1).

TABLE 1

DISTRIBUTION OF PATIENTS WITH HIVINFECTION BY LEVEL
OF CD4*TLYMPHOCYTES

Total
Level of CD4* T-cells, cells/pL
abs. %

<50 96 24.24

50-99 53 13.38

100-199 75 18.94

200-349 76 19.19

350-499 28 7.07

> 500 68 17.17

The phthisiatrician consulted 396 patients. Male
were the majority — 263 (66.4 %); female — 133 (33.6 %);
average age - 40.57 £+ 0.39 years (95% CI: 39.80-41.34).
250 (63.1 %) were unemployed of working age, 52 subjects
had a profession and worked in their own specialist areas
(13.1 %); the rest had casual employment. The most fre-

TABLE 2

quent route of HIV infection is through the injecting drugs
use (IDU) - 57.6 % of all cases (x*> = 18.18; p = 0.00001).

The limitation of HIV infection detection within
three years was registered in 55 % of all cases (x? = 8.08;
p = 0.0045); in other patients — more than three years.
The majority of patients (75 %) were registered in the last
3 years (x? =70.32; p = 0.00001).

When comparing the results of the plain lung radiog-
raphy with the computed tomography data, differences
in the reporting were noted. Focal lung lesions (x? = 40.79;
p = 0.00001) were more often described during the plain
lung radiography, which, according to CT data, in some cas-
es were assessed as limited fibrosis (x> = 2.33; p = 0.1269).
The preliminary diagnosis of focal tuberculosis with the re-
porting of a focal lung lesion on the X-ray was cancelled
after CT examination in 12 patients. According to the CT,
some changes interpreted as focal lung lesions were as-
sessed as normal or fibrosis. As per the CT, the dissemina-
tion syndrome was detected much more often (x? = 9.16;
p=0.00.259) (Table 2). When comparing X-ray and CT data,
statistically significant differences were obtained in the re-
porting of pulmonary fibrosis (x> = 20.78; p = 0.00001), fo-
cal lung lesions (x*> = 40.79; p = 0.00001), dissemination
(x?=9.16; p = 0.0025 (Pearson’s test)).

Patients examined for tuberculosis were classified
depending on changes in lung tissue according to CT
scans of the chest organs (chest CT) and CD4 cell levels
(Table 3). Lung tissue dissemination was observed in 39 %
of cases in patients with level of CD4 cells < 50 cells/pL;
in half of the cases, changes in the X-ray were not de-
tected due to low contrast. When reported on chest CT,
these changes were interpreted as “ground-glass”, which
is a “signal” of the dissemination syndrome. As the level
of CD4 cells increased, lung tissue dissemination was less
common. Lung tissue changes in the form of infiltration
focus were found in 30 % of cases (n = 43) in patients
with CD4 cells < 50 cells/pL level. At follow-up diagno-
sis, 72.1 % of patients from this group (n = 31) were diag-
nosed with pulmonary tuberculosis. The majority of patients
(73.5 %; n = 50) from the group with CD4 cells > 500 cells/uL

RESULTS OF PLAIN RADIOGRAPHY AND COMPUTED TOMOGRAPHY

Changes in lung tissue PLR
Focal lung lesion 91 (22.98 %)

Limited dimming (focus) 167 (42.17 %)

Lung tissue dissemination 22 (5.56 %)
Rounded lesion in the pulmonary field 3(0.76 %)
Pleural effusion 6 (1.52 %)
Limited fibrosis 37 (9.34 %)
Norm (without pathology) 70(17.68 %)

Total 396

Note. *—Pearson’s chi-square test with Yates’ correction for continuity.

CcT Pearson’s test (x2 p)
27 (6.82 %) X2 = 40.79; p = 0.00001
146 (36.87 %) x> =2.33;p=0.1269

51(12.88 %) X% =9.16; p = 0.0025

3(0.76 %) ¥2 = 0.00% p = 1.0000
6 (1.52 %) ¥2 = 0.00% p = 1.0000
83 (20.96 %) X2 = 20.78%; p = 0.00001
80 (20.20 %) ¥2 = 0.82% p = 0.3645
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level were not diagnosed with pulmonary tuberculosisupon  nosed with tuberculosis. Among the active forms of pulmo-
further examination. nary tuberculosis, infiltrative — 63.8% of cases (x> = 17.66;

According to the results of a complete physical ex- p=0.00001) and disseminated - 26.4% of cases (x? = 58.00;
amination by a phthisiatrician, 174 patients were diag- p =0.00001) were more common (Table 4).

TABLE 3

DISTRIBUTION OF CHANGES IN LUNG TISSUE ON CHEST CT BY THE LEVEL OF CD4 CELLS IN PATIENTS EXAMINED
FOR TUBERCULOSIS

Changes in lung tissue Level of CD4* T-cells, cells/pL

according to chest CT <50 50-99  100-199  200-349  350-499 > 500
Focal lung lesion (n = 27) 7 (26.0 %) 2 (7.4 %) 4(148%) 10(37.0%) - 4(14.8 %)
Limited dimming (focus) (n = 146) 43(29.0%) 20(13.7%) 38(26.0%) 15(10.8%) 10(6.8%) 20(13.7%)
Lung tissue dissemination (n =51) 20(39.2%) 13(255%) 7(13.7%) 10(19.6 %) 1(2.0%) -
Rounded lesion in the pulmonary field (n = 3) - - 1(33.3 %) - - 2 (66.7 %)
Pleural effusion (n = 6) - 3(500%) 1(16.7%) 1(16.7%) 1(16.7 %) -
Limited fibrosis (n = 83) 12 (14.5 %) 5 (6.0 %) 12(145%) 23(27.7%) 9(10.8%) 22(26.5%)
Without pathology (n = 80) 14(17.5%) 10(125%) 12(15.0%) 17(21.3%) 7 (8.7 %) 20 (25.0 %)
Total (n =396) 96 (24.2%) 53(1349%) 75(189%) 76(19.2%) 28(7.1%) 68(17.2%)

TABLE 4
CLINICORADIOLOGIC DIAGNOSES
Total Diagnosis abs. (n =396) %

Disseminated tuberculosis 46 26.44
Active pulmonary

tuberculosis (n = 174) Infiltrative tuberculosis 11 63.79
Focal tuberculosis 17 9.77
Residual changes of tuberculosis (calcifications, pneumofibrosis) 13 5.86
No evidence Community-acquired pneumonia 53 23.87
of pulmonary tuberculosis Pleurisy 6 2.70
=222 Fibrosis 70 3153
Without pathology 80 36.04

TABLE 5

DISTRIBUTION OF LUNG TISSUE INJURY VOLUME ON CT BY THE LEVEL OF CD4 CELLS IN PATIENTS
WITH CONFIRMED PULMONARY TUBERCULOSIS

Lung tissue injury volume according Level of CD4* T-cells, cells/pL
to chest CT <50 50-99 100-199 200-349 350-499 > 500
Bilateral lesion (n = 84) 38(45.2%) 13(155%) 14(16.7%) 13(15.5%) 1(1.2%) 5 (5.9 %)
Destruction (n = 57) 23(404%) 9(158%) 8(14.0%) 8(14.0%) 1(1.8%) 8 (14.0 %)
TABLE 6

RESULTS OF DIAGNOSTIC METHODS OF MYCOBACTERIUM TUBERCULOSIS DETECTION

Number of positive results
Methods (number of studies)

abs. (n=116) %
Bacterioscopy of a smear with Ziehl — Neelsen staining (n = 396) 44 37.93
HAIN-GenoType MTBDRPIlus (n = 396) 56 48.28
Bactec™ MGIT™ 960 (n = 396) 929 85.34
Inoculation of Lowenstein — Jensen dense medium (n = 396) 97 83.62
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According to chest CT, bilateral lung lesion prevailed
(45.2%;n=38) in patients with the level of CD4 cells < 50 cells/uL
(Table 5). This group also had the largest number of cases
of lung tissue destruction — 40.4 % (n = 23) — in patients who
had not been examined for more than 3 years (16.2 %).

The diagnosis was considered verified in case of confir-
mation of MBT presence by various methodsin 116 (66.6 %)
patients (Table 6).

DISCUSSION

HIV-infected patients are a medical risk group for tu-
berculosis, with adolescents and adults required to under-
go fluorography examination twice a year. In HIV-infect-
ed subjects, X-ray changes in the lungs with tuberculosis
may be similar to other secondary and opportunistic dis-
eases, making it difficult for radiologists to interpret the ski-
agram [3].

The manifestation and course of tuberculosis in pa-
tients with HIV infection differ significantly from its on-
set and course in subjects with a healthy immune system.
As the number of CD4" lymphocytes decreases to a level
of <200 cells/pL, active fluorographic detection of respirato-
ry tuberculosis is not justified; tuberculosis often has a gen-
eralized nature with synchronous lesions of several systems
and organs. HIV-associated immunosuppression is charac-
terized by a pleuropneumonia-like clinical picture, often
with an acute onset, rapid and intensive disease develop-
ment. The sensitivity ofimmunological tests also decreases
in proportion to the degree of immunodeficiency.

When monitoring patients with HIV infection, difficulties
in diagnosing tuberculosis often appear at stage 4. The lev-
el of immunosuppression is important in characterizing
changes in the lungs. According to the majority of authors,
when the level of CD4 lymphocytes is > 200 cells/uL, com-
pared with the level of CD4 < 200 cells/pL, the frequency
of such radiological signs characteristic of the tuberculosis
process during computed tomography of the chest organs
asalveolar infiltration, destruction of lung tissue decreases,
and the frequency of atypical manifestations increases (in-
terstitial changes similar to “ground glass”) [7]. According
to the results of the study, all identified syndromes were as-
sessed as characteristic of the tuberculosis process. In case
of severe immunodeficiency, the volume of lung tissue in-
jury increases in the form of a manifestation of bilateral
dissemination and destruction, which indicates the pro-
cess progression.

To detect pulmonary tuberculosis in adults, the most in-
formative screening method is still plain lung radiography.
Its insufficient information content in HIV-infected patients
with severe immunosuppression can lead to the omission
of pathology, especially with negative bacterioscopy data.
Computed tomography as a more highly informative me-
thod allows to improve the quality, but given the high eco-
nomic component for screening, it can be used differential-
ly at the level of the AIDS center before referral to the TB
dispensary, which can reduce the number of unjustified
referrals and reduce the risks of infection of patients with-
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out tuberculosis and, conversely, accelerate the appoint-
ment of in-depth diagnostics in the specialized TB service.
An integrated approach at the screening stages will pre-
vent the development of progressive forms of tuberculo-
sis in patients with HIV infection.

CONCLUSION

According to the Order of the Ministry of Health
of the Russian Federation dated 21.03.2017 No. 124n “On ap-
proval of the procedure and timing of preventive medi-
cal examinations of citizens to detect tuberculosis”, per-
sons with HIV infection are classified to the group subject
to preventive examination twice a year. To date, X-ray di-
agnostics in HIV-infected patients remains the key method
of screening, forming a group for in-depth diagnosis of pul-
monary tuberculosis. Computed tomography is mandatory
if there is any doubt concerning the interpretation of chang-
es on the plain lung radiography, especially in febrile HIV
patients with severe immunosuppression in the absence
of changes on the plain lung radiography of the chest or-
gans and CD4* lymphocyte levels below 200 cells/pL.
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ABSTRACT

The aim. To study peculiarities and association of psychological and laboratory
indicators in patients with cardiovascular diseases (CVD) who underwent COVID-19
to clarify the factors affecting the possibility of developing delayed psychological
and cardiovascular adverse events.

Materials and methods. The study enrolled 350 patients with COVID-19. Group 1
consisted of 92 patients without CVD, Group 2 — of 258 patients with CVD. Indicators
of laboratory and psychological parameters were assessed according to the data
of psychological questionnaire using GAD-7 (General Anxiety Disorder-7), PHQ-9
(Patient Health Questionnaire-9), PSS (Perceived Stress Scale) screening scales and SF-
36. Parameters of complete blood count and biochemical blood tests were measured
during hospitalization and three months after discharge from the monohospital.
Results. After three months, in the general group of patients, signs of anxiety
and depression were detected in more than 30 % of the examined patients, signs
of stress —in 10.4 %. In the group with CVD, psycho-emotional disorders were identi-
fied in 1/4 of the patients, and severe stress — in 8 % of those included in the study.
In addition, it was registered that the indicators of erythrocyte sedimentation
rate, fibrinogen, high-sensitivity C-reactive protein (CRP), homocysteine and IL-6
remained at a higher level in the second group. Correlation analysis showed that
the psychological component of health is interconnected with the level of neutrophils
(p=0.044) and fibrinogen (p = 0.050); the physical component of health is correlated
with the level of erythrocytes (p = 0.030), hemoglobin (p = 0.015), CRP (p = 0.002),
creatine phosphokinase (p = 0.036) and glucose (p = 0.017). Regression analysis
revealed that in patients with CVD three months after hospitalization, an increased
glucose index contributes to deterioration, and increased hematocrit and mean
hemoglobin concentration improve the quality of life of patients.

Conclusion. Laboratory markers that maintain the duration of a prolonged
vascular reaction, violation of the rheological and metabolic properties of blood,
determine the nature of the development of both psychological and cardiovascular
complications.

Key words: COVID-19, biomarkers, psychological status, cardiovascular disease

For citation: PetelinaT.l., Guskova O.A., Musikhina N.A., Shcherbinina A.E., Garanina V.D.,
Gapon L.l Yaroslavskaya E.I. Assessment of the psycho-emotional state of patients after
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PE3IOME

Uene. Vccnedosame ocobeHHOCMU U accoyuayuio NCUXosio02udeckux u 1abopa-
MOopHbIX nokazamesnel y nayueHmos ¢ cepO0eyHO-cocyoucmsiMu 3ab0o1e8aHuAMU
(CC3), neperécuuux COVID-19-accoyuupos8aHHy0 NHe8MOHUIO, C Ues1blo yMmOYHEHUSA
hakmopos, 81UAIWUX HA BO3MOXHOCMb pa38UMUS OMCPOYEHHbIX NCUXO102UYe-
CKUX U Cep0eyHO-COCyOUCMbIX Hexxe1ameribHbiX AgeHU.

Mamepuanel u memoosbl. BucciedosaHue 8ktodeHbl 350 nayueHmos, chopmu-
posaHo 08e 2pynnewl ucciedosarus. [lepeas epynna — 92 nayueHma 6e3 CC3, mo-
pas — 258 nayueHmos ¢ CC3. OueHusanu napamempeol 06we20 u 6UOXUMUYECKO20
aHaIu308 Kposu, NCUXos102uYeckue NoKazamesiu N0 OAHHbIM AHKEMUPOBAHUSA
CUCNO/b308aHUeM CKpUHUH208bIx wikas GAD-7 (General Anxiety Disorder-7 — npu-
3Haku mpesoau), PHQ-9 (Patient Health Questionnaire-9 — npusHaku denpeccuu)
u LBC (wkana 8ocnpuHUMaemo20 cmpecca — NPU3HAKU CMpecca) U ONPOCHUKA
Kadecmaa Xu3Hu (SF-36, Short Form 36) 8o 8pemMs 2ocnumasnusayuu u yepe3
3 MecAya nocsie 8bINUCKU U3 MOHO20CNUMAJTA.

Pe3synemamel. Yepes 3 mecaya e obwieli 2pynne nayueHmos NpUusHaku mpesoau
u Oenpeccuu eblsigsieHbl bosiee yem y 30 % 06¢1e008aHHbIX NAYUEHMO8, NPU3HAKU
cmpecca -y 10,4 %. B epynne c Hanuyuem CC3 HapyweHusa NCUX03MOYUOHAIbHOU
chepol onpedesieHbl y 1/4 60/1bHbIX, a 8bIpAXEHHbIU cmpecc — y 8 % 8KJIH0UEH-
Hblx 8 uccedosaHue. Kpome 3mo2o, 3ape2ucmpuposaHo, Ymo nokasamesu
CKOpOCMU 0Ce0dHus 3pumpoyumos, pubpuHo2eHd, 8bICOKOYY8CMBUMETbHO20
C-peakmugHoz0 6esika (CPb), comoyucmeuHa u WJ1-6 coxpaHuauce Ha b6osee
8bICOKOM ypOB8He 80 8mopou 2pynne. KoppenayuoHHsIl aHaau3 nokasas, Ymo ncu-
Xos102uyeckuli KOMNOHeHM 300p08bs 83AUMOCBA3AH C ypOBHeM Helmpogusios
(p = 0,044) u pubpuHozeHa (p = 0,050); puzuyeckuli KOMNOHeHM 300P08bSA 83a-
UMOCBA3aH C yposHeM 3pumpoyumos (p = 0,030), ezemoznobuHa (p = 0,015), CPb
(p = 0,002), kpeamuHgocgokuHasel (p = 0,036) u eoko3sl (p = 0,017). Pezpeccu-
OHHbIU aHasau3 8biAsus, Ymo y nayueHmos ¢ CC3 yepes 3 mecaya nocse 2ocnu-
manusayuu noswlieHHbIl NoKaamerss 2/110K03bl Chocobcmayem yxyoweHuro,
a nosbllWeHHble NoKazamesiu 2eMamokKpuma u cpedHel KOHUeHMpayuu 2emMo2sio-
6UHA — YTyHWeHUI0 Ka4ecmad XU3HU NayueHmos.

3aknoueHue. JlabopamopHble Mapkepbl, noddepxusaroujue 01umesbHoOCMo
NposI0H2UPOBAHHOU cocyoucmol peakyuu, HapyuieHue peosio2udecKux u mema-
6os1udeckux caolicma Kposu, onpeoesisiom xapakmep pa3sumus Kak NCUxosaoau-
yecKux, mak u cepoeyHO-coCyouCmsiX OC/I0KHeHUU.

Knrouesosie cnosa: COVID-19, ncuxonozuyeckuli cmamyc, buomapkepsl, cepoey-
Ho-cocyoucmesle 3a60/1e8aHuUsA

Ona uyntupoBaHus: MNetenuHa T.WN., NycbkoBa O.A., MycuxmnHa H.A., Wep6urnHa A.E.,
lapaHuHa B.O., TanoH J1.U., Apocnasckana E.N. OueHka NCMxosamMoLMOHanbHOro cocTosn-
HMA naumeHToB, nepeHécmnx COVID-19-accounmpoBaHHYO MHEBMOHMIO, BO B3anMMOC-
BA3U ¢ nabopatopHbiMK Nnokasatensamu. Acta biomedica scientifica. 2023; 8(1): 66-78.
doi: 10.29413/ABS.2023-8.1.8
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INTRODUCTION

The pandemic of coronavirus infection COVID-19
(COronaVlrus Disease-2019), which is caused by a new
strain of coronavirus — SARS-CoV-2 (severe acute respir-
atory syndrome coronavirus-2), has caused a rapid in-
crease in the number of cases and high mortality world-
wide [1]. Despite the tropism of SARS-CoV-2 to the lungs,
COVID-19 has a high risk of developing multiple organ fail-
ure (MOF), including due to cardiovascular system (CVS)
diseases [1, 2]. The expression of receptors in the vascu-
lar wall, cardiomyocytes makes it possible to partially ex-
plain the pathogenetic basis of the occurrence and fea-
tures of the course of cardiovascular diseases, and the ef-
fect of the virus on the central nervous system determines
the development of neurological and psychological dis-
orders [3, 4].

At the beginning of the pandemic, there was no infor-
mation about the long-term consequences of this infec-
tious disease, but as the course of the process was stud-
ied, more and more data appeared in the literature re-
garding an expanded spectrum of systemic, cardiovascu-
lar, neurological and psychosocial symptoms. The authors
described symptoms of varying duration from 1.5 months
to 1 year from the onset of the acute stage of the disease,
and there was notalways a correlation between the severity
of COVID-19, the number and severity of delayed manifes-
tations [5]. It is assumed that the mechanisms underlying
the post-COVID syndrome include changes in the immune
response and damage to the vascular bed with the de-
velopment of hypercoagulable thrombotic complica-
tions [6]. The entry point into the central nervous system
for the virus can be either indirect - through the blood-
stream, or direct - through the lattice plate. Moreover,
it is assumed that the infection can cause a general de-
pression of the hypothalamus-pituitary axis, associat-
ed with the systemic effect of inflammation and hypoxia
[7]. Post-treatment follow-up is necessary not only to un-
derstand the relationship between the manifestations
of the post-COVID syndrome and the course of the dis-
ease caused by the SARS-CoV-2 virus, but also to justify
the need to develop algorithms for effective prevention
of post-covid complications, including programs for re-
storing psychological health.

THE AIM OF THE STUDY

To study peculiarities and association of laboratory
and psychological indicators in patients with cardiovascu-
lar diseases who have underwent COVID-19 to optimize pre-
ventive measures against the development of delayed car-
diovascular and psychological adverse events.

MATERIALS AND METHODS

Prospective study complying with the standards
of Good Clinical Practice and the provisions of the Helsin-
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ki Declaration of the World Medical Association. Research
protocol was approved by the Committee on Biomedical
Ethics of the Tyumen Cardiology Research Center — Branch
of the Tomsk National Research Medical Center of the Rus-
sian Academy of Sciences (Protocol No. 159 dated July 23,
2020). Prior to enrollment in the study, each of the study par-
ticipants received written informed consent to use the sur-
vey results for scientific purposes. The study is registered
in the clinical research database ClinicalTrials.gov (identifi-
er: NCT04501822).

Patients were identified according to the data of the 1C
medical information system of the monoinfective hospi-
tal on the basis of the Tyumen Regional Clinical Hospital
in the period from April 10,2020 till July 11,2021. Data on di-
agnoses and examination results during the hospitalization
of patients in the monohospital are taken from the extracts
provided by patients from medical records and 1C system
data. The inclusion criteria were: a documented diagnosis
of COVID-19 associated pneumonia and the patient’s de-
sire to participate in the follow-up. Criteria for non-inclu-
sion: chronic and systemic diseases in the acute stage; dis-
eases accompanied by pneumofibrosis; oncological diseas-
es detected less than 5 years ago. Exclusion criteria: preg-
nancy, refusal to participate in the study.

The study included 350 patients who agreed to follow-
up. The patients were divided into two groups. The first
group included 92 patients without cardiovascular diseas-
es (CVD), the average age was 42.16 + 11.18 years. The sec-
ond group included 258 patients with CVD (arterial hyper-
tension (AH) and coronary heart disease (CHD)), the aver-
age age was 56.30 + 8.44 years. There were statistically sig-
nificant differences in age, systolic blood pressure (SBP),
diastolic blood pressure (DBP), heart rate (HR), body mass
index (BMI) with higher indicators in the second group
(p < 0.001). The differences of the listed parameters be-
tween the groups did not affect the study of the param-
eters dynamics within the groups. There were no statisti-
cally significant differences by gender in the study groups
(p < 0.312), women accounted for 56.5 % (52 patients)
in the first group and 50.4 % (130 patients) in the second.
According to the chest computed tomography data, ini-
tially in the first group the volume of lung lesion of more
than 50 % was registered in 30.7 % of cases, in the second
group —in 57.8 % of cases.

With respect to CVDs in the second group, 98 % of pa-
tients had hypertension, 20.5 % had coronary artery dis-
ease, 32.6 % had cardiac arrhythmias, etc. By the time
of the control visit after 3 months, patients in the second
group (with CVDs) in 22.4 % of cases were taking drugs
of angiotensin-converting enzyme inhibitors (ACE inhib-
itors), in 48.2 % of cases — angiotensin receptor blockers
(ARBs), in 46.6 % of cases — beta blockers, in 61.7 % of cas-
es — statins, in 19.8 % — acetylsalicylic acid preparations,
in 7.51 % - oral anticoagulants.

The study evaluated the data of laboratory tests of blood
samples taken during hospitalization and at the point
3 months after discharge from the monohospital. The pa-
rameters of the Complete Blood Count (CBC) were de-
termined by the impedance method with flow cytome-



try technologies on 5Diff analyzer "Mindrey BC 5800" (Chi-
na); creatinine, liver enzymes, total cholesterol, fasting glu-
cose, concentration of C-reactive protein (CRP) - "Cobas
integra plus 400" (Italy), reagents of Mindrty were stud-
ied from biochemical parameters; highly sensitive CRP (hs-
CRP) - solid-phase enzyme immunoassay, Vector Best re-
agents (Russia); interleukin-6 (IL-6) - solid-phase, chemilu-
minescent enzyme immunoassay, IMMULITE 1000 Systems
SIEMENS Healthcare Diagnostics (Germany); and homocyst-
eine —on the analyzer "IMMULITE 2000" (Siemens Diagnos-
tics, USA), solid-phase, competitive, chemiluminescent en-
zyme immunoassay, reagents from SIEMENS Healthcare Di-
agnostics (Germany); coagulogram parameters — on Desti-
ny Plus analyzer (Ireland), reagents from NPO Renam (Rus-
sia). The psycho-emotional sphere of patients was studied
using the screening scales GAD-7 (General Anxiety Disor-
der-7 - signs of anxiety), PHQ-9 (Patient Health Question-
naire-9 — signs of depression) and SPS (scale of perceived
stress — signs of stress). For anxiety and depression scales,
the threshold value for the presence of signs of disorders
was considered to be 5 scores, for signs of severe stress —
30 scores. The quality of life (QOL) was assessed using
SF-36 questionnaire, which allows us to character-
ize this concept quantitatively according to 8 specific
and 2 generalized scales showing psychological and phys-
ical health. The physical health includes Physical func-
tioning, Role-based physical functioning, Pain intensity
and overall health status scales. The psychological health
consists of Mental health, Role-based emotional function-
ing and Vitality scales. In this paper, we relied on the indi-
cators of generalized scales [8-10].

Statistical analysis was carried out using IBM SPSS Sta-
tistics 21 application software package (IBM Corp., USA).
Depending on the distribution, when comparing the in-
dicators in two independent groups, the Student’s t-test
or Mann - Whitney U test were used. With a normal distri-
bution, the data were presented as mean (M) and stand-
ard deviation (SD), with a distribution other than nor-
mal, the data were presented as median (Me) and inter-
quartile range [25 %; 75 %]. The dynamics between relat-
ed groups was calculated using the paired Student t-test
or the Wilcoxon test. Spearman and Pearson correlation
analysis (depending on the type of data distribution)
and linear regression with step-by-step inclusion of pre-
dictors in the model were used. The purpose of the re-
gression analysis was to identify the predictors that have
the greatest impact on the psycho-emotional state of pa-
tients with CVDs who have suffered COVID-19 pneumo-
nia. The results were evaluated as statistically significant
at the two-sided p < 0.05 level.

RESULTS

The analysis of the parameters of the complete blood
count in the study groups of patients is given in Table 1.

Analysis of the table data showed that individual eryth-
rocyte parameters, such as RDW-SD, RDW-CV and ESR,
in the second group of patients exceeded the ones
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in the first group (p < 0.001, p < 0.023 and p < 0.001, re-
spectively).

The remaining parameters varied in different direc-
tions in both groups, remaining within the reference val-
ues to the observation point "3 months after discharge
from the hospital". The level of ESR decreased statistical-
ly significantly in the second group of patients (p < 0.001).

The characteristics of leukocyte parameters in the pa-
tients included in the study are given in Table 2.

The data show that at baseline there was a statistically
significantincrease in WBS, NLR and a decrease in the LYM/
CRP ratio in patients of the second group (p < 0.001).

Three months after admission, there were statistically
significant decreases in WBC, NEU, NLR ratio and increas-
es in EOS, LYM/CRP in both groups and LYM in the sec-
ond group of patients. However, the parameters of WBC,
LYM, NEU, while remaining statistically significantly high-
er than in the first group, indirectly confirm the presence
of a persistent prolonged inflammatory reaction in patients
with CVDs caused by the coronavirus infection.

According to platelet counts, no statistically signif-
icant difference was found at the baseline of the study.
Three months after discharge, a statistically significant
decrease in the mean platelet volume (MPV) was regis-
tered: baseline in the first group — 11.20 [10.70; 11.9] fL,
in dynamics — 8.40 [7.90; 8.90] fL, in the second group -
11.20 [10.50; 11.70] and 8.30 [7.70; 11.70] fL, respective-
ly (p < 0.001 for both groups); platelet large cell count
(PLCQ): baseline in the first group - 35.00 [30.20; 41.60] %,
in dynamics - 23.80 [19.30; 29.70] %, in the second
group - 34.30 [28.80; 37.70] and 23.80 [19.30; 28.80] %,
respectively (p < 0.001 for both groups); statistical-
ly significant increase in platelet count (PLT): baseline
in the first group - 206.00 [152.00; 258.00], in dynamics —
226,00 [190,00; 261,00] x 10°/L, in the second group -
203.50[156.50;250.50] and 230,00 [200,00; 272,00] x 10°/L,
respectively (p < 0.001).

Of the hemostasis parameters, patients in the second
group had a statistically significant fibrinogen level increase
at baseline compared to the first group (4.60 [3.60; 5.80]
and 3.90 [3.60; 5.80] g/L, respectively; p < 0.001)
with achievement of reference values in both patient groups
in 3 months. In addition, increased fluctuations of these
parameters of APTT and PTI were recorded in the second
patient group.

Atbaseline, characterization of biochemical parameters
in the groups showed an excess of fasting glucose in both
groups (6.70 [6.22; 7.39] and 7.52 [6.79; 9.40] mmol/L,
respectively) with a statistically significant decrease
in the parameters after 3 months (p < 0.001, respec-
tively, for the groups) and a statistically significant ex-
cess of HbA1c (6.70 [5.90; 8.00] in the second group);
excess values of aspartate aminotransferase (AST)
(32.80[23.45; 50.80] U/L), alanine aminotransferase (ALT)
(34.20 [22.90; 53.20] U/L) and total cholesterol (TCL)
(4.11 [3.32; 4.84] mmol/L) in the second patient group. In
addition, there was a statistically significant excess of base-
line lactate dehydrogenase (LDH) values (361.14 + 135.98
and 437.50 £ 212.85 U/L) and max CRP (29.8 [3.80; 24.60]



TABLE 1

COMPARATIVE CHARACTERISTICS OF ERYTHROCYTE PARAMETERS IN PATIENTS WITH THE ABSENCE AND PRESENCE

OF CARDIOVASCULAR DISEASES WHO SUFFERED COVID-19 PNEUMONIA, AT BASELINE AND THREE MONTHS

AFTER HOSPITAL ADMISSION

Parameters

RBC, 10'%/L
(norm: male — 4.0-5.2;
female - 3.9-4.7)

HGB, g/L
(norm: male — 130-166;
female - 117-140)

HCT, %
(norm: male - 39-49;
female - 35-43)

MCV, fL
(norm: 80-95)

MCH, pg
(norm: 27-31)

MCHC, g/dL
(norm: 31-37)

RDW-SD, fL
(norm: 35-56)

RDW-CV, %
(norm: 11.5-14.5)

ESR, mm/h
(norm: 0-15)

Note. RBC - red blood cells; HGB — hemoglobin (concentration); HCT — hematocrit; MCV — mean corpuscular/cell volume; MCH — mean corpuscular haemoglobin; MCHC — mean cell haemoglobin concentration;
RDW-SD — red cell distribution width, standard deviation); RDOW-CV — red cell distribution width, coefficient of variation/variation coefficient; ESR — erythrocyte sedimentation rate. p is the statistical significance of the dif-

Examination period

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

At baseline

In 3 months

p

Without CVDs (n = 92)
4.79£0.49
476 £043
0.151
137.50 [125.50; 146.50]
136.00 [127.00; 146.00]
0.852
40.20[37.80; 43.10]
43.70 [40.80; 46.00]
<0.001
85.10 [80.40; 87.20]
92.00 [88.00; 94.00]
<0.001
28.90 [27.70; 29.70]
29.00 [28.00; 30.00]
0.055
33.60[33.10; 34.30]

32.00[31.00; 32.00]

39.50 [37.50; 40.90]
46.40 [44.30; 48.00]
<0.001
13.00 [12.40; 13.60]
12.40[12.00; 12.80]
<0.001
12.50 [8.00; 16.00]
11.00 [7.00; 17.00]

0.600

With CVDs (n = 258)
471 +£0.54
490+0,44

<0.001
137.00 [127.00; 146.00]
142.00 [132.00; 149.00]
<0.001

40.50 [37.50; 43.00]

45.40 [42.60; 48.10]

<0.001

85.00 [82.20; 88.50]

92.00 [90.00; 95.00]

<0.001

29.00 [27.90; 30.00]

29.00 [28.00; 30.00]

0.876

33.80[33.20; 34.50]

31.00 [31.00; 32.00]

40.50 [38.80; 43.00]
48.50 [46.30; 51.30]
<0.001
13.30[12.80; 13.90]
12.90[12.30; 13.60]
<0.001
39.00 [24.00; 53.00]
12.00 [8.00; 19.00]

<0.001

ferences in parameters: horizontally — between the first and second groups; vertically — within the group in dynamics — at baseline and 3 months after discharge from the hospital.
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0.200

0.003

0.770

0.008

0.968

<0.001

0.095

0.039

0.272

0.903

0.360

0.001

0.001

<0.001

0.023

<0.001

<0.001

0.327



TABLE 2

COMPARATIVE CHARACTERISTICS OF LEUKOCYTE PARAMETERS IN PATIENTS WITH THE ABSENCE AND PRESENCE
OF CARDIOVASCULAR DISEASES WHO SUFFERED FROM COVID-19 PNEUMONIA, AT BASELINE AND 3 MONTHS
AFTER HOSPITAL ADMISSION

Parameters Examination period Without CVDs (n = 92) With CVDs (n = 258) p
At baseline 4.98 [3.88; 6.70] 6.53[4.92;8.13] <0.001
WBS, 10°/L ) .
(horm: 4.0-8.8) In 3 months 4.56 [4.04;5.72] 5.65[4.81;6.78] <0.001
p 0.050 <0.001
At baseline 1.43[1.01;1.95] 1.23[0.88; 1.67] 0.035
LYM, 10%/L . .
(horm: 1,4-8) In 3 months 1.58[1.41;1.90] 1.92[1.61;2.32] <0.001
p 0.011 <0.001
At baseline 2.94[2.02; 4.43] 4.37[2.98; 6.29] <0.001
NEU, 10°/L . .
stiie LT In 3 months 2.52[2.04;3.16] 3.05[2.38;3.81] <0.001
p 0.010 <0.001
At baseline 0.03[0.01;0.10] 0.02 [0.01; 0.06] 0.025
9
0k, MO In 3 months 0.10[0.06; 0.16] 0.12[0.08; 0.18] 0.048
(norm: 0-5)
p <0.001 <0.001
At baseline 1.96 [1.30; 3.09] 3.47[2.03;6.18] <0.001
NLR In 3 months 1.57[1.17; 2.06] 1.57[1.17; 2.00] 0.659
(norm: 1.6-1.8) ’ T ’ T ’
p 0.004 <0.001
At baseline 0.11[0.02; 0.38] 0.02[0.01; 0.04] <0.001
LYM/CRP In 3 months 0.51[0.32;1.63] 0.39[0.26; 0.74] 0.005
p <0.001 <0.001

Note. WBS — white blood cells; LYM — the number of lymphocytes; NEU — the number of neutrophils; EOS — the number of eosinophils; NLR — the ratio of neutrophils to ymphocytes; LYM/CRP — the ratio of leuko-
cytes to C-reactive protein. p is the statistical significance of the differences in parameters: horizontally — between the first and second groups; vertically — within the group in dynamics — at baseline and 3 months af-

ter discharge from the hospital.

and 65.10 [32.00; 128.00 mg/L]) in both groups with a de-
crease in the parameters after 3 months with a continued
value excess in the second group (p < 0.001, respectively).

It is important to note that during the planned com-
plex drug therapy performed 3 months after discharge,
the second group showed increased levels of homocysteine,
IL-6, and hs-CRP (14.36 + 6.08 and 14.67 + 6.69 mmol/L),
(1.75 [1.30; 2.45] and 2.26 [1.60; 3.90] pg/ml), (2.13 + 2.26
and 4.13 +3.92 mg/L), exceeding both the reference values
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and the indicators in the first group. The recorded parame-
ters related to the planned complex drug therapy indicate
the presence of increased vascular inflammatory potential
for the development of possible adverse events in patients
during the post-COVID period.

Simultaneously with blood sampling at the point
"3 months after hospital discharge", a medical psycholo-
gist collected questionnaire details from all patients reflect-
ing the psycho-emotional state of patients who had un-
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TABLE 3

COMPARATIVE CHARACTERISTICS OF THE SEVERITY OF DISORDERS OF THE PSYCHO-EMOTIONAL SPHERE
AND QUALITY OF LIFE IN PATIENTS WITH THE ABSENCE AND PRESENCE OF CARDIOVASCULAR DISEASES
WHO SUFFERED FROM COVID-19 PNEUMONIA, THREE MONTHS AFTER HOSPITAL ADMISSION

Parameters Without CVD, Me [25%; 75%] With CVD, Me [25%; 75%] p
Signs of anxiety 3.00[1.00; 6.00] 2.00[1.00; 6.00] 0.770
Signs of depression 3.00[1.00; 5.00] 3.00[1.00; 6.00] 0.507
Signs of stress 20.00 [15.00; 25.00] 21.00 [15.00; 26.00] 0.300
The physical health 50.27[47.31;52.72] 46.88 [41.33; 50.88] 0.000
Psychological health 67.08 [57.17;71.18] 65.55[57.66; 72.01] 0.748

dergone COVID-19. Screening scales GAD-7 (signs of an-
xiety), PHQ-9 (signs of depression), SHVS (signs of stress)
and SF-36 questionnaire were used to assess patients’ qual-
ity of life. The data of general characterization of the psy-
chological sphere of patients showed that in the general
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group of patients, signs of anxiety and depression were de-
tected 3 months after hospital discharge in more than 30 %
of the examined patients, signs of stress — in 10.4 %.
In the group of patients with CVDs, disorders of the psy-
cho-emotional sphere were found in 1/4 of the patients en-

Infectious diseases



TABLE 4

RESULTS OF REGRESSION ANALYSIS OF THE EFFECT OF BLOOD PARAMETERS IN PATIENTS WITH CARDIOVASCULAR
DISEASES ON THE PSYCHO-EMOTIONAL STATE AND QUALITY OF LIFE THREE MONTHS AFTER HOSPITAL DISCHARGE

Parameters Predictors

Severity of anxiety Thrombocrit

Fibrinogen
Severity of depression LDH

Ferritin
Severity of stress Fibrinogen

Glucose (acute period)

The physical health Hematocrit

Average hemoglobin concentration

rolled in the study. Severe stress is typical for 8 % of those
included in the study.

When comparing the severity of disorders of the psy-
cho-emotional sphere and generalized indicators of QOL
(SF-36), the results of only the physical health differ
statistically significantly between groups of patients
with the absence and presence of CVD. The data is shown
in Table 3.

The physical health was statistically significantly re-
duced in the group of CVD patients, which is consist-
ent with the clinical data on the presence of an increase
in the frequency of crisis states of hypertension, newly de-
tected cases of coronary heart disease (6.1 %), chronic heart
failure (8.7 %) and 1 case of diabetes mellitus in this group.
There were no differences between the groups by catego-
ries of psycho-emotional state.

The relationship of the psychological state of CVD pa-
tients and hematological and biochemical blood parame-
ters is shown by the results of correlation analysis. During
admission, the psychological health is inversely correlated
with the level of neutrophils (r=-0.137; p = 0.044) and di-
rectly correlates with the level of fibrinogen (r = 1.135;
p=0.050); the physical health is interrelated with the level
of erythrocytes (r=0.140; p < 0.030), hemoglobin (r=0.158;
p = 0.015), CRP (r = -0,200; p = 0.002), CPK (r = 0.175;
p =0.036) and glucose (r=-0,182; p = 0.017). In the post-
COVID period (3 months after discharge), the psycholog-
ical health was associated with the level of transform-
ing growth beta factor (r = 0.404; p = 0.030); the physi-
cal health was associated with the level of erythrocytes
(r=10.143; p = 0.023), hemoglobin (r = 1.222; p = 0.001),

Non-standardized
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Standardized

coefficient b coefficient B P
17.855 0.226 0.014
1.700 0.256 0.007
0.030 0.226 0.015
-0.008 -0.203 0.031
3.002 0.265 0.003
-0.727 -0.356 0.003
0.326 0.188 0.002
1.068 0.148 0.017

hematocrit (r=0.187; p =0.003). During general data pro-
cessing, it was recorded that the level of anxiety and de-
pression was more related to hematological indicators,
while the level of stress was more related to the level
of inflammatory parameters. The results of the regression
analysis aimed at determining blood biomarkers that af-
fect the psycho-emotional state and CVD patients’s qual-
ity of life are given in Table 4.

The results of the regression analysis indicate that an in-
crease in the level of anxiety in patients with cardiovas-
cular diseases is associated with an increase in the blood
thrombocrit level. Depression scores increase statistically
significantly with an increase in fibrinogen and LDH levels
and a decrease in ferritin levels. The severity of stress is af-
fected by changes in the level of fibrinogen.

In addition, the analysis showed that in patients with
cardiovascular diseases, 3 months after hospital admission,
the physical health has an inverse relationship with glu-
cose levels in the acute period of the disease. Increased
glucose levels contribute to a prolonged deterioration
of the physical component of QOL, especially in patients
with baseline elevated glucose levels. Increased hemato-
critand average hemoglobin concentration after discharge
add scores to the physical health component, which indi-
cates an improvement in patients’ quality of life.

DISCUSSION

Based on a number of studies, patients who have un-
dergone COVID-19 often show altered parameters of lab-



oratory findings in the post-COVID period, the relation-
ship between which and newly emerged clinical mani-
festations may indicate the presence of a latent prognos-
tic potential in the development of delayed cardiovascu-
lar events [11-18].

Most of the published results have been confirmed
in our works and our own data have been obtained, in par-
ticular, on the association of the volume of lung tissue le-
sion with the parameters of erythrocyte and leukocyte for-
mulas, coagulation profile, liver enzymes at the initial stage
of the disease, on the influence of inflammatory markers
and hyperglycemia on the risk of adverse vascular com-
plications of the disease [20]. Thus, lymphopenia and eo-
sinopenia have prognostic significance in the detection
of a severe course of the disease and hospital mortality [13,
14]. Registered microangiopathies and microthrombosis
in hepatic sinusoids are associated with impaired hepatic
enzyme levels, with elevated bilirubin levels and hypergly-
cemia associated with the persistent inflammatory process
in hepatocytes and cholangiocytes [15-20].

The problem of psychological consequences of COV-
ID-19 is the object of attention. Many authors have noted
a significant degree of heterogeneity in terms of popula-
tions, sampling methods, and scales in such studies, which
complicates data interpretation [21, 22]. Dozens of meta-
analyses are devoted to physical and mental health. For ex-
ample, in Europe, more than 3 million people participated
in 692 primary studies where it was shown that the prev-
alence of psychological problems was closely related
to the patients themselves, their environment and so-
cial support. The findings clearly indicate that social isola-
tion is associated with a number of adverse consequences
for physical and mental health [23-25].

The research results published by Chinese experts
showed that 53.8 % of respondents who underwent
COVID-19 assessed the registered individual psycholog-
ical manifestations as protective factors. Anxiety is de-
signed to perform an adaptive function in stressful cir-
cumstances, which in a pandemic are represented by so-
cial aspects of isolation and distancing, the use of antisep-
tics, as well as concern about health, future and materi-
al well-being. Functional level anxiety motivates a person
to look for ways to solve problems, change habitual behav-
ior, which allows patients to strengthen their faith in the
competence of physicians and reports on successful re-
covery, having a mobilizing effect on a person. However,
the presence of severe anxiety negatively affects cogni-
tive functioning and coping behavior aimed at overcom-
ing problematic situations [21].

The level of psychological stress is more often associ-
ated with a deterioration in social functioning: a decrease
or lack of support, the detection of COVID-19 in relatives
or the loss of ones due to infection, as well as the presence
of anon-transmissible disease that significantly worsens so-
matic health. Overstress is often combined with symptoms
of anxiety or depression, which seriously impairs a person’s
adaptive abilities.

According to the results of research by Russian scientists,
severe deterioration in both physical and emotional health
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has been recorded in the post-reproductive-stage women
after suffering a moderately severe form of COVID-19. The re-
sults suggest a potential link between COVID-19 and future
risk of cognitive decline, persistent deterioration of health
and quality of life [23].

Depressive states are often a response to changesin so-
cial status, marital status, and material well-being. After
COVID-19, factors contributing to persistent mood declines
include persistent physiological manifestations of the dis-
ease (prolonged loss of taste and smell, sleep disorders,
increased heartbeat and fatigue), peculiarities of disease
perception and behavior (frequent news viewing and iso-
lation after hospital discharge) [22].

It is known that patients with cardiovascular diseas-
es are characterized by high comorbidity with disorders
of the anxiety and depressive spectrum, which not only
worsens the severity of the course and prognosis of the dis-
ease, but also contributes to a decrease in the effectiveness
of the therapy received by the patient. In this regard, it is rec-
ommended to influence psychosocial factors with the use
of pharmacological therapy and psychological correction
in this category of patients [26].

During the study, the data on the study of neuroimmu-
nological processes and their association with proinflamma-
tory cytokines in the pathogenesis of anxiety-depressive dis-
orders were of particular interest to us [21, 27].

Intensely perceived stress leads to activation of the au-
tonomic nervous system and hypothalamic-pituitary-ad-
renal axis, resulting in increased levels of cortisol, adrena-
line, norepinephrine. This in turn enhances the inflamma-
tory response by inhibiting humoral and cellular immuni-
ty, and changes the balance of pro-inflammatory cytokines.
Atthe same time, SARS-CoV-2 infection leads to the produc-
tion of IL-Ib and IL-6 [27]. The works of other authors con-
firm the relationship between fibrinogen and stress, which
leads to the formation of endothelial dysfunction and de-
terioration of cardiovascular health [28]. It is also known
that the presence of anxiety states is associated with in-
creased levels of platelet counts [29]. The relationship be-
tween fibrinogen, depression and CVD has also been de-
scribed, where researchers consider fibrinogen as the key
factor in the formation of cardiovascular disorders, since
this marker contributes to increased platelet aggrega-
tion and blood clotting, which increases plasma viscosity
and thrombosis [30]. In addition, the literature describes
the relationship of depressive states with ferritin, which
is a biomarker of the iron amount in the blood. H.S. Lee
et al. found a relationship between ferritin, depression,
and overweight, which aggravates the course of CVD [31].
The effect of glucose and the consequences of the forma-
tion of excessive amounts of metabolically active free ox-
ygen radicals in the acute period of COVID-19 on the de-
terioration of the physical aspect of QOL is of interest [32].
In addition, we should not forget about the possible mech-
anisms of drug-induced lesion processes of the target or-
gans and systems, modifying both psychological and phys-
ical components of health [21, 25].

The decrease in the level of proinflammatory cytokines
IL-18, tumor necrosis factor a, responsible for depressive-



like behavior recorded in animal models by antidepres-
sants broadens the research horizons of possible preven-
tion and complex therapy of patients with viral infections
in the future [21].

Study limitations

In this paper, only generalized data on the psycho-
logical and physical components of health were studied.
In the future, detailed characteristics of the studied data
will be described, taking into account age, gender, and so-
cial characteristics.

CONCLUSION

Analysis of the literature data and our own research
results suggest that the detected changes in biomark-
ers and the presence of their relationship with psycho-
logical manifestations allow us to consider the expec-
tation of an increase in anxiety-depressive disorders
in COVID-19 survivors justified, determining the rele-
vance of the medical problem under study. The lack
of data in terms of the common links in the pathogene-
sis of the investigated combined states allows, through
the study of laboratory markers, to identify a range of pa-
rameters that together can both initiate and maintain the
duration of a prolonged vascular reaction that determines
the risk of developing both cardiovascular and neuropsy-
chiatric complications.

Our findings indicate the need for dynamic follow-
up of patients and the feasibility of developing preven-
tive measures optimized by specialized specialists, both
for the post-COVID period and for future waves of the pan-
demic and subsequent daily life.
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ABSTRACT

The aim. To identify the frequency of occurrence of TLR4 Asp299Gly (rs4986790)
gene polymorphism and to establish its contribution to the development of organ
dysfunction in patients with severe pneumonia associated with A/H1N1 influenza.

Materials and methods. The study included 55 patients with severe pneumonia
associated with A/H1N1 influenza. Inclusion criteria: severe pneumonia; consolida-
tion/ground-glass syndrome according to chest X-ray/CT. Exclusion criteria: unstable
hemodynamics; body mass index > 30; diabetes mellitus; HIV; tuberculosis, oncopa-
thology. Verification of the pathogen in the respiratory swab was carried out using
PCR method: A/H1NT1 influenza virus RNA was identified. The age of the patients
was 47 [38; 62] years. Among all the patients the proportion of men was 47.8 %,
of women - 52.2 %. Patients were divided into 2 groups: group 1 included patients
with SOFA scale (Sequential Organ Failure Assessment) score > 2 points; group 2 —
patients with SOFA scale score < 2 points. Gene SNPs were determined by PCR method
using standard kits developed by Research and Production Company "Litekh" (Mos-
cow). Amplification of the TLR4 gene fragments was carried out in a thermocycler
Bis-M111 (Bis-N LLC, Novosibirsk). Genomic DNA isolated from whole blood leukocytes
using the "DNA Express Blood" reagent was analyzed followed by an amplification
reaction. The amplification product was detected in a 3% agarose gel.

Results. Multiple organ dysfunction (SOFA scale score > 2 points) in patients with se-
vere pneumonia associated with A/H1N1 influenza was registered in 24 (43.6 %) cas-
es. When analyzing the frequency of occurrence of the minor Gly allele, according
to genetic models, the differences were established between patients of the groups 1
and 2 in codominant (p = 0.023; odds ratio (OR) — 8.82 (0.95-81.89)) and dominant
(p=0.005; OR = 12.35 (1.40-109.07)) models.

Conclusion. Severe pneumonia associated with A/H1N1 influenza is accompanied
by a high incidence of organ dysfunction. The risk of organ failure development
is 2.1 times increased in patients with severe pneumonia with identified TLR4
Asp299Gly gene polymorphism, which probably requires further study.

Key words: TLR4, polymorphism, A/H1N1 influenza, pneumonia, organ dysfunction

For citation: Malyarchikov A.V., Shapovalov K.G. The role of Toll-like receptor 4 gene
polymorphism in the development of organ dysfunction in patients with severe pneu-
monia associated with A/H1N1 influenza. Acta biomedica scientifica. 2023; 8(1): 79-85.
doi: 10.29413/ABS.2023-8.1.9
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PE3IOME

Ljens uccnedosaHus. Beisgums Yacmomy ecmpeyaeMocmu nosiuMopgu3ma 2eHa
TLR4 Asp299Gly (rs4986790) u ycmaHosums e20 8k/1a0 8 pazgumue op2aHHoU ouc-
yHKYUU y 60516HBIX MAXENol nHeaMoHuel Ha poHe epunna A/HTN 1.
Mamepuasnbi u Memoobl. B uccie0o8aHue 8Kko4YeHo 55 60/1bHbIX msaxénol nHes-
MoHuel Ha goHe epunna A/HTN1. Kpumepuu 8K/t04eHUA: NHEBMOHUSA MAXE020
meuyeHus; Hasu4Yue KOHCoIUAayuu/CUHOPOMAa «Mamogo20 CMeKs1a» N0 OaHHbIM
peHmezeHozpaguu/komneromepHol momo2paguu op2aHos 2pyOHoU Kiemku.
Kpumepuu uckntoyeHus: HecmabusibHas 2eMOOUHAMUKGA; UHOeKC Maccol mena > 30;
caxapHsiti ouabem; BUY; mybepkynés; oHkonamorsnoaus. Bepugukayus so3byoume-
J18 8 pecnupamopHOM MA3Ke 8bINOJTHAIACL NPU NOMOWU Memooa noiumepasHol
yenHou peaxkyuu (MYP): udeHmugpuyuposaHa PHK supyca epunna A/H1N1. Bospacm
nayueHmos cocmasusn 47 [38; 62] nem. MyxuuH 66110 47,8 %, xeHWuUH — 52,2 %.
MayueHmel 6bi1U NOOenieHbl Ha 08e 2pynnel: 1-1 2pynna — ¢ oUeHKOU No wKasne
SOFA (Sequential Organ Failure Assessment) > 2 6annos; 2-1 2pynna — ¢ oyeHKou
no wkasne SOFA < 2 6annos. OnpedesieHue 00HOHYK/1E0OMUOHbIX NOUMOPPU3IMO8
(SNPF, single nucleotide polymorphism) 2eHos ocywecmensanoce memodom [P
C UCnonb308aHuemM cmaHoapmHeix Habopos HIN® «/Tumex» (Mockea). AMnaugu-
kayuto ¢ppazmeHmos 2eHa TLR4 nposodunu 8 mepmouuxnepe «buc-M111» (OO0
«buc-H», Hosocubupck). AHanu3y noogepeanace 2eHomHas [JHK, geioeneHHas
u3 s1elikoyumos yesibHoU Kposu ¢ nomowblo peazeHma «[JHK skcnpecc-kposb»,
3amem nposoouIacek pedkyus amnaugukayuu. Jemekyuto npodykma amnsiugu-
Kayuu nposoousiu 8 3%-m dzapo3HOM 2esie.

Pesynomamel. Y 60516Hbix maxénolt nHeemoHuel Ha ¢oHe epunna A/HINT
yacmoma passumus nonuopzaHHoU oucgyHkyuu (SOFA = 2 6annos) cocmasuna
24 (43,6 %) cny4aa. lpu aHanuze yacmomel 8CMpevYaemMocmu MUHOPHOR20 asess
Gly, coenacHo 2eHemu4eckuM MOOeIAM, yCMAaHOB/1eHbI PA3/IUYUsA Mex0y NayueH-
mamu 1-0 u 2-0 epynn 8 kKoOomuHaHmHou (p = 0,023; omHoweHue waHcos (OLL) —
8,82(0,95-81,89)) u domuHaHmuou (p = 0,005; OLL = 12,35 (1,40-109,07)) modensx.
3aknioyeHue. Taxénoe meueHue nHeamMoHuu npu epunne A/H1NT conpogoxada-
emca 8vicokoli yacmomou pazsumus opeaHHoU OucpyHKYuuU. Puck pazsumus
Op2aHHOU HeA0CMAMOYHOCMU y8enu4UBancsa y 60bHbIX MAxEnol nHeamoHuel
C 8blsIB1IeHHbIM nosluMopguaMom 2eHa TLR4 Asp299Gly, umo, sepoamHo, mpebyem
OasnbHelwe20 UyyeHus.

Knioueevnie cnoea: TLR4, nonumopdghusm, epunn A/HIN1, nHeeMoHuUS, opeaHHAs
ouceyHKyus

Ona untnpoBaHua: Manspurkos A.B., lLanoeanos K.I. Ponb nonumopdursma rena Toll-
nopo6Horo peLenTopa 4 B pa3BUTN OPraHHOM ANCHYHKUMMN Y BONbHBIX TAXKENON NHEB-
MoHwuel npu rpunne A/H1N1. Acta biomedica scientifica. 2023; 8(1): 79-85. doi: 10.29413/
ABS.2023-8.1.9
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INTRODUCTION

The systemic inflammatory response, being the ba-
sis for the formation of critical conditions, regardless
of the inducing factor, proceeds in two phases - from
a hyperinflammatory reaction to a compensatory anti-
inflammatory response [1, 2]. In the pro-inflammatory
phase, damage-associated molecular patterns (DAMPs)
or pathogen-associated molecular patterns (PAMPs) ini-
tiate signaling, activating innate and subsequently adap-
tive immune responses. To date, various physiological
and pathophysiological mechanisms of innate and adap-
tive immune responses have been identified, implement-
ed through the involvement of a large repertoire of im-
mune receptors in the process, one of which is Toll-like
receptors (TLR) [3]. Moreover, single-nucleotide poly-
morphisms of the Toll receptor genes have been iden-
tified, in some cases leading to a change in signal trans-
mission realized through the receptor, which signifi-
cantly affects the function of the receptor and contrib-
utes to the pathogenesis of inflammation and infectious
diseases [3].

One of the most well-studied Toll receptors is TLR4.
The main ligand of the receptor is a bacterial lipopol-
ysaccharide, but TLR4 is also able to bind endogenous
structures, such as heat shock proteins (HSP), includ-
ing HSP70, Gp96, HSP22 and HSP7, proteins ST00A8
and S100A9, as well as extracellular matrix molecules
(ECM), such as biglican, tenascin-C, versican, and frag-
ments of molecules ECM, including hyaluronic acid ol-
igosaccharides and heparan sulfate [4]. The TLR4 gene
is located on 9932-33 chromosome. The polymor-
phic locus rs4986790 is a single-nucleotide substitu-
tion of adenine (A) for guanine (G) at the +896 position
of exon 3 (896A>Q@), leading to an amino acid substitution
of aspartic acid for glycine at position 299 of the polypep-
tide chain of the Asp299Gly receptor [5]. The described
TLR4 gene mutation is associated with the lack of a prop-
er immune response upon receptor activation. The TLR4
Asp299Gly polymorphism has been shown to be associ-
ated with the development of a number of diseases [5-
71; it is of interest to study the role of the TLR4 Asp299G-
ly gene polymorphism in critically ill patients with severe
pneumonia associated with A/H1N1 influenza.

THE AIM OF THE STUDY

To identify the incidence of the TLR4 Asp299Gly gene
polymorphism and determine its contribution to the devel-
opment of organ dysfunction in patients with severe pneu-
monia associated with A/H1N1 influenza.

MATERIALS AND METHODS

The study included 55 patients with severe pneumonia
associated with A/HT1N1 influenza hospitalized in ICU/CCU
of the Municipal Clinical Hospital No. 1 (Chita), the Re-
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gional Clinical Hospital (Chita), the Regional Clinical Infec-
tious Diseases Hospital of the Trans-Baikal Territory during
the morbidity peak in 2019. The study was conducted in
compliance with the principles of the World Medical As-
sociation Declaration of Helsinki (1964, ed. 2013), and ap-
proved by the local Ethics Committee of the Chita State
Medical Academy of the Ministry of Health of the Russian
Federation (Protocol No. 84 dated March 01, 2017). Inclu-
sion criteria: severe pneumonia; consolidation/ground-
glass syndrome according to chest X-ray/CT. Verification
of the pathogen in the respiratory swab was carried out
using PCR method: A/H1N1 influenza virus RNA was iden-
tified. The age of the patients was 47 [38; 62] years. The
proportion of male was 47.8 %, female - 52.2 %. Exclu-
sion criteria: unstable hemodynamics; body mass index
> 30; diabetes mellitus; HIV; tuberculosis, oncopatholo-
gy.To diagnose and assess the severity of pneumonia, the
CURB/CRB-65, SMART-COP scales, as well as the federal
clinical guidelines of the Ministry of Health of the Russian
Federation "Community-acquired pneumonia in adults"
and the IDSA/ATS criteria (in the presence of one "large"
or three "small" criteria, pneumonia was regarded as se-
vere) were used. In order to assess the degree of organ
dysfunction, the following were used: qSOFA scale (Se-
quential Organ Failure Assessment [Quick]) (respirato-
ry rate = 22/min; systolic blood pressure < 100 mmHg;
decrease in consciousness < 15 points as per the Glas-
gow scale) - 1 point for each block; SOFA scale, which in-
cluded an assessment of consciousness as per the Glas-
gow Coma Scale in points, a modified respiratory coeffi-
cient as the ratio of oximetry as a percentage to the oxy-
gen content in the inhaled air in units (SpO,/Fi0,), the lev-
el of bilirubin and creatinine in blood serum, the number
of blood platelets, the level of average blood pressure with
the presence or absence of inotropic and (or) vasopres-
sor support in points. The patients were divided into two
groups: Group 1 - patients with SOFA score > 2; group 2 -
patients with SOFA score < 2. Gene SNPs were determined
by PCR method using standard kits developed by Research
and Production Company "Litekh" (Moscow). Amplifica-
tion of TLR4 gene fragments was carried out in a thermal
cycler "Bis-M111" (Bis-N LLC, Novosibirsk). Genomic DNA
isolated from whole blood leukocytes using the "DNA Ex-
press Blood" reagent was analyzed followed by an ampli-
fication reaction. The amplification product was detected
in a 3% agarose gel. Statistical processing of the obtained
data was carried out using Statistica 10 software package
(StatSoft Inc., USA) and SNPStats online calculators (htt-
ps://medstatistic.ru/calculators.html). The distribution of
genotypes was evaluated for compliance with the Har-
dy - Weinberg equilibrium. The genotype frequencies in
the groups were compared using the Yates’ continuity-cor-
rected x? test using the contingency table; if the expected
phenomena in one of the cells were less than 5, the Fish-
er's exact test was used. To assess the association of gen-
otypes with disease severity, the odds ratio (OR) was cal-
culated with 95% confidence intervals (95% Cl) using five
genetic models: codominant, dominant, recessive, super-
dominant and log-additive.



RESULTS

In patients with severe pneumonia associat-
ed with A/H1N1 influenza, the incidence of multi-
ple organ dysfunction (> 2 points on the SOFA scale)
was 24 (43.6 %) cases, men prevailed among them -
17 (70.8 %) patients. In the structure of concomitant pa-
thology among pneumonia patients with organ dys-
function, the most common were: chronic obstructive
pulmonary disease — 7 (29.1 %) cases; type 2 diabetes
mellitus — 6 (25.0 %) cases; alcoholism - 4 (16.6 %) cas-
es. Furthermore, 16 (66.6 %) alimentary-constitution-
al obesity was revealed in patients as a background pa-
thology. In the second patient group, ischemic heart dis-
ease was more common - in 9 (29.0 %) cases. Systemic
inflammatory response syndrome (SIRS) was detected
in 55 (100 %) cases. When analyzing the structure of or-
gan dysfunction according to the SOFA scale, the high-
est incidence of organ failure development was found
in the blocks of oxygenation, coagulation, central nerv-
ous system (CNS) function and hemodynamics parame-
ters (Fig. 1). Besides, the frequent combination of organ
disorders among patients with severe pneumonia asso-
ciated with A/HTNT1 influenza draws attention: for exam-
ple, a combination of hemostasis and oxygenation disor-
ders was noted in 10 (41.6 %) cases, and a combination
of disorders of oxygenation, hemostasis, hemodynamics
and CNS function - in 6 (25 %) cases.

The TLR4 Asp299Gly gene polymorphism was stud-
ied in the test groups (Table 1). The value of x*> = 7.493
for two degrees of freedom, with a statistical significance
level of p = 0.024, which indicates statistically significant
differences between comparable groups. When studying
the TLR4 Asp299Gly gene polymorphism, a statistically sig-
nificant difference in the groups was found for the Asp/Asp
genotype (p = 0.021; OR = 0.081; 95% Cl: 0.009-0.715).
At the same time, there was no statistically signifi-
cant difference in the incidence of the Asp/Gly variant
and the homozygous Gly/Gly variant, which is probably
due to the small sample size and low frequency of occur-
rence of the Gly allele (Table 1).

TABLE 1
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FIG. 1.

The structure of organ dysfunction by the SOFA scale blocks in pa-
tients with severe pneumonia associated with A/H1N1 influenza

When analyzing the frequency of occurrence of the mi-
nor Gly allele, according to genetic models, the most sig-
nificant result was established for the dominant mod-
el (p = 0.0052; OR = 12.35 (95% Cl: 1.40-109.07)), accord-
ing to which the genotype carrying at least one Gly al-
lele has an increased risk (Table 2). The results obtained
in the superdominant and log-additive models are consid-
ered as uninformative at the obtained genotype distribu-
tion frequencies.

DISCUSSION

One of the leading pathophysiological components
of a critical condition and organ dysfunction development
is systemic inflammation. In the pro-inflammatory phase,

DISTRIBUTION OF TLR4 GENE GENOTYPES IN PATIENTS WITH SEVERE PNEUMONIA ASSOCIATED WITH A/H1N1 INFLUENZA

Frequency of genotypes
Genotypes Fisher's exact test, p P B(oj!\ferrgm OR 95% CI
1st group 2nd group adjuste
(n =24) (n=31)
Asp/Asp 17 (70.8 %) 30 (96.8 %) 0.0159 0.0477 0.081 0.009-0.715
Asp/Gly 5(20.8 %) 1(3.2%) 0.0755 0.226 7.895 0.855-72.882
Gly/Gly 2(8.3%) 0 0.186 0.558 - -



TABLE 2

GENETIC MODELS OF THEASSOCIATION OF TLR4 GENE GENOTYPES WITH THE RISK OF ORGAN DYSFUNCTION DEVELOPMENT
IN PATIENTS WITH SEVERE PNEUMONIA ASSOCIATED WITH A/H1N1 INFLUENZA

Genotypes 1st group (n = 24) 2nd group (n =31) OR (95% Cl) p
Codominant model

Asp/Asp 17 (70.8 %) 30 (96.8 %) 1.00
Asp/Gly 5(20.8 %) 1(3.2%) 8.82(0.95-81.89) 0.02369
Gly/Gly 2(8.3%) 0 (0.0 %) -

Dominant model
Asp/Asp 17 (70.8 %) 30 (96.8 %) 1.00

0.005191

Asp/Gly-Gly/Gly 7 (29.2 %) 1(3.2%) 12.35(1.40-109.07)

Recessive model
Asp/Asp-Asp/Gly 22 (91.7 %) 31 (100 %) 1.00

0.1859

Gly/Gly 2 (8.3 %) 0 (0 %) 2.7 (0.32-153)*

Note. *—adjusted value for a small sample.

damage-associated molecular patterns (DAMPs) or path-
ogen-associated molecular patterns (PAMPs) initiate sign-
aling, activating innate and subsequently adaptive im-
mune responses [2, 8]. Detection of conservative molec-
ular patterns associated with pathogens (for example, li-
popolysaccharide) through leucine-rich repeats (LRR) leads
to dimerization of TLR, bringing together the TIR (Toll-in-
terleukin receptor) signaling domains, forming intracel-
lular docking platforms that allow recruiting adapter pro-
teins and kinases into the signal transmission process, in-
ducing nuclear factor kappa-light-chain-enhancer of acti-
vated B cells (NFkB) and immune response [9, 10]. The sin-
gle-nucleotide polymorphism of the TLR4 896A>G gene
is associated with a decrease in the intensity of the im-
mune response to TLR4 stimulation by lipopolysaccharide
of gram-negative bacteria [11]. At the same time, as a pat-
tern recognition receptor, TLR4 interacts not only with
PAMPs, but also with a number of endogenous structures
involved in the systemic inflammatory response cascade,
such as heat shock proteins (HSP), including HSP70, Gp96,
HSP22 and HSP7, proteins ST00A8, and ST00A9 [4]. In ad-
dition, the intensity of the emerging immune response
depends on the ligand interacting with TLR4 [12]. The re-
lationship of the TLR4 Asp299Gly polymorphism with the
course of the infectious process and inflammation in var-
ious diseases has been described [6, 7, 13]; a relationship
with the severity of the critical condition in sepsis has been
also shown [14]. This study demonstrated the prevalence
of the Asp299Gly TLR4 mutant allele and the combina-
tion of Arg753GIn TLR2, Leu412Phe TLR3 polymorphisms
among influenza and influenza pneumonia patients [15].
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We obtained comparable results: the presence of the TLR4
gene polymorphic variant in patients with severe pneu-
monia associated with A/H1N1 influenza is connected
with an increase in the severity of the disease and is ac-
companied by an increase in the frequency of organ dys-
function in this category of patients.

CONCLUSION

The severe course of pneumonia associated
with A/HTN1 influenza is accompanied by a high incidence
of organ dysfunction. The revealed presence of the TLR4
Asp299Gly gene polymorphism was accompanied by anin-
creased risk of organ failure, which probably requires fur-
ther study.
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ABSTRACT

The aim. To assess the effect of glucose-electrolyte composition with plant extracts
having antioxidant activity on the hemodynamic parameters of vertebrobasilar
system during the incrementally increasing submaximal exercise test.

Materials and methods. The study included 12 athletes (6 candidates for master
of sports and 6 masters of sports) aged 18-22, who have been engaged in orienteer-
ing for 10 years and more. Time of aerobic exercise — 2 hours a day, five days a week.
The study subjects performed an incrementally increasing submaximal exercise test
and also submaximal exercise test with the preventive intake of a glucose-electrolyte
composition with plant extracts having antioxidant properties.

To assess the hemodynamic parameters in all study subjects we used Doppler ultra-
sound of the cerebral vessels, evaluating vertebrobasilar system blood flow, exercise
gas test in the modification of hypo- and hyperventilation, and also positional test.
Results. A single intake of glucose-electrolyte drink under conditions of incremen-
tally increasing exercise test contributed to the manifestation of a homeostatic effect
in hemodynamic parameters of the vertebrobasilar arteries. It is evidenced by the ap-
proximation to the pre-exercise level of maximum systolic velocity and average blood
velocity in the breath-holding test, of the diastolic blood velocity in the hyperven-
tilation test, and of the pulsatility index in the torsion test, as compared to the iso-
lated submaximal exercise test which caused the change in both velocity indicators
and calculated indices during the functional tests.

The article considers the main mechanisms underlying the change in arterial hemo-
dynamic parameters caused by incrementally increasing load, as well as describes
the proposed mechanisms arising from the combined effect of an incrementally
increasing load and the intake of a glucose-electrolyte composition with plant ex-
tracts having antioxidant activity.

Conclusion. Itwasshown that using glucose-electrolyte drink contributed to the res-
toration of hemodynamic parameters of the vertebrobasilar arteries after the incre-
mentally increasing submaximal exercise test.

Key words: incrementally increasing submaximal exercise test, athletes, glucose-
electrolyte drink, vertebrobasilar arteries

For citation: Tribrat N.S., Biryukova E.A., Khusainov D.R., Mishin N.P,, Nagaeva E.I,, Burt-
seva E.V.,, Kushnir S.K. Changes in the reactivity of the vertebrobasilar arteries when using
glucose-electrolyte drink with antioxidant plant extracts during submaximal exercise test.
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PE3IOME

Ljeno uccnedosarnus. OyeHKa 8/1USHUA 2/110KO30-3/1EKMPOIUMHO20 COCMasa
c0obassieHUeM pacmumesibHbIX SKCMPAkimos, 06,1a0aowWux aHMUOKCUOAHMHOU
AKmMUuBHOCMbIO, Ha 2eMOOUHAMUYeCKUEe NoKasamesiu 8epmebpoba3uispHo20
bacceliHa npu 8bINOJIHEHUU cMyneHYamo-go3pacmatoujeti Hazpy3ku CyoMaxcu-
Ma’sibHoU MOWHOCMU.

Mamepuanei u memoosl. B uccnedosaHuu npuHumasnu ysacmue 12 cnopmcmeHos
(6 kaHOUOamos 8 Macmepa cnopma u 6 Macmepos cnopma) e gospacme 18-22 nem,
3aHUMArUUXca CNOPMUBHbLIM opueHmMuposaHuem 8 cpeoHem 10 iem u 6orsee.
Wicneimyemble 86IN0O/IHAIU CMYNeHYamo-803pacmarowyro Hazpy3Ky CyomMakcumase-
HOU MOWHOCMU, a MAKXe 8bINOIHAIU Ha2py3Ky CyOMakcumManibHOU MOWHOCMU
C NpeseHMUBHbIM NPUEMOM 2J1H0K030-3/1IeEKMPOIUMHO20 COCMAsa ¢ 006assieHuem
pacmume’sibHbIX 3KCMPAKmos, 0671a0aroWux aHMUOKCUOAHMHbIMU c80UiICMeamul.
s oyeHKU 2eMOOUHamuYecKux nokasamesieli 8cemM UCNbIMyeMbiM NPOBOOUJIU y/1b-
mpaszsykosyto 0onnsiepozpaghuto Cocy0os8 Mo32d, OUeHUBAS NOKA3ame U Kpo8oMoKa
8 8epmebpobasusispHom bacceliHe, a Makxe Hazpy304Hble 2a308ble NPOObI — 8 MOOU-
¢hukayuu 2uno- u 2uneps8eHMUIALUU; KPOMe MO20, NPO8OOUSTU NO3UYUOHHY NPO6Y.
Pe3ynemamei. OOHOKpAMHbIU NPUEM 2/TH0KO30-3/1eKMpPOoIUMHO20 HANUMKaA
8 YCJ108UAX HAZPY3KU CMyneHYamo-go3pacmaroujeti MOuHoCmu cnocobcmeosarn
NposABIeHUI0 20Me0CMamu4ecko20 3¢hghekma 8 OMmHoOWEeHUU 2eMOOUHAMUYECKUX
nokasamernel apmepuli sepmebpobasunsapHoeo bacceliHa, 0 4ém cauoemesib-
cmeyem npubsiuxeHue K ypo8HI0 00OHA2PY30YHbIX 3HAYEHUU MAKCUMaabHOU
cucmornuyeckol CKopocmu u cpedHell CKOpOCMU Kpo8OMOKaA 8 npobe ¢ 3adepxkoli
ObIXaHUs, duacmosiu4eckol CKOpoCmu Kpo8omokd — 8 npobe c 2unepseHmusnayued,
nokasamesieli UHOeKca nybcayuu — 8 MopcuoHHoU npobe, 8 omsuyue om u3o-
JIUPOBAHHO20 BbINOJIHEHUSA HA2PY3KU CyOMAakcumasibHoU MOWHOCMU, Noc/1e npo-
XOXO0eHUs KomopoU U3MEHAIUCL KaK CKOPOCMHbIe NOKA3amesiu, mak u pacyémHvie
UHOeKCbI 8 X00e nposedeHUs (hyHKUUOHAIbHbIX NPOO.

PaccmompeHsl 0CHOBHble MexaHU3Mbl, iexxaujue 8 0CHO8e U3MeHeHUs 2eMOOUHA-
Muyeckux nokasamesel apmepuli nod delicmeuem cmyneH4amo-803pacmarto-
weli Hazpy3Ku, d MAak»e onUCaHbl Npednoazaemslie MEXAHU3Mbl, B03HUKAOUWUE
npu KOMbUHUPOBAHHOM 8030elicmauU CMyneH4Yamo-e8o3pacmarowieli Hazpysku
U npuéme 2/110K030-3/1eEKMPOJIUMHO20 COCMasa ¢ 006assieHUeM pacmumesibHbIX
3KCMpPAakmos, 0671a0arWux AHMUOKCUOAHMHOU dKmusHOCMbIO.
3aknoyeHue. [1oKa3aHo, YMO NPUEM 2JTI0KO30-371eEKMPOSTUMHO20 HaANUMKa
€nocobcmaeosas B0CCMAHOB/IEHUIO 2eMOOUHAMUYECKUX nokazamenel apmepuli
s8epmebpobasunapHo2o0 bacceliHa nocie cmyneH4amo-go3pacmaroujeli Hazpy3sKku
CybMAaKcuManbHoU MOUHOCMU.

Knioueeavwle cnoea: Hazpy3o4Hoe mecmuposaHue CybmMakcumanbHol MoWHoCmu,
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INTRODUCTION

Functional activity of the brain in humansis largely de-
termined by the continuous delivery of oxygen, metabol-
ic nutrients which are determined by the active regulation
of cerebral blood flow. Therefore, maintaining proper blood
flow in the brain is the most important task of the cardio-
vascular system, including during periods of intense physi-
cal activity, along with increasing blood flow to functioning
muscles. In particular, during exercise, despite a significant
increase in cardiac output up to 300-600 % [1] and blood
flow in skeletal muscles up to 800 %, there is a moderate in-
crease in blood flow in brain vessels by 10-30 %, which en-
sures maintenance of proper substrate delivery due to syn-
ergetic integration of the nervous, hormonal and humor-
al systems. According to recent studies, there is a signif-
icant heterogeneity in the response of cerebral vessels
to increasing exercises and to changes in blood gas com-
position [2]. Moreover, it was shown that the most evi-
dent changes during intensive endurance exercise are no-
ted to a greater extent in the vessels of the vertebrobasi-
lar system, which is manifested as the most significant in-
crease in perfusion in the vertebral arteries in comparison
with the arteries of the carotid system [2]. The greatest sen-
sitivity to changes in blood gas composition has also been
shown for the vessels of the vertebrobasilar system by pos-
itron emission tomography (PET), according to which vas-
omotor reactions to hypercapnia were higher in the ver-
tebrobasilar circulation zones than in most of the cerebral
cortex supplied by the carotid system [3]. Accordingly, im-
paired hemodynamics of this system is accompanied by sig-
nificant neurological disorders.

One of the causes of hemodynamic disorders in pro-
fessional athletes is dehydration and hyponatremia occur-
ring during prolonged (more than 40 minutes) intensive
endurance training. If water and sodium requirements re-
main unmet, encephalopathy may develop due to over-
heating [4].

In milder cases, fluid volume deficit that occurs dur-
ing prolonged exercise is a factor accompanying a de-
crease in performance. At the same time, a significant
decrease in performance and endurance begins with a
dehydration level of 2 % or higher [5], which is accompa-
nied by a decrease in aerobic metabolism and, as a con-
sequence, a deterioration in energy supply, resulting in
a significant decrease in sports performance. Thus, the
total loss of fluid and sodium during moderate exercise
lasting more than an hour at an optimal temperature is
1 liter or more. Fluid volume deficit initiates the release
of vasopressin, activation of the renin-angiotensin-al-
dosterone system to urgently replenish its losses. A con-
sequence of this is an increase in blood viscosity, hypo-
volemia, an increase in endothelial dysfunction, an in-
crease in cardiac rate [6].

In the study of A.N. Martinchik et al. [7] published re-
sults showing that “bottled water is the main method
of rehydration in 86 % of 280 examined athletes (candi-
dates and masters of sports). Moreover, 95-96 % of ath-
letes in the group of martial arts and power sports use wa-
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ter. In other sports, there are fewer water consumers - 67—
79 %. As for sports drinks, only 31 % of highly qualified en-
durance sports athletes and a small percentage of martial
arts athletes use them only during training.”

In 2018, updated clinical recommendations of the Fed-
eral Medical and Biological Agency on methods of rehy-
dration of the athletes’ body [7] were published, consist-
ent with the main theses of the European Commission Sci-
entific Committee on Food aimed at compensating daily
losses during heavy muscle activity, especially in athletes
[8], and their specifications. According to these clinical
guidelines, drinks for athletes engaged in endurance sports
should contain at least two types of sugar and should also
be sodium-enriched - so-called glucose-electrolyte solu-
tions or carbohydrate-electrolyte formulations. The con-
tent of the remaining trace elements is non-obligatory [9,
101, however, only in the case of a balanced diet of ath-
letes [11].

It has been proven that during prolonged physical ac-
tivity, solutions containing optimal sugar concentrations
improve performance, increase endurance by supplying
working muscles with carbohydrates and preventing de-
pletion of glycogen reserves, maintaining the oxygen bal-
ance in the blood with the help of antioxidants [12].

Currently, sports drinks in a wide range are presented
mainly by foreign manufacturers. Domestic goods are rep-
resented by few items. For nutrient enrichment, endurance
growth and training effectiveness, herbal extracts with an-
tioxidant properties are often added to sports drinks, al-
though the effect of the latter on the functioning of mus-
cle tissue under high exercise activity is currently a debat-
able issue [13]; however, the role of antioxidants for the
cardiovascular system, including under sports exercises,
has high evidence-based potential [14].

At the same time, given the biodiversity of vegeta-
tion, the developed essential oil production in the Repub-
lic of Crimea, as well as the developed sports sector (orien-
teering, sports tourism), it is proposed to improve the basic
formulation of glucose-electrolyte composition by adding
aqueous extracts of rosehip fruit, nettle leaf, lemon juice,
as well as rosemary hydrolate, which have strong antioxi-
dant properties, and enrichment with vitamin and miner-
al premix that helps nutrient enrich athletes.

Accordingly, the aim of this study was to assess the ef-
fect of glucose-electrolyte composition with antioxidant plant
extracts, based on plant raw materials produced in ecolog-
ically clean regions of the Republic of Crimea, on the blood
flow indicators of the vertebrobasilar system during the in-
crementally increasing submaximal exercise test.

MATERIALS AND METHODS

The study was carried out at the Center for the Collec-
tive Use of Scientific Equipment “Experimental Physiology
and Biophysics” of the V.I. Vernadsky Crimean Federal Uni-
versity.

The study involved 12 athletes (6 candidates for mas-
ters of sports and 6 masters of sports) aged 18-22 years en-



gaged in orienteering. The experience of sports exercises av-
eraged 10 years or more. Aerobic exercise mode - 2 hours
a day for five days a week.

To assess hemodynamic parameters, all subjects un-
derwent ultrasound dopplerography (USDG) of vessels, as-
sessing blood flow in the vertebrobasilar system (symmet-
rical vertebral arteries and the basilar artery), as well as gas
stress tests — in the modification of hypo- and hyperventi-
lation; in addition, a positional test was performed. USDG
of brain vessels was performed on Sonomed 300 (Nizhny
Novgorod).

To assess the effect of glucose-electrolyte composition
on the hemodynamic parameters of the vertebrobasilar sys-
tem, two study cycles were conducted:

1. The first cycle of the study included velocity indi-
cators recording, as well as calculated indices of USDG
along the arteries of the vertebrobasilar system. In ad-
dition, in the first cycle of the study, functional tests
were carried out, including hyper- and hypoventilation
tests with simultaneous registration of USDG indicators
along the basilar artery and positional tests of symmetri-
cal vertebral arteries, also with simultaneous registration
of USDG indicators.

During the study, the following indicators of blood
flow along the basilar and vertebral arteries (symmetrical)
were assessed:

V,.ax — Maximum systolic blood flow velocity;

Viin~ diastolic blood flow velocity;

V_ .o — @verage blood flow velocity;

Ri - Pourcelot’s resistance index, which reflects the state
of resistance to blood flow distal to the measurement site
and is the ratio of the difference between the maximum
systolic and end diastolic velocities to the maximum sys-
tolic velocity:

_ (Vmax _Vmin)

V

max

Ri

7

Pi — pulsatility index (also known as the Gosling index),
which reflects the elastic properties of the arteries, decreases
with age and represents the ratio of the difference between
the maximum systolic and diastolic velocities to the aver-
age velocity:

Pi= (Vmax _Vmin) .

V

aver

Additionally, ventilation tests were performed to assess
the state of the metabolic circuit of cerebral blood flow reg-
ulation by locating the basilar artery.

Before conducting a breath-holding test, the subject
was warned about the need to exhale on signal and hold
his/her breath for the maximum possible period. Hemo-
dynamic parameters were recorded during the period
of breath holding at the time of a steady change of veloc-
ity indicators, after which the subject could inhale and re-
sume the usual breathing rhythm.

The hyperventilation test was started after a complete
stable recovery of the USDG pattern. When performing
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a hyperventilation test, the subject began forced breath-
ing. Monitoring of the hyperventilation tests was start-
ed from the moment of intensive breathing, waiting
for the moment when the amplitude of the spectral signals
would stop changing; the last 5-6 complexes were record-
ed on the screen, after which the subject resumed the usu-
al breathing rhythm.

After complete restoration of the USDG pattern, a po-
sitional (torsion) test was performed along the vertebral ar-
teries on both sides sequentially. During the positional test,
the subject performed a slow turn of the head and neck
away from the sensor, achieving maximum amplitude (chin
to shoulder), lowering his/her head so as to reach the level
of the shoulder joint with his/her nose.

After the background (baseline) study of USDG, the sub-
jects were offered 250 ml of bottled water with the addi-
tion of a flavoring agent imitating the aroma of the drink
under study.

After the USDG and intake of bottled water, the athletes
were offered an exercise test, including an incrementally in-
creasing load on the Kettler bicycle ergometer (KETTLER Hol-
ding GmbH, Germany) from the starting position of 50 Watts
followed by an increase by 50 Watts every 3 min of the ex-
ercise stage. The exercise test was completed at the request
of the athlete - “up to failure”.

As soon as the athletes performed the submaximal
exercise test, USDG values of the vertebrobasilar arteries
were recorded again, taking into account the performance
of functional tests.

2. The second cycle was carried out two weeks after
the first one. The second cycle was methodically similar
to the first one, with the difference that in the second cycle,
asareplenishment of fluid and electrolytes, athletes were of-
fered a glucose-electrolyte composition with the addition
of plant extracts with antioxidant properties in the amount
of 250 ml 15 min before the exercise test. The athletes
were stopped at the same exercise stage at which they com-
pleted the exercise in the first cycle.

Glucose-electrolyte solution composition includes
anatural mineral complexin the form of sea salt of the Black
Sea obtained by natural evaporation in the waters
of Sasyk-Sivash Lake - 0.4 g; prepared drinking water -
up to the required volume, rosemary hydrolate (aromat-
ic water) — 65 ml; water extract of rosehip fruits (1:10) -
100 ml; water extract of nettle leaf (1:10) - 100 ml; malto-
dextrin, glucose, lemon juice - 5 ml; ascorbic acid, potas-
sium sorbate, sodium benzoate. Glucose-electrolyte drink
complies with TR CU 022/2011, standardized according
to GOST R 56543-2015 (Table 1).

The subjects who took part in the study did not have
any chronic cardiovascular or respiratory pathology.
None of the athletes took drugs that affect vascular tone.
On the day of the study, the subjects did not undergo
any preliminary physical activities. The study was conduc-
ted in the morning (1090-139),

All procedures performed in human studies com-
ply with the ethical standards of the National Commit-
tee for Ethics in Research and the Declaration of Helsin-
ki (1964) and its subsequent revisions or comparable



ethical standards. Informed voluntary consent was ob-
tained from each of the participants included in the study.
Minutes of the meeting of the Ethics Committee
of V.I. Vernadsky Crimean Federal University No. 1 dat-
ed January 25, 2022.

TABLE 1

ENERGY VALUE AND CHEMICOANALYTICAL COMPOSITION
OF THE DRINK

Content
Indicator
in 100 ml in 250 ml

Carbohydrates (g), incl. 8.0 20.0

glucose, g 2.0 5.0

maltodextrin, g 6.0 15.0
Ascorbic acid, g 0.2 0.5
Sodium, mg 376 94.0
Calcium, mg 1.6 4.0
Potassium, mg 21.2 53.0
Chlorides, mg 84.0 210.0
Essential oil, g 0.016 0.04
Energy value, kcal/kJ 23/97 58/241

The Shapiro - Wilk test was used to check the dis-
tribution of the data array for normality, and the results
showed that the data array did not follow a normal distri-
bution. In this regard, the Friedman non-parametric test
was used to determine the statistical significance of dif-
ferences in the linked sample when comparing three ar-
rays. In the case of pairwise comparison of linked sam-
ples, the Wilcoxon test was used. For clarity of description
and visualization of the results obtained, the average val-
ues were used, as well as the error of the mean.

Calculations and graphic design of the data obtained
in this paper were carried out using Microsoft Excel (Micro-
soft Corp., USA) and Statistica 8.0 software package (Stat-
Soft Inc., USA).
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STUDY RESULTS

As the results of the first and second study cycles
showed, the main differences in the USDG indicators, re-
corded after the incrementally increasing submaximal
exercise test, were only available in relation to the data
recorded during the functional tests in comparison
with the level of pre-exercise values of the correspond-
ing indicators.

The values of hemodynamic parameters of the verte-
brobasilar arteries registered outside the functional tests
after the incrementally increasing submaximal exercise
test were close to the baseline values (Table 2). Such sta-
bility of blood flow velocity indicators indicates a high de-
gree of fitness and endurance during aerobic exercises
and, as a result, a high degree of synchronization and sta-
bility of both the cardiorespiratory system and the mus-
culoskeletal system during incrementally increasing aer-
obic exercise.

The results of the first study cycle, when athletes per-
formed only an incrementally increasing submaximal exer-
cise test, indicate changes in a number of velocity indicators
and calculated indices, recorded during functional tests af-
terincrementally increasing load, in comparison with the le-
vel of pre-exercise data of the corresponding indicators, re-
corded during similar tests (Table 3).

The results of the second study cycle, when athletes
took a glucose-electrolyte drink followed by submanxi-
mal exercise, indicate the stability of the hemodynamic
parameters of the investigated arteries, since the values
of the studied indicators obtained after exercises and tak-
ing a glucose-electrolyte drink were close to the baseline
values (Table 3).

In particular, the results of the first cycle study indi-
cate that the performance of the incrementally increasing
submaximal exercise test is accompanied by an increase
in the Vi oax index by 21.07 % (p < 0.05) during the peri-
od of the breath-holding test in the basilar artery relative
to the data of this indicator registered in the pre-exercise
period during a similar test.

The results of the second cycle study indicate that per-
forming submaximal exercise test and taking a glucose-
electrolyte drink prevent changes in the values of the V.
index in comparison with the level of pre-exercise values
of this indicator in the breath-holding test.

A comparative analysis of the results of the first
and second study cycles indicates that the V__ index
was lower by 14.57 % (p < 0.05) in the case of glucose-
electrolyte drink intake and exercise relative to the data
of this indicator recorded during isolated exercise test
during the breath-holding test, and approached the level
of pre-exercise values.

Thus, glucose-electrolyte drink intake prevented chang-
esintheV__ indexwhen performing submaximal exercise
test during the breath-holding test.

Similarly, the dynamics of the V_ . indicator changed
during the breath-holding test. Thus, the performance
of incrementally increasing exercise test in the first cycle
was accompanied by an increase in this indicator by 24.58 %



TABLE 2

DYNAMICS OF PARAMETERS OF DOPPLER ULTRASOUND OF VERTEBROBASILAR ARTERIES IN PROFESSIONAL
ORIENTEERS, REGISTERED BEFORE AND AFTER INCREMENTALLY INCREASING LOAD, AS WELL AS BEFORE AND AFTER
INCREMENTALLY INCREASING LOAD IN COMBINATION WITH TAKING A GLUCOSE-ELECTROLYTE DRINK

Study phases

The arteries

USDG indicators of vertebrobasilar arteries

under study v, cmls

BA 70.09 + 4.06

Background (cycle I) VA on the right 57.62+2.73
VA on the left 51.78 £6.79

BA 73.56 £ 6.96

Exercise (cycle I) VA on the right 52.8+5.86
VA on the left 52.8£5.97

BA 70.16 £ 3.78

Background (cycle II) VA on the right 53.02 £4.01
VA on the left 52.50+3.28

BA 65.6 £3.97

VA on the left 50.45 + 4.27

Note. BA - basilar artery; VA — vertebral artery.

(p < 0.05) relative to the data of this indicator recorded be-
fore submaximal exercise (Fig. 1).

The intake of glucose-electrolyte composition and sub-
sequent incrementally increasing exercise test did not sig-
nificantly change the values of this indicator in comparison
with the level of pre-exercise values recorded in the breath-
holding test.

A comparative analysis of the results of cycles | and Il
of the study shows a decrease inthe V,_  index by 18.37 %
(p < 0.05) after submaximal exercise test in combination
with the intake of glucose-electrolyte composition in com-
parison with the data of this indicator obtained after the iso-
lated submaximal exercise test, and an approximation
of V_ __index values in cycle Il to the level of pre-exercise

aver

values obtained during the breath-holding test.
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V i €M/s V,verr €M/S Ri Pi
3274+1.38 42.15+1.66 0.53+0.01 0.88 = 0.06
27.09+257 36.26+2.19 0.52+0.04 1.04+£0.28
30.73+£4.88 38.03+£539  0.45+0.03 0.68 £ 0.08

35.7+3.63 46.8 £4.32 0.51+0.02 0.83+0.10

30+£3.17 35.8+5.87 0.43 £0.21 0.67 £0.10
27.2+5.83 356+6.13 0.48 £0.08 0.77 £0.21
33.10+£1.18  43.78+£2.85 0.52+0.02 0.89 £ 0.06
28.80 + 2.01 37.05+£2.95 0.53+0.03 1.01 £0.07
30.54+259 36.15+2.14 0.48 £0.02 0.65 +0.04
3035+1.8 37.95+1.27 0.53+0.03 0.92 +£0.08
3334+354 40.78+3.21 0.48 £0.03 0.81£0.11
27.67 +£2.27  32.65+2.09 0.44 +£0.03 0.69 +£0.07

Thus, taking a glucose-electrolyte drink prevented
changesinV__ andV,_  indices after the submaximal ex-
ercise test, and the results of the incrementally increasing
exercise test after the tested drink intake are comparable
with baseline data recorded in the pre-exercise period du-
ring the breath-holding test.

Viin hao.l similar d-ynamlcs gf Fhange as .the Vmax
and V_ ., indices, but without achieving a statistically sig-
nificant difference.

During the hyperventilation test, there were also chang-
es in velocity indicators along the basilar artery.

The results of the hyperventilation test showed similar,
but not identical results.

Thus, Vi increased by 25.87 % (p < 0.05) after the iso-
lated incrementally increasing exercise test relative to base-



TABLE 3

DYNAMICS OF PARAMETERS OF DOPPLER ULTRASOUND OF VERTEBROBASILAR ARTERIES OF PROFESSIONAL
ORIENTEERS DURING FUNCTIONAL TESTS REGISTERED BEFORE AND AFTER INCREMENTALLY INCREASING LOAD
(CYCLE ), AS WELL AS BEFORE AND AFTER INCREMENTALLY INCREASING LOAD IN COMBINATION WITH TAKING
A GLUCOSE-ELECTROLYTE DRINK

USDG indicators of vertebrobasilar arteries

Study phases The arteries under study
V pax €M/s Vi €M/s Ve €M/ Ri Pi
BA (hyperventilation) 61.25+3.05 2892+1.54 36.71+£1.83 0.52 £0.01 0.87 £0.05
BA (breath holding) 64.39+3.27 3217+£193 40.79+2.28 0.49 £0.02 0.80 +£0.07

Background (cycle I)
VA (torsion) on the right 50.50+£3.74 2477113 3348141 0.49 +0.02 0.74 +0.05

VA (torsion) on the left 4342+29 2526+143 28.03+1.61 0.51 +0.04 0.80 +0.07

73.93 £1.61 35.61+256

BA (hyperventilation) p <005 p <005 43.90+3.19 0.51 £0.04 0.90 £0.15
. 77.96 £7.81 50.82 +4.83
BA (breath holding) p<0.05 40.82 £5.36 p <005 0.47 +0.04 0.75+0.13
Exercise (cycle I)
VA (torsion) on the right 49.06+7.01 28.53+3.40 36.8 +4.29 0.41£0.01 0513223
VA (torsion) on the left 39+1042 20+ 2.01 19.8 +3.32 0.42 +0.11 0:?(%%;4
BA (hyperventilation) 61.38+348 2836+1.28 37.01+145 0.53+0.02 0.87 + 0.04
BA (breath holding) 6424+247 31.79+132 4021+216  0.46+0.03 0.81 +0.04

Background (cycle Il)
VA (torsion) on the right 51.29+299 2417+173 3467 +1.31 0.48 +£0.01 0.75+0.04

VA (torsion) on the left 4412+ 291 25.71+1.92 27.05+1.72 0.53+0.03 0.80 +0.06
I 72.8 £6.35 30.62 +2.88 37.82+241 1.12+0.14
+
BA (hyperventilation) p<0.05 p, <0.05 p, <0.05 0.56 +0.03 p<0.05
. 66.60 + 3.65 4148 +1.44
Glucose-electrolyte BA (breath holding) p,<0.05 33.77 £1.99 p<0.05 0.49 +£0.01 0.79+0.04

drink + exercise

(el VA (torsion) ontheright ~ 55.61+4.10 27.24+187 3412+£197  0.500.03 Obg3<i006151
,<0.

0.83+0.1

VA (torsion) on the left 548+601  2952+395 3241+435  046+0.03
p, <0.051

Note. p <0.05is statistical significance of the differences according to the Wilcoxon test when comparing baseline values and values obtained during exercise test in cycle |, and statistical significance of the differences
obtained when comparing baseline values and values obtained after taking glucose-electrolyte drink followed by an incrementally increasing load in cycle II; p, < 0.05 is statistical significance of the differences accord-
ing to the Friedman test when comparing background values and values obtained after performing isolated exercise test and exercise in combination with glucose-electrolyte drink.
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FIG. 1.

The changes in the velocity indicators of the basilar artery during breath-holding test before and after an incrementally increasing load
(cycle ), as well as before and after an intake of the glucose-electrolyte drink followed by an incrementally increasing load (cycle ll), in per-
cent relative to the values recorded before the load (taken as 100 %): * - statistical significance of differences according to the Wilcoxon be-
tween background values and values obtained during exercise test in the cycle I, and between background values and values obtained af-
ter the combination of an intake of the glucose-electrolyte drink with exercise in the cycle Il (p < 0.05); # - statistical significance of diffe-
rences according to the Friedman test between background values and values obtained after an isolated exercise test and after the combi-
nation of an intake of the glucose-electrolyte drink with exercise (p, < 0.05)
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FIG. 2.

The changes in the velocity indicators of the basilar artery during hyperventilation test before and after an incrementally increasing load
(cycle ), as well as before and after an intake of the glucose-electrolyte drink followed by an incrementally increasing load (cycle ll), in per-
cent relative to the values recorded before the load (taken as 100 %): * - statistical significance of differences according to the Wilcoxon be-
tween background values and values obtained during exercise test in the cycle I, and between background values and values obtained after
the combination of an intake of the glucose-electrolyte drink with exercise in the cycle Il (p < 0.05); # - statistical significance of differences
according to the Friedman test between background values and values obtained after an isolated exercise test and after the combination
of an intake of the glucose-electrolyte drink with exercise (p, < 0.05)
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The changes in the Gosling index (Pi) on the vertebral artery right (a) and left (b) during the torsion test before and after an incremental-
ly increasing load (cycle 1), as well as before and after an intake of the glucose-electrolyte drink followed by an incrementally increasing
load (cycle ll), in percent relative to the values recorded before the load (taken as 100 %): * - statistical significance of differences accord-
ing to the Wilcoxon between background values and values obtained during exercise test in the cycle I, and between background values
and values obtained after the combination of an intake of the glucose-electrolyte drink with exercise in the cycle Il (p < 0.05); # — statistical
significance of differences according to the Friedman test between background values and values obtained after an isolated exercise test
and after the combination of an intake of the glucose-electrolyte drink with exercise (p, < 0.05)

line data of this indicator recorded during the hyperventi-
lation test (Fig. 2).

Glucose-electrolyte drink intake and subsequent incre-
mentally increasing exercise test did not statistically signifi-
cantlychangetheV, . value during the hyperventilation test.

A comparative analysis of the results of the first and sec-
ond study cycles shows a 14.01 % (p < 0.05) decrease ofVmin
index in cycle Il after exercise and drink intake in compari-
son with the values of this indicator recorded in cycle | af-
teranisolated exercise test during the hyperventilation test
(Fig. 2). Thus, the intake of the drink under study followed
by exercise prevented changesin the V . index in the hy-
perventilation test.

A slightly different dynamics characterized the V
dex during the hyperventilation test. Thus, V. increased
after isolated exercise test by 19.32 % (p < 0.05) relative
to baseline data for this indicator.

Glucose-electrolyte drink intake and subsequent incre-
mentally increasing exercise test were also accompanied
by anincrease in this indicator by 18.61 % (p < 0.05) in com-
parison with its baseline data recorded during the hyper-
ventilation test (Fig. 2).

There was no differenceinV__ during the hyperventi-
lation test after exercise in cycles | and Il.

Consequently, glucose-electrolyte drink intake
did not prevent the change in V__ during the hyperven-
tilation test.

in-
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During the positional (torsion) test assessing extravasal
influences, stability in relation to most velocity indicators
to the athletes’ performance of a submaximal exercise test
was noted along the vertebral arteries. Changes after an iso-
lated exercise test and exercise in combination with ta-
king a glucose-electrolyte drink were noted only accord-
ing to the Gosling index data.

Thus, when registering a torsion test along the ver-
tebral artery on the right side, performing incremental-
ly increasing exercise test led to a one-third decrease
in the Gosling index (p < 0.05) relative to the values
of this indicator recorded in the pre-exercise period dur-
ing the torsion test.

Taking glucose-electrolyte drink in combination
with submaximal exercise test contributed to the inver-
sion of the response - a tendency to increase this indica-
tor to values of 0.84 (p < 0.05) (Fig. 3a), comparable with its
baseline values.

Differences in Pi registered after performing an isolat-
ed exercise test and performing exercise in combination
with taking glucose-electrolyte composition reached val-
ues of 53 % (p < 0.05). It is worth noting that the values
of this indicator registered in cycle Il were close to the pre-
exercise level in comparison with the values obtained in cy-
cle | of the study (Fig. 3a).

Similar dynamics of the Gosling index were recorded
during a torsion test along the vertebral artery on the left



side. Isolated exercise test contributed to a 43.75 % (p < 0.05)
decrease in Pi in comparison with the pre-exercise period
during the test (see Fig. 3b).

The values of the Gosling index after taking a glucose-
electrolyte drink and performing submaximal exercise test
practically were practically unchanged in cycle Il of the study
and corresponded to the level of pre-exercise values.

The resulting differences in the Gosling index values af-
ter exercise for cycles | and Il of the study were over 50 %
(p < 0.05) (see Fig. 3b).

Thus, a single intake of a glucose-electrolyte drink fol-
lowed by exercise contributed to the manifestation of a ho-
meostatic effect with respect to the mechanisms of regula-
tion of arterial hemodynamics in the vertebrobasilar system
under incrementally increasing submaximal exercise test
conditions, as evidenced by the stability of most hemody-
namic parameters recorded after taking the drink and per-
forming incrementally increasing exercise test, as op-
posed to an isolated submaximal exercise test after pass-
ing which both velocity parameters and calculated indices
changed during functional tests.

RESULTS DISCUSSION

During the period of intense physical activity, taking
into account the high energy consumption of the brain
and the absence of significant intracellular energy re-
serves, accurate control of the intake of nutrients and by-
products is supported by changes in cerebral circulation,
which is coordinated by the operation of various regula-
tory mechanisms. If the mechanisms of regulation of vas-
cular tone at rest are well known, then during the peri-
od of active physical activity they have not yet been ful-
ly determined. Basal vascular tone, vegetative innerva-
tion and regional heterogeneity in ion channels or NO
production play a significant role. However, the great-
est contribution to the regulation of cerebral blood flow
during aerobic exercise is made by changes in arterial
blood gas content, metabolic changes, arterial pressure,
cardiac output, neurovascular innervation, as well as en-
dothelial reactivity [15]. The separation of these contri-
butions is highly problematic due to the redundancy
of the cardiovascular system to achieve complex regu-
lation, which has led to discrepancies in the definition
of key participants in the regulation of blood flow dur-
ing exercise [15].

As it was shown in this study, submaximal exercise
and subsequent breath-holding test were accompanied
by a marked increase in both systolic and average velocity
values in comparison with the data of the corresponding
indicators recorded before performing submaximal exer-
cise in the course of a similar test.

The increase in velocity indicators during the breath-
holding test is a response to an increase in partial pressure
of co,, which isaccompanied by anincrease in the H* level,
resulting in an increase in the osmolarity level and the sub-
sequent dilation reaction. However, performing a submax-
imal exercise followed by a breath-holding test is accom-
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panied by a large decrease in pH due to lactate accumula-
tion, which may be accompanied by changes in cerebral
hemodynamics and an increase in blood flow, on the one
hand. This was probably the reason for the increase in ve-
locity indicators along the basilar artery after submaximal
exercise in the period of the breath-holding test in com-
parison with the data during a similar test before submax-
imal exercise.

On the other hand, blood flow is linearly dependent
on cardiac output, which increases in proportion to exer-
cise [16]. At the same time, contrary to the recently prevail-
ing views about the constancy of cerebral hemodynamics
under any conditions, including when performing physi-
cal activity, according to the studies of recent years, the re-
sponse of cerebral blood flow to prolonged aerobic exer-
cise is described as biphasic, with a distinct progressive in-
crease, respectively increasing exercise intensity to approx-
imately 60 % of maximum consumption oxygen with sub-
sequent access to the plateau [15]. Probably, the increase
inv, .. depending on cardiac output, after submaximal
exercise during the breath-holding test can be explained
both by an increase in cardiac output and a more intense
decrease in the pH level.

Hyperventilation test after submaximal exercise was ac-
companied by an increase in the Vi index, which indi-
cates a decrease in peripheral resistance of resistive ves-
sels and probably dictated by metabolic changes, name-
ly a moderate drop in pH due to lactate accumulation rela-
tive to the data of this indicator recorded before the athle-
tes performed exercises during a similar test.

In addition, as per the results of the torsion test, af-
ter the athletes performed submaximal exercise test,
there was a decrease in the Gosling index, depending
on the elasticity of the vascular wall. Arterial elasticity,
in turn, is determined by both structural elements and tone
of vascular smooth muscles. And if the first group of factors
is more stable, then the second depends largely on the lev-
el of functional activity of the vascular endothelium
due to the significant representation of receptors to a huge
number of humoral factors on its surface and the ability
to release both constrictors and dilators in response.

There are studies indicating endothelial dysfunction
in professional athletes engaged in endurance sports [17].

The supposed mechanism of endothelial dysfunction
in athletes lies in the avalanche-like production of reactive
oxygen species that oxidize low-density lipoprotein mole-
cules with the formation of oxidized low-density lipopro-
tein (oxLDL) [18], whose high content in the bloodstream
is toxic to endotheliocytes, since oxLDL can induce necro-
sis and apoptosis of endothelial cells. In this case, oxLDL
lead to activation of immunocompetent cells accompa-
nied by autosensitization and accumulation of autoanti-
bodies in blood. Antibodies, forming immune complexes
with oxLDL, have an additional damaging effect on the en-
dothelium. In this regard, the endothelium reactionary
activity, which is actively involved in adaptive reactions
to physical activity, changes. And if, normally, the balance
of functional activity of the endothelium shifts towards
the release of vasodilators, anti-inflammatory, and an-



tithrombic factors, then when the endothelium is at-
tacked by immune complexes with oxLDL — towards the re-
lease of vasoconstrictors, as well as prothrombic and pro-
inflammatory factors. This is supported by experimen-
tal data that among skiers, athletes engaged in rowing,
as well as cycling, signs of early atherosclerosis and a ten-
dency to thrombosis were detected in 60.5 % of cases [19].
A study by Z.V. Lopatin and V.S. Vasilenko [20] showed
anincrease in the level of homocysteine up to 18 mmol/L
and D-dimer in professional athletes engaged in endur-
ance sports. Moreover, hyperhomocysteinemia is deter-
mined at the plasma concentration of 10 umol/L and high-
erand is associated with the development of cardiovascu-
lar diseases due to endothelial dysfunction development
and contributes to an increase in the risk of acute cerebral
circulation disorders of both ischemic and hemorrhag-
ic types due to promotion of atherogenesis and athero-
thrombosis of cerebral vessels, increased activity of ma-
trix metalloproteinases [21].

Atthe same time, oxidative stress caused by homocyst-
einemia significantly reduces the bioavailability of nitric oxi-
de and leads to the dysregulation of intracellular signaling
and gene expression.

During intensive athletes’ training, there is an increase
in systolic pressure, which entails constant changes in shear
stress and stimulates the production of not only nitric oxi-
de, but also free oxygen forms. In the chronic mode, such
changes cause endothelial overstimulation effect, as well
as maladaptation [22].

It is possible to assume that a glucose-electrolyte
drink with antioxidant plant extracts behaves similarly
to the adaptogens of natural origin, although it does not be-
long to the classical representatives of this kind, since
the leading components in the composition of the drink
under study are rosemary hydrolate, lemon juice, nettle
leaf, rosehip fruit vitamin premix, as well as trace elements.
Traditionally, natural adaptogens are ginseng, rhodiola ro-
sea, Schisandra chinensis (lemongrass), Eleutherococcus,
leuzea, and arabia. It is these adaptogens that have a large
evidence base, including in relation to sports achievements
[13]. Anumber of substances that make up the plant extracts
(on the basis of which the drink under study was made)
are also part of traditional adaptogens, probably in lower
concentrations, and in combination with other substanc-
es. Probably, the tested glucose-electrolyte composition
with antioxidant plant extracts affects various links of requ-
latory mechanisms that control hemodynamics of the stud-
ied vessels.

Thus, during the incrementally increasing submaximal
exercise test, it is natural to overload the electron trans-
port chain in the mitochondrial membranes, which re-
sults in the production of an excessive number of free rad-
icals that damage mitochondrial membranes, which leads
to a decrease in cell energy. In this respect, a single intake
of a glucose-electrolyte drink with antioxidant plant ex-
tracts, including lemon juice, as well as nettle and rosehip
extract, due to which high ascorbic acid content is achieved,
has an effect on changing energy processes in cells. In ad-
dition, the composition of rosehip and traditional adap-
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togens, such as rhodiola rosea and Schisandra chinensis
(lemongrass), combine organic acids, represented main-
ly by citric, succinic and malic. The content of organic ac-
ids, especially citric and succinic in combination with ascor-
bic acid significantly intensifies the activity of the Krebs cy-
cle. Besides, ascorbic acid, being involved in the biochem-
ical processes of inhibiting free-radical reactions, probably
contributes to a decrease in the activity of lipid peroxida-
tion processes [23].

Rosemary hydrolate containing rosmarinic acid helps
tissues to better utilize glucose [24]. In a study by M. Prasan-
narong et al. [25] it was shown that even a single dose of ros-
marinic acid at a dose of 10 mg/kg helped to reduce angio-
tensin Il effects and improved glucose transport to the skel-
etal muscles.

The fructose solution, which is part of the glucose-elec-
trolyte composition, is a donor of the nutrient substrate.

In addition, nettle extract, as has been shown in recent
studies, in combination with endurance exercise improves
the functioning of mitochondria, as well as the expression
of nuclear respiratory factor 2 of the heart muscle and gam-
ma coactivator 1-alpha [26].

Accordingly, the intake of the investigated drink con-
taining fructose solution in combination with rosmarin-
ic acid, lemon juice, nettle and rosehip extracts forms
a chain of reactions, on the one hand, supplying the sub-
strate, ensuring its high utilization and effective oxidation,
and on the other hand, the intake of glucose-electrolyte
composition shifts the pH level to the alkaline side. It is like-
ly that a moderate increase in pH after taking the glucose-
electrolyte composition, as well as activation of energy pro-
cesses, contributed to the restoration of autoregulation,
which probably stabilized the V. and V, . velocity indi-
cators during the breath-holding test after submaximal ex-
ercise test (see Fig. 1).

A single consumption of the studied glucose-elec-
trolyte drink by athletes and the subsequent perfor-
mance of the incrementally increasing submaximal ex-
ercise test also helped to prevent the increase in V,_,  ob-
served after the isolated exercise during the hyperventila-
tion test. The stabilization of this indicator after taking the
tested drink and exercise indicates restoration of arterial
tone, probably due to the effect of flavonoids such as ru-
tin, quercetin, heperedin, toning the vascular wall, which
are part of rosehip in the studied drink. The same substanc-
es are part of traditional adaptogens, such as Rhodiola ro-
sea and Leuzea.

Taking a glucose-electrolyte drink did not affect the dy-
namics of V__ in the hyperventilation test after the first
and second cycles. The absence of other distinct chang-
es in professional athletes during the hyperventilation test
within the first and second cycles of the study may indi-
cate that oxygenation appears to be a fairly strong regula-
tory factor [16], in comparison with other metabolic and hu-
moral factors.

In addition, the intake of glucose-electrolyte compo-
sition contributed to the stabilization of the Gosling in-
dex (pulsatility index) after submaximal exercise, where-
as isolated exercise performance contributed to its sig-



nificant drop. Given the dependence of this indicator on
the elasticity of the vascular wall, which in turn is most-
ly determined by vascular endothelium functional activ-
ity, it can be assumed that the effect of taking the glu-
cose-electrolyte drink was induced by substances in its
composition, in particular, by polyphenolic compounds
contained in the lemon juice, rosemary hydrolate, and
rosehip extract.

It is known that flavonoids contained in rosehips,
such as hesperidin, quercetin, rutin, have high antioxi-
dant, anti-inflammatory activity, and also have a high tro-
pism to the vascular system [27], in particular to the vas-
cular endothelium, changing its apoptosis pathways [28],
promoting nitric oxide increase, improving its respon-
siveness to influencing factors by modulating endotheli-
um-dependent vasodilation [29]. Intake of products con-
taining polyphenolic compounds, in particular bioflavo-
noids, affects the following mechanisms of endothelium-
dependent vasodilation: an increase in the level of Ca%*
and redox activation of the phosphoinositide-3 (PI3) ki-
nase/Akt pathway are noted in endotheliocytes, leading
to rapid and sustained activation of nitric oxide synthase
(NOS) [30], as well as the formation of an endothelium-
dependent hyperpolarization factor. In addition to the
described long-term effects of flavonoids, short-term ef-
fects are also known, including NO-mediated vasorelaxa-
tion due to an increase in the influx of extracellular Ca?*
and mobilization of intracellular Ca%* in endothelial cells.
This is supported by evidence that an increase in endothe-
lium-dependent vasodilation is observed even after a sin-
gle intake of ascorbic acid [30].

CONCLUSION

Thus, the isolated performance of the incrementally
increasing submaximal exercise test contributes to chang-
es in velocity indicators and calculated indices of the ver-
tebrobasilar arteries during functional tests performance
with breath-holding, hyperventilation, as well as a torsion
test, which indicates the development of tension regula-
tion of cerebral blood flow in the conditions of the studied
load regime. A single intake of glucose-electrolyte compo-
sition with antioxidant plant extracts contributes to stabi-
lization of hemodynamic parameters of the vertebrobasi-
lar arteries under incrementally increasing submaximal ex-
ercise test conditions, preventing changes in parameters
observed after isolated exercise. Thus, taking the studied
drink with antioxidant properties under incrementally in-
creasing submaximal exercise test conditions contributed
to the stabilization of the maximum and average velocity in-
dicators in the breath-holding test, approaching to the back-
ground pre-exercise values of the minimum velocity indi-
cator in the hyperventilation test, as well as to the “return”
to the pre-exercise values of the pulsatility index in the tor-
sion test from both sides.

The studied glucose-electrolyte composition has a ho-
meostatic effect, probably due to the effect on the mech-
anisms of homeostatic regulation of vascular tone, affect-
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ing endothelial reactivity, pH level stabilization, oxidative
phosphorylation.
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ABSTRACT

Background. Dysphagia is a problematic field in the clinical work of neurolo-
gists, resuscitation experts and therapists due to the high percentage of secondary
complications caused by aspiration pneumonia, nutritional deficiency, which affect
the recovery process. This ultimately affects the main socio-medical indicators such
as mortality, lethality, disability in structure of cerebrovascular diseases.
Neurogenic dysphagia occurs in 25-65 % of patients with stroke, while mortal-
ity among patients with post-stroke dysphagia receiving tube feeding varies
from 20 to 24 %.

The aim. To evaluate the impact of reflexology in the treatment of post-stroke
dysphagia in comparison with the methods of physical impact.

Materials and methods. An open clinical comparative study was conducted
in two clinical bases: Republican Hospital named after N.A. Semashko (Ulan-Ude)
and Bokhan District Hospital. In this clinical trial, 53 patients with swallowing disor-
ders during the acute period of ischemic stroke were tested. When diagnosing dys-
phagia, a point scale of the Clinic of the Institute of the Brain was used, which assesses
the degree of swallowing disorders before and after treatment. The comparative
group receiving standard therapy in combination with physiotherapy (VOCASTIM)
included 27 patients, the study group was comprised of 26 patients, who underwent
basic therapy in combination with acupuncture (1 course — 10 sessions). In the course
ofthe comparative clinical trial, statistical data were obtained that indicate the posi-
tive role of acupuncture in restoring the function of swallowing in patients with acute
impairment of cerebral circulation.

Results. During the current clinical study, on the background of a 10-day course
of reflexology with an exposure of 10-15 minutes and VOCASTIM physiotherapy
for 10-15 minutes, the majority of patients experienced regression of post-stroke
dysphagia.

Conclusion. According to the results of this study, the method of reflexology as a re-
sult of physiotherapy showed a faster recovery of swallowing function in the correction
of neurogenic swallowing diseases, which causes cerebral infarction.

Key words: ischemic stroke, rehabilitation, reflexology, dysphagia, physiotherapy

For citation: Shoboev A.E., Pavlov P.F, Kirgizova O.Yu. The effect of acupuncture
on the correction of post-stroke dysphagia compared to methods of physical influence.
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PE3IOME

BesedeHue. [Jucchazus sengemcsa npobeMHbIM nosieM 8 KJIUHUYeckol pabome
HespoJ10208, pEAHUMAMOJ10208 U mepanesmos 88U0OY 8bICOKO20 NPOYeHMa 8mo-
PUYHBIX OC/IOXKHEHUU, 8b6I38AHHbIX ACNUPAYUOHHOU NHE8MOHuUeU, HympumugHsIM
Oehuyumom, 8/1UAIOUUX HA BOCCMAHOBUMeE TbHBIU NPOYECC, 4Mo 8 umoeae 8/iusem
HAa OCHOBHbIE COYUATbHO-MEOUYUHCKUe NoKa3amesiu, makue KaKk CMepmHoCme,
JlemasnbHOCMb, UHBAIUOU3AYUS 8 CMPyKmMype yepebposdcKynapHbix 3a6os1esa-
Hul. HelpozeHHas ducgazus scmpedaemca y 25-65 % 60s1bHbIX C UHCY/IbMOM,
npu 3Mom J1emasabHOCMb CPeOU NAYUEHMO8 C NOCMUHCYIbMHOU oucgazued,
nosyyarouux 30H008oe numatue, apbupyem om 20 0o 24 %.

Lens. OueHumeo 8usHuUe peghriekcomepanuu 8 ie4eHUU NOCMUHCY1bmMHoU ouc-
¢hazuu 8 cpasHeHUU C MeMOoOamu hu3u4ecko2o 8030elicmaus.

Mamepuansl u memodbl. OmKpbimoe KJIUHUYECKOe CPasHUMe IbHOE UCC/1e008a-
Hue Npo80ooUIOCH HA 08YX K/TUHUYecKux 6asax: [AY3 «PecnybauKkaHcKasa KnuHuYe-
ckas 6onbHuya umeHu H.A. Cemawko» M3 Pecnybnuku bypamus u OIbY3 «boxaH-
cKas palioHHas 60/1bHUYA». BOGHHOM K/TUHUYECKOM UCC/1e008aHUU anpobupo8aHsbl
54 nayueHma, umerowue HapyweHus yHKYUU 2JI0MAHUs 8 OCMPOM nepuode
uwemuyeckoo uHcynema. lMpu duazHocmuke oucghazuu Ucnosb308aaacs 6aiib-
HasA wkana, paspabomarHas OO0 «KnuHuka uHcmumyma mMo32ax», O4eHUBauas
cmeneHb HapyweHUs PYHKYUU 2710MaHus 00 U Nocsie ieveHus. BcpasHumernoHyio
2pynny, NoJIy4arowyo CmaHoapmHyto mepanuio 8 codemaruu ¢ gousuomepanueli
(VOCASTIM), sowino 27 60sbHbix; 27 nayueHmam, cCocmasuguium ucciedyemyro
2pynny, npogoousiace 6a3ucHas mepanus 8 CO4emMAaHuU  uesiopegiekcomepanueli
(1 Kypc - 10 ceaHcos).

Pe3ynemamel. B xo0e Hawe20 cpasHUMeIbHO20 KIIUHUYECKO20 UCC1e008aHUA
Ha ¢oHe nposedéHHoz0 10-0He8HO20 Kypca pegnekcomepanuu ¢ 3kcnosuyuel
10-15 muHym u ¢pusuomepanueti VOCASTIM 10-15 muHym, y 6onewiuHcmaa
nayueHmos ommeyaemcs pe2pecc NOCMUHCYIbmHoU oucghazuul.

3akmoueHue. [To pe3yibmamam 0aHHO20 UCC/1Ie008aHUS, MemoO peghriekcomepa-
nuu 8 cpasHeHuU ¢ pusuomepanueli nokaszasn bosnee 3¢hhekmusHoe 80cCMaHosJ1e-
Hue (hyHKYUU 2/TOMAaHUs 8 KOppeKyuU Helipo2eHHbIX 2iomamesibHblX HapyweHud,
NpuYUHOU KOMOPWbIX A8/19eMCcs UHGHApKmM mMo32a.

Knioueevble cnoea: uwemuydeckuli UHCYsibm, peabunumayus, pegiekcomepanus,
oucgazus, pusuomepanus

Ana untnposanuma: LLo6oes A.3., Masnos N.0., Knprusosa O.10. BnnaHmne akynyHKTypbl
Ha KOppeKLMio NOCTUHCYNBTHOM Ancdarnv B CpaBHEHUN C MeToAaMmn Gr3nYeCcKoro Bo3-
nencteus. Acta biomedica scientifica. 2023; 8(1): 101-107. doi: 10.29413/ABS.2023-8.1.11
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INTRODUCTION

Stroke remains the most important medical and social
problem, both in the world and in Russia, which is caused
by high rates of morbidity, mortality and disability [1]. Ac-
cording to statistical analysis, stroke affects about 0.5 mil-
lion people annually in Russia with an incidence rate
of 3 per 1000 of the population [2].

The high level of disability is primarily due to the sever-
ity of neurological disorders which are difficult to correct.
Dysphagia occupies the most significant place among neu-
rological disorders, the cause being infarction of the stem
structures and basal ganglia. Despite the achievements
of modern medicine, dysphagia most often gives secondary
complications in the form of aspiration pneumonia, reduc-
es the patient’s quality of life and requires constant moni-
toring by medical staff and relatives.

Swallowing is a multiphase motor process, which is real-
ised through voluntary and involuntary (reflex) movements
of the head and neck muscles, with three phases of the swal-
lowing act: oral, pharyngeal and esophageal. The process
of swallowing is carried out by 26 muscles with nerve reg-
ulation from six pairs of cranial nerves: V, VIl pairs of crani-
al nerves with nuclear localisation at the level of the pons
varolii and brain stem, IX-XII pairs with nuclear localisa-
tion at the level of the medulla oblongata and spinal cord
[-V cervical segments.

Dysphagia is manifested by impaired passage of food
from the mouth to the stomach and may be either neu-
rogenic or mechanical, e. g. as a result of a neoplasm
in the oesophagus. [3]. Depending on the phase of swal-
lowing, oropharyngeal and oesophageal dysphagia
are classified. The most frequent type of dysphagia is oro-
pharyngeal, with an incidence of up to 81 %, as a conse-
quence of damage to the centers regulating the swallow-
ing act [4].

Dysphagia is quite common not only among older
people in need of nursing care and ICU patients, but also
among independent older people in their everyday en-
vironment. Mortality in patients with neurogenic dys-
phagia treated with tube feeding can be as high as 24 %
[5]. According to one of the leading rehabilitation cent-
ers of the Clinical Institute of Brain LLC (Berezovsky, Rus-
sia), dysphagia occurs in almost every second patient
who has suffered a traumatic brain injury, and in every
fourth - after a stroke [6].

Neurogenic (motor) dysphagia in acute cerebro-
vascular accident (ACVA) is caused by ischaemic lesions
of the cerebral cortex, basal ganglia, brain stem or cere-
bellum.

Neurogenic dysphagia in combination with motor dis-
orders, for example, hemiparesis, requires increased atten-
tion and careful diagnosis [7, 8].

Originating in ancient China, reflexology has a deep
history and successfully proves its effectiveness
in the treatment of neurological diseases. The relevance
of this topic arises from the low level of research in na-
tional and European medicine, where little published
material is available.
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In Russian medicine, there is evidence of a positive
effect of both medicinal methods of treatment (cho-
linergic drugs — neuromidin, axamon) and physiother-
apeutic methods (VOCASTIM) [9]. In turn, foreign sci-
entific research has data on clinical studies conducted
on the treatment of dysphagia by acupuncture. L. Chen
et al. and W. Xia et al. studied the effect of acupuncture
on the restoration of swallowing function in two clinical
studies. The authors conducted the study in the acute
period and early recovery period after stroke. The treat-
ment period was 7 weeks in the first study and 4 weeks
in the second, where there was positive evidence of ef-
ficacy of acupuncture compared to standard care meth-
ods[10, 11]. Based on available domestic and internation-
al studies, the aim of our study was to conduct a compar-
ative analysis of traditional and unconventional methods
of dysphagia treatment.

OBJECTIVE OF THE STUDY

To conduct a clinical study on the effectiveness of ac-
upuncture in the correction of dysphagia in patients
with acute ischemic stroke in comparison with physio-
therapy.

THE AIM OF THE STUDY:

e to evaluate the effect of corporeal acupuncture
on the treatment of dysphagia among patients in the acute
period of ischaemic stroke;

* to analyze the effectiveness of physiotherapy in re-
storing swallowing function among patients with acute cer-
ebrovascular accident;

e to compare the effects between acupuncture
and physiotherapy in terms of the recovery process
of the swallowing act.

MATERIALS AND METHODS

An open clinical comparative study was conducted
in 2021 in two clinical centers: Republican Clinical Hospi-
tal named after N.A. Semashko of the Ministry of Health
of the Republic of Buryatia and the Bokhan District Hos-
pital. A total of 54 patients were followed up: 27 patients
in the study group and 27 in the control group. The pa-
tients’ ages were 46-78, with a mean age of 63. The num-
bers of males and females in both groups were compa-
rable. In the majority of patients, the focus of ischaemic
stroke was localised to the cortical and stem structures and
was confirmed by neuroimaging, using 16-slice MSCT. In
79 % of cases, the stroke was verified in the middle cer-
ebral artery circulation and in 21 % of cases in the areas
supplied by the vertebrobasilar system.

All patients underwent a neurological examination
according to the generally accepted method. In order
to assess the degree of swallowing impairment, a point



scale developed by the Clinical Institute of Brain LLC (CIB)
was used. Dysphagia was assessed by a medical speech
therapist before and after an acupuncture session. The re-
sults were evaluated as follows: 0-2 score — absence of dys-
phagia, the diet is not limited; 3-7 score — mild dysphagia,
a diet with positioning; 8-9 score — moderate dysphagia,
a mild diet with restriction; 10-15 score — severe dyspha-
gia, probe feeding is required, fibrolaryngoscopy, training
feeding is required.

In the 15t control group (n = 27), patients with swal-
lowing disorders received basic therapy in combination
with muscle myostimulation with a VOCASTIM medi-
cal complex using plate electrodes. The place of impact
is the projection of thyroid cartilage and vocal cords. My-
ostimulation was carried out in two stages: the first, pre-
paratory stage, was performed with pulsed galvanic cur-
rent at a frequency of 8 Hz; the second stage, stimulation
was performed with monophasic triangular pulse current
at a base frequency of 2.5 kHz for a duration of 5-7 min-
utes. The rate of the pulse current was adjusted individ-
ually according to each patient’s individual sensations
and before the act of swallowing occurred. The duration
of stimulation was 10-15 minutes. The course therapy
with the VOCASTIM device lasted for 10 days. Swallow-
ing function was assessed using the CIB scale by a speech
therapist before the first session and after the 10th ses-
sion on the 14th day.

In the 2nd study group (n = 27), acupuncture thera-
py (APT) was administered in combination with baseline
therapy for a 10-day session. The APT procedure was ad-
ministered using 5 cm long disposable stainless-steel
needles with a diameter of 0.25 mm. The depth of pen-
etration of the needle is from 0.5 to 1 cun. The dura-
tion of the session is 10-15 minutes. The needle inser-
tion procedure was carried out while the patient was ly-
ing on the couchin a stationary position. A requirement
for the selection of patients in the main and control
groups was that the patients were unconscious and with-
out marked cognitive impairment or psychomotor agi-
tation; patients with a high risk of lethal outcome were
excluded from the study.

The type of study is a randomized open controlled
study. The study was approved by the local Ethics Commit-
tee of the Irkutsk State Medical Academy of Postgraduate
Education - Branch Campus of the Russian Medical Acade-
my of Continuing Professional Education (Protocol No. 11
dated November 9, 2021). All patients signed a voluntary
informed consent form.

Inclusion criteria: diagnosed ischaemic stroke
of atherothrombotic genesis; age no older than 78 years;
NIHSS score of 20 or less; no depression of consciousness
(soporus, coma 1-3).

Exclusion criteria: malignant neoplasms, benign ne-
oplasms located locally in the neck, pharynx, oesophagus;
fever of undetermined significance; active tuberculosis; de-
compensated cardiopulmonary disease; mental illness; nu-
tritional deficiency stage 1-3.

Statistical analysis was performed using Wilcoxon's test
for two dependent samples, the pre-treatment and post-

treatment scale. The difference in treatment outcomes be-
tween the two groups was assessed using the Mann — Whit-
ney U-test.

RESULTS

As part of a comparative study conducted over 10-
15 minutes of reflexology and 10-15 minutes of VOCASTIM
physiotherapy, the majority of the patients showed a re-
gression of symptoms such as gagging while eating, pain
while swallowing, heartburn, salivation, impaired phona-
tion, "wet" voice and malnutrition.

When assessing the swallowing function assessed
on the CIB scale, dysphagia was observed in 54 patients,
of which in group 1, 27 patients receiving VOCASTIM ther-
apy had mainly an average degree of swallowing dysfunc-
tion, the average score on the CIB scale was 7.1; in group 2
(27 patients), mainly moderate degree of swallowing dis-
order, the average score was 7.2. The dynamics of the re-
screening of the CIB swallowing score has been carried
out on the 14th day of treatment. The re-assessment
of swallowing function after 14 days in the baseline treat-
ment group with VOCASTIM physiotherapy yielded an av-
erage score of 5.5. In the study group, after completing
the 10t session of acupuncture therapy, the mean values
were 4.1 (Fig. 1).
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FIG. 1.
Mean CIB scale test value before and after treatment

Against the background of a course of physiotherapy
with VOCASTIM device and acupuncture treatment we ob-
served statistically significant effectiveness in restoring swal-
lowing function — Wilcoxon Z-test - 4.1 and 4.5 in groups 1
and 2 respectively (Table 1).
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TABLE 1

THE RESULTS OF A NON-PARAMETRIC ANALYSIS OF SHIFTS IN CIB SCALE VALUE BEFORE AND AFTER REHABILITATION

TREATMENT IN THE STUDY GROUPS

Groups

Group 1 (basic + VOCASTIM)

Group 2 (basic + acupuncture)

TABLE 2

Wilcoxon Z-test p
4.1 < 0.001
4.5 < 0.0001

THE RESULTS OF NON-PARAMETRIC ANALYSIS OF DIFFERENCES IN THE DISTRIBUTION OF SCALE VALUES
BETWEEN GROUPS 1 AND 2 ACCORDING TO THE MANN - WHITNEY TEST

Median
(baseline + acupuncture)

Dysphagia at discharge

The results of the differences in the distribution of val-
ues between groups of patients with the same baseline
therapy approach demonstrate that acupuncture recovery
rates are statistically significantly higher than those associ-
ated with physiotherapy (Table 2).

DISCUSSION

The results of our clinical study obtained among pa-
tients with impaired swallowing function caused by cer-
ebral infarction showed positive findings when treated
with the acupuncture technique. When comparing the re-
sults with those of studies by L. Chen et al. and W. Xia
etal.in 2016 [10, 11], there was a positive effect of a long-
er treatment period of 4-7 weeks compared to our data,
where the total course of treatment was 2 weeks of ther-
apy. Most likely, the findings are the result of the differ-
ent formulations used by the acupuncturist when choos-
ing the treatment of the active biological points.

The positive effect of VOCASTIM's device electrical cur-
rent is most likely due to the increased flow of afferent im-
pulses from the muscles of the pharynx and the activation
of neuroplasticity processes. The therapeutic mechanism
of neuromuscular electro-stimulation is probably related
to the principle of motor learning, based on repeated rep-
etition of the act of swallowing. During the neuromuscu-
lar therapy sessions, the patient made up to 150 swallow-
ing movements per session of electrostimulation, which
had an overall positive effect on the tone of the submental
muscle groups and consequently the swallowing act in gen-
eral, as also confirmed by this study.

(ba
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Median
sic + VOCASTIM) U-test Z-test P
6 182 3.157 0.0015

The role of acupuncture in restoring swallowing func-
tionis relevant both because of the high prevalence of dys-
phagia among post-stroke disorders as well as the posi-
tive effects according to the clinical studies conducted.

CONCLUSION

A neurological disorder after a stroke, such as dyspha-
gia, has a difficult course of recovery. This clinical study ex-
amines alternative ways to restore swallowing function us-
ing acupuncture, as well as physical exposure.

Two groups with predominantly moderate impaired
swallowing caused by ischaemic stroke were tested
in this study. A comparative analysis was carried out be-
tween two groups with different methods of dysphagia
treatment - physiotherapy (VOCASTIM device) and acu-
puncture techniques.

The results of the treatment showed positive chang-
es in both groups, which proves the statistically significant
effectiveness of physical and acupuncture treatment in re-
storing swallowing function.

It is worth noting that according to the results
of thi study, the method of reflexotherapy in comparison
with physiotherapy, in our opinion, showed a more ef-
fective recovery, which is probably associated primarily
with a systemic reflexive effect on the neuromuscular sys-
tem involved in the act of swallowing.

According to the findings, the role of reflexology
in restoring swallowing function is statistically significant
in effectiveness and can be used in the correction of neu-
rogenic swallowing disorders caused by brain infarc-



tion, thereby affecting the improvement of the rehabili-
tation process.
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ABSTRACT

The aim. To analyze the role of the spine adipose index (SAl) in predicting the risk
of septic spondylodiscitis after lumbar percutaneous laser disk decompression (PLDD).
Material and methods. A retrospective observational single-center study was per-
formed. Various clinical and instrumental parameters have been studied, including
the spine adipose index, which are potential risk factors for the development of post-
procedural septic spondylodiscitis.

Results. The study included 219 patients who underwent PLDD for degenerative
lumbar disk disease. The mean post-operative follow-up period for the respond-
ents was 30.8 £ 13.3 months. Signs of septic spondylodiscitis were detected
in 5 (2.28 %) cases. Multivariate analysis showed that Ill degree of anesthesiological
risk by the American Society of Anesthesiologists (ASA) scale (p = 0.021), a high value
of body mass index (more than 25 kg/m?) (p = 0.043) and a high value of SAl (over 0.7)
(p = 0.037) are statistically significantly associated with the development of septic
spondylodiscitis in patients who underwent lumbar PLDD.

Conclusion. The value of SAl is statistically significantly associated with the de-
velopment of spondylodiscitis in patients who underwent PLDD for degenerative
lumbar disk disease.

Key words: septic spondylodiscitis, spine adipose index, risk factors, percutaneous
laser disk decompression

For citation: Stepanovl.A., BeloborodovV.A.Therole of spine adipose index in predicting
the risk for septic spondylodiscitis after lumbar percutaneous laser disc decompression.
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PE3IOME

Ljene uccnedosanus. V3yyume ponb cnUHAIbLHO20 XUp0oso2o uHOekca (CXKM)
8 NPO2HO3UPOBAHUU PUCKA pA38UMUS cenmuyecko2o cnoHOU100ucyuma nocsie
8bINOJTHEHUSA UpecKoxHoU nasepHoli 0ekomnpeccuu (Y714/) noSCHUYHbIX MeX-
N03B0OHKOBbIX OUCKOB.

Mamepuan u memooewl. BbinosiHeHO pempocnekmusHoe HabaoamesbHoe
00HOYeHMposoe uccsiedosaHue. M3ydeHs pasiudHsle KIUHUKO-UHCMPYMEHMArb-
Hble napamempel, 8 MOM YUCJIe CNUHAJIbHbIU XUposol UHOeKC, NomeHyuad1bHO
ABAAUWUECA (haKMOpamu pucka pazsumus NOCMnpoyedypHO20 cenmu4eckozo
cnoHOuo0ucyuma.

Pe3synemamel. B uccnedosaHue skodeHo 219 nayueHmos, KomopbiM 8bINoJI-
HeHa npoyedypa Y/1/] no nogody dezeHepamugHo20 3a60/1e8aHUSA NOACHUYHbIX
MeXNn0380HK08bIX Ouckos. CpedHull nepuod nocsieonepayuoHHO20 HAG/IOeHUSs
3a pecnoHoeHmamu cocmasun 30,8 £ 13,3 mecaua. [pusHaku cenmuy4eckoeo
cnoHouso0ucyuma 8oisigneHsl 8 5 (2,28 %) cnydasax. MHozohakmopHsbil aHa-
a1u3 nokasas, ymo Il cmeneHb onepayuOHHO-AHECMe3u0/102U4ECKO20 pUCKa
no wkasne AMepukaHckoz2o obujecmsa aHecme3suosnozos (ASA, American Society
of Anaesthesiologists) (p = 0,021), sbicokoe 3Ha4eHue uHOekca maccel mesa (6osee
25k2/M?) (p = 0,043), a maxe 6osbuioe 3HayeHue CXKU (cabiwe 0,7) (p = 0,037) cma-
mucmuyecKku 3Ha4uMo C853aHbl C pa3sumMuemM cenmu4ecko2o choHous1ooucyuma
y nayueHmos, nepeHécwiux npoyedypy Y/1/1[] Ha NoACHUYHOM YpOBHe.
3aknoyeHue. 3HauyeHue CXKM cmamucmuyecku 3HGYUMO C8A3AHO C pa3sumuem
cnoHOusI00uUCYUMAay nayueHmos, nepeHécwux npouedypy 417/l no nogody deze-
HepamueHo20 3a60/1e8AHUS NOACHUYHbIX MEXXN0380HKOBbIX OUCKOB.

Knioueevie cnoea: cenmuueckuli ChoHOUI00UCUUM, CNUHA/IbHBIU XUpPOoBOU UH-
0eKc, hakmopbl pUCKd, YPeCKOXHAA /1a3epHAas 0eKoOMNPeCccus MexXn0380HKOBbIX
ouckos

Ona yntuposBanuma: CrenaHos W.A., benobopogos B.A. Ponb CNiHaNbHOrO XNPOBOro
WHAEKCa B NMPOrHO3MPOBaHUM PUCKA Pa3BUTUA CENTUYECKOrO CMOHAWIOANCUMTA Noce
BbIMOJIHEHWA YPECKOXHOW Nla3epHOI JeKOMNPECCUN NMOACHUYHBIX MEXMNO3BOHKOBbIX
nnckoB. Acta biomedica scientifica. 2023; 8(1): 108-116. doi: 10.29413/ABS.2023-8.1.12
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INTRODUCTION

Septic spondylodiscitis is the most common type
of vertebral column infection, affecting the intervertebral
cartilage with its adjoining endplates and vertebral bod-
ies [1, 2]. The incidence of spondylodiscitis varies widely
and ranges from 0.2 to 2.4 cases per 100,000 of popula-
tion annually [3]. A number of authors claim that the fre-
quency of occurrence of purulent forms of spondylodis-
citis has increased significantly in the last two decades
[4-6]. In their opinion, the reasons for such an increase
in the prevalence of purulent discitis are: an increase
in the average life expectancy of the population, a high
incidence of various immunodeficiency conditions, un-
controlled use of antibacterial drugs, as well as an immi-
nent increase in the percentage of performing diagnos-
tic manipulations [5, 6].

The treatment and prevention of septic spondylodis-
citis after surgical procedures on the lumbar spine repre-
sents a promising area of modern spinal surgery and or-
thopaedics. Thus, the development of bacterial spondy-
lodiscitis in the early postoperative period is associated
with a high incidence of adverse clinical outcomes, an in-
crease in the time of hospitalization of patients and, as a con-
sequence, with an increase in the economic costs of practi-
cal healthcare [7]. For this reason, the search for new meth-
ods that can predict and prevent the development of sep-
tic spondylodiscitis after surgical procedures on the lumbar
spine is an extremely urgent problem.

We are aware of a study conducted by V.K. Gupta et al.
[8] devoted to the study of the role of the spinal adipose in-
dex (SAl) when predicting the risk of development of deep
surgical infections after posterior rigid lumbar stabilisation
surgery. SAlis the ratio of the thickness of subcutaneous fat-
ty tissue in the lumbar area to the distance between the skin
and the vertebral arch [8] (Fig. 1). The authors of this study
have clearly demonstrated that SAl plays an important role
in predicting the risk of the development of deep surgical
site infections among patients who have undergone pos-
terior lumbar fixation surgery.

Aliterature search of national and international scientif-
ic databases revealed a lack of reports devoted to the study
of the role of SAl in predicting the risk of septic spondylo-
discitis after lumbar percutaneous laser disc decompression
(PLDD), which induced the present study.

THE AIM OF THE STUDY

To study the role of spinal fat index in predicting the risk
of septic spondylodiscitis after lumbar percutaneous laser
disk decompression.

MATERIAL AND METHODS

Study design
A retrospective observational single-centre study
was conducted in accordance with international guide-
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lines that govern the conduct and reporting of observa-
tional studies in Epidemiology (STROBE, The Strengthen-
ing the Reporting of Observational Studies in Epidemiol-
ogy) [9].

Eligibility criteria

The study included the medical records of patients
who had undergone a lumbar PLDD procedure for a de-
generative disease of the latter.

The inclusion criteria for the study were:

1) the age of respondents is between 18 and 70;

2) the duration of pain in the lower part of the back
and/or lower limbs is at least 6 months;

3) patients’ quality of life as measured by the Oswestry
Disability Index (ODI) is less than 30 %;

4) ineffectiveness of ongoing conservative treatment
for at least 4-6 weeks.

The exclusion criteria for medical records from the study
covered:

1) a previous medical history of spinal surgical proce-
dures;
2) asevere neurological impairment;
3) spodylolysis or degenerative spondylolisthesis;
4) central spinal canal stenosis;
5) pregnancy;
6) the history of chronic infectious foci in the body;

7) the failure to provide a full range of clinical and in-
strumental data from the respondent study;

8) the loss of communication with respondents
in the postoperative period.

Proper environment

The study was performed on the basis of the Center
for Minimally Invasive Surgery of the Kharlampievskaya
Clinic (Irkutsk).

Duration of the study
The study was conducted between March 2021
and April 2022.

Medical intervention description

The lumbar spine LBDD procedure was performed ac-
cording to generally accepted procedures, with the pa-
tient lying on his stomach with lumbosacral flexion,
under intravenous sedation and fluoroscopic moni-
toring by means of a Philips BV Pulsera C-arm (Roy-
al Philips Electronics, The Netherlands). The skin
and subcutaneous adipose tissue were tightly infiltrat-
ed with a local anaesthetic solution, followed by para-
phorominal insertion of a Complete Chiba biopsy nee-
dle (Sterylab, Italy), 18 G in diameter and 20 cm long,
towards the centre of the nucleus pulposus of the in-
tervertebral cartilage. The next stage was the dis-
cography using the X-ray contrast agent Omnipack
(GE Healthcare, Ireland) in order to identify structural
changes in the fibrous ring. Discography was followed
by laser decompression of the intervertebral cartilage us-
ing a Mediola Compact diode laser device (Mediola, Be-
larus). The parameters of the laser radiation were as fol-



lows: wavelength 960 nm, power 7 W, pulse duration
0.6 s, pause duration 1's, absorbed energy value 1500 J.

Prophylaxis to prevent surgical site infections was per-
formed according to clinical guidelines [10] and included
intravenous administration of cefazolin at a dose of 1 g.

The procedure was performed by three neurosur-
geons in one operating theatre with the same instrumen-
tal equipment.

Study outcomes

The following clinical and instrumental parameters
that could potentially be risk factors for septic spondylo-
discitis after lumbosacral PLDD were assessed in the study
group of patients: gender; age; level of surgical and an-
aesthetic risk as measured by the American Society of An-
aesthesiologists (ASA) scale; body mass index (BMI) value;
smoking; diabetes mellitus; number of intervertebral car-
tilages being operated on; duration of surgical interven-
tion; amount of blood loss; thickness of subcutaneous fat-
ty tissue; and SAl value.

Outcome recording methods

The diagnosis of septic spondylodiscitis has been
made according to the clinical, instrumental and labo-
ratory studies, as recommended by the clinical guide-
lines of the Ministry of Health of the Russian Federation
[10]. Subcutaneous adipose tissue thickness and TJI val-
ues were calculated on standard T1- and T2-weighted im-
ages in sagittal mode using Radiant DICOM Viewer pro-
gram (Medixant, Poland) using the method of V.K. Gup-
ta et al. [8] (Fig. 1).

FIG. 1.

An example of the calculation of SAl using the method of V.K. Gup-
ta et al. [8] based on a T2-weighted image of the lumbar spine
with signs of septic spondylodiscitis at L,~L, in the sagittal plane
after PLDD

Ethical review

The study protocol was approved by the Ethics Com-
mittee of the Irkutsk State Medical University of the Ministry
of Health of Russia. The study was conducted in accordance
with the principles of good clinical practice and the Decla-
ration of Helsinki [11].

Statistical data analysis

Continuous variables are represented as mean values
(M) and their standard deviations (SD), categorical varia-
bles are represented as their number (n) and frequency
of occurrence (%). A single-factor analysis was performed
with the intention of identifying an unadjusted associa-
tion between the analysed patient parameters and the risk
of poor clinical outcomes. The intergroup comparison
of categorical variables was performed using Fisher’s exact
test, continuous variables — using Student'’s t-test. The col-
linearity of the covariates was analyzed using the Pearson
correlation coefficient. Covariates with a statistically signif-
icant effect in a single factor analysis are included in a bi-
nary logistic regression model used to identify reliable risk
factors for septic spondylodiscitis in patients who under-
went a lumbar LBDD procedure. An overall assessment
for the consistency of the model and the data obtained
was assessed using the Hosmer — Lemeshow test. Statis-
tical data processing was carried out using software Mi-
crosoft Excel 2016 (Microsoft Corp., USA) and SPSS 22.0
(IBM Corp., USA). The statistical significance threshold
p was chosen to be 0.05.

RESULTS

Study participants

According to the eligibility criteria, the present study in-
cluded 219 patients who had undergone a PLDD procedure
for degenerative lumbar intervertebral cartilage disease.
The mean post-operative follow-up period for the respond-
ents was 30.8 + 13.3 months. Signs of septic spondylodis-
citis were diagnosed among 5 (2.28 %) patients. In 4 cases,
the causative agent was Staphylococcus aureus and in 1 case,
the etiological agent was Escherichia coli. The general char-
acteristics of the patients included in this study are present-
edin Table 1.

Univariate data analysis

An univariate analysis showing the effect of differ-
ent parameters on the risk of infective spondylodisci-
tis among patients with degenerative lumbar interver-
tebral cartilage disease after PLDD was performed dem-
onstrate the following results. A high degree of surgical
and anesthetic risk on the ASA scale (grade lll) (p = 0.029),
the presence of diabetes mellitus (p = 0.037), a high BMI
value (more than 25 kg/m?) (p = 0.024), as well as a sig-
nificant subcutaneous adipose tissue thickness (more
than 40 mm) (p = 0.032) and a high value of SAI (over
0.7) (p = 0.025) were associated with the development
of spondylodiscitis in the study group of respondents
(Table 2).



TABLE 1

GENERAL CHARACTERISTICS OF THE RESPONDENTS INCLUDED IN THE CLINICAL STUDY

Parameters
Gender: male/female
Age (M + SD)
Smoking: yes/no
Presence of diabetes mellitus: yes/no
Body mass index value, kg/m? (M + SD)
Surgical and anaesthetic risk according to the ASA scale
| degree
Il degree
Il degree

Number of operated intervertebral cartilages

>3
Duration of surgical intervention, min (M £ SD)
Volume of blood loss, ml (M £ SD)
Subcutaneous adipose tissue thickness, mm (M + SD)

SAl value (M + SD)

Results of multivariate data analysis

A univariate analysis was used to construct a bi-
nary logistic regression model including parameters
that were statistically significantly associated with the de-
velopment of infective spondylodiscitis in the patient
group under study (Table 3).

According to the constructed model, the lll degree of sur-
gical and anesthesiological risk on the ASA scale (p = 0.021),
a high BMI value (more than 25 kg/m?) (p = 0.043), as well
as a high value of SAl (over 0.7) (p = 0.037) were statistical-
ly significantly associated with the development of septic
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n %
115/104 52.5/47.5
53.7£8.1 -
107/112 48.8/51.2
36/183 16.4/83.6
253121 -
177 80.8
31 14.1
11 5.1
166 75.7
44 20
9 4.3
214+£1438 -
11.5+4.2 -
39.7£16.6 -
05+03 -

spondylodiscitis in patients, who underwent the PLDD pro-
cedure for a degenerative intervertebral cartilage disease of
the lumbar spine. Hosmer - Lemeshow test demonstrated a
high degree of consistency between the constructed model
and the data obtained (x> =4,118; p = 0.576).

DISCUSSION

The conducted study clearly demonstrated that a high
value of SAl is a statistically significant risk factor
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TABLE 2
RESULTS OF UNIVARIATE ANALYSIS

TABLE 3
RESULTS OF BUILDING A BINARY LOGISTIC REGRESSION MODEL

1.69 (0.65-4.31)
1.18(0.33-3.53)
0.81(0.28-2.29)
0.97 (0.96-1.17)
0.85(0.67-1.12)

0.99 (0.92-1.06)

0.42

0.043

0.021

0.54

0.038

Note. OR - odds ratio; 95% Cl — 95% confidence interval.
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for the development of septic spondylodiscitis after per-
forming lumbosacral PLDD. A literature search of the Pub-
Med, Medline, EMBASE, Cochrane Library and eLibrary
scientific databases revealed several reports supporting
the effect of SAl values on the risk of surgical infection
among patients undergoing posterior stiffening lumbar
surgery [12], anterior fixation cervical discectomy [13],
and knee and hip endoprosthetics [14]. No similar stud-
ies were found regarding the risk of developing dyscitis
after the PLDD procedure.

Other studied risk factors for the development of sep-
tic spondylodiscitis among patients who have undergone
PLDD include a high degree of surgical and anesthetic risk
on the ASA scale and a high BMI value. Similar results have
been obtained in the clinical series A. Marquez-Lara et al.
[15],).J). Leeetal.[12], as well as in the study of A.O. Mehta
et al. [16]. However, these studies also examined groups
of respondents who had undergone open decompression-
stabilisation surgery on the cervical and lumbar spine. Au-
thors of the aforementioned studies believe that patients
with high BMI values and marked subcutaneous fatty tis-
sue thickness are at high risk of surgical infections, includ-
ing deep localization [15, 16]. The reason for this is the pe-
culiarities of performing surgical access and creating
the necessary manipulative tissue corridor to the struc-
tures of the spine. Generally, a wide skin incision is then
performed in this group of patients, followed by a pro-
longed insertion of a wound dilator. All this can lead
to the contamination of the surgical wound with skin mi-
croflora, and a retractor installed causes long-term ischae-
mia of the tissue mass with the formation of necrosis foci,
which subsequently only increases the activity of the in-
fection process [17].

The pathogenesis of septic spondylodiscitis after PLDD
is closely related to several factors. For example, inadequate
antiseptic preparation of the skin prior to the lumbar PLDD
procedure stimulates direct entry of the infective agent
into the intervertebral cartilage and, in patients with thick
subcutaneous fatty tissue, further spread of micro-organ-
isms and consequently generalisation of the inflammatory
process [18]. Haematogenous spread from primary sourc-
es of acute or chronic infection also appears to be one
of the most important ways for micro-organisms to enter
the tissue of the intervertebral cartilage. Blood supply dis-
turbances to the endplates with reduced diffusion of nutri-
ents into the fibrous ring and nucleus pulposus inevitably
lead to impaired immune surveillance and the immediate
development of an infection process when bacteria and/or
fungi penetrate the intervertebral cartilage [19].

Study limitations

Obviously, this study is not free from shortcomings.
Firstly, the study is retrospective in nature and includes
a small number of patients, which could not but affect
the results of statistical analysis of the data obtained. Sec-
ondly, the authors have not studied the microbiological
characteristics of the identified cases of septic spondylo-
discitis after the lumbar spine PLDD procedure. And third-
ly, several MRI images in the sagittal plane with artefacts,
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which may have affected the results of subcutaneous adi-
pose tissue thickness calculations and, consequently, SAI,
were included in the analysis.

CONCLUSION

The study showed that a high BMI value (more
than 25 kg/m?), as well as a high SAI value (over 0.7),
were statistically significantly associated with the de-
velopment of spondylodiscitis in patients had under-
gone a PLDD procedure for degenerative lumbar in-
tervertebral cartilage disease. We believe that patients
who have the above risk factors for dyscitis should
be treated preoperatively with antibiotic prophylax-
is, with careful treatment of the skin with antiseptic
solutions, and that the puncture of the intervertebral
cartilage should be performed with a slight retraction
of the skin to create a "broken" surgical corridor. There
is no doubt that large multicentre prospective studies
including more respondents will be necessary to eval-
uate more objectively the proposed preventive meas-
ures for septic spondylodiscitis in patients who have
undergone a lumbar PLDD.
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ABSTRACT

The review analyzes and summarizes the results of the studies on the pathogenesis
of vulvar squamous cell carcinoma and its diagnostic features, reviews precur-
sors and molecular subtypes of carcinomas. Despite the relatively low incidence
of this tumor, over the past few decades, there has been an upward trend in its in-
cidence, including the incidence among young women. According to the latest
World Health Organization classification of lower genital tumors from 2020, vulvar
squamous cell carcinoma is divided into human papillomavirus (HPV) associated
and HPV-independent. While these carcinomas are often morphologically similar,
their mechanisms of carcinogenesis, precursors, and clinical outcomes are different.
Just the detection of virus DNA in a tumor is not enough to establish HPV status.
Meanwhileimmunohistochemical detection of the expression of p16 and p53 proteins
allows not only to separate two pathogenetic pathways of carcinogenesis, but also
to identify its molecular subtypes. The data on the possible use of p16 and p53 ex-
pression as the disease prognosis molecular markers have been obtained. Currently,
the tactics of treatment and monitoring patients does not depend on the HPV status
of carcinoma; however, the results of recent studies suggest that women with HPV
positive vulvar cancer have significantly higher survival rates and a lower risk of recur-
rence. Understanding the mechanisms of carcinogenesis and improving its diagnosis
will advance the assessment of the individual risk of the progression of precancerous
lesions, as well as the outcome and the occurrence of tumor recurrence.

Key words: vulvar squamous cell carcinoma, intraepithelial neoplasia, human
papillomavirus, p16, p53
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PE3IOME

B 0630pe npoaHanu3uposaHsl u 0606WeHbI pe3ybmamsi Ucc1edo8aHul, usyya-
IoWUX hamozeHe3 NJIOCKOK/eMOYHO020 paka 8ysb8bl U 0CObeHHOCcMu e2o oua-
2HOCMUKU, paccMompeHsl npedwecmayujue COCMOAHUSA U MOJIeKy/IApHble
noomunesl KApYUHOM. HecMompsa Ha OMHOCUMeNIbHO HU3KYH 8CmpeYyaeMocmb
0NyXo0J1u, 3a noc/ie0HUe HeCKOJIbKO decamusiemuli ommedaemcs meHOeHyus
K pocmy 3a6osiesaeMocmu, 8 mom Hucse cpedu Mos100bIX XeHUUH. Co2nacHo
nocnedHeli Knaccugukayuu BcemupHoU opeaHuzayuu 30pasooxpaHeHus onyxoseti
HUXHe20 omoesid 2eHUmasabHo20 mpakma om 2020 2., NJIOCKOK/eMOoYHbIl paK
8y/168b1 NOOPA30e/19eMmcs Ha dCCOYUUPOBAHHbIU C 8UPYCOM NANUJIZTIOMbI YE/108eKa
(BI4) u BIM4-He3asucumeili. B mo epems Kak Mopghosioeuyecku 3mu KapuuHOMbl
4acmo A8MAMCA CXOOHbIMU, MeXaHU3Mbl KaHUepozeHe3d, npedulecmeaeHHUKU,
a makxe K/IUHUYeCcKUe Ucxo0bl y HUX pas/iuyHel. Tosbko auwes obHapyxeHue JHK
8Upyca 8 onyxosiu HeAOCMAamMo4Ho 0718 ycmarosku BIT4Y-cmamyca. B mo xe spems
UMMYHO02UCMOXUMUYecKoe 06HapyxeHue 3xkcnpeccuu besikos p16 u p53 no3go-
Jisiem He MoJIbKO pazodesiums 08a hamozeHemuyecKUux Nymu KaHyepozeHesd,
HO U 8bIA8UMb €20 MOJIeKy IApHble NoOmunel. [1os1y4eHbl OaHHbIE O MOM, YMO SKC-
npeccuto p16 u p53 803MOXHO Makxe UCNOIL30BAMb 8 KAYECMBE MOJIEKYJIAPHbIX
Mapkepos npozHo3a 3abosiesaHusa. B Hacmosuwee speMsa makmuka sne4eHus
U HabrodeHUs nayueHmok He 3agucum om BlMY-cmamyca kapyuHomsl, 0OHaKko
pe3ysibmamel Ucc/1e008aHuUll NOC/IEOHUX Jlem 2080PAM O MOM, YMO XeHWUHbI
¢ BMY-nonoxumesnbHeiM pakom 8y/1b8bl UMeromM 3Ha4YumesibHoO 6osiee 8bicoKue
nokasameJsiu 8bXXU8AeMoCcmu U MeHbUWUU pUCK B03HUKHOBEHUS peyudusos. [ToHu-
MaHue MexaHu3Mo8 KaHyepo2eHe3d U yCosepuieHCMaosaHue e20 0UazHOCMUKU
Nno380/1UM y/Iy4uwUMe OYeHKY UHOUBUOYA/IbHO20 PUCKA Npo2pecca npedonyxore-
8bIX COCMOAHUU, @ MAKXe UCX00 U B03HUKHOBeHUe peyuousd onyxosu.

Kniouesole cnioga: niocKokiemoyvHas KapyuHOMA 8yJ1b68bl, UHMpPA3INUMenuass-
Has HeonJ1asus, 8UPYC hanusisloMsl Yesnoeeka, p16, p53

Ona untuposaHua: lNaxapykosa M.W., IOwkos bB.I., Benkun A.b. MNpeawecTBeHHMKMY,
nyTU KaHLeporeHesa 1 MofeKynapHble MapKepbl MIOCKOKNIETOYHON KapLYHOMbI BYJb-
Bbl. JluTepaTtypHbiin 0630p. Acta biomedica scientifica. 2023; 8(1): 117-126. doi: 10.29413/
ABS.2023-8.1.13
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INTRODUCTION

Despite the fact that vulvar squamous cell carcinoma
(VSCQ) is arare malignant tumor. In the last decade, the at-
tention of an increasing number of scientists has been fo-
cused on studying its pathogenetic mechanisms, molecu-
lar events of carcinogenesis, as well as searching for reli-
able prognostic biomarkers of the disease [1-8]. In 2020,
The World Health Organization has published a new classi-
fication of lower genital tumors, according to which vulvar
squamous cell carcinoma (VSCC) are divided into human
papillomavirus (HPV) associated and HPV-independent [9].
Unlike cervical squamous cell carcinoma, which in most cas-
es is associated with HPV of high carcinogenic risk (HCR)
[10-12], vulvar squamous cell carcinoma is more often
HPV-independent; its molecular mechanisms are still
poorly studied [13, 14]. Currently, the tactics of treatment
and monitoring patients with an established diagnosis
of VSCC depends only on the stage of the disease and so-
matic status [15, 16]. However, the results of large stud-
ies in recent years suggest that women with HPV-positive
vulvar squamous cell carcinoma have significantly high-
er overall survival rates and a lower risk of recurrence [2,
6). At the same time, a number of authors in their works
do not come to the conclusion about the differences
in prognosis depending on the mechanism of pathogen-
esis [17-19]. Differences in the results of studies may be
due to the lack of a standardized set of methods for diag-
nosing HPV status. Despite the high sensitivity of the pol-
ymerase chain reaction (PCR) method, its results cannot be
interpreted as sufficient, since only the detection of HPV
DNA HCR is not a proof of its role in the process of malig-
nancy [20, 21]. According to recent studies, immunohis-
tochemical (IHC) detection of the expression of p16 and
p53 proteins allows not only to separate the two patho-
genetic pathways of carcinogenesis of the external gen-
ital organs [22-24], but also to use them as prognostic
markers [5, 7, 25]. Thus, understanding the pathogenetic
mechanisms, improving diagnostic methods, as well as de-
termining the disease prognosis justify the need for a de-
tailed and further study of the issue.

THE AIM OF THE REVIEW

To characterize the similarities and differences between
HPV-associated and HPV-independent vulvar squamous cell
carcinoma; to consider the probable and currently known
carcinogenesis pathways, precursors, as well as the features
of their diagnosis.

MOLECULAR MECHANISMS OF PATHOGENESIS
OF TWO TYPES OF CARCINOMAS

HPV-associated carcinomas. Human papillomavirus
is the most common sexually transmitted infection [12, 26].
However, in most cases it is transient, and subsequently
the virus is eliminated from the body without transform-

ing the cells [27]. Viral integration into the cell genome
is an important event of carcinogenesis, leading to in-
creased expression of the main viral E6 and E7 proteins,
which in turn inactivate two tumor suppressors, name-
ly p53 and retinoblastoma protein (pRb) [14, 27, 28]. E6
forms a triple complex with E6-associated protein (E6AP)
and p53, altering the functional ability of p53 and causing
degradation of this cellular protein through the ubiquit-
in-mediated proteolysis pathway, which leads to the ab-
sence of cell cycle arrest [29, 30]. E7 binds to pRb, which
leads to the labeling of pRb for degradation, thereby re-
leasing the E2F transcription factor from the pRb-E2F com-
plex, which regulates cell proliferation, resulting in uncon-
trolled cell division [29, 31]. The Rb/E2F complex inhibits
the transcription of several genes, including the CDKN2A
gene encoding p16INK4a (p16). Consequently, the cleav-
age of Rb family members by the E7 protein leads to over-
expression of p16 due to the release of the CDKN2A gene
[14, 27]. An increase in the expression of the p16 pro-
tein occurs as an attempt to control uncontrolled cell di-
vision, which is mediated by a violation of the pRb path-
way. However, the transduction of signals for the cell cy-
cle arrest is also counteracted by E7-mediated activation
of Aand E cyclins [32]. Accelerated cell proliferation caused
by high-risk HPV oncoproteins contributes to the accu-
mulation of genetic defects, such as deletions, amplifica-
tions, translocations and chromosomal rearrangements,
and leads to cell mutation [29].

HPV-independent carcinomas. In contrast to the re-
latively large amount of data on the pathogenesis of HPV-
associated tumors, the HPV-independent pathway
of VSCC has been studied much poorly, and the molec-
ular mechanisms involved in the development of such
VSCC have not yet been fully elucidated [14, 28]. Accord-
ing to studies, carcinomas etiologically unrelated to HPV
more often contain mutations in the TP53 tumor sup-
pressor gene. The product of this gene is the p53 pro-
tein (p53wt), whose function is to prevent DNA replica-
tion and trigger apoptosis in cells with abnormal DNA.
This preserves the stability of the genome and pre-
vents mutational changes [1, 7, 33]. Missense mutations
in TP53 lead to the accumulation of mutant p53 protein
(p53mut) in cell nuclei, resistant to degradation and un-
able to perform its functions [7, 34]. According to stud-
ies, from 67 to 80 % of all HPV-independent tumors
had mutations in this gene [1, 25, 35, 36]. At the same
time, they are considered an early event of a carcino-
gen, since they were also detected in previous lesions
[28, 37]. It is worth noting that mutations in the TP53
gene can also occur in HPV-associated carcinomas, al-
though much less frequently (about 25 % of cases). How-
ever, it is more likely that these changes are associated
with the tumor progression, and not with the initiation
of the process [29, 33].

Studies conducted using new generation sequenc-
ing methods have shown that CDKN2A is the second most
frequently mutated gene, accounting for about 30-40 %
of all genetic changes. As a result of its mutation, the p16
encoded by it is inactivated, which leads to disruption
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of the cell cycle [18, 29, 33]. It is assumed that the combi-
nation of mutations in the TP53 and CDKN2A genes corre-
lates with a significantly worse prognosis of the disease
[1, 38]. Also, HRAS, PIK3CA, PTEN and NOTCH1 mutations
were detected in HPV-independent carcinogenesis [8, 29,
39]. While some studies suggest that HPV-independent tu-
mors have a large mutational load [25, 40], others [13, 39]
indicated that the mutational load does not significantly
depend on the HPV status. Perhaps this is due to differenc-
es in the methods of establishing the HPV status of the tu-
mor and the use of different molecular markers.

In2017,L.S. Nooij et al. in their work confirmed the third
molecular subtype of VSCC independent of HPV and TP53
mutation using genomic sequencing [25]. The group in-
cluded 43 samples from a group of 236 subjects (18 %)
and showed the highest frequency of NOTCHT and HRAS
mutations. NOTCH1 is a transmembrane receptor involved
in cell differentiation and proliferation. The HRAS geneis in-
volved in the PIK3CA/AKT/mTOR pathway, which regulates
the processes of cell division and apoptosis. Their mutations
can probably lead to the transduction of signals that acti-
vate cell proliferation and inhibit cell death. The mecha-
nism of carcinogenesis in this group is difficult to under-
stand and requires further study [22, 24]. Later, other authors
alsoidentified this subtype of tumors, but with different fre-
quency of occurrence —from4 % [41]and 10 % [22] to 25.7 %
[23].In the study by K.E. Kortekaas et al. 63 (15 %) cases from
413 studied samples were not associated with HPV and TP53
mutation [5], while L. Woelber et al. obtained this subtype
in 116 of 411 carcinomas (28 %) [24].

PREVIOUS CONDITIONS
AND MORPHOLOGICAL FEATURES

Vulvar intraepithelial neoplasia. The develop-
ment of invasive carcinoma is a slow, multi-stage process
that many years [14]. Vulvar intraepithelial neoplasia (VIN)
is a non-invasive squamous cell lesion and one of the most
common precursors of vulvar squamous cell carcinoma.
HPV-associated carcinomas usually develop from a high-
grade squamous intraepithelial lesion (HSIL), previous-
ly known as usual vulvar intraepithelial neoplasia (uVIN),
whereas HPV-independent arise from a precancerous le-
sion called differentiated VIN (dVIN) [42, 43].

According to studies, the detection rate of HSIL is sig-
nificantly higher than dVIN (90-95 % vs. 5-10 %, respec-
tively), but the probability of progression to invasive car-
cinoma is higher in the group of patients with diagnosed
differentiated neoplasia. The risk of malignant transforma-
tion of the vulva is up to 15 % in women with unattended
HSIL, below 5 % for HSIL after treatment and approximately
30 % for patients with dVIN [44, 45]. In addition, dVIN is as-
sociated with a shorter progression period. In the study
of S.M. Bigby et al. the mean interval between dVIN biopsy
and diagnosis of squamous cell carcinoma was 43.5 months
(range 8-102 months) [46]. Similar indicators were shown
in another study that included 1,826 women with HSIL
and 67 women with dVIN; the latter had a higher risk of pro-
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gression to malignant neoplasm (32.8 % vs. 5.7 %, respec-
tively), which occurred on average after 22.8 months com-
pared with 41.4 months for HSIL [47].

Morphological changes in HSIL are similar to all HPV-
associated intraepithelial lesions, for example, as in high-
grade cervical dysplasia. Dysplastic changes affect usual-
ly the entire thickness of the epithelium, are characterized
by pronounced cellular polymorphism, as well as a viola-
tion of the nuclear-cytoplasmic ratio with nuclear hyper-
chromia. Koilocytic changes in the upper layers of the ep-
ithelium are characteristic [45]. Morphological diagno-
sis of dVIN presents certain difficulties due to indolent
atypia, a high degree of differentiation of dysplastic cells,
as well as due to the lack of accurate and reproducible di-
agnostic evaluation criteria. Para- and dyskeratosis, basal
nuclear atypia of cells with an increase in size and nucle-
oli are characteristic. Koilocytic changes are not detected
[44, 48]. However, there is evidence that some HPV-associ-
ated precursors mimic HPV-independent lesions, and, con-
versely, some HPV-independent intraepithelial precursors
may have HSIL traits [25, 49].

Lichen sclerosus. Chronic inflammatory disease of au-
toimmune etiology, characterized morphologically by der-
mal lymphoid infiltration, collagen hyalinization and hyper-
keratosis. Previously, lichen sclerosus (LS) was designated
by the following terms: kraurosis, leukoplakia, sclerotic li-
chen or atrophic lichen [45]. It is assumed that the mecha-
nism of occurrence of LS is the effect of activated T cells
releasing interleukin-4 and transforming growth factor 3
on the cells of the basal layer. Thus, these cytokines acti-
vate fibroblasts, which leads to fibrosis. A long-term chronic
process leads to the accumulation of genetic mutations [50,
51]. According to M.D. Trietsch et al., the frequency of TP53
mutations in LS is 6 % [1]. In a study by L. Micheletti et al.
among 976 women with LS, 34 (3.5 %) patients subsequent-
ly developed intraepithelial neoplasia, and 26 (2.7 %) had in-
vasive squamous cell carcinoma [52]. Retrospective cohort
studies show that LS is detected in the adjacent tissue from
5 to 88 % of invasive carcinomas, more often in combina-
tion with dVIN [4, 46, 53]. According to a recently published
systematic review, the risk of developing VSCC in women
with LS ranges from 3 to 21.8 %. Such variation is probably
due to the wide variation in the occurrence of LS in stud-
ies, as well as diagnostic difficulties in differentiating LS
from dVIN [54].

Vulvar aberrant maturation. A new general term
for HPV-independent lesions combining vulvar aberrant
maturation (VAM) with minimal nuclear atypia. It includes
differentiated exophytic vulvar intraepithelial lesion
(DEVIL), vulvar acanthosis with altered differentiation
(VAAD), warty LS [50, 55, 56].1n 2017, J. Watkins et al. not-
ed an association between verrucous (warty) and kerati-
nizing squamous cell carcinoma, HPV-negative and many
atypical warty lesions, many of which previously defied
classification and did not meet the traditional criteria
for vulvar intraepithelial neoplasia or other known pri-
or lesions. They proposed the name DEVIL and identi-
fied these lesions based on the following signs: exophyt-
ic, with pronounced acanthosis or warty hyperplasia; ab-



sence of histomorphological characteristics of HSIL; ab-
sence of basal atypia sufficient to diagnose dVIN [36].
VAAD was described by A.F. Nascimento et al. back in 2004
[57], but taking into account similar histological features,
J. Watkins et al. proposed to consider it as a form of DEV-
IL. They showed that these lesions demonstrate a lack
of expression of abnormal p53, as well as a significant
increase in the PIK3CA mutation. These data were con-
firmed later, in 2020, in the study of B. Tessier-Cloutier
et al. [38]. Due to the rare occurrence, the malignancy
potential of noninvasive warty vulvar lesions independ-
ent of HPV and TP53 mutation is still unclear. However,
itis likely that they are the precursors of the third molec-
ular subtype of VSCC [55].

DIAGNOSTIC METHODS

Studies on the correlation between the morphological
type of carcinoma and HPV status have shown that HPV-posi-
tive tumors were more often of the basaloid or warty type,
whereas HPV-independent tumors were usually of the kerati-
nizing type [20, 44]. According to a meta-analysis conducted
by M.T. Faber et al., the prevalence of HPV DNA in the three
main subtypes of VSCC is: 76.5 % — in warty carcinomas;
84.0 % - in basaloid carcinomas; 13.2 % - in the keratiniz-
ing type [58]. However, a large study by N. Rakislova et al.,
which included a large number of tissue samples (1594 par-
affin blocks), showed that 36.5 % of HPV-associated car-
cinomas were of the usual keratinizing type [59]. In their
work, A.S. Cheng et al. tried to classify VSCC as HPV-as-
sociated and independent of it, assessing the morphol-
ogy of the tumor, the epithelial precursors adjacent to it
and the age of the patients. Even using this multifacet-
ed approach, they misclassified 17 % of cases regarding
HPV status [20]. F. Dong et al. obtained similar data in their
study, in which the results of molecular studies differed
from the morphological assessment of HPV status in 21 %
of cases [60]. These data once again emphasize the impos-
sibility of reliably distinguishing HPV-associated and HPV-
independent carcinomas only on the basis of morphologi-
cal examination.

According to studies, immunohistochemical detec-
tion of p16 expression has demonstrated a high correla-
tion with the detection of HPV DNA by PCRin cervical, anal,
head and neck cancers and is considered a reliable mark-
er of HPV-induced carcinogenesis [21, 61]. However, stud-
ies on the correlation between p16-positivity and HPV sta-
tus in vulvar squamous cell cancer are controversial. Thus,
in a large cohort multicenter study involving 1,709 samples,
when testing for HPV DNA, the proportion of positive sam-
ples was 25.1 % (n =429), while p16-positivity was observed
only in 22.4 % (n = 377) [62]. J.J. Sznurkowsky et al. in their
study showed that among 35 tissue samples with overex-
pression of p16, HPV DNA was absent in 10 cases (28.6 %),
while among 50 tumors without overexpression of p16,
HPV DNA was detected in 12 (24.0 %) cases [63]. The ab-
sence of DNA virus may be false negative, however, a high-
ly sensitive PCR method with a wide range of primers (more
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than 68 types) was used in this study. The results obtained
can probably be explained by the fact that the inactivation
of Rb protein by E7, leading to the expression of p16, is only
one potential form of the possible. Data were obtained
showing a direct increase in p16 expression with chron-
ological age. During the average life span, this protein in-
creases approximately by 16 times [64, 65]. Thus, since VSCC
is diagnosed more often in the age group of 65-70 years [3,
66], the expression of p16 may be due to the ageing rath-
er than to the virus. The authors suggest not to consider
only p16-positivity as a surrogate marker of HPV-positive
status of VSCC [63].

The study by L. Woelber et al., representing part of alarge
retrospective study in Germany, showed that out of 411 tu-
mor tissue samples, 204 (49.6 %) were HPV-positive DNA,
while p16 expression was detected in 166 (30.2 %) sam-
ples. PCR was positive in 85.6 % of p16+ tumors (113 out
of 132) and 32.3 % of all p16- tumors. Due to the unclear
mutagenesis, cases of p16 discrepancy and HPV DNA de-
tection were excluded from the analysis [24].

However, most authors have demonstrated a con-
vincing correlation between a positive result for HPV DNA
in samples and p16 expression with the method with 100 %
sensitivity and 98 % specificity [20, 28, 67, 68]. In the study
of G. Allo et al.,, 91 % of PCR-positive cases were also p16-
positive; thus, sensitivity and specificity were 91 % and 84 %,
respectively [69].

In some studies, the authors used the result of p16 ex-
pression as the only marker of the HPV status of VSCC[16, 41,
53]. Due to the fact that overexpression of p16 can occur in-
dividually and in different biological contexts, it may be nec-
essary to assess the presence of both markers when deter-
mining the functional significance of HPV in carcinogene-
sis[21, 70].

Since TP53 is the most frequently mutated gene in HPV-
independent carcinogenesis, in 2020 B. Tessier-Cloutier et al.
and K.E. Kortekaas et al. published studies showing a high
correlation between the interpretation of p53 expression
by the IHC method and its mutational status [71, 72]. Ac-
cording to their results, the IHC assessment of p53 expres-
sion in vulvar carcinoma samples differs from the interpre-
tation of that in ovarian and endometrial carcinomas [73,
74]. Prior to their study, most authors in their works de-
termined abnormal staining of p53, taking into account
only the percentage of stained cells, and did not take into ac-
count their distribution among the epithelial layers [7, 60,
75-77]. The new study was able to demonstrate six differ-
ent staining patterns: four displayed p53mut expression,
and two displayed normal (wild) p53wt expression. The au-
thors note that in cases of difficulty in assessing patterns,
especially wild-type, interpretation of p53 staining in com-
bination with p16 is necessary.

Thus, using the IHC analysis, three molecular subtypes
of VSCC can be distinguished: 1) p16+/p53wt is associ-
ated with HPV infection; 2) p16-/p53mut, less frequently
p16+/p53mut, corresponds to HPV-independent carcino-
ma with TP53 mutation; 3) p16-/p53wt is HPV-independ-
entand itis not associated with the TP53 mutation. It should
be noted that the IHC analysis is also useful for the differen-
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tial diagnosis of VIN, since HSIL usually demonstrates block-
positive staining of p16 and the expression pattern of p53wt,
while dVIN does not show expression for p16 and demon-
strates the pattern of mutant p53 [49, 50].

Oncoproteins p16 and p53 are the most studied bio-
markers for VSCC diagnosis. The question of the expediency
of determining the expression of PDL-1 in immune and tu-
mor cells in vulvar cancer remains less studied. Studies have
shown that the expression of this marker does not depend
on the HPV status of the tumor. In addition, there is a dis-
crepancy in the definition of expression in the primary
and metastatic lesion of carcinoma. [23, 78]. The prognos-
tic value of PD-L1 has not been sufficiently studied. Ho-
wever, the data obtained indicate that its positive expres-
sion is largely associated with metastasis of the process
to the lymph nodes, as well as with the worst prognosis
of overall survival among patients [23, 79].

The prognostic value of p16 and p53. Recent stud-
ies show that IHC-determination of p16 and p53 expres-
sion can also be used as molecular markers of disease
prognosis. In his paper K.E. Kortekaas et al. have shown
that the survival rates among the three molecular subtypes
of squamous cell carcinomas are different [5]. The over-
all 5-year survival rate was 83 % (69,9-90,3 %), 64 %
(48,9-75,9 %) and 48 % (41.5-55.0 %) for p16+/p53wt,
p16-/p53wt and p16-/p53mut VSCC, respectively. A sim-

Chronic
inflammatory process

HPV HCR integration

ilar pattern was observed for relative survival. Among
275 p16-/p53mut cases there were 119 (43 %) recur-
rence compared to 16 of 63 (25 %) and 11 of 75 (15 %)
for p16—/p53wt and p16+/p53wt, respectively (p < 0.0001).
However, the time before the occurrence of recurrence
did not differ between subtypes. L.S. Nooji et al. also
demonstrated better overall and recurrence-free surviv-
al for patients with HPV-associated cancer, but the differ-
ence was not statistically significant [25]. The five-year sur-
vival rate was 75 %, 62.7 % and 56.3 % for patients with tu-
mors p16+/p53wt, p16-/p53wt and p16-/p53mut, respec-
tively (p = 0.296). The probability of recurrence was high-
er in the p16—/p53mut (22.6 %) and p16-/p53wt (16.3 %)
groups compared to p16+/p53wt (5.3 %). In arecently pub-
lished study, L. Woelber and colleagues also studied the clin-
ical significance of p16 and p53 expression [24]. The two-
year overall survival rates were 70.4 % (p16-/p53mut), 75.4 %
(p16~/p53wt) and 82.5 % (p16+/p53wt) (p = 0.005). For two-
year recurrence-free survival, the following indicators
were obtained: 47.1 % (p16-/p53mut), 60.2 % (p16-/p53wt)
and 63.9 % (p16+/p53wt) (p < 0.001). The risk of recur-
rence was 35.0 %, 32.0 % and 22.7 % for the p16-/p53mut,
p16-/p53wtand 16+/p53wt groups, respectively. However,
given the small number of articles evaluating the outcomes
of all three molecular subtypes, further research in this di-
rection is required.

Spontaneous mutations

Normal stratified squamous epithelium

Expression
of E6 and E7

Inactivation
of p53 and pRb,
p16 overexpression

Mutations in TP53

Progression 5-15 % 2,7 %

HPV-associated HPV-independent

carcinoma
p16+/p53wt

FIG. 1.
Precancerous lesions (HSIL, dVIN and VAM) and molecular subtypes

TP53, CDKN2A, PTEN,
NOTCH1 mutations

p53mut accumulation,
more often p16 inactivation

p16-/p53mut,
rarely p16+/p53mut

More often More often
HRAS, NOTCH1, PIK3CA

mutations

PIK3CA/AKT/mTOR
pathway activation

Progression 30 %

Progression is unclear

rcinom . .
SEICIONS HPV-independent carcinoma

p16-/p53wt

of vulvar squamous cell carcinoma (HPV-associated and HPV-inde-

pendent) diagnosed by immunobhistological analysis of p16 and p53 expression

122

On

cology



CONCLUSION

Vulvar squamous cell carcinoma can arise from pre-
vious lesions in several pathogenetic pathways, be-
ing HPV-associated or HPV-independent. Summariz-
ing the literature data, we have drawn up a diagram
of probable pathways of pathogenesis of VSCC (Fig. 1).
While morphologically these carcinomas are often sim-
ilar, the mechanisms of carcinogenesis and precursors,
as well as clinical outcomes, are different. Immunohisto-
chemical analysis is a common and affordable method
that allows to determine the molecular subtype of car-
cinoma, as well as to improve the diagnosis of precan-
cerous conditions of VSCC. At the same time, the use
of p16 and p53 biomarkers as additional predictors of the
outcome of the disease is of great interest. The ques-
tion of finding new diagnostic and prognostic biomark-
ers of the disease, for example, PD-L1, remains open.
The study of its role in the carcinogenesis of external gen-
italia deserves attention, since it provides the possibili-
ty of using new therapeutic approaches, such as inhibi-
tion of immune checkpoints. The possibility of targeting
the PI3K/Akt/mTOR pathway with inhibitors should
also be considered, whose mutations are common in both
HPV-associated and HPV-independent carcinomas. How-
ever, given the rare incidence of this disease, further pro-
spective multicenter studies are needed.
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OPHTALMOLOGY

ABSTRACT

Background. Today we have active development of ophthalmic surgery, butthe role
of cytokines in the pathogenesis of bullous keratopathy remains insufficiently studied
at present.

The aim. To study the dynamics of the local cytokine profile in bullous keratopathy
by using personalized treatment with suspension of autologous blood mononucleatrs.
Material and methods. Two groups of patients with bullous keratopathy
were formed: the main group (30 people, 30 eyes), who received an intrastromal
injection of a suspension of autologous blood mononuclears and comparison
(28 people, 28 eyes), who received a course of pharmacotherapy. The level of inter-
leukins (IL) - IL-10, IL-4, IL-6, IL- 113, transforming growth factor beta-2 (TGF-32), tumor
necrosis factor alpha (TNF-a) was determined in the lacrimal fluid of the patient’s
eye by enzyme immunoassay.

Results. All patients before treatment showed an increase of IL-18 in the lacrimal
fluid by 3.3 times, IL.-6 — by 4.2 times, TNF-a — by 2.0 times (p < 0.05); an increase
in the level of IL-4, IL-10 and TGF-f32 by 1.1 times (p > 0.05). There was a decrease
in IL-18 by 2.0 times, IL-6 — by 2.1 times and TNF-a - by 1.8 times, and an increase
in IL-10 by 1.5 times, IL-4 — by 1.9 times, TGF-32 — by 1.4 times (p < 0.05) in the main
group after treatment, persisting for 12 months. There was a short-term decrease
of IL-18 by 1.7 times, IL-6 and TNF-a - by 1.2 times and an increase of IL-10, IL-4, TGF-32
by 1.2 times (p < 0.05) in the comparison group which then reached the initial values.
Conclusion. There is an imbalance in the system of pro- and anti-inflammatory
cytokines in bullous keratopathy in the lacrimal fluid. Injection of autologous
mononuclear cells in the stroma of the cornea reduces the severity of the imbalance
of the local cytokine system compared to the course of pharmacotherapy.

Key words: bullous keratopathy, cellular technologies, autologous mononuclear
leukocytes, cytokines

For citation: Denisko M.S., ZhigalskayaT.A., Krivosheina O.l. Features of the local cytokine
profile of patients with bullous keratopathy by using personalized therapy with cellular
technologies. Acta biomedica scientifica. 2023; 8(1): 127-133. doi: 10.29413/ABS.2023-8.1.14
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PE3IOME

O6ocHosaHue. AkmusHoe passumue ogpmasnbMoxupypauu obycaosnusaem
ysesiudeHue Yucaa nayueHmos ¢ 3HOomenuaabHo-3numesuaabHol oucmpodgueti
(33/41) pozosuypl, posib UUMOKUHOB 8 NnAMO2eHe3e Komopoul ocmaémcsa Hedocma-
MOYHO U3y4YeHHOU.

Ljens uccnedosanus: u3y4yume OUHAMUKY JIOKA/IbHO20 UUMOKUHO8020 Npogusis
npu 33/] po2osuypbl 8 yc/108UsAX NEPCOHUGUYUPOBAHHO20 JIeYeHUS C UCNO0J16308d-
HUeM CycneH3uu aymoJsio2uYHbiX MOHOHYK/1edpo8 Kposu.

Mamepuan u memodesl. ChopmuposaHo dse 2pynnel 60s1bHbIX € I3/] po2osuybi:
ocHo8Has (30 yenosek, 30 2n1a3), nosy4duswWAs UHMPACMpPOMasbHoe 8gedeHue
CyCneH3uu aymoJsio2uyHbIX MOHOHYK/1eapos Kposu, U cpasHeHus (28 yenogek,
28 2n1as), nonyquswasa Kypc ggapmakomepanuu. B cnésHol xuokocmu (CX)
60/1bHO020 2/1a3a onpedesnsanu yposeHb UHMepnelkuHos (IL) - IL-10, IL-4, IL-6, IL-1,
mpaHcgopmupyrowezo pakmopa pocma 6ema-2 (TGF-f32, transforming growth
factor 32), pakmopa Hekpoza onyxonu ansepa (TNF-a, tumor necrosis factor a)
MemoOoM UMMYHOepMeHMHO20 AHAIU3A.

Pe3synemamel. Y scex nayueHmos 0o siedeHus 8 CXK sbifgnieHo nosviweHue IL-1[3
83,3 pa3a, IL-6 - 84,2 paza, TNF-a -8 2,0 pa3za (p < 0,05); ysenuydeHue ypogHeli IL-4,
IL-10 u TGF-B2 8 1,1 pa3a (p > 0,05). B ocHosHoU 2pynne nocsie ieyeHUs ommeye-
Ho cHuxeHue IL-18 8 2,0 pasa, IL-6 — 8 2,1 paza u TNF-a - 8 1,8 pasa; nosbiwieHue
IL-10 8 1,5 pa3za, IL-4 - 8 1,9 pa3a, TGF-B2 - & 1,4 paza (p < 0,05), coxpaHsaouweecs
8 meyeHue 12 mec. B epynne cpasHeHUs ommMedeHO KpamKOCPOYHOe CHUXEHUE
IL-18 8 1,7 pa3a, IL-6 u TNF-a — 8 1,2 pa3a; ysenuueHue yposHel IL-10, IL-4, TGF-32
8 1,2 pasa (p < 0,05), kKomopesle 3amem 00CMu2/1U NEPBOHAYASTbHbIX 3HAYEHUU.
3aknioyeHue. BoiseneH ducbanaHc 8 CXK 8 cucmeme npo- U Npomueosocnasniu-
mesibHbIX YumMOoKUHOo8 npu 33/] po2osuyel. IHmpacmpomasneHoe 8gedeHue aymo-
J1I02UYHbIX MOHOHYKJ1epO8 YMeHblWdem 8blpdXeHHOCMb 0UCOaIaHca J10KanbHOU
YUMOKUHOB0U cucmeMbl N0 CpABHEHUIO C KypcoMm hapmakomepanuu.

Knroyesble cnnosa: s3HoomesuanbHo-3numesudsibHas oucmpogus po2osuubl, Kie-
MOYHble MexHOJI02UU, dymoJI02UYHble MOHOHYKIeapHbie 1elikoyumel, YUMOKUHbI

Ana uutupoBaHua: JeHncko M.C., Kuranbckaa T.A., KpusowewnHa O.U. JuHamunKa
NOKaNbHOMo LUTOKMHOBOIO NPOGUIA Npu SHAOTENNANbHO-INUTENNANbHON ANCTPOPUN
poroBuLbl Ha $pOHe NepcoOHNPULMPOBAHHONM TEPANUK C UCMONb30BAHMEM KNETOUHbIX
TexHonorun. Acta biomedica scientifica. 2023; 8(1): 127-133. doi: 10.29413/ABS.2023-8.1.14
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RELEVANCE

Bullous keratopathy or endothelial-epithelial dystro-
phy of the cornea is a progressive disease of the cornea, the
main manifestation of which is a chronic corneal edema and
a pain syndrome. According to modern concepts [1-3], the
pathogenesis is based on a decrease in the density of en-
dothelial cells of the cornea, the cause of which may be in-
jury, previous surgery or ocular inflammatory diseases.
These changes lead to an increase in the permeability
of the endothelial layer of the cornea, followed by hydra-
tion of the corneal stroma and keratocyte dystrophy [4, 5].
More and more data on the role of cytokines in the patho-
genesis of bullous keratopathy have appeared in recent sci-
entific publications [6-8]. However, these facts are current-
ly fragmented, which makes it necessary to study in detail
the local cytokine status in bullous keratopathy and devel-
op new methods of treating this pathology of the cornea
using cellular technologies.

THE AIM

To study the dynamics of the local cytokine profile
in bullous keratopathy by using personalized treatment
with suspension of autologous blood mononuclears.

MATERIAL AND METHODS

The presented clinical study was carried out at the Oph-
thalmology Clinic and the Central Research Laborato-
ry of Siberian State Medical University (Tomsk). 58 pa-
tients with an established diagnosis of bullous keratop-
athy were under observation. The study was conducted
in two stages. At the stage | of the study, the cytokine pro-
file of the lacrimal fluid was studied in patients with bullous
keratopathy. At the stage Il the developed method of sur-
gical treatment of bullous keratopathy using cellular tech-
nologies was tested in clinical practice and its effectiveness
was assessed in comparison with pharmacotherapy. The ap-
proval of the clinical study was carried out by the local eth-
ics committee of the Siberian State Medical University (reg-
istration number No. 5598, dated 06.11.2017). All patients
signed a voluntary informed consent before the treatment.

The inclusion criteria: established diagnosis of bullous
stage of bullous keratopathy (according to the classification
of V.V. Volkov, M.M. Dronov, 1978), age from 18 to 85 years
old. The exclusion criteria: general somatic diseases in the de-
compensation stage, mentalillnesses, age under 18 years old,
acute and chronic ocular inflammatory diseases in the ex-
acerbation stage, monophthalm, pregnancy and lactation.

To study the local cytokine profile in bullous keratop-
athy in patients (58 patients, 58 eyes), the lacrimal fluid
was taken from the inferior conjunctival fornix of the sore
eye at the stage | of the clinical study. An automatic pipette
was used to collect biological material. The lacrimal flu-
id was taken within 10 minutes from an inferior conjuncti-
val fornix without prior stimulation. To study the samples

obtained by enzyme immunoassay (ELISA), the following
types of cytokines were selected: interleukins (IL) - IL-4,
IL-10, IL-1B, IL-6, tumor necrosis factor a (TNF-a), transform-
ing growth factor 32 (TGF-f32). Cytokine content was deter-
mined according to the attached instructions to the test
systems: IL-10, IL-1(3, IL-4, IL-6, TNF-a — Vector Best (Russia),
TGF-B2 - Bender MedSystems (Austria). The ELISA results
were recorded on a Uniplan vertical photometer (Russia)
at a wavelength of 450 nm.

For the stage Il of the clinical study, all patients (58 peo-
ple), depending on the planned treatment, were divided
into two groups: the main group and the comparison group.
The main group of patients (30 people, 30 eyes) received per-
sonalized surgical treatment of bullous keratopathy by cre-
ating a local detachment of the Descemet’s membrane due
to theinjection of sterile air into the posterior third of the cor-
nea, followed by the injection of 0.3-0.4 ml of freshly isolat-
ed suspension of autologous mononuclear blood leukocytes
into the area of the detached Descemet’s membrane (patent
No. 2674237 dated 05.12.2018). The surgical manipulation
was performed once. In the postoperative period, patients
received instillations of 0.3% solution of tobramycin 4 times
a day for 7 days in order to prevent secondary infection.

Patients of the comparison group (28 people, 28 eyes)
received a course of pharmacotherapy, including subcon-
junctival injections of 0.01% solution of riboflavin 1 time
aday, instillations of 0.01% aqueous solution of vitamin B2,
5% dexapanthenol gel 4 times a day for 14 days.

The lacrimal fluid sampling from the conjunctival cav-
ity of the sore eye in patients of both groups was carried
out in the described way on the 3rd, 10th day from the on-
set of the treatment, as well as 1, 3, 6, 9 and 12 months after
the treatment. The obtained lacrimal fluid samples were frozen
at—20°C, which made it possible to use them for three months.

The total duration of the study was 12 months.

Statistical processing of the results was carried out using
the Statistica 13.3 program (StatSoft Inc., USA). After testing
for normality of distribution using the Kolmogorov-Smirnov
test the differences of dependent variables within the group
were assessed using Wilcoxon'’s t-test, and the differences
between the groups were assessed using Mann - Whitney
U test. The results of this work are presented in the form
M + m, where M is the sample mean, m is the error
of the mean. Differences in indicators were considered sta-
tistically significant at the level of p < 0.05.

RESULTS

The genderand age distribution of patients was as follows.
The main group included 30 patients, including 28 women
and 2 men with an average age of 79.4 years, and in the com-
parison group - 28 people, including 27 women and 1 man
(p > 0.05) with an average age of 77.7 years (p > 0.05).

According to the results of the study of the local cy-
tokine profile in patients with bullous keratopathy, an in-
crease in the content of proinflammatory cytokines (IL-18,
IL-6, TNF-a) was detected in the samples of the the lacrimal
fluid before the treatment. Thus, the baseline of IL-1R8 in both
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groups was increased by 3.3 times compared to the normal
value (p < 0.05) [9], the level of IL-6 in both groups was in-
creased by 4.2 times (p < 0.05) [10], the TNF-a index in both
groups was 2.0 times higher than the normal value (p < 0.05)
[11](Tables 1, 2). There were no statistically significant differ-
ences in the indicators of these cytokines in patients of the
main group and the comparison group before the treatment
(p>0.05) (Tables 1, 2).

The baseline level (before treatment) of IL-10, IL-4,
TGF-B2 in the lacrimal fluid of the sore eye in all patients
before the treatment was 1.1 times higher than the normal
value [10, 12, 13], which, however, was not statistically sig-
nificant (p > 0.05) (Tables 1, 2).

According to the results of the stage Il of the study,
on the 3rd day from the onset of the treatment, patients

TABLE 1

of both groups showed a slight, not statistically significant,
decrease in the level of IL-18 in the samples of the lacrimal
fluid of the sore eye compared with the baseline (p > 0.05)
(Tables 1, 2). On the 10th day after treatment with a new
surgical method with using cellular technologies in patients
of the main group, the level of this cytokine in the lacrimal flu-
id of the sore eye decreased by 1.7 times (p < 0.05) from the
baseline (Table 1), while in patients of the comparison group
who received conservative treatment - by 1.3 times (p < 0.05)
(Table 2). 1 month afterintrastromal injection of a suspension
of autologous blood mononuclears the maximum decrease
inthe level of IL-1B in the lacrimal fluid in patients of the main
group during the entire observation period was 2.0 times
compared with the baseline (p < 0.05) (Table 1), in patients
of the comparison group — by 1.7 times from the baseline

THE DYNAMICS OF CYTOKINE LEVEL IN LACRIMAL FLUID IN PATIENTS OF THE MAIN GROUP

BEFORE AND AFTER THE TREATMENT, PG/ML (M + m)

Cytokines
Follow-up period
IL-18 IL-6 TNF-a IL-4 IL-10 TGF-f2

Standard 182+3.5 1253+ 11.7 2526111 26374 1424 +5.0 168.5+25.3
Before the treatment 59.3+9.5 523.6+16.8 497.6 +20.5 29.8+2.7 156.4+3.3 1844 +8.3
3rd day 56.4 + 7.8*% 420.3 + 18.6* 354.8 + 28.8* 69.4 + 4.8*% 2754 +5.2% 207.6+8.9
10th day 342 +5.2% 336.8 + 24.6* 3204 +23.7* 454 + 3.8* 294.3 + 5.6* 2058+ 11.2
Tm 29.8 +3.3* 305.4 + 23.3*% 294.8 + 19.2* 424 +1.6% 286.9 + 4.4* 258.1+16.1*
3m 334 +4.9* 2543 +24.7* 284.3 + 18.94* 39.5 +1.4* 296.3 + 3.7* 2454 +14.7*
6m 325+ 3.7% 246.8 + 25.3* 2753 +17.5% 404 +1.5*% 2448 + 4.0% 179579
9m 346 +3.8*% 236.7 +23.8* 279.6 + 15.9* 447 +1.4* 232.1+2.2*% 180.3+84
12m 349+ 3.1* 243.8 £ 21.3* 2784 +13.3* 432 +1.3*% 2303+ 1.8* 1824 +8.9

Note. *—the level of statistical significance of the differences compared to the baseline (p < 0.05).

TABLE 2

THE DYNAMICS OF CYTOKINE LEVEL IN LACRIMAL FLUID IN PATIENTS OF THE COMPARISON GROUP

BEFORE AND AFTER THE TREATMENT PG/ML (M £ m)

Cytokines
Follow-up period
IL-18 IL-6 TNF-a IL-4 IL-10 TGF-B2

Standard 18.2+3.5 1253 +11.7 252.6+11.1 26374 1424 +5.0 168.5+25.3
Before the treatment 584+79 519.6+12.2 502.4+10.5 30.2+,3.0 1584 +4.3 179.7 + 6.1
3rd day 572x7.1 495.7 £10.1* 4823 +12.0 33.5+34 1625143 189.3+9.0
10th day 453 +6.7* 4785+ 8.0 4353 +17.7% 356 +3.7*% 189.4 + 6.8*% 1954 +9.6
Tm 356 +6.1* 450.6 + 13.5% 4728+ 184 31.3+33 1624+ 5.1 215.3 + 8.5%
3m 39.7 +4.9% 4875+ 17.6 4853+ 159 27.8+2.8 1543 +54 188376
6m 493 +£4.7* 501.7+134 4923 +10.2 269+27 157.5+6.5 175.2+8.9
9m 534+45 510.7+11.2 4896+ 7.4 27.5+3.0 156.1+£5.6 1728+9.4
12m 547 +5.9 517.7£10.4 4853+73 26423 1498 +59 184.3+8.2

Note. * —the level of statistical significance of the differences compared to the baseline (p < 0.05).
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(p <0.05) (Table 2). In 3 months the level of IL-18 in the lacri-
mal fluid of the sore eye in the patients of the main group in-
creased slightly to 33.4 pg/ml (p > 0.05), but subsequently re-
mained stable throughout the follow-up (Table 1). The level
of this cytokine in the lacrimal fluid of the sore eye in patients
of the comparison group gradually increased during obser-
vation and reached the baseline before treatment 12 months
after the course of pharmacotherapy (Table 2).

On the 3rd day after the presented surgical treat-
ment the level of IL-6 in the lacrimal fluid of the sore eye
in the main group of patients decreased by 1.3 times com-
pared to the baseline (p < 0.05) (Table 1), while in pa-
tients of the comparison group this indicator decreased
by 1.1 times (p > 0.05) (Table 2). T month after the treat-
ment the level of this cytokine in the main group de-
creased by 1.7 times from the baseline (p < 0.05) (Table. 1),
in the comparison group —only 1.2 times (p < 0.05) (Table 2).
3 months after intrastromal injection of a suspension of au-
tologous blood mononuclears the content of IL-6 in the lac-
rimal fluid of the sore eye in patients of the main group de-
creased by 2.1 times (p < 0.05) from the baseline, and sub-
sequently its stabilization was noted throughout the entire
follow-up period (Table 1). The level of this cytokine in pa-
tients of the comparison group began to gradually increase
3 months after the course of pharmacotherapy and reached
the baseline after 12 months (Table 2).

The level of TNF-a in the lacrimal fluid of the sore eye
in patients of the main group on the 3rd day after the injec-
tion of a suspension of autologous blood mononuclears into
the stroma of the cornea decreased by 1.4 times (p < 0.05)
from the baseline (Table. 1), while in the comparison group
against the background of conservative treatment — only
1.1 times (p > 0.05) (Table 2). The TNF-a level in patients
of the main group decreased 1.6 times from the baseline
on the 10th day after the onset of the treatment (p < 0.05)
(Table 1), in the comparison group - by 1.2 times (p < 0.05)
(Table 2). The level of TNF-a in the lacrimal fluid in the main
group continued to decrease during further follow-up
and reached the minimum value by the 6th month of follow-
up (Table 1).In the comparison group, on the contrary, a grad-
ual increase in the content of this cytokine was noted (Table 2).

The content of IL-4 in the lacrimal fluid in patients
of the main group with bullous keratopathy on the 3rd day
after the described surgical treatment increased 2.3 times
(p < 0.05) from the baseline (Table 1), while in pa-
tients of the comparison group who received conserva-
tive treatment it was only 1.1 times (p > 0.05) (Table 2).
On the 10th day after intrastromal injection of a suspension
of autologous mononuclears in patients of the main group
the level of the studied cytokine exceeded the baseline
by 1.5 times (p < 0.05) (Table 1), in patients of the compar-
ison group — by 1.2 times (p < 0.05) (Table 2). T month after
treatment the content of IL-4 in the lacrimal fluid of the sore
eye in patients of the main group exceeded the baseline
by 1.4 times (p < 0.05). At the same time, this indicator re-
mained relatively stable throughout the entire follow-up
period (12 months) (Table 1). 1 month after the course
of pharmacotherapy the content of IL-4 in the lacrimal
fluid of the sore eye in patients of the comparison group
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did not significantly differ from that before the treatment,
and subsequently, its gradual decrease was observed with-
in 12 months (Table 2).

The level of IL-10 in the lacrimal fluid of the sore eye in pa-
tients of the main group on the 3rd day after the injection
of a suspension of autologous mononuclears into the stro-
ma of the cornea increased by 1.7 times from the baseline
(p<0.05) (Table 1). There was no statistically significant change
in this cytokine in patients of the comparison group (Table 2).
On the 10th day after surgical treatment with using cellular
technologies the level of IL-10 in the lacrimal fluid in patients
of the main group increased by 1.8 times from the baseline
(p < 0.05) (Table 1), in the comparison group — by 1.2 times
(p < 0.05) (Table 2). After 1 month after surgical treatment
the level of this cytokine in the lacrimal fluid of the sore eye
in patients of the main group exceeded the baseline by 1.7
times (p < 0.05), and after 3 months — by 1.9 times (p < 0.05).
Stabilization of the level of IL-10in the lacrimal fluid of the sore
eye was revealed during further follow-up (up to 12 months)
after a slight, non-statistically significant decrease (p > 0.05)
compared with the indicator after 6 months (Table 1). 10 days
after the onset of pharmacotherapy a statistically signifi-
cant increase (1.2 times; p < 0.05) in the level of this cytokine
in the lacrimal fluid of the sore eye in the comparison group
was noted, and by the end of observation (12 months) its con-
tent in the lacrimal fluid corresponded to that before treat-
ment (Table 2).

The level of TGF-32 in the lacrimal fluid of the sore eye
on the 3rd day after treatment in patients of both groups
increased only 1.1 times from the baseline (Tables 1, 2),
which is not statistically significant (p > 0.05). This tenden-
cy persisted in both groups (Tables 1, 2) on the 10th day af-
ter treatment. After 1 month the level of TGF-B2 in the lac-
rimal fluid of the sore eye in patients of the main group in-
creased by 1.4 times (p < 0.05) from the baseline (Table 1),
in the comparison group - by 1.2 times (p < 0.05) (Table 2).
Further follow-up revealed a gradual decrease in the le-
vel of TGF-B2 in both groups, which reached the baseline
by 12 months after the treatment (Tables 1, 2).

DISCUSSION

The analysis of the obtained results allows to de-
tect a statistically significant increase in the lacrimal flu-
id of the sore eye of proinflammatory cytokines IL-18,
IL-6, TNF-a in all patients with bullous keratopathy before
the treatment, which indicates a significant role of inflamma-
tion in the pathogenesis of this disease. Thus, IL-1B is a cy-
tokine that induces inflammation at the local level and in-
creases the chemotaxis of effector cells to the pathological
focus [14]. IL-6 also contributes to the activation of inflam-
mation against the background of a decrease in the control
function of excessive inflammatory response [15], and TNF-a
is one of the most significant proinflammatory cytokines
and participates in the pathogenesis of many immuno-in-
flammatory diseases. TNF-a increases the functional activi-
ty of leukocytes and macrophages, enhancing phagocyto-
sis and cytokine synthesis [15].



At the same time, a slight increase in the content of cy-
tokines such as IL-10 and -4, TGF-f32, which is not statisti-
cally significant (p > 0.05), was detected in the lacrimal flu-
id of the sore eye in all patients with bullous keratopathy
before the treatment. These biologically active substanc-
es are multifunctional cytokines that regulate a large num-
ber of biological processes, such as migration, proliferation
and apoptosis of various types of cells, and have anti-inflam-
matory and immunosuppressive effects [14, 15, 16]. The fea-
tures of the local cytokine profile revealed during the study
in bullous keratopathy indicate the presence of animbalance
in the system of pro- and anti-inflammatory cytokines, the se-
verity of which to a certain extent may determine the sever-
ity of the course of dystrophic lesions of the cornea.

According to the results of the stage Il of the study,
the injection of a suspension of autologous blood mono-
nuclears into the stroma of the cornea during bullous ker-
atopathy as a source of cytokines contributes to the gradu-
al restoration (within three months) of the level of the stud-
ied cytokines in the lacrimal fluid of the sore eye, reducing
the existing imbalance. This, in turn, provides relief of in-
flammation with stabilization of the pathological process
in the dystrophically altered cornea.

The course of conservative treatment carried out in pa-
tients of the comparison group, according to the data
obtained, provides only a short-term reduction (within
1 month) of the imbalance in the local cytokine system
in bullous keratopathy with subsequent regression.

CONCLUSIONS

There is an imbalance in the system of pro- and anti-in-
flammatory cytokines in the pathogenesis of bullous kera-
topathy. And this imbalance to a certain extent determines
the severity of the disease.

The new personalized surgical method of treatment
of bullous keratopathy with using cellular technologies al-
lows to reduce the severity of the imbalance of the local
cytokine system in comparison with the course of phar-
macotherapy, ensuring the stabilization of the patholog-
ical process.
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ABSTRACT

Blepharoptosis is an abnormally low position of the upper eyelid in relation to the eye-
ball due to its omission. The method of surgical treatment of blepharoptosis depends
on the function of the levator.

Theaim. Toanalyzetheresults of surgical treatment of partial blepharoptosis of vari-
ous etiology by the dosed muscle-conjunctival resection of the upper eyelid cartilage.
Material and methods. We operated 78 patients (82 eyes) with blepharoptosis.
Among them with congenital blepharoptosis — 34 people (36 eyes), with acquired -
44 (46 eyes). The patients’ age was from 6 to 82 years.

Inclusion criteria: the function of the upper eyelid levator — more than 5 mm, the width
of the palpebral fissure — 3 mm or more.

The patients underwent a dosed muscle-conjunctival resection of the upper eyelid
cartilage in the period from 2018 to 2021. The follow-up period ranged from 2 months
to 2 years.

Results. Elimination of blepharoptosis was achieved in all patients. With congenital
blepharoptosis, a good result was obtained in 33 people (91.7 %), satisfactory —
in three patients (8.3 %), which was associated with the asymmetry of the palpebral
fissure, for the correction of which these patients underwent additional intervention.
In patients with acquired ptosis of the upper eyelid, a good result was achieved
in 91.3 % of cases (42 eyes). One patient underwent repeated surgery due to hypocor-
rection and asymmetry of the palpebral fissure width after the first surgery.

In all patients, the result remained stable throughout the observation period.
Conclusion. The use ofthe method of dosed muscle-conjunctival resection of the up-
per eyelid cartilage in patients with partial ptosis of the upper eyelid and intact
levator function made it possible to obtain a good cosmetic and functional result:
with congenital blepharoptosis — in 91.7 % of cases, acquired ptosis of the upper
eyelid — in 91.3 % patients.

Key words: upper eyelid ptosis, cartilage resection, blepharoptosis, upper eyelid
levator function

For citation: Bikbov M.M,, Ishbulatov R.Sh., Lukyanova E.E. Results of surgical treatment
of ptosis of the upper eyelid by the dosed muscle-conjunctival resection of the upper
cartilage. Acta biomedica scientifica. 2023; 8(1): 134-139. doi: 10.29413/ABS.2023-8.1.15
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PE3IOME

bnepaponmos — aHomManbHO HU3KOe NOJIoXeHUe BepXHe20 8eKA NO OMHOWEeHUI0
K 2n1a3HoMy 610Ky 8criedcmaue e2o onyweHus. Memoo xupypaudyecko20 neyeHus
6rnechaponmo3sa 3asucum om ¢yHKYuU 1egamopad.

Ljenb uccnedosarnusn: aHanus pesysnbmamos xupyp2udeckozo jedeHus 4acmuy-
HO20 b1e¢haponmo3sa paznuyHol 3muosio2uu Memoodom 003UpPOBAHHOU MbILLEYHO-
KOHBIOHKMUBAIbHOU pe3ekyuu XpAwa 8epxXHe20 8eKd.

Mamepuan u memoosl. [lpoonepuposaHo 78 nayueHmos (82 2n1asa). BpoxoéH-
HbIl 61e¢haponmo3s 6611y 34 Yenosek (36 211a3), npuobpemérHbil — y 44 (46 2nas).
Bospacm nayueHmos — om 6 do 82 nem. Kpumepuu 8ktoueHUsA: yHKYUA esd-
mopa 8epxHez0 8eka 6osiee 5 MM, WUpUHA 21as3Hou wesu 3 MM u 6osee.
lMayueHmam nposedeHa 003UPOBAHHAA MbILUEYHO-KOHBIOHKMUBA/IbHASA pe3ekyus
XpAwa sepxHe20 8exka 8 nepuod ¢ 20180 2021 2. Cpok HabirodeHUs —om 2 Mecayes
0o 2 nem.

Pe3ynemamel. Y 8cex nayueHmo8 0ocmuzHymo ycmpaxeHue 6aegpaponmosa.
Mpu 8pox0éHHom brepaponmose xopowuti pe3ysibmam 6bi1 NosyyeH 8 33 ciyyasx
(91,7 %), ydoosnemegopumesnbHsil —y mpéx nayueHmos (8,3 %), ymo bbis10 c8A3AHO
cacummempueli enazHou wesnu, 0715 Koppekyuu KomopoUti 0aHHbIM 60s1bHbIM NPO-
8edeHo 00NOJTHUMe IbHOe 8MewdmesibCmao.

Y nayueHmos c npuobpeméHHeim 6r1echaponmo3om xopowuli pe3ysibmam 0ocmue-
Hym 8 91,3 % cnyqaes (42 enasa). OOHOMY 60/1bHOMY Npo8edeHO NOBMOPHOe
Xupypaudeckoe sMewamesibCMeo 8csedcmaue 2unOKoppeKyuU U acuMmmempuu
WUpUHbI 211aG3HOU Wesu.

Y scex nayueHmos pe3ysibmam ocmasasnca cmabusibHbIM Ha NPOMSXXeHUU 8Ce20
CpOKAd Habto0eHUus.

3aknioyeHue. lpumeHeHUe 003UPOBAHHOU MblUEYHO-KOHBIOHKMUBAIbHOU
pe3ekyuu Xpauja 8epxHe20 8eKd y NayueHmos ¢ 4HacmuyHbIM NMO30M 8epXHe20
8eKa u coxpaHHouU ¢pyHkyuel s1eeamopa no3eosiusio NOYHUMb Xopowuli Kocme-
muyeckull U (hyHKYUOHAbHbIU pe3yibmam: npu 8pox0EHHOM bepaponmo3se —
8 91,7 % cny4aes, npuobpeméHHom — 8 91,3 %.

Knroueasbie cnosa: nmos sepxHez0 8eKa, pe3ekyus xpAawd, 6egpaponmos, pyHk-
yus 1eeamopa eepxHezo 8eKa

Ona yntnposanua: brik6os M.M., Mwbynatos P.LL., JlykbsiHoBa E.D. Pe3ynbratbl Xupypru-
4eCKoro fieyeHA NTo3a BEPXHEro BeKa MEeTOAO0M A03UPOBaHHOW MbILLEYHO-KOHbIOHKTY-
Ba/IbHOW pe3eKLmm Xpslla BepxHero Beka. Acta biomedica scientifica. 2023; 8(1): 134-139.
doi: 10.29413/ABS.2023-8.1.15
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RELEVANCE

Ptosis of the upper eyelid (blepharoptosis) is an ab-
normal drooping of the upper eyelid due to insufficient
function of the muscle that raises the upper eyelid (leva-
tor) [1]. Blepharoptosis is one of the most common con-
genital ophthalmopathologies. Drooping of the upper eye-
lid is not only a significant cosmetic defect, but can also
be the cause of such serious conditions as obscuration am-
blyopia, strabismus, binocular vision disorder, postural dis-
order, abnormal head posture [2-4].

During the treatment of ptosis of the upper eyelid, con-
servative methods practically do not give any results. Sur-
gical treatment of blepharoptosis is the most effective [5,
6]. The choice of the method of surgical treatment of pto-
sis of the upper eyelid depends on the function of the le-
vator. Resection of the muscle that raises the upper eye-
lid is performed if the function of the muscle is reduced,
but intact, a suspension-type surgery is performed in case
of its absence.

Currently, the literature describes many meth-
ods of surgical treatment of ptosis of the upper eyelid,
such as transcutaneous resection of the muscle lifting
the upper eyelid, shortening of the levator by perform-
ing reduplication, suspension of the muscle lifting the
upper eyelid to the frontal muscle using various materi-
als for suspension [7, 8]. In particular, a group of authors
proposed a method of surgical treatment of blepharop-
tosis consisting of dosed muscle-conjunctival resection
of the upper eyelid cartilage [1, 9-11]. Despite the devel-
opment of numerous methods and types of surgery aimed
at correcting the upper eyelid drooping, none of the meth-
ods can completely solve the problem of this condition.
In this regard, it seems appropriate to evaluate the results
of surgical treatment of partial blepharoptosis of various
etiology by this method.

THE AIM OF THE STUDY

To analyze the results of surgical treatment of partial
blepharoptosis of various etiology by the dosed muscle-
conjunctival resection of the upper eyelid cartilage.

MATERIAL AND METHODS

78 patients (82 eyes) with the upper eyelid ptosis
of various etiology were operated: among them with con-
genital blepharoptosis — 34 people (36 eyes), with ac-
quired — 44 people (46 eyes). 74 patients had unilater-
al upper eyelid ptosis, 4 patients — bilateral. 23 patients
(23 eyes) had mild blepharoptosis, 55 people (59 eyes) —
moderate [12]. According to the degree of the upper
eyelid drooping, the groups of patients with congenital
and acquired ptosis were comparable. The patients’ age
was from 6 to 82 years.

Inclusion criteria: the function of the upper eye-
lid levator — more than 5 mm, the width of the palpe-

bral fissure — 3 mm or more. Exclusion criteria: the func-
tion of the upper eyelid levator - 5 mm or less, the width
of the palpebral fissure - less than 3 mm, inflammatory
eye conditions.

The patients underwent a standard preoperative
ophthalmological examination, including visometry,
biomicroscopy, ophthalmoscopy, tonometry, keratom-
etry and refractometry. The width of the palpebral fis-
sure, the height of the upper eyelid relative to the pu-
pil, the function of the upper eyelid levator were also de-
termined; MRD1 (marginal reflex distance 1) was evalu-
ated, the presence or absence of the Bell's phenomenon
(deviation of the eyeballs upward when closing the eye-
lids) was determined. The amplitude of the upper eye-
lid movement was measured in millimeters, when look-
ing up or down as much as possible, with and without
the frontal muscle fixation by a linear method in order
to determine the function of the muscle that raises the up-
per eyelid. Surgical treatment of the patients was carried
out in the period from 2018 to 2021. The follow-up period
ranged from 2 months to 2 years.

Elimination of blepharoptosis was carried out
by the method of the dosed muscle-conjunctival resec-
tion of the upper eyelid cartilage. Dosing was carried out
depending on the function of the levator and the level
of the upper eyelid margin in relation to the limbus.

The surgery technique. The upper eyelid is turned out,
the level of resection of the cartilage of the upper eyelid car-
tilage is marked. The cartilage forceps is applied. The con-
junctiva, cartilage of the upper eyelid, levator, Miiller's mus-
cle from the temporal part to the nasal part and in the op-
posite direction is stitched with Vicryl 6/0 U-shaped sutures.
The ends of the suture are displayed on the skin of the tem-
poral area. The distance from the sutures to the forceps
shall not be more than T mm. The tissues of the upper eye-
lid (conjunctiva, upper eyelid cartilage, upper eyelid lif-
ting muscle, Miller's muscle), fixed between the branches
of the forceps, are excised according to the marking. A con-
tinuous Vicryl 6/0 suture is applied to the resected margin
of the cartilage.

In the postoperative period, patients underwent anti-
bacterial, anti-inflammatory treatment, ointment kerato-
protectors were used to prevent the development of ker-
atopathy.

The effectiveness of the surgical treatment in the post-
operative period was assessed by the level of the upper eye-
lid margin in relation to the pupil. With unilateral ptosis,
the result was considered good if the width of the palpebral
fissure became symmetrical, and satisfactory — with a dif-
ference in the width of the palpebral fissure up to 1.0-
1.5 mm. In bilateral blepharoptosis, the result was good
when the position of the upper eyelid was at the level
of the upper limbus or above the upper margin of the pu-
pil, and the width of the palpebral fissure in both eyes
was symmetrical. The result was considered satisfactory
if the upper eyelid was located at the level of the upper
margin of the pupil.

Statistical processing of the analyzed data was per-
formed using the Statistica program, version 8.0 (Stat-
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TABLE 1

ASSESSMENT OF THE FUNCTION OF THE LEVATOR OF THE UPPER EYELID BEFORE AND AT DIFFERENT TIMES

AFTER SURGERY (MRD1)
MRD1 (1 mm) Upper eyelid excursion (mm)
After treatment After treatment
Before Before
treatment treatment
Tm 6m 12m Tm 6m 12m

Congenital (n = 36) 1.8+£0.7 49+ 0.9*% 4.8 +0.7* 49+0.8% 8,1+1,2 143 + 1.4*% 142 +1.2*% 144 +£1.1*
Acquired (n = 46) 1.2+£0.8 46 +0.7% 45+ 0.8* 4.4 +0.7% 7.2+0.9 14.0 + 1.0* 14.1 £ 0.9* 140+ 1.2*

Note. n—the number of eyes; * — p < 0.05 compared to the indicators before treatment.

Soft Inc., USA). The result was considered statistical-
ly significant when the probability of the type 1 error
was p < 0.05.

RESULTS AND DISCUSSION

As aresult of surgical treatment, elimination of blepha-
roptosis was achieved in all patients. In the early postop-
erative period, in 82.9 % of cases (68 eyes), lagophthal-
mos within 1-2 mm was noted, which was stopped with-
in 1-2 months. The folds of the upper eyelids were pro-
nounced and symmetrical.

Good result was achieved in 33 people (91.7 %) after
surgical correction of congenital ptosis of the upper eye-
lid. In all cases, an increase in MRD1 indicators was not-
ed in the postoperative period — on average up to 4.9 mm
ayear after surgery (Table 1). The width of the palpebral fis-
sure increased to 10-12 mm, symmetrically to the healthy
eye, the upper eyelid excursion improved to 14.3 mm
(on average by 4-6 mm). The result was satisfactory
in 3 (8.3 %) patients, which was due to the asymmetry
of the palpebral fissure in comparison with the healthy eye.
These patients underwent additional intervention to elim-
inate the asymmetry of the palpebral fissures in the late
postoperative period.

A good result was achieved in 91.3 % of cases
(42 eyes), satisfactory — in 8.7 % in the group of patients
with acquired ptosis of the upper eyelid. MRD1 increased
to an average of 4.4 mm after 12 months. The excursion
of the upper eyelid was 14.0 mm, the width of the palpe-
bral fissure increased to 11-12 mm and was the healthy
eye. One patient was diagnosed with keratopathy due
to a violation of compliance and non-compliance with
the postoperative regime, which was stopped after
a course of conservative therapy. One patient under-
went repeated surgical intervention due to hypocorrec-
tion and asymmetry of the width of the palpebral fissure
after the first surgery.
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In both groups, there was an increase in levator func-
tion, anincrease in the upper eyelid excursion to an average
of 144+ 1.1 mm in patients with congenital ptosis of the up-
per eyelid and up to 14.0 = 1.2 mm in the group of patients
with acquired blepharoptosis, the width of the palpebral fis-
sure was symmetrical and amounted to 10-12 mm.

In all patients, the result remained stable throughout
the observation period.

Performing dosed muscle-conjunctival resection
of the upper eyelid cartilage in patients with partial upper
eyelid ptosis and upper eyelid levator function of more
than 5 mm allowed us to obtain a good postoperative result.
This method is unlikely to be applied in patients with sharp-
ly reduced or absent function of the muscle that raises
the upper eyelid, since this will not lead to the target re-
sult. When choosing a method of surgical treatment of pa-
tients with blepharoptosis, it is necessary to use a differen-
tiated approach, and the assessment of levator function
should be an integral part in the examination of patients
with blepharoptosis.

CONCLUSION

The use of the method of dosed muscle-conjunctival
resection of the upper eyelid cartilage in patients with par-
tial ptosis of the upper eyelid and intact levator function
made it possible to obtain a good functional and cos-
metic result in congenital and acquired blepharoptosis
in 91 % of cases.
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ABSTRACT

Background. Alexithymia is traditionally regarded as a factor which influ-
ences the development of psychosomatic diseases and contribute to a more severe
and prolonged course of somatic diseases. The high level of alexithymia indicates
the deficitin cognitive processes associated with awareness, exteriorization and regu-
lation of feelings and emotions. In recent years, a lot of research has been con-
ducted on the comorbidity of alexithymia and psychosomatic diseases in adults,
but there are very few studies in relation to children and adolescents.

The aim. Toanalyze psychosomatic diseases associated with the high level of alex-
ithymia; in adolescents, to study the correspondence of alexithymia and central
sensitization (CS) in adolescents with primary headaches (migraine and tension-type
headache).

Materials and methods. The diagnosis of headache was based on the criteria
for the International Classification of Headache, 3rd edition. The study group included
84 adolescents, average age — 14 [13; 16] (51 females, 33 males). CS was assessed
using the Russian version of “Central Sensitization Inventory” (2020) for adolescents.
Alexithymia was assessed using the Russian version of "Alexithymia questionnaire
for children” (2019). Headache intensity was measured using the Visual Analogue
Scale. There were also assessed the number of months and days per month with head-
aches; duration of night sleep; age of phrasal speech start.

Results and discussion. The results showed the direct correlation between levels
of alexithymia and central sensitization (S = 0.49; p = 0.00001), the number of days
with headaches per month and central sensitization severity (rS = 0.24; p = 0.027).
There was no significant correlation between alexithymia severity and headaches
duration (rS=0.06; p=0.5), no reliable results on the correspondence of alexithymia
severity, age of phrasal speech start and nocturnal sleep.

Conclusion. A high level of alexithymia is observed in adolescents with various
somatic diseases. Primary headaches are associated with a high level of alexithy-
mia and the severity of central sensitization. Pediatricians and neurologists should
be advised to assess the level of alexithymia and central sensitization in adolescents
with headaches.

Key words: alexithymia, adolescents, central sensitization, psychosomatics,
comorbidity, Central sensitization inventory, Alexithymia questionnaire for children,
primary headache

For citation: Gorobets E.A., Esin O.R. Alexithymia and psychosomatic diseases in adoles-
cents: Primary headaches. Acta biomedica scientifica. 2023; 8(1): 140-147. doi: 10.29413/
ABS.2023-8.1.16
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PE3IOME

Anekcumumus mpaduyuoHHO paccmampusaemcs Kak hakmop, npeodnosazaroujudi
pasgumue ncuxocomamuyeckux 3abosesaHudl, cnocobcmayrowjuti 6osee maxéno-
My meyeHuIo comamuyeckux 3abosiesaHull. Bblcokul yposeHb anekcumumuu cau-
Oemesibcmayem o Oepuyume KO2HUMUBHbIX NPOYECCO8, CBA3AHHbIX C OCO3HAHUEM,
3KCmepuopusayueul u pe2ynayuel 4yecma u smoyutl. HakonsieHo MHO20 OaHHbIX
8 0671aCMU KOMOPOUOHOCMU AJIeKCUMUMUU U NCUXOCOMAamu4eckux 3a6osesaHudi
y 83pOCJIbIX, HO NPU 3MOM HEA0CMAMOYHO UCC/1e008aHUll, NOCBAUEHHbLIX OemAm
U NOOPOCMKAM.

Ljens uccnedoeanus — aHaau3 NCUXOCOMamuyeckux 3a601e8aHull, c8A3bi8aeMbIX
C 8bICOKUM ypOBHEM asleKcumumuu y NOOPOCMKO8; U3y4YeHue Koppenayuu yposHs
asekcumumuu U YeHmpasabHoU CeHcumu3ayuu y No0poCMKO8 C Neps8uYyHbIMU
207108HbIMU 60/19MU (MU2PEHb U 207108HAS 60JIb HANPAXKEHUS).

Mamepuanel u Memoosl. [JuazHo3 20/108HOU 601U YCMAHABAUBAJICA HA OCHO-
s8aHuu Kpumepues Mex0OyHapoOHoU Knaccugpukayuu 20/108HoU 6ou 3-20 u30a-
Hus. [pynna uccnedosaHus: 84 noopocmka, cpedHuli sospacm — 14 [13; 16] nem
(51 desywika, 33 oHowWU). LleHmpaneHas ceHcumu3ayus oyeHU8anacs C NOMoWbio
pycckosazbiyHOU 8epcuu «ONpOoCHUKA yeHmMpasabHoU ceHcumusayuu» (Central
Sensitization Inventory). YpogeHs anekcumumuu 04eHU8asICa C NOMOU,bIO PYCCKOSA-
3bIYHOU 8epcuu «ONPOCHUKA anekcumumuu 0715 demeli» (Alexithymia Questionnaire
for Children). ’lhmeHcusHOoCmMb 20/108HOU 601U U3MEPANACL C NOMOWbIO Bu3y-
aznbHoU aHA02080U WKA/Ibl. Y4UmMbI8AIUCL MAKXe KoJIuYecmeso Mmecayes u OHel
8 MecAY € 207108HOU 60/1610; NPOOOSIKUMESTbHOCMb HOYHO20 CHA; 803pacm ¢hop-
MuposaHus ¢pazosol peyu.

Pe3ynbmamel u o6cyx«0eHue. Pe3yibmamsl NOKA3a/1u NPAMYIO KOPPENAYUOHHYIO
€8A3b MeX0y ypOBHeM aseKCumumuu U yeHmpasbHoU ceHcumusayuu (rS = 0,49;
p=0,00001), konuuyecmeom OHell C 20/108HbIMU GOMAMU 8 MECAY U 8bIpaKeHHOCMbIO
ueHmpaneHol ceHcumusauyuu (rS = 0,24; p = 0,027). CmamucmuyecKku 3Ha4umou
C8A3U MeX0y 8bIpAXXeHHOCMbIO asleKCUMUMUU, 071UMesIbHOCMbIO 20/108HbIX 6os1el,
debromom ¢ppazosoli pedu u NpoOo/IKUMESTbHOCMbIO HOYHO20 CHA He 8bis8J1eHO.
3aknroyeHue. Boicokuli yposeHb anekcumumuu Hab600aemcsa y noOpocmkos
C pas/IUYHBLIMU cOMamuyecKkumu 3abosnesaHusamu. [lepsuyHsie 20/108Hble 601U
CONPsIKeHbl C 8bICOKUM ypOBHEM aneKcumumMUuU U 8bIpaXXeHHOCMbIo UeHMpPaabHoU
ceHcumusayuu. Bpasam-neduampam u He8pos102am yes1ecoobpasHo peKoMmeHOo-
8aMb NPOBOOUMb OYEHKY YPOBHA a/leKCUMUMUU U YeHmpasabHOU ceHcumu3ayuu
Y NOOPOCMKOB C 20/108HbIMU OOIAMU.

Knioueesle cnoea: anekcumumus, nOOPOCMKU, UeHMpPAbHAs ceHCumMu3ayus,
ncuxocomamuka, Komop6uodHocms, ONpoCHUK YyeHmpaneHoU ceHcumu3ayuu,
OnpocHuk anekcumumuu 019 0emeli, nep8UYHAs 20/108HAs 60/1b

Ona untupoBaHus: lopobel E.A., EcuH O.P. AnekcuTtMmms 1 ncnxocomatmyeckue 3abo-
JIeBaHUsA y NOAPOCTKOB: NMepBUYHbIe rofoBHble 6onu. Acta biomedica scientifica. 2023; 8(1):
140-147.doi: 10.29413/ABS.2023-8.1.16
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INTRODUCTION

Functional somatic symptoms (i.e., symptoms without
a sufficient organic explanation) often manifest in childhood
and adolescence and are very characteristic for this period
of development. Their genesis is actively studied in mod-
ern literature. Alexithymia is considered one of the condi-
tions that provoke the development of such symptoms.
Thereis currently a sufficient number of studies on the correla-
tion between a high level of alexithymia and the development
of various psychosomatic diseases in adults. Specialists of dif-
ferent profiles describe the problemin an interdisciplinary way
and receive more and more evidence that the deficit of exteri-
orization (including verbal) of emotions, sensations and feel-
ings, which is observed at a high level of alexithymia, is asso-
ciated with a higher probability of development and severe
course of a variety of neurological, psychiatric, cardiovascular,
bronchopulmonary, endocrine, etc. diseases, which can also
be explained by the reduced ability of the alexithymic person-
ality to develop coping strategies [1]. There is a lack of such
datain relation to children and adolescents, while psychoso-
matic diseases often manifest themselves in these groups.
The literature reports that the level of alexithymia is general-
ly the highest in adolescence. According to O.S. Yutkina, only
a third of adolescents aged 15-18 have a low level of alex-
ithymia; almost 70 % of children belong to the borderline
group or to the group with a high level of alexithymia. More-
over, girls aged 15-18 have a statistically significantly high-
er risk of alexithymia [2]. Difficulties in verbalizing sensations
in adolescents are associated with a whole complex of both
psychological and somatic factors. At a high level of alexithy-
mia, these difficulties are noticeably aggravated, which af-
fects the quality of diagnosis of diseases that require reliance
on the verbal report of the patient (dizziness, pain, anxiety,
depression). Alexithymic personalities tend to have problems
atthe level of choosing "inner words" by meaning and choos-
ing the words themselves. Alexithymic patients either note
that they do not even understand "inside themselves, with-
out words" what exactly is happening, what sensations they
experience, or assure that "inside themselves, without words"
they distinguish one sensation from another, but it is too diffi-
cultto describe it. The feasibility of introducing visual support
into the process of diagnosing diseases requiring a verbal re-
port of the patient for alexithymic personalities is discussed.
However, not all the subtleties of sensations, feelings and emo-
tions can be adequately depicted paraverbally. In addition,
the results of experiments on the mimic scale for pain deter-
mination in adults suggest that they are not suitable for alex-
ithymic patients [3]. Studies on the assimilation of nonverbal
communication show that it is difficult for people with a high
level of alexithymia to adequately classify negative emotions
expressed by nonverbal communication means, especially
sadness, sorrow, despondency [4].

LITERATURE REVIEW

Russian research in the field of the study of alexithymia
in children and adolescents is mainly concentrated around

142

the following problems: alexithymia and emothional disor-
ders, emotional intelligence problems [5]; diagnosis of alex-
ithymia in children, including those with sensory disorders
[6], prevention of alexithymia by psychological [7] and peda-
gogical methods: through the development of emotional
intelligence [8], the application of art-therapeutic technol-
ogies [9]; psychological correction of alexithymia, including
in adolescents with disabilities [10]; family alexithymia prob-
lems [11]. Part of the research is associated with the study
of the correlation between alexithymia and bronchopul-
monary diseases. In particular, N.L. Potapova et al. report
that 76.6 % of children with bronchial asthma have a high
level of alexithymia [12]. The correlation between the qual-
ity of life and the level of alexithymia in children with ne-
phropathy was studied. It was revealed that children with
nephropathy and a high level of alexithymia have statistical-
ly significantly lower level of quality of life than children with
nephropathy and a low level of alexithymia [13]. However,
it should be noted that 20-Item Toronto Alexithymia Scale
(TAS-20; the Russian-language version for adults passed
psychometric validation) [14] or 26-ltem Toronto Alexithy-
mia Scale (TAS-26; the Russian-language version for adults
did not pass psychometric validation) [15] were mainly used
in order to determine the level of alexithymia in most Rus-
sian studies, especially those conducted before 2015. These
scales are not adapted for children and adolescents. Respec-
tively, the main limitations of studies in which these tools
were used are directly related to the alexithymia detection
method itself, which may affect the reliability of the results.

Most foreign studies on child and adolescent alexithy-
mia focus on child-parent relationships, parenting styles
and features (overwhelming behavior of parents, emo-
tional coldness, etc.); the correlation between a childhood
trauma (emotional abuse or neglect), the level of alexithy-
mia and the tendency for E-cigarettes use in adolescents
is indicated [16]; the correlation between functional so-
matic symptoms in children with a high level of alexithy-
mia and somatization in their parents [17] with low im-
plicit self-esteem in children [18] is emphasized. However,
a correlation between a school environment and the de-
velopment of alexithymia in children has also been noted
recently [19]. There is an increasing number of studies re-
flecting the connection between autistic traits and a high
level of alexithymia not only in adults, but also in children
and adolescents [20]. A combination of synesthesia, anxi-
ety disorders and alexithymia in children has been report-
ed [21]. A group of studies is devoted to the correlation
of eating disorders and a high level of alexithymia [22]:
it is revealed that obese and overweight adolescents have
a higher level of alexithymia than adolescents with normal
weight. A high level of alexithymia is noted in adolescents
with epileptic seizures, psychogenic non-epileptic seizures
and their combination [23].

Self-injurious behavior in children and adolescents
with a high level of alexithymia is studied. It was revealed
that alexithymia is a risk factor for non-suicidal self-injury
(NSSI) in adolescents with depression [24], as well as with su-
icidal thoughts (but not attempts). Teenagers resort to self-
injury because they cannot otherwise exteriorize their feel-



ings.Changes in the perception of somatic activation in chil-
dren with a high level of alexithymia who have been sub-
jected to abuse [25], the correlation between a high level
of alexithymia and autoimmune diseases in children with
experience of psychoemotional trauma [26] are also studied.

At the same time, it must be recognized that publica-
tions on the correlation of alexithymia and pain syndromes
in children and adolescents are sporadic: possible corre-
lations between alexithymia and fibromyalgia, alexithy-
mia and headaches are revealed [27]. Again, the empha-
sis shifts more to the child-parent relationship (for exam-
ple, it is revealed that alexithymic parents, as a rule, them-
selves have difficulties with coping strategies for overcom-
ing pain, and, as a result, they cannot teach their children
suffering from chronic headaches the correct coping me-
chanisms [28]).

Pain syndromes tend to become chronic, and it should
be emphasized that alexithymia and central sensitization
not only in adults, but also in adolescents, are the factors
contributing to this chronicity, including in relation to head-
aches. Central sensitization (CS) is a phenomenon manifest-
ed by an increase in the responses of nociceptive neurons
of the central nervous system in response to normal or sub-
threshold stimuli. As a result of the development of hyper-
sensitivity of neurons of the central nervous system, a person
begins to perceive various types of stimuli (pain, tactile, ves-
tibular, etc.) more acutely, which in turn worsens the course
of the underlying disease. Central sensitization can also man-
ifestitself as sleep disturbance, unexplained muscle tension,
soreness throughout the body and many other symptoms.

The aim of the study was to analyze psychosomatic dis-
eases associated with a high level of alexithymia in adoles-
cents, followed by the study of the correlation of the level
of alexithymia and central sensitization in adolescents with pri-
mary headaches (migraine and tension-type headache).

MATERIALS AND METHODS

Alexithymia and central sensitization (CS) were as-
sessed in adolescents with primary headaches (migraine

TABLE 1
AVERAGE VALUES OF STUDY PARAMETERS

Estimated parameters
Age
Number of months with headaches
Number of days per month with headaches
Headache intensity (according to VAS)

Score of alexithymia (according to AQC)

Score of severity of central sensitization for adolescents (according to the CSI)

Age of phrasal speech start (months)

Duration of night sleep in hours

and tension-type headache). The diagnosis of headache
was based on the criteria for the International Classifica-
tion of Headache, 3rd edition [29]. The inclusion criteria:
age 13-18 years, presence of headaches (migraines or ten-
sion-type headaches), lack of treatment until the moment
of treatment. The exclusion criteria: age under 13 and over
18 years, the presence of organic brain pathologies, cogni-
tive and speech disorders. The study group included 84 ado-
lescents, the average age was 14 [13; 16] years (51 girls,
33 boys). All participants of the study signed a voluntary
informed consent. The study was approved at the meeting
of the Local Ethics Committee of Kazan Federal University
dated 28.03.2019.

The assessment of central sensitization was carried out
using "Central Sensitization Inventory" (CSI) [30] for adoles-
cents aged 14-17 years, which was translated from Eng-
lish and validated in Russian with the permission of one
of the authors, Randy Neblett [31].

The assessment of alexithymia in adolescents was car-
ried out using the Russian version of the "Alexithymia Ques-
tionnaire for Children" (AQC) [32], which is a simplified ver-
sion of TAS-20. Translation into Russian and validation
are carried out with the permission of the authors.

The intensity of the headache was measured using
the Visual Analog Scale (VAS). The number of months
with headache, the number of days with headache per
month, the duration of night sleep, age of phrasal speech
start were also taken into account (this factor must be tak-
eninto account due to the difficulty of verbalization of sen-
sations in alexithymic personalities).

RESULTS AND DISCUSSION

The following parameters were evaluated in the study
group (Table 1).

The results showed that there is a direct correla-
tion between the level of alexithymia (the score on AQC)
and the severity of central sensitization (the score on CSI)
(rS=10.49; p = 0.00001) (Fig. 1) in adolescents with prima-
ry headaches.

Average value
14[13; 16]
36 [12;60]

12 [6; 20]
60 [55; 80]

13[8;19]
31[24,5; 43]
18 [12; 24]

7 [6; 8]



It was revealed that there is no statistically signifi-
cant correlation between headaches duration in months
and alexithymia severity (rS = 0.06; p = 0.5). At the same
time, there was a direct relationship between the number
of days with headache per month and the severity of CS
(r§=0.24; p = 0.027) (Fig. 2).
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70

20 25 30
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[r=0.4919; p = 0.00000

FIG. 1.
Correlation of “Alexithymia questionnaire for children” and “Cen-
tral Sensitization Inventory” results
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FIG. 2.
Correlation of the number of days with headache and the severity
of central sensitization
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There were also no statistically significant results
of the correlation between alexithymia severity, level of cen-
tral sensitization and headache intensity, as well as dura-
tion of night sleep and age of phrasal speech start. Data
in the field of the correlation between sleep and alexithymia
in foreign literature are contradictory; for example, there are:
a) publications confirming that night sleep disorders oc-
cur because of a high level of alexithymia [33]; b) the hy-
pothesis that alexithymia is a mediator between a de-
crease in sleep quality and child abuse (alexithymia occurs
and then the quality of sleep decreases) [34]; ¢) data indicat-
ing that the formation of insomnia is influenced not by alex-
ithymia, but by concomitant mental disorders [35].
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In the course of further studies, it is necessary to assess
the dynamics of the treatment in order to identify how high
the level of alexithymia and central sensitization are prog-
nostic factors for a more severe course and lower effective-
ness of treatment of primary headaches.

CONCLUSION

Adolescence is multidimensional, transitional, com-
plex period provoking both somatic diseases and behavio-
ral characteristics. During adolescence, the risk of develop-
ing alexithymia sharply increases. Against its background,
various somatic diseases (neurological, bronchopulmonary,
etc.), as well as addictions, self-injurious behavior can occur.
At the same time, somatic diseases and mental disorders
themselves are risk factors for the development of second-
ary alexithymia, and a teenager may fall into a "vicious cir-
cle". Itis indicative, in particular, that modern studies have
begun to pay special attention to the prevention of the de-
velopment of clinical conditions associated with difficulties
in recognizing, expressing and regulating emotions, includ-
ing alexithymia, which indicates the importance and prev-
alence of the problem.

Headaches in children and adolescents are one
of the leading reasons to see a pediatrician or a neurolo-
gist. The results of the study show that primary headaches
(migraine, tension-type headache) in adolescents are signif-
icantly associated with a high level of alexithymia and the se-
verity of central sensitization. Thus, it is advisable to recom-
mend assessing the level of alexithymia and central sensi-
tization in adolescents with headaches during initial treat-
ment, as well as during the therapy, in case of negative dy-
namics, to involve clinical psychologists in the management
of the patient.
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ABSTRACT

Psychogenic gaitis common among patients with medically unexplained neurologi-
cal symptoms and provides significant challenges to healthcare providers. Clinicians
may arrive at a correct diagnosis earlier if distinctive positive signs are identi-
fied and acknowledged. Psychogenic disorders of posture and gait are common
and are the major manifestation among 8-10 % of patients with psychogenic
movement disorders. Psychogenic movement disorders can present with varied phe-
nomenology that may resemble organic movement disorders. The diagnosis is based
on clinical evaluation with a supporting history and classic features on neurologic ex-
amination. In functional gait disorders, walking is often bizarre and does not conform
to any ofthe usual patterns observed with neurologic gait disorders. Astasia-abasia,
an inability to stand (astasia) or walk (abasia) in the absence of other neurologic
abnormalities, was the term applied by investigators in the mid to late 19th century
to describe certain patients with a frankly functional gait. Other descriptive terms
include gaits that resemble walking on ice, walking a sticky surface, walking through
water (bringing to mind excessive slowness), tightrope walking, habitual limping,
and bizarre, robotic, knock-kneed, trepidant, anxious, and cautious gaits. Ancillary
testing, such as imaging and neurophysiologic studies, can provide supplementary
information but is not necessary for diagnosis.

Key words: psychogenic gait, neurological examination, gait analysis, positive signs
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PE3IOME

[McuxozeHHble HapyweHUs NOXOOKU HepeoKo 8CMpedaomcs y nayueHmos c Hegpo-
Jo2u4ecKUMU CUMNMOMAMU, KOmopsle HeobBACHUMbI ¢ MEOUYUHCKOU MOYKU
3peHus. lNcuxozeHHble paccmpoticmea no3bl U NOXOOKU AB/10MCA OCHOBHbIM
npossneHuem y 8-10 % nayueHmos ¢ HapyweHUAMU NCUX02eHHO20 08UXEHUS.
OHu co30aiom cepbé3Hble duazHocmuyeckue npobsiemol 019 MeOUYUHCKUX
pabomtukos. OOHAKO KIUHUYUCMbI MO2ym npulimu K npasusibHOMYy 0uazHo3y
yXe NpU Nep8uYHOM OCMOMpe, eC/iu OHU 3HAKM U yMeom 8bIA8/1AMb «N03Umus-
Hble» KIUHUYecKue npu3HAaku, HanpasieHHele 00HOBPeMeHHO HA UCK/ToYeHuUe
opeaHuyeckol Namosio2uu U nodmaepxo0eHue NCUX02eHHO20 (hyHKYUOHA/IbHO20)
Xapakmepa Hegposio2udeckux paccmpoticms. [1pu oyHKYUOHAIbHbIX HapYUWeHUsX
noxodku xo0bba Yacmo beleaem cmpaHHOU U He coomeemcmayem HU 0OHOMY
u3 06bIYHbIX 06pA3y08, HAOIIOAeMbIX NPU HAPYWeEHUAX Heaposio2uyeckol
noxodku. OHU Mo2ym 8K/Ilo4amMb: dcmasuto-abasuro (HecnocobHocmMs cmosame
usIu X00UMb) NpU OMCYymMcmauu Hegposio2u4eckoli namosio2uu; HepeHmMabesbHy
NOX0O0KY HA NOJIyCO2HYMbIX HO2AX; MOHONJ1e2u4ecKyo NoxXo0Ky ¢ no0mackuea-
HUeM Hoau, HepeOdKO C 3KBUHOBAPYCHOU yCMAHOBKOU CMonebl; UAu HANOMUHAMb
«NpOo2YJIKY NO N160y», C HEOGONILWUMU OCMOPOXHBIMU WAAMU U hUKCUPOBAHHOU
820/1EHOCMONHOM cycmase /100blXKoU. BcnomozameribHblie 06¢/1e008aHUsA, makue
Kak Helipogu3yanu3ayus u Helipoghusuosioaudeckue ucce008aHus, Mo2ym npeoo-
cmasaame 00NOIHUMeEsbHYI0 UH(OPMAYUI0, HO He A8J1AI0mcsa HeobXxo0uMbIMU
0718 OUA2HOCMUKU.

Knioueeble cnoea: ncuxo2eHHAs noxoO0Kd, AHAIU3 NOXOOKU, HE8PoIo2uYeckuli
3K3dMeH, N03UMUBHbIE NPU3HAKU

Ona yntupoBaHma: CaskoB B.C. [lnarHoctuka ncmMxoreHHbIX (GYyHKLMOHANbHbIX)
paccTponcTe noxoaku. Acta biomedica scientifica. 2023; 8(1): 148-157. doi: 10.29413/
ABS.2023-8.1.17
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Psychogenic (functional) movement disorders are quite
common phenomena in clinical practice. 2-20 % of pa-
tients in specialized movement disorders clinics are di-
agnosed with functional movement disorders [1, 2]; 40 %
of these patients have gait disorders without structural or-
ganicdamage [3, 4]. In addition, among 30-60 % of patients
who turn to a neurologist with gait disorders no organic pa-
thology can be identified [5-8]. Psychogenic (functional)
gait disorders (also called conversion disorders) are the loss
of the ability to walk in the absence of neurological pathol-
ogy. They are included in a wide range of functional neu-
rological disorders (FNDs) and, in particular, in the cate-
gory of movement disorders. In the foreign medical litera-
ture, when describing functional gait disorders, terms such
as "psychogenic gait disorders" and "functional gait dis-
orders" are equally used [9-11]; although in recent years
the emphasis has been on the term "functional" - as less
stigmatizing and offensive [12]. In this article we will use
the term "psychogenic gait disorders" (PGDs).

PGDs can be isolated (e. g., astasia-abasia) or be part
of mixed functional movement disorders: for example,
in 6-8.5 % of patients, functional disorders of posture and gait
are the main manifestation, and in 40 % - in combination
with other functional movement disorders [3, 13-16]. Psy-
chogenic astasia-abasia (or psychogenic dysbasia) is mani-
fested by a disorder of movement coordination, which s char-
acterized by the inability to stand or walk, despite the normal
ability to move your legs in a sitting or lying position. Exter-
nally, the gait of such patients, especially in the doctor’s of-
fice, has elements of drama and acrobatics (acrobatic gait).
When walking, they sway in different directions, make sharp
zigzag steps, tilt their torso forward (camptocormia) or lean
back, cross their legs in a "hair-braiding" style. Some move
on straightened and slightly separated legs (four-point gait),
stumble over surrounding objects (which are usually soft),
most often without falling; thus, on the contrary, demonstrat-
ing good motor and balance control. Sometimes patients
with PGDs can actively try to fall when the doctor and/or fam-
ily members are nearby; patients with organic diseases usu-
ally try to support themselves by looking for support nearby,
and not crossing the room or corridor —as patients with PGDs
do. Patients with psychogenic gait can walk normally if they
think that no one is watching them. PGDs can be part of com-
plex functional movement disorders, for example, with func-
tional weakness or paresis in the form of hemiparesis, low-
er mono- or paraparesis; functional (psychogenic) parkin-
sonism or functional (psychogenic) dystonia. Therefore,
some of them outwardly resemble hemiparetic, paraparet-
ic and monoparetic gaits, others — dystonic or parkinsoni-
an gaits. Gait disorders are often included in the structure
of somatoform pain syndrome by the type of lumboishial-
gia with maladaptive pain behavior.

GENERAL APPROACHES TO THE DIAGNOSIS

OF FUNCTIONAL NEUROLOGICAL DISORDERS

In the past, diagnosis of psychogenic or functional
gait disorders was made after all potential organic causes
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were excluded. At the same time, the identification of "pos-
itive" symptoms, which make it possible to detect incon-
sistency of clinical neurological data with known diseas-
es, is considered to be the most important in the diagno-
sis of functional neurological disorders. Modern diagnostic
criteria for functional neurological disorders and, in particu-
lar, psychogenic gait disorders are based on DSM-5 (Diag-
nostic and Statistical Manual of Mental Disorders, Amer-
ican Psychiatric Association, fifth edition, 2013) and ICD-
10 (International Classification of Diseases. 10th Revision,
1992). In DSM-5, when making the diagnosis of "conver-
sion disorder" (functional neurological disorder), the main
emphasis was placed on clinical data, and less attention
was given to concomitant psychological factors, as re-
quired in previous versions. Thus, neurological tests, ac-
cording to the DSM-5, are an important step in reaching
the diagnosis of a functional neurological disorder. They ex-
clude organic disease and identify "positive" symptoms in-
dicating a functional (conversion) disorder, which allows
you to prevent unnecessary, and sometimes potentially
dangerous, invasive studies that can support and consoli-
date functional neurological symptom:s.

In ICD-10, conversion (dissociative) neurological ab-
normal movement disorders or weakness are includ-
ed in section F44 (Dissociative disorders). Characteristic
of this group of disorders are paresis and paralysis, asta-
sia-abasia, etc. symptoms whose clinical manifestations
do not correspond to the symptoms of known neurolog-
ical disorders. ICD-11 (International Classification of Dis-
eases for Mortality and Morbidity Statistics. 11th revision,
2020) defines functional gait disorders as follows: "dis-
sociative neurological symptom disorder, with gait dis-
turbance is characterized by symptoms involving the in-
dividual’s ability or manner of walking, including ataxia
and the inability to stand unaided, that are not consist-
ent with a recognized disease of the nervous system, oth-
er mental, behavioral or neurodevelopmental disorder,
or other medical condition and do not occur exclusively
during another dissociative disorder" (code: 6B60.7 Dis-
sociative neurological symptom disorder, with gait dis-
order). Thus, both DSM-5 and ICD-10 and ICD-11 point
out an important feature — an inconsistency of psycho-
genic (functional) gait with known neurological or so-
matic disorders.

ANAMNESTIC AND CLINICAL FEATURES
SUGGESTING THE PSYCHOGENIC
(FUNCTIONAL) MOVEMENT DISORDERS

A. Anamnesis:

1. Symptoms most often occur acutely.

2. The course of the disease is stationary, without signs
of progression.

3. Spontaneous remission or rapid regression of symp-
toms.

4. Concomitant signs of anxiety and depression
are possible.

5. Multiple somatic complaints.



In some situations, a detailed psychosocial history al-
lows you to identify theimmediate cause of functional neu-
rological disorders (FNDs). For example, it can be a job loss,
divorce, sexual abuse, an insult or resentment. The disease
can sometimes manifest itself after a minor physical inju-
ry, while abnormal movement disorders and pain sensa-
tions do not correspond to the degree of the injury [17]. Pa-
tients with conversion neurological disorders are often di-
agnosed with other unexplained psychosomatic manifesta-
tions, such as fibromyalgia, irritable bowel syndrome, atyp-
ical chest pain [18-20].

B. Clinical data:

1. Symptoms appear or increase when attention
is drawn to them and decrease or disappear when the pa-
tient is distracted.

2. Functional neurological symptoms that are absent
in the anamnesis may appear during the examination.

3. Such features of movements as amplitude, frequen-
cy, prevalence, are inconsistent and uncharacteristic of or-
ganic pathology features or signs.

Neurological examination allows to identify inconsist-
ency of the obtained examination data with known symp-
toms or diseases; at the same time, it is important to dis-
tract the patient’s attention during the examination. For ex-
ample, a patient who cannot move their leg when asked
to, begins to move it while putting on shoes or trousers
after an examination. During neurological examination
of patients with conversion neurological disorders, there
are no objective signs of organic damage to the nervous
system, for example: there are no pathological symptoms
(Babinski sign), reflexive sphere without abnormalities,
no muscle atrophy in the acute period. But at the same
time, it should be taken into account that among some pa-
tients with FNDs, false neurological signs may be detect-
ed, such as hyperreflexia, Babinski pseudosymptom, pseu-
doataxia, etc. In functional hemiparesis, involvement of all
anatomical structures on the "affected" half of the body
may be noted (hearing loss, vision, hemiparesis and hemi-
hypesthesia involving the face). In functional weakness in
the arm or leg, the entire limb is involved, not individual
muscle groups, and this may be accompanied by simulta-
neous muscle hypotension and hyperreflexia. During ex-
amination, non-anatomical sensitivity disorders may be
detected (hypesthesia or anesthesia with a border strictly
along the midline of the upper half of the trunk, or there
is an "amputation character" of sensitive disorders involv-
ing the entire arm or leg). Patients with functional hemi-
hypesthesia may claim that they do not feel vibration on
one half of the sternum, although it is well transmitted
through the bones.

C. Response to therapy. Lack of response to specif-
ic treatment aimed at a possible or suspected neurological
disease, and a positive rapid therapeutic effect after psy-
chotherapy or placebo.

D. Diseases associated with FND may include pan-
ic disorders, generalized anxiety disorders, post-traumat-
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ic stress disorders, dissociative disorders, social phobias
or specific obsessive-compulsive disorders and personali-
ty disorders [5, 21, 22].

S.Fahn and P.J. Williams (1988) identified the following
criteria for establishing FND: sudden or acute onset; spon-
taneous remissions or recurrence; inconsistency and varia-
bility of neurological symptoms during examination or dy-
namic observation that do not correspond to known neu-
rological diseases; increased emphasis on painful manifes-
tations; reduction or disappearance of certain functional
symptoms when distraction or when using psychothera-
py, suggestion or placebo; functional movement weak-
ness or sensory (non-anatomical) disorders; pain sensa-
tions unexplained from the standpoint of modern medi-
cine; excessive fear, startle response to an unexpected ac-
tion; unnatural, bizarre movements; multiple somatization
[23]. It should be noted that initially the authors proposed
these criteria for the diagnosis of psychogenic dystonia;
subsequently these diagnostic criteria have been extend-
ed to other FNDs.

DIAGNOSIS OF PSYCHOGENIC
(FUNCTIONAL) GAIT DISORDERS

It should be noted that no gait pattern is pathogno-
monic for a functional gait disorder. For example, a bi-
zarre gait can be observed in organic dystonia or cho-
rea. In addition, functional and organic gait disorders
can coexist in the same patient. Therefore, the diagno-
sis is often quite difficult, especially for an untrained
neurologist. However, the diagnostic process should
not be based on the exclusion of organic gait disorders,
but on the search for positive clinical signs of function-
al gait disorders, namely: variability or incompatibility
(i. e., variations in the clinical picture that cannot be rec-
onciled with known organic pathology) and inconsist-
ency (a combination of symptoms and signs that is not
observed in organic lesions) [2]. For example, there is a
sudden onset or rapid progression of gait disorders in
the absence of injury or structural damage to the nerv-
ous or musculo-skeletal systems. Examples of inconsist-
encies in neurological examination may include the fol-
lowing: "scissor gait" in the absence of damage to the cor-
ticospinal pathway; antalgic gait in the absence of pain;
bending of the knee (or knees) when walking with nor-
mal strength of the quadriceps muscle; significant im-
provement in gait with distraction.

DIAGNOSIS AND SUBTYPES OF PSYCHOGENIC
GAIT DISORDERS

T.Lempert etal.(1991) distinguish six categories and six
features of psychogenic gait [9]:

1) momentary fluctuations of stance and gait, often
in response to a short suggestion;

2) excessive slowness or hesitation of locomotion in-
compatible with neurological disease;



3) "psychogenic Romberg test" manifested by a build-
up of sway amplitude after a short delay and a decrease
by distraction;

4) uneconomic postures with high wastage of mus-
cular energy;

5) the "walking onice" gait pattern, which is character-
ized by small cautious steps with fixed ankle joints;

6) sudden loss of stability and buckling of the knees,
usually without falls.

Six suggestive features: 1) pseudoataxia: instability
of posture and gait; 2) flailing of the arms; 3) dragging
of the leg; 4) continuous flexion/extension of the toes;
5) bizarre tremor of the hands/legs/trunk/head; 6) sud-
den sidesteps.

PGDs can be of a diverse nature. Several characteristic
subtypes of gait can be distinguished.

Leg-dragging gait (or monoplegic gait, with weak-
ness, dragging and limping of one leg, while the other leg
moves normally or almost normally) [16, 24, 25]. The pa-
tient drags a functionally weak leg behind the trunk, often
with internal or external hip rotation and with inversion/
eversion in the ankle. It is characteristic that the weak leg
is dragged behind the patient from the hip and the front
part of the foot is in contact with the floor ("as if it is mag-
netized to the ground"). Such patients use both hands
to pull their leg up on the bed. Often there is a sudden
weakness of the "affected" leg with bending of the knee
joint, usually without falling. Positive Hoover test and other
tests help to determine the functional weakness of the leg.

"Walking on ice" gait. This gait pattern is character-
ized by abnormal, excessively slow movement of both legs.
The pattern of such a gait resembles walking on a slip-
pery surface: cautious, slow, with reduced stride length
and height, fixed knees and ankles; usually caused by si-
multaneous contraction of the agonist and antagonist
muscles and outwardly resembling the gait during Parkin-
son’s disease. Slow movements of the whole body are of-
ten noted, with a long time spent undressing and putting
on clothes. In other situations, the hands may be pulled
to the sides, which resembles walking on a tightrope. Gait
can beimproved by asking the patient to walk backwards,
run or walk up and down stairs.

Truncal ataxia/instability. When walking, the patient
sways from side to side, while often taking small side steps
to avoid falling. Flailing of the arms. The flailing is observed
only in the upper half of the body, whereas the legs move
to correct the imbalance when the body vector is moved
away from the body weight line; it seems that the person
moves his or her legs in order not to fall and restore bal-
ance. Techniques and tasks aimed at distracting the patient
improve postural instability, for example: guess the num-
bers written with a finger on their skin, solve complex arith-
metic problems, count the months of the year in reverse
order, etc. It is important to note that the balance of such
patients during an objective examination is much better
than they claim.
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POSITIVE CLINICAL SIGNS THAT ALLOW
TO IDENTIFY FUNCTIONAL WEAKNESS

OF THE LOWER EXTREMITIES THAT AFFECT
THE GAIT FUNCTION

Hoover test. The Hoover test has been used since
1908 to diagnose conversion paralysis during unilat-
eral weakness of the lower limb. It was first described
by the American physician Charles Franklin Hoover (1865-
1927). This test has moderate sensitivity (63 %) and high
specificity (100 %) [26-29]. This test is based on the phe-
nomenon of coordination synkinesias. So, if a person ly-
ing on his or her on an examination table back lifts up one
leg, then the heel of the other leg involuntarily exerts
pressure on the table. It is difficult to use this test for bi-
lateral weakness of the legs. The procedure: the doc-
tor stands at the foot end of the bed, puts their hands
under the patient’s heels and asks him/her alternate-
ly to press his/her legs to the bed with maximum force.
If the pressure of the patient’s healthy leg on the doc-
tor's hand is insignificant, then it can already be assumed
that he or she is making little effort. Then the doctor asks
the patient to lift the weak leg. In organic paresis, the doc-
tor will feel an increase in the pressure of the healthy
leg on the hand, i. e, the patient will try to support the
paretic limb. Lifting a weak leg in functional paresis
will not be accompanied by an increase in the pressure
of the heel of the healthy leg on the doctor’s arm (posi-
tive Hoover test). As an alternative, the patient is offered
to lift a healthy leg up, while the doctor offer resistance
to it, in which case the pressure of the heel of a function-
ally weak leg on the hand will increase and return to nor-
mal. This will not be observed with organic paresis, i. e.
the paretic limb will exert weak pressure.

Sonoo abductor test. This test was developed
by the Japanese neurologist M. Sonoo (2004) to detect uni-
lateral inorganic paresis of the lower limb [30]. It is based,
like the Hoover test, on the phenomenon of coordinating
oppositional synkinesia and distraction. The procedure:
the doctor stands at the foot end of the bed or the exam-
ination table with the patient lying on it and asks him/
her to spread his/her legs apart as much as possible.
Then the doctor puts his hands on the area of the lateral an-
kles of the patient’s legs and, applying equal force, begins
to shift them to the center. A weak leg, both in function-
al weakness and organic paresis, is detected immediately:
it begins to move towards the healthy leg. Then the doc-
tor moves the patient’s healthy leg along the middle line
and asks them to take turns moving their legs to the sides;
at the same time, the patient’s attention should be focused
on the leg that is in motion. In psychogenic (functional)
paresis, when the patient moves the healthy leg aside, fo-
cusing attention on it, the strength in the weak leg increas-
es significantly and it is in a station ary state with equal
external pressure from the doctor’s hands. However,
when the functionally weak leg is taken aside, the healthy
leg also becomes "weakened", and it will shift towards
the "pseudo-paralyzed" leg. In organic paresis, there will



be a different picture: when the patient takes the healthy
leg to the side, it remains stationary (that is, it offers re-
sistance), and the affected leg begins to move in its di-
rection; if the patient move the paralyzed leg to the side,
then the healthy leg continues to be in the initial (or sta-
tionary) state due to oppositional synergism. This test can
also be performed in a sitting position on a chair or an
examination table. In functional paresis, the strength in
the hip will return to normal with the contralateral with-
drawal of the healthy leg against the external resistance
exerted by the doctor.

"Spinal Injuries Center" test. This test was described
by I. Yugue et al. (2004) to assess psychogenic (conver-
sion) paresis of the lower extremities [31]. The procedure
and the evaluation method: the patient lies on their back,
and the doctor passively raises their knees to a bent posi-
tion, while their feet rest on the bed. Then the doctor re-
moves his/her hands from their knees, and if the patient
can keep their knees bent, the test is considered positive
(that is, there are indications of psychogenic paresis). In or-
ganic paresis, the leg is not held in a bent position, and it will
descend, bending the knee outward (in this case, the test
is considered negative).

Muscle tone examination. A patient with psychogen-
ic paresis may offer resistance to the doctor, which feels
like an increase in muscle tone of the limb; but then sud-
denly there is no muscle resistance at all. However, the pa-
tient may resume resisting in the future (this signis the phe-
nomenon of "stepwise" weakness, "giveaway" or "compli-
ant" weakness).

Lower Barre test. The patient is offered to lie on their
stomach with their knees bent at right angles and hold
them in this position. In organic paresis, the leg will quick-
ly fall down with a possible oscillation of the leg. The leg
of a patient with psychogenic paresis also quickly unbends,
but without contraction of the hamstring muscles.

Chair test. This test helps to diagnose patients with func-
tional gait disorder, demonstrating a significant discrepancy
when walking in an upright position and when "walking" on
achair[32]. The procedure: the patient is first asked to "walk"
back and forth to the examiner, while sitting in a revolving
chair with wheels, at a distance of 6-9 meters. Then the pa-
tient is asked to walk the same distance without a chair. Pa-
tients with functional gait disorders will find it difficult to
walk, but with the help of a revolving chair with wheels,
they can usually move without problems. Patients with or-
ganic gait disorders have difficulty performing both tasks.

Huffing and Puffing sign. Patients with psychogen-
ic gait disorders demonstrate excessive efforts when un-
dressing, getting up from a chair, standing, and especially
when walking, which are accompanied by frequent sighs
after holding their breath, pained facial expressions, grunt-
ing, crying, extreme slowness, wiggling of the toes, sudden
bending of the knees [33, 34].
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Wartenberg test (test of the "game" of foot ten-
dons). Normally, when a healthy person stands on one leg,
the foot dorsiflexion muscles reflexively strain; in organic pa-
resis, such tension of the tendons is weakly expressed or ab-
sent. Such alternating changes of muscle tendons in order
to maintain balance are referred to as the "game" of ten-
dons. The "game" of the tendons of the foot dorsiflexion
muscles is detected among patients with psychogenic pare-
sis of the foot (i. e, similar to a healthy person) when stand-
ing on one leg or a sharp push to the side.

For the purpose of differential diagnosis of PGD from
organic gait disorders, other complicated tests are also
used, for example, tandem walking; flank gait test; walk-
ing on heels, toes, with closed eyes, with rapid body turns;
the Romberg test; running forward or backward. Gait as-
sessment in a small doctor’s office does not allow to detect
all the relevant characteristics, so patients should also walk
in a wide hallway or corridor.

The "psychogenic" version of the Romberg test:
1) a sharp deviation of the patient’s body to or from
the medical worker, but without falling to the floor; 2) ex-
cessive rocking of the body of a large amplitude after a de-
lay of several seconds; 3) a significantimprovement in stand-
ing in the Romberg pose with closed eyes when the patient
is distracted (for example, with writing numbers on their
back or solving arithmetic problems).

Flank gait test. The patient is offered to move sideways
to the right and to the left. In organic hemiparesis, the pa-
tient moves better towards hemiparesis than in the oppo-
site direction; and in psychogenic (functional) hemipare-
sis, walking sideways is impossible or significantly difficult,
both in one direction and the other.

When testing for postural instability of patients with
PG, uncharacteristic reactions are noted, unlike Parkinson’s
disease: for example, when a patient standing with his/
her back to the doctor is pulled back by his/her shoulders
(the retropulsion test), he/she takes sharp steps backwards,
while flailing his/her arms, but does not fall [35] and some-
times even a simple pat on the shoulder can cause an ab-
normal anticipatory postural reaction [36].

Functional neurological disorders often occur acute-
ly, mimic a stroke or organic lesions of the spinal cord (in-
cluding with gait function disorder). Therefore, knowledge
and mastery of the skills of "point-of-care" examination meth-
ods based on positive diagnostics allows doctors, especially
those providing urgent or emergency medical care, to cor-
rectly diagnose, avoiding excessive economic costs for ex-
aminations and treatment [37-40]. It should be noted that
none of the tests can be interpreted in isolation, but must
be considered in the context of a complete clinical picture.

CASE HISTORY

Female patient I., 38 years old, after a number of psy-
chotraumatic situations (a conflict at work, exacerbation



of her child’s chronic disease) had a sudden speech distur-
bance, speech suddenly broke down, non-systemic dizzi-
ness, weakness in her left arm and leg. She was taken by am-
bulance to the neurological department of the hospital. Af-
terinpatient treatment she was discharged with the follow-
ing diagnosis: "Ischemic stroke in the right middle cerebral
artery. Arterial hypertension of 3rd degree, risk 4. Mild left-
sided hemiparesis, hemihypesthesia. Transient dysarthria.
Moderate vestibular-coordination disorders. Incapacity
to work certification for 160 days, with different diagnoses:
"vertebrogenic cervicobrachialgia, thoracalgia", fibromyal-
gia syndrome", "arterial hypertension", "polyosteoarthro-
sis". During the same period, she had several hospital ad-
missions with different diagnoses. Due to long-term tempo-
rary incapacity for work, she was sent for a medical and so-
cial assessment (MSA).

Complaints and objective status during exami-
nation at the MSA Bureau. She entered the doctor’s of-
fice on her own, in simple shoes, with a cane, leaning
more on her right foot, walking extremely slowly, drag-
ging her left foot in an equinovarus position. She makes
numerous complaints: for almost constant head-
aches, pains throughout the body, a feeling of "goose-
bumps" on the body, lack of air, even at rest, limb weak-
ness, more on the left side, periodic choking when eat-
ing due to the sensation of a foreign body in the throat
("like a lump stuck in the throat"), hoarse voice during
agitation, fleeting deterioration of visual and auditory
sensations; retrosternal pain, cardiac pain with irradia-
tion to the left arm, scapula, occurring with any move-
ment of the body, "I'm suffocating all the time, my heart
hurts." Her husband helps her to dress and undress ("diz-
zy when tilting"). According to her, her husband and chil-
dren do all the housework ("l can’t even get dressed
on my own"). Cranial nerves: pupils equal, pupillary re-
sponses are preserved, no oculomotor disorders, painless
trigeminal points, well-functioning masticatory and mim-
ic muscles, hearing is preserved, no nystagmus, soft pal-
ate arches mobile when phonating, tongue sticking out
along the midline. Reflexes of oral automatism are neg-
ative. There is a periodic head tremor, which disappears
when attention is diverted. The muscle tone in the right
extremities has not changed, and the muscle tone in the
left arm and leg changes according to the type of the phe-
nomenon of "compliant” or "stepwise" weakness (i. e., pe-
riodically the patient resists the doctor when he/she ex-
amines the muscle tone, then suddenly ceases to exert
muscle resistance). In the upper Barre test, the hands are
at the same level, without pronation (i. e., there is no py-
ramidal weakness of any hand), although the left hand
is clenched more loosely. Tendon reflexes from the hands
of average vivacity, without significant difference. Knee
and Achilles reflexes are triggered, with no convincing dif-
ference. Pathological hand and foot reflexes are not de-
tected. Left-sided hemihypesthesia is determined strict-
ly along the middle line. She performs coordination tests
accurately, sways slightly in the Romberg pose, but does
not change the pose. Positive Hoover test. No extrapyram-

idal disorders. No pelvic symptoms. In palpation the rec-
tus muscles of the back are soft. No symptoms of tension
of the nerve trunks.

Psychologist. The examination procedure is treated
formally. There is no interest in the results of the exam-
ination. She learns the instructions to the tasks correct-
ly, retains them in memory. She looks sad. She speaks
in a low voice. The mood is low. Work pace is slightly low.
Attention is draining. Performance is low. Mnestic func-
tions are slightly low. Mnemogram 5-6-6-8. The efficien-
cy of memorization is impaired. Delayed recall of 6 words.
Arithmetic operations are performed at a moderate pace,
without errors. When performing tasks aimed at the study
of mental processes, an episodic decrease in the level
of generalization is detected. From the side of thinking
dynamics - slower pace. Graphic characteristics without
signs of an organic nature. According to the test of Szon-
di, Luscher and the Beck Depression Inventory, it was re-
vealed: the mood is low (17 points on the depression
scale, which corresponds to moderate depression), in-
creased sensitivity to external stimuli, decreased perfor-
mance, difficulties in effective communication, the de-
sire to flaunt oneself, increased anxiety, hypochondria.
Personality has demonstrative traits. The internal model
of the disease is inadequate. The rehabilitation potential
of the disease is satisfactory.

Additional examination data. Ultrasound dopplerog-
raphy (USDG) of the cervical vessels did not detect stenot-
ic and occlusive lesions of arterial vessels. No focal pathol-
ogy was detected during magnetic resonance imaging
(MRI) of the brain. X-ray data of knee joints, hands, feet, an-
kle joints without abnormalities. ECG: sinus tachycardia. HR
100 bpm. Changes in the left ventricular myocardium with
moderate diffuse abnormalities of repolarization process-
es. General analysis of blood and urine, biochemical blood
tests - no abnormalities. Oculist examination — myopia
of both eyes. Consultation with an endocrinologist — exog-
enous constitutive obesity of the 3rd degree.

The author’s comment. Acute development of limb
weakness and gait disorders can occur with stroke
and functional (conversion) neurological disorder,
which presents certain diagnostic difficulties. However,
athorough neurological examination with diagnostic clin-
ical tests did not detect pyramidal symptoms that are ob-
served in stroke. Thus, the patient has no pathologi-
cal hand and foot signs (upper Rossolimo sign, Babinski
sign), upper and lower Barre tests did not detect pyram-
idal weakness. Functional weakness in the leg was con-
firmed by the Hoover test. The muscle tone in the left
extremities is changed according to the type of "com-
pliant" or "stepwise" weakness. The gait is monople-
gic — with weakness and dragging of the left leg be-
hind the trunk with an equinovarus position of the foot.
In a hemiparetic gait of organic origin, the paretic leg
is straightened, and the foot, in the position of plantar
flexion and supination, makes a semicircular movement
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(circumduction) through the side. The sensitivity disor-
der is of a non-anatomical nature ("splitting" of sensitivity
strictly along the middle line). Neuroimaging (brain MRI,
USDG of the cervical vessels) and laboratory parameters
(blood analysis, biochemical blood analysis) without ab-
normalities. It should also be remembered that the de-
tection of any changes on the MRI may be of a residual
nature, unrelated to the current disease. Therefore, par-
aclinical data must be compared with the clinical picture
of the disease. Numerous psychosomatic complaints, co-
morbidity with mental disorders (anxiety, depression),
secondary advantage (manipulation of family members)
point in favor of FND. In addition, acute limb weakness,
speech disorder (stuttering) occurred after traumatic sit-
uations. However, currently, according to the DSM-5, psy-
chological stresses are not obligate when making a diag-
nosis of FND. The detection of "positive" physical signs
and the performance of diagnostic clinical tests are cru-
cial for this diagnosis.

Thus, it can be concluded that the patient has a "Func-
tional (conversion) neurological disorder with movement
and sensory disorders, gait disorders, chronic course."

It is important to note that about 8 % of cases of acute
stroke mimics can be caused by functional neurological dis-
orders [41,42]. Neuroimaging (MRI, CT) is supported in these
cases, but it does not confirm the diagnosis of a function-
al neurological disorder and does not exclude acute cere-
bral infarction with absolute certainty [43]. Therefore, clin-
ical assessment at the point of care remains the best avail-
able method for distinguishing acute stroke and function-
al mimics of stroke.

CONCLUSION

Diagnosis of functional neurological disorders, includ-
ing psychogenic gait disorders, should include a thorough
clinical examination to identify positive signs. A "posi-
tive" diagnosis makes it possible to make a correct diag-
nosis at an early stage of the disease, and neuroimaging
and neurophysiological studies can provide additional in-
formation.
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DENTISTRY

ABSTRACT

The pathogenesis of malocclusion, which are common among the population
of all countries, is well represented in the professional literature. The occurrence
of bite problems is associated with genetic and various environmental factors.
Among the latter, fluorides which affect the prevalence of some dental diseases
are of particular interest. However, there are few publications reflecting the frequency
of malocclusion among the population in the regions with different levels of fluoride
in drinking water. This problem seems to be significant in the context of the increasing
impact of fluorine compounds on human health, including dental health.

The aim of the study. To analyze the literature on the frequency of malocclusion
among the population living in conditions of variable fluoride content in drinking
water. Amanual search of domestic and foreign literature was performed in the search
databases PubMed, Medline and Google Scholar. From the initial list of publications,
eighteen articles that met the inclusion criteria for the study were selected for analysis.
We revealed significant variability of the research results. Some authors note a higher
prevalence of malocclusions among the population under conditions of increased
fluoride intake, others note a lower one, and still others did not reveal any differences
between the values obtained in both samples. Most of the assessed publications
did not methodologically meet modern international standards, and therefore were
of little evidence.

The literature data do not provide grounds for an unambiguous assessment of fluo-
rine compounds as an environmental factor that indirectly affects the process of oc-
clusion formation in humans and animals.

The review did not allow to make a definitive conclusion on the possible impact
of systemic fluorides on the prevalence and pattern of malocclusion in humans
and animals. It requires the implementation of studies that comply with the principles
of evidence-based medicine.

Key words: malocclusion, fluorides, drinking water, teeth, bone, teething, tooth size
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of malocclusions under conditions of prolonged introduction of systemic fluorides
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PE3IOME

[MamoezeHe3 HapywieHul NPUKYcd, WUPOKO pacnpoCcmpaHEHHbIX cpedu HacesleHus
8CexX CMPaH, Xopowo npedcmassieH 8 cneyuanbHol 1umepamype. BosHukHoseHue
3y604es1t0CMHbIX AHOMAIUL C853bI8AIOM C 2eHeMUYeCKUMU U pa3HOo06pasHbiMu
hakmopamu okpyxaroujeli cpedsl. Cpedu Nocs1edHUX 0cobbili UHMepec npedcmas-
J110m (pmopu0dbl, OKdsblsaroujue 8JIUsSHUE Ha pacnpocmpaHéHHOCMb psadd cmo-
mamornoeauyeckux 3abonegarudl. OOHAKO nybukayuu, ompaxawouwue yacmomy
MAOKKI03Ul Cpedu HacesieHUs 8 pe2uoHax ¢ pas/iudHbIM yposHeM (hmopudos
8 Nnumbegol 800e, MAs104UC/IeHHbI. JaHHAs npobieMa npedcmassisemcs 3Ha4yu-
Mol 8 yc108UsX 803pacmaiouje2o 8030elicmaus coeduHeHUl pmopa Ha 300posbe,
8 MOM YuCsie CMoMAamoJsio2u4ecKoe, YenoeeKd.

Llensio uccnedoeanus s58usics aHaau3 aumepamypsi 0 yacmome HapyweHut
OKKJII03UU Y HACENIeHUS, NPOXUBAoue20 8 yCJI08UAX 8apUAMUBHO20 COOePXaHUS
¢pmopuoos 8 numsesol 8o0e. BbinosiHeH py4HoU nouck omevyecmeeHHOU U 3apy-
bexHol numepamypsl 8 nouckoseix 6aszax PubMed, Medline, Google Scholar.
W3 nepsoHayansHozo cnucka nybaukayuli 0718 aHanusa 8elbparel 18 cmamed,
omaeeyarwux Kpumepusm 8K/TI0UeHUS 8 UCC1Ie008aHUE.

BoisenieHa 3Ha4umMesibHas 8apuamMueHOCMsb pe3ysibmamos ucciedo8aHull. O0HU
asmopsl ommedarom 6osiee 8bICOKYIO pacnpoCmMpaHEHHOCMb 3y604esloCmHbIX
aHomanuti cpedu HacesieHus 8 yC108UAX NOBLILEHHO20 NOCMYNJIeHUsA hmopuoos,
Opyaue — MeHbWYI0, MpembU He 8blS8UJIU PAs/Iuyuli Mexoy 3HauYeHUAMU, NOJTyYeH-
HbIMU 8 06eux 8bI60pKax. bonbWwuHCMB0o oueHuUsaeMblx NybauKkayul Memoooo-
2UYecKUu He COOMBEMCMBOBAJIU COBPEMeHHbIM MeXO0YHAPOOHbIM CMAaHOapmam,
8 C8A3U C YeM bbls1u Masi000Ka3amesibHsiMU.

JaHHele numepamypel He 0arom ocHO8aHUU 0711 0OHO3HAYHOU OUeHKU COeOUHeHUU
¢mopa 8 kKayecmae cpedo8020 (hakmopa, onocpedoB8aHHO BJIUAIOWE20 Ha NPOUECC
(hOpMUPOBAHUS OKKJTIO3UU Y 4es108€Ka U KUBOMHbIX.

0630p He No38osIUN COEIaMb OKOHYAMEIbHO20 3AK/TIOUEHUS O 8ePOSMHOM
8JIUSHUU CUCMEMHbIX hMOopud08 Ha pacnpoCMpaHéHHOCMb U cmpykmypy
MAIOKKJ/TI03UU y 4e/108eKa U XXUBOMHbIX. Tpebyemcs 8binosiHeHue ucciedo8aHul,
coomeemcmayujux NPUHYUNAM 00KasamesibHOU MeoOUYUHbI.

Knioueeoie cnosa: 3yb6oyenocmHeie aHOManauu, gmopudbl, numeesas 800d,
3y6bl, KOCMb, NPope3bisaHue 3y608, pazmepsl 3y608

Ona yntupoBaHus: benses B.B., laBpunosa O.A., benses U.B., Mano O.A., Inb-Aiign M.A.
PacnpoctpaHEHHOCTb 3y60UenoCTHbIX aHOMANNIA B YCIIOBUAX MPOLOSIKUTENIbHOMO MOCTY-
NNeHUs BapraTMBHbIX KOHLIEHTPALMI CUCTeMHbIX GTOpKAOB: 0630p NuTepaTypbl. Acta
biomedica scientifica. 2023; 8(1): 158-169. doi: 10.29413/ABS.2023-8.1.18
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RELEVANCE

Bite problems, or malocclusions, are one of the most
common pathologies of the dental system in the world’s
child population [1-3]. Researchers pay special attention
to the etiology of occlusion anomalies, since their pre-
vention is impossible without identifying and eliminat-
ing the causes of the development of occlusal disorders
[4]. In the majority of cases, bite problems are associated
with uncontrollable (genetic predictors) and controllable
(environmental factors) preconditions. Several authors point
to a genetic background, the elimination of which is not cur-
rently possible, as the predominant precondition for the for-
mation of occlusal pathology [5]. However, most specialists
consider malocclusion to be unlikely as a result of a single
cause, as the process of bite formation is long, with the prob-
able influence of many negative factors that have a potenti-
ating effect [6]. The identification and elimination of the lat-
ter is therefore of particular importance.

Despite a significant number of studies devoted
to the etiology of malocclusion, there is not enough work
on some factors that may play a role in the development
of bite problems. Fluoride is widely distributed in the en-
vironment (water, soil, food, dental products, etc.). Sources
of fluorides are varied, but most of them (up to 70 %) are in-
gested with drinking water. The trace element has a narrow
"therapeutic corridor", and therefore its deficiency or excess
can lead to changesin teeth and bones. Prolonged and exces-
sive ingestion of fluoride compounds is accompanied by ab-
normalities in the functioning of various human and animal
systems and organs, especially bone tissue. Fluorides affect
bone remodeling processes, increase osteoblast prolifera-
tion and inhibit osteoclast function, and are an inducer of in-
creased bone volume and mineralization [7]. Systemic fluo-
rides, which have proven effects at the oral organs and tissues
[8,9], would be a potential cause of the formation of occlusal
disorders among humans and animals [10]. Presumably pro-
longed exposure by fluoride compounds can act as a sym-
biotic factor (predisposing or preventing) for malocclusion.

Inrecentdecades, asaresult of the expansion of the range of
sources of fluoride intake into the human body, there has been
an increasing impact on the health of the population living
in conditions of not only elevated but also optimal and even
reduced levels of this trace element in drinking water. Cur-
rently, the main supplier of facultative fluoride to the child’s
body is fluoride-containing toothpastes, the systematic use
of which during the formation of dental tissues in children
from hydro fluorosis zones leads to the development or ag-
gravation of the clinic of dental fluorosis [11-13]. The increas-
ing prevalence of malocclusion and fluorosis among the child
population in most regions of the world suggests the possi-
ble involvement of fluorides in the formation of bite prob-
lems, which justifies a review of previous studies in this area.

THE AIM OF THE STUDY

Analysis of the professional literature about the inci-
dence of occlusion disorders in humans and animals under
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conditions of prolonged intake of systemic fluorides of dif-
ferent concentrations.

MATERIALS AND METHODS

A manual search of national and foreign literature
was conducted in PubMed, Medline and Google Scholar
search databases using keywords and their combinations:
fluorides, drinking water, malocclusion, teeth, bone, teeth-
ing, teeth size. Publication inclusion criteria for the review:
taking into account the small number of thematic publi-
cations, both full-text and annotated articles containing
at least data on the incoming fluoride levels and the prev-
alence/structure of bite problems were selected. Exclusion
criteria: publications presented only with metadata (no an-
notation); publications that do not have information about
fluorides. Only 18 of the 156 articles initially selected for re-
view were published in Russia (13), Europe (1) and Asia (4)
between 1959 and 2021. In view of the overall number
and level of publications, we considered it possible to pro-
vide a detailed summary of the study in the section enti-
tled "Study results".

STUDY RESULTS

The analysis of scientific articles confirmed the influ-
ence of fluorides on the body and health, including den-
tal, of humans and animals [14, 15]. The effect of optimal
and increased fluoride concentrations over the clinical
and statistical picture of caries to temporary and perma-
nent teeth has been proved. The prevalence and intensity
of dental caries among children and adolescents from ar-
eas with low fluoride levels in drinking water were signif-
icantly higher than among peers living in hydro fluorosis
areas [16, 17]. In a situation of excessive and prolonged in-
take, mainly from drinking water, of fluoride in the child’s
body during the period of dental formation, the probabili-
ty of developing fluorosis increases [18]. There are studies
indicating multidirectional, but in most cases negative ef-
fects of elevated fluoride doses on periodontal tissues [19,
20]. Studies on humans and animals have shown the nega-
tive impact of excess fluoride concentrations on bone cells
and their remodeling processes, leading to chronic skeletal
fluorosis, accompanied by bone lesions in the form of oste-
osclerosis or osteoporosis, degenerative changes of joints,
calcification of ligaments, etc. [21].

The literature on the prevalence of malocclusions
among the population in regions with different fluoride
levels in drinking water is few and varied.

The first group of authors notes a lower prevalence
of malocclusion among residents of areas with optimal
and elevated fluoride levels in drinking water compared
with the population from regions with low fluoride levels.

R.K. Aliyeva (1999) conducted an epidemiological
survey of Azerbaijani children born and permanently re-
siding in two regions that differ in the level of fluorides
in water: in Baku (less than 0.5 ppm) and Absheron (more



than 1.5 ppm). The prevalence of bite problems in the child
groups was 41 and 35 %, respectively, which allowed the au-
thor to consider the lack of fluoride in water as a risk factor
for malocclusions among children [22].

An examination of children and adolescents 3-19 years
old, born and permanently residing in Karaganda (Kazakh-
stan), using the unified methodology of the Central Research
Institute of Dentistry and Maxillofacial Surgery (CRIDMS) re-
vealed aninverse relationship between fluorosis and maloc-
clusions. In a sample of children with a high prevalence
of dental fluorosis, the incidence of dental caries and occlu-
sion anomalies was significantly lower [23-25].

Y.L. Obraztsov (1994) studied the frequency of bite
problems in samples of children with a higher and low-
er prevalence of dental fluorosis and showed that oc-
clusal disorders were more frequently diagnosed among
schoolchildren in the first group. In addition, the author
points out that the content of fluoride affects not only
the prevalence of occlusion disorders, but also the sever-
ity of their clinical manifestations [26]. Yu.L. Obraztsov
and T.N. Yushmanova (2000), when studying trends in the in-
cidence of malocclusions among children in the Arkhan-
gelsk region over the past 15-20 years, revealed a signif-
icant increase (by 24 %) in their prevalence. The least fre-
quent cases of DAA were observed among children living
in an area with optimally elevated levels of fluoride in drink-
ing water [27].

An analysis of dental morbidity among children
in the Krasnodar region has revealed that low fluoride lev-
els in natural drinking water sources contribute to the de-
velopment of dental anomalies in children [28].

S.B.R. Chandra and colleagues examined 15-year-old
Indian schoolchildren from regions with below optimal
(less than 0.7 ppm), optimal (0.7-1.2 ppm) and above op-
timal (over 1.2 ppm) fluoride levels in drinking water using
the dental aesthetic index (DAI). The prevalence of malocclu-
sions was significantly higher among the pupils in the first
group. The average DAI score in the first group of pupils
was statistically significantly higher than in groups two
and three, i. e. it decreased with increasing fluoride con-
centration in drinking water. Severe and very severe bite
abnormalities were more common in the first group than
in adolescents in the other groups [29].

However, the second group of authors found a high-
er prevalence of occlusal abnormalities among children
and adolescents who consumed water with a higher flu-
oride content.

A large-scale study to assess the dental morbidity
of the population of different climatic and geographical re-
gions of Russia has confirmed that the prevalence of dental
abnormalities was significantly higher among residents of ar-
eas with increased fluoride content in water supply sources
compared with the residents of areas characterized by defi-
ciency of this micronutrient [30].

Based on a review of the literature that evaluated the risk
factors for the development of bite problems among chil-
dren, the lowest prevalence of anomalies was found in areas
with optimal fluoride levels in drinking water, while the high-
est prevalence was found in areas with high fluoride levels [31].
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A study of the dental status among children living
in the emission zone of the Tajik aluminium factory and chil-
dren from pollution-free area showed a higher prevalence
of bite problems among children from the first group
(39.8 %) compared to their peers from the second group
(3.7 %) [32].

The unfavorable geochemical situation in Transbai-
kalia (elevated fluoride content in drinking water) has led
to a high incidence of malocclusion, fluorosis and dental
caries. In the structure of bite abnormalities among chil-
dren under three years old, a prognathic bite combined
with an open bite, as well as an open bite, were observed
to be statistically significantly more prevalent than in are-
as with insufficient and optimum fluoride levels in the wa-
ter. The inconsistent and early eruption of temporary
teeth among these children is a risk factor for the forma-
tion of malocclusions. In areas of hydro fluorosis, children
are 2.2 times more likely to develop dental pathological ab-
normalities, including the DAA [33-35].

A third group of authors found no or equivocal in their
interpretation about the association between the clinical
and statistical characteristics of malocclusion among chil-
dren and adolescents and the level of incoming fluoride.

V.V. Belyaev and colleagues performed a single-stage
dental examination among 361 schoolchildren aged
12 and 15 years from Tver, according to the methodology
of the World Health Organization (1997), who lived in condi-
tions of optimally elevated fluoride levels in drinking water
(1.5-4.5 ppm). A high prevalence of dental fluorosis and den-
toalveolar anomalies has been found among the pupils ex-
amined. There were no statistically significant differences be-
tween the prevalence of bite problems, most DAl components
in samples of pupils with and without dental fluorosis of var-
ying severity. An increase in the incidence of anteroposterior
ratio deviations of the first permanent molars has been ob-
served in groups of pupils with severe dental fluorosis [36, 37].

Z.Krzoglu et al. surveyed two samples comprising a to-
tal of 332 Turkish preschool children (3-6 years) permanent-
ly living in regions with elevated (mean 2.16 ppm) and low
(0.04 ppm) fluoride levels in drinking water. The socio-eco-
nomic status of children in both groups was comparable.
Other possible risk factors were assessed using question-
naires. There is variability in the frequency of various occlusal
abnormalities between the groups. In only half of the cases
were the differences between the values obtained statisti-
cally significant. An anterior cross-bite appeared to be sta-
tistically significantly more common in children in the first
group, an anterior open bite and incisor crowding in chil-
dren in the second group [38].

A. Masztalerz et al. examined a total of 372 children
aged 12 in four areas with varying fluoride concentrations
in drinking water and air. The severity of pathological occlu-
sion was assessed using the Eismann — Masztalerz method.
Optimal concentrations of fluorides in drinking water (0.7-
0.9 ppm) have been demonstrated to reduce the severity
of abnormalities apart from crowding of teeth, whereas con-
centrations above the optimum (4.0-7.0 ppm) as well as flu-
oride-contaminated air are among the causes of incisor
crowding [39].



DISCUSSION

This review of the assessment of the prevalence and se-
verity of pathological occlusion in the population under
conditions of different levels of fluoride intake allowed
us to identify three main groups of studies characterized
by contradictory results.

The findings of the first group about the higher inci-
dence of malocclusions among child populations from re-
gions with low fluoride levels in drinking water seem log-
ical. In such populations, dental caries is more common,
and its intensity becomes higher. The probability of devel-
oping caries complications in the form of pulp and perio-
dontal inflammation, early extraction of temporary teeth
and first permanent molars increases. Generally, the result-
ing defects cannot be repaired with removable partial den-
tures or fixed space maintainers, which results in displace-
ment of neighboring teeth and the formation of bite prob-
lems [40, 41].

This algorithm for maxillofacial disorders is particularly
importantin regions with insufficient and low levels of den-
tal care available to children. The model under considera-
tion is not unambiguous in the long term, but it is recog-
nized as relevant for the age at which the majority of maloc-
clusionsand deformities are formed [42].

With multiple caries, especially in conditions of hypoph-
thorosis, the intensity of carious lesions increases not only
of the teeth, but also of their surfaces, mainly those in con-
tact [43]. Given the lack of accessibility of pediatric den-
tal care in some regions of the world, multiple carious le-
sions of the proximal surfaces of teeth in children can lead
to areduction in the mesiodistal dimensions of the crowns,
sagittal drift of the affected teeth, shortening of the den-
tal arches and eventually to secondary dental displace-
ment and impaired occlusion [44-46]. Asymmetric masti-
cation, pathological reorientation of the occlusal contacts,
often occurring against a background of secondary adentia,
can be a trigger for the formation of occlusal disorders, es-
pecially in the presence of additional risk factors. In particu-
lar, an unilateral mastication could cause an unilateral pos-
terior crossbite, which is a broad asymmetrical bite anomaly
characterized by an inverse relationship between the upper
and lower vestibular dental cusps in the area of the molars
and premolars on the same side of the dental arch. Patients
with a unilateral posterior crossbite have altered mastica-
tion cycles and the masseter muscle is less active on the side
of the crossbite than on the contralateral side [47].

The aforementioned findings demonstrate the benefits
of administering optimal doses of fluoride compounds from
natural or fluoridated drinking water sources to children, as-
sociated with the control of both dental caries and associat-
ed dental diseases and conditions, including bite disorders
[7]. However, there are arguments for controversy regard-
ing this point of view. A number of authors have reasona-
bly observed that studies of the effects of fluorides applied
to human and animal oral organs and tissues without having
taken into account all possible risk factors can lead to mis-
interpretations of the results obtained [48, 49]. An under-
estimation of a significant variable, such as the socio-eco-
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nomic status of a family or individual, contributes to a mis-
interpretation of the information obtained in the study.
As a rule, individuals with lower status are typically associ-
ated with inadequate dental compliance (do not regularly
visit the dentist for the prevention and treatment of dental
diseases, do not follow the generally accepted recommen-
dations for individual oral hygiene, etc.), do not have the op-
portunity to eat rationally, etc., and are more likely to have
untreated dental caries and its complications. Among such
individuals, even in conditions of optimal and increased flu-
oride intake, available level of dental care, untreated den-
tal caries and its complications, cases of tooth extraction
without subsequent dental prosthetics are more often re-
vealed [50, 51].

The studies underline the fact that the range of human
and animal sources of fluoride has expanded in recent dec-
ades, significantly altering the epidemiology of fluoride-
associated dental diseases directly or indirectly. The cur-
rent literature data suggest that the algorithm of the vari-
ables "dental caries — dental defects — maxillofacial anom-
alies" that has been formed in the past decades remains
relevant, and the order of "systemic fluorides — dental car-
ies — dental defects — maxillofacial anomalies" now needs
further study and possibly reinterpretation.

The second group of studies analyzed by us indicates
a higher incidence of bite problems among the population
consuming water with optimal or elevated fluoride levels,
which can also be explained.

Chronic fluoride intoxication is accompanied by ab-
normalities in the functioning of cardiorespiratory, neu-
roendocrine, musculoskeletal, dental and other human sys-
tems and organs. The positive and negative effects of flu-
oride on bone tissue have been described in the literature
[52]. Fluoride has been demonstrated to increase the pro-
liferation of osteoblasts and inhibit osteoclast function,
andisaninducer of increased bone volume and mineraliza-
tion [53]. A significant number of factors affecting bone me-
tabolism and the complexity as well as diversity of the man-
ifestations of fluoride effects in bones, including jaw bones,
which go beyond just changes in bone density, have been
pointed out [54]. The results of studies examining the rate
of tooth movement under the influence of orthodontic ap-
pliances in humans and animals under prolonged systemic
ingestion of a variety of fluoride concentrations have con-
firmed these findings [55].

Orthodontic treatment is associated with the movement
of teeth through the reconstruction of the alveolar bone.
The pressure exerted on the crown of the tooth is transmitted
through the root to the ligamentous apparatus of the per-
iodontium and the alveolar bone. In the tissues of the jaw
bone, compression zones arise, where the alveolar bone
is resorbed, and stretching zones, where the bone is formed.
It has been shown that different concentrations of endog-
enous fluorides can have several different effects on ortho-
dontic tooth movement and in combination with mechan-
ical forces and associated factors can have synergistic, pre-
servative or inhibitory effects [56]. Intensive systemic use
of sodium fluoride in order to prevent caries during ortho-
dontic treatment can slow down the rate of tooth move-



ment and prolong the period of active treatment [57]. Ani-
mal studies have shown that fluorides, especially with long-
term exposure, reduce the rate of tooth movement while
undergoing simulated orthodontic treatment [58]. Along
with medications (bisphosphonates, corticosteroids, es-
trogens, aspirin, diclofenac, ibuprofen, indomethacin, etc.),
endogenous fluorides can be classified as factors that slow
down tooth movement during orthodontic treatment [59].
However, a number of authors do not share this opinion.
During orthodontic treatment of young people from cities
with very low (0.05 ppm) and elevated (2 ppm) fluoride levels
in drinking water, a higher rate of tooth movement was de-
tected among the second group of patients [60]. Y.U. Yang-
yang et al. (2016) among adolescents without fluorosis
and with dental fluorosis of varying severity showed signif-
icantly greater tooth movement distance and less alveolar
bone resorption area in the group of patients with fluoro-
sis at every treatment stage. The authors conclude that flu-
orides play a positive role in bone remodeling during or-
thodontic treatment [55]. However, simulated orthodontic
treatment of animals confirmed a statistically significant in-
crease in the number of osteoblasts on the extension side
and a decrease in their number on the compression side,
but showed no difference in the dynamics of tooth move-
ment under conditions of insufficient and excessive system-
ic fluoride intake [61]. The variability in the results of these
studies may be associated with limitations in their design,
as bone remodeling is a multifaceted and complex process,
influenced by a number of different factors, including ge-
netics and environmental conditions [62].

Tooth eruption is a genetically determined process,
but is influenced by a number of general and local fac-
tors: racial, ethnic, gender, socio—economic, geographi-
cal and others [63]. Animal studies have confirmed a delay
in the eruption of mandibular molars in experimental rats
that constantly consumed fluoridated water [64], which al-
lows us to consider fluoride as a potential environmental
factor not only prolonging the timing of tooth emergence
in the mouth, but also indirectly negatively influencing
the formation of occlusion.

The morphology of the teeth, especially the mesio-
distal and buccolingual dimensions, has a significant in-
fluence on their position in the dentition and the develop-
ment of occlusion in the temporary and permanent bites.
In turn, tooth size is influenced by both genetics and numer-
ous environmental factors [65]. Among the latter are fluo-
rides, the prolonged and excessive intake of which, mainly
with drinking water, is capable of affecting the size and mor-
phology of teeth in humans and laboratory animals. This ef-
fect has been noted in numerous studies and has been con-
firmed by the work of the Turkish authors, who in a study
of dental parameters among children and adolescents
with fluorosis revealed smaller crown sizes in the permanent
upper incisors, second premolars and first molars. The sizes
of temporary teeth with and without fluorosis did not dif-
fer [66]. Similar findings were observed by their compa-
triots, who revealed that the mesio-distal dimensions
of teeth were larger among adolescents without fluorosis
and with a normal bite than among their peers with this pa-
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thology. However, in most cases there were no statistical-
ly significant differences between the indicators obtained
in the compared groups of patients [67]. The significantly
smaller diameter and height of the cusps of fluorotic per-
manent teeth is indicated by C.J.M. Ten et al. [68]. Y.B. As-
wini and colleagues, analysing the literature findings about
the influence of fluoride on dental morphology, point-
ed to less pronounced (small and wide) fissures in molars
among patients who consumed water or products with el-
evated fluoride concentrations [69]. Ameloblasts are known
to be highly sensitive to internal and external influences.
Indonesian scientists have demonstrated a negative effect
of high doses of fluoride in drinking water against enamel
development in rats as a result of apoptosis in ameloblasts
and an increase in intercellular space, resulting in the for-
mation of thinner enamel and smaller teeth [70].

The analysis of scientific studies carried out at different
times in different countries, including different age and so-
cial groups of the population, as well as animals, did not al-
low an unequivocal assessment of the impact of systemic
fluorides on bone tissue, teething processes and their mac-
romorphology. However, obtaining the most objective in-
formation possible about the issue is of great importance
in clinical dental practice. The morphological characteris-
tics of the teeth are the most important factors influencing
the positioning of the teeth in the dental rows [71], whose
abnormal size correspondence leads to anomalies of occlu-
sion in different directions, changes in function [72].

The literature review allowed us to note two main
points. First, despite hundreds of studies conducted over
the past decades to assess the impact of systemic fluo-
rides on human dental health, only eighteen publications
were accepted for analysis in accordance with the selec-
tion criteria for this study, demonstrating the relevance
of the problem in question. Second, the methodological ba-
sis of the majority of studies published more than a decade
ago varies considerably and is characterized by the variety
of assessment tools used by the authors (different classifica-
tions, indices), racial and age samples of the surveyed pop-
ulation, levels of professional competence of experts, which
served as one of the reasons for the inconsistency of the re-
sults obtained. The use of unified methodological approach-
es in similar case studies is known to enable comparison
of results at national and international levels and to increase
the reliability of the results [73]. Even significant quantita-
tive indicators without proper research quality are unable
to influence the outcome of the review. Thus, the conclu-
sion of a recent critical review assessing the effect of sys-
temic fluorides against statistical indicators of dental car-
ies, a topic that is very widely and extensively represented
in the specialized literature, pointed out the lack of studies
that meet the criteria for inclusion in the Cochrane review
and the need for further in-depth studies [74].

CONCLUSION

A review of the literature demonstrated the ambiguity
of data on the frequency and structure of malocclusions un-



der conditions of long-term variable intake of systemic fluo-
ride compounds, i. e. its possible role in the formation of hu-
man and animal occlusion. Although a summary of a review
based on an analysis of publications in the Google, Rutgers
Library, PubMed, and Medline databases did not identify
fluoride as a risk factor for bite problems [75], the findings
of this study justify further research in this area, with qual-
itative studies based on evidence-based methodologies.
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ABSTRACT

Background. The concept of multistage surgical treatment of patients has been
established in surgery rather recently and therefore the discussions on the expedi-
ency of using a particular surgical technique in a specific situation still continue.
Vacuum-assisted laparostomy is being widely implemented into clinical practice
for the treatment of abdominal compartment syndrome, severe peritonitis and ab-
dominal trauma, but the indications and advantages of this method are not clearly
defined yet.

The aim. To conduct a systematic review and meta-analysis on the comparison
of the effectiveness of vacuum-assisted laparostomy with various variants of re-
laparotomy and laparostomy without negative pressure therapy in the treatment
of patients with urgent abdominal pathology and abdominal trauma complicated
by widespread peritonitis, sepsis or compartment syndrome.

Material and methods. A systematic literature search was conducted in ac-
cordance with the recommendations of Preferred Reporting Items for Systematic
Reviews and Meta-Analyses. We carried out the analysis of non-randomized (since
January 2007 until August 6, 2022) and randomized (without time limits for the start
of the study and until August 6, 2022) studies from the electronic databases eLibrary,
PubMed, Cochrane Library, Science Direct, Google Scholar Search, Mendeley.
Results. Vacuum-assisted laparostomy causes statistically significant shorten-
ing of the time of treatment of patients in the ICU and in hospital and a decrease
in postoperative mortality compared to other variants of laparostomy without
vacuum assistance.

Conclusion. Toobtain data of a higher level of evidence and higher grade of recom-
mendations, it is necessary to further conduct systematic reviews and meta-analyses
based on randomized clinical studies.

Key words: vacuum-assisted laparostomy, laparostomy, vacuum therapy, negative
pressure therapy, open abdomen, on-demand relaparotomy, planned relaparotomy,
abdominal compartment syndrome
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Sigaev S.M., Biriulev D.S. Vacuum-assisted laparostomy in severe abdominal trauma
and urgent abdominal pathology with compartment syndrome, peritonitis and sepsis:
Comparison with other options for multistage surgical treatment (systematic review
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PE3IOME

O6ocHosaHue. KoHyenyus MHO203ManHoO20 Xupypau4eckozo jedeHus 60/1bHbIX
ymaeepousidace 8 Xupypauu 0OmHOCUMeIbHO HeddgHO, NO3IMOMY NPOOOIXAMCA
OUCKyccuu o yesecoobpasHocmu ucnosb308aHus mod uau UHoU MemoouKu
8 KOHKpemHoU cumyayuu. B knuHu4Yeckyto npakmuky nedyeHus ab0OMUHAIbHO20
KoMNnapmmeHm-cuUHOPOMA, MAXEI020 NepUMOHUMA U MPAasMbl XUBOMa 8cé wupe
8HeOpsemMcs 8akyyM-accuCmMupOBAHHAA IANAPOCMOMUS, HO NOKA HEOOCMAMOYHO
uémko onpedesieHbl NOKA3AHUA U NpeuMyujecmaa 0aHHO020 Memooad.

Lenb uccnedoesaHus. posedeHue cucmemamuyecko2o 0630paduMemaaHanu3a
no cpasHuMesbHOU oyeHKe 3(hgheKmusHOCMU 8aKyyM-accucmuposaHHoU 1ana-
pOCMOoMUU C pa3/IuUYHbLIMU 8dpUAHMAMU pesanapomomuli u 1anapocmomudi
6e3 mepanuu ompuyamesibHbIM 0assieHUeM NpU Jie4eHUU NayueHmoes C ypeeHm-
HoU ab0oMUHAIbHOU namoJsiozueli U NOBPeXX0eHUsMU XUBOMA, OC/TOXHEHHbIMU
pacnpocmMpaHéHHbIM NepUMOHUMOM, CeNCUCOM UsTU KOMNApmMMeHM-CUHOPOMOM.
Mamepuan u memoodsl. Cucmemamuyeckul NOUCK lumepamypbl nNposeoéH
8 coomeemcmauu ¢ pekomeHoauyuamu Preferred Reporting Items for Systematic
Reviews and Meta-Analyses. [[pou3ge0éH aHanu3 HepaHOOMU3UPOBAHHbIX (C AHBAPA
2007 2.no 6 aszycma 2022 2.) U paHOOMU3UPOBAHHbIX (6€3 8peMeHHbIX 02paHu4eHul
Hayana uccnedosaHus no 6 agzycma 2022 2.) ucciedo8aHuli U3 31eKmpoHHbIX 6a3
eLibrary, PubMed, Cochrane Library, Science Direct, Google Scholar Search, Mendeley.
Pesynemamel. Bakyym-accucmuposaHHas ianapocmomus npugooum K cmamu-
CMuYecKu 3Ha4UMOMy COKPAWeHUI CPOKOB8 HaX0XO0eHUs nayueHmos 8 omoesieHuu
peaHuMayuu u UHmeHcusHoU mepanuu u 8 CMAayuoHape, CHUXXeHUto nocseonepa-
YUOHHOU /1ema’sibHOCMU 8 CpAasHeHUU € Opy2UMU 8apuaHmamu ianapocmomudi
6e3 gakyyma.

3aknoyeHue. /1115 nosydeHUs OaHHbIX 60J1ee 8bICOKO20 ypOB8HA 00CMOBepHOCMU
dokazamenbcme u ybedumesibHOCMU pekoMeHOayuli Heobxodumo dasneHeliwee
nposedeHue cucmemamuyeckux 0630po8 U MemaaHasau308 Ha OCHO8e PaHOOMU-
3UPOBAHHbIX KITUHUYECKUX Ucc1e008aHudl.

Knioueewle cniosa: eakyym-accucmuposaHHds 1anapocmomus, 1anapocmomus,
8aKyyMHAA mepanus, mepanus ompuyamesibHolM 0dseHuUem, «omkpsimeili
XKUusomy, pesianapomomus «no mpebo8aHu», NPOPAMMUPOBAHHASA penand-
pOmMoMus, CUHOPOM UHMpPAaabooMUuHanbHOU 2unepmeH3uu, ab0OMUHAbHbIU
KoMndapmmeHm-CcUHOpOM

Ona yntnposanua: MacknH C.C., AnekcaHgpos B.B., MaTioxuH B.B., [lepb6eHueBa T.B.,
Pawwpg A., Cnraes C.M., buptones [1.C. Bakyym-accucTrpoBaHHas 1anapoCcToMuA Npu TAXKE-
JIOVi TPaBMe XIMBOTa U YpPreHTHOM abOMMHANbHOM NATONOM Y C KOMMAPTMEHT-CUHAPOMOM,
NepUTOHUTOM U CENCUMCOM: CPAaBHUTENbHbIE acneKTbl C APYrIMU BapriaHTaMmy MHOro3Tar-
HOIO XVIPYPruyecKoro nedyeHus (CuctemaTyecknii 063op 1 metaaHanus). Acta biomedica
scientifica. 2023; 8(1): 170-203. doi: 10.29413/ABS.2023-8.1.19
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INTRODUCTION

"When does a surgeon who is not a novice worry?
Not at the time of surgeries...

The worries of the surgeon begin after surgery,
when for some reason a high fever persists

or the abdomen does not subside, and now, on the tail
of the missed time,

one must mentally cut open, see and understand
how to correct the mistake without using a knife.
It’s useless to blame a postoperative complication
on a random side cause."

A.l. Solzhenitsyn, 1967

One of the most difficult problems of surgery remains
the treatment of abdominal pyoinflammatory diseases
and complications. In the structure of surgical morbidi-
ty, peritonitis and its destructive lesions of the abdomi-
nal cavity are among the most important [1]. The num-
ber of patients with infected forms of pancreatic necrosis,
gastrointestinal perforation, traumatic injuries of the ab-
dominal cavity and retroperitoneum, widespread perito-
nitis of various etiologies increase [1]. At the same time
the mortality rate does not have any tendency to decrease
andranges from 19 to 70 % with the development of sep-
tic shock [1-6].

Saving the patient’s life in these cases depends on time-
ly diagnosis and effective surgical intervention. In extremely
severe and hemodynamically unstable patients with wide-
spread peritonitis, abdominal trauma in the presence
of compartment syndrome, peritonitis, sepsis, there are cur-
rently three methods of multistage surgical treatment af-
ter primary laparotomy within the framework of source con-
trol and damage control strategies [1, 7-13]:

¢ on-demand relaparotomy (emergency);

¢ programmed relaparotomies (planned);

e various variants of laparostomy ("open abdomen"
technique).

Current knowledge confirms the concept according
to which on-demand relaparotomy performed with clin-
ical deterioration of the patient’s condition or lack of im-
provement is an effective measure to eliminate perma-
nent or repeated infection of the abdominal cavity [1, 12,
14]. When comparing the results of treatment of patients
with "open abdomen" and on-demand relaparotomy
in a randomized clinical trial by F.A. Robledo et al. (2007)
[15], the mortality was significantly higher in the group
of patients with open abdominal management - 55 % ver-
sus 30 %, respectively, but no statistical significance of differ-
ences was obtained (cit. according to [12]). In a randomized
study of O. van Ruler et al. (2007) [16], advantages of on-
demand relaparotomy over planned lavages were shown
in terms of reducing the cost of patient treatment, the du-
ration of hospital stay, and the duration of the recovery pe-
riod, but also no statistically significant difference in mor-
tality was obtained (cit. according to [7, 12, 17]). Difficul-
ties of timely diagnosis of postoperative intraabdominal
complications and the resulting delays in repeated inter-
vention determine still high frequency of poor treatment
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results when choosing a closed abdominal management
method [1, 2, 4, 7, 12]. Most of the currently existing inte-
gral scales (scores) for assessing the severity of peritonitis
and abdominal sepsis are not effective for determining in-
dications for emergency relaparotomy [4].

Programmed relaparotomy is used when it is impos-
sible to eliminate or reliably delimit the source of wide-
spread fibrinous-purulent or fecal peritonitis and com-
plete lavage of the abdominal cavity in a patient with sep-
tic shock, in the presence of intra-abdominal hypertension
syndromes (IAHS; syn.abdominal compartment syndrome)
and intestinal, doubts about the viability of the intes-
tine and the need to perform a delayed intra-abdominal
anastomosis [1, 2, 4, 7, 10, 12, 18]. The most obvious dis-
advantage of such a patient management tactic is multi-
ple mechanical traumatization of abdominal organs dur-
ing reoperations, in some cases leading to serious com-
plications: suppuration of postoperative wounds, com-
plete eventration, and the formation of intestinal fistulas;
among patients with tertiary peritonitis, it can contribute
to the progression of Multiple Organ Dysfunction Syn-
drome (MODS) [4, 7, 13].

The occurrance of laparostomy (laparo (Lat.) - abdomi-
nal wall; stomia (Lat.) - the operation of applying an artificial
external fistula, stoma) is associated with Johann Mikulich-
Radetsky, who in 1884 proposed tamponing the abdomi-
nal cavity with iodoform gauze with an untreated laparot-
omy wound in order to remove exudate from the abdomi-
nal cavity and delimit the purulent process [19]. This meth-
od is possible in two conditional variants - open and closed
technology; using the latter, the wound of the abdomi-
nal wall is closed with temporary devices [18]. Laparosto-
my formation in the classic "open" option is of limited use
in situations when visceral edema prevents effective clo-
sure of the abdominal cavity with its own tissues. Abdo-
men temporary closure is possible with the help of adhesive
membranes, synthetic and biological meshes [20], vacuum
(VAC, vacuum-assisted closure) therapy with negative pres-
sure in the abdominal cavity and the laparostomy forma-
tion using negative pressure wound therapy (NPWT) [1, 7,9,
18, 21]. VAC-laparostomy implies the mandatory presence
of a protective (more often - perforated polypropylene) film,
a polyurethane sponge, a sealing film, and a device for con-
stant vacuum aspiration. Air is evacuated from the abdom-
inal cavity through a system of tubes with a special vacu-
um generator, resulting in negative pressure, which accel-
erates the formation of granulation tissue, improves blood
supply, reduces contamination of the abdominal cavity, lo-
calizes and reduces the exposure time of pathological peri-
toneal exudate [2, 4, 8, 12, 22-24].

Initially, VAC-laparostomy was used differently, in par-
ticular in the USA and Latin America, as well as in South-
East Asia, it was indicated mainly in severe abdominal trau-
ma, while in the UK, Germany and our country — mainly
in widespread fibrinous-purulent/fecal peritonitis and sep-
sis [19, 25]. The advantage of this method is the elimination
of IAHS, which contributes to the normalization of the res-
piratory, cardiovascular and nervous systems [1, 2, 7, 25,
26]. But even here discussions arise. On the one hand,



the use of NPWT solves the problem of increased intra-ab-
dominal pressure and the development of IAHS, reduces
the risk of severe abdominal sepsis in fibrinous-purulent/
fecal peritonitis, leads to a decrease in mortality, the dura-
tion of hospital stay and the cost of treatment [7, 12, 23—
25, 271. Most researchers note a statistically significant im-
provement in the results of primary muscle-aponeurotic
closure in comparison with other methods of laparostomy
management [7, 12, 25]. At the same time, exposure to neg-
ative pressure can lead to ischemia of intestinal areas, de-
velopment of petechial and erosive bleeding and increases
the risk of intestinal fistulas [1,4, 5,7, 10, 12] from 5 to 20 %
of observations [25, 27].

In 2015, the World Society of Emergency Surgery
and the Panamerican Trauma Society initiated the cre-
ation of the International Register of Open Abdomen
(IROA), and in 2017 the first results of an international study
were published, according to which the VAC technique,
compared with other types of laparostomy, has the lowest
mortality and complications rates [9], but the risk of fistula
formation is among the leaders along with the Wittmann
patch (13.5 and 17.6 %, respectively), yielding the latter
"leadership" [7, 28, 29].

There is a large number of studies in the modern press
comparing various variants of laparostomy with vacuum
therapy with each other (more recent publications), on-
demand relaparotomy with programmed relaparotomy
(older publications), but there are few studies comparing
vacuum laparostomy with different variants of relaparot-
omy and laparostomy without negative pressure therapy,
while these very methods remain relevant and sometimes
the only possible ones in the treatment of patients with
complicated widespread peritonitis, sepsis or compart-
ment syndrome of urgent abdominal pathology and ab-
dominal injuries.

The aim of our study was to conduct a systematic re-
view and meta-analysis to compare the effectiveness of vac-
uum-assisted laparostomy with various variants of relapa-
rotomy and laparostomy without negative pressure thera-
py in the treatment of patients with complicated by wide-
spread peritonitis, sepsis or compartment syndrome of ur-
gent abdominal pathology and abdominal injuries.

MATERIAL AND METHODS

Design and proper testing environment. A systematic
literature search was conducted in accordance with the rec-
ommendations of Preferred Reporting Items for System-
atic Reviews and Meta-Analyses (PRISMA) [30]. We carried
out the analysis of non-randomized (since January 2007
until August 6, 2022) and randomized (without time limits
for the start of the study and until August 6, 2022) studies
from the electronic databases eLibrary, PubMed, Cochrane
Library, Science Direct, Google Scholar Search, Mendeley
in accordance with the recommendations of the Federal
State Budgetary Institution Center for Healthcare Quality As-
sessment and Control of the Ministry of Health of the Rus-
sian Federation [31].
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Criteria for inclusion and exclusion of original re-
search in meta-analysis. Primary search strategy (with-
out language restrictions): vacuum-assisted laparostomy,
laparostomy, vacuum therapy, negative pressure therapy,
"open abdomen", on-demand relaparotomy, programmed
(planned) relaparotomy, intra-abdominal hypertension syn-
drome, abdominal compartment syndrome, — with subse-
quent exclusion from the query for experimental studies,
literature reviews, clinical recommendations, case reports,
non-cohort studies, incomplete articles/theses, manuscripts
devoted to endoscopic (endoluminal) vacuum therapy, vac-
uum therapy of other localization, outside the abdominal
cavity or comparing different varieties of vacuum-assisted
laparostomy with each other. Additionally, we searched
for articles from the references of the selected studies
for sources not found during the initial search; the tables
of contents of specialized journals were analyzed. Data ex-
traction was performed independently by three research-
ers. Any disagreement regarding study selection was re-
solved by consensus.

The methodological quality of non-randomized studies
was assessed on the Newcastle — Ottawa Scale (NOS) [31, 32].
The results of the systematic bias risk assessment were in-
terpreted as follows:

o studies with 5 points or less (out of 9 possible) have
a high risk of systematic errors [32];

e studies with 6 and 7 points - the average risk of sys-
tematic errors [32];

e studies with 8 and 9 points — low risk of systematic
errors [32].

The methodological quality of randomized clinical tri-
als was assessed according to the criteria of the current
Guidelines of the Cochrane Community [33] and accord-
ing to the methodology proposed by V.V. Omelyanovsky
etal. (2019) [31].

Statistical data analysis was carried out using Micro-
soft Excel 2019 (Microsoft Corp., USA); PythonMeta software
(China) was used to synthesize quantitative data.

The null hypothesis is based on the assumption
that there are no differences in the treatment outcomes af-
ter vacuum-assisted laparostomy and various options of re-
laparotomy and laparostomy without negative pressure
therapy among patients with urgent abdominal pathology
and abdominal injuries complicated by widespread perito-
nitis, sepsis or compartment syndrome.

Statistical heterogeneity was assessed using the het-
erogeneity index I2. If no significant heterogeneity was de-
tected (12 < 40 %), then a fixed effect model (Mantel - Han-
sel method) was used to generalize the results [33]. Other-
wise, arandom effects model was used. The statistical signif-
icance of the findings was confirmed by the determination
of a 95% confidence interval (95% Cl) (if the level of statis-
tical significance is p < 0.05, then the differences are statis-
tically significant) [33].

To quantify the influence of various dichotomous
parameters on the outcome of the event under study,
the odds ratio (OR) was determined in retrospective stud-
ies, the relative risk (RR) was determined in randomized
clinical trials (RCTs), prospective and combined stud-
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ies [33]. Differences in treatment outcomes of different
groups of patients were taken into account only for odds
and relative risk ratio values other than 1. If the confidence
interval for OR/RR included 1, then there was no statis-
tically significant difference in the studied groups [33].
The values of OR/RR > 1 show that the reviewed surgical
intervention among patients of the main group increased
the probability of occurrence of the reviewed event com-
pared with the control. If the calculated value of OR/RR
is < 1, the reviewed intervention reduces the probabil-
ity of occurrence of the reviewed event in comparison
with the control [33].

In the meta-analysis of rates (the number of repeat-
ed surgical interventions), information about the rates
of the phenomenon under study was summarized by deter-
mining rate ratios, which are determined by dividing the rate
in the main intervention group by the rate in the control
group [33].

The analysis of continuous data (the average dura-
tion of inpatient treatment, the average duration of sur-
gical treatment, etc.) was performed using information
about the mean values, their standard deviation in each
of the comparison groups and the total number of pa-
tients in the corresponding comparison groups [33]. Sum-
mary statistics for continuous data were evaluated by the

Acceptability Screening Identification

Included

FIG. 1.
Stages of selection of the evidence base
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standard mean difference (SMD) using Hedges’g [33].
The value of SMD < 0.40 corresponds to a small, SMD
from 0.40 to 0.70 - moderate, SMD > 0.70 - a large effect
value [33].

A qualitative assessment of the systematic publica-
tion error was carried out using a funnel plot. The asym-
metry of the plot indicated a systematic publication er-
ror [33].

Study outcomes. Analysis in subgroups. Results

The stages of the evidence base search are present-
ed in the PRISMA flowchart (Fig. 1). As a result, 33 studies
were included in the systematic review (including 1 RCT,
5 prospective studies, 1 combined (pro- and retrospec-
tive) study, 5 prospective cohort studies, 2 combined co-
hort studies, 9 retrospective studies, 4 retrospective co-
hort studies, 1 case-series study, 5 descriptions of clinical
cases). All cohort studies (12), including 1 RCT, are includ-
ed in the meta-analysis.

SYSTEMATIC REVIEW

D. Perez et al. (2007) [34] prospectively analyzed
the treatment outcomes of 37 patients with vacuum-as-
sisted laparostomy performed with widespread perito-




nitis with severe abdominal sepsis (Mannheim perito-
nitis Index (MPI) > 29-21 (57 %) patient and/or IAHS -
16 (43 %) patients). These were critical patients (the SOFA
(sequential organ failure assessment) score was 8.7 (7.2
to 11.5)); mortality was 65 % (24 patients: 14 died during
the use of VAC-laparostomy, the rest — within 3 months
after abdominal cavity closure). The average time spent
in the intensive care unit (ICU) was 20.4 (12.3-35.2) days,
while the duration of artificial lung ventilation (ALV)
was 18.9 (12.6-29.9) days. The average duration of lap-
arostomy was 22.7 (3-122) days with 3.8 intra-abdomi-
nal component replacements per patient (1-22 replace-
ments). Complete closure of the fascia was achieved
in 26 (70 %) patients [34].

M. Rao et al. (2007) [35] evaluated results of VAC-lap-
arostomy in 29 patients; 10 (34.5 %) died; the average du-
ration of vacuum therapy was 26 days (2-68 days range);
the average stay in the ICU was 10.5 days (3-36 days range),
6 (20.7 %) patients developed intestinal fistulas with an ave-
rage duration of 20 (2-50) days from the beginning of neg-
ative pressure therapy.

D.E. Barker et al. (2007) [36] retrospectively on 258 pa-
tients with vacuum-assisted laparostomy (116 patients
with abdominal trauma, 120 patients with abdominal sur-
gical pathology, 22 patients with vascular abdominal pa-
thology) showed the following results. The length of hos-
pital stay varied from 1to 290 days (an average of 32 days);
mortality was 26 % (67 patients); the average number
of vacuum systems used per patient was 2.77 (planned
relaparotomies were performed in 85 (59.9 %) pa-
tients with abdominal surgical and vascular patholo-
gy and in 27 (23.3 %) patients with abdominal trauma
(p < 0.05; Pearson’s x?)). Abdominal closure was success-
fulamong 226 (87.6 %) patients (without statistically sig-
nificant differences in the three patient groups; primary
muscular-aponeurotic closure was more frequently per-
formed among patients who did not require intra-abdom-
inal component replacement (89.4 % vs. 53.9 %; p < 0.05;
Pearson’s x?). The following complications were obtained
in the groups of patients with abdominal trauma, abdom-
inal surgical pathology and vascular abdominal pathol-
ogy, respectively: enterocutaneous fistulas — 4 (3,4 %),
8 (6,7 %) and 1 (4.5 %), respectively; intra-abdominal ab-
scesses — 5 (4,3 %), 4 (3,3 %) and 0 (0 %), respectively; in-
testinal obstruction -1 (0,86 %), 1 (0,83 %) and 1 (4.5 %),
respectively; IAHS — 1 (0,86 %), 1 (0,83 %) and 1 (4.5 %),
respectively; evisceration - 1 (0,86 %), 0 (0 %) and 0 (0 %),
respectively.

D. Wondberg et al. (2008) [37] conducted a prospec-
tive analysis of the treatment of 30 patients with abdom-
inal sepsis who underwent vacuum-assisted laparosto-
my from 2004 to 2007. The mortality rate was 30 % (9/30);
in 53 % of cases (16/30) it was impossible to perform muscu-
lar-aponeurotic closure, and 5 patients died before the con-
ditions for laparostomy closure appeared; in 2 cases intes-
tinal fistulas developed (6.66 %) [37]. The average number
of intra-abdominal component replacements was 3 (1-10);
the average duration of stay in the ICU was 7 (1-40), in hos-
pital - 50 (18-101) [37]. The authors conclude that the use
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of this technique allows to achieve good results in this co-
hort of patients [37].

A.l. Amin et al. (2009) [17] with the help of 20 pa-
tients with VAC-laparostomy and the APACHE Il Score
of 16.7 + 1.0 points (suspected hospital mortality -
37.2 £ 5.25 %) prospectively showed that primary closure
was achieved in 15 (75 %) patients for 4.53 + 1.64 days, mor-
tality was 0 %, duration of stay in ICU — 19.8 + 4.48 days, in-
testinal fistulas developed in 2 (10 %) patients.

J. Horwood et al. (2009) [38] studied 27 patients
with VAC-laparostomy (the average ASA (American So-
ciety of Anesthesiologists) score — 3.75) and prospec-
tively showed that the mortality rate was 37 % (10/27),
and this is statistically significantly less than the suspect-
ed mortality as per the P-POSSUM scale, widely used
in the UK; the average number of relaparotomies and
intra-abdominal component replacements - 4, 2 (out
of 17 survivors; 11.7 %) patients developed enterocutane-
ous fistulas, and for 5 (29.4 %) patients a delayed abdom-
inal closure was performed. The authors state that vac-
uum-assisted laparostomy is associated with fewer com-
plications and lower mortality among patients with IAHS
and peritonitis [10, 38].

L. Lépez-Quintero et al. (2010) [39] conducted a retro-
spective study of 19 patients with abdominal sepsis who un-
derwent VAC-laparostomy: the average stay of patients
in the ICU was 5.2 days (2-9 days range, + 2), in hospital —
24.7 days (10-45 days range, £ 9.6), mortality was 26.3 %
(5 patients), the average duration of vacuum therapy -
12.7 days (5-33 days range, + 8.2), the average number
of intra-abdominal component replacements - 3.9 (2-6 re-
placements range, = 1.1). Among the survivors, the final clo-
sure of the abdominal cavity was achieved in 100 % of cases
with half of them within 23 days; the incidence of enterocu-
taneous fistulas was 26.3 % (5 patients), acute intestinal ob-
struction (AIO) - 21 % (4 patients), postoperative hernias —
50 % (7 patients).

M. Schmelzle et al. (2010) [5] when retrospectively
analyzing treatment results of 49 patients with second-
ary peritonitis (with an average value of MPI of 28 (10-
44)) in Germany, who underwent "open abdomen" vacu-
um drainage for more than 7 days with negative pressure
of 75-125 mm Hg, the following results were obtained:
the average duration of stay in the ICU was 40 (0-197) days
in hospital — 84 (14-197) days; 20 patients died (mortal-
ity — 40.8 %, and non-fecal peritonitis at the first relapa-
rotomy was an independent prognostic factor for great-
er survival; p = 0.031), with VAC-laparostomy over 7 days,
the possibility of delayed muscular-aponeurotic closure
was 22.4 % (11 patients) [5]. The average number of re-
laparotomies was 4.9 (2-14), and 0.9 (0-5) after vacuum
application [5]. The incidence of enterocutaneous fistula
formation was 22.4 % (11 patients; 4 of them had multiple
fistulas); performing relaparotomy after vacuuming statis-
tically significantly increased the risk of this complication
(p <0.001) and reduced the possibility of successful muscu-
lar-aponeurotic closure of the abdominal cavity (p =0.033)
[5]. The authors emphasize that it is necessary to strive for
earlier closure of the abdominal cavity, if possible, to re-



duce the likelihood of complications; at the same time,
the risk of fistulas is associated not so much with the du-
ration of vacuum therapy as with the number of repeat-
ed interventions [5].

R. Kafka-Ritsch et al. (2012) [40] conducted a retrospec-
tive study of 160 patients, most of whom (78 %) had signs
of abdominal sepsis (median MPI - 25 (5-43)). The mortali-
ty rate was 20.6 % (33 patients). Factors increasing mortal-
ity were MPI > 25 (17 vs. 9 %; p = 0.05), extended volume
of surgical intervention and male gender [40]. Delayed ab-
dominal closure was achieved in 76 % of cases (121 pa-
tients); a single-factor analysis showed that the frequency
of delayed closure was higher among women (86 vs. 69 %;
p =0.04) and among patients with limited primary surgery
(e.g., resection of a section of the intestine without recon-
struction) (93 vs. 62 %; p = 0.00) and lower among patients
with relaparotomies (65 vs. 83 %; p = 0.01), when vacuum
treatment lasted more than 5 days (67 vs. 81 %; p = 0.04),
among patients with "open abdomen" according to M. Bjork
classification type 3 or 4 (39 vs. 80 %; p = 0.002), among pa-
tients with pre-existing or formed fistulas during laparos-
tomy (30 vs. 79 %; p = 0.001), as well as among patients
with pancreatitis or pancreatic fistula (33 %; p = 0.01) [40].
Abscesses occurred among 13 (8 %) patients, 31 (19 %) -
infections of the surgical site, enterocutaneous fistulas -
5 (3 %) patients [40].

L. Pérez Dominguez et al. (2012) [41] retrospective-
ly analyzed the results of the use of VAC-laparostomy
for 23 patients with secondary peritonitis; the number
of abdominal set replacements averaged 3.1 (1-7 range),
while the average duration of vacuum treatment
was 14.8 (2-43) days before laparotomy wound closure;
primary closure was achieved in 18 of 21 patients (85.7 %).
The average duration of hospital stay was 110.1 (8-
163) days, the mortality rate was 26 % (6 patients) [41].
Complications occurred in 7 (30.4 %) cases: in 3 (13 %) —
intra-abdominal abscesses, in 4 (17.4 %) — enterocutane-
ous fistulas, in 1 (4.3 %) — evisceration [41]. The authors
state that vacuum laparostomy is easy to use with an ac-
ceptable level of complications, and its wider use should
be expected in the future [41].

V.N. Obolensky et al. (2013) [25] described a clin-
ical case of successful treatment of a 35-year-old pa-
tient with duodenal ulcer bleeding, in whom, associated
with the relapse and ineffectiveness of endohemostasis,
the surgery revealed penetration of the ulcer into the head
of the pancreas with bleeding from the gland vessels
and with the formation of an inflammatory infiltrate in-
volving the hepatic-duodenal ligament, common bile
duct, and gallbladder. 2/3 gastric resection with gastro-
enteroanastomosis according to Hofmeister — Finsterer,
cholecystectomy, lavage and drainage of the abdominal
cavity were performed [25]. On the 5th day, due to nega-
tive dynamics, a relaparotomy was performed, pancreat-
ic head necrosis and enzymatic peritonitis were revealed;
duodenal stump and gastroenteroanastomosis were con-
sistent; the abdominal cavity was lavaged and drained
with skin suturing [25]. In 4 days, a programmed lavage
relaparotomy was performed, and positive dynamics
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was noted; the abdominal cavity was lavaged and drained
with skin suturing [25]. But in another 6 days, bile began
to flow from the postoperative wound, and a relaparot-
omy was performed; ongoing peritonitis and bile leak-
age from the stump of the cystic duct were detected,
where the Tachocomb sponge was fixed; a vacuum-assist-
ed laparostomy was carried out, after which the patient’s
condition stabilized, and on the 4th day after the vacuum
was placed, peritonitis was eliminated, and the wound
was sutured completely [25].

H.T.Hougaard et al. (2014) [42] conducted a retrospec-
tive analysis of the use of the VAC Abdominal Dressing Sys-
tem with ABThera continuous dosed muscular-aponeurot-
ic traction system in 115 patients, the average frequency
of intra-abdominal component replacement was 4 (1-36),
the average duration of vacuum use before laparostomy
closure was 7 (1-75) days, delayed muscular-aponeurotic
closure was achieved in 92 % of cases (106/115), mortali-
ty was 17 % (20/115), and the frequency of intestinal fistu-
la was 3.5 % (4/115).

P.V.Polenok (2016) [22] presented an original technique
of temporary abdominal cavity closure using a negative
pressure system and applied it in 5 patients with second-
ary peritonitis and severity of condition as per the APACHE Il
Scale of 18-24 points; intra-abdominal pressure level
in 4 out of 5 cases exceeded 15 mm wg at the end of the first
laparotomy. The number of laparotomies among 3 patients
was 4, among 2 patients — 5 [22]. By the time of laparosto-
my elimination, all patients had a satisfactory condition
of the anterior abdominal wall tissues, no signs of suppura-
tion and devitalization of tissues, which allowed to complete
the last relaparotomy by layer-by-layer suturing of tissues
without tension with complete reconstruction of the ante-
rior abdominal wall [22].

D.S. Zemlyakov et al. (2016) [2] used NPWT system —
Vivano Med-Abdominal Kit in 8 patients with widespread
purulent peritonitis and noted a rapid decrease in intra-
abdominal pressure, relief of peritonitis, and postopera-
tive wound cleansing. The authors consider tertiary peri-
tonitis with progressive abdominal sepsis as indications
for this method [2].

O.V. Pervova et al. (2016) [43] presented a clinical case
of successful 98-day treatment of a patient with total in-
fected pancreatic necrosis, omental abscess, retroperi-
toneal phlegmon, widespread enzymatic peritonitis, ab-
dominal sepsis, who underwent laparotomy, necrose-
questrectomy, autopsy and drainage of retroperitoneal
phlegmon, omentobursostomy, nasointestinal intuba-
tion, lavage, drainage of the abdominal cavity, laparosto-
my. The first programmed relaparotomy revealed progres-
sion of a purulent-destructive process in the pancreas, ret-
roperitoneal tissue, necrosis of the transverse and ascend-
ing colon, transition of enzymatic peritonitis into fibrin-
ous purulent one, which required performing right-sided
hemicolectomy, ileostomy during the next planned relap-
arotomy [43]. Subsequently, due to vacuum flow-aspira-
tion drainage of the omental bursa and retroperitoneum,
the phenomena of abdominal sepsis and MSF were elim-
inated [43]. The authors note the important role of nega-



tive pressure technologies for adequate lavage of the in-
fection focus [43].

I. Mintziras et al. (2016) [26] retrospectively, for 2005-
2014, analyzed the results of using vacuum-assisted
laparostomy in 43 patients with secondary peritoni-
tis, the main causes of which were anastomotic dehis-
cence after resection (20 patients) or failure of sutured
acute intestinal perforations (17 patients). The severi-
ty as per the APACHE Il Score was 11 points, the average
duration of VAC-laparostomy was 12 days (3-88 range).
20 (47 %) patients died from septic complications [26]. En-
terocutaneous fistulas (ECFs) occurred among 16 (37.2 %)
patients, and the authors found a direct relationship
in their occurrence with the frequency of repeated inter-
ventions and the duration of vacuum therapy (p < 0.001)
[26]. During the ROC analysis, it was found that the dura-
tion of VAC therapy over 13 days with negative pressure
of 100 mmHg is a risk factor for the development of ECFs
(81 % sensitivity, 74 % specificity) [26]. Besides, perform-
ing at least one relaparotomy after vacuuming statisti-
cally significantly increased the risk of this complication
(p < 0.001), while gender, patient age, the cause of sec-
ondary peritonitis, the presence of cancer, the severity
of peritonitis according to MPI had no statistically signif-
icant effect on fistula formation [26].

P. Sibaja et al. (2017) [21] retrospectively obtained
the following results of 48 patients with abdominal sepsis
and vacuum-instillation laparostomy: primary abdominal
closure was achieved in 96 % of cases (n =46) within an ave-
rage of 6 days, no intestinal fistulas, a mortality was 8.33 %
(n = 4); higher aponeurosis closure rates, lower mortality
and reduced duration of hospital stay compared to the Bo-
gota bag, the Wittmann patch and VAC-laparostomy with-
out instillations were reported (cit. according to [6]).

K.A. Anisimova et al. (2018) [44] after a triplicate fail-
ure of the formed gastric tube after laparoscopic longitu-
dinal resection of the abdomen and two sutures in a pa-
tient with overweight and metabolic syndrome (arteri-
al hypertension, type 2 diabetes mellitus, dyslipidemia),
the NPWT system was implanted, which helped to re-
lief peritonitis and achieve wound cleansing for second-
ary suturing.

D.D. Sichinava et al. (2020) [45] presented a clinical case
of treatment of a patient with widespread peritonitis com-
plicated by an unformed biliodigestive fistula using a neg-
ative pressure system, which led to the formation of an ex-
ternal fistula, relief of widespread peritonitis and abdominal
cavity closure.

V. Miiller et al. (2020) [8] in their prospective study
of 39 patients (2/3 with fecal peritonitis as a result of intes-
tinal perforation or anastomosis failure), mortality was 10 %
(n = 4); intra-abdominal bleeding occurred in 1 patient
as aresult of vacuum therapy; a primary muscular-aponeu-
rotic closure was not achieved in 11 (28 %) patients. The au-
thors note that patients with anastomosis failure required
2 or more relaparotomies (2-9) [8].

I.B. Uvarov et al. (2021) [46] presented a clinical case
of anastomosis failure on the 6th day after laparoscop-
ic low anterior rectal resection with total mesorectumec-
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tomy, ileostomy, colorectal anastomosis with a circumfer-
ential stapler. During relaparotomy, the abdominal cavity
was lavaged without anastomosis separation with the instal-
lation of intra-abdominal and pelvic negative pressure ther-
apy systems and transanal endoluminal vacuum drainage
to the anastomosis site [46]. After two planned relaparoto-
mies, the authors noted complete relief of peritonitis [46].
The experience of using combination therapy with nega-
tive pressure in the treatment of a patient with anastomo-
sis failure complicated by secondary widespread purulent
peritonitis has given encouraging results [46].

META-ANALYSIS

The results of the meta-analysis are presented in Ta-
ble 1.

T.K.Bee et al. (2008) [47] conducted a randomized clin-
ical trial comparing two types of laparostomies: vacuum-
assisted (n =31) and using a vicryl mesh (polyglactin 910)
(n = 20) without vacuum (Table 1), most of these patients
were with abdominal trauma, did not receive statistical-
ly significant differences in mortality and complications,
and the percentage of successful abdominal closure.

S.Batacchi et al. (2009) [9] compared a vacuum variant
of laparostomy (n = 35) with the Bogota bag in a prospec-
tive cohort study (n=31). The primary diagnoses upon ad-
mission to the hospital were abdominal/vascular pathol-
ogy (36.4 %), severe trauma (33.3 %) or abdominal sepsis
(30.3 %) [9]. The authors obtained statistically significant
differences in favor of vacuum therapy in terms of final
abdominal closure, ALV duration, ICU stay and hospitali-
zation in general, but did not receive statistically signifi-
cant differences in hospital mortality [9]. After laparostomy
in the interval from 8 to 24 hours, a statistically significant-
ly faster decrease in intra-abdominal pressure (p < 0.01)
and blood lactate (p < 0.001) was observed in the vacu-
um group [9]. A significant relative risk (RR) of mortality
was observed at the age over 70 years (RR = 2.9), with in-
tra-abdominal pressure values above 20 mmHg before
decompression (RR = 3.4), the preoperative lactate lev-
el above 8 (RR = 2.8), and the postoperative lactate level
above 6 (RR = 3.2); and vice versa, SAPS Il and APACHE II
Scales scores were not statistically significant in predict-
ing mortality [9].

N.Y. Patel et al. (2011) [48] conducted a retrospective
cohort study with 98 patients with abdominal/vascular pa-
thology and abdominal trauma who were initially indicat-
ed for programmed re-intervention, who already had IAHS
and could not fully close the anterior abdominal wall.
At the same time, statistically significantly longer periods
of abdominal cavity closure, ALV and hospital stay duration
were obtained in the vacuum treatment group, but there
is no data on the severity of patients in the study groups,
early complications and mortality [48].

. Pliakos et al. (2012) [49] conducted a retrospective
cohort study of 58 patients, 27 of whom underwent VAC-
laparostomy, the rest — other types of laparostomy with-
out vacuum; at the same time, there was no statistical-
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ly significant difference in the severity of the condition
as per the APACHE Il Scale, age, gender of patients. The au-
thors obtained statistically significant differences in the av-
erage duration of laparostomy (20 days with vacuum vs.
14 days with other types; p < 0.001), the number of reoper-
ations (4 vs. 16, respectively; p < 0.001), the number of pa-
tients with successful primary laparostomy closure (22 vs.
9; p < 0.001), the frequency of enterocutaneous fistula for-
mation (0 vs. 17, respectively; p < 0.001), but no statistically
significant differences in mortality were obtained (10 vs. 14,
respectively) [49].

A.C. Rodrigues Jr. et al. (2015) [50] compared vacuum
laparostomy (n = 17) with the Bogota bag (n = 10) among
survived patients with abdominal sepsis in a retrospec-
tive cohort study and obtained no statistically significant
diffe rence in the time and number of successful closure
of the abdominal cavity, as well as in the number of reop-
erations.

D.V. Cherdantsev et al. (2016) [13] compared tradition-
al and vacuum laparostomy in a prospective cohort study
and concluded that the use of the latter makes it possible
to improve the intra-abdominal situation in a shorter time,
reducing the number of reoperations, which helps to min-
imize the number of systemic and local complications
and improve treatment outcomes of patients with severe
abdominal sepsis [13].

V.M. Mutafchiyski et al. (2016) [20] in their combined
(retro- and prospective) cohort study compared the re-
sults of treatment of patients with widespread peritonitis
who underwent vacuum-assisted laparostomy in the main
group (prospective study) and closed laparostomy us-
ing a permeable synthetic mesh in the control group.
VAC-laparostomy showed statistically significantly low-
er rates of necrotizing fasciitis (2 % vs. 15.2 %, respective-
ly; p = 0.012), overall mortality (28.57 % vs. 52.54 %, re-
spectively; p =0.021), shorter ICU stays (6.1 vs. 10.6 days,
respectively; p = 0.002) and hospitalization (15.1 vs
25.9days; p=0.000). If a VAC-laparostomy should be pro-
longed for more than 9 days, its combination with a sys-
tem of continuous dosed muscular-aponeurotic traction
is recommended [20].

M.S. Bleszynski et al. (2016) [14] carried out a ret-
rospective comparative analysis of the results of VAC-
laparostomy and on-demand relaparotomy among pa-
tients having abdominal sepsis, the main cause (59 %)
of which were intestinal perforations, mesenteric ischemia
and anastomosis failure. The authors have obtained en-
couraging results concerning reducing mortality in VAC-
laparostomy among septic patients, and they emphasize
the difficulties in timely indications for on-demand relap-
arotomy [14].

A.Yu. Anisimov et al. (2017) [27] used the NPWT tech-
nique (Vivano Tec, Germany) for 8 patients with pancre-
atogenic sepsis, and in a control group of 14 subjects
they used traditional omentobursostomy; otherwise,
the volume of surgical interventions and conservative
measures did not differ; the groups were comparable
in the severity of patients as per the APACHE Il, Balthazar
Scales, clinical signs of sepsis as per R.C. Bone classifica-
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tion. Later there were 3 to 5 planned relaparotomies; on-
demand reoperations were performed only when bleed-
ing occurred [27]. Negative pressure ensured more ef-
fective continuous evacuation of exudate, early relief
of systemic inflammatory reaction syndrome and IAHS
[27]. Mortality in the main group was 50 % (4 of 8) versus
64.3 % (9 of 14) in the comparison group [27]. Accord-
ing to the authors, the NPWT method has its shortcom-
ings and complications: petechial and arrosive bleed-
ing occurred in 1 (12.5 %) patient, and in 1 (12.5 %) case
the postoperative period was complicated by the devel-
opment of intestinal fistula, but no statistically signifi-
cant differences in the incidence of the above complica-
tions and mortality rate with and without NPWT were ob-
tained by the authors [27].

In 2017, the first results of an international study (su-
pervised by F. Coccolini) devoted to the epidemiology,
indications and effectiveness of laparostomy in the glob-
al surgical community were published in the Internation-
al Register of Open Abdomen (IROA) [19, 29]. 402 pa-
tients were registered, 369 of them - adults. The aver-
age age of adult patients - 57.39 + 18.37 years [19, 29].
The reasons for performing laparostomy were: perito-
nitis (in case of septic shock and inability to perform
radical surgery due to the severity of the patient’s con-
dition; if a delayed anastomosis was necessary; in case
of oedema of intestinal loops with suspected develop-
ment of IAHS) — 48.7 % of cases; trauma — 20.5 %; vascu-
lar pathology/bleeding (rupture of the abdominal aor-
tic aneurysm) - 9.4 %; ischemia (planned intestine re-
vision in case of mesenteric ischemia and resection)
- 9.1 %; severe pancreonecrosis with MSF and IAHS -
4.2 %; postoperative abdominal syndrome - 3.9 %; oth-
ers —4.2 % [19, 29]. The most common method of tem-
porary closure was the use of commercial negative pres-
sure systems — 44.2 %. Complications developed in 38 %
of the patients, 10.5 % of which were intestinal fistulas.
Primary muscular-aponeurotic closure was achieved
in 82.8 % of patients. The mortality rate was 17.2 % [19,
29]. The duration of laparostomy - 5.39 + 4.83 days. A di-
rect linear correlation was found between the duration
of laparostomy and complications (Pearson correlation
coefficient = 0.326; p < 0.0001) with the development
of enterocutaneous fistulas (Pearson correlation coeffi-
cient =0.146; p =0.016) [19, 29].

M.V. Pogorelov et al. (2020) [23] compared the results
of treatment of 16 children with widespread purulent peri-
tonitis, in 4 of whom they used the technique of local neg-
ative pressure and programmed lavages, 12 — only pro-
grammed relaparotomy. The authors concluded that lap-
arostomy with intra-abdominal VAC-therapy is a reliable
and effective method of treating widespread peritonitis
with multiple interstitial abscesses, including tertiary peri-
tonitis; it reduces intra-abdominal pressure more rapidly
and causes fewer complications [23].

[.B. Uvarov et al. (2022) [3] conducted a prospec-
tive comparative non-randomized clinical study to eval-
uate the effectiveness of vacuum-assisted laparostomy
with staged lavages in comparison with on-demand relapa-



rotomies among patients with secondary widespread post-
operative peritonitis (Table 1). No adverse events of severe
and moderate degree associated with the use of negative
pressure therapy (bleeding, bedsores of hollow organ walls
and intestinal fistula formation, intestinal obstruction) have
been reported [3]. The use of VAC-laparostomy in compari-
son with on-demand relaparotomy provides more effective
relief of abdominal sepsis, is associated with lower mortali-
ty, fewer complications and severity, shorter stay in the in-
tensive care unit and hospital after closure of the abdom-
inal cavity [3].

Experiment Group Control Group

Study ID

event number event  number
I.B. Uvarov, 2022 3 52 1 78
M.S. Bleszynski, 2016 4 136 2 75
RR, MH, Fixed
Study ID n Effect (95% ClI) Weight (%)
I.B. Uvarov, 2022 130 4.50[0.48, 42.09] 23.68
M.S. Bleszynski, 2016 211 1.10[0.21, 5.88] 76.32
Total 341 1.91[0.54, 6.77] 100.00

2 studies included (N = 341)
Heterogeneity: Q = 0.98 (p = 0.326),1>°=0 %
Overall effect test: z=1.00, p = 0,319

1. Comparison of vacuum-assisted laparostomy
with other options for multistage surgical treatment
by the number of necessary repeated operations.

A. Comparison with on-demand relaparotomy: 2 stud-
ies [3, 14] (Fig. 2).

The relative risk was 1.91 (95% Cl: 0.54-6.77; 12 = 0 %;
fixed effects model).

There are no statistically significant differences be-
tween vacuum-assisted laparostomy and on-demand
relaparotomy in the number of necessary repeated oper-
ations (p =0.319).

RR, MH, Fixed

I.B. Uvarov, 2022 - L

M.S. Bleszynski, 2016 -

Overall -

o

272 739 2009 5456
Favours Control

014 037 10
Favours Experiment

002 005

Forest plot showing the results of comparing vacuum-assisted laparostomy and relaparotomy "on demand" by the number of necessary re-

FIG. 2.

peated operations

Study ID Experiment Group Control Group
event number event  number

A.Yu. Anisimov, 2017 5 8 3 14

M.V. Pogorelov, 2020 2 4 2 12

RR, MH, Fixed

Study ID n  Effect (95% CI) Weight (%)

A.Yu. Anisimov, 2017 22 2.92[0.93,9.10] 68.57

M.V. Pogorelov, 2020 16 3.00[0.61, 14.86] 31.43

Total 38 2.94[1.16, 7.44] 100.00

2 studies included (N = 38)
Heterogeneity: Q = 0.00 (p = 0.995), 1>=0 %
Overall effect test: z = 2.28, p = 0,023

FIG. 3.

RR, MH, Fixed

A.Yu. Anisimov, 2017 -

M.V. Pogorelov, 2020 - |

Overall -

e

272 7.39

Favours Control

0.14 037 1.0
Favours Experiment

Forest plot showing the results of comparing vacuum-assisted laparostomy and programmed relaparotomy by the number of necessary re-

peated operations
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B. Comparison with programmed relaparotomy.
A comparison is possible based on two studies [23, 27]

(Fig. 3, 4).

0.07

Standard Error
o o o o I IS4
o 3 N w (S o

e
3
)

0.8

0.61 1.0

FIG. 4.

2.72
Effect Size

1.65

4.48

739 1218

Funnel plot of evaluation of the systematic error of publications
by the number of necessary repeated operations in vacuum-assist-

ed laparostomy and programmed relaparotomy

In the study of N.Y. Patel et al. [48], information concern-
ing the number of necessary repeated operations is present-
ed in the form of median, minimum and maximum; com-
parison with the average number is impossible.

The relative risk was 2.94 (95% Cl: 1.16-7.44; 12 = 0 %;

fixed effects model).

Study ID

V.M. Mutafchiyski, 2016
A.C. Rodrigues J., 2015
D.V. Cherdantsev, 2016
F. Coccolini, 2017

F. Coccolini, 2017

I. Pliakos, 2012

RR, MH, Fixed

Study ID

V.M. Mutafchiyski, 2016
A.C. Rodrigues J., 2015
D.V. Cherdantsev, 2016
F. Coccolini, 2017

F. Coccolini, 2017

I. Pliakos, 2012

Total

Experiment Group
event number
49

17

26

163

47

27

a2 RN

n Effect (95% CI)
108 1.20[0.25, 5.70]
27 0.59[0.10, 3.55]
56 0.77 [0.24, 2.43]
280 0.72[0.05, 11.36]
89 2.69[0.11, 64.25]
58 0.29[0.11, 0.75]
618 0.57[0.32, 1.01]

6 studies included (N = 618)
Heterogeneity: Q = 4.03 (p = 0.546), 1>=0 %
Overall effect test: z=1.94, p = 0,053

FIG. 5.

Control Group
event  number
3 59
2 10
6 30

1 117
0 42
16 31

Weight (%)
9.93

9.19

20.33

4.25

1.93

54.37
100.00

In the studies under consideration, the number of nec-
essary reoperations during programmed relaparotomies is
statistically significantly lower than during vacuum-assist-
ed laparostomy (p = 0.023).

A symmetrical funnel plot indicates the absence
of obvious systematic publication errors (no publica-
tion bias).

C. Comparison with other variants of laparostomy
without vacuum: 5 studies [13, 20, 29, 49, 50] - 6 compari-
son groups (Fig. 5).

The relative risk was 0.57 (95% Cl: 0.32-1.01; 12 = 0 %;
fixed effects model).

There are no statistically significant differenc-
es in the number of necessary reoperations with vac-
uum laparostomy and laparostomy without vacuum
(p =0.053).

2. Comparison of vacuum-assisted laparosto-
my with other variants of laparostomy without vacu-
um by the number of patients with successful closure
of the abdominal cavity (Fig. 6).

The relative risk was 1.11 (95% Cl: 0.90-1.36; 12=67.37 %;
random effects model).

There are no statistically significant differences
in the number of patients with successful closure of
the abdominal cavity after vacuum-assisted laparosto-
my or other variants of laparostomy without vacuum
(p=0.333).

3. Comparison of vacuum-assisted laparosto-
my with other multistage surgical treatment options
by the average time of final closure of the abdominal
cavity.

A. Comparison with on-demand relaparotomy: 2 stud-
ies [3, 14].

RR, MH, Fixed

V.M. Mutafchiyski, 2016 - _—
A.C. Rodrigues J., 2015 - -
D.V. Cherdantsev, 2016 - — -

F. Coccolini, 2017 -

F. Coccolini, 2017 -

. Pliakos, 2012 ——
Overall - ’

7.39 546

Favours Control

0.14 10
Favours Experiment

0.02

Forest plot showing the results of comparing vacuum-assisted laparostomy and laparostomy without vacuum by the number of repeated

operations required
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Experiment Group Control Group

Study ID

event number event  number
T.K. Bee, 2008 9 31 5 20
N.Y. Patel, 2011 12 15 45 49
A.C. Rodrigues J., 2015 16 17 8 10
F. Coccolini, 2017 140 163 97 17
F. Coccolini, 2017 36 47 33 42
I. Pliakos, 2012 22 27 9 31
RR, MH, Fixed
Study ID n Effect (95% CI) Weight (%)
T.K. Bee, 2008 51 1.16 [0.45, 2.97] 413
N.Y. Patel, 2011 64  0.87[0.67, 1.14] 1.98
A.C. Rodrigues J., 2015 27 1.18 [0.84, 1.64] 16.84
F. Coccolini, 2017 280 1.04[0.93, 1.15] 27.99
F. Coccolini, 2017 89 0.97 [0.78, 1.22] 22.20
1. Pliakos, 2012 58 2.81[1.57, 5.01] 8.86
Total 569 1.11[0.90, 1.36] 100.00

6 studies included (N = 569)
Heterogeneity: Tau? = 0.036, Q = 15.32 (p = 0.009), 12 = 67.37 %
Overall effect test: z=0.97, p = 0,333
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Forest plot showing the results of comparing vacuum-assisted laparostomy and laparostomy without vacuum by the number of patients

with successful closure of the abdominal cavity

Experiment Group Control Group

Study ID

mean sd number mean sd number
V.M. Mutafchiyski, 2016  8.80 8.80 49 10.00 13.70 59
S. Batacchi, 2009 440 1.80 35 660 3.70 31
A.C. Rodrigues J., 2015 7.52 9.03 17 10.80 14.46 10
F. Coccolini, 2017 5.00 4.10 163 5.00 440 117
F. Coccolini, 2017 6.60 7.20 47 6.60 4.80 42
SMD, IV-Heg, Random
Study ID n Effect (95% CI) Weight (%)
V.M. Mutafchiyski, 2016 51 1.16 [0.45, 2.97] 413

S. Batacchi, 2009 64  0.87[0.67, 1.14] 1.98
A.C. Rodrigues J., 2015 27 1.18[0.84, 1.64] 16.84
F. Coccolini, 2017 280 1.04[0.93, 1.15] 27.99
F. Coccolini, 2017 89 0.971[0.78, 1.22] 22.20
Total 570 -0.17 [-0.43, 0.09] 100.00

5 studies included (N = 570)
Heterogeneity: Tau? = 0.040, Q = 7.76 (p = 0.101), 1> = 48.48 %
Overall effect test: z=1.31, p = 0,192
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Forest plot showing the results of comparing vacuum-assisted laparostomy and other variants of laparostomy without vacuum according

to the average timing of the final closure of the abdominal cavity

Comparisons cannot be done because one study pro-
vides data for one cohort [3], and the other does not [14].

B. Comparison with programmed relaparotomy:
3 studies [23, 27, 48].

Itis impossible to make comparisons among the select-
ed studies, because this information is not available in two
studies [23, 27].

C. Comparison with other variants of laparostomy
without vacuum: 4 studies [9, 20, 29, 50] — 5 comparison
groups (Fig. 7).

SMD is -0.17 (95% Cl: -0.43-0.09; I = 48.48 %).

In the course of generalizing calculations of the above
studies (12 statistics — 48.48 %; random effects model),
it was revealed that the average timing of the final
closure of the abdominal cavity after vacuum-assist-
ed laparostomy and other variants of laparostomy
without vacuum did not differ statistically significant-
ly (p =0.192).

4. Comparison of vacuum-assisted laparosto-
my with other multistage surgical treatment options
for postoperative complications.
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Experiment Group Control Group

Study ID
event number event  number
V.M. Mutafchiyski, 2016 4 49 1 59
T.K. Bee, 2008 6 31 1 20
F. Coccolini, 2017 22 163 9 117
F. Coccolini, 2017 1 47 7 42
I. Pliakos, 2012 0 27 17 31
RR, MH, Fixed
Study ID n Effect (95% Cl) Weight (%)
V.M. Mutafchiyski, 2016 108 0.44 [0.15, 1.29] 24.53
T.K. Bee, 2008 51 3.87[0.50, 29.80] 17.74
F. Coccolini, 2017 280 1.75[0.84, 3.67] 26.63
F. Coccolini, 2017 89 0.13[0.02, 1.00] 17.66
I. Pliakos, 2012 58 0.03[0.00, 0.52] 13.44
Total 586 0.53[0.13,2.12] 100.00

5 studies included (N = 586)
Heterogeneity: Tau? = 1.740, Q = 17.48 (p = 0.002), I = 77.12 %
Overall effect test: z=0.90, p = 0,371

FIG. 8.
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Forest plot showing the results of comparing vacuum-assisted laparostomy and laparostomy without vacuum by the frequency of develop-

ment of enterocutaneous fistulas

Experiment Group Control Group

Study ID
event number event  number
V.M. Mutafchiyski, 2016 5 49 19 59
T.K. Bee, 2008 12 31 9 20
RR, MH, Fixed
Study ID n Effect (95% Cl) Weight (%)
V.M. Mutafchiyski, 2016 108 0.32[0.13, 0.79] 45.28
T.K. Bee, 2008 51 0.86[0.45, 1.66] 54.72
Total 159 0.55[0.20, 1.52] 100.00

2 studies included (N = 159)
Heterogeneity: Tau? = 0.382, Q = 3.34 (p = 0.068), I = 70.02 %
Overall effect test: z=1.16, p = 0,250

FIG. 9.
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Forest plot showing the results of comparing vacuum-assisted laparostomy and laparostomy without vacuum by the frequency of intra-

abdominal abscesses

A. Comparison with on-demand relaparotomy: 2 stud-
ies [3, 14].

In the presented studies, it is impossible to compare
postoperative complications, because one study does
not characterize them, and the second study does not pro-
vide any data.

B. Comparison with programmed relaparotomy:
3 studies.

In the presented studies [23, 27, 48], a comparison
of postoperative complications is impossible, because
there are no data on the compared cohorts.

C. Comparison with other variants of laparostomy with-
outvacuum: 4 studies [20,29,47,49] - 5 comparison groups.

In the presented studies, it is possible to compare en-
terocutaneous fistulas (Fig. 8):

The relative risk was 0.53 (95% Cl: 0.13-2.12;12=77.12 %;
random effects model).

There are no statistically significant differences be-
tween vacuum-assisted laparostomy and other var-
iants of laparostomy without vacuum by the fre-
quency of development of enterocutaneous fistulas
(p=0.371).
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Experiment Group Control Group

Study ID

mean sd number mean sd number
1.B. Uvarov, 2022 950 150 52 10.00 1.40 78
M.S. Bleszynski, 2016 15.30 16.00 136 10.20 11.00 75
SMD, IV-Heg, Random
Study ID n Effect (95% CI) Weight (%)

1.B. Uvarov, 2022 130 -0.48[-0.84, -0.13] 49.14
M.S. Bleszynski, 2016 211 0.35[0.07, 0.64] 50.86
Total 341 -0.06 [-0.88, 0.76] 100.00

2 studies included (N = 341)
Heterogeneity: Tau? = 0.322, Q = 12.93 (p = 0.001), I = 92.26 %
Overall effect test: z=0.14, p = 0,889
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Forest plot showing the results of comparing vacuum-assisted laparostomy and relaparotomy "on demand" by the average length of treat-

ment in the ICU

Experiment Group Control Group

Study ID

mean sd number mean sd number
V.M. Mutafchiyski, 2016  6.10  6.31 49 10.60 8.43 59
S. Batacchi, 2009 13.30 520 35 19.20 9.60 31

SMD, IV-Heg, Fixed

Study ID n Effect (95% CI) Weight (%)
V.M. Mutafchiyski, 2016 108 -0.59 [-0.98, —0.20] 62.69

S. Batacchi, 2009 66 -0.77[-1.27,-0.27] 37.31

Total 174 -0.66 [-0.96, —0.35] 100.00

2 studies included (N = 174)
Heterogeneity: Q = 0.30 (p = 0.588), I>=0 %
Overall effect test: z=4.21, p = 0,000

FIG. 11.
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Forest plot showing the results of comparing vacuum-assisted laparostomy and other variants of laparostomy without vacuum by the av-

erage length of treatment in the ICU

D. Comparison by the frequency of intra-abdominal
abscesses: 2 studies [20, 47] (Fig. 9).

The relative risk was 0.55 (95% Cl: 0.20-1.52; 12=70.02 %;
random effects model).

There are no statistically significant differences be-
tween vacuum-assisted laparostomy and other variants
of laparostomy without vacuum by the frequency of in-
tra-abdominal abscesses (p = 0.250).

5. Comparison of vacuum-assisted laparosto-
my with other options for multistage surgical treat-
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ment according to the average duration of patients’
stay in ICU.

A. Comparison with on-demand relaparotomy: 2 stud-
ies [3, 14] (Fig. 10).

SMD is —0.06 (95% Cl: -0.88-0.76; I> = 92.26 %).

In the course of generalizing calculations of the above
studies (I statistics — 92.26 %; random effects model), it
was revealed that the average duration of stay in the
ICU after vacuum-assisted laparostomy and on-de-
mand relaparotomy did not differ statistically signifi-
cantly (p = 0.889).
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Funnel plot of evaluation of the systematic error of publications

by the average duration of treatment in the ICU after vacuum-as-
sisted laparostomy and other variants of laparostomy without vac-
uum

B. Comparison with programmed relaparotomy:
3 studies [23, 27, 48].

Comparison is not possible among the selected stud-
ies, because this information is not available.

C. Comparison with other variants of laparostomy with-
out vacuum: 2 studies [9, 20] (Fig. 11, 12).

SMD is -0.66 (95% Cl: =0.96+-0.35; I> = 0 %).

In the course of generalizing calculations of the above
studies (I2 statistics — 0 %; fixed effects model), it was re-
vealed that the average duration of treatment in the ICU
after vacuum-assisted laparostomy was statistically sig-

Experiment Group Control Group

Study ID

mean sd number mean sd number
I.B. Uvarov, 2022 30.10 10.30 52 3270 11.90 78
M.S. Bleszynski, 2016 6180 57.00 136 40.80 33.00 75

SMD, IV-Heg, Random

Study ID n Effect (95% ClI) Weight (%)

I.B. Uvarov, 2022 130 -0.23[-0.58,0.12] 48.68
M.S. Bleszynski, 2016 211 0.42[0.14,0.70] 51.32
Total 341 0.10 [-0.53, 0.74] 100.00

2 studies included (N = 341)
Heterogeneity: Tau? = 0.184, Q = 7.89 (p = 0.005), 1> = 87.32 %
Overall effect test: z=0.32, p = 0,749

FIG. 13.

nificantly less than with in other laparostomy variants
without vacuum (p = 0.000).

A symmetrical funnel plot indicates the absence
of obvious systematic publication errors (no publica-
tion bias).

6. Comparison of vacuum-assisted laparostomy
with other options for multistage surgical treatment ac-
cording to the average duration of hospital stay.

A. Comparison with on-demand relaparotomy: 2 stud-
ies [3, 14] (Fig. 13).

The SMD is 0.10 (95% Cl: -0.53-0.74; I = 87.32 %).

In the course of generalizing calculations of the above
studies (I2 statistics — 87.32 %; random effects model),
it was revealed that the average duration of inpatient
treatment after vacuum-assisted laparostomy and on-
demand relaparotomy did not differ statistically signif-
icantly (p = 0.749).

B. Comparison with programmed relaparotomy:
3 studies.

Comparison among the selected studies is impossible,
because only one of them provides the average duration
of inpatient treatment and the standard deviation [27], the
other shows the median with the maximum and minimum
duration of treatment [48], and the third has no informa-
tion at all [23].

B. Comparison with other variants of laparostomy with-
out vacuum: 2 studies [9, 20].

The study [48] shows the median with the maximum
and minimum duration of treatment (Fig. 14, 15).

The SMD is -0.74 (95% Cl: -1.05+-0.43; I = 0 %).

In the course of generalizing calculations of the above
studies (I2 statistics — 0 %; fixed effects model), it was re-
vealed that the average duration of inpatient treatment
after vacuum-assisted laparostomy was statistically sig-
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Forest plot showing the results of comparing vacuum-assisted laparostomy and relaparotomy "on demand" by the average duration of in-

patient treatment
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Experiment Group Control Group

Study ID

mean sd number mean sd number
V.M. Mutafchiyski, 2016  15.10 11.85 49 2590 20.00 59
S. Batacchi, 2009 2850 4.70 35 3490 880 31

SMD, IV-Heg, Fixed

Study ID n Effect (95% CI) Weight (%)

V.M. Mutafchiyski, 2016 108 —0.64 [-1.03, —0.25] 63.21
S. Batacchi, 2009 66 —0.91[-1.42, -0.40] 36.79
Total 174 -0.74 [-1.05, -0.43] 100.00

2 studies included (N = 174)
Heterogeneity: Q = 0.71 (p = 0.401), 1?=0 %
Overall effect test: z =4.69, p = 0,000
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FIG. 15.

Funnel plot of evaluation of the systematic error of publications

by the average duration of inpatient treatment after vacuum-as-
sisted laparostomy and other variants of laparostomy without vac-
uum

nificantly less than that for other laparostomy variants
without vacuum (p = 0.000).

A symmetrical funnel plot indicates the absence
of obvious systematic publication errors (no publica-
tion bias).

7. Comparison of vacuum-assisted laparosto-
my with other multistage surgical treatment options
for postoperative mortality.

A. Comparison with on-demand relaparotomy: 2 stu-
dies [3, 14] (Fig. 16).

In the presented studies, mortality after vacuum-assist-
ed laparostomy — 18.1 % (34/188) (95% Cl: 13.2-24.24 %), af-

ter on-demand relaparotomies - 34,64 % (53/153) (95% Cl:
27.55-42.48 %).

The relative risk was 0.37 (95% Cl: 0.12-1.19; 12=73.5 %;
random effects model).

In the studies under consideration, postoperative mor-
tality after vacuum-assisted laparostomy does not sig-
nificantly differ from that after on-demand relaparoto-
mies (p = 0.097).

B. Comparison with programmed relaparotomy: 2 stu-
dies (Fig. 17).

In the presented studies [23, 27], postoperative mor-
tality after vacuum-assisted laparostomy - 41.66 % (5/12)
(95% Cl: 19.26-68.11 %), after programmed relaparotomy —
34.61 % (9/26) (95% Cl: 19.31-53.88 %).

The study of N.Y. Patel et al. [48] does not provide any in-
formation on postoperative mortality.

The relative risk was 1.58 (95% Cl: 0.18-13.83;
I2 = 55.68 %; random effects model).

In the studies under consideration, postoperative
mortality after vacuum-assisted laparostomy does
not significantly differ from that after programmed
relaparotomies (p = 0.681).

C. Comparison with other variants of laparostomy with-
out vacuum: 6 studies [9, 13, 20, 29, 47, 49] - 7 comparison
groups (Fig. 18, 19).

In the presented studies, postoperative mortality
after vacuum-assisted laparostomy — 21.16 % (80/378)
(95% Cl: 17.34-25.57 %), after other variants of lapa-
rostomy without vacuum - 31.51 % (104/330) (95% Cl:
26.74-36.72 %).

The relative risk was 0.72 (95% Cl: 0.56-0.93; 12 = 0 %;
fixed effects model).

In the studies under consideration, postoperative mor-
tality is statistically significantly lower after vacuum-as-
sisted laparostomy in comparison with other variants
of laparostomy without vacuum (p = 0.012).
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Experiment Group Control Group

Study ID
event number event  number
I.B. Uvarov, 2022 3 52 24 78
M.S. Bleszynski, 2016 31 136 29 75
RR, MH, Random
Study ID n Effect (95% CI) Weight (%)
I.B. Uvarov, 2022 130 0.19[0.06, 0.59] 39.89
M.S. Bleszynski, 2016 211 0.59[0.39, 0.90] 60.11
Total 341  0.37[0.12, 1.19] 100.00

2 studies included (N = 341)
Heterogeneity: Tau? = 0.540, Q = 3.77 (p = 0.052), 2= 73.5 %
Overall effect test: z = 1.66, p = 0,097
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FIG. 16.

tality

Study ID Experiment Group Control Group
event number event  number

A.Yu. Anisimov, 2017 4 8 9 14

M.V. Pogorelov, 2020 1 4 0 12

RR, MH, Random

Study ID n Effect (95% ClI) Weight (%)

A.Yu. Anisimov, 2017 22 0.78[0.35,1.72] 69.30

M.V. Pogorelov, 2020 16 7.80[0.38, 161.43] 30.70

Total 38 1.58[0.18,13.83] 100.00

2 studies included (N = 38)
Heterogeneity: Tau? = 1.604, Q = 2.26 (p = 0.142), I = 55.68 %
Overall effect test: z = 0.41, p = 0,681

FIG. 17.
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The symmetrical funnel plot indicates the absence
of obvious systematic publication errors (no publica-
tion bias).

DISCUSSION

It is difficult to disagree with the conclusion made
by A.V. Sazhin et al. (2020) in their article [7]: "...To date,
there are still no clear criteria that allow a practical sur-
geon to determine the tactics of surgical treatment
of widespread peritonitis in a particular patient. A vari-
ety of peritoneal inflammation sources, clinical variants

of the course of widespread peritonitis and clinical and lab-
oratory changes, combined with the frequent need to use
combinations of various treatment methods during sur-
gery and in the postoperative period, explain the need
for comprehensive studies that allow to objectively evalu-
ate the results of a particular surgical treatment of perito-
nitis." A proper choice of a staged surgical treatment in se-
vere and hemodynamically unstable patients having wide-
spread peritonitis, abdominal trauma combined with com-
partment syndrome, peritonitis, sepsis can significantly im-
prove their treatment outcomes [1, 2].

In our study, we aimed to compare all three me-
thods of multistage management of such patients, given
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Experiment Group

Control Group

Study ID

event number event number
V.M. Mutafchiyski, 2016 14 49 31 59
T.K. Bee, 2008 8 31 5 20
S. Batacchi, 2009 8 35 11 31
D.V. Cherdantsev, 2016 6 26 14 30
F. Coccolini, 2017 23 163 20 117
F. Coccolini, 2017 11 47 9 42
I. Pliakos, 2012 10 27 14 31
RR, MH, Fixed
Study ID n Effect (95% CI) Weight (%)
V.M. Mutafchiyski, 2016 108  0.54 [0.33, 0.90] 26.87
T.K. Bee, 2008 51 1.03[0.39, 2.71] 5.81
S. Batacchi, 2009 66  0.64[0.30, 1.39] 11.14
D.V. Cherdantsev, 2016 56 0.49[0.22, 1.10] 12.42
F. Coccolini, 2017 280 0.83[0.48, 1.43] 22.24
F. Coccolini, 2017 89  1.09[0.50, 2.37] 9.08
I. Pliakos, 2012 58 0.82[0.44, 1.53] 12.45
Total 708 0.72[0.56, 0.93] 100.00

7 studies included (N = 708)
Heterogeneity: Q = 4.16 (p = 0.655), > =0 %
Overall effect test: z=2.52, p = 0,012
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Funnel plot of evaluation of the systematic error of publications
by postoperative mortality after vacuum-assisted laparostomy
and other variants of laparostomy without vacuum

that such studies have not been conducted before. Indica-
tions for this or that method of repeated surgical interven-
tion have not yet been clearly given. It is believed that on-
demand relaparotomy is indicated in the case of a compli-
cation requiring surgery, with negative dynamics of the pa-
tient for whom, during the initial surgery for peritoni-
tis or abdominal trauma, there was no need for repeated
planned interventions on the abdominal cavity. If the mode
of programmed staged re-operations is selected within
the framework of source control or damage control strate-
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gies due to the severity of peritonitis, abdominal trauma or
the severity of the patient’s condition, the surgeon (during
the first intervention) determines the need for repeated
operations after a certain time interval. Laparostomy tech-
nique or "open abdomen" technique implies a negative dy-
namics in the patient’s condition in the form of an increase
in intra-abdominal pressure when trying to reduce the edg-
es of aponeurosis and skin and therefore requires tempo-
rary closure of the laparotomy wound in other ways. The in-
dications for programmed relaparotomy and laparosto-
my are nor dissimilar, but it is the presence of IAHS that re-
quires the performance of "open abdomen" technique.
The technique of vacuum-assisted laparostomy is prom-
ising, but not without its drawbacks. Discussions continue
regarding the timing of laparostomy, especially in severe-
ly traumatized patients and patients with peritonitis, pan-
creonecrosis, how to avoid the formation of a "frozen ab-
domen", methods of final wound closure, complications
associated with the possible use of vacuum, advantages
and disadvantages of a particular laparostomy technique,
expediency and method of reapproximation (medializa-
tions) of the edges of a laparotomy wound, and certainly
about mortality.

In 2015, in an article by F. Coccolini et al. [10]
"The open abdomen, indications, management and de-
finitive closure", published in the World Journal of Emer-
gency Surgery, it was noted that the primary closure
of the laparotomy wound during laparostomy is most
appropriate in the first 7-8 days after the start of using
this technique, and then, in 2017, F. Coccolini et al. [28]
specify that this is indicated in the case of elimination
of the source of peritonitis, hypoperfusion, when the pa-
tientis hemodynamically stable, and when there is no risk
of IAHS development or its progression. Subsequently,



the probability of both purulent-septic complications
and complications associated with intra-abdominal hyper-
tension increases, and either this requires the use of im-
plants to close the defect of the anterior abdominal wall,
or healing takes place by secondary tension with the ex-
pected formation of a postoperative hernia and its sub-
sequent surgical treatment [19, 29].

J.J. Atema et al. (2015) [51] in their systematic review
and meta-analysis of "open abdomen" in non-trauma-
tized patients (74 studies, 1 RCT, 4,358 patients). MPI av-
eraged 24-34 points, APACHE Il - 12-30 points, and the
average frequency of successful muscular-aponeurot-
ic closure was 50.2 % (95% Cl: 43.4-57.0 %; p (x?) < 0.001;
12=90 %), with successful closure being statistically signif-
icantly more often observed with laparostomy wound me-
dialization and vacuum techniques, less often with mesh
without vacuum and "zip" techniques. The average fre-
quency of enterocutaneous fistula formation was 12.1 %
(95% Cl: 10.1-14.4 %; p (x?) < 0.001; I> = 67 %); the high-
est rate (17.2 %) was observed with the use of mesh, the
lowest (5.7 %) — with vacuum laparostomy with wound
medialization. Mortality was 30 % (95% Cl: 27.1-33.0 %;
p (x?) < 0.001; 1> =69 %).

A.E. Sharrock et al. (2016) [11] conducted a systemat-
ic review and meta-analysis on the management of "open
abdomen" in traumatized patients as part of damage
control tactics (26 studies, 1,341 patients) and obtained
the following results: the severity of injuries as per the ISS
Scale ranged from 19 to 37 points; mortality was 6.07 %
(95% Cl: 2.61-9.52 %); average laparostomy closure time
was 6.62 days (95% Cl: 5.44-7.81); average hospital stay
duration was 18.57 days (95% Cl: 5.150-31.981); overall
complication rate was 19.99 % (95% Cl: 13.49-26.49 %),
with a complication rate of 16.74 % (95% Cl: 9.70-23.77 %)
for early abdominal closure and 40.85 % (95% Cl: 27.90-
53.80 %) for late, mesh-assisted closure.

A. Cristaudo et al. (2017) [52] conducted a system-
atic review and meta-analysis on the analysis of compli-
cations and mortality among patients with "open abdo-
men" (228 studies, 6 RCTs, 13,650 patients). The average
frequency of successful muscular-aponeurotic closure
was 55 % (95% Cl: 52-59 %), and it was also more fre-
quent with laparostomy wound medialization and vac-
uum techniques (76 %); mortality was 27 % (95% Cl: 25—
29 %). The average frequency of enterocutaneous fistu-
la formation was 8.5 % (95% Cl: 7.4-9.7 %); when com-
paring vacuum laparostomy and vacuum combined with
wound medialization techniques, their number was sta-
tistically significantly lower in the second case. The fre-
quency of intra-abdominal abscesses - 13 % (95% Cl:
11-16 %); the frequency of postoperative hernias — 15 %
(95% Cl: 12-19 %) [52].

F. Coccolini et al. (2017) [28] with the grade of recom-
mendations and reliability of the evidence B1 did not rec-
ommend the management of laparostomy without nega-
tive pressure therapy — only with a mesh or a Bogota bag
[28]. 3,125 patients with "open abdomen" were analyzed,
1,942 (62 %) managed to achieve early (within 4-7 days)
muscular-aponeurotic closure, which was a factor reducing

mortality (12.3 % vs. 24.8 %; RR=0.53; p <0.0001) and com-
plication rate (RR = 0.68; p < 0.0001) [28]. Patients with ab-
dominal sepsis are less prone to early muscular-aponeu-
rotic closure, therefore, closure attempts should be made
as early as possible after severe abdominal sepsis has been
stopped [28].

In a joint study of the S.M. Kirov Military Medical Acad-
emy (St. Petersburg) and St. Petersburg Scientific Research
Institute of Emergency Care named after I.I. Dzhanelidze,
it was noted that the use of VAC-therapy in the treatment
of secondary peritonitis reduced mortality from 59 %
to 14 %, the frequency of complications in the form of fis-
tula formation - from 7 % to 2.6 % (cit. according to [53]).
With IAHS, the use of the method allows primary muscle-
aponeurotic closure in 78 % of cases compared to 12.5 %
achieved using classical treatment methods (cit. accord-
ing to [53]).

The development of laparostomy technologies is non-
stop. In the first decade of the XXI century, the vacuum-
instillation technique of laparostomy management be-
gan to be widely used, and the evaluation of the results
continues to this day [6]. V.A. Shapkina (2017) [6] evalu-
ated the effectiveness of VAC-laparostomy in combina-
tion with fractional flow-instillation technique (n = 25)
and without it (n = 24) in the treatment of widespread peri-
tonitis in groups of patients comparable in initial severi-
ty (SAPS > 8), MSF severity (SOFA > 12) and severity of ab-
dominal organ diseases (MPI > 20; abdominal index > 13).
The author has shown a more rapid decrease in intoxica-
tion, normalization of the abdominal cavity, fewer com-
plications (52 % vs. 72 %; fistulas — 47 % vs. 62 %; suppura-
tion of the postoperative wound - 18 % vs. 23 %) and low-
er mortality (20.8 % vs. 26 %) in the vacuum-instillation lap-
arostomy group [6].

At the same time, D.V. Cherdantsev et al. (2018) [54]
published their experience of using vacuum-instillation
laparostomy. The study included 47 patients with wide-
spread purulent peritonitis who were divided into 2
groups: the first - 23 patients who had a standard vacu-
um-assisted laparostomy with the use of VivanoTec de-
vice (Hartmann, Germany) in constant vacuuming mode
with negative pressure of 120 mm Hg; the second - 24 pa-
tients who had vacuum-instillation laparostomy in the peri-
operative period [54] (cit. according to [53]). The conclu-
sions were made that there were no reliable data on mor-
tality reduction when using vacuume-instillation laparos-
tomy compared to vacuum-assisted laparostomy [54] (cit.
according to [53]).

The emergence of systems and methods for wound
medialization (ABRA system, abdominal reapproxima-
tion anchor system; VAWCM, vacuum-assisted wound
closure and mesh-mediated fascial traction, etc.) has im-
proved the treatment results of patients with "open abdo-
men" in terms of reduced time and increased proportion
of primary closure of the abdominal cavity, fewer compli-
cations, in particular fistulas, and mortality, respectively
[10,11,28,51,52].

According to many authors, the use of VAC-thera-
py in the treatment of secondary peritonitis can reduce
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the number of repeated lavage relaparotomies, short-
en the time of laparotomy wound closure, and reduce
the risks of postoperative complications [28, 29, 53].In our
study, we have not obtained such data: on the contrary,
when using programmed relaparotomy tactics, statisti-
cally significantly fewer repeated interventions were re-
quired.

According to the 2017 IROA data, the VAC-laparos-
tomy technique has the lowest mortality rate in com-
parison with other types of laparostomy without vacu-
um [9], but ranks second in the risk of enterocutaneous
fistula formation [7, 28, 29]. We have not obtained sta-
tistically significant differences in the frequency of en-
terocutaneous fistula occurrence between vacuum-as-
sisted laparostomy and laparostomy without vacuum.
At the same time, it can be stated that in terms of length
of ICU stay, duration of inpatient care and, most impor-
tantly, mortality, statistically significantly better results
were obtained while using vacuum than in "open abdo-
men" without vacuum. And if these differences are not
associated with postoperative complications, the timing
of the final closure of the abdominal cavity and the num-
ber of patients who managed to close the abdominal cav-
ity, it is likely to be due to faster relief of IAHS when us-
ing vacuum, given that in the compared cohorts the pa-
tients were comparable in severity of condition, severity
of peritonitis, hemodynamic parameters.

Obviously, like all meta-analysis, ours has significant
limitations. We have found only one RCT (of low quality)
comparing the results of VAC-laparostomy with other var-
iants of laparostomy without vacuum; the others are pre-

TABLE 2

sented by prospective, retrospective and combined co-
hort studies. There has been a restriction on the search
for non-randomized studies since 2007; there has been
no such restriction for RCTs. Only full-text articles without
language restrictions have been used. Not all studies clear-
ly differentiated by subgroups of patients with abdominal
trauma, peritonitis, and other intra-abdominal conditions
that caused the transition to the multistage treatment tac-
tics, and, accordingly, the conclusions were not differentiat-
ed by these subgroups. We have not aimed to compare dif-
ferent methods of vacuum-assisted laparostomy with each
other, but only evaluated possible advantages of vacuum
over other technologies of multistage treatment without
vacuum aspiration.

CONCLUSION

The results of comparing VAC-laparostomy with oth-
er multistage treatment options during our meta-analysis
are summarized in Table 2.

The findings of this meta-analysis are as follows:

1. There are no statistically significant differences
between vacuum-assisted laparostomy and on-demand
relaparotomy in the number of necessary reoperations
(p = 0.319). The level of evidence (LE) 2, the grade of rec-
ommendations (GR) B in accordance with the recommen-
dations of the Center for Healthcare Quality Assessment
and Control of the Ministry of Health of the Russian Fed-
eration [31].

RESULTS OF COMPARISON OF VACUUM-ASSISTED LAPAROSTOMY WITH OTHER OPTIONS FOR MULTISTAGE TREATMENT

Comparison parameters

.2 (S > %)
s 7 = & g <
e < © S © = E= £
Q = © >
Methods compared ) = o g g 3 > =
with VAC-laparostomy 2 2. 0 g k] = £
" S £ o 3 o < o =}
@ 2 o5 o® O .2 < €
Q. = T - =]
@ < 8 S o & © a 5 v
= S €S = 5= £ =
[ ISl By © T g 80 ©
53 3% o5 g 5% & F g
‘5 g S ] g .= Y ]
g £ ¢33 2 gz g3 3
z 9 z 3 S o <4 < < o
roeTa_g:g'?:r:y p=0.319 no data no data no data p =0.889 p=0.749 p=0.097
:g%r:r?trgric; P [;30';)72]3 no data no data no data no data no data p=0.681
p=0.012
Laparostomy _ _ _ p=0.371 p =0.000 p =0.000
without vacuum p=0053 p=0333 p=0.192 p=0.250 [9, 20] [20, 62] o B’ ig,] o
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2. The number of required reoperations with pro-
grammed relaparotomies is statistically significantly lower
than with vacuum-assisted laparostomy (RR =2.94 (95% Cl:
1.16-7.44); p = 0.023). LE 2, GR B [31].

3. There are no statistically significant differences
in the number of required reoperations with vacuum lap-
arostomy and laparostomy without vacuum (p = 0.053).
LE 2, GRB[31].

4. There are no statistically significant differences
in the number of patients with successful closure of the ab-
dominal cavity after vacuum-assisted laparostomy or other
variants of laparostomy without vacuum (p = 0.333). LE 1,
GRC[31].

5. The average time of final closure of the abdominal
cavity after vacuum-assisted laparostomy and other vari-
ants of laparostomy without vacuum do not differ statisti-
cally significantly (p = 0.192). LE 2, GR B [31].

6. There are no statistically significant differences
between vacuum-assisted laparostomy and other var-
iants of laparostomy without vacuum in the frequency
of enterocutaneous fistula occurrence (p = 0.371). LE 2,
GRB [31].

7. There are no statistically significant differences be-
tween vacuum-assisted laparostomy and other variants
of laparostomy without vacuum in the frequency of intra-
abdominal abscesses (p = 0.250). LE 2, GRB [31].

8. The average duration of stay in the ICU after vacu-
um-assisted laparostomy and on-demand relaparotomy
do not differ statistically significantly (p = 0.889). LE 2, GRB
[31].

9. The average duration of treatment in the ICU af-
ter vacuum-assisted laparostomy is statistically signifi-
cantly shorter than with laparostomy without vacuum
(SMD = -0.66 (95% Cl: -0.96+-0.35); p = 0.000). LE 2, GRB
[31].

10. The average duration of inpatient treatment af-
ter vacuume-assisted laparostomy and on-demand relapa-
rotomy does not differ statistically significantly (p = 0.749).
LE 2, GRB[31].

11. The average duration of inpatient treatment after
vacuume-assisted laparostomy is statistically significantly
shorter than with laparostomy without vacuum (SMD =-0.74
(95% Cl: -1.05+-0.43); p = 0.000)). LE 2, GR B [31].

12. Postoperative mortality after vacuum-assisted lap-
arostomy does not significantly differ from that after on-de-
mand relaparotomies (p = 0.097). LE 2, GRB [31].

13. Postoperative mortality after vacuum-assisted lap-
arostomy does not significantly differ from that after pro-
grammed relaparotomy (p = 0.681). LE 2, GR B [31].

14. Mortality after vacuum-assisted laparostomy is sta-
tistically significantly lower in comparison with other types
of laparostomy without vacuum (HR = 0.72 (95% Cl: 0.56—
0.93); p=0.012).LE 1, GRC[31].

KEY TAKEAWAYS

Based on the results of national and international
studies and our meta-analysis, we can point out the va-

lidity and effectiveness of vacuum-assisted laparostomy
in the treatment of severe abdominal trauma and urgent
abdominal pathology with compartment syndrome, peri-
tonitis and sepsis. The technique has a number of advan-
tages over other types of laparostomy without vacuum.
We also want to emphasize the expediency of further use
of on-demand relaparotomies and programmed relaparot-
omies with appropriate indications.

Further systematic reviews and meta-analyses based
on randomized clinical trials with a well-designed mod-
el and high-quality methodology are necessary to pro-
vide a higher level of evidence and grade of recommen-
dations.
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ABSTRACT

Background. Paraesophageal hernias are much less common than other types
of diaphragmatic hernias. The risk of strangulation in this pathology is about 21 %.
It is often very difficult to establish the correct diagnosis in time, because patients
are admitted with an atypical clinic of acute cardiological or pulmonary pathology.
Usually, the correct diagnosis is established only on the 4t day. Due to late diagnosis,
necrosis and perforation of the strangulated organ occur, which causes high mortal-
ity; sometimes the correct diagnosis is established only at autopsy.

Clinical observation. The patient was admitted to the surgical department
on an emergency basis with complaints of intense pain in the lower chest and epi-
gastric region, vomiting of eaten food. From the anamnesis it is known that about
ayear ago, periodic nausea and vomiting of food eaten began to bother. The patient
had been experiencing increased chest and epigastric pain and vomiting for the last
12 hours before admission to the hospital. X-ray diagnosed strangulated parae-
sophageal hernia of the esophageal opening of the diaphragm. During esophago-
gastroduodenoscopy it was impossible to pass into the distal parts of the stomach;
hyperemia and petechial hemorrhages were detected in the zone of strangulation.
Video-laparoscopic reduction of the hernial contents, resection of the hernial sac
and anterior diaphragm crurorrhaphy were urgently performed. The early postopera-
tive period was uneventful. The presented clinical observation indicates the promise
ofusing video-endoscopic technologies for diagnosis and treatment of strangulated
diaphragmatic hernias. The key to success is the timely establishment of the correct
diagnosis. We consider it impractical to perform an antireflux intervention simulta-
neously in conditions of an acute inflammatory process.

Key words: strangulated paraesophageal hernia, video-laparoscopic surgery,
gastroesophageal hernia, diaphragm cruraphy
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PE3IOME

AkmyanbHocme. [lapasszogazeasbHslie 2pblXXU NUWEBOOHO20 omeepcmus oua-
hpazmel BCMpedarmcsa 3Ha4yumesibHO pexxe Opyaux munog ouagppazmasnbHbix
2pbiX. Puck ywemnaeHua npu smot namoJsoauu cocmasngem okoso 21 %. 3aqa-
CMYI0 OYeHb CJ/IOXKHO CB80eB8PEMEHHO YCMAaHO8UMb 8epHbIli OUAZHO3, NOCKOJIbKY
nayueHmsl nocmynarm ¢ Hemunu4HoU K/UHUKOU ocmpoU Kapouosozauyeckol
usu nynbMoHoso2udeckol namosoauu. Kak npasusio 8epHuili OuazHo3 ycmaHaeniu-
8demcs MoJibKO Ha 4-e CymKu. V13-3a n030Hel 0Ua2HOCMUKU 803HUKAOM HEKPO3bl
u nepgopayuu yueMnéHHo20 0p2aHd, 4mo 8bi3bi8aem 8bICOKYI0 1eMAaabHOCMb.
WHo20a npasusbHbIl OuazHO3 ycmaHasiugaemcs moJsibko npu NamoJsi020aHa-
MoMuYecKoM 8CKpbIMUU.

KnuHuyeckoe Ha6nodeHue. [layueHmka nocmynusa 8 xupypaudeckoe omoe-
JleHue 8 3KCMPEeHHOM NopsAOKe C Xaaobamu Ha UHMeHCUBHble 601U 8 HUXHUX
omoesnax 2pyoHoU Kiemku u3nuzacmpadsnbHou obsacmu, pgomy ceedeHHol nuwed.
V3 aHamHe3a uzsecmHo, Ymo 0K0J10 200d HA3a0 cmasiu 6ecnokoumse nepuoouye-
CKUe mowHoma u pgoma csedeHHoU nuwjed. [TocnedHue 12 yaco8 0o nocmyniieHus
8 CMAyuoHap ycununuce 60su 8 2pyoHoU Kiemke U 3nuedcmpuu, 8Cs Cbe0eHHas
nuwa sviwiia co peomoti. PeHmeeHomo2uyecku OUa2HOCMUPOBAHA yUeMIEHHAsA
napas3oghazeasibHas 2pbiXxa nuweso0Ho20 omeepcmus ouagpazmel. [pu pubpos-
302acmpo0dyodeHockonuu npolimu 8 0UCMasibHble 0Moesibl XXeslyoKa HEBO3MOXHO,
8 30He yuwjemMsieHUA onpeodesisemcs 2unepemus U nemexuasbHble KpO8OU3J/IUAHUA.
B s3kcmpeHHOM nopsodKe 8bINOJIHEHO 8UOEO/IANAPOCKONUYECKOe snpasieHue
2pblXKeB020 COOePXKUMO20, pe3eKyus 2pblXke8020 MewkKd U hepedHss oudgppazmo-
Kpypopacpus. PaHHUU nocsieonepayuoHHbIt nepuod npomekas 6e3 0c10xHeHUU.
[MpedcmasneHHoe KiuHUYeckoe HabIO0eHUe yKazbleaem Ha NepcneKmMu8HOCMb
UCNo/b308AHUA B8UOEOIHOOCKONUYeCKUX MexHOI02ull 8 OUd2HOCMUKe U JleYeHUU
ywemMaéHHbIx ouagpazmarnsHeix 2pbiX. KiouesbiM MOMEHMOM ycnexa agasemcs
c8oespeMeHHas NOCMAHOBKA 8epHO20 duazHo3d. CHumaem HeyenecoobpasHsim
00HOMOMeHMHOe 8bINOJIHEHUE AHMUPEPDIIOKCHO20 BMeLWamesibCmad 8 yCJ108UsX
0CMpo20 80CNAIUMeETIbHO20 Nepunpoyeccd.

Knioueevle crioea: yuwemMnEHHAA Napas3opazeasnbHas 2psixd, 8U0eonanapocko-
nuyeckas xupypeaus, 2pblxka nuWego0H020 omeepcmus dudgpazmsl, duagppazmo-

Kpypopacpus

Ona untnpoBaHua: [aHkoB B.A., Lectakos [.10., AHgpeacaH A.P, Lieimax E.A. Bugeo-
NlanapocKonmnyeckoe onepaTnUBHOE NieveHue yeMnEHHON napas3odareasibHOM rpbiKu
NULLEBOAHOrO OTBEPCTUA Anadparmbl (KNMHUYeckoe HabnogeHue). Acta biomedica
scientifica. 2023; 8(1): 204-210. doi: 10.29413/ABS.2023-8.1.20
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RELEVANCE

Paraesophageal hernia occurs when abdominal organs
(stomach, small and large intestine loops, large omentum)
moves up to the posterior mediastinum through the es-
ophageal opening of the diaphragm next to the esopha-
gus. Paraesophageal hernias are extremely rare compared
with other types of diaphragmatic hernias. Their frequen-
cy varies from 0.4 to 1.4 % of cases [1]. The risk of stran-
gulation in case of this pathology is about 21 % [2]. Due
to the rarity and complexity of the diagnosis, the aver-
age time to determine the correct diagnosis is about 4
days [3]. Patients are often admitted to the emergency
room with an atypical manifestation of acute cardiolog-
ical or pulmonological pathology [4]. While the diagno-
sis is being made, such formidable complications as per-
foration and necrosis of the affected organ, acute poste-
rior mediastinitis and pleural empyema can develop. Ac-
cording to different clinics, the mortality rate due to stran-
gulated paraesophageal hernia ranges from 11.1 to 66 %
[3-5]. Sometimes the diagnosis can be determined only dur-
ing a pathoanatomic autopsy (Fig. 1).

FIG. 1.

Strangulated paraesophageal hernia, as the cause of death

of the patient, revealed at postmortem autopsy (photo courte-
sy of the Bureau of Forensic Medical Examination of the Altai Ter-
ritory): 1 - strangulating ring; 2 - strangulated fundus and body
ofthe stomach; 3 - left lung

There are isolated observations of the successful use
of video endoscopic and robot-assisted technologies
in the surgical treatment of strangulated paraesophageal
hernias [2, 4, 6, 7].

CASE STUDY

A 38-year-old female patient was taken by ambulance
to the surgical department in an emergency with com-

plaints of intense pain in the lower half of the chest
and epigastrium, nausea and vomiting. It is known
from the patient history that she has been in this condi-
tion for about a year, when recurrent nausea and vomit-
ing of eaten food occurred. During the last week, the fre-
quency of these manifestations has been increasing,
moderate dull epigastric pain occurred. Previously, X-
ray examination diagnosed a fixed paraesophageal her-
nia. The patient had been experiencing increased chest
and epigastric pain and vomiting for the last 12 hours be-
fore admission to the hospital.

Physical examination data

The patient’s condition on admission of moderate se-
verity, conscious, oriented to person, time and place. Nor-
mosthenic body type. BMI - 28 kg/m? (overweight), body
temperature - 36.6 °C. The skin is flesh-colored. The skin
is normohydrated, turgor and elasticity are normal. Ve-
sicular respiration during auscultation in all lung fields,
no rale. The number of respiratory movements is 19 per
minute. The arterial pressure in the brachial arteries
is 120/80 mm Hg, same on the left and right. The pulse
is 96 bpm. During auscultation of the heart - tones
are clear, no murmurs. Status localis: the tongue is moist,
covered with white plaque in the back area. When exam-
ined, the abdomen is of the correct shape, participates
in the act of breathing, there are no deformities of the an-
terior abdominal wall. An atrophic scar is determined
along the midline from the navel to the womb (after ce-
sarean section). No hernia defects of the anterior abdom-
inal wall detected. Deep palpation reveals moderate ten-
derness in the epigastric region. There is no muscular de-
fense. According to the percussion of the liver (Kurlov’s
method), size of the liver is 9-8-7 cm. Rebound tender-
ness (Shyotkin — Blumberg sign) is negative. Auscultation:
intestinal motility active. Per rectum: no space-occupy-
ing lesions (SOLs) in the rectum palpated, traces of brown
stool on the glove.

Results of additional study methods

Laboratory parameters within the reference values (leu-
kocytes - 5.9 x 10°%/L, hemoglobin - 158 g/L). ECG - sinus
rhythm 90 per minute, increased cardiac electrical activ-
ity. X-ray examination of the oesophagus and stomach -
upright position above the diaphragm reveals the cardiac,
vault and body of the stomach with pronounced pneuma-
tosis and fluid level above the diaphragm, contrast is admin-
istered in small portions to the antral area (Fig. 2).

Fibro-esogastroduodenoscopy - gastric contents
were found to be thrown from the stomach into the oesoph-
agus, there was a small amount of frothy fluid in the sto-
mach, mucosa of the stomach fundus and body had dif-
fuse hyperemia and petechial haemorrhages, it was impos-
sible to go into the antral area as a result of the anatomic
position of the stomach. In view of the intense pain syn-
drome, the clinical picture of high gastrointestinal obstruc-
tion and the radiological picture of a fixed paraesophageal
hernia, the diagnosis has been established as a strangulat-
ed paraesophageal hernia.
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FIG. 2.

X-ray of the patient with a contrast examination of the esophagus and stomach after admission to the clinic (direct projection): 1 - esopha-

gus; 2 - strangulated part of the stomach

Treatment policy

An emergency operation was performed under gen-
eral anaesthesia 2 hours and 30 minutes after admission
to the hospital. A 10 mm trocar is implanted in the me-
sogastric area (8 cm above the umbilicus). Co, insuffla-
tion up to 12 mmHg. There is no effusion in the abdom-
inal cavity, the hypogastrium has omental adhesions
to the anterior abdominal wall, the parietal and viscer-
al peritoneum is smooth and shiny. The liver is enlarged
due to the left lobe, its surface is smooth, red-brown
in color, the edge is rounded. The stomach is not enlarged
and the visible part of the anterior wall is unchanged. Vis-
ible loops of the small and large intestine without or-
ganic pathology. The oesophageal opening of the dia-
phragm is dilated to 5 cm. The fundus, the body of the sto-
mach and the strand of the large omentum are located in
the posterior mediastinum (Fig. 3).

The subcostal areas have 10 mm (left) and 5 mm (right)
trocars forintroducing the operating surgeon’s instruments;
two 5 mm trocars are implanted subxiphoidally and along
the left lateral abdominal wall for the first surgical assis-
tant. The stomach is grasped by an atraumatic grasper
and is lowered into the abdominal cavity in a pendulum-
like, stepwise movements with a slight tension. The omen-
tum and the strangulated part of the stomach are moder-
ately hyperemic, viable. Tissues in the area of the esopha-
geal hiatus with signs of inflammatory process with scar-
ring (Fig. 4).
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FIG. 3.

Intraoperative photography during video-laparoscopy of the pa-
tient: 1 — the esophageal opening of the diaphragm; 2 - the sto-
mach strangled in the posterior mediastinum

There is up to 20 ml of hernial water of brown color
in the hernial sac; the walls are also hyperemic (Fig.5). A32 F
gastric tube has been inserted into the stomach through
the mouth. The gastric contents on the tube are scanty
and have no blood in them. Using an ultrasound dissector,

Surgery
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the herniated sac was dissected laterally and medially around
the circumference of the oesophageal opening, bluntly isolat-
ed in the posterior mediastinum, and dissected off. The cru-
ra of diaphragm are highlighted anterior to the oesopha-
gus (Fig. 6). The cardia area is 2 cm below the oesophageal
opening. The crura are sutured in front of the oesophagus
with a Z-shaped stitch (Fig. 7). The esophageal opening
of the diaphragm is narrowed to 2 cm. Hemostasis — no bleed-

ing.

FIG. 4.

Intraoperative photography during video-laparoscopy of the pa-
tient after repositioning the hernial contents into the abdominal
cavity: 1 - esophageal opening of the diaphragm; 2 - scar-inflam-
matory process

FIG. 5.

Intraoperative photography with video-laparoscopy of the hernial
sac: 1 - hernial water with a hemorrhagic component; 2 - catarrh-
al inflammation of the walls of the hernial sac

A latex drainage tube is implanted in the left subhe-
patic space. Histological conclusion - hernial sac with signs
of acute inflammation. Post-operative diagnosis — para-es-
ophageal hemigastric gastroesophageal hernia of the oe-
sophageal diaphragm opening type Il, grade 3, complicat-
ed by impingement.
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FIG. 6.

Intraoperative photography during video-laparoscopy of the pa-
tient after exposure of the diaphragm crus: 1 - the esophagus;

2 - the crus of the diaphragm

FIG. 7.

Intraoperative photography during video-laparoscopy of the pa-
tient after anterior diaphragm cruraphy: 1 - esophagus; 2 - su-
tured crus of the diaphragm

Treatment outcome

After the surgery the patient received injections
of analgesics (ketoprofen), antibiotics (ceftriaxone)
and anticoagulants (heparin). No complications were
diagnosed in the early postoperative period. Postopera-
tive complete blood count without inflammatory chang-
es (leukocytes 6.4 x 10%/1), slight increase in liver en-
zymes (AST - 136.3 U/I; ALT - 76.8 U/l) and mild hyper-
bilirubinemia (total - 22.5 umol/I, indirect — 14.2 umol/l).

Surgery



Other laboratory parameters — without pathological
changes. On the 4th day after the surgery, the esopha-
gus and stomach were radiographed: the stomach is lo-
cated below the diaphragm, the cardia is freely passable,
no contrast agent was detected outside the oesophagus
and stomach contour (Fig. 8). At the 10th day, the patient
was discharged from hospital, with a recommendation
for a follow-up examination in the surgical department
to decide whether esophagofundoplasty should be per-
formed as a routine procedure.

FIG. 8.

X-ray of the patient with contrast examination of the esophagus
and stomach on the 4th day after surgery (direct projection):
1—esophagus; 2 — stomach; 3 - diaphragm

CONCLUSION

The case study demonstrates the possibility of effective
use of video endoscopic technologies in treatment of stran-
gulated paraesophageal hernias of the esophageal opening
of the diaphragm. The key element of success, in our opin-
ion, was the timely diagnosis based on the patient’s med-
ical history. The limitation of the surgical volume by per-
forming the reduction of hernial contents with resection
of the sac and anterior cruroraphy is due to the inflamma-
tory changes in the stomach wall and, accordingly, an in-
creased risk of complications.
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ABSTRACT

Background. In the available literature, the data on the positive effects of sleeve
gastrectomy in treatment of type 2 diabetes mellitus (T2DM) and impaired glucose
tolerance (IGT) become more common, however, they are heterogeneous and not al-
ways unambiguous.

The aim. To analyze our own results of treatment of patients with type 2 diabetes
mellitus and impaired glucose tolerance, who underwent sleeve gastrectomy.
Materials and methods. Retrospective cohort registry-based study was carried
out. From 2016 to April 2021, 29 (19 %) and 7 (4.6 %) patients with diagnosed T2DM
and IGT respectively underwent surgery. Of these, sleeve gastrectomy was performed
in 13 (44.8 %) patients with type 2 diabetes mellitus and in 5 (71.4 %) patients
with IGT. The mean duration of follow-up for T2DM and IGT patients was 14.2 + 12.3
and 11.2 £ 9.0 months respectively.

Results. The mean %EWL (% excess weight loss) in patients with T2DM and IGT
was 44.1 + 17.3 and 51.5 + 16.9 respectively, and the mean %TWL (% total weight
loss) was 25.0 + 8 and 27.8 + 6.0 respectively. At the moment of observation, all
patients had normal level of fasting blood glucose. The level of HbA1c in patients
with type 2 diabetes before the surgery was 8.2 + 1.6, after surgery, at the time
of observation - 5.8 £ 0.5 (U= 4;p < 0.01). Target HbA1c values were recorded in all
13 patients with type 2 diabetes.

Conclusion. Our study shows the efficiency of sleeve gastrectomy both in terms
of weight loss and of the remission for patients with T2DM and IGT.

Key words: bariatric surgery, metabolic surgery, sleeve gastrectomy, type 2 diabetes
mellitus, obesity

For citation: Kolyadko PV., Degovtsov E.N., Kolyadko V.P, Nikitina Yu.P, Satinov A.V.
Results of sleeve gastrectomy in obese patients with type 2 diabetes mellitus and impaired
glucose tolerance: Retrospective cohort registry-based study. Acta biomedica scientifica.
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PE3IOME

O6ocHosaHue. B 0ocmynHol numepamype 8cé yauje scmpedaromcs 0dHHbIE
0 NOJIoXKUMeJIbHbIX 3(hhekmax npo0osIbHOU pe3eKyuu XesyoKa 8 OMHOWeEHUU
caxapHozo duabema (C/]) 2-20 muna u HapyuleHus moaepaHmMHOCMU K 2/10K03e
(HTT), 00HaKo oHU pa3HOPOOHbI U He 8C€20a OOHO3HAYHb.

Ljens uccnedosaHus. AHanu3 cobcmeeHHbIX pe3yibmamosiedeHus NayueHmos
C caxapHeim ouabemom 2-20 mund u HapyuieHuem mosiepaHmHOCMU K 2/110K03e,
KOMOpbiM 8bIN0/THEHA NPOOO0JIbHASA pe3eKyus XesyoKd.

Memoodel. [JuzalH — pempocnekmugHoe ko2opmHoe registry-based ucciedosa-
Hue. 3a nepuoo ¢ 2016 2. no anpesb 2022 2. ¢ duazHo3om CL] 2-20 muna u HTT 6bi10
npoonepuposaHo 29 (19 %) u 7 (4,6 %) nayueHmMos coomgemcmeeHHO. I3 Hux npo-
00s1bHAsA pe3ekyus xesyoka ebinosiHeHa 13 (44,8 %) nayuesmam ¢ C/] 2-20 muna
u 5 (71,4 %) nayueimam c HTI. CpedHAA npodosKumesbHoCMb Hab10eHus
3a nayueHmamu c C/] 2-20 muna u HTI cocmasuna 14,2 + 12,3 u 11,2 £ 9,0 mec.
€coO0me8emcmeeHHo.

Pesynomamel. CpedHuli npoyeHm nomepu uzbbimoyHol maccol mena (%EWL,
% excess weight loss) y nayueHmos ¢ C/] 2-20o muna u HTI cocmasgun 44,1 + 17,3
u51,5+ 16,9 coomeemcmeeHHO, a cpeoHUl npoyeHm nomepu obujeli Maccel mesa
(%TWL, % total weight loss) — 25,0 + 8,0 u 27,8 + 6,0 coomgemcmaeHHo. Y 8cex
nayueHmos Ha MoMeHmM Hab1l0eHUs 00CMOBEePHO 3AdPUKCUPOBAHA HOPMAIIU-
3ayus yposHs 2nukemuu Hamowak. YyposeHb HbA1c y nayueHmos ¢ C/] 2-20 muna
neped onepayueli—8,2 + 1,6, nocsie onepayuu Ha MOMeHm HaboeHus - 5,8 £ 0,5
(U =4; p <0,01). JocmuxeHue yenesbix 3HadeHuli HbA1c ycmaHosneHo y scex
13 nayueHmos c C/] 2-20 muna.

3aknrodeHue. Hauwe ucciedosaHue nokassiedem sghcheKmusHOCmMb NPo0osIbHOU
pe3eKkyuu xesyoKa Kak 8 OMHOWEHUU CHUXeHUA MAaccel mesid, mak u 8 yacmu
komneHcayuu C/] 2-20 muna u HTT.

Knroyeevle cnoea: 6apuampudeckas xupypeus, Memabonuyeckas xupypaus,
Npo00sIbHAA pe3eKyus XesyoKa, caxapHbil duabem 2-20 muna, oxupeHue

Ana yntupoBaHua: Konagko I.B., Jerosuyos E.H., Konagko B.I., HukntnHa O.M1.,
CatuHoB A.B. Pe3ynbTaTbl NpofonbHOM pe3eKkumm enyaka y naumeHToB C OXKUpeHnem
B COYETaHMV C CaxapHbIM A1AGETOM 2-ro TVMNa 1 HapyLWeHEM TONEPAHTHOCTH K [TI0KO3e:
peTpocneKTMBHOE KOropTHoe registry-based nccnenosaHue. Acta biomedica scientifica.
2023; 8(1): 211-217. doi: 10.29413/ABS.2023-8.1.21
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OBJECTIVES

Bariatric and metabolic surgery is increasingly be-
coming the method of choice in the treatment of obesi-
ty and type 2 diabetes mellitus (T2DM). Numerous studies
show statistically significant effectiveness of surgical me-
thods for the treatment of T2DM compared with traditio-
nal medical methods [1-3].

The results in complete or partial remission of T2DM be-
tween operations are ambiguous. It is believed that the best
results of surgical treatment of T2DM are demonstrated
by gastric bypass interventions [4, 5].

However, there is increasing evidence on the effective-
ness of sleeve gastrectomy in terms of remission of T2DM
due to the metabolic effects identified in this procedure [6-
9]. Meta-analysis by Y. Han et al. (2020) confirms the simi-
lar effectiveness of sleeve gastrectomy in comparison with
standard gastric bypass in terms of reducing excess weight
and controlling T2DM, separately focusing on the lower
frequency of complications and repeated operations after
sleeve gastrectomy [10].

Attempts are also being made to stratify the choice
of surgery depending on the patient’s body mass index (BMI)
and the duration of T2DM. For example, Roux-en-Y gastric
bypass was the optimal choice for patients with a duration
of T2DM > 5 years in terms of achieving complete remission
of diabetes 1 year after surgery. Nevertheless, sleeve gas-
trectomy proved to be a cost-effective choice for patients
with a duration of T2DM < 5 years and BMI = 35.5 kg/m?2[11].

Sleeve gastrectomy is a surgery whose effects are still
being actively studied. It can become an option of choice
in the case when there is no technical possibility to perform
a bypass operation (multiple operations on the abdominal
cavity with a massive adhesion), and it is safer to perform
sleeve gastrectomy if the patient has a high prevalence
of comorbidities. In patients who smoke and do not plan
to give up nicotine, a bypass surgery is a risk of ulceration
in the gastroenteroanastomosis area. SADIs surgery (single
anastomosis duodenal-ileal bypass with sleeve) can solve
this problem, but technically it is much more difficult to per-
form and requires a serious level of compliance from the pa-
tient. Here, the patient’s unwillingness to constantly take vi-
tamin and mineral complexes can also tip the scales in fa-
vor of sleeve gastrectomy.

In this article we analyzed our own results of treatment
of patients with type 2 diabetes mellitus and impaired glu-
cose tolerance (IGT), who underwent sleeve gastrectomy.

METHODS

Study design. To achieve this goal, a retrospective co-
hort registry-based study was carried out. During the study,
the National Bariatric Register collected and stored patient
observation data.

Compliance criteria. Inclusion criteria: 1) sleeve gas-
trectomy; 2) type 2 diabetes mellitus or IGT. Exclusion cri-
teria: 1) any other bariatric procedures; 2) no T2DM or IGT
at the time of surgery.
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Procedure situation. The study was conducted
in the elective surgery unit of the Nizhnevartovsk District
Clinical Hospital.

Duration of the study. This article presents intermedi-
ate data (from 2016 to April 2022), allowing to assess the fea-
sibility of conducting the study in the future.

Description of the medical intervention. The study
is based on the experience of surgical treatment of 153 obese
patients admitted to the Nizhnevartovsk District Clini-
cal Hospital from 2016 to April 2022. Sleeve gastrectomy
was performed in 125 (81 %) patients; MGB-OAGB surgery
(mini gastric bypass — one anastomosis gastric bypass) —
20 (13 %); standard bypass surgery — 2 (1 %); SASi bypass
surgery (single anastomosis sleeve ileal bypass) - 3 (2 %);
gastroplication — 1 (1 %); bariatric revision surgery — 4 (3 %).
The treatment of obese patients was carried out in accord-
ance with the National Clinical Recommendations for Mor-
bid Obesity Treatment in Adults (3rd revision) [12].

A total of 29 (19 %) and 7 (4.6 %) patients with T2DM
and IGT respectively were operated. Sleeve gastrectomy
was performed in 13 (44.8 %) patients with type 2 diabetes
mellitus and 5 (71.4 %) patients with impaired glucose tol-
erance. Demographic data are presented in Table 1.

From a technical point of view, all surgeries were per-
formed in accordance with the clinical practical guidelines
of the European Association of Endoscopic Surgery (EAES)
for bariatric surgery [13] and included the use of disposable
suturing instruments and cartridges, modern surgical ener-
gy for tissue separation and ligation. All surgeries are per-
formed using a calibration tube (38 Fr).

All patients were operated under general anesthesia
with the use of inhalation anesthetic gas. All patients under-
went preoperative antibiotic prevention with cephalospor-
ins of the | generation 30 minutes before surgery. Prevention
of venous thromboembolic complications was carried out
according to clinical recommendations and included ear-
ly activation of the patient, which began 6 hours after sur-
gery, compression garment of the lower extremities, the ap-
pointment of low molecular heparins in preventive dosages.

In the postoperative period, all patients underwent
standardized fluid therapy and analgesia.

Only 2 patients with IGT and 6 patients with T2DM re-
ceived single-drug preoperative oral antidiabetic thera-
py. Four patients with T2DM took 2 or more oral antidia-
betic drugs. Oral antidiabetic drugs (OAD) in combination
with prolonged forms of insulin were received by 2 patients
with T2DM. In 1 case, T2DM was corrected for the first time
by preoperative diet therapy.

The main outcome of the study: achievement of nor-
moglycemia and target values of HbA1c in patients after
surgery at the moment of observation; achievement of tar-
get values of weight loss (percentage of excess weight loss
(%EWL) = 50; percentage of total weight loss (%TWL) > 25).

Additional outcomes of the study: postoperative
bed-day, the number and nature of complications.

Methods of statistical data processing. The data
were retrospectively collected in the database of the Na-
tional Bariatric Register of the Russian Federation and in-
cluded the period from 2016 to April 2022. Descriptive



TABLE 1

DEMOGRAPHICS INFORMATION OF THE PATIENTS

Parameters
Female
Mean follow-up duration, months
Mean age, years
Mean weight before surgery, kg
Mean BMI, kg/m?

History of T2DM and IGT, months

Patients with T2DM (n = 13)
9
142 +12.3 (1-36)
51.1+123(31-71)
127.3 £22.3(86-169)
45.5 +8.3(32.4-62.9)

52.8 £72.2 (1-240)

Patients with IGT (n = 5)
2
11.2+9.0 (4-21)
428 +7.1(37-55)
129.8 £21.6 (107-156)
43.6 £8.2(32.3-51.4)

10.0 £ 9.6 (1-24)

Mean risk according to ASA
Micro- and macroangiopathies, n
High-risk AH

CAD

OSA
Hyperlipidemia/dyslipidemia
NAFLD

CHF

Atherosclerosis

Smoking

26+05 24+05
2 0
9 3
2 1
1 1
8 3
8 3
8 2
3 1
7 3

Note. ASA — American Society of Anesthesiologists; AH — arterial hypertension; CAD — coronary artery disease; 0SA — obstructive sleep apnea; NAFLD — non-alcoholic fatty liver disease; CHF — chronic heart failure.

analysis included the calculation of mean values, stand-
ard deviations and proportions. During the analysis, a non-
parametric test (Mann - Whitney U test for numerical data
and Pearson Chi-Square test with Yates' continuity correc-
tion for relative indicators) was used to evaluate differ-
ences in subgroups when calculating p-values. The value
of p < 0.05 was considered a statistically significant differ-
ence. All calculations were carried out using a licensed Sta-
tistica 13.0 software package for statistical analysis (Stat-
Soft Inc., USA).

RESULTS

The duration of the surgery in patients with T2DM
and IGT did not differ statistically significantly (118.1 £ 39.1
and 102.0 £ 26.1 min, respectively; U = 27; p > 0.05).

The main results of the study. All patients had sus-
tained weight loss after the surgery. The results of weight
loss are shown in Table 2.

The variability of values is associated with different du-
ration of patient follow-up: from 1 to 36 months in patients
with T2DM and from 4 to 21 months in patients with IGT.

The distribution of patients by blood glucose level be-
fore and after the surgery at the moment of observation
is shown in Table 3.

As indicated in the table, at the moment of observa-
tion all patients had normal level of fasting blood glucose.
The blood glucose level in patients with IGT returned to nor-
mal after 1.4 + 0.4 months.

The level of HbA1c in patients with T2DM before surgery
was 8.2 + 1.6, after surgery, at the moment of observation -
5.8+0.5(U=4;p<0.01).Target HbA1c values were recorded
in all 13 patients with type 2 diabetes. Complete withdrawal
of OAD was achieved in 9 patients, OAD dosage reduction —
in 2 patients, reduction of dosages of OAD and prolonged
forms of insulin - in 1 patient. Complete withdrawal of in-
sulin therapy with reduced dosages of OAD was registered
in 1 patient. Target HbA1c values in patients with T2DM not-
ed within 4.0 £ 1.7 months.
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TABLE 2

RESULTS OF WEIGHT LOSS IN PATIENTS WITH TYPE 2 DIABETES AND IMPAIRED GLUCOSE TOLERANCE

Parameters
Mean weight before surgery, kg
Mean BMI before surgery, kg/m?
Mean weight after surgery, kg
Mean %EWL
Mean %TWL
Mean TWL, kg
Mean TBMIL, kg/m?

Note. TBMIL - total body mass index loss

TABLE 3

Patients with T2DM (n = 13)
127.3 £ 22.3 (86-169)
45.5 + 8.3 (32.4-62.9)
95.2+17.7 (59-121)

441 +£17.3(12.0-79.4)
25.0 £ 8.7 (6.6-39.6)
32.1+ 144 (8-67)

11.5+5.0(3.0-21.1)

DISPOSITION OF PATIENTS BY THE BLOOD GLUCOSE LEVEL

Patients the surgery, mmol/L

Patients with T2DM (n = 13) 104 +4.2

Patients with IGT (n =5) 71+£15

Additional results of the study. There were no sur-
gical, general or therapeutic complications. Mean bed-day
of all patients was 4.4 + 2.4 days.

Adverse events. No adverse events were noted.

In one case, a patient with T2DM underwent revi-
sion bariatric surgery - MGB-OAGB after sleeve gastrecto-
my due to obesity relapse. Before the first surgery, the pa-
tient’s weight was 110 kg, BMI 36.8 kg/m?; the patient took
three OAD in combination with long-acting insulin (Levemir,
25 Uday). The level of fasting blood glucose was 12.3 mmol/L,
HbA1c-10.2 %, target HbA1c < 7 %. Preoperative prepara-
tion with short forms of insulin was performed in the hospi-
tal in order to normalize the blood glucose level. 10 months
after sleeve gastrectomy the maximum %EWL is 78.8, %TWL
is 24.5; the fasting blood glucose level is 6.0 mmol/L, HbA1c
is 5.9 %. There was a withdrawal of one of the three OADs,
the withdrawal of prolonged insulin. Target HbA1c val-
ues were noted within 6 months after surgery. Weight re-
gain of up to 103 kg was recorded 47 months after sleeve
gastrectomy, BMI - 34.4 kg /m?, HbA1c - 6.3 %. A bariatric
revision surgery was performed: sleeve gastrectomy in MGB-
OAGB. At the moment of observation, the patient’s weight
was 90 kg, BMI - 30.1 kg/m?, %EWL - 25.5, %TWL - 12.6
of the values before the second surgery; fasting blood glu-
cose level - 5.9 mmol/L, HbA1c - 6.0 %.

Blood glucose level before
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Patients with IGT (n = 5)
129.8 +21.6 (107-156)
43.6+8.2(32.3-51.4)
93.8+18.8(76-117)
51.5+16.9(37.2-73.7)
27.8+£6.0(22.4-36.9)
36.0 + 8.7 (24-48)

12.3+4.2(7.2-19.0)

Blood glucose level at the moment

of observation, mmol/L . p
54+0.7 5 p <0.01
47+07 0.5 p<0.01

DISCUSSION

This is a pilot study and is intended to assess the feasi-
bility of conducting more solid studies in the future, which
would include a larger number of patients, a longer follow-
up period and a control group (patients with gastric bypass
surgery).

Summary of the main result of the study. Sleeve
gastrectomy demonstrates solid results in weight loss
in obese patients. Moreover, the available metabolic ef-
fects of this operation allow to recommend it as the sur-
gery of choice for patients with T2DM and IGT with a thor-
ough clinical assessment of the patient.

CONCLUSION

The obtained results of the study indicate the un-
doubted advantage of sleeve gastrectomy both in terms
of weight loss and compensation for type 2 diabetes mel-
litus and IGT. Improvement of the results of surgical treat-
ment of this group of patients is possible by rational choice
of the type of surgery. The performed study shows the ex-
pediency of further study of this problem and conducting
more solid studies.
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ABSTRACT

In accordance with the current legislation a healthcare organization shall be obliged
to provide conditions for safe delivery of healthcare to patients and medical person-
nel performance.

Implementation of effective model of medical activities quality and safety internal
control producing meaningful result is a current license requirement to a healthcare
organization.

Implementation of risk-oriented approach to medical activities quality and safety
management is animportant constituent of modern stage of the Russian Federation
healthcare functioning.

It is necessary to understand sources of potential hazard within an organization,
consider and analyze all undesired events and incidents arising in the process
of a healthcare organization functioning and their reasons, take preventive actions
to avoid them.

The tasks of digital transformation in the Russian Federation healthcare are develop-
ment of integrated digital contour, transition to electronic document flow, reduction
of medical personnel’s time expenditure not involving delivery of healthcare.
Implementation of customer centricity and digitalization principles is an absolute
trend of modern stage of development of the Russian Federation healthcare. It de-
termines necessity of development of present-day accounting and analyzing data
system on undesired events in a healthcare organization.

The article presents the experiment of Federal Center for Traumatology, Orthopedics
and Endoprosthetics (Barnaul, Russian Federation) in establishing system of work
with undesired events and managerial decision-making on their avoidance and pre-
vention with the use of present-day digital technology resulting in credible frequency
reduction of undesired events in the space of 2.5 years.

Key words: undesired events in medical activities, medical activities quality
and safety internal control, digital technology in healthcare

For citation: Kolyado E.V., Peleganchuk V.A., Shults T.E., Povalikhin A.N., Lazareva V.V.
Organization of work with undesired events within the system of medical activities quality
and safety internal control with the use of digital technology. Acta biomedica scientifica.
2023; 8(1): 218-227. doi: 10.29413/ABS.2023-8.1.22
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PE3IOME

MeoduyuHckue op2aHu3ayuu 06:a3aHbl co61100ame yca08us 0718 6€30NacHO20 OKa-
3aHUA MeOUYUHCKoU hoMowu hayueHmam u pabomel COmpyoHUKOB.
MpumeHeHue 3¢hchekmugHOU MOOesIu BHYMpeHHe20 KOHMPOJIA Kadyecmaa u bes-
onacHocmu mMeduyuHckol deamesibHocmu, oarowel pedsbHell pe3yibmam, —
3mo delicmayroujee TUYeH3UOHHOe mpebosaHue KO 8ceM MeOUUUHCKUM Op2aHU-
3ayusm.

BHedpeHue puck-opueHmuposaHHo20 NOOX00d K ynpasieHuro Kayecmeaom u b6e3-
0NAcHOCMb MeOUYUHCKOU 0esamesibHOCMU — 8aXXHAS COCMAs/IAoWas cospemeH-
HO020 5Mmana yHKUUOHUPOBAHUA 30pasooxpaHeHus PQ.

Heobx00umo moyHo 3Hame u udeHMU@PUYUPOB8AMb UCMOYHUKU NOMeHYUanbHoU
0NAcHOCMU BHYMPU yupexo0eHus, y4umel8ams U AHA/IU3UPOBAMb 8CE Hexesd-
mesibHble cobbImusA U UHYUOEHMbI, KOmopble 803HUKAOM 8 npoyecce oesmerib-
HOCMU MeOUYUHCKOU 0p2aHu3ayuu, NPUYUHsI U c71e0cmeus, Npo2HO3Upo8amse
803MOXXHOe HacmynJjieHue U C80e8PeMEHHO NPUHUMAMb npoguiakmudeckue
ynpasseH4yeckue Mepsl 0715 UX NpedoM8epalieHusl.

3aoayamu yugposol mparcgopmayuu 8 30pasooxpareHuu PO asnasiomcs co3oa-
HuUe eOUH020 Yuhposo20 KOHMYpad, nepexo0 K 3/1eKMPOHHOMY 00KyMeHmMoo60opo-
my, CoKpaujeHue 8peMeHHbIX 3ampam mMeoUYUHCKUX pabOMHUKO8, He CBA3AHHbIX
HenocpeocmeeHHO ¢ OKazdHuem MedUYUHCKOU NoMoLju.

BHeOpeHuUe npuHYUNO8 NayueHMo-UeHMpuUYyHOCMU U yugposuayuu —abcosom-
HbIU MpeHO cogpeMeHHO020 3mana pazsumus 30pagooxpareHus 8 PO. Heobxoou-
MOCMb CO30aHUA 8 MEOUYUHCKOU Op2aHU3ayuu cogpeMeHHOU cucmemsl y4éma
U aHanu3a 0aHHbIX NO HexesiamesibHbIM CObbIMUAM HaNPAsIeHa Ha Peanu3ayuio
mpeHO008 pazsumus cospemeHHoU K/IUHUKU U obecnedyeHus 6ezondacHocmu nayu-
€HMO8 U COMPYOHUKOS8.

B cmamee npedcmasnieH oneim OIBY «DedepasnbHeili yeHMp mpasmamosno2uu,
opmoneduu u 3Hoonpome3suposaHus» MuH3dpasa Poccuu (2. bapHaysn) no co3oa-
HUIO cucmembl pabomel ¢ HexenamesibHbIMU CObbIMUAMU U NPUHAMUSA ynpas-
JleH4YecKux peweHul No Ux ycmpaHeHuto U npedynpexoeHuto ¢ npuMeHeHUem
cospeMeHHbIX Yupposbix mexHos102ul, Ymo N0380J1UJI0 NOJTYHUMb 00CMOBEePHOE
CHUeHUe 4acmombl HexesiamesibHbix cobbimuti 3a 2,5 200a.

Knroyesvie crnosa: HexesnamesibHble cobbimus 8 MeOUUYUHCKOU 0esmesibHocmu,
8HympeHHuUl KOHMPOJIb Ka4yecmaa u 6e30NacHOCMu MedUYUHCKOU 0esmesibHO-
cmu, Yugpossie mexHo102uU 8 30pdgooXpaHeHuU

Ona yntuposaHua: Konago E.B., MNeneranuyk B.A., Wynby T.E., NMoBanuxmH A.H., lazape-
Ba B.B. OpraHu3auumsa paboTbl ¢ HexenaTenbHbIMU COOLITUAMU B CUCTEME BHYTPEHHETO
KOHTPOJS KayecTBa U 6€30MacHOCTU MeQULNHCKOW AeATeNIbHOCTU C NPYMeHeHneM
undpoBbIx TexHonoruii. Acta biomedica scientifica. 2023; 8(1): 218-227. doi: 10.29413/
ABS.2023-8.1.22
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INTRODUCTION

Ensuring the quality and safety of medical activity re-
mains one of the topical issues of domestic healthcare in cur-
rent conditions, despite the research conducted in this area
and the numerous approaches proposed to solve this prob-
lem [1].

At the modern stage of the development of healthcare
in the Russian Federation, the requirements for the quali-
ty of medical care and the safety of medical activities have
been strengthened, the requirements for the internal con-
trol system have been formed, which is implemented
in the latest changes in legal regulation [2]. Implementation
of effective model of medical activities quality and safety
internal control producing meaningful result is a current li-
cense requirement to a healthcare organization [3].

Medical activities quality and safety internal control
is carried out in order to ensure the rights of citizens to re-
ceive medical care of the necessary volume and proper
quality in accordance with current legislation and compli-
ance with mandatory requirements for ensuring the quali-
ty and safety of medical activities [1].

To achieve this goal, a healthcare organization needs
to create an effective system of medical activities quali-
ty and safety internal control based on current regulato-
ry requirements and modern technology, including digi-
tal technology.

The results of primary audits of the quality and safety
of medical activities of 30 healthcare organizationsin 11 re-
gions of the Russian Federation by multidisciplinary work-
ing groups of experts revealed the existing systemic prob-
lems in the organization of work and the lack of unified
approaches in almost all sections of this area in general
and in the organization of recording and analysis of adverse
events in particular [4].

Medical activity belongs to the category of very high-
risk industries. Risk management helps to prevent, minimize
or eliminate possible harm to the life and health of patients
and personnel. The introduction of a risk-based approach
to managing the quality and safety of medical activities
isanimportant component of the current stage of the func-
tioning of healthcare in Russia. Risk management is an inte-
gral part of the organization’s management and is of fun-
damental importance [1, 5, 6].

Review data from different authors recorded the pro-
portion of identified adverse events in the implementa-
tion of medical activities from 2.9 to 16.6 % of all hospital
admissions in an analysis of up to 30,000 in-patient medi-
cal records [7].

The systems of organization of reporting on adverse
events and errors in the field of healthcare, functioning
in many foreign countries, differ in their organizational struc-
ture (public, private, public — agencies, foundations, relevant
ministries and committees to which all healthcare organ-
izations of the country are required to send their informa-
tion), but almost everywhere they have a national or gov-
ernmental status. Most countries have legislation providing
for the confidentiality of information contained in reports.
However, sociological surveys have shown that about 70 %
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of the population would like to have free access to informa-
tion about adverse events in the healthcare area and health-
care organizations [8].

In the Russian Federation Presidential Decree No. 474
dated July 21, 2020 "On the national development goals
of the Russian Federation for the period up to 2030", two
of the five national development goals of the Russian Fede-
ration are devoted to the preservation of public health
and digital transformation. The basic principle of manage-
mentin all sectors of the state is the orientation towards so-
cial results for people, the achievement of indicators of na-
tional development goals. Result-oriented performance also
implies the creation of risk management system — identify-
ing risks in a timely manner and establishing actions to pre-
vent and mitigate them.

Implementation of customer centricity and digitaliza-
tion principles - improving the quality of life and the lev-
el of public confidence, changing approaches to working
with people to solve their life situations, proactive inform-
ing about new opportunities, including through the in-
troduction of new digital solutions - is an absolute trend
of the modern stage of development of various industries
in the Russian Federation [9, 10, 11].

Citizens’ demands for the high quality of public services,
in general, for the quality of life — housing, medicine, educa-
tion —are constantly increasing, and the growth of the pop-
ulation’s requests is outpacing the rate of the changes [9].
The protection of patients’ rights, the activities of human
rights organizations have acquired a separate focus and de-
gree of tension. Digital technologies create new opportu-
nities. In addition, digitalization increases the availability
of services [9].

The strategic goal in the development of modern medi-
cineis to create an integrated digital contour based on Uni-
form State Health Information System (USHIS) and to man-
age the indicators of achievement in an incident-manage-
ment mode [12, 13].

The main tasks of digital transformation are the tran-
sition to electronic document flow in the Russian Federa-
tion healthcare; reduction of medical personnel’s time ex-
penditure not involving delivery of healthcare. At the same
time, the problems of the current state of healthcare
that can be solved with digitalization are the following:
weak data management due to the lack of integrated ap-
plications, unified reference and regulatory information
management environment; increased workload on health-
care workers as a result of working with multiple sys-
tems and a large amount of manual data input, the need
to maintain documentation, including medical, in paper
form; long terms, difficulties in the development and im-
plementation of "end-to-end" services and business pro-
cesses due to the need to integrate several information
systems, registries and registers; fragmentation of health-
care information systems, lack of uniform standards of in-
formation interaction; limited interdepartmental electron-
ic interaction [12].

In 2022, the Accounts Chamber of the Russian Federa-
tion analyzed the current state of healthcare information-
al support and identified a number of problems that hin-



der the digital transformation of this sphere [14]. The qua-
lity of data is negatively affected by the need to multiple
information input. According to the inspection, medical
workers have to input patient data into several unrelated
information systems at the same time. Insufficient formal-
ization of the processes carried out in healthcare organ-
izations significantly hinders their automation and digi-
tal transformation, and also leads to different approach-
es of regions and healthcare organizations to the im-
plementation of the functionality of health information
systems. Information technologies as a tool, in addition
to solving control and recording tasks, must ensure a re-
duction in the labor costs of healthcare workers. The in-
troduction of information systems without rejection of
hard-copy document flow significantly reduces the pro-
ductivity of medical personnel and creates an additional
workload for doctors. AlImost 90 % of doctors interviewed
for the inspection believe that digitalization is necessary.
However, only 30 % of healthcare workers noted the ef-
fect of informational support, since it has become easier
to process patient documentation. 27 % noted a reduc-
tion in time spent on work [14].

Digital system architecture of the Ministry of Health
of Russia, The Federal Fund for Mandatory Medical Insurance
and other authorities, as well as the requirements for region-
al systems must ensure seamless integration and the crea-
tion of a single information space in healthcare. The key is-
sue of unification of business processes on the basis of uni-
fied directories, data models and registers must be ad-
dressed as quickly as possible.

THE PROCEDURE FOR RECORDING

AND ANALYSIS OF ADVERSE EVENTS

AS A PART OF INTERNAL QUALITY CONTROL
AND SAFETY OF MEDICAL ACTIVITIES

The main objectives of Internal Quality Control
and Safety of Medical Activities are to improve approach-
es to the implementation of medical activities to prevent,
identify and prevent risks to the life and health of citizens
and minimize the consequences of their occurrence, pre-
vent violations in the provision of medical care and make
management decisions to improve approaches to the im-
plementation of medical activities [2].

One of the actions carried out as a part of Internal Qual-
ity Control and Safety of Medical Activities is the record-
ing of adverse events during the implementation of med-
ical activities (facts and circumstances that pose a threat
of causing or entailing harm to the life and health of citi-
zens and/or healthcare workers, as well as leading to an ex-
tension of the terms of medical care) [2, 15].

Many processes in the field of healthcare do not have
legal regulation, and theirimplementation differs between
healthcare organizations and regions, which complicates
their further automation through information systems.
This leads to a different approach in the implementation
of the functional modules of state and health information
systems in the subjects of the Russian Federation, in health-
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care organizations and complicates the "end-to-end" ex-
change of information.

The procedure for recording and analysis of adverse
eventsin theimplementation of medical activities is not reg-
ulated by federal legislation as a whole (the procedure for re-
porting, the procedure for recording and analysis, consid-
eration, etc.). The regulation of this issue is in internation-
al standards, which causes certain difficulties, different ap-
proaches are used in organizations when implementing
these actions [16].

There is no exhaustive universal classifier of ad-
verse events in the implementation of medical activi-
ties, which healthcare organizations could use as a ba-
sis for the organization of internal recording and analysis
of indicators, the formation of unified reporting, adapting
it to the specifics of their organization.

There is a regulation on certain thematic areas,
which is not sufficiently harmonized between them for the
purposes of the process approach: Order of Roszdravnad-
zor (Federal Service for Supervision in Healthcare) No.4513
dated May 20, 2021 approved the classification of adverse
events connected with medical devices circulation; Or-
der of the Ministry of Health of the Russian Federation
No. 1108n dated November 29, 2021 approved the pro-
cedure for revealing and recording at a healthcare organ-
ization of cases of infectious diseases connected with de-
livery of healthcare, nomenclature of infectious diseas-
es connected with delivery of healthcare subject to re-
vealing and recording at a healthcare organization; Or-
der of Roszdravnadzor (Federal Service for Supervision
in Healthcare) No. 1071 dated February 15,2017 approved
the procedure for pharmacovigilance; Order of the Min-
istry of Health of the Russian Federation No. 1113n dat-
ed October 19, 2020 approved the procedure for report-
ing by subjects of medical devices circulation of facts and
circumstances creating danger to life and health of gener-
al public and medical personnel during use and operation
of medical devices. However, the spectrum and list of un-
desired events are much broader, which requires system-
atization at the federal level [17-20].

Global trends in the digital transformation of the
healthcare industry and priority areas for the develop-
ment of this type of technology allow electronic recording
and analysis systems to be classified as Predictive Analyt-
ics — the intelligent use of data, predictive modeling of fu-
ture events, support and justification of managerial deci-
sion-making [21].

According to experts, Health Information Technology
(HIT) is the most effective tool forimproving the quality, ef-
ficiency, safety of medical care, but itis also the most expen-
sive. Studies show that in institutions that have switched
to an electronic incident reporting system (web systems),
the frequency and timeliness of reporting, the accuracy
of key indicators and the systematic organization of work
in this area have increased [22].

An important issue, which also represents a tradition-
al problem, is the system of electronic intradepartmental
and interdepartmental document flow for the operational
formation and provision of various forms of reporting to dif-



ferent departments and divisions, which, according to cur-
rent legislation, is to be put into operation in the Russian
Federation on December 31, 2024 [23].

The above arguments became the basis for setting
the goal of creating a system of recording and analysis
of adverse events (AEs) in our healthcare organization
for managerial decision-making on avoidance and pre-
vention of risks with the use of digital technology, reduc-
ing of adverse events. Creation of a unified digital system
in the Russian Federation seems to be the optimal solu-
tion to this issue.

To achieve this goal, the Federal Center for Traumatol-
ogy, Orthopedics and Endoprosthetics (Barnaul) has devel-
oped a "Procedure for recording adverse events in the im-
plementation of medical activities and other incidents", con-
taining the following sections:

¢ goals, objectives, principles of operation, classifi-
cation and basic definitions, an approximate list of AEs
in the implementation of medical activities and other inci-
dents (including markers (signs) of adverse events);

e the procedure for reporting (registration) by the em-
ployees of the institution, patients and visitors about an ad-
verse event;

¢ unified form of AE recording;

¢ the procedure of AE investigating, identifying the type
of AE by consequences;

e the procedure for calculating and analyzing param-
eters, monitoring the dynamics and trends of AE for estab-
lished periods;

o the form of the corrective action plan, the procedure
for monitoring the effectiveness of the actions taken;

¢ informing employees, the procedure for internal per-
sonnel training, the procedure for feedback.

Electronic Adverse Event Recording System (Incident
notifications) is a web-based system that allows employ-
ees of a healthcare organization and patients to voluntari-
ly report problems that have occurred.

The system is integrated with the internal Medical In-
formation System (MIS) and the Electronic Health Record
(EHR) of a patient for automatic (without personnel in-
volvement) detection, reporting and recording of infor-
mation about an adverse event with the help of key trig-
ger indicators (critical values of laboratory and other in-
strumental indicators, the volume of blood loss, labeled
medical formulations recorded in the medical documen-
tation, other).

The developed electronic adverse event recording sys-
tem has a number of advantages:

¢ immediately, in real time, automatically detects, inde-
pendently detects and reports serious incidents to the med-
ical chat of the institution (excludes the presence of "unre-
corded" incidents);

¢ automates and simplifies data input and analysis,
reduces the work time with this incident on its processing
(ready-made templates have been created) and informing
all officials (operational information about the adverse event
is immediately reported to the hospital chat);

e minimizes the involvement of personnel in detection
and recording of the adverse event;
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o standardizes the procedure and structure of report-
ing, the process of analyzing the causes of the adverse event
and the development of corrective actions;

¢ helpstoimprove clinical processes (based on the de-
veloped SOP and algorithms);

¢ helps to predict and identify potential risks.

THE SYSTEM OF DEALING
WITH ADVERSE EVENTS

The Federal Center for Traumatology, Orthopedics
and Endoprosthetics (Barnaul) has a system for dealing
with adverse events, structured by stages (Fig. 1).

A computer program for recording adverse events
has been created on the Bitrix platform (contains 66 ac-
counting parameters), which is implemented on the web-
site of the Federal Center for Traumatology, Orthopedics
and Endoprosthetics (Barnaul).

The first stage is the establishment of the fact of an ad-
verse event, notification (registration) of the AE in the elec-
tronic recording system (computer program): employees
(medical and non-medical personnel, patients and visi-
tors), MIS (according to established triggers: words and crit-
ical levels of monitoring indicators), the initial processing
of the notification by the Department of Internal Quality
Control and Safety of Medical Activities.

The second stage is the analysis of the AE by conse-
quences (errors with little or no harm, errors with significant
harm and extreme events that are considered based on sig-
nificance within 48 hours (urgent) or monthly).

The third stage is an internal inspection of the AE
by a task force using the RCA (root cause analysis) meth-
od, preparation of a plan and implementation of corrective
actions, consideration by a medical commission (efficiency
control), changes in internal algorithms (orders).

The fourth stage is the analysis of monitoring indica-
tors for the established periods, identification of dynamics,
informing employees, additional internal personnel training,
feedback from patients and visitors (if necessary).

RESULTS OF FUNCTIONING OF THE SYSTEM
OF HANDLING WITH ADVERSE EVENTS

AS A PART OF INTERNAL QUALITY CONTROL
AND SAFETY OF MEDICAL ACTIVITIES

The system organizational actions carried out as a part
of Internal Quality Control and Safety of Medical Activi-
ties, based on strict recording of AE with the use of digi-
tal technologies, root cause analysis of occurrence and de-
velopment of a set of preventive actions, allowed to re-
duce the values of the main control monitoring parameters
of AE at the Federal Center for Traumatology, Orthopedics
and Endoprosthetics (Barnaul) for 2.5 years (2020-2022);
thus, we have implemented actions to improve the level
of safety for patients and employees.

Over 2.5 years (2020-2022) the Federal Center for
Traumatology, Orthopedics and Endoprosthetics (Bar-
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naul) has analyzed 19,639 cases of hospital admission
to the "Traumatology and Orthopaedics" and "Neurosur-
gery" departments and registered 269 adverse events.

On March 24,2022, we successfully completed the pro-
cedure of state registration of the computer program "Re-
cording of adverse events during implementation of medi-
cal activities" in the Federal Service for Intellectual Property
(Rospatent), which complies with the requirements of leg-
islation on information security and personal data protec-
tion. The Certificate of State Registration (No. 2022614739)
was received [24].

The indicators of the AE rate (per 1000 treated pa-
tients) were established in the Federal Center for Trauma-
tology, Orthopedics and Endoprosthetics (Barnaul) accord-
ing to our approved internal order rubrics from the high-
esttothe lowest: 1st - the AE rate parameter, events during
the treatment of the patient - 2.85, 2nd - other incidents
(non-medical) - 2.24, 3rd place - events related to surgi-
cal interventions or other procedures — 1.22, 4th — markers
(signs) of adverse events during the implementation of me-
dical activities — 1.02, 5th — events related to the use of me-
dical devices — 0.61, 6th — events related to the use of me-
dicines — 0.41, 7th — events related to infection and events
related to the implementation of anesthesia, - 0.2 for each
category.

We rank all structural divisions of the Federal Center
for Traumatology, Orthopedics and Endoprosthetics (Bar-
naul) according to the final indicators of the rate of adverse
events from the highest parameter to the lowest. A rating
of departments is formed according to the AE indicators,
which is used in the system of remuneration and bonuses
of employees as one of the supporting stimulating indica-
tors established by a local legal act.

18,5
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FIG. 2.

Trend data of undesired events frequency in the course of medical
activities and other incidents in the years 2020-2022

(for 1000 treated patients)

The introduction of the system for managing adverse
events as a part of Internal Quality Control and Safety
of Medical Activities, including streamlined procedures
for registration, analysis, control and managerial deci-
sion-making aimed at prevention and improvement, al-
lowed us to obtain a significant reduction in the rate of ad-
verse events in a healthcare organization for 2.5 years
(Fig. 2).

We have registered a decrease in the AE rate in the im-
plementation of medical activities (per 1000 treated pa-
tients) from 16.0in 2020 to 10.2 in 2021 and 6.6 in the first
half of 2022 (p = 0.0001; p < 0.001); decrease in the AE
rate (in general, including non-medical, other) - from 18.5
in 2020 to 13.0 in 2021 and 8.7 in the first half of 2022.
(p =0.0003; p < 0.001).

Thus, a systematic approach to the identification, re-
cording, analysis of adverse events using digital technol-
ogies, operational management actions as a part of Inter-
nal Quality Control and Safety of Medical Activities allowed
to successfully achieve reducing the rate of adverse events
in the implementation of medical activities for 2.5 years
(2020-2022).
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ABSTRACT

Background. It is well known that viral infections are able to cause an imbal-
ance of the interferon system and inhibition of cellular and phagocytic reactions
of the body. One of the possible solutions of the flu treatment problem may be the ap-
plication ofimmunomodulators of native plant origin since the influenza virus pos-
sesses a suppressive effect on cellularimmunity and the interferon system.

The aim. To evaluate the effect of saponin tauroside Sx1 obtained from Crimean
ivy leaves on histological changes in the spleen of mice infected with influenza
A/WSN/1/33(H1N1) virus.

Material and methods. We used 78 male BALB/c mice weighing 16-18 g which
were divided into the groups: control (K; n = 12); healthy animals treated with sapo-
nin (KS; n=22); animals infected with influenza virus A/WSN/1/33(H1N1) (V:n=22);
infected animals treated with saponin tauroside Sx1 twice a day for 3 days (SV;
n =22). Histological studies of the spleen were performed on the days 4 (subgroups
V, SV, KS) and 14 (2V, 25V, 2KS).

Results. The spleen tissue ofthe KS subgroup demonstrated hyperplasia of the white
pulp in the form of lymphoid nodules expansion. On the days 4 in the KS subgroup
astatistically significant increase in the total area of the lymphoid nodules by 3.9 times
comparedto the K subgroup was observed. In subgroup V, there was a sharp decrease
in the area of white pulp. In subgroup 2V, areas of lymphoid nodules were almost
indistinguishable. Applied correction in the SV and 25V subgroups significantly ceased
the damaging effect of the virus: the lymphoid nodules area increased by 2.7 times
in the 2SV subgroup compared to 2V.

Conclusion. Infectionwith H1N1 influenza virus leads to a compensatory activation
oftheimmune response, however, on the day 14 a pronounced depletion of the white
pulp of the spleen is observed. The introduction of saponin tauroside Sx1 enhanced
the functional activity of the spleen due to an increase of the white pulp area.

Key words: triterpenoid saponin, influenza virus, spleen, inmunomodulation
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with influenza against the background of the use of saponin tauroside Sx1. Acta biomedica
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PE3IOME

O6o0cHosaHue. /I386ecmHo, YmMo 8UPYCHble UHeKyuU 8bi3biearom oucbanaHc
cucmembl UHMepPEEPoHO8, yeHemeHuUe KiemouYHbIX U hazoyumapHsix peakyuli
opearHusma. OOHUM U3 BO3MOXHbIX pelueHUl npobieMsl leYeHus 2punna Moxem
ABUMbCA NPUMeEHEHUE OmeYeCcmeeHHbIX UMMYHOMOOY/IIMOpO8 pacmumesibHO20
NPOUCXOX0eHUS, NOCKOJIbKY 8UPYCbl 2pUNNA OKA3bIB8ArOM CynpeccusHoe delicmaue
HA KJ1IeMOYHbIU UMMYyHUMem u cucmemy UHmepgepoHos.

Ljene uccnedosanusa. OueHumMs 8UAHUE NePOPAsIbHO20 88e0eHUsA CANOHUHA
maypo3uoad Sx1, Nos1y4eHH020 U3J1UCMbes KPbIMCKO20 NJToWd, HA 2UCMOosio2uYecKue
U3MeHeHuUs cesie3éHKU Mblwel, 3apaxéHHbix supycom epunna A/WSN/1/33(H1N1).
Mamepuan u memoosol. Vicnons3zosanu 78 camyos moiweli nuHuu BALB/c
secom 16-18 2, paszoenéHHbIX Ha 2pynnbl: KOHMPOJIbHASA, 300p08ble XugomHsie (K;
n = 12); KOHMPOIbHASA, 300pPO8bIE XUBOMHbIE, NOJTyyasuiue canoHuH (KS; n = 22);
XKUBomHsle, 3apaxeHHole gupycom epunna A/WSN/1/33(H1NT1) (V; n = 22); xusom-
Hble, 3apaxeHHsle supycom epunna A/WSN/1/33(H1N1) u nonyyaswue canoHuH
maypo3uo Sx1 08axowl 8 0eHb 8 medeHue 3 OHeli nocsie 3apaxeHus (SV: n = 22).
lucmonozuyeckue uccnedosaHus cene3éHKU Nposoousu Ha 4-U (nodepynnei V, SV,
KS) u 14-G 0eHo (2V, 2SV, 2KS).

Pe3ynemamel. B mkaHu cene3éHku nodzpynnsi KS ommeyanace evipaxeHHas
eunepnnasus 6es10l nysbnel 8 8Ude pacwupeHus 1UM@GOoUOHbIX y3eskos. Ha 4-i
OeHb 8 nodzpynne KS Hab1t100a/10cb cmamucmuyecku 3Ha4umoe ygesudeHue
obweli nnowaou TUME@OUOHbIX Y3e/1K08 N0 CpaBHeHUto ¢ nodzpynnol K 8 3,9 pasa.
B nodzpynne V ommeuanoce pe3xkoe ymeHbleHUe naoujaou 6es1oul nysisnel. Bnoo-
2pynne 2V 30Hbl TUMEOUOHbIX y3e/1K08 bbl/Iu NPaKmMuyecku Hepasaudumsl. Ha ooHe
koppekyuu 8 nodepynnax SV u 25V nospexoatouwjee 8o30eticmaue supyca 66110
8bIPAXEeHO 3Ha4UMes1bHO MeHbLUe: N10UWdob IUMEOUOHbIX y3e/1K08 y8euyusandc
8 2,7 pasa 8 nodepynne 25V no cpasHeHuro c 2V.

3aknioyeHue. VHpuyuposaHue supycom epunna H1INT npusooum k KoMneHca-
mopHoU akmusayuu UMMYHHO20 0mg8emd, 00HAKO Ha 14-e cymku Habodaemcs
8bipaxkeHHoe ucmouwjeHue 6es1ol nysbnel cene3éHKu. BeedeHue canoHuHa maypo-
3u0a Sx1 nosoxxuUMersbHO 8/usem HA PYHKYUOHASIbHYIO AKMUBHOCMb Ces1e3EHKU
3a cuém npupocma niowaou 6esnou nysenei.

Knioueswle cnosa: mpumepneHossili CANOHUH, 8UPYC 2punnd, cene3éHkd, Um-
MyHOMOOynayus

Ona yntupoBaHua: Manbiruna B.HO., Cataesa T.MN., Makanuw T.M., Kanbda M.A., Ky6biw-
KuH A.B., Poibanko C.10., KnpcaHosa M.A. MaTonornyeckre nsmeHeHns cene3éHKm y MblLLer,
3apakEHHbIX rPUMMoM, Ha GOoHe NPYMEHEHMs canoHMHa Taypo3uaa Sx1. Acta biomedica
scientifica. 2023; 8(1): 228-238. doi: 10.29413/ABS.2023-8.1.23
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INTRODUCTION

Influenza, like other acute respiratory viral infections
(ARVI), undoubtedly occupies a leading place in the struc-
ture of respiratory infectious diseases. According
to the World Health Organization (WHO), up to 646,000 pa-
tients die from seasonal influenza worldwide every year [1].

During the pandemic of a new coronavirus infection,
the danger of influenza should not be underestimated. In-
fluenza remains one of the most important health prob-
lems and poses a serious threat to adults and children
in all countries [2]. Assessments indicate that annual in-
fluenza can affect 5-20 % of adults and 20-30 % of chil-
dren, and when pandemics occur the incidence of influen-
za can rise up to 50 % [2]. Influenza complications are also
known to be at high risk among young children during
thefirst years of life, adults aged 65 years and over, pregnant
women and people with chronic medical conditions, which
is due to the immunosuppressive effect of the influenza vi-
rus, which aggravates the severity of the existing chronic so-
matic nosology [2]. Every year the influenza virus mutates,
becoming resistant to many antiviral drugs, which also leads
to severe complications and lethal outcomes. Chronic cardi-
ovascular or pulmonary disease, obesity, pregnant women
and tobacco smokers have been shown to increase the risk
of being fatally ill with influenza tenfold [3-5].

Etiotropic anti-influenza drugs are the basis of antiviral
chemotherapy, but their number is very limited. According
to the clinical guidelines of the Ministry of Health of Rus-
sia "Influenza among adults", four drugs are distinguished
as antiviral drugs with direct antiviral effect: oseltamivir, zan-
amivir, riamilovir and umifenovir [6]. Considering the wide-
spread resistance of current strains to adamantane-based
drugs and the high likelihood of resistance to neuramini-
dase inhibitors, as well as the severe side-effects of com-
monly used antiviral drugs, the search for effective and safe
immunostimulants and antivirals to prevent and treat influ-
enzais vital. Such drugs should not be significantly affected
by viral variability and should have universal antiviral prop-
erties. After the acute and viraemia have subsided among
severe influenza patients, the use of immunomodulators,
including herbal supplements, to stimulate immune acti-
vation and seroconversion is recommended [7, 8].

Saponins make up an extensive group of plant glyco-
sides that inhibit the development of fungi, bacteria, virus-
es and protozoa, stimulate humoral and cell-mediated im-
munity, and are also able to enhance the immune response
during vaccination [9-11]. When studying the properties
of saponins isolated from Crimean ivy Hedera taurica (Hib-
berd) Carriere, it was proved that taurosides H,, -St-K and -l
can enhance antibody synthesis in mice, and tauroside Sx1
is able to inhibit the growth of fungi of the genus Candida
and enhance the resistance of mice to fungal infection [12,
13]. Oral administration of 200 g of tauroside Sx1 to mice
infected with the influenza virus has been proven to cause
a 1.5-fold increase in their survival compared to the sur-
vival of infected mice in the control [14]. At the same time,
the tissue, cellular and molecular mechanisms of the de-
velopment of the immune response induced by saponins,
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as well as their effect on theimmunogenesis organs, remain
practically unstudied.

The spleen is a highly organised and the largest poly-
functional peripheral organ of the immune system, in which
the intensity ofimmune and filtration processes closely cor-
relates with the architectonics of its white and red pulps
as well as the quantitative ratio of the areas occupied func-
tionally by the different segments with their cellular com-
position. At the same time, the spleen shows a high de-
gree of reactivity with cytological restructuring of its im-
munocompetent structures under the influence of various
endogenous and exogenous factors, including the back-
ground of infection. The absence of the spleen is known
to cause increased susceptibility to systemic bacterial in-
fections, while the role of the spleen in antiviral immunity
is less well studied [15].

Data from other researchers indicate that the rat spleen
is able to respond to the introduction ofimmunomodulators
with pronounced morphological changes, which, as a rule,
is accompanied by hyperplasia of B-dependent zones [16].
Thus, the choice of the spleen as an experimental mod-
el for evaluating the effectiveness of immunomodulatory
effects is justified by the fact that it participates in almost
all immune and hematopoietic processes, being the cent-
er of antigen-dependent proliferation and differentiation
of components of both cellular and humoral immune re-
sponse, its activation, as well as the production and secre-
tion of specificimmunoglobulins.

THE AIM OF THE STUDY

To evaluate the effect of oral administration of saponin
tauroside Sx1, obtained from Crimean ivy leaves, on histo-
logical changes in the spleen of mice infected with influ-
enza A/WSN/1/33(H1N1) virus at different periods of influ-
enza infection.

MATERIALS AND METHODS

Influenza virus (IV) A/WSN/1/33(HT1N1) adapted to mice
was used in this study. The initial strain of IV was obtained
from the collection of the D.I. Ivanovsky Research Institute
of Virology of the Russian Academy of Medical Sciences
(Moscow). The adaptation of IV to mice and the production
of a lethal strain were carried out with repeated passaging
of the virus through the lungs of the animals [17]. The initial
virus-containing liquid was injected into mice intranasally
under light ether anesthesia. After 3 days, the lungs were ex-
tracted from the animals and lung tissue homogenate
was obtained under sterile conditions, after centrifugation,
the supernatant fluid was injected intranasally into the mice.
The procedure was repeated three times, the last lung ho-
mogenate was injected into 10-day-old chicken embryos
in order to accumulate the virus. After six series of similar
passages made on mice and chicken embryos, the result-
ing allantois fluid contained an influenza virus that was le-
thal to mice. The virus content in the samples was tested



by haemagglutination reaction with chicken erythrocytes
[17]. The adaptation of the virus to reproduce in the lungs
of mice resulted in a lethal influenza model, which was sub-
sequently used in our studies. In hemagglutinin yield reduc-
tion assay of chicken erythrocytes, the dynamics of accumu-
lation of antihemagglutinin antibody titers in the sera of in-
fected animals on the days 4, 7, 14 and 18 after infection
was determined. The dynamics of influenza virus accumula-
tion in the lungs of mice on days 2-6 after infection was also
studied. An anti-haemagglutinin antibody titer was found
to be 80 + 15.1 on day 4 post-1V infection. The infectious ti-
ter of the virus in the lungs of mice at the same time of in-
fection was 2.2 x 103. By the day 14 of the experiment,
the antibody titer increased almost 4 times and amounted
to 213.3 = 53.3. The average lifespan of mice during exper-
iments ranged from 9.9 + 1.3to 11.5 + 2.1 days, depending
on the weight and age of the animals [14].

In the experiment, 78 male BALB/c mice without exter-
nal pathological signs, weighing 16-18 g and 4-6 weeks
of age were used. They were divided into the following
groups and subgroups:

1. Healthy animals as a control group: subgroup K re-
ceiving 50 pl of saline orally during 3 days, withdrawn from
the experiment on day 4 (n = 6), and subgroup 2K receiv-
ing saline orally following the same regimen, withdrawn
from the experiment on day 14 (n = 6).

2. Healthy animals receiving oral saponin for 3 days
at a concentration of 5 mg/ml (dose 200 pg/mouse/day):
subgroup KS, withdrawn from the experiment on day 4
(n = 11), and subgroup 2KS, receiving saponin accord-
ing to the same regimen, withdrawn from the experiment
onday 14 (n=11).

3. Animals infected intranasally with influenza
A/WSN/1/33(H1N1) virus without correction: subgroup V,
withdrawn from the experiment on day 4 (n=11), and sub-
group 2V, withdrawn from the experiment on day 14
(n=11).

4. Animals infected intranasally with influenza
A/WSN/1/33(H1N1) virus and receiving oral saponin
at a concentration of 5 mg/ml (dose 200 pg/mouse/day):
subgroup SV, derived from the experimenton day 4 (n=11),
and subgroup 2SV, receiving saponin according to a simi-
lar regimen and withdrawn from the experiment on day 14
(n=11).

Study design

Male mice weighing 16-18 g were infected intrana-
sally with influenza A/WSN/1/33(H1N1) virus under brief
ether anesthesia by injecting 50 pl of allantois fluid con-
taining 5 LD, of the virus. Aliquots of a single pool of al-
lantois fluid were used, frozen and stored at a tempera-
ture of —20 °C. Clinical symptoms confirming the devel-
opment of viral infection were progressive weight loss
and the development of respiratory failure (rapid breath-
ing over 200 respiratory movements per minute with in-
volvement of the ancillary muscles, cyanosis of the tail, ears
and limbs). On the days 4 and 14 after infection, the ani-
mals were withdrawn from the experiment by decapita-
tion using ether anesthesia, then the spleen was removed
for further follow-up study.
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A therapeutic regimen of saponin administration
was used, which has previously been shown to be effec-
tive in animals during experimental influenza infection
and influenza vaccination [13, 14]. A triterpene glycoside
with the formula 3-O-a-L rhamnopyranosyl (1—2)-a-L-ara-
binopyranoside hederagenin, abbreviated as saponin tau-
roside Sx1, isolated at the Department of Physical and Ana-
lytical Chemistry of the Vernadsky Taurida National Univer-
sity from the Crimean ivy H. taurica by Professor V.l. Grish-
kovets [18, 19], was used in the experiment.

Histological study methods

Spleen tissue was fixed in 10% neutral buffered formalin
with subsequent treatment in alcohol with increasing con-
centration, embedding in paraffin and preparation of 4 um-
thick sections according to generally accepted histological
methods [20]. Paraffin sections were stained with hematox-
ylin and eosin to carry out a qualitative assessment of mor-
phological transformations followed by morphometric as-
sessment by tracing the contours of scans of longitudinal
and anatomically whole histological sections of the spleen
obtained on a Leica scanner with a light pen in Aperio Im-
age Scope morphometric and structural image analysis
software (Leica Biosystems, USA). The total area (S, mm?)
and the percentage ratio (relative area) of red and white
pulp, as well as the area of lymphoid nodules were de-
termined on the sections. The measurements were taken
at a magnification of 200x.

All histological studies were carried out in the Cent-
er for Collective Use "Molecular Biology" on the ba-
sis of the Central Research Laboratory of the Institute
of S.I. Georgievsky Medical Academy of the V.I. Vernad-
sky Crimean Federal University. The research was carried
out with the financial support of the Ministry of Science
and Higher Education of the Russian Federation, Priori-
ty-2030 program No. 075-15-2021-1323.

Ethical review

The study was approved by the Ethics Committee
of the V.I. Vernadsky Crimean Federal University (Proto-
col No. 10 dated November 23, 2021). The animals were
kept in the vivarium on a standard diet with free access
to food and water under natural light conditions and care
was provided according to the requirements and rules gov-
erning the treatment of laboratory animals in accordance
with the "Rules for carrying out work using experimental an-
imals" (Order of the Ministry of Higher and Secondary Edu-
cation No. 724 dated Noovember 13, 1984).

During the study, the principles of the Helsinki Declara-
tion adopted by the General Assembly of the World Medical
Association (2000) were observed. The animals were with-
drawn from the experiment in accordance with the "Inter-
national Recommendations (Code of Ethics) for conduct-
ing Biomedical Research Involving Animals" of the Council
for International Organizations of Medical Sciences (CIOMS)
(1985) and the rules of laboratory practice in the Russian
Federation (Order of the Ministry of Health of the Russian
Federation No. 267 dated June 19, 2003).

Statistical data analysis

Histomorphometric data were processed statistically us-
ing the Statistica 10.0 software (StatSoft Inc., USA). The mean
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(M), the standard error of the mean (m) and the standard de-
viation (o) of the areas of red and white pulp, as well as lym-
phoid nodules were calculated.

During statistical data processing, the variation series
were checked for the normality of the distribution accord-
ing to the Shapiro - Wilk test between the control and ex-
perimental groups of laboratory animals. A Student'’s t-test
confidence interval was used to assess differences in qual-
itative characters. The differences were considered statisti-
cally significant at p < 0.05.

RESULTS

Most of the spleen parenchyma of control mice was rep-
resented by a red pulp consisting of venous sinuses and a net
of reticular strands, in the loops of which there are blood
cells counts. The white pulp was defined as lymphoid nod-

ules and periarterial lymphoid sheaths with pronounced
zonal distribution. Small and medium-sized lymphocytes,
plasma cells, reticular cells and macrophages were visual-
ised in the periarteriolar lymphocyte sheaths. In the central
part, located directly near the arterial wall, the dominant cell
population was specific macrophages.

The following zones were identified in the lymph
nodes: periarterial, mantle, marginal and germinal center.
The eccentrically located periarterial zone was represented
by a pool of mature lymphocytes that surround the central
arteriole. A germinal centre with lymphoblasts was visual-
ised adjacent to the periarterial zone. The above-described
zones were surrounded by a mantle zone, represented main-
ly by macrophages and in smaller numbers by erythrocytes,
and small lymphocytes, and tissue basophils. The marginal
zone was separated from the mantle marginal sinus, local-
ised around the periphery of the lymph node and consisted
of medium-sized lymphocytes and macrophages (Fig. 1a).

FIG. 1.
Histological changes in the spleen of BALB/c mice: a - control group; b — subgroup KS; ¢ - subgroup V; d - subgroup 2V; e - subgroup SV;
f—subgroup 2SV. Hematoxylin-eosin stain, magnification X200 Haematoxylin-eosin staining, magn. 200x
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When the histological structure of the spleen tissue
was analyzed, the most significant intergroup differenc-
es were detected in the K and KS subgroups. In the spleen
tissue of the KS subgroup mice a significant hyperplasia
of the white pulp in the form of enlarged lymphoid nod-
ules with an increase in the germinal center was observed.
Lymphoid nodules occasionally merged with each other
and had well-defined zones (Fig. 1b).

Exposure to influenza virus has resulted in significant
changes in subgroups V and 2V. In the spleen of mice from
subgroup V, there was an increase in the megalokaryocyt-
ic reaction, "blurring" of zones and erasing the bounda-
ries of nodules, as well as a decrease in the area occupied
by the white pulp. The visible "overgrowth" of the lymphoid
nodules was often caused by the fusion of the nearest nod-
ules, which led to a decrease in their total number (Fig. 1b).
In subgroup 2V, the histological zones of lymphoid nodules
were almost indistinguishable and often there was a com-
plete disappearance of germinal centers, which could indi-
rectly indicate inhibition of lymphocytic proliferation pro-
cesses (Fig. 1d). Dilated sinusoids often showed hemosta-
sis, neutrophil accumulation, as well as hyperplasia of mac-
rophage cells.

Against the background of drug therapy in the SV
and 2SV subgroups, the negative effect of the virus
on the spleen of mice was significantly less pronounced.
The following histological changes in these subgroups
should be noted: despite a significant number of mega-
karyocytes, a sufficient number of lymphoid nodules, both
with and without light germinal centers, were detected
in the spleen tissue. Periarterial lymphoid sheaths were vis-
ualized, in some of which zoning remained preserved
(Fig. 1d, e).

According to morphometric analysis, on the day 4 af-
ter saponin administration, as well as against the back-
ground of viral infection, a statistically significant increase

TABLE 1

in the average lymphoid nodule area was observed in all
experimental subgroups compared to the control (Table 1).
A pronounced statistically significant increase in the mean
lymphoid nodules area by a factor of 3.4 has been ob-
served in the healthy animals treated with saponin (KS)
compared to the control subgroup (K). In the subgroups
of mice V and SV infected with the influenza virus, the in-
crease in the average area of lymphoid nodules was 2.3
and 2.1 times, respectively.

On the 14t day of the experiment, a statistically signif-
icant difference in the average lymphoid nodules area be-
tween the two subgroups 2K and 2KS was retained, where-
by saponin administration more than doubled the lymphoid
nodules area. At the same time, in subgroup 2V, a statis-
tically significant decrease in lymphoid nodules area was
observed by more than 2.5 times compared to subgroup
2KS. However, oral saponin administration on the day 14
statistically significantly increased the area of lymphoid
nodules by 2.7 times in the subgroup of 2SV infected an-
imals compared to the subgroup of 2V animals not treat-
ed with saponin.

Parameters of lymphoid nodules total area also natu-
rally underwent significant changes. On the day 4, the sub-
group of mice treated with oral saponin (KS) showed a sta-
tistically significant 3.9-fold increase in total lymphoid
nodule area compared to the control subgroup (K) (Ta-
ble 2). By the 14th day of follow-up, there was a 2.9-fold
difference between the 2KS and 2K subgroups. The actual
increase in lymphoid nodules total area in the KS and 2KS
subgroups against the background of saponin admin-
istration amounted to 8.4 and 4.0 % of the total spleen
area, respectively, due to a slight reduction in the area
of the red pulp.

During the same follow-up period, despite a compen-
satory increase in total lymphoid nodules area, subgroup
V showed a 7.4 % decrease in the percentage of relative

ABSOLUTE VALUES OF THE SIZE OF LYMPHOID NODULES IN THE SPLEEN OF MICE INFECTED WITH INFLUENZA VIRUS
AND TREATED WITH SAPONIN AT DIFFERENT INTERVALS OF THE EXPERIMENT

The average area (mm?) of the lymphoid nodule on the day 4 of the experiment

K* (n = 6) KS(n=11) V(n=11) SV(n=11)

0.08 £0.01 0.3+0.03 0.2 +0.01 0.2+0.01
pr<001 o0 oo

The average area S of the lymphoid nodule on the day 14 of the experiment

2K* (n = 6) 2KS (n=11) 2V(n=11) 2SV(n=11)

0.08 £0.01 0.2+ 0.01 0.03 £0.002 0.08 £ 0.004
Py <0.01 P <0.01 p,<0.01
p5<0.01 p,<0.01 p;<0.01

Note. p, — statistical significance of the difference between the current group and the control; p, — statistical significance of the difference between the current group and KS; p, — statistical significance of the differ-
ence between the current group and 2KS; p, — statistical significance of the difference between the current group and 2V; * — control subgroup for the days 4and 14 of the experiment.
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TABLE 2

RELATIVE AND ABSOLUTE VALUES OF THE SIZES OF THE WHITE AND RED PULP SECTIONS OF THE SPLEEN OF MICE
INFECTED WITH THE INFLUENZA VIRUS AND TREATED WITH SAPONIN AT THE DIFFERENT STAGES OF INFECTION

Groups

day 4 of follow-up after infection with influenza virus

Total area of lymphoid nodules, mm?

Relative area of lymphoid nodules, % S of lymphoid nodules
from the total S of the spleen

Total area of red pulp, mm?

The relative area of the red pulp, % S of the red pulp
from the total S of the spleen

Total area of the spleen, mm?

day 14 of follow-up after infection with influenza virus

Total area of lymphoid nodules, mm?

Relative area of lymphoid nodules, %

Area of red pulp, mm?

Relative area of red pulp, %

Total area of the spleen, mm?

K*(n=8)  KS(n=11) V(n=11)  SV(n=11)

7001 6.6+ 0.01 44102 39402
p <0001  p,<0001  p, <0001

313 39.7 239 30.2
88+03
37402 9'2:-') 8'061 135 5"&? p, <0001
Pic= ™ Pic= ™ p, <0.001

68.7 60.3 76.1 68.7
54+0.2 167 +0.4 182+0.4 12.8+05

2K* (n = 8) 2KS (n=11) 2V(n=11) 25V (n=11)
0.7+0.03 14002
+

1.7 £0.01 4'26 8'031 py <0.001 p,<0.01
Pi=® p,<0001  p,<0.001

313 35.3 9.8 186
6.2+ 0.06

69402

37502 89+05 pi<o001  Pe< 0001
py < 0.001 <0.001 p,<0.01
Py <P p, <0.05

68.7 64.7 90.1 81.4
54202 138+04  76+002  7.6+0.08

Note. p, - statistical significance of the difference between the subgroup and the control; p,  statistical significance of the difference with subgroup V; p, — statistical significance of the difference compared to the sub-
group SV; p, — statistical significance of the difference compared to subgroup 2V; * — control subgroup for the days 4 and 14 of the experiment.

lymphoid nodules area compared to the control sub-
group. On the day 4 of the experiment, there is a statis-
tically significant increase in the area of red pulp in sub-
group V compared to the control by 3.6 times, which
corresponds to an increase in the relative area by 7.4 %.
The introduction of a corrector in the SV subgroup led
to a statistically insignificant reduction in the total area
of the white pulp by 8.8 % compared to subgroup V
against the background of a statistically significant re-
ductionin the area of the red pulp by 53.8 % during these
experimental periods.

In subgroup 2V, there was a statistically significant re-
duction in the total area of lymphoid nodules by 16.4 %
compared to the control, which was accompanied by a sig-
nificant 21.4 % increase in red pulp area. From the day
4 to the 14 of the course of influenza infection, the to-
tal area of lymphoid nodules decreased by 5.8 times -
from 23.9 to 9.8 %, respectively.
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On the day 14 after the commencement of the exper-
iment a statistically significant difference in the total area
of lymphoid nodules was detected between the subgroups
of infected mice receiving saponin (2SV) and those not re-
ceiving the substance (2V). The introduction of a correc-
tor against the background of a viral infection contribut-
ed to a statistically significant increase in the total area
of the lymphoid nodules by almost 2-fold and in the rela-
tive area by 8.8 % compared to the 2V subgroup.

DISCUSSION

Currently, infectious and particularly viral diseases have
a significant impact both on morbidity and mortality pat-
terns. In addition, the incidence of influenza, as well as oth-
er acute respiratory infections, is the cause of up to 50 %
of all cases of temporary disability. The leading cause



of the high pathogenicity of influenza virus is the effect of its
haemagglutinin superantigen proteins and NS1 and NS2
non-structural proteins that affect both central and periph-
eral immune system organs [21].

The reduced and inadequate immune status of the in-
fected mice during this experiment is evidenced by the pro-
gressive marked depletion of lymphoid tissue in the larg-
est organ of the peripheral part of the immune system,
the spleen.

The immunological activity of the spleen is primari-
ly reflected in the number and size of the lymphoid nod-
ules. The periarterial zone of lymphoid nodules is known
to be predominantly occupied by T-lymphocytes that form
the cellular branch ofimmunity, whereas the marginal zone
of lymphoid nodules is predominantly occupied by B-lym-
phocytes [22, 23].

The effect of the influenza virus on mice led
to the emptying of lymphoid nodules and, consequent-
ly, to a decrease in the relative area of the white pulp
of the spleen. At the same time, the total area of the or-
gan increased mainly due to hyperaemia and swelling
of the red pulp, whose elements could compensative-
ly phagocytize the damaged red blood cells. On the day
4 after infection, there was a decrease in the germinal
zone of the follicles, followed by progressive depletion
of lymphoid tissue. By the day 14 of the infectious pro-
cess, the germinative centers in lymphoid nodules, their
boundaries, as well as their T-dependent periarterial
zones were practically not visualized in most mice. This
indicated the suppression of both the humoral and cel-
lular branches of immunity.

Depletion of lymphoid tissue in the spleen of infect-
ed mice of both experimental groups could additional-
ly be caused by lymphocyte apoptosis and a reduced rate
of lymphoblast proliferation in response to influenza virus
exposure, but the extent of programmed cell death was ap-
parently lower in the group with therapeutic tauroside Sx1
administration at all follow-up periods. Morphometrical-
ly, a decrease in the size of the mantle and marginal lym-
phoid nodule zones and expansion of their germinal cen-
tres in subgroups SV and 2SV indicate a compensatory in-
crease in the number of less differentiated cells against a de-
crease in the number of more mature lymphocytes and re-
duced red pulp hyperemia [23, 24].

Saponins are substances that have long been used
in practical medicine due to the presence of a wide range
of biological activity. Some types of saponins increase se-
cretion of bronchial glands by stimulating the cough cen-
tre, and are therefore widely used as an expectorant. lvy
leaves extracts are the main components of Gedelix, Bron-
chipret, Prospan (Germany), Herbion (Slovenia) and are of-
ten used both for symptomatic treatment of acute respira-
tory diseases and to relieve symptoms of chronic bronchi-
tis. However, the immunomodulatory effect of saponins
has not been practically studied, since many of them have
hemolytic activity [25-271].

Theincreasein lymphoid nodule area caused by the out-
growth of the marginal zone against the background of tau-
roside Sx1 administration indicates a probable activation
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of the humoral branch of immunity even in the absence
of an infectious agent. Antigen-binding and antibody-
synthesising cells are known to be most concentrated
in the marginal zone of lymphoid nodules. In addition, a sig-
nificant number of lymphoid nodules demonstrated lucent
centres where B-lymphoblast proliferation was observed.
At the same time, we did not detect any signs of the tox-
ic effect of this saponin. The increase in the relative area
of lymphoid nodules could also be the result of active lym-
phocyte migration from central organs of immunogenesis
as a result of prolonged exposure to saponin, which may
have contributed to the activation of antibody synthesis ob-
served in our previous studies. Oral administration of sapo-
nin has previously been demonstrated to potentiate the im-
munopotentiating effect of intramuscularly administered
subunit influenza vaccine. Vaccinated mice that received
saponin at a dose of 200 ug per day after each immunisa-
tion showed a 2-10-fold increase in virus-specific antibody
production against H1, H3 and haemagglutinin of influen-
za virus type B after 1-3 weeks [13].

From this fact, it can be concluded that oral adminis-
tration of saponin tauroside Sx1 positively affects the mor-
phofunctional transformations of the spleen (hyperpla-
sia of the white pulp of the spleen, the appearance of new
lymphoid nodules, moderate blood filling of the red pulp),
which can be characterised as a quite significant immu-
nostimulating effect.

Considering previous data about the ability of influen-
za viruses to cause immunosuppression by depleting lym-
phoid tissue, the use of phytoimmunostimulants in com-
bination with antiviral drugs may contribute to a milder
course of the viral infection.

CONCLUSION

Currently, the development and study of new effective
domestic means for non-specific prevention of influenza
that do not directly affect the virus is very relevant, which
would exclude the possibility of resistance formation.

The experiment revealed that infection with the HIN1
influenza virus leads to compensatory activation of the an-
imal’s peripheral immune system by increasing the white
pulp area as well as fullness of the red pulp, thereby increas-
ing the overall size of the organ. On the 14th day follow-
ing infection, there was a significant depletion of the white
pulp, reflected by a reduction in the overall size of the lymph
nodes and a loss of their zoning, which reflected the dis-
appearance of the T- and B-lymphocyte germinal centers
in them.

It follows from the data obtained that administration
of the saponin tauroside Sx1 positively influences the func-
tional activity of the spleen. This is demonstrated by an in-
crease in the proportion of the white pulp of the spleen
as a result of an increase in the size of the lymphoid nod-
ules and their germinal centers. The above-described ef-
fects of Sx1 tauroside indicate the future prospects for fur-
ther study and application of a number of saponins being
used as immunomodulatory agents.
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EPIDEMIOLOGY

ABSTRACT

Background. There are many aspects of the development ofimmunity to the SARS-
CoV-2virus, that remain poorly understood, like the influence of age-related charac-
teristics on the intensity ofimmunity and the course of the disease. Studies of the state
ofimmunity are widely used, mainly in the adults. But questions of the patho- and im-
munogenesis in children remain unsolved. Determining the nature of seroconversion
of antibodies to SARS-CoV-2 in this age group is important information for serologi-
cal monitoring for targeted immunoprophylaxis of the population and forecasting
the epidemic situation in the region.

The aim. Evaluation of the dynamics of seroprevalence of specific antibodies
to SARS-CoV-2 in children of the Irkutsk region during the pandemic of a new coro-
navirus infection.

Materials and methods. Studywas conducted among the child population of the Ir-
kutsk region in the period June 2020 - December 2021 as part of the Rospotrebnadzor
project to assess population immunity to SARS-CoV-2 in the population of the Russian
Federation. The content of antibodies to SARS-CoV-2 was determined by ELISA using
native commercial test systems.

Results. Population immunity among the child population of the Irkutsk region
was characterized by an upward trend from 7.8 % at stage 1 to 98.4 % at stage 6
of the study. IgG to SARS-CoV-2 remained in 72.8 % and formed in 25.6 % of previously
seronegative children. Antibodies were detected in 66.1 % of cases and persisted for up
to 10-15 months after COVID-19 infection. The proportion of asymptomatic forms
of infection among seropositive volunteers was 69.5 %, which determines the high
intensity of the latent epidemic process.

Conclusion. The level of seroprevalence was 98.4 %. The current results of serological
monitoring serve as a scientific basis for adjusting the list and scope of management
decisions on the organization of preventive anti-epidemic measures, including vac-
cination.

Key words: children, COVID-19, SARS-CoV-2, humoral immunity, specific antibodies

For citation: Bryukhova D.D., Dubrovina V.., Kiseleva N.O., Pyatidesyatnikova A.B., Kory-
tov K.M,, Balakhonov S.V. Assessment of indicators of specific humoral immune against
COVID-19in children during the distribution of a new coronavirus infection in the Irkutsk
region (2020-2021). Acta biomedica scientifica. 2023; 8(1): 239-246. doi: 10.29413/
ABS.2023-8.1.24
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PE3IOME

AkmyanbHocme. BHacmosuwee speMa MHoz2ue adchekmesl pazgumus UMMyHUMe-
ma k supycy SARS-CoV-2 ocmaromca ManousyyeHHsIMU, 8 MOM Yuc/ie 8/lusHUe
803PACMHbIX 0CObEeHHOCMeU Ha HaNPAXEHHOCMb UMMyHUMema u meyeHue
3a60/1e8aHUSA — WUPOKOE pacnpoCcmMpaHeHuUe NoJly4usiu Ucc/1e008aHUs COCMOAHUA
UMMYHUMema npeumywecmseHHO y 83pOC/iblx, d 80ONPOCHI NAMO- U UMMYHO2eHe3a
3moli uHgekyuu y demeli ocmaromca Hepackpeimoimu. OnpedesieHue xapakmepa
cepokoHsepcuu aHmumesn k SARS-CoV-2 8 daHHoU 8o3pacmHoU epynne agsigemcs
s8axHoU UHpopmayueli npu ceposioeu4eckoM MOHUMOPUH2e 0J1 NpoB8eoeHUs
mapzemupo8aHHOU UMMYHONPOPUIAKMUKU HAcesleHUs U Npo2HO3UpOB8AHUSA
3nudemuyeckoli cumyayuu 8 pe2uoHe.

Leno. OyeHums OUHAMUKY ceponpesaseHmMHoOCmMu cneyuguyeckux aHmumen
K SARS-CoV-2 y 0emeli Mipkymckol ob61acmu 8 nepuo0 naHoemuu Ho8ol KOpOHa-
supycHoU UHgheKkyuu.

Mamepuanel u memoosl. B pavkax npoekma PocnompebHad3opa no oyeHke
nonyaAyUuoHHo20 uMMyHUmema K SARS-CoV-2 y Hacenerus Poccutickoti ®edepa-
yuu nposedeHbl Uccie008aHus cpedu 0emcKo0 HaceneHus Vipkymckou obnacmu
8 nepuo0 ¢ utoHA 2020 2. no 0ekabpe 2021 2. CooepxaHue aHmumen K SARS-CoV-2
onpedensanu memodom VDA, ucnosib3ys omedecmeeHHble KoMMepyeckue mecm-
cucmemei.

Pesynomamel. [lonynayuoHHbIU UuMMYyHUMem cpeou 0emcKo20 HacesieHus
Wpkymckol obnacmu xapakmepu3ogasca meHoeHyuel K pocmy — om 7,8 %
Ha 1-m amane 00 98,4 % Ha 6-m 3mane uccnedosaHus. IgG k SARS-CoV-2 coxpa-
Hunuce y 72,8 % u cpopmuposanuce y 25,6 % paHee cepoHezamugHbix 0emed.
Mocne nepeHecéHHOU uHpekyuu COVID-19 aHmumena 8bia818/1Uck 8 66,1 %
cyqaes u coxpaHsanucs 0o 10-15 mec. [lJona beccumnmomHbix popm uHpekyuu
Cpedu cepono3UMUBHbIX 80JIOHMEPO8 cocmasuna 69,5 %, umo obycrosnugaem
8bICOKYIO0 UHMEHCUBHOCMb CKPbIMO NPOMeKAarwe20 3nudemMuyecko2o npoyeccad.
3aknioyeHue. YposeHb ceponpesaneHmHocmu cocmasun 98,4 %. Tekywue
pe3ysibmamel cepos102U4ecK020 MOHUMOPUH2A CJ1yXam Hay4YHoU 0CHOBoU 0715 Kop-
peKmupoBKU nepeyHs U 06EM08 ynpassieH4YecKux pewleHul no op2aHu3ayuu npo-
unakmuyeckux npomusosnudemudeckux Meponpusmu, 8KJ1I04asA 8GKYUHAYUIO.

Knrouesnie cnoea: demu, COVID-19, SARS-CoV-2, 2ymopansHbili ummyHumem,
cheyugudeckue aHmumena

Ona untuposanus: bpioxosa [.[., OybposuHa B.U., Kucenésa H.O., MatngecaTHuKo-
Ba A.b., KopbitoB K.M., BanaxoHos C.B. OueHKa nokasateneii cneundunyeckoro rymo-
panbHoro ummyHuteta npotns COVID-19 y getent B nepnof pacnpocTpaHeHna HOBOM
KOpOHaBupycHol nHobekumnn B Npkytckon obnactu (2020-2021 rr.). Acta biomedica
scientifica. 2023; 8(1): 239-246. doi: 10.29413/ABS.2023-8.1.24
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INTRODUCTION

COVID-19 was first reported in Chinain November 2019.
Since then, this outbreak has rapidly developed into a glob-
al health emergency [1]. By May 2020, more than 4 million
people had become infected with SARS-CoV-2. By Janu-
ary 2022, there were more than 350 million people infect-
ed with COVID-19 worldwide [2]. The disease is registered
in almost all countries of the world, regardless of the climat-
ic zone and the level of social and economic development.
Asignificant proportion of asymptomatic forms of the infec-
tion characterizes the high intensity of the latently evolving
epidemic process [3, 4]. The ubiquity of COVID-19 contrib-
utes toits progression among children. According to the lit-
erature, children account for up to 10 % of people infected
with SARS-CoV-2 worldwide and 6-7 % in the Russian Fed-
eration [5-7]. One of the reasons is considered to be a sig-
nificant frequency of asymptomatic forms of the infec-
tion, which remains unknown, but there is no doubt
that this is due to the peculiarities of the child’s immune sys-
tem. It has been established that children with mild and/or
asymptomatic course of the disease are able to produce spe-
cific SARS-CoV-2 antibodies (Abs), exerting a certain influ-
ence on the age structure of seroprevalence and herd im-
munity in general [8]. By the age of 4, more than 75 % of chil-
dren are known to develop an immune response not only
to seasonal, but also pathogenic coronaviruses [9].

The nature of the immune response to SARS-CoV-2
among children with various clinical manifestations
from asymptomatic to MIS-C compared to the more com-
mon respiratory manifestations of COVID-19 among adults
is unclear. Milder symptoms of the disease among children
are the reason for low medical aid appealability, which
in turn can lead to a decrease in detected cases of SARS-
CoV-2 among children and adolescents. In addition, this age
group with mild symptoms or with an asymptomatic course
may contribute to the prevalence of COVD-19 among
the population [10]. Therefore, the study of the virus-specif-
icantibody reaction to SARS-CoV-2 among children and ad-
olescents is important both for the development, adapta-
tion and improvement of measures to control the incidence
of COVD-19, and to address the issue of specific prevention
of the child population.

THE AIM OF THE STUDY

Evaluation of the dynamics of seroprevalence of spe-
cific antibodies to SARS-CoV-2 in children of the Irkutsk re-
gion during the pandemic of a new coronavirus infection.

MATERIALS AND METHODS

The study was carried out as a part of the Rospotreb-
nadzor project to assess population immunity to SARS-
CoV-2 among the population of the Russian Federation, tak-
ing into account the protocol recommended by WHO [11].
The studies were carried out according to a unified meth-
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odology developed by Rospotrebnadzor with the participa-
tion of the Saint Petersburg Pasteur Institute [12]. The work
with volunteers was carried out in accordance with the eth-
ical principles of the Declaration of Helsinki of the World
Medical Association. The study was approved by the lo-
cal Ethics committee of the Institute (Minutes No. 3 dat-
ed June 1, 2020, Minutes No. 7 dated November 11, 2021).
Legal representatives of all volunteers got acquainted
with the purpose and methodology of the study and signed
an informed consent to participate in it.

A total of 384 randomly selected volunteers took part
in the study, who passed a preliminary questionnaire
and had a negative result of a study for the SARS-CoV-2 RNA
by PCR. The same volunteers participated in each stage.
The exclusion criteria during the immunological examina-
tion were: refusal of the patient’s responsible representa-
tive to participate in the study, symptoms of acute respirato-
ry infection with fever at the time of examination, the pres-
ence of acute or exacerbated chronic diseases 2 weeks be-
fore the study, lack of preparation required for the study.

The study of humoral immunity among children
was conducted in 15 administrative territories of the Ir-
kutsk region: from June 6 to July 7, 2020 - the 1%t stage
(384 subjects), from September 16 to September 25,2020 -
the 2nd stage (264 subjects), from December 7 to Decem-
ber 18, 2020 - the 3" stage (249 subjects), from March 8
to March 14, 2021 - the 4th stage (212 subjects), from Au-
gust 30 to September 4, 2021 - the 5th stage (224 subjects)
and from December 13 to December 16,2021 - the 6t stage
(250 subjects).

In terms of gender of the volunteers participated
in the study, the ratio of boys and girls was 1:1. All volun-
teers were divided into three age groups: 1-6, 7-13 and 14—
17 years old.

The content of SARS-CoV-2 antibodies was determined
by ELISA using a reagent kit for the analysis of blood serum
or plasma for the presence of specific immunoglobulins G
to the SARS-CoV-2 nucleocapsid produced by the State Re-
search Center for Applied Biotechnology and Microbiology
(Obolensk), as well as (at stages 5 and 6) using reagent kits
for enzyme immunoassay detection ofimmunoglobulins G
to the S-protein of the coronavirus - SARS-CoV-2-1gG-ELISA-
BEST (Vector-Best LLC, Novosibirsk), and to the SARS-CoV-2
nucleocapsid proteins — SARS-CoV-2-IgG-Vector (State Re-
search Center of Virology and Biotechnology VECTOR)
and N-CoV-2-IgG PS (Saint-Petersburg Pasteur Institute).

The results were recorded qualitatively and were con-
sidered positive when the positivity index (PI) = 1.1 was ex-
ceeded, the calculation of which was carried out according
to the formula:

Pl = (Sample OD) / critical OD (cut off),
where Sample OD is the measured optical density, and criti-
cal OD (cut off) is calculated in accordance with the instruc-
tions for the test system. For N-CoV-2-IgG PS, the results
were considered positive when the quantitative IgG con-
tent exceeded > 100 pg/ml.

Statistical data processing was carried out using vari-
ational statistics methods in Excel (Microsoft Corp., USA)
and Statistica 6.0 (StatSoft Inc., USA). The probability le-
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vel p < 0.05 was used to assess the statistical significance
of the differences in the compared indicators. The normal-
ity of data distribution was determined using Kolmogo-
rov — Smirnov test and Shapiro — Wilk test. The presented
samples did not meet the criteria of normal distribution,
therefore, nonparametric statistical methods for depend-
ent samples (Wilcoxon test) were used in the comparative
analysis. Pearson’s chi-square (x?) test was used in contin-
gency tables when comparing the level of seroprevalence
at different observation periods. The data were expressed
as median (Me) and interquartile range (Q25 %-Q75 %).
Graphical data processing was performed using Excel (Mi-
crosoft Corp., USA).

RESULTS AND DISCUSSION

Earlier, we showed that a low level of seroprevalence
was formed in the Irkutsk region (stage 1 - 5.8 %; stage 2
- 12.1 %) at the onset of the epidemic outbreak and as-
sociated with a decrease in COVID-19 incidence. During
the recrudescence period, seroprevalence reached 25.9 %
(stage 3), which is 4.5 times more compared to stage 1
of the study [13]. It was found that herd immunity among
the children of the Irkutsk region in the dynamics of ob-
servation tended to increase (Fig. 1) - from 7.8 % (stage 1)
to0 98.4 % (stage 6).

The number of seropositive volunteers was 30 out
of 384 examined at stage 1, at stage 2 — 53 out of 264 sub-
jects, at stage 3 — 47 out of 249 subjects, at stage 4 — 71
out of 212 subjects, at stage 5 — 139 out of 224 subjects,
and at stage 6 — 246 out of 250 subjects (Fig. 1). Compar-
ative analysis using x? test showed statistically significant
differences in the results at different stages of the study
(x?=76.5; df = 5; p < 0.05).
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FIG. 1.
The level of seropositive volunteers among children at different
stages of study

When comparing dependent samples of stages 1-4,
Me ranged from 0.3 (0.2-0.5) at stage 1, 0.55 (0.3-0.9)
at stage 2, 0.5 (0.3-0.8) at stage 3 and up to 0.7 (0.5-1.2)
at stage 4 of the study (Fig. 2a). At stages 5 and 6, the quan-
titative test system N-CoV-2-1gG PS was used, so their com-
parison was carried out separately: Me was 140 (50-470)
and 245 (40-610), respectively (Fig. 2b).

A high level of seroprevalence, which tended to in-
crease, was established in Angarsk, Irkutsk, Usolye-Si-
birskoye and Bratsk at all stages of the study. In Decem-
ber 2021, in some municipalities of the Irkutsk region (An-
garsk, Taishet, Usolye-Sibirskoye), this parameter reached
100 % (Fig. 3). Itis possible to estimate the reliability of statis-
tical data in four localities (Bodaibo, Cheremkhovo, Bokhan,
Ust-Ordynsky) only approximately, since the number of ex-
amined persons in these territories was less than 20 people.
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The maximum level of herd immunity among chil-  of 14-17 years (17 and 21 people respectively), at stag-
dren at stages 1 and 2 of the study was noted inthegroup  es 3 and 4 — among preschool children (13 and 15 peo-

Bratsk
100,0 %
80,0 %1
60,0 %1
Taishet 40,0 %!
100,0 %; 20,0 %
80,0 %1 0.0 %
60,0 % 123456
40,0 %f
20,0 %
0,0 %
123456
Ust-llimsky stage 1
N stage
Ust-Kutsky
- stage 3
Taishetsky Bratsky Usolye-Sibirskoye
1000 % - stage 4
80,0 %1
60,0 % - stage 5
40,0 %t
N o6
003456
okhan
irkutsk || O R Do
u AS Y, I Angarsk
100.0% Tkuts 100,0 %,
80,0 %1 ho '
80,0 %1
60,0 %1
60,0 %
40,0 %1
40,0 %1
20,0 %
20,0 %
0,0 %
123456 0,0 %-
123456
FIG. 3.
Indicators of seroprevalence among children in the territory of the Irkutsk region in the dynamics of observation
100 0
90
X80
©
o 70
C
S 60 5
s 90
—_
o 40
8 30 -
/
n x /,
20 " —
10 ——
0
1 2 3 4 5 6
Stages
=—1-6y. 0. 7-13y. o. 14-17 y. 0. ==O==Median
FIG. 4.

Dynamics of increasing seroprevalence to SARS-CoV-2 in children from stages 1 to 6. Colored lines — the process of changing the sero-

prevalence of children of the corresponding ages during the observation; the black bold line is the median; black vertical lines are the upper
and lower quatrtiles (Q25 %—-Q75 %)

243
Epidemiology



ple respectively), at stage 5 —in the group of 14-17 years
(47 people), and at stage 6 —among preschoolers (38 peo-
ple) (Fig. 4). During the study, the overall seroprevalence
index among children increased by 12.6 times (from 7.8
to 98.4 %). 222 volunteers (52,9 %) with a primary neg-
ative result became seropositive. It is important to note
that 57 seropositive (14.6 %) volunteers became seron-
egative 4-6 months after the detection of SARS-CoV-2
antibodies.

The percentage of children diagnosed with COV-
ID-19 at stage 1 of the study was 0.52 % (2 people),
at stage 2 - 1.5 % (4 people), at stage 3 - 7.6 % (19 people),
at stage 4 -7.1 % (15 people), at stage 5 - 12.1 %; (27 peo-
ple) and at stage 6 — 15.2 % (38 people). At the same time,
IgG to SARS-CoV-2 was detected in 50.0 % of volunteers
at stage 1 of the study, at stage 2 — in 25 %, at stage 3 -
in 42.1 %, at stage 4 - in 46.7 %, at stage 5 — in 81.5 %,
and at stage 6 - in 100 %.

The analysis of seropositivity to SARS-CoV-2 at stage 6
of the study revealed a statistically significant preponder-
ance of individuals with S-protein Abs (92.8 %) over the con-
tent of coronavirus nucleocapsid Abs (70.4 %). At the same
time, the level of Abs to the studied antigens does not de-
pend on age (p > 0.05). The study of the dynamics of an-
tibody formation showed that Abs to Nc were detected
on day 14 from the onset of the disease with a maximum
increase in Pl by day 185 and persisted up to day 432. Anti-
bodies to SARS-CoV-2 S-protein were detected from day 7
after diagnosis and reached a peak by day 61, followed
by a decrease to day 555.

Three possible types of seropositivity were identified
among children based on the results of the study: twice
positive (Nc+RBD), monopositive (Nc+ or RBD+) and nega-
tive (Nc- RBD-). The proportion of seronegatives was 1.6 %,
the total proportion of RBD+ was 92.8 % and was statisti-
cally significantly higher (p < 0.01) than the Nc+ propor-
tion - 70.4 %.

It is important to note that the total level of sero-
prevalence was 82.3 % during a comprehensive study
of the herd immunity of the population of the Russian
Federation (3,667 people), when calculating seropos-
itivity to both antigens [14]. The results of a examina-
tion of persons with a history of COVID-19 (2020-2021)
from the Irkutsk region indicate a long-term preserva-
tion of the humoral immune response among those
who have had the infection. At the same time, the pro-
portion of asymptomatic forms of infection among sero-
positive volunteers was 69.5 %, and in the Russian Federa-
tion - 76.9 %, which may indicate a high intensity of the la-
tent epidemic process.

It was found that among the total cohort of exam-
ined volunteers aged 1-17 years, the number of chil-
dren without a confirmed diagnosis of COVID-19,
but having SARS-CoV-2 Abs, was 7.8 % at stage 1
(29 people), 20.1 % - at stage 2 (52 people), 18.9 % -
at stage 3 (39 people), 33.5 % - at stage 4 (64 people),
62.1 % - at stage 5 (117 people) and 98.4 % — at stage 6
(208 people). No significant differences were found
when assessing the correlation between the antibod-

ies of volunteers with a confirmed diagnosis of COV-
ID-19 and those who had this infection asymptomatical-
ly. A high proportion of seropositive children at stage 6
who had no manifestations of manifest infection (83.2 %)
may indicate asymptomatic COVID-19 and the forma-
tion of full post-infectious immunity [14, 15], which may
indicate a significant prevalence of undiagnosed cases
of COVID-19 among children. Taking into account the pro-
portion of cases of asymptomatic COVID-19, confirmed
by the results of testing of seroprevalence of antibodies
to N¢, the actual incidence of children is underestimated.
In addition, children are less likely to have severe chron-
ic pathology and are more likely to be infected by family
members rather than vice versa, which may indicate a de-
crease in the virulence of the pathogen [15].

One of the most prominent manifestations of chil-
dren’s resistance to SARS-CoV-2 is the increased sero-
prevalence of Abs to pathogenic coronaviruses. An addi-
tional protective factor may be an increased level of sero-
prevalence of SARS-CoV-2 Abs, which is formed in response
to the asymptomatic form of the course of coronavirus in-
fection [14].

CONCLUSION

As part of the monitoring studies conducted for the first
time among children aged 1-17 years, the fact of a wide-
spread asymptomatic form of COVID-19 was confirmed,
which does not exclude the formation of a humoral im-
mune response. The proportion of seropositive to RBD
and Nc was 92.8 and 70.4 %, respectively. Children have
been found to be the main contributor to population im-
munity.

Antibodies were detected in 66.1 % of children with
a PCR-confirmed diagnosis and persisted for up to 10-15
months to Nc and up to 15-18 months to RBD SARS-CoV-2
in the Irkutsk region after COVID-19 infection. Studies have
shown that an increase in the level of Abs to RBD and Nc
is accompanied by a decrease in the proportion of sero-
prevalence to SARS-CoV-2 antigens and levels the inter-
age differences.

Thus, the results show a contribution of asymptomat-
ic seroprevalent individuals to the level of humoral immu-
nity to COVID-19 and a gradual decrease in the intensity
of the epidemic of new coronavirus infection. The active for-
mation of population immunity in combination with vacci-
nation can serve as the main factor in ending the COVID-19
pandemic.

These results of serological monitoring can serve
as a scientific basis for adjusting the list and volumes of epi-
demic control measures, making managerial decisions
on the organization of preventive measures, including vac-
cination and forecasting the development of the epidemi-
ological situation.
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ABSTRACT

Background. Biomechanical studies of both the llizarov apparatus itself
and the physiological system “apparatus - limb” occupy a significant place in the his-
tory of the formation and elaboration of the llizarov method, developed in the middle
of the last century at the Kurgan Research Institute of Experimental Traumatology
and Orthopaedics (nowadays — the world-famous center named after its creator).
The analysis of the history of biomechanical research in the formation of llizarov
method is not without interest.

The aim. To analyse the history and stages of development of biomechanical
research in order to substantiate the effectiveness of the llizarov method of transos-
seous osteosynthesis.

Results. The national medical industry did not produce the appropriate equipment
forbiomechanical research in the early 1970s. That is why a group ofengineers was in-
cluded into the Laboratory of Clinical Physiology and Biomechanics (established
in 1971) of the llizarov Center, which created equipment for studying the processes
in the tissues of the limbs and in the structure of the llizarov apparatus itself during
its traction and compression impact on biological structures. The community of physi-
cians, scientists and engineers made it possible to overcome a number of difficulties
and problems. In their scientific publications and dissertations, the laboratory staff
paid great attention to biomechanical research during transosseous osteosynthesis
with the llizarov apparatus. At present, the staff of the llizarov Center continues
the traditions established by G.A. llizarov. For the first time in our country, a com-
puter 3D video analysis of the kinematics and kinetics of orthopedic patients gait
was introduced; it was supplemented with embedded software for the preparation
of a clinical report of human gait biomechanics.

Conclusion. The initial stage of the biomechanical research at the llizarov Center
included the creation of the research equipment. Subsequently, the biomechanical
studies carried out by the staff of the Center for almost half a century have shown
an applied and functional result of the realization of general biological regularities
of the llizarov’s discovery. At present, the biomechanical research continues at a high-
er level with the use of modern high-tech equipment.

Key words: llizarov method, transosseous osteosynthesis, tension stress, llizarov
effect, biomechanics

For citation: Shchurova E.N., Dolganova T.I., Dolganov D.V., Menshchikova T.I. History
of biomechanical research at the llizarov Center (to the 100th anniversary of Academician
G.A. llizarov). Acta biomedica scientifica. 2023; 8(1): 247-259. doi: 10.29413/ABS.2023-8.1.25
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PE3IOME

O6ocHosaHue. B ucmopuu cmaHossieHUs u pazsumus Memoda Wnusapoaa,
paspabomaHHo20 8 cepeduHe npowisio20 8eka 8 KypeaHckom HUW skcnepumen-
massHoU mpagmamosio2uu U opmoneouu, HbIHe — 8CeMUPHO U3gecmHoMm LleHmpe,
HocAweM UMs ceoe20 co30amesis, 3HaYumesibHoe Mecmo 3aHUMarom 6UoMexaHu-
yeckue ucci1e008aHUsA KaK CaMo20 annapama, mak u husuosioeuyeckol cucmemol
«annapam - KoHe4YHOCMb». Iimepec npedcmassisem aHaau3 ucmopuu pazeumust
buoMexaHu4ecKux ucc1e0os8aHuli npu cmaHosieHuU Memood Vnusaposa.
Uenv. AHanusucmopuu pazsumus 6uomMexaHuyecKux ucce0o8aHuli 015 060CHo-
8aHUSA 3(hthekMUBHOCMU Memo0d YpeCKOCMHO20 0CmeocuHme3a no Ynusaposy.
Pe3synemamel. Bsudy mozo, umo 8 Hadase 1970-x 20008 cOOm8emcmayrouwe2o
060pydosaHus 0719 nposedeHUA bUOMEXAHUYeCKUX UCC/1Ie008aHUl omeyecmeaeH-
Hasa MeOUUYUHCKAs NpoMbIWIeHHOCMb He 8bINyCKaAsd, 8 cocmas abopamopuu
KUHUYeckoU usuosio2uu u buomexaHuku Llenmpa Vinuzapoesa (cozoaHa e 19712.)
6bl/1a 88e0eHa 2pynNa UHXeHepos, Komopads co30asasna annapamypy 015 uccieoo-
8aHUSA NPOYECCO8, NPOUCXOO0AUWUX 8 MKAHAX KOHEYHOCMeU U camol KOHCMPYKYUU
annapama Vinusaposa npu e2o0 mpakyuoHHOM U KOMNpeccUoOHHOM 8030elicmauu
Ha buosnozudeckue cmpykmypbl. CoOpyxecmeo spadeli, Hay4YHbIX COMPYOHUKO8
U UHXeHepos N0380J1UJI0 yChellHO npeodosiems pad mpyoHocmel u npobiiem.
B HayuHbIx nybnukayusax u ouccepmauyusx compyoHUKU sabopamopuu yoensanu
60/1bWOE BHUMAHUE bUOMeXaHUYeCKUM UCC/1e008aHUSM 8 NPOYeCce 8bINOSTHEHUS
UpeckocmHo20 ocmeocuHmesa annapamom Vnusaposa. B Hacmosawee spems
compyOHuku LleHmpa npodosxaiom mpaouyuu, 3as0xeHHvle [LA. inusaposwim.
Bnepsvle 8 Haweli cmpaHe 8HeOpéH KoMnbtomepHbili 3D-8udeoaHanus KUHema-
MUKU U KUHemMUKU Xx00bbbl y NayueHmMos opmoneouyecko20 npogusis, Komopell
00NoJIHeH 8CMPOEHHbIM NPO2PAMMHbIM 0becnedeHueM 018 (hopMUpPOBAHUS
KJIUHUYEeCK020 omuéma buomMexaHuKu xo0bbbl Yes108€eKa.

3aknoyeHue. HauanvHbil 3man pazsumus 6UoOMexaHU4eckux ucciedo8aHuli
8 Llehmpe Wnusaposa eknoyan co3daHue ucciedosamesibCkol annapamypei.
B nocnedyrowiem nposooumsie compyoHukamu LleHmpa 8 meyeHue nodymu nosy-
8eKka buomMexaHu4ecKue uccs1e008aHUA NOKA3AIU NPUKIAOHOU, (PYHKYUOHAbHBbIU
pe3ysibmam peanusayuu obujebuosio2udeckux 3aKOHOMepHOCmMel OMKpbiMus
[A. inuzaposa. BHacmosujee spems buomexaHuyeckue ucc/ie008aHus ocywecm-
8/1A10MCA Ha 60s1ee 8bICOKOM YPOBHE C UCNO/Ib308AHUEM COBPEMEHHO20 BbICOKO-
MexHO/102U4YH020 060Py00BAHUA.

Knioueesle cnoea: memod Mnu3aposd, 4peckocmHbili 0CmeocuHme3s, Hanpsxe-
HuUe pacmsxeHus, 3¢hgpekm Mnuzaposa, buomexaHuka

Ona untnposanua: lyposa E.H., JonraHosa T./., JonraHos [.B., MeHwwnkosa T.N.
WcTopus pa3Butusi briomexaHnueckrx uccnepgoBanuii B LleHTpe Minusaposa (k 100-neTtuio
akagemuka LA. innsapoBa). Acta biomedica scientifica. 2023; 8(1): 247-259. doi: 10.29413/
ABS.2023-8.1.25
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June 15,2021 marked the 100th anniversary of the birth
of Gavriil Abramovich llizarov, an outstanding scientist,
academician of the Russian Academy of Sciences.

G.A. llizarov was an excellent organizer and inspirer
ofideas, who gather around him a team of like-minded peo-
ple and created a new method of treating injuries and dis-
eases of the musculoskeletal system — the method of tran-
sosseous osteosynthesis.

Biomechanical studies of both the llizarov apparatus it-
self and the physiological system “apparatus - limb” occu-
py a significant place in the history of the formation, elab-
oration and justification of the llizarov method, developed
in the middle of the last century at the Kurgan Research In-
stitute of Experimental Traumatology and Orthopaedics
(nowadays - the world-famous center named after its cre-
ator). In this work, we will focus on the analysis of the main
stages of the development of biomechanical studies con-
ducted and currently being conducted to physiologically
determine the effect of the prolonged compression-distrac-
tion impact of the llizarov apparatus on the limb segment.

THE AIM OF THE WORK

To analyze the history and stages of development of bi-
omechanical research in order to substantiate the effective-
ness of the llizarov method of transosseous osteosynthesis.

After a historical insight and assessment of biome-
chanical approaches to the formation of the philosophy
of the llizarov method from a biological standpoint the au-
thors suggest that the reader evaluate the role of clinical bi-
omechanics for improving diagnostic procedures and surgi-
cal interventions in orthopedics and traumatology.

a

FIG. 1.

In 1951 G.A.llizarov developed an apparatus whichisan ex-
ternal fixation device consisting of a series of ring supports
connected by threaded rods for fixing thin wires crosswise
through the bone in a tensioned state [1]. This development
reflected the concept of induction of local bone formation
in a minimally invasive way, which provides for accurate repo-
sition and stable fixation of bone fragments, exclusion of mi-
cro-mobility at their junction, sparing treatment of the soft
tissues surrounding the bone, preservation of sources of os-
teogenesis. The theoretical basis of the distraction osteosyn-
thesis method is the general biological regularity of stimula-
tion of tissue regeneration and growth under the influence
of tension stress, established on the basis of clinical experience
and fundamental research and registered as a discovery [2].
After receiving good results of treatment of traumatological
and orthopedic patients [3, 4] using the apparatus developed
by G.A. llizarov [1], there were many uncertainties regarding
the features of blood circulation and innervation of the oper-
ated limb segment, the condition of bones, surrounding soft
tissues, muscle and joint function at various stages of treat-
ment and rehabilitation.

To fill this gap, the Laboratory of Clinical Physiolo-
gy and Biomechanics was established in 1971, headed
by O.V. Tarushkin, Doctor of Biological Sciences (Fig. 1a).
The national medical industry did not produce the appro-
priate equipment for biomechanical research in the ear-
ly 1970s. That is why a group of engineers was included
into the Laboratory, which created equipment for studying
the processes in the tissues of the limbs and in the structure
of the llizarov apparatus itself during its traction and com-
pression impact on biological structures. The communi-
ty of physicians, scientists and engineers made it possible
to achieve a number of objectives.

Heads of the Laboratory of Clinical Physiology and Biomechanics: a — Oleg V. Tarushkin, Dr. Sc. (Biol.) (1971-1977);
b - Viadimir A. Shchurov, Dr. Sc. (Med.), Professor, High Level Certificate Physician (1977-2008)
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The photo (Fig. 2) shows the meeting of the llizarov
Center staff with Wolf Messing in December, 1971.
Among those present we can see Oleg V. Tarushkin
and Vladimir A. Shchurov (indicated by white arrows),
who at different times headed the Laboratory of Clinical
Physiology and Biomechanics.

The most urgent tasks that the Center’s staff faced
in the early 1970s were the development of a safe meth-
od of drilling bone tissue with a wire and the evaluation
of the mechanism of fixation of the wires when they pass
through the cortical plate of the bone. On the instructions
of G.A. llizarov, the Laboratory of Clinical Physiology and Bi-
omechanics developed a method for measuring the tem-
perature during bone drilling with a wire at any depth du-
ring its insertion [5] (Fig. 3).

The effect of the tension forces of the wires on the rigid-
ity of the bone fragments fixation in the apparatus was thor-
oughly studied. Therigidity of Kirschner wires in various con-
figurations of the llizarov apparatus was analyzed (Fig. 4, 5) [6].

G.A. llizarov also set the task for the laboratory staff
to evaluate the dynamics of deformation properties of a re-
generated bone during the treatment.

The laboratory has developed an in vivo method for meas-
uring the axial motion of bone fragments under conditions
of compression osteosynthesis by the llizarov apparatus. Ten-
sometric sensors were used to analyze changes in the distance
between the wires coming out of the bone proximally and dis-
tally from the fracture site under conditions of axial function-
alload with different forces. This method allowed to evaluate
therigidity of the “apparatus - limb” system and the rheolog-
ical properties of distraction regenerated bone [7, 8] (Fig. 6).

An original biomechanical track “Podographometer” was
constructed in order to study the functions of the musculo-
skeletal system. This device allowed to automatically register
and process the temporal indicators of gait [9, 10]. A quan-
titative assessment of gait was made. The obtained data
were subjected to statistical development on the computer
“NAIRI-2" according to the program developed by E.B. Smirnov -

FIG. 2.

Meeting of the staff of the llizarov Center with Wolf Messing (December 20, 1971)

a b
FIG. 3.

a - engineer VV.A. Nemkov at work, b — thermocouple wire for measuring the temperature during bone drilling (1 — wire; 2 - collector;
3 -case) [5]
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one of the employees of the Center[11]. The functional results
of treatment and the effectiveness of rehabilitation measures
were evaluated in orthopedic and trauma patients treated
by the llizarov method, using Podographometer.

FIG. 5.
Stand for measuring the deformation of the llizarov apparatus
parts under different loads [6]

A mechatronic pedometer was developed to assess
the motor activity of patients with injuries and diseases
of the musculoskeletal system [12]. The design of the accel-
erometer sensor is proposed (Fig. 7) to determine the qualita-
tive and quantitative characteristics of kinematics of the gait
of a healthy and a diseased person, to assess the dynamics
of the locomotor act under the influence of the treatment
and functional rehabilitation [13]. Approaches in determi-
ning the biomechanics of movement, which are used in mo-
dern electronic gadgets, were applied in these designs.

Evaluation of the functional load on the lower limb dur-
ing transosseous osteosynthesis by the llizarov apparatus
was carried out using an original technique (cargometry)
and a device developed at the Center. Clinical approba-
tion of this technique carried out by Boris I. Kudrin, Candi-
date of Medical Sciences, allowed to estimate the support-
ing capabilities of the limb during walking in the course
; of treatment with the llizarov apparatus by the integral
FIG. 4. values of time and strength parameters of the interaction
Stand for measuring wire deflections [6] of the limbs with the biomechanical track [14-16] (Fig. 8).

FIXATION — 3 MONTHS

Deformation, um

25 30 35
Load, kg

FIG. 6.
Determination of the micromotion of bone fragments: a - the unit for determining the micromotion of bone fragments; b — tensometric
sensor mounting; ¢ — diagram for determining the rheological properties of distraction regenerated bone [7, 8]
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Accelerometer device (a), the scheme of its inclusion in the measuring circuit (b) and the accelerogram (c) during walking (1) and running

(2) of a healthy subject [13]

a

FIG. 8.

a - the patient during the evaluation of the lower limb functional load during transosseous osteosynthesis with the llizarov apparatus [16];

b - Boris I. Kudrin, Cand. Sc. (Med.)

In the late 1970s, G.A. llizarov formulated the concept
“The stimulating effect of tension stress on tissue growth
and regeneration” [2]. Obviously, there was a need for care-
ful development of a theoretical justification and quanti-
tative confirmation of the provisions of this concept [17].
The laboratory staff developed original designs for stud-
ying skin elasticity (elastometer) and myogenic tonus (to-
nometer) (Fig. 9) [18-20].

Studies of healthy children have shown that the values
of skin and muscle elasticity increase with natural longitu-
dinal growth of a limb. Patients with retardation in growth
of limb segments after surgical lengthening have the same
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indicators of muscle and skin elasticity as healthy people
with the same length of the corresponding limb [21-23].

In the process of development and continuous improve-
ment of the llizarov method, there was a need for an ac-
curate quantitative assessment of the muscle function
(strength) of the operated limb. Professor V.A. Shchurov,
Doctor of Medical Sciences, together with the laborato-
ry staff, created original dynamometric stands [24, 25]. La-
ter these methods were improved [26, 27] and published
[28, 29] (Fig. 10).

At the stage of introduction of outpatient treatment
of orthopedic and trauma patients into clinical practice (late
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b
FIG. 9.

A tonometer, an original device for studying biomechanical properties of muscles [18, 20]: a - external view (scheme); b - the process
of measuring the myogenic tonus; ¢ — an elastometer, the original design (scheme) for the assessment of skin elasticity [19]

FIG. 10.

Dynamometric stands: a — an external view of the dynamometric stand for studying femoral muscle strength; b — the process of measuring;
¢ - studying the lower leg muscle strength during treatment with the llizarov apparatus

1980s — early 1990s), it was necessary to develop function-
al criteria for transferring inpatient patients to this treat-
ment regimen. The laboratory staff carried out comprehen-
sive work, including the study of daily locomotor activity,
linear velocity of movement, asymmetry of functional load
on the limb, energy cost of locomotion.

When deciding on the advisability and timeliness
of transferring inpatient patients to the outpatient treat-
ment regimen, assessing clinical condition and analyzing
their social and living conditions, it was proposed to use
the following physiological criteria: value of the asymme-
try of loading of the lower extremities when standing with-
out additional support - no more than 20 %; gait velocity -
at least 2 km/h; daily locomotor activity - at least 2000 m;
pulse rate during walking — no more than 100-110 bpm [30].

Inthe 19905-2000s, a number of PhD theses and doctor-
al dissertations were completed and successfully defended
in the Laboratory of Clinical Physiology and Biomechanics,
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in which the biomechanical research was one of the lead-
ing topics.

In his doctoral dissertation (1993) V.A. Shchurov sub-
stantiated the physiological mechanism of the stimulating
effect of tissue stretching that occurs during natural growth
and limb lengthening according to llizarov [31].

In the PhD thesis of T.I. Dolganova (1993), the features
of hemodynamics, biomechanical properties of tissues
and the functional state of patients with leg bone defects
in the treatment according to the Ilizarov method were an-
alyzed [32]. In the work of E.N. Shchurova (1996), the role
of locomotor activity in preserving the reserves of function-
al adaptation of blood circulation in patients with obliterat-
ing lesions of arteries of the lower extremities during treat-
ment according to the method of G.A. llizarov was deter-
mined [33-35]. In the dissertation of T.I. Menshikova (1997),
a physiological analysis [36-38] of the effect of length-
ening of the lower extremities on the indicators of loco-
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a

FIG. 11.

Computer analysis of gait parameters using modern video analysis systems: a — general view and arrangement of the gait analysis labora-
tory; b - the process of examining the patient by the laboratory staff; ¢ — external view of a patient before the examination with reflective

markers and electromyographic sensors

motor activity of patients with achondroplasia was given
[39]. The work of D.V. Dolganov (1997) highlights the role
of tissue hydration in the vegetative support of the limb
during transosseous osteosynthesis [40, 41]. In her dis-
sertation (2002) L.Y. Gorbacheva analyzed the influence
of the functional load of the injured limb on the restoration
of muscle contractility and reparative bone regeneration
in the treatment of trauma patients according to the me-
thod of G.A. llizarov [42].

The doctoral dissertations continued the development
of theoretical justification and quantitative confirmation
of the general biological regularities of G.A. llizarov’s discov-
ery [2]. The physiological studies contributed to a deeper un-
derstanding of the mechanisms of “The llizarov effect”, its bi-
omechanical and structural components, illustrated the ap-
plied functional result of the implementation of the regu-
larities of G.A. llizarov’s discovery [43-45].

The results of many years of research and the devel-
oped designs were summarized, improved and published
in the second London edition of “Biomechanics and Bioma-
terials in Orthopedics” in 2016 (Springer) [46].

The llizarov Center continues to carry out biomechani-
cal research, the traditions of which were established more
than half a century ago.

One of the areas of research is the search for diagnos-
tic criteria for assessing disorders of the vertical orientation
of the spine. The laboratory staff began to use a prolonged
topographic examination to assess the stereotype of postur-
al activity of the spine and its kinematic lability. Functional
tests with correction and hypercorrection of limb shorten-
ing were introduced, which provided differentiated diag-
nostics of structural and functional scolioses, determination
of the necessity and value of optimal correction of leg length
inequality. Topographic analysis of stereotypes of postural
activity and kinematic lability of the spine allowed to study
pathogenetic conditions under which functional scolioses
become structural ones [47-49].

In the Ilizarov Gait Analysis Laboratory of the National
llizarov Medical Research Center for Traumatology and Oth-

opaedics, a computer analysis of gait parameters in ortho-
pedic patients is performed on a 7-meter track using mod-
ern systems of video analysis of the kinetics and kinemat-
ics of human movements [50] (Fig. 11).

The data were recorded by 8 Qualisys 7+ optical cam-
eras (Sweden) with passive marker motion capture tech-
nology, synchronized with 6 KISTLER dynamometers (Swit-
zerland) and supplemented with 16 Noraxon wireless EMG
sensors (USA). Kinematics and kinetics analysis are carried
out in Qualisys and Visual 3D (C-Motion) with automated
calculation of indicators. The biomechanical characteris-
tics of the “stair movement” are determined using the “vir-
tual platform lift” option. The research results are reflected
in modern publications [51-53]. Our Center has developed
embedded software for the preparation of the report on ex-
amination results in the form of digital data in tables com-
plemented by diagrams [54].

CONCLUSIONS

The initial stage of the development of biomechan-
ical research at the llizarov Center included the creation
of equipment for studying the processes in the tissues
of the limbs and the llizarov apparatus itself during its trac-
tion and compression impact on biological structures.

The community of doctors, scientists and engineers
of the Laboratory of Clinical Physiology and Biomechan-
ics (established in 1971) made it possible to develop de-
vices and methods for measuring the temperature during
bone drilling with a wire; assessing the effect of the tension
forces of the wires on the rigidity of bone fragments fixa-
tion in the apparatus; studying axial micromotion of bone
fragments and rheological properties of regenerated bone;
studying the functions of the musculoskeletal system (orig-
inal biomechanical track, mechatronic pedometer, accel-
erometer); studying biomechanical properties of muscles
(myotometer, dynamometric stands); analysis of skin elas-
ticity (elastometer).
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In the following years, complex biomechanical studies
contributed to the theoretical justification and quantita-
tive confirmation of the stimulating effect of tension stress
on tissue growth and regeneration (the llizarov effect),
have shown the applied, functional result of the realization
of general biological regularities of the Ilizarov’s discovery.

Currently, the llizarov Center has switched to high-tech
methods of biomechanical research, developed embedded
software for the preparation of a report in the form of dig-
ital data of a computer 3D video analysis of gait comple-
mented by diagrams.
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