EXTREME MEDICINE

SCIENTIFIC AND PRACTICAL REVIEWED JOURNAL OF FMBA OF RUSSIA

EDITOR-IN-CHIEF Veronica Skvortsova, DSc, professor, RAS corresponding member

DEPUTY EDITOR-IN-CHIEF Igor Berzin, Daria Kryuchko
EDITORS Vsevolod Belousov, Vladimir Komarevtsev, Anton Keskinov
TRANSLATORS Ekaterina Tretiyakova, Vyacheslav Vityuk

DESIGN AND LAYOUT Marina Doronina

EDITORIAL BOARD

Agapov VK, DSc, professor (Moscow, Russia)

Baranov VM, member of RAS, DSc, professor (Moscow, Russia)
Bogomolov AV, DSc, professor (Moscow, Russia)

Bushmanov AY, DSc, professor (Moscow, Russia)

Govorun VM, member of RAS, DSc, professor (Moscow, Russia)
Daikhes NA, member of RAS, DSc, professor (Moscow, Russia)
Dubina MV, member of RAS, DSc, professor (Saint-Petersburg, Russia)
Dudarenko SV, DSc (Saint-Petersburg, Russia)

Ivanov MB, DSc, professor (Saint-Petersburg, Russia)

llyin LA, member of RAS, DSc, professor (Moscow, Russia)
Lobzin YV, DSc, professor (Saint-Petersburg, Russia)

Nikiforov VV, DSc, professor (Moscow, Russia)

ADVISORY BOARD

Akleev AV, DSc, professor (Chelyabinsk, Russia)
Arakelov SA, DSc, professor (Saint-Petersburg, Russia)
Baklaushev VP, DSc, professor (Moscow, Russia)
Degteva MO, PhD (Chelyabinsk, Russia)

Efimenko NV, DSc, professor (Pyatigorsk, Russia)
Kazakevich EV, DSc, professor (Arkhangelsk, Russia)
Katuntsev VP, DSc, professor (Moscow, Russia
Klimanov VA, DSc, professor (Moscow, Russia)
Klinov DV, PhD (Moscow, Russia)

Koshurnikova NA, DSc, professor (Ozersk, Russia)
Minnullin IP, DSc, professor (Saint-Petersburg, Russia)
Miroshnikova YV, DSc (Moscow, Russia)

SUBMISSION editor@fmba.press

CORRESPONDENCE editor@mba.press

COLLABORATION manager@fmba.press

ADDRESS Volokolamskoe shosse, 30 str. 1, Moscow, Russia, 123182

Indexed in RSCI. IF 2018: 0,570

HAYYHAS SAEKTPOHHAS
BUBAUOTEKA

LIBRARY.RU

Listed in HAC 31.01.2020 (Ne 1292)

ATTECTALIMOHHA S
KOMUCCHS (BAK)

Olesova VN, DSc, professor (Moscow, Russia)

Petrov RV, member of RAS, DSc, professor (Moscow, Russia)
Sadilov AS, DSc, professor (Saint-Petersburg, Russia)
Rembovsky VR, DSc, professor (Saint-Petersburg, Russia)
Samoilov AS, member of RAS, DSc, professor (Moscow, Russia)
Troitsky AV, DSc, professor (Moscow, Russia)

Ushakov IB, member of RAS, DSc, professor (Moscow, Russia)
Khaitov MR, member of RAS, DSc, professor (Moscow, Russia)
Khaitov RM, member of RAS, DSc, professor (Moscow, Russia)
Chechetkin AV, DSc, professor (Saint-Petersburg, Russia)
Yudin SM, DSc, professor (Moscow, Russia)

Mosyagin IG, DSc, professor (Saint-Petersburg, Russia)
Panasenko OM, DSc, professor (Moscow, Russia)
Rogozhnikov VA, DSc, (Moscow, Russia)
Romanov SA, PhD (Ozersk, Russia)

Sotnichenko SA, DSc (Vladivostok, Russia)
Suranova TG, PhD, docent (Moscow, Russia)
Takhauov RM, DSc, professor (Seversk, Russia)
Shandala NK, DSc, professor (Moscow, Russia)
Shinkarev SM, DSc (Moscow, Russia)

Shipulin GA, PhD (Moscow, Russia)

Yakovleva TV, DSc (Moscow, Russia)

Open access to archive

GYBERLENINKA

Issue DOI: 10.47183/mes.2020-04
The mass media registration certificate Ne 25124 issued on July 27, 2006
Founder and publisher: Federal medical-biological agency fmba.gov.ru
The journal is distributed under the terms of Creative Commons Attribution 4.0 International License www.creativecommons.org

(0@

Approved for print 21.12.2020
Circulation: 500 copies. Printed by Print.Formula

www.print-formula.ru



MEAWLUHA 3KCTPEMAAbHbIX CUTYALIUM

HAYYHO-MPAKTUHECKNI PELIEH3VPYEMbIN XXYPHAT ®MBA POCCIN

FMABHbIV PEAAKTOP BepoHuka CKBOPLOBA, fl. M. H., Mpotheccop, UneH-KoppecnoHaeHT PAH

3AMECTUTEJIb NMABHOIO PEAAKTOPA liropb BepanH, Japbs Kptoyko
PEOAKTOPDI Bcesonop bBenoycos, Bnagummp Komapesues, AHTOH KeckHoB
MEPEBOAYMNKMU EkatepuHa TpeTbsakosa, Badecnas Butiok

LOU3ANH N BEPCTKA MapyiHbl [JopOHHOM

PEOAKLWOHHASA KONNErns

B. K. Aranos, a. M. H., npodeccop (Mocksa, Poccuisi)

B. M. BapaHos, a. M. H., npodeccop, akaaemrk PAH (Mocksa, Poccusi)
. B. Boromonos, 4. T. H., npodeccop (Mocksa, Poccusi)

. H0. BywmaHoB, 4. M. H., npodeccop (Mockea, Poccus)

. M. ToBOpYH, 4. M. H., npodeccop, akagemnk PAH (Mocksa, Poccus)
. A. faixec, o. M. H., npodeccop, 4neH-kopp. PAH (Mockea, Poccus)
. B. Oy6uHa, a. M. H., npodeccop, akaaemnk PAH (CaHkT-lNetepbypr, Poccusi)
. B. OlynapeHko, A. M. H., foueHT (CaHkT-lNeTepbypr, Poccuisi)

. B. UBaHoB, 1. M. H., Nnpodeccop (CaHkT-MNeTepbypr, Poccus)

. A. UnbuH, O. M. H., npodeccop, akagemrk PAH (Mocksa, Poccus)

. B. JTo63uH, a. M. H., npodeccop (CaHkT-lNeTepbypr, Poccusi)

. B. Hukndopos, f. M. H., npodeccop (Mocksa, Poccusi)

PELAKLIMOHHbI/ COBET

A. B. Aknees, 1. M. H., npoceccop (HenabuHck, Poccus)

C. A. Apakenos, f. M. H., npodeccop (CankT-MNeTepbypr, Poccus)
B. IN. Baknaywes, . M. H., npodeccop (Mocksa, Poccus)

O. [ferteBa, K. T. H. (HenabuHck, Poccusi)

B. EcdoumeHko, a. M. H., npodeccop (Msaturopcek, Poccus)

B. KasakeBud, 4. M. H., npodeccop (ApxaHrensck, Poccus)

M. KatyHues, a. M. H., npodeccop (Mockea, Poccus)

A. KnumaHos, . d.-M. H., npodeccop (Mockea, Poccusi)

B. KnuHos, k. d-M. H., (Mocksa, Poccusi)

A. KowypHukoBa, A. M. H., npoceccop (O3epck, Poccus)

M. MuHHYNAWH, 4. M. H., npodeccop (CankT-MNeTepbypr, Poccus)
B.

M.
H.
E.
B.
B.
A.
H.
n.
0. B. MupoLHuKkoBa, . M. H., Mockea (MockBa, Poccus)

MOAAYA PYKOMUCEMWN editor@fmba.press

MEPEMUCKA C PEQAKLVEWN editor@fmba.press

COTPYAHUYECTBO manager@fmba.press

AOPEC PEOAKLMU Bonokonamckoe wocce, a. 30 cTp. 1, . Mockea, 123182

2KypHan BkntodeH B PUHL. IF 2018: 0,570

HAYYHAS SAEKTPOHHAS
BUBAUOTEKA

LIBRARY.RU

>Kypran BkniodeH B MepeydeHs 31.01.2020 (Ne 1292)

BBICHIAS
ATTECTAIIMOHHASI
# KOMHCCHSI (BAK)

B. H. OnecoBa, a. M. H., npodeccop (Mockaa, Poccuisi)

P. B. MeTtpos, 4. M. H., npocdeccop, akagemvk PAH (Mocksa, Poccus)
A. C. Pagunos, a. M. H., npoceccop (CaHkT-NeTepbypr, Poccus)

B. P. PemboBckuid, 1. M. H., npoteccop (CaHkT-MNetepbypr, Poccus)
A. C. Camoiinos, a. M. H., npodeccop, YneH-kopp. PAH (Mocksa, Poccusi)
A. B. Tpouukuia, o. M. H., npocbeccop (Mocksa, Poccus)

WN. B. Ywakos, 4. M. H., npoteccop, akagemnk PAH (Mockea, Poccus)
M. P. XauToB, 2. M. H., npodheccop, uneH-kopp. PAH (Mockea, Poccus)
P. M. XauTos, 4. M. H., npocbeccop, akagemnk PAH (Mocksa, Poccus)
A. B. YeyeTkuH, a. M. H., npocbeccop (CaHkT-MNeTepbypr, Poccus)

C. M. FOguH, a. m. H., npocbeccop (Mocksa, Poccus)

W. T. MocsiruH, a. M. H., npoceccop (CaHkT-MeTepbypr, Poccuisy)
0. M. ManaceHko, a. 6. H., npodeccop (Mockaa, Poccuisi)
B. A. POroxHukos, . M. H. (Mocksa, Poccus)

C. A. PomaHoB, k. 6. H. (O3epck, Poccuisi)

C. A. CoTHUYeHKo, A. M. H. (BnagmsocTok, Poccus)

T. . CypaHoBa, K. M. H., goueHT (Mockea, Poccus)

P. M. Taxayos, 1. M. H., npodeccop (Cesepck, Poccus)
H. K. Wanpana, g. M. H., npodeccop (Mocksa, Poccus)
C. M. WvHkapes, 4. T. H. (Mockea, Poccus)

. A. LunynuH, K. M. H. (Mockea, Poccus)

T. B. flkoBnesa . M. H. (Mocksa, Poccus)

37eCh HaXOANTCS OTKPLITLIN apXV1B XypHana

GYBERLENINKA

DOI Bbinycka: 10.47183/mes.2020-04
CBWAETENBCTBO O PErUcTpaumm cpeacTaa maccosor nHchopmaum Ne ®C77-25124 ot 27 nions 2006 roga
Yipeautens v uagatens: PenepansHoe Meamko-6uonornieckoe areHTeTeo fmba.gov.ru
2KypHan pacnpocTpaHseTcs no nuueHsunn Creative Commons Attribution 4.0 International www.creativecommons.org

() @

MopgnucaHo B nevats 21.12.2020
Tupax 500 ak3. OtnevataHo B Tvnorpacum Print.Formula
www.print-formula.ru



EXTREME MEDICINE . 4/22/2020
MEAVILIHA 3KCTPEMAABHBIX CUTYALVIN

Contents

CopeprxaHne

EDITOR’S NOTE 5
ORIGINAL RESEARCH 6

Using experimental ex vivo models to develop COVID-19 pathogenetic therapy and complications prevention agents
Laptev DS, Petunov SG, Nechaykina OV, Bobkov DV, Radilov AS

Wcnonb3oBaHne aKcnepuMeHTanbHbIX MOaenei ex vivo ans pa3paboTku CpeacTB NaToreHeTUYeCKon Tepanun
1 npocunakTukm ocnoxkHenuin COVID-19
. C. Nantes, C. I". MetyHos, O. B. HevankuHa, [. B. Bobkos, A. C. Pagnnos

ORIGINAL RESEARCH 13

Effect of intermittent hypoxic training on orthostatic tolerance in humans before and after simulated microgravity
Katuntsev VP, Sukhostavtseva TV, Kotov AN, Baranov MV

BrnuvsiHue runokcm4eckmx TPEHMPOBOK HA OPTOCTAaTUYECKYHO YCTONYUBOCTbL YesloBeka [io U Nocnie MoAenMpoBaHHON MUKporpaBuTauum
B. IN. KatyHues, T. B. CyxocTaBuesa, A. H. Kotos, M. B. Bapa+os

ORIGINAL RESEARCH 21

An experiment on biological objects: composite facial graft cross-transplantation
Daikhes NA, Nazaryan DN, Gileva KS, Mokhirev MA, Lyashev IN, Zakharov GK, Fedosov AV, Potapov MB, Batyrev AV, Karneeva OV

I'IeperecrHaﬁ nepecagka KOM5VIHVIpoBaHHOFO NNUEeBOro TpaHcnsaHTaTta B 9KCNepuMeHTe Ha 61oo6beKTax
H. A. Laixec, [. H. HasapsH, K. C. Tnesa, M. A. Moxvpes, W. H. Nawes, . K. 3axapos, A. B. ®epocos, M. b. Motanos, A. B. bateipes, O. B. KapHeesa

ORIGINAL RESEARCH 28

Effectiveness of immobilized probiotics for complex therapy of novel coronavirus infection COVID-19 in hospital settings
Bomshteyn NG, Bolotov YuV, Kim IA, Trukhin DV

AhheKTBHOCTb COPOMPOBaHHBIX MPOGNOTNKOB B KOMIMIEKCHOM JIE4E€HUN HOBOW KOPOHaBUpyCHO nHgekumnn COVID-19 B ycnosusix ctaumoHapa
H. I Bomwrtein, HO. B. Bonotos, U. A. Kum, [. B. TpyxuH

ORIGINAL RESEARCH 33

Adaptation to intermittent hypoxia: dynamics of blood oxygen saturation and some hematological parameters
Katuntsev VP, Zakharov SYu, Sukhostavtseva TV, Puchkova AA

ApanTauus K MHTEPBaJIbHOWN IM'MMNOKCUMN: AUHAMIKA HaCbILEHUSI KPOBU KUCTOPOAOM U HEKOTOPbIX FremMaTosiormyeckmx nokasarenei
B. M. KatyHues, C. 0. 3axapos, T. B. CyxocTtaBuesa, A. A. [Ny4koBa

REVIEW 39

Evolution and logic of COVID-19 containment measures
Novkunskaya AA, Raskina YuV, Barchuk AA

,qI/IHaMI/IKa W nornka npoTueoanngeMmny4eckKnux mep
A. A. HoekyHckas, tO. B. PackuHa, A. A. Bapuyk

REVIEW 48

COVID-19 in ophthalmic practice
Takhchidi KhP, Takhchidi NKh, Movsesian MKh

COVID-19 B ohTanbMonornieckoin npakTmke
X. M. Taxungy, H. X. Taxamon, M. X. MoBcecsiH

REVIEW 53

Key parameters of autologous biomedical product for cartilage tissue repair
Eremeev AV, Zubkova OA, Ruchko ES, Lagarkova MA, Sidorov VS, Ragozin AO

KntoueBbie XapakTepucTtnkn aytonorn4yHoro 6VIOMe,U,VIL|,I/IHCKOI’0 npoaykra gy Koppekumn n,edaeKTa xpﬂu.l,esoﬁ TKaHn
A. B. Epemees, O. A. 3ybkosa, E. C. Pyduko, M. A. Jlarapekosa, B. C. Cugopos, A. O. ParosnH

EXTREME MEDICINE | 4, 22, 2020 | MES.FMBA.PRESS




REVIEW 60

SARS-CoV-2 in the context of coronaviruses and animal models of COVID-19
Korenkova AA, Bahmetjev VWV, Gorbunov KS

SARS-CoV-2 B KOHTEKCTE KOPOHaBUPYCOB U XXMBOTHbIE MoAenu Ansi udydeHus COVID-19
A. A. KopeHbkoBa, B. B. Baxvetees, K. C. lopbyHos

REVIEW 67

Role of heredity, endogenous and exogenous factors in gastric cancer
Ershov PV, Veselovsky EM, Konstantinova YuS

BKﬂap, HacnegCcTtBeHHOCTU U COBOKYMNMHOCTU 9HOOMEHHbIX U 9K30reHHbIX dJaKTOpOB PUCKa B pa3BUTUE paka Xenygka
M. B. Epwos, E. M. Becenosckuit, FO. C. KoHcTaHTUHOBa

REVIEW 80

Endothelial dysfunction in COVID-19 patients and clinical application of laser therapy
Kochetkov AV, Ponomareva NYu, Kadnikova NG, Mitkovskij VG, Yampolskaya EN, Lazarev VW

QHpoTennanbHas guchyHKums y 6onbHbix COVID-19 1 KnuHMYeCKOoe NPUMEHEHNE Nla3epHOo Tepanum
A. B. Koyetkos, H. tO. MNoHomapesa, H. I KagHvkosa, B. I. Mutbkosekui, E. H. SiMnoneckas, B. B. Jlasapes

CLINICAL CASE 91

Surgical care arrangement at the general hospital during the COVID-19 pandemic
Nakatis YaA, Ratnikov VA, Kashchenko VA, Lodygin AV, Mitsinskaya Al, Mitsinskii MA, Akhmetov AD

OpraHunsaumsa Xupypru4eckoi nomMoLy B MHOronpogunbHOM cTauuoHape B ycnosusax naHgemum COVID-19
A. A. Hakatuc, B. A. PatHukos, B. A. Kawerko, A. B. logbirvH, A. V. MuumHekas, M. A. MuuuHekuia, A. . AxveToB

[ 4 | MEAVILIMHA SKCTPEMAJbHbIX CUTYALINIA | 4, 22, 2020 | MES.FMBA.PRESS



GREETING

Dear colleagues!

| am delighted to introduce you to the new issue of the Extreme Medicine Journal released by the Federal Medical Biological
Agency of Russia. The current issue features original research articles on experimental and clinical medicine, organ transplantation,
epidemiology, physiology, and public health management. A few publications expectedly focus on the novel coronavirus infection,
the ongoing threat facing the world, including a clinical review looking at COVID-19 from an ophthalmologist’s perspective and a
study proposing new methods to manage the sequalae of the infection.

For all of us, 2020 has been a year of change — and the Journal has changed too. This is the second issue with an updated
layout, published in two languages. Our website can now boast better usability.

The ending year has posed serious challenges to public health systems all over the world. However, despite the hardships, it
has been very productive for the medical science. The pandemic has brought into focus new vectors and trends in public health
and medical science that are yet to be thoroughly investigated.

From the outset of the pandemic, FMBA of Russia has been on the frontline in the fight against COVID-19, mobilizing the resources
and potential of its healthcare institutions. The experience gained is invaluable, and we will share it with you in upcoming issues.

Dear friends, we are facing great challenges in every aspect of our work. May the new year 2021 be the time of discoveries
and breakthroughs in public health and medical science.

My best wishes of good health, happiness and well-being to you and your families.

Veronika Skvortsova

EXTREME MEDICINE | 4, 22, 2020 | MES.FMBA PRESS [ 5 ]




ORIGINAL RESEARCH | EXPERIMENTAL MEDICINE

USING EXPERIMENTAL EX VIVO MODELS TO DEVELOP COVID-19 PATHOGENETIC THERAPY AND
COMPLICATIONS PREVENTION AGENTS

Laptev DS &9, Petunov SG, Nechaykina OV, Bobkov DV, Radilov AS
Research Institute of Hygiene, Occupational Pathology and Human Ecology FMBA, Leningrad region

COVID-19 is a disease characterized by damage to the lower respiratory tract, development of the acute respiratory distress syndrome, in severe cases — multiple
organ failure, including acute heart failure and cardiomyopathy. This study aimed to evaluate the effectiveness of the developed COVID-19 pathogenetic therapy
and complications prevention agents using the ex vivo isolated lung and heart models. Isolated organs of white rats were used for the research; the dynamics
of functional indicators were analyzed. An amino acid-peptide complex (APC) from a thermally treated milk protein hydrolyzate was used as the experimental
COVID-19 pathogenetic therapy and complications prevention agent. Introduction of the APC to the isolated cardiopulmonary complex perfusate slowed down
development of pulmonary edema in the experimental group; the organ's weight was 1.5 times less than in the control group (p = 0.0158). We have also registered
an airway resistance downtrend. APC supported contractile activity of the isolated myocardium suffering ischemia-reperfusion: the growth of the left ventricular
end diastolic pressure was 34% smaller than that registered in the control group (p < 0.05). The APC's cardioprotective effect relies on the endothelium-dependent
mechanisms. The ex vivo method is highly informative. It allows assessing reactivity of the isolated organs exposed to biologically active substances and determining
the possibilities of compensating for functional changes.

Keywords: isolated heart, ischemia, isolated lung, pulmonary edema, COVID-19

Author contribution: Laptev DS — experimental part, information collection, data processing; Petunov SG — data processing and interpretation, general
guidance; Nechaykina OV — experimental part, information collection; Bobkov DV — data processing; Radilov AS — data processing and interpretation.

Compliance with ethical standards: all work with animals was carried out in conformity to the provisions of the European Convention for the Protection of
Vertebrate Animals used for Experimental and other Scientific Purposes.

<] Correspondence should be addressed: Denis S. Laptev
st. Kapitolovo, gor. pos. Kuzmolovsky, 93, Vsevolozhsky rajon, 188663; lapden@mail.ru

Received: 15.09.2020 Accepted: 25.11.2020 Published online: 12.12.2020
DOI: 10.47183/mes.2020.020

NCMOJIb30OBAHUE 3KCMEPUMEHTAJIbHbIX MOAENEN EX VIVO AN PASPABOTKU CPELCTB
MATOMEHETUYECKOW TEPAMUU U MPO®USIAKTUKN OCJTOXKHEHWUIW COVID-19

[. C. Nantes =, C. I". MetyHoB, O. B. HevaikuHa, [. B. Bobkos, A. C. Paaunos

Hay4Ho-1ccnenoBaTensCkmii MHCTUTYT rUreHbl, MpodnaTonorin n aKonorim Yenoseka deaepanbHOro MeanKo-61onorvieckoro areHTCTBa, J1IeHMHrpaackas
obnacTtb, Poccus

COVID-19 — 3aboneBaHne, xapakTepu3yoLLEecs MOPaXKEHEM HDKHIX AbIXaTemnbHbIX MyTern, (hopM1MpoBaHMeM OCTPOrO PECTIMPATOPHOMO AMCTPECC-CUHOPOMA,
B TSPKESbIX Clyqasx — PasdBUTUEM MOIMOPraHHOM HEAOCTATOYHOCTI, B TOM YMCE OCTPON CEepAeHHON HEQOCTATOYHOCTI 1 (hOPMMPOBAHMEM KapOMOMMONaTum.
Llenbto paboTbl ObINO OLEHUTbL 3MMEKTUBHOCTL paspabaTbiBaeMblXx CPEACTB MaTOreHeTUHYECKOW Tepanun n nNpodunakTuki ocnoxHeHuin COVID-19
C VICMOMb30BaHVEM MOLeNei N30MPOoBaHHbIX NErknx 1 cepaua ex vivo. ViccnepgoBaHns NpoBOAWAN Ha M30NMPOBaHHbBIX OpraHax Gesbix KPbIC C aHanmMsoM
OVHaMUKN (PyHKUMOHaTbHBIX NoKadaTeneit. B kavecTBe CpeacTBa aKCnepUMEHTasIbHONM NMaToreHeTUHecKom Tepanum 1 NpOoMUNakTUKn ocnoxxHeHun COVID-19
1CMoMb30BanM aMUHOKMCIOTHO-NENTUAHBIA KoMMneke (AMK) 13 Tepmmyecky 06paboTaHHOro rmaponmaara MosoyHoro 6enka. JobasneHve AMNK B nepdysat
N30/IMPOBAHHOMO CEPAEYHO-IErOHHOO KOMMJIEKCa CNOCOBCTBOBAIO CHYKEHMIO CKOPOCTY (DOPMUPOBaHMS OTeka Nerkyx B OMbITHOM rpynne, mpy SToM Macca
opraHa 6bina B 1,5 pada MeHbLUe, HYeM B KOHTPOMbHOW rpynne (p = 0,0158). MNMokadaHa TEHAEHLNS K CHPKEHMIO COMPOTUBEHNS AblIXaTebHbIX NyTe. [TpuMeHeHne
AlNK cnocobcTBOBano MoaaepKaHMo COKPaTUTENBHOM aKTUBHOCTY M30NMPOBAHHOMO MUOKapAa B YCNOBUSX MLLEMUN-Penepdy3nm: YBENMHEHE KOHEYHOrO
[anacTonmyeckoro aasneHns 6o Ha 34% MeHblUe Mo cpaBHEHUIO ¢ KOHTponeM (p < 0,05). KapanonpoTtekTopHoe aeiictere AlNK obycnoBneHo aHOoTenumi-
3aBUCKMbIMU MexaHnamMamu. Metof ex vivo obnafaeT BbICOKOW MH(POPMAaTVBHOCTBIO, MO3BOJIAET MPOBECTU OLIEHKY PEAKTMBHOCTY M30/IMPOBAHHbBIX OPraHoB npu
LeNCTBUN BUONOrNHECKN aKTUBHBIX BELLECTB W OMNPenenTb BO3MOXHOCTU KOMMEHCaLMM (yHKLMOHASBHBIX N3MEHEHNIA.

Knto4yeBble cnoBa: 130/MpoBaHHOE Cepaue, ULLeMMs, U30NMPOBaHHOE nerkoe, otek nerkux, COVID-19

Bknap aBTopos: [1. C. JlanteB — akcnepumMeHTanbHas 4actb, c6op nHdopmMaumn, obpaboTka gaHHbix; C. I [NeTyHoB — o6paboTka 1 MHTepnpeTauys AaHHbIX,
obuyee pykosoacTeo; O. B. HevailkHa — akcnepumMeHTasnibHas 4acTb, cbop nHdopmaumr; . B. BobkoB — obpaboTka faaHHbIx; A. C. Pagnunos — obpaboTka
1 MHTepnpeTaums AaHHbIX.

COﬁJ’IIOAeHVIe 3TNYeCKNX CcCTaHOapToOB: BCE pa6OTbI C XXMBOTHbIMU BbIMNOSHANN C CO@J’I}O,D'GHI/IGM npasun ONO3TUKY, YTBEPXXOEHHbIX EBpOI'IeI;ICKOVI KOHBeHLI'I/IeIh [e]
3awyTe No3BOHOYHbIX XXMBOTHbIX, NCMNOJMb3YEMbIX ONA SKCNepUMeEHTalIbHbIX 1 OPYrnX LLeJ'IeI;I.

P><] Bns koppecnoHpeHuun: [eHnc Cepreesudy Jlantes
cT. Kanutonoso, kopr. 93, . n. KyabMonosckuii, BceBonoxxckuii panoH, 188663; lapden@mail.ru

Cratbsi nonyyeHa: 15.09.2020 CtaTtbsa npuHATa K nedatu: 25.11.2020 Ony6nvkoBaHa oHnaviH: 12.12.2020

DOI: 10.47183/mes.2020.020

SARS-CoV-2 belongs to the group of highly pathogenic
coronaviruses that cause a clinical syndrome known as the
novel coronavirus infection (COVID-19). In severe cases,
COVID-19 is a systemic disease associated with lower
respiratory tract damage, development of pneumonia, acute
respiratory distress syndrome (ARDS), cytokine storm and
growing levels of the heart damage biomarkers [1].

Mainly, the infection caused by SARS-CoV-2 manifests
in the form of respiratory failure, which is the result of SARS-
CoV-2 penetrating into target cells that have angiotensin-
converting enzyme 2 (ACE2) receptors. In particular, this
enzyme is expressed on alveolar type Il pneumocytes (AT2), in
enterocytes of the small intestine's epithelium, in the vascular
endothelium and in cardiomyocytes. In the lungs, SARS-CoV-2
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causes desquamation of type Il and type | pneumocytes,
which translates into alveolar dysfunction, lower surfactant
levels, accumulation of liquid exudate in the alveolar space and
pulmonary edema, which dramatically reduces the effectiveness
of external respiration. This stage is characterized by moderate
constitutional symptoms and determines the initial response of
innate immunity [2].

From the point of view of morphological changes, SARS-
CoV-2 patients may have edema with pleural effusion, focal
hemorrhages and mucopurulent secretion in the airways. A
distinctive histological feature observed at later stages is the
diffuse lung lesion with fibrin exudation in the alveolar spaces
and septal and alveolar fibrosis [3, 4]. Even if the viral load
decreases, stronger inflammatory response leads to systemic
inflammation [1], which is characterized by multiple organ
failure and the increasing number of key inflammation markers.

The development of myocarditis associated with COVID-19
and going without signs of direct viral infiltration indicates that
the heart is one of the targets of systemic inflammation [5],
with the biomarkers of heart damage and electrocardiographic
abnormalities in accord with the elevated levels of inflammatory
markers [6, 7].

Either on its own or in combination with respiratory failure,
heart damage and failure were the cause of death associated
with COVID-19 in 40% of cases registered in one of the cohorts
traced in Wuhan, PRC. The risk of death associated with
acute myocardial injury was more significant than such factors
as age, diabetes mellitus, chronic lung disease or previous
cardiovascular disease [6, 8, 9]. Thus, damage to the heart is
both a predominant type of COVID-19 complication and, as it
seems, one of the complications to be predicted.

The mechanisms behind damage to the heart induced by
SARS-CoV-2 remain virtually unstudied, however, it is likely
they include both direct infection of the myocardium and the
consequences of respiratory failure, hypoxemia, and systemic
inflammatory response. Signaling pathways associated with
ACE2, which are highly expressed in the heart, may also play a
role in myocardial damage [9].

The significant severity of COVID-19 clinical manifestations
and consequences thereof make it a priority to develop drugs
to effectively prevent the development of severe conditions
that translate, first of all, into acute damage to lungs and heart.
Preclinical evaluation of the effectiveness of pharmacological
agents requires use of experimental models that allow assessing
the dynamics of parameters of the target organs' functional
activity, such assessment adequate to the tasks set. Ex vivo
experiments with isolated organs are highly informative: they
allow objective registration of the organs' activity parameters.
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The purpose of this work was to demonstrate the possibility
of using isolated organs — heart and lungs — as models in
preclinical studies of the effectiveness of developed COVID-19
pathogenetic therapy and complications prevention agents.

METHODS

The subjects were isolated lungs and hearts of white male
Wistar rats weighing 280-360 g, obtained from the Rappolovo
laboratory animal nursery (Leningrad region). The experimental
animals were kept in conditions conforming to the Sanitary Rules
for the Design, Equipment and Maintenance of Experimental
Biological Clinics (vivariums). For research, we used healthy
sexually mature animals quarantined for at least 10-14 days.
The controlled microclimate parameters in the rooms where
the animals were kept were temperature of 20 + 1 °C, relative
air humidity of 60 + 5%. We have also controlled the quality
of the bedding material. The animals received standard pellet
feed. The lighting regime for the rooms containing experimental
animals was 12 h of day and 12 h of night.

Isolated lung model

In addition to the gas exchange function, the model allows
assessing the contribution of external respiration to metabolism
of biologically active substances and the associated
microcirculation in the pulmonary circulation. This model can
be used to study pathogenesis of the bronchopulmonary
diseases, including development of the pulmonary edema, as well
as to assess the effectiveness of symptomatic and pathogenetic
therapeutic agents designed for the respiratory system.

The experimental animals were anesthetized with a 20%
urethane solution injected intraperitoneally and subcutaneously,
1.2 g per a kg of animal body weight. After a midline
laparotomy, we injected heparin into the inferior vena cava
to prevent thrombogenesis. Then we cannulated the trachea
at the thyroid gland level and put the animal on a mechanical
ventilator (respiratory rate — 50 min-', tidal volume — 1.7 ml,
minute respiration volume — 85 ml/min).

After opening the thoracic cavity, we cannulated the
pulmonary artery and connected to the peristaltic pump of the
experimental rig; thus, we simulated pulmonary circulation.
After removal of the heart-lung complex from the chest, we
weighed it and placed it in Isolated Lung System (Radnoti;
Ireland) chamber (Fig. 1), where the temperature and humidity
were kept optimal for the object studied.

At the end of the first 30 min (stabilization period), the tidal
volume was gradually, within 15 minutes, increased from 1.7

Fig. 1. Isolated lung system. A. General view of the installation. B. Heart-lungs complex
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Fig. 2. Installation of an isolated heart according to Langendorff. A. General view. B. Cannulated heart

to 2.3 ml. For artificial circulation in the pulmonary circuit, we
used Krebs-Henseleit solution of the following composition
(in mM): NaCl (118.99); KCI (4.69); NaHCO, (25.00); KH,PO,
(1.18); MgSO, x 7H,0 (1.17); CaCl, x 2H,0 (2.5); EDTA (0.03);
glucose (5.5). The prepared solution was aerated with a gas
mixture containing 5% CO, and 95% O,. In the experimental
group, we added the biologically active component to the
carbogen-enriched Krebs-Henseleit solution at a concentration
of 1 x 10 M. The flow rate of the perfusate reached 1.5 ml/min.
The duration of the perfusion was 1.5 h; at the end of the
experiment, the heart-lung complex was weighed again. In the
given experimental conditions, development of the edema is
caused by a drop in the perfusate's oncotic pressure: liquid from
pulmonary circulation diffuses into the interstitium of the alveoli.
The registered parameters were perfusion pressure in the
pulmonary circulation, lung mass and intratracheal pressure.

Isolated heart model

For the isolated heart model experiment, we euthanized the
animals by cervical dislocation. Bilateral transabdominal
thoracotomy allowed wide access to the cavity. The heart, once
exposed, was taken by the base with thumb and forefinger of
the left hand, carefully pulled ventrally and downward, then
the great vessels were cut with scissors. Immediately after
the heart was removed from the chest cavity, it was placed in
Krebs-Henseleit saline solution of the following composition (in
mM): NaCl (118.99); KCI (4.69); NaHCO, (25); KH,PO, (1.18);
MgSO, x 7H,0 (1.17); CaCl, x 2H,0 (2.5); EDTA (0.03); C,.H,,O,
(56.5). The aorta was fixed to the cannula of the Langendorff
System perfusion rig (Panlab; Spain) with a crocodile clamp
and then with ligatures (Fig. 2).

The heart was perfused through a cannula in the aorta,
with the perfusate retrogradely delivered to the left ventricle.
The perfusate was Krebs—Henseleit solution warmed to
37 °C. To bring its pH to the physiological level (7.4) and to
ensure adequate oxygenation of the heart, the solution was

Table 1. Heart-lungs complex weight (M + SD), n =7

continuously saturated with carbogen. The feeding rate of the
perfusate was 10 ml per minute per 1 g of wet weight of the
heart. The perfusion adequacy control value was pressure (not
less than 50 mm Hg) in the "pump-aortic cannula" circuit.

We used a catheter with a polyethylene balloon to
measure pressure in the left ventricle. The parameters of
cardiac contractile activity were recorded with the PowerLab
Data acquisition system 8/30 (ADInstruments; USA) and
subsequently processed in the LabChartProUpgrade 7.0
software (ADInstruments; USA).

The most significant recorded indicators were pulse
pressure (PP), heart rate (HR), end-diastolic pressure (EDP),
which describes the ability of the myocardium to support
cardiac output and create the necessary pressure in the
vascular system. Additionally, we calculated the first time
derivative of pressure (+dP/dt and —dP/dt), which reflects the
rate of pressure change in the left ventricle. The dynamics of
+dP/dt and —dP/dt reflects functional state of the ventricles:
energy metabolism, permeability of cell membrane ion channels
and sarcoplasmic reticulum.

After the stabilization period (30 minutes) was over, we added
the active component to the perfusate at the concentration
of 1 x 10 M. The exposure time was 10 minutes. It was
determined by the rate of development of vascular reactions to
the vasoactive substance.

To assess the resistance of the isolated myocardium to
ischemia/reperfusion, we induced total ischemia by stopping
the perfusion for 30 minutes at 37 °C, and then started
reperfusion, which lasted for 30 minutes.

Analyzing the results, we assessed the dynamics of
functional indicators of isolated heart and lungs, compared
them to the background and control values. Statistical
processing was performed using GraphPad Prism 5.04
(GraphPad Software Inc; USA). To compare the results with
normal distribution of the data, we applied Student's t test;
when the distribution was different from normal, we applied
the paired samples Wilcoxon test; Mann-Whitney U test was

Heart-lungs complex weight, g

Experimental series
at the beginning of the experiment

Weight gain, %
at the end of the experiment

Control 49+05

149+ 3.9 300.7 + 66.4

Experimental (1 + 10 M) 49+0.7

10.1+23 205.7 + 42.8*

Note: * — statistically significant differences with the control series of experiments.
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Fig. 3. Lung weight growth rate, treatment and control groups

used to assess intergroup differences. The differences were
considered significant at p < 0.05.

The selected experimental COVID-19 pathogenetic therapy
and complications prevention agent was APC (FSUE "NIl GPECH"
FMBA; Russia) made from thermally treated hydrolyzate of milk
protein and enriched with proline and alanine, including linear and
cyclic peptides. The active components of the complex improve
tissue blood supply by stimulating endothelial nitric oxide synthase.
This effect shapes the APC's cardioprotective properties [10]. There
seems to be promise in using APC as a stroke prevention agent,
part of the ischemic brain damage therapy, as well as an agent
alleviating pulmonary edema by decreasing vascular resistance in
the pulmonary circulation [7].

RESULTS

The study showed that 1.5 hours of perfusion increased the
weight of the heart-lungs complex in both groups, but in the
experimental group, this increase was significantly smaller
(o < 0.05) than in the control group (Table 1).
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0.00
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M Control
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Starting from the 45-50" minute of exposure, the heart-
lungs complex weight growth accelerates significantly in the
control group, whereas in the experimental group its rate
remains the same (Fig. 3).

As for the perfusion pressure in the pulmonary circulation
vessels, it did not differ significantly between groups (Fig. 4),
which suggests that APC has little effect on their resistance.

Experimentally, we identified that the resistance of airways
of the isolated lungs tends to decrease when the perfusate is
supplemented with APC components, which may indicate that
pulmonary edema is less severe in the experimental group (Fig. 5).

The heart model isolated in the Langendorff system
allowed establishing that the active components of the APC
at the concentration of 1 x 10® M, which corresponds to the
50 mg/kg dose when administered intragastrically, do not
significantly affect functional parameters of an intact rat heart
but promote an end-diastolic pressure drop (p < 0.05) under
ischemia-reperfusion (Fig. 6) and support the rate at which the
myocardium contracts and relaxes during the cardiac cycle
(Table 2).

rel. units

Hl Treatment

Fig. 4. Isolated lung perfusion pressure dynamics. The ratio of initial and final perfusion pressure is given in relative units
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Administration of the nitric oxide synthase blocker L-NAME
led to a significant end-diastolic pressure growth, which
signals of poorer myocardial relaxation and diastolic filling.
These changes were also accompanied by a decrease in
pulse pressure, which jointly contributed to deterioration of the
heart's pumping function.

DISCUSSION

Active components of the studied APC effectively regulate
cellular energy metabolism, promote preferential utilization
of the more energy-intensive long-chain fatty acids, which
supports energy homeostasis, especially in conditions of

15 20 25 30 35 40 45 50 55 60 65 70 75 80 85 90 95 100

Min

= == Treatment

energy deficiency. Regulation of the transcriptional activity of
PPARS boosts body's endurance, improves blood supply to
the tissues and accelerates lipolysis [11]. The APC promotes
glucose uptake by direct translocation of GLUT transporters
onto plasma membrane, which makes it a promising agent
for mitochondrial dysfunction cases [12]. Endothelial nitric
oxide synthase is one of the APC's targets, which shapes its
cardioprotective properties and substantiates the use of APC
as a heart failure prevention agent [13]. In addition, APC helps
inhibit secretion of the pro-inflammatory cytokines and has a
moderate antimicrobial effect.

According to the data revealed by the study, administration
of APC helps maintain the lung mass stable through the
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Fig. 6. End diastolic pressure dynamics, isolated heart during reperfusion after 30 minutes of total normothermic (37 °C) ischemia. APC administered. * — the
differences are statistically significant in comparison with the intact organ; * — the differences are statistically significant in comparison with the "reperfusion (control)"

group (p < 0.05)
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Table 2. Indicators of myocardial contractility with APC administered. The data provided are relative to the background, in % (M + SE); for the EDP the data is

absolute, n =7

Perfusate Heart rate PP +dP/dt —dP/dt EDP (mm Hg)
Saline, 30 min 91.6 +3.4 101.5+3.4 103.1 + 2.1 96.7 + 3.1 40+1.6
APC1 x 10 M 101.0+1.8 99.0 + 2.1 99.0 £ 0.9 99.5+0.7 39+24
Reperfusion, control 91171 53.7 £ 7.6* 58.7 +7.3* 703 £7.7F 48.9 + 4.9*
Reperfusion APC 1 x10°M 95.0 + 4.5 64.0 £ 12.5* 80.9 + 10.6* 95.6 + 9.2% 32.1 £ 5.7%
Reperfusion L-NAME 1 x 10 M + APC 1 x 10 M 955+1.9 412 +11.5" 54.9 + 9.5* 73.2 £ 13.9* 61.6 +6.7*

Note: * — the differences are statistically significant in comparison with the intact organ; # — the differences are statistically significant in comparison with the "reperfusion

(control)" group (o < 0.05)

experiment, possibly due to the decreasing permeability of the
blood-air barrier. As a result of 1.5 hours of perfusion, the weight
of the isolated heart-lungs complex increased in both groups,
but in the experimental group this increase was 1.5 times
smaller than in the control group (p = 0.0158). The difference,
detectable from the 40™ minute of perfusion, is obviously
caused by the greater excursion of the lungs triggered by the
increasing tidal volume (up to the recommended values, as per
the methodology) [14]. This growth of the lung volume can raise
pressure gradient between the perfused vessels of pulmonary
circulation and the alveolar space, which facilitates release of
fluid into the interstitium of the alveoli and promotes edema
development [15].

The experiments on an intact isolated heart showed that the
studied APC produces no cardiotropic effects, as evidenced
by the unchanging values of the myocardial functional activity
indicators. Indirectly, ischemia breaks the heart's energy
balance, which translates into deteriorating diastolic function,
pulse pressure and cardiac output. Introduction of the APC
into the isolated heart's perfusate 10 minutes before onset of
the total normothermic ischemia slowed down the growth of
end-diastolic pressure registered, which reflects the ability of
the myocardium to relax, as well as to allow a more complete
recovery of the pulse pressure, maximum rate of contraction
and relaxation of the left ventricle, with the said growth slower
than that registered in the control group (p < 0.05) during
reperfusion. Thus, the studied APC, when administered to
treat ischemic conditions, can reinforce the heart's resistance
to insufficiencies of oxygen supply, energy substrates, and
increase the stability of the cell membranes of cardiomyocytes
under reperfusion [16].

References

7. Channappanavar R, Perlman S. Pathogenic human coronavirus
infections: causes and consequences of cytokine storm and
immunopathology. Semin Immunopathol. 2017; 39: 529-39. DOI:
10.1007/s00281-017-0629-X.

2. Sus§, etal. Epidemiology, genetic recombination, and pathogenesis
of coronaviruses. Trends Microbiol. 2016; 24 (6): 490-502. DOI:
10.1016/).tim.2016.03.003.

3. GuJ, etal. Multiple organ infection and the pathogenesis of SARS.
J Exp Med. 2005; 202 (3): 415-24. DOI: 10.1084/jem.20050828.

4. Nicholls JM, et al. Lung pathology of fatal severe acute respiratory
syndrome. Lancet. 2003; 361 (9371): 1773-8. DOI: 10.1016/
S0140-6736(03)13413-7.

5. Akhmerov A, Marban E. COVID-19 and the Heart. Circ Res. 2020;
126 (10): 1443-55. DOI: 10.1161/circresaha.120.317055.

6. GuoT, FanY, Chen M, Wu X, Zhang L, He T, et al. Cardiovascular

MEOVILUMHA SKCTPEMATTbHBIX CUTYALII | 4, 22, 2020 | MES.FMBA.PRESS

The experiments with L-NAME nitric oxide synthase blocker
revealed that the APC's cardioprotective action is endothelium-
dependent and results from the activation of NO synthase.

Thus, an isolated heart-lungs complex allows simulating
development of the pulmonary edema peculiar to COVID-19,
which can be used to assess the efficacy of therapeutic and
complications prevention agents. Pharmacological action of the
active components of APC offers a potential therapeutic way to
reduce the magnitude of ischemic damage to the myocardium,
preserve energy reserves, restore metabolism and contractile
function [17].

CONCLUSIONS

The study revealed that administration of the APC to an isolated
heart-lungs complex significantly reduces the pulmonary
edema development rate, with the possible reasons therefor
being deterioration of permeability of the blood-air barrier (for
perfusate) and the intratracheal pressure's downtrend. The APC
offers a cardioprotective effect, helps maintain the effectiveness
of myocardial relaxation in diastole and, consequently, reduce
the end-diastolic pressure. The use of isolated organs
(heart-lungs complex) allows adequate assessment of the
parameters of functional activity of vital organs when simulating
processes close to the physiological norm, as well pathological
conditions, such as, in particular, pulmonary edema and
myocardial hypoxia. The method is highly sensitive and enables
evaluation of reactivity of the systems exposed to biologically
active substances in a wide range of concentrations, as
well as identification of the functional change compensation
capabilities.

implications of fatal outcomes of patients with coronavirus
disease 2019 (COVID-19). JAMA Cardiol. 2020; 5 (7): 811-8.
DOI: 10.1001/jamacardio.2020.1017.

7. Li J, Benashski SE, Venna VR, McCullough LD. Effects of
metformin in experimental stroke. Stroke. 2010; 41: 2645-52.

8. Fung G, LuoH, QiuY, Yang D, McManus B. Myocarditis. Circ Res.
2016; 118: 496-514. DOI: 10.1161/CIRCRESAHA.115.306573.

9. Shi S, Qin M, Shen B, Cai Y, Liu T, Yang F, et al. Association
of cardiac injury with mortality in hospitalized patients with
COVID-19 in Wuhan, China. JAMA Cardiol. 2020; 5 (7): 802-10.
DOI: 10.1001/jamacardio.2020.0950.

70. Gundewar S, Calvert JW, Jha S, Toedt_Pingel |, Ji SY, Nunez D,
et al. Activation of AMP activated protein kinase by metformin
improves left ventricular function and survival in heart failure. Circ
Res. 2009; 104: 403-11.



11.

12.

13.

14.

ORIGINAL RESEARCH | EXPERIMENTAL MEDICINE

Goransson O, McBride A, Hawley SA, Ross FA, Shpiro N, Foretz M,
et al. Mechanism of action of A769662, a valuable tool for
activation of AMP activated protein kinase. J Biol Chem. 2007;
282: 32549-60.

Barnes K, Ingram JC, Porras OH, Barros LF, Hudson ER, Fryer LG, et
al. Activation of GLUT1 by metabolic and osmotic stress: potential
involve ment of AMP activated protein kinase (AMPK). J Cell Sci.
2002; 115: 2433-42.

Procopio C, Andreozzi F, Laratta E, Cassese A, Beguinot F, Arturi F
et al. Leptin stimulated endothelial nitric oxide synthase via an
adenosine 5' monophosphate activated protein kinase/Akt
signaling pathway is attenuated by interaction with C reactive
protein. Endocrinology. 2009; 150: 3584-93.

Nelson K, Bobba C, Eren E, Spata T, Tadres M, Hayes DJr, et al.
Method of isolated ex vivo lung perfusion in a rat model: lessons

JNutepatypa

1.

10.

Channappanavar R, Perilman S. Pathogenic human coronavirus
infections: causes and consequences of cytokine storm and
immunopathology. Semin Immunopathol. 2017; 39: 529-39. DOI:
10.1007/500281-017-0629-x.

Su S, et al. Epidemiology, genetic recombination, and pathogenesis
of coronaviruses. Trends Microbiol. 2016; 24 (6): 490-502. DOI:
10.1016/).tim.2016.03.008.

Gu J, et al. Multiple organ infection and the pathogenesis of SARS.
J Exp Med. 2005; 202 (3): 415-24. DOI: 10.1084/jem.20050828.
Nicholls JM, et al. Lung pathology of fatal severe acute respiratory
syndrome. Lancet. 2003; 361 (9371): 1773-8. DOI: 10.1016/
S0140-6736(03)13413-7.

Akhmerov A, Marban E. COVID-19 and the Heart. Circ Res. 2020;
126 (10): 1443-55. DOI: 10.1161/circresaha.120.317055.

Guo T, Fan'Y, Chen M, Wu X, Zhang L, He T, et al. Cardiovascular
implications of fatal outcomes of patients with coronavirus
disease 2019 (COVID-19). JAMA Cardiol. 2020; 5 (7): 811-8.
DOI: 10.1001/jamacardio.2020.1017.

Li J, Benashski SE, Venna VR, McCullough LD. Effects of
metformin in experimental stroke. Stroke. 2010; 41: 2645-52.
Fung G, Luo H, Qiu 'Y, Yang D, McManus B. Myocarditis. Circ Res.
2016; 118: 496-514. DOI: 10.1161/CIRCRESAHA.115.306573.
Shi'S, Qin M, Shen B, Cai Y, Liu T, Yang F, et al. Association
of cardiac injury with mortality in hospitalized patients with
COVID-19 in Wuhan, China. JAMA Cardiol. 2020; 5 (7): 802-10.
DOI: 10.1001/jamacardio.2020.0950.

Gundewar S, Calvert JW, Jha S, Toedt_Pingel |, Ji SY, Nunez D,
et al. Activation of AMP activated protein kinase by metformin
improves left ventricular function and survival in heart failure. Circ
Res. 2009; 104: 403-11.

15.

16.

17.

11.

12.

13.

14.

15.

16.

17.

learned from developing a rat EVLP program. J Vis Exp. 2015; 25
(96): 52309. DOI: 10.3791/52309.

Chianga C, Pai H, Liu S. Ventilator-induced lung injury (VILI)
promotes ischemia/reperfusion lung injury (I/R) and NF-kB
antibody attenuates both injuries. Resuscitation. 2008; 79: 147-154.
Ishikita A, Matoba T, lkeda G, Koga JI, Mao Y, Nakano K, et
al. Nanoparticle-Mediated Delivery of Mitochondrial Division
Inhibitor 1 to the Myocardium Protects the Heart From Ischemia-
Reperfusion Injury Through Inhibition of Mitochondria Outer
Membrane Permeabilization: A New Therapeutic Modality for
Acute Myocardial Infarction. J Am Heart Assoc. 2016; 5 (7):
€003872. DOI: 10.1161/JAHA.116.003872.

Kim AS, Miller EJ, Wright TM, Li J, Qi D, Atsina K, et al. A small
molecule AMPK activator protects the heart against ischemia-
reperfusion injury. J Mol Cell Cardiol. 2011; 51: 24-32.

Goransson O, McBride A, Hawley SA, Ross FA, Shpiro N, Foretz M,
et al. Mechanism of action of A769662, a valuable tool for
activation of AMP activated protein kinase. J Biol Chem. 2007;
282: 32549-60.

Barnes K, Ingram JC, Porras OH, Barros LF, Hudson ER, Fryer LG, et
al. Activation of GLUT1 by metabolic and osmotic stress: potential
involve ment of AMP activated protein kinase (AMPK). J Cell Sci.
2002; 115: 2433-42.

Procopio C, Andreozzi F, Laratta E, Cassese A, Beguinot F, Arturi F
et al. Leptin stimulated endothelial nitric oxide synthase via an
adenosine 5' monophosphate activated protein kinase/Akt
signaling pathway is attenuated by interaction with C reactive
protein. Endocrinology. 2009; 150: 3584-93.

Nelson K, Bobba C, Eren E, Spata T, Tadres M, Hayes DJr, et al.
Method of isolated ex vivo lung perfusion in a rat model: lessons
learned from developing a rat EVLP program. J Vis Exp. 2015; 25
(96): 52309. DOI: 10.3791/52309.

Chianga C, Pai H, Liu S. Ventilator-induced lung injury (VILI)
promotes ischemia/reperfusion lung injury (I/R) and NF-kB
antibody attenuates both injuries. Resuscitation. 2008; 79: 147-154.
Ishikita A, Matoba T, Ikeda G, Koga JI, Mao Y, Nakano K, et
al. Nanoparticle-Mediated Delivery of Mitochondrial Division
Inhibitor 1 to the Myocardium Protects the Heart From Ischemia-
Reperfusion Injury Through Inhibition of Mitochondria Outer
Membrane Permeabilization: A New Therapeutic Modality for
Acute Myocardial Infarction. J Am Heart Assoc. 2016; 5 (7):
e003872. DOI: 10.1161/JAHA.116.003872.

Kim AS, Miller EJ, Wright TM, Li J, Qi D, Atsina K, et al. A small
molecule AMPK activator protects the heart against ischemia-
reperfusion injury. J Mol Cell Cardiol. 2011; 51: 24-32.

EXTREME MEDICINE | 4, 22, 2020 | MES.FMBA.PRESS



ORIGINAL RESEARCH | PHYSIOLOGY

EFFECT OF INTERMITTENT HYPOXIC TRAINING ON ORTHOSTATIC TOLERANCE IN HUMANS BEFORE
AND AFTER SIMULATED MICROGRAVITY

Katuntsev VP ¥, Sukhostavtseva TV, Kotov AN, Baranov MV
A.l. Burnazyan Federal Medical Biophysical Center of FMBA, Moscow, Russia

Reduced orthostatic tolerance (OT) is a serious concern facing space medicine. This work sought to evaluate the effects of intermittent hypoxic training (IHT) on
OT in humans before and after 3 days of head-down bed rest (HDBR) used to model microgravity. The study was carried out in 16 male volunteers aged 18 to 40
years and included 2 series of experiments with 11-day and 21-day IHT administered on a daily basis. During the first IHT session, the concentration of oxygen
in the inspired gas mixture was 10%; for other sessions it was adjusted to 9%. OT was assessed by a 20-minute-long orthostatic tilt test (OTT) conducted before
and after HDBR. Before HDBR, orthostatic intolerance was observed in 3 participants, while after HDBR, it was observed in 9 of 16 volunteers (p < 0.05). During
OTT conducted after HDBR, the heart rate (HR) exceeded control values by 26.8% (p < 0.01). Preexposure to any of the applied IHT regimens led to a reduction
in the number of volunteers with orthostatic intolerance. After the 11-day IHT program, there was a less pronounced increase in HR during OTT before HDBR; with
the extended IHT regimen, less pronounced changes were observed for HR, systolic, diastolic and mean blood pressure (BP). The increase in HR during OTT after
HDBR was significantly lower in the group that had completed the 11-day IHT program, while BP remained stable. The changes in HR and systolic BP were less
pronounced in the group that had completed the 21-day IHT program than in the control group (p < 0.05). Thus, IHT reduced the risk of orthostatic disorders and
mitigated changes in cardiovascular parameters during the orthostatic test.

Keywords: intermittent hypoxic training, orthostatic tolerance, head-down bed rest, blood pressure, heart rate
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BIUSAHUE TMNOKCNYECKNX TPEHMPOBOK HA OPTOCTATUHECKYO YCTONYUBOCTb
YEJIOBEKA 10 1 NMOCNE MOOENTMPOBAHHOUN MUKPOIPABUTALIN

B. IN. KatyHues = T.B. CyxocTtasLesa, A. H. Kotos, M. B. BapaHos
PepepanbHbIi MEOVLIMHCKIIN B1odunsndeckini LeHTp nmenn A. V. BypHassaHa PegepanbHOro Meanko-bronorndeckoro areHtcTea, Mocksa, Poccus

CHWxeHne opTocTaTuydeckoi yctonumsocTv (OY) siBNsSieTCs akTyanbHOM NpobneMor KOCMUYeCKor MeauumHbl. Lienbto paboTbl 6bi10 OLEHUTL BRAVSHKE
NHTEPBaSbHBIX MMNOKCUYECKMX TpeHnpoBok (M) Ha OY YenoBeka 4O 1 MOcne BO3OENCTBMS TPEXCYTOYHOM aHTMOPTOCTaTUHECKOM rMnokmHesnm (AHOT) kak
MOoAenM MYKporpasuTaLmn. Mpw ydactm 16 My>xyH-A00poBONbLEB B Bo3pacTe 18-40 neT nposeneHsbl ABe cepumn nccnefoBaHuin ¢ 11- 1 21-cyTouHbIM KypcoMm
exenHeBHbIX UIIT. B nepsoit VIMT KoHLEHTpaumWst kMcnopoda Bo BAbIxaeMoi ra3oBoli cMmecu coctasnsina 10%, Bo Bcex nocnegytolinx — 9%. Ouerky OY
BbINonHaM oo 1 nocne AHOI nposeaeHemM 20-MuHyTHOM opTonpobbl (ON). PadsuTie opTocTaTny4eckomn HeycTonimsocTi o AHOI Habntoganu y Tpex, a nocne
AHOI" y pessAtv 13 16 obcnegyembix (p < 0,05). Bo Bpemsa Ol nocne AHOI™ cpefHee 3HadeHne HacToTbl cepaeqHbix cokpatlieHnii (HCC) npeBbillano KOHTPOSbHbIE
3HaveHns Ha 26,8% (p < 0,01). Mocne 11- 1 21-cyTouHbix AIMT oTMeveHa TEHAEHLMSA K CHKEHUIO YCNa Cly4aeB C PasBUTEM OPTOCTATUHECKOW HEYCTONHNBOCTU.
Mo cpaBHeHuio ¢ koHTposeM npun O no AHOI nocne 11-cyTouHoro kypca UIMT Habniogany MeHee BbipaxxeHHbIn npupocT YCC, a npu yBenudeHun kypca UM
[0 21 CyTOK — MeHee BbIPaXKeHHbIE peakuu co CTOPOHbI YCC, CUCTONMHECKOro, AMacTONMYECKOrO 1 CpefHero apTepuanbHoro aasnequs (AL). Mpw O nocne
AHOT B cepum ¢ 11-cyTouHbIM KypcoM VT Meno MecTo LOCTOBEPHO MeHbLLee yBenuyeHne YCC npu ctabunbHom yposHe ALl B cepumt ¢ 21-CyTOUHBIM KYPCOM
WI'T Habntopgann merblune casurin YCC m cuctonuyeckoro AL (o < 0,05). Taknum obpazom, nposefeHue VM nprBogmio K yMEHbLLEHNIO PUCKa OPTOCTaTUHECKNX
HapyLLEHWIA 1 MeHee BblpaXKeHHbIM CABMraM rokasartenein cepaeqHo-COCYANCTON CUCTEMbI BO BPeMS MOCTyPasibHbIX BO3AENCTBUIA.

KntoyeBble cnoBa: MHTEPBASTbHbIE TVIMOKCHHECKVE TPEHNPOBKM, OPTOCTATUHECKAS YCTOMHMBOCTb, @HTMOPTOCTATUHECKaS MUMOKVHESWS, apTeprasibHoe AaBneHme,
4acToTa CepaeHHbIX COKpaLLEHNI
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Exposure to a natural or modelled microgravity environment
leads to the deconditioning of the physiological systems
involved in maintaining the upright posture under Earth’s
gravity. Diminished orthostatic tolerance (OT) is a serious
symptom of deconditioning that was recognized in the early
days of manned space missions [1, 2]. After short-duration
Space Shuttle flights, about 20% of astronauts were unable
to complete a 10-minute orthostatic tilt test (OTT) due to a
progressive blood pressure fall and presyncope [3]. Even more
American astronauts developed orthostatic intolerance after
long-duration missions aboard Mir [3] and the International
Space Station (ISS). Besides, ISS astronauts took longer to
recover than Space Shuttle crews [4].

Countermeasures against the adverse effects of microgravity
on the human body during orbital flights are complex, time-
consuming and include daily exercise for about 2.5 hours
[5]. However, they cannot completely avert the development
of orthostatic intolerance in the early postflight period [4, 6].
The first Russian experimental studies investigating the effects
of the modeled lunar gravity field on human physiology [7]
underscore the significance of this yet unsolved problem for
future space missions [8].

Manned space missions to the Moon and beyond to
Mars will require more effective and less time-consuming
countermeasures enhanced by cutting-edge technologies
against the deconditioning effects of micro- and hypogravity
on gravity-dependent body systems. Creating artificial gravity
on board of a spacecraft is the most radical solution to counter
microgravity [9]; in turn, methods for targeted physiological
action [10], including adaptation to hypoxic hypoxia [11], might
reinforce the effect.

Today, adaptation to hypoxic hypoxia through normobaric
or hypobaric intermittent hypoxic training (IHT) is widely used
in clinical, sports, aviation and space medicine as a non-
drug therapy for restoring body function, improving physical
performance and resisting occupational stress [12, 13].
According to some publications, IHT can reduce the intensity
of hemodynamic changes during orthostatic tests [14, 15]. ltis
reported that a 14-day-long exposure to a hypoxic environment
reduces orthostatic hypotension and increases orthostatic
tolerance in rats kept in the antiorthostatic position (modeled
microgravity) for 2 weeks [16]. The findings of the cited study
inspired us to carry out an experiment on human subjects in the
attempt to investigate the effects of IHT on OT before and after
a 3-day exposure to modeled microgravity.

METHODS

The study was carried out in 16 healthy, non-smoking male
subjects aged 18 to 40 years (the mean age was 26.4 + 1.5
years; the mean body weight, 76.8 + 2.6 kg; height, 177 +
1.9 cm) and not involved in professional sports. The following
inclusion criteria were applied: approval by the medical board
and informed consent to participate. Two days before the
experiment, the subjects were accommodated in an inpatient unit
for adaptation. During the adaptation period, their condition
was closely monitored by the medical personnel. Physical

Table. Effects of 3-day HDBR on orthostatic tolerance in subjects

loads were banned. Meals were provided 4 times a day. Sleep
time was from 23:00 to 8:00. Microgravity was simulated by 3
days of —-6° head-down tilt bed rest (HDBR) [17].

IHT sessions were conducted using a Bio-Nova-204
system for hypoxic therapy (Bio-Nova; Russia). The hypoxic
gas mixture was delivered to the seated participants through a
mask pressed tightly against the face, in a well-ventilated room
for physiological tests involving humans. IHT sessions were
held daily and lasted 60 min each. Each session consisted of 6
cycles: 5-minute periods of breathing the hypoxic gas mixture
followed by 5 minutes of breathing ambient air. During the first
IHT session, the concentration of oxygen in the inspired gas
mixture (FIO,) was 10%. Starting from the 2" session, FIO, was
adjusted to 9%. During IHT, the condition of the participants
was closely monitored; oxygen saturation (SpO,), heart rate
(HR), systolic and diastolic pressures (BP) were taken every 3
minutes.

OT was assessed a day before HDBR and immediately
after 3 days of HDBR on a tilt table by transferring the subjects
to a vertical position at an angle of + 70 ° for the maximum of
20 min. Before, during (every 2 minutes) and after the end of
OTT, HR, systolic and diastolic BP were measured. Subjective
and objective indicators of health status were evaluated. Prior
to OTT, baseline physiological parameters were recorded in the
supine position (before hypokinesia) and in the HDBR position
(after hypokinesia).

Physiological parameters were measured using a PVM-
2703 bedside monitor (Nihon Kohden Corporation; Japan)
fitted with a pulse oximeter and channels for measuring BP
and ECG. Mean BP was computed as the sum of diastolic BP
and 1/3 of pulse pressure. OTT was terminated if the tested
participant had a progressive BP decrease, bradycardia,
nausea, excessive sweating, blurred vision and other signs of
imminent syncope. Two different IHT regimens were used. In
the first part of the experiment, IHT duration was 11 days; in the
second part, IHT was extended to 21 days. The number of the
participants involved was 6 and 11, respectively.

Statistical analysis was carried out in Microsoft Excel
ver. 2016 (16.0.5071.1000; Microsoft Corporation; USA).
Significance of differences was assessed using the
nonparametric Wilcoxon signed-rank test, the Mann-Whitney
U test and Fisher’s — criterion. Differences were considered
significant at p < 0.05. The table and figures below show the
mean values of the studied parameters and the mean error
(M +m).

RESULTS
IHT tolerance by subjects

During hypoxic gas breathing, the subjects did not feel any
discomfort or had any health complaints. SpO, was falling from
97.0 + 0.5% to 77.6 = 2.6%; HR was increasing from 71.7 +
4.0 min to 89.0 + 4.3 min™" (p < 0.05). BP did not change
significantly. When the participants were breathing ambient air,
their SpO, and HR were recovering, reaching the initial values
by the beginning of the next IHT cycle.

Orthostatic tilt test parameters Before HDBR After HDBR
Number of completed OTT/total number of OTT 13/16 7/16*
Average test duration, min 18.6 + 0.8 13.8 + 1.6
Average time to presyncope, min 12.7+1.6 9.0 +1.4*

Note: OTT — orthostatic tilt test; * — p < 0.05.
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Fig. 1. Effects of 3-day HDBR on cardiovascular responses to the orthostatic test. # (o < 0.05) and # (p < 0.01) designate differences between the data obtained during
OTT and the data obtained from supine subjects before OTT; * (o < 0.05) and ** (p < 0.01) designate differences before and after HDBR

Effects of 3-day HDBR on orthostatic tolerance

The Table below shows the results of OTT before and after
3 days of HDBR. After HDBR, the number of successfully
completed OTTs dropped from 13 to 7, whereas the number
of OTTs terminated due to the symptoms of presyncope
increased threefold, from 3 to 9 (p < 0.05). For the group, the
average time of OTT after HDBR significantly decreased by
4.8 min (p < 0.05) in comparison with the control.

In addition to the increased number of presyncopies, time
from tilting the subjects upward to the onset of presyncopal
symptoms also tended to decrease by 3.7 min.

Following 3 days of HDBR, the mean HR during OTT
exceeded the control values by 26.8% and was 119.8 + 2.6 min”’
vs. 94.6 + 0.9 min"' before HDBR (p < 0.01; Fig. 1). Moreover,
the post-HBDR HR was significantly higher in the experimental
group than in the controls throughout the test (Fig. 2). The
significant increase in HR was accompanied by a slight (about
5%) yet reliable mean systolic BP fall from 123.8 + 2.2t0 118.8
+ 1.3 mmHg and an elevation of diastolic BP, which was less

pronounced in the experimental group: 8.9% (from 73.9 + 1.6
10 80.5 + 1.2 mmHg) vs. 18.5% in the control group (from 69.2
+ 1.4 10 82 + 0.6 mmHg). There was no reliable increase in the
mean BP (see Fig. 1). Of note, the absolute values of HR and
diastolic BP measured in the supine position before the initial
OTT were 11% and 6.8% lower, respectively, than the absolute
values of HR and diastolic BP measured in the antiorthostatic
position before the post-HDBR tilt test (p < 0.05).

Effects of 11-day IHT on orthostatic tolerance

In the first part of the experiment, OTTs (before and after HDBR)
were carried out on 6 participants. Later, one of them decided
to drop out. Consequently, the effects of IHT on orthostatic
tolerance before and after HDBR were investigated in a group
of 5 individuals, and the data on the dropout was not included
in the analysis.

Before HDBR, the tilt test was completed by 4 (80%) of 5
participants; after IHT, 5 of them (100%) were able to pass the
test. Initially, of 5 OTTs performed after HDBR, 3 (60%) were
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Fig. 2. HR dynamics during the orthostatic test before and after 3 days of HDBR.*
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Fig. 3. Effects of 11-day IHT on cardiovascular responses to the orthostatic test before HDBR. # (p < 0.05) and * (p < 0.01) designate differences between the data

obtained during OTT and the data obtained from supine subjects before OTT; *

terminated because the participants became presyncopal.
However, IHT presyncopal symptoms were observed in only
one (20%) of 5 participants. The mean OTT duration tended to
increase from 13.4 + 3.5 min to 18.6 1.6 min.

The effects of 11-day IHT on the cardiovascular system
undergoing orthostatic exposure are shown in Fig. 3. IHT
before HDBR resulted in a less pronounced (3%) increase in HR
(o < 0.05) in comparison with no IHT. Interestingly, the increase
in HR during OTT after HDBR was much less pronounced
(16.1%; p < 0.09) in the participants who had completed the
IHT program than in the control group (Fig. 4). Other IHT effects
included a stable systolic BP and a higher mean BP (7.2%;
p < 0.05).

Effects of 21-day IHT on orthostatic tolerance

Of 10 participants included in the second part of the experiment,
8 (80%) individuals were able to successfully complete pre-IHT
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(p < 0.05) marks differences before and after IHT
OTT before HDBR, whereas after IHT 9 (90%) subjects were

able to pass the test. In 3 cases (2 before IHT and 1 after IHT),
OTT was terminated because the participants developed the
symptoms of presyncope. A slight (4.9%) increase in mean
orthostatic tolerance (18.2 + 1.2 vs. 19.1 + 0.9 min) was
observed in the participants who had undergone the IHT
program, as compared with the control group.

Prior to IHT, 4 (40%) of 10 participants were able to
complete OTT after HDBR; their number increased to 6 (60%)
after IHT. In 6 cases before IHT and 4 cases after IHT, OTT was
terminated because the participants were showing the signs of
presyncope. There was a tendency to better tilt test tolerance
in the group that had undergone the IHT program: the test
duration increased from 13.4 + 2.1 to 14.7 = 2.2 min, i.e. by
9.7%, in this group as compared to the control.

The effects of IHT on hemodynamics observed during
OTT before HDBR are provided in Fig. 5. In comparison with
the control group, HR, diastolic BP and mean BP increased
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Fig. 4. Effects of 11-day IHT on cardiovascular responses to the orthostatic test after HDBR. # (p < 0.05) and # (p < 0.01) designate differences between the data

obtained during OTT and the data obtained from supine subjects before OTT; *

(o < 0.05) and ** (p < 0.01) designate differences before and after IHT
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less dramatically during OTT (by 5.4%, 6.3% and 5.1%,
respectively; p < 0.01) in the participants who had completed
the IHT program. Systolic BP did not change significantly during
OTT but was 3.3% lower than before IHT (p < 0.01).

During the post-HDBR tilt test (Fig. 6) performed after IHT,
an increase in HR was less pronounced (4.6%) and BP values
were lower (5.8%) (p < 0.05). Before OTT, HR, diastolic BP and
mean BP were 14.5%, 5.1% and 4.3% lower in the participants
who had completed the IHT program than in the control group
(o < 0.05).

DISCUSSION

The study demonstrates that 3 days of HDBR reduces OT in
human subjects. After HDBR, significantly fewer participants
could complete the test due to the symptoms of presyncope
and the trending early onset of such symptoms in the vertical
position. After 3 days of HDBR, orthostatic intolerance was
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observed in 9 (56.3%) of the total 16 participants. Our findings
support the data generated by other studies. It is reported
that after 4 days of HDBR, as many as 5 (63%) of 8 subjects
were unable to finish the orthostatic test [18, 19]. There is
evidence that orthostatic intolerance can develop after shorter
exposures to HDBR. For example, 6 (75%) of 8 participants
became presyncopal during OTT after only 4 h of HDBR [20].
Differences in the estimated frequency of orthostatic
intolerance after HDBR might largely be due to the employment
of different methods for OTT, different tilt table angles (60 to
80°), OTT duration (10-20 to 60 min), application of negative
pressure to the lower body after OTT, nonuniform criteria
for assessing OT (based on test duration or the onset of
presyncope), individual physiological response to OTT [21, 22].
The key role in maintaining systemic BP and cerebral
circulation during orthostatic exposure is attributed to the
cardiovascular system [23]. In our study, the hemodynamic
response to orthostatic exposure was characterized by
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Fig. 6. Effects of 21-day IHT on cardiovascular responses to orthostatic test after HDBR. # (o < 0.05) and # (o < 0.01) designate differences between the data
obtained during OTT and before OTT; * (p < 0.05) and ** (p < 0.01) designate differences before and after IHT
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pronounced tachycardia and low systolic BP after HDBR.
These findings are consistent with the results of space flight
studies [24] and studies of antiorthostatic hypokinesia [25].

Pronounced tachycardia observed during OTT after
HDBR should be considered a symptom of cardiovascular
deconditioning caused by hypokinesia. It is known that —6°
HDBR leads to blood/fluid redistribution toward the skull and
increases the blood volume in the thoracic compartment
[26]. Increased venous return to the right atrium triggers
secretion of the atrial natriuretic peptide [27]. This results in
reduced water reabsorption, diuresis, increased natriuresis and,
eventually, decreased plasma volume. After 2 days of HDBR,
the central blood volume drops by approximately 11% [28],
and the plasma volume decreases by 6.1% [29]. It normally
takes 2 to 4 days for the cardiovascular and related systems to
adapt to HDBR; the adaptive state is characterized by slower
HR and slightly lower BP [30]. Higher HR and diastolic BP in
the antiorthostatic position before OTT after 3 days of HDBR
vs. HR and BP in the horizontal position before the initial OTT
observed in our study suggest that the body was still adjusting
its water-electrolyte balance to the new environment.

In the setting of moderate hypovolemia that develops
after 1 week of a spaceflight/ HDBR, the left ventricular end-
diastolic volume, the stroke volume and the cardiac size
diminish [31]. Apart from the small stroke volume, increased
venous distension in the lower limbs, which often develops
during HDBR and spaceflights, is also a precipitating factor
for orthostatic disorders: orthostatic exposure increases blood
flow to leg veins and makes it difficult for the body to maintain
adequate cardiac output in the vertical position [32].

The baroreflex mechanism relying on the receptors of carotid
sinuses and the aortic arch is the crucial component of neural
circulatory control. The baroreflex regulation of BP is largely
implemented through the modulation of HR and the vasomotor
activity of the sympathetic nervous system (SNS) [33]. A
positive correlation has been established between the level of
vasomotor SNS activity and total vascular resistance in young
men [34]; unlike changes in the central hemodynamics and
HR reported by another study [35], vascular resistance turned
out to be critical in maintaining BP in astronauts during OTT
after short-duration (9-14 days) space missions. These results
are well correlated with the data generated by another study
[36]. According to the publication, preexposure prophylaxis
with midodrine, which is known to enhance vasoconstriction,
prevented syncope due to orthostatic exposure in all of 5 study
participants following their return to Earth. It is reported that the
baroreflex control of vasomotor SNS activity is weakened during
HDBR and the subsequent OTT [21]. Today, it is believed that
decreased baroreflex sensitivity is one of the principal causes
of poor orthostatic tolerance in the setting of hypokinesia and
microgravity [21, 25, 30].
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Performing IHT reduces the risk of orthostatic disorders.
This can be inferred from the less pronounced changes in
cardiovascular parameters during orthostatic exposure and
fewer cases of presyncopal symptoms before and after HDBR.
The increase in HR during OTT before HDBR was smaller in
the group that had completed the 11-day IHT program than
in the control group. The extended 21-day IHT program led
to less pronounced changes in HR, systolic, diastolic and
mean BP. The increase in HR during OTT after HDBR was
significantly lower in the participants who had completed the
11-day IHT program; at the same time, systolic BP was stable.
Both HR and systolic BP were lower in the group subjected
to the extended IHT regimen. HR, systolic and diastolic BP
values after IHT preceding the test were lower than before IHT,
suggesting faster adaptation to HDBR.

According to the literature, the beneficial effects of IHT
observed in our study might be connected to certain changes
in the functional state of the autonomic nervous system
and the cardiovascular system occurring during adaptation
to repeated hypoxic exposure [11]. The mechanisms of
immediate adaptation to hypoxia rely on the sympathetic
activation of the compensatory cardiorespiratory response,
which aims to reduce arterial hypoxemia and improve
oxygen transport to tissues [16]. Repeated exposure to
moderate hypoxia and reoxygenation create a structural
and functional basis for the mechanisms that underlie
long-term adaptation to hypoxia and improve oxygen
uptake by mitochondria [37]. The long-term effects of IHT
include enhanced performance of the parasympathetic
components of circulatory control and higher efficacy of
baro-and chemoreceptor-based regulation of heart rhythm
and vascular tone [38]. Regional blood flow is redistributed
toward the brain and the heart. IHT has been shown to
exert a beneficial effect on vascularization and myocardial
contractility [39]. This leads us to hypothesize that IHT
might have had a cardioprotective effect on our subjects
by increasing myocardial capacity and negating the main
detrimental effects of orthostasis manifested as a dramatic
BP decline.

CONCLUSION

Pronounced tachycardia during OTT after HDBR should be
considered a sign of cardiovascular deconditioning due to
limited physical activity during hypokinetic periods. Preexposure
to IHT ameliorates cardiovascular strain during orthostatic
tests before and after 3 days of HDBR. IHT reduces the risk
of orthostatic syncope. The mechanisms underlying IHT
effects on the functional state and ratio of cardiac to vascular
components maintaining circulatory homeostasis during
orthostatic exposure require further elucidation.
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Facial graft transplantation remains the operation of choice for patients with extensive tissue defects in the maxillofacial region. This study aimed to set up an
experiment on biological objects, develop and test a combined facial graft cross-transplantation technique, select the anesthetic aid allowing to reduce the
risks of perioperative complications, improve survivability of the subjects by reducing the duration of surgical intervention, develop a postoperative therapy and
rehabilitation protocol, assess detection of an acute rejection reaction and develop the immunosuppressive therapy protocol. We conducted three series of facial
graft transplantation surgeries on 26 minipigs and tested the typical component combinations and flap designs. At all stages of the experiment, we managed to
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technique allows transplanting two grafts within a single surgery on one pair.

Keywords: face transplant, microsurgery, facial flap, composite flap

Funding: FMBA applied research, subject "Research of metabolic, morphometric and functional characteristics of tissues and organs after head and neck area
surgery involving physical and laser-conversion digital technologies" ("ChLH-18").

Author contribution: Daikhes NA, Nazaryan DN — work organization, article editing; Gileva KS, Mokhirev MA, Lyashev IN, Zakharov GK, Fedosov AV,
Potapov MB — participation in the experimental part of the work; Batyrev AV — participation in the organization and experimental part of the work, article authoring;
Karneeva OV — participation in the organization of work.

Compliance with ethical standards: the living conditions of animals, care and all manipulations they were subjected to meet the experimental model research
standards.

><] Correspondence should be addressed: Alexey V. Batyrev
Volokolamskoe shosse, 30/2, k. 443, Moscow, 123182; craniofacial@yandex.ru

Received: 01.10.2020 Accepted: 14.11.2020 Published online: 29.11.2020
DOI: 10.47183/mes.2020.018

NMEPEKPECTHASA NEPECAAKA KOMBUHNPOBAHHOIMO JINLLIEBOIO TPAHCIJTAHTATA
B SKCMNEPUMEHTE HA BUOOBBEKTAX

H. A. Oanxec', . H. HagapsH', K. C. Tnesa?, M. A. Moxupes', V. H. Nawes’, I K. 3axapos', A. B. ®enocos’, M. B. MNotarog’, A. B. Batbipes' =,
O. B. KapHeega!

T HaumoHanbHbIi MeguUMHCKNIA NCCNeOoBaTeNbCKUIA LIEHTP OTOPUHONapuHronorin ®eaepanbHoro Meamnko-6ronornieckoro areHTcTea Poccum, Mockea, Poccuist
2 Poccuiicknin Hay4Hbili LeHTP xupypriav nmenmn b. B. MeTposckoro, Mocksa, Poccus

[Nepecanka NMUEBOro TpaHcnnaHTaTa ocTaeTcs onepauvein Bolbopa Ans nauveHToB ¢ 06LMPHbIMI AedeKTaMmn TKaHel YentoCTHO-nLeBo obnactu. Liensbto
paboThbl HbINO B SKCNEPUMEHTE Ha B1IO0OBEKTaX padpaboTaTh ¥ anpobrpoBaTh METOAVIKY NEPEKPECTHON Nepecapkyt KOMBMHMPOBAHHOIO SIMLIEBOrO TPaHCnaHTara,
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Currently, the main method for reconstruction of extensive  operations were performed in 2005 [7], yet this type of surgical

head and neck defects is free autograft transplantation [1-3].
However, the loss of such structures as lips, eyelids, nose
makes allotransplantation of a composite facial flap the only
approach allowing fully-fledged rehabilitation [4-6].

To date, 40 composite facial graft transplantation surgeries
have been executed in the world. The first successful
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intervention remains unique and requires involvement of highly
qualified specialists in the preparation, intervention itself, further
observation and rehabilitation [8]. The high immunogenicity of
the skin, which increases the risks of graft rejection, is still a big
problem faced by the teams performing such manipulations.
Currently, there is no single approach to the intervention, with a
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Fig. 1. Experimental animals in the immediate postoperative period

number of solutions suggested. Humanity of experiments and
preservation of life of experimental animals remain an important
requirement.

To date, laboratory mice remained the animals of choice for
experimental facial graft transplantations [9].

This study aimed: 1) to develop and test experimentally
the composite facial graft cross-transplantation technique
on minipigs; 2) to develop and test on the subjects
postoperative therapy and rehabilitation courses, assess the
acute rejection diagnostics approach, develop a competent
immunosuppressive therapy plan; 3) to test the anesthetic aid
used to reduce the risks of perioperative complications.

METHODS

The participants of the experiment carried out three series
of facial graft transplantation surgeries on specially selected
animals, minipigs, as biological models.

For the experiment, 26 closely related animals were
selected: brothers aged from 8 to 24 months, weighing 10-20 kg
1o, 11].

The surgeries involved two animals in parallel and took
place in a prepared operating room. The participants used
standard surgical instruments. An operating microscope was
used microscopy stage. As part of the preparation for surgery,
we marked the composite facial graft on one animal and,
to ensure the maximum possible level of precision, used a
template to repeat the same on the other animal. Collecting the
grafts, we mobilized the soft tissue components of the flaps

Table 1. Flap designs used at different stages of the experiment

Fig. 2. Minipigs on the 14" day after the cross-transplantation

while preserving vital structures, keeping the vascular bundles
intact to the level of their branching from the external carotid
arteries and connecting to the jugular veins, and isolating the
facial nerve for subsequent neuroraphy. The bone parts of
the grafts were mobilized atraumatically with a piezosurgical
tool; after transplantation, they were fastened with Conmet
miniplates and miniscrews. Post-surgery, we took biopsy
samples dynamically on the 7", 14" and 21st days. The
samples were used to verify the reparative processes. In case
of any signs of rejection, the biopsy samples were collected
outside the adopted schedule. We took photos and recorded
videos at all stages of the experiment (Fig. 1, 2).

We considered various combinations of flaps with the aim
to include the most common flaps designs in our work (Table 1).

Execution of the 1t stage

At the first stage, we carried out experimental facial graft cross-
transplantations on five pairs of minipigs (brothers, age — 24
months, weight — 16-20 kg). In the context of these surgeries,
we tested and applied the main techniques and flap designs,
with the technique application involving all the key stages
(Fig. 11-13):

— facial musculocutaneous flap from the buccal, parotid
regions;

— composite skin-musculoskeletal flap from the buccal,
parotid regions and the lower jaw;

— composite skin-musculoskeletal flap form the paraorbital,
buccal, parotid regions and the upper jaw.

N::?:]Z'I’;f (mﬁgfhs) Graft design

1t stage

4 24 Facial musculocutaneous flap from the buccal, parotid regions (Fig. 3, 4)

4 24 Composite skin-musculoskeletal flap from the buccal, parotid regions and the lower jaw (Fig. 5, 6)

2 24 Composite skin-musculoskeletal flap form the paraorbital, buccal, parotid regions and the upper jaw

2 stage

2 24 Facial musculocutaneous flap from the buccal, parotid, lower paraorbital regions (Fig. 7, 8)

2 8 Facial musculocutaneous flap from the buccal, parotid, lower paraorbital regions (Fig. 9, 10)

2 24 Facial musculocutaneous flap from the parotid region with auricle and buccal part

2 8 Facial musculocutaneous flap from the parotid region with auricle and buccal part

3 stage

4 8 Facial musculocutaneous flap from the buccal and parotid regions, with neuroanastomoses made in the region of facial nerve
branches

4 8 Facial .musculoc?utaneoug flap from the parotid region with external part of the auricle, buccal region, with neuroanastomoses
made in the region of facial nerve branches

MEOVILIMHA SKCTPEMATbHBIX CUTYALINW | 4, 22, 2020 | MES.FMBA.PRESS



ORIGINAL RESEARCH | TRANSPLANTOLOGY

Fig. 3. Facial musculocutaneous flap from the buccal, parotid regions (first subject) Fig. 4. Facial musculocutaneous flap from the buccal, parotid regions (second subject)

Fig. 5. Composite skin-musculoskeletal flap from the buccal, parotid regions and Fig. 6. Composite skin-musculoskeletal flap from the buccal, parotid regions and
the lower jaw (first subject) the lower jaw (second subject)

Fig. 7. Facial musculocutaneous flap from the buccal, parotid, lower paraorbital Fig. 8. Facial musculocutaneous flap from the buccal, parotid, lower paraorbital
regions (first subject) regions (second subject)

Fig. 9. Facial musculocutaneous flap from the parotid region with auricle and Fig. 10. Facial musculocutaneous flap from the parotid region with auricle and
buccal part (first subject) buccal part (second subject)
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Surgical interventions were performed under intravenous
anesthesia (rometar 0.15 mg/kg + zoletil-100 2 mg/kg) without
anesthetic support. The average time of surgery was 14 hours.

Post-surgery, the animals received an antibacterial drug
(Baytril for 14 days) and 120 mg of prednisolone i.m. OD
throughout the entire follow-up period.

On the 5" day after the operation, two animals developed
edema. They were subjected to pulse therapy, and their
scheduled prednisolone intake was increased to 240 mg.
Five days after, we registered thrombosis of the anastomoses
caused by the intensified vascular reaction to hyperergic
response of the recipient's body.

Execution of the 2" stage

At the second stage, we cross-transplanted facial grafts on
four pairs of animals (two pairs — brothers, age — 24 months,
weight — 20 kg; two pairs — brothers, age — 8 months,
weight — 8 kg).

In this experiment, we tested cross-transplantation of the
following flap designs:

— facial musculocutaneous flap from the buccal, parotid,
lower paraorbital regions;

— facial musculocutaneous flap from the parotid region with
auricle and buccal part.

Surgical interventions were performed with anesthetic aid,
under intravenous sedation (rometar 0.15 mg/kg, zoletil-100
2 mg/kg, propofol 4 mg/kg, xyla 0.2 mi/kg) and supervision of
anesthesiologists. The average time of surgery was 10 hours.

Post-surgery, the animals received 3 ml of Baytril i.m. OD
(antibacterial therapy) and 16 mg of dexamethasone i.m.
OD (immunotherapy) throughout the entire follow-up period.

Same as at the 1t stage of the experiment, we registered a
delayed development of rejection. Clinical manifestations were
relieved by pulse therapy (360 mg of solumedrol i.m.).

On the 21t day post-surgery, we collected histological
material from the place of fusion of the transplanted flap and
the recipient's tissues for histological control.

Execution of the 3 stage

At the 3rd stage, we cross-transplanted facial grafts on four
pairs of animals (four pairs — brothers, age — 8 months,
weight — 10 kg). Analysis of the results of the previous stages
allowed us to adjust perioperative therapy and the anesthesia
protocol. Intra- and post-surgery, we subjected the animals to
immunosuppressive therapy [12].

To prevent immediate loss of grafts for immunological reasons,
we determined blood group compatibility and performed the
microlimphocytotoxic test on the eve of the operation. The fact
that each animal was both a donor and a recipient simultaneously
was factored in. Individual blood compatibility was checked with
the help of room temperature crossmatching.

Based on the results of a series of immunological tests,
we made four pairs of animals that underwent a total of eight
transplantation surgeries. In each case, the individual compatibility
and the microlymphiphocytotoxic tests returned negative.

In this experiment, we continued testing composite flap
designs, namely:

— facial musculocutaneous flap from the buccal and parotid
regions, with neuroanastomoses made in the region of facial
nerve branches;

— facial musculocutaneous flap from the parotid region with
external part of the auricle, buccal region, with neuroanastomoses
made in the region of facial nerve branches (Fig. 14).

Fig. 11. Intraoperative picture taken after dissection of the composite skin-
musculoskeletal flap from the buccal region

Fig. 12. Intraoperative picture taken after dissection of the composite skin-
musculoskeletal flap from the buccal region and the lower jaw

Fig. 14. Intraoperative picture taken after exposition of the facial nerve's trunk
and branches
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Number of animals Age (months) Flap observation time

1st stage

Two pairs (recipient — donor) 24 36 days
2 stage

Two subjects from different pairs 8 2? tﬂzysri(:::t;Izgf:;igznggz:g; on the 21 day
34 stage

Two §u‘bject_s from differ_ent pairs 8 30 days _(histological _confirmation on the 14" day

(administration of tacrolimus) of the primary adhesion process)

Table 3. Survival of the animals after surgery
Number of animals | Duration

1st stage

8 out of 10 (80%) | Over 30 days
2 stage

7 out of 8 (87.5%) | Over 30 days
3 stage

7 out of 8 (87.5%) | Over 30 days

Surgical intervention was performed with anesthetic aid
under intravenous sedation (zoletil-100 2 mg/kg, propofol —
4 mg/kg, xyla — 0.2 mi/kg). The average time of surgery was
8 hours.

Based on the additional advice received through
consultations with transplantologists and anesthesiologists, we
adjusted the drug therapy as follows.

Pre-surgery:

8 hours before intervention — low molecular weight
heparins (clexane), s.c.;

antibiotic therapy — 1 ml of interspectin i.v. 30 minutes
before the incision.

Intraoperatively, two pairs of subjects received:

0.15 mg/kg of Prografi.v.;

heparin before the blood flow was resumed.

Post-surgery, experimental models received: antibiotics
(1 ml of interspectin per 10 kg of weight i.m. OD) for 14 days
with the aim to prevent secondary bacterial complications;

immunosuppressive drug (Solumedrol 160 mg/m)
throughout the follow-up period.

We did not register pronounced manifestations of flap
rejection post-surgery. The persisting edema were attributed
to the volume of intervention and hypersecretion of the salivary
gland.

RESULTS

We had the subjects surviving long-term at all stages of the
experiment, which indicates humane use of animals. Post-
surgery, their vital functions remained unchanged (Table 2).
We succeeded in improving the survival rate of models after
surgical interventions (Table 3).

Histological examination (Fig. 15) of the recipient-donor
boundaries revealed the ongoing primary adhesion process,
which prevents acute rejection as it is described in the Banff
classification [13, 14].

Figure 15 shows the skin and the subcutaneous tissue,
consisting of two fragments, separated by the wound.

The first fragment (recipient) is a skin flap with platysma.
The skin is a set of ordinary layers with signs of keratinization
and accompanying elements (hair follicles, sebaceous glands).
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Fatty tissue includes vessels of various sizes. Platysma is of
the usual structure, it consists of longitudinal and transverse
muscle fibers. In the deep layer, there are glandular structures.

The second fragment is the skin flap with platysma. The
skin is a set of ordinary layers with signs of keratinization and
accompanying elements (hair follicles, sebaceous glands). Fatty
tissue includes vessels of various sizes. The typical platysma of
longitudinal and transverse muscle fibers has narrow strands
of granulation tissue penetrating it. The vessels contain form
elements.

The wound is a narrow slit filled with granulation tissue of
low cellularity. The granulation tissue mainly consists of small
capillaries and interlayers of connective tissue with thin fibrils. It
is practically not infiltrated with polymorphonuclear leukocytes
(neutrophils), lymphocytes. They are found only in the surface
layer under a patch of necrotic epidermis. Along the wound slit,
infiltration with multinucleated cells can only be seen from the
side of the first fragment.

Fig. 15. Place of fusion of the flap with the recipient's tissues on the scanned image
of the histological specimen
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Table 4. Flap survival depending on the type of antibacterial and immunosuppressive therapy selected

Immunotherapy

Result

1%t stage

Antibacterial (ceftriaxone i.m. OD) + immunosuppressive therapy
(prednisolone 120 mg or 240 mg as pulse therapy in case of rejection)

Two flaps (out of 10) from different pairs: survival without signs of acute
rejection up to 36 days, development of delayed acute rejection followed by
a pulse therapy relief attempt

2 stage

Antibacterial therapy (enrofloxacin i.m. OD) and immunotherapy (16 mg of
dexamethasone i.m. OD, 32 mg of dexamethasone OD as pulse therapy in
case of rejection)

Two flaps (out of 8) from different pairs — engraftment on the 21t day, with
arrested acute rejection in the postoperative period

3 st

age

Antibacterial therapy (lincomycin + spectinomycin i.m. OD) and
immunotherapy (tacrolimus — intraoperative i.v., methylprednisolone i.m.)

Two flaps (out of 8) from different pairs — engraftment on the 14" day
without signs of rejection

Table 4 shows the results of graft retention depending on
the therapy regimens in the peri- and postoperative periods. It
should be noted that the response is more effective in the cases
where acute rejection reactions were purposefully relieved.

DISCUSSION

Even with the histological analysis confirming graft healing, it is
necessary to closely observe the dynamics of the processes
post-surgery and adjust the immunosuppressive therapy
regimen with minimum possible delay following registration of
signs of the acute tissue rejection reaction.

Having analyzed the results of our experiment and
considered the cases of development of acute graft rejection,
we concluded that it is necessary to continue development and
testing of the immunosuppression regimen, which is consistent
with the results other researchers have arrived at [15]. Another
group of researchers has discovered that the features of the
composite graft play a role in the development of rejection in
one of its components [16], which leads to loss of the skin part
of the flap while its muscle components remains.

Thus, the question is raised about the need to select
objective methods for diagnosing the state of all components
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EFFECTIVENESS OF IMMOBILIZED PROBIOTICS FOR COMPLEX THERAPY OF NOVEL CORONAVIRUS
INFECTION COVID-19 IN HOSPITAL SETTINGS

Bomshteyn NG, Bolotov YuV, Kim 1A B, Trukhin DV
Scientific and Clinical Center of Otorhinolaryngology of the Federal Medico-Biological Agency of the Russian Federation, Moscow, Russia

Taking into account the gut-lung microbiota axis, the new probiotic treatment methods for COVID-19 are currently being discussed. There are effective medicinal
preparations of domestic manufacture in the Russian Federation, the immobilized probiotics. The study was aimed to determine the effectiveness of the mixed
immobilized probiotic containing the immobilized B. bifidum and lactobacilli L. plantarum (100 million CFU per dose) or the simple immobilized probiotic containing
the immobilized B. bifidum (500 million CFU per dose) in the complex therapy of patients with COVID-19. During the open-label, prospective, observational study
70 patients with confirmed diagnosis of COVID-19 received complex treatment which included the immobilized probiotics. All patients were discharged from the
hospital with imporoved health status, as well as with improved instrumental and laboratory indicators: body temperature returned to normal in all patients; shortness
of breath, cough, feeling of chest tightening, myalgia and headache disappeared; the patients regained sense of smell and taste; the weakness decreased or
disappeared (pathognomic symptom for COVID-19). The dynamics of clinical, laboratory and instrumental indicators reflecting the course of the novel coronavirus
infection demonstrates the effectiveness of the used complex therapy. The immobilized probiotics may be recommended for the complex treatment of patients
with COVID-19.
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H. I BomwrenH, KO. B. Bonotos, W. A. Kum &2 1. B. TpyxuH
HaumoHanbHbIn MEAULIMHCKUI NCCNenoBaTeNbCKA LIEHTP OTOPUHOMAPUHIONorm GDep,epaanoro Me,D,MKO-6VlOﬂOI’M‘-IeCKOI’O areHTcTBa, Mockea, Poccus

C y4eTOM 0CY «KULLEYHVK—NErKne—MnKpobroTa» B HaCTOSLLEE BPEMS 0OCY KAAIOT NOTEHLabHO HOBble MeToapb! edeHuns nHdekumm COVID-19 ¢ npumMeHernem
npobroTnkos. B Poccuiickon Pepepaum CyLLECTBYIOT ath(eKTVBHbIE OTEHECTBEHHbIE MpernapaTbl — COPOMPOBaHHbIE MPOBMOTUKK. Lienkbio nccneposaHmns 6ui1o
onpeaenntb 3dEKTYBHOCTL BKIOHEHNA B KOMMNEKCHYIO Tepanmto 605bHbIX COVID-19 MofMKOMMOHEHTHOrO COpBMPOBaHHOMO MPOBMOTHKA, CopepKaLlero
copbupoBaHHble B. bifidum v naktobaktepun L. plantarum (100 mnH KOE B nakeTe), nnv MOHOKOMMOHEHTHOrO COpOUPOBaHHOIO NMPobuoTrKa, Copep X allero
copbuposaHHble B. bifidum (500 maH KOE B kancyne). B oTKpbITOM MPOCNEKTVUBHOM HabsogaTensHoM nccnegosanni 70 naumeHtam ¢ NoATBEPXAEHHBIM
nnarHodom COVID-19 NpoBoannv KOMMAEKCHOE NeYeHe C BKIoHYeHeM CopbrpoBaHHbIX MPOBUOTUKOB. BCe NaumeHTbl BbincaHbl U3 CTauyoHapa C yiy4lleHem
COCTOSIHUS!, @ TakXe MHCTPYMEHTasIbHbIX 1 NabopaTopHbIX Mokasatenen: y BCcex NauveHToB HopManmsoBanach Temnepatypa, UCHe3Nn ofplllka, Kalleb,
OLLLLIEHNE 3ATIOKEHHOCTU B FPYAHON KNETKE, MUaNrus, rofioBHas 60mb, BOCCTAHOBUIMCE OOOHSAHME 1 BKYCOBbIE OLLYLLIEHVS, YMEHbLUMNACh UK ncHesna
cnabocTb (xapakTepHblin cumntoMm COVID-19). AnHaMmnka KIMHUYECKMX, NabopaTopHbIX 1 UHCTPYMEHTAsNbHBIX NokasaTtenen, oTpaxatoLyx Te4eHe HOBOW
KOPOHaBUPYCHOM MH(EKLWM, YKa3biBaeT Ha athEKTMBHOCTL MPOBOAVMON KOMMIEKCHOM Tepanin. CopbupoBaHHble NPOBUOTUKI MOMYT BbiTb PEKOMEHL0BAHbI
K MPVIMEHEHWIO B KOMIMIEKCHOM le4eHnn naumertos ¢ COVID-19.
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The World Health Organization (WHO) on February 11, 2020 gave
the disease caused by the novel coronavirus the name COVID-19
(Coronavirus Disease 2019). The emergence of COVID-19 set
the healthcare specialists the task of rapid diagnosis and medical
care provision. Under existing conditions of the fast spread of
infection and limited evidence of the COVID-19 treatment, the
WHO recommendations allow one to prescribe drugs off-label in
accordance with the ethical standards [1].

Taking into account the gut-lung microbiota axis, which
is responsible for maintaining homeostasis, the new probiotic

treatment methods for COVID-19 are currently being discussed
[2, 3]. Gut microbiota contributes to the course of COVID-19
due to its relationship with immune system and lungs.
Interaction between gut and lungs may affect the severity of
CQOVID-19 [4].

There are effective medicinal preparations of domestic
manufacture in the Russian Federation, probiotics, which are
considered a distinct group of immobilized probiotics by the
State Pharmacopoeia of the Russian Federation. Unlike other
probiotics, the immobilized probiotics contain microcolonies
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of bifidobacteria on the activated carbon particles, which
enable their targeted delivery to parietal biotopes of intestines,
therefore increasing the effectiveness of the disease treatment
and prevention [5].

The immobilized probiotics are classified into simple and
mixed probiotics. There are interchangeable dosage forms of
the medications (oral powder and capsules).

The simple probiotic (SIP) contains at least 500 million colony
forming units (CFU) of bifidobacteria Bifidobactrium bifidum
immobilized on the activated carbon particles per capsule, along
with excipient (lactose monohydrate up to 0.20 g). It exhibits
anti-infective, antitoxic, antioxidant and antidiarrheal effect.
According to the product instruction, SIPs are used as part of
complex therapy of acute respiratory viral infections and flu, in
patients with secondary immune deficiencies, severe infectious
inflammatory and purulent septic diseases; for treatment of
diarrhea of different etiology; in patients with dysbioses of different
etiology, including those resulting from the use of antibiotics.

The assessment of the master seed sensitivity showed
that the contained in the SIP B. bifidum 1 strain is sensitive to
azithromycin [6], which should be considered when prescribing
SIP together with azithromycin. In such a situation the daily
dose of the immobilized probiotic should be increased.

The sachet of mixed probiotic (MIP) contains Bifidobacterium
bifidum 1 immobilized on the activated carbon particles, and
Lactobacillus plantarum 8P-A3 (at least 500 million CFU of
each strain), together with lactose monohydrate (up to 0.85 g).

According to the product instruction, MIPs are used in
patients with both viral and bacterial respiratory infections, for
restoration of respiratory and gut ecosystems during the period
of convalescence, and in patients with dysbioses of different
etiology, including those resulting from the use of antibiotics.

The capacity of oral immobilized probiotics to improve the
nasopharyngeal microbiota functioning has been reported [7].

The active components of immobilized probiotics are
considered benign, since the B. bifidum bifidobacteria and
L. plantarum lactobacilli are the main representatives of the
normal resident human microbiota [5].

The study was aimed to determine the effectiveness of
the mixed immobilized probiotic containing the immobilized
B. bifidum and lactobacilli L. plantarum (100 million CFU
per dose) or the simple immobilized probiotic containing the
immobilized B. bifidum (500 million CFU per dose) in the
complex therapy of patients with novel coronavirus infection.

METHODS

The open-label, prospective, observational study included
70 patients admitted to the Scientific and Clinical Center of
Otorhinolaryngology of the Federal Medico-Biological Agency
of the Russian Federation from April 25 to May 26, 2020.
Inclusion criteria: confirmed diagnosis of the novel coronavirus
infection COVID-19 (positive SARS-CoV-2 RNA testing results);
moderate course of the disease.

All patients underwent physical examination, laboratory and
instrumental testing. The course of the disease was assessed
during the physical examination on daily rounds and via
control of laboratory and instrumental testing results within the
recommended time-frame: complete blood count (CBC), blood
chemistry tests, C-reactive protein test (CRP), chest computed
tomography (chest CT), pulse oximetry, thermometry. The
assessment of the lung damage severity on CT was carried out
in accordance with the temporary guidelines [1].

Throughout the study the patients received standard
CQVID-19 therapy in accordance with the temporary guidelines
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of the Ministry of Health of the Russian Federation (version 6) [1],
which included hydroxychloroquine, azithromycin, symptomatic
and supportive care (if medically necessary).

In addition 30 patients (group 1) received SIP, 2 capsules 4
times daily within 14 days after admission to hospital, and 40
patients (group 2) received MIP, 2 sachets 3 times daily since
the 2" week of hospital stay for 10-14 days.

The effectiveness of the therapy was assessed based on
the dynamics of clinical symptoms, laboratory and instrumental
testing results, and the length of hospital stay.

Statistical processing of the results was carried out using
the STATISTICA 9.0 software (StatSoft Inc.; USA).

Quantitative variables were presented as median (Me), lower
and upper quartiles. The discrete characters were presented
as event rate (number of cases proportional to the number of
observations, %).

RESULTS

The main characteristics of the patients are presented in Table 1.
Since the effectiveness of probiotics is not related to gender,
and due to the features of hospitalization during the pandemic,
most patients who have received treatment using the discussed
scheme are males (70%).

The following symptoms were observed in patients of both
groups upon admission: elevated body temperature (within the
range of 37.3-38.0 °C in 60 and 80% of patients of group 1
and group 2 respectively, and above 38 °C in 40 and 20% of
patients respectively), dry cough or cough with little phlegm,
the feeling of chest tightening, shortness of breath, weakness,
myalgia, headache. Rhinitis and the loss of smell and taste
were observed in 40-60% of patients in group 1, and in 15-20%
of patients in group 2. No nausea, vomiting or diarrhea were
detected in any of the patients.

On admission based on the empirical indicators of the
visual scale (the average amount of lung tissue thickening,
bilateral) most patients of group 1 (60%) were diagnosed with
moderate lung lesion on CT (CT2), and 40% of the patients
were diagnosed with mild lung lesion (CT1). Among patients of
group 2, moderate lung lesion (CT2) was diagnosed in 37.5%,
and mild lung lesion (CT1) was diagnosed in 62.5%. It should
be noted that the differences in the lung damage rate in patients
of studied groups were not significant (x*> = 2.64, p = 0.104, the
critical value x? = 3.84 at p = 0.05).

The oxygen saturation values obtained by pulse oximetry
(Sp0,) in patients of group 1 were 97-96% (all patients), in
patients of group 2 they were 97% or less (60% of patients),
and 98% (40% of patients).

The CRP level was within the reference range in 20% of
patients of group 1, and 40% of patients of group 2, exceeded
the reference value by 1.8-14.8 times in 80% of patients of
group 1, and by 2.3-19.7 times in 60% of patients of group 2.

The complete blood count (CBC) revealed the decrease in
the number of leukocytes (3.12-3.60 x 10%L) in 60% of patients
of group 1. Alterations in white blood cell count were detected
in 10% of patients. The other parameters’ values were within
the reference ranges in all patients. Complete blood count in
patients of group 2 revealed alterations in the percentage of
certain white blood cell types and the total white blood cell
count (slight decrease) in 15% of patients. In the rest of the
patients (75%), all indicators were within normal range.

The blood chemistry test values (urea, creatinine, bilirubin,
glucose, albumin, electrolytes) in all patients of group 1 were
within the reference range. In 10% of patients the elevated
values of ALT and AST were observed, and in other 90%
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Table 1. Characteristics of patients included in the study

Parameter Group 1 (n=30) Group 2 (n = 40)
Average age, years (Me [lower quartile; upper quartile]) 51 [45; 64] 47 [32; 53]
Principal diagnosis
Novel coronavirus infection COVID-19 (confirmed), moderate course, U07.1, abs. (%) 30 (100) 40 (100)
Complications
Community-acquired pneumonia, bilateral polysegmental, J18.9, abs. (%) 30 (100) 40 (100)
Comorbidities, abs. (%)
Hypertensive heart disease 12 (40) 11 (27.5)
Type 2 diabetes mellitus 2 (6.7) 4 (10)
History of the gastrointestinal tract disorders 9 (30) 8 (20)
History of chronic bronchitis 3(10) 5 (12.5)
Bronchial asthma 1(3,3) -
Chronic sinusitis - 2(5)
Clinical parameters upon admission, abs. (%)
Elevated body temperature 30 (100) 40 (100)
Feeling of chest tightening 30 (100) 40 (100)
Shortness of breath 30 (100) 40 (100)
Fatigue, weakness 30 (100) 40 (100)
Myalgia 30 (100) 40 (100)
Headache 30 (100) 40 (100)
Rhinitis 9 (30) 6 (15)
Loss of smell and taste 10 (33.3) 8 (20)
Pulmonary lesions severity on CT, abs. (%)
CT1 12 (40) 25 (62.5)
CT2 18 (60) 15 (37.5)

of patients these values were within the reference range.
The blood chemistry test values in patients of group 2 (urea,
creatinine, ALT, AST, bilirubin, glucose, albumin, electrolytes)
were within the reference range in 85% of patients, and 15%
of patients had elevated transaminase level. In patients with
diabetes mellitus of both groups, the glucose level was within
the range typical for compensated state.

The clinical parameters dynamics along with the length of
hospital stay for group 1, which received SIP since the day of
admission to hospital, is presented in Table 2.

In most patients, the body temperature decrease was
observed on day 10 of hospital stay, body temperature dropped
to normal on days 14-15, and the cough and the feeling of chest
tightening decreased and disappeared within the same period. In
most patients, the shortness of breath disappeared within 6 days
of treatment, and on day 9 no shortness of breath was observed
in all patients. Myalgia and headache decreased and disappeared
within the same period. In patients who experienced the loss of
smell and taste, the sense of smell and taste recovered on days
10-14, and rhinitis disappeared during the same period. On the

day of discharge the weakness disappeared in 70% of patients,
and decreased in 30% of patients.

Thus, under complex treatment, on the day of discharge
all patients had no elevated body temperature, shortness of
breath, cough, feeling of chest tightening, myalgia, headache
or rhinitis. The sense of smell and taste recovered, and the
weakness disappeared in most patients.

All patients had regular and well-formed stool during the
whole observation period.

On the day of discharge the mild lung lesion on CT (CT1)
indicating the clinical improvement was diagnosed in all patients.
The oxygen saturation and CRP level values were back to normal.

The dynamics of complete blood count showed the
increase in the number of leukocytes in all patients, who had
the decreased number of leukocytes upon admission. On the
day of discharge only one patient had low number of leukocytes
compared to reference value, however, that value was close to
the lower threshold of reference range.

On the day of discharge from hospital the blood chemistry
test values were within the reference range in all patients.

Table 2. Clinical parameters dynamics and the length of hospital stay for the group of patients who received SIP

Parameter Day of improvement* Day of the symptom disappearance *

Elevated body temperature 10[9; 11] 15[14; 16]

Shortness of breath 4[4; 5] 6[5;7]

Feeling of chest tightening 10[9; 11] 15 [14; 16]

Cough 10 [9; 11] 15[14; 16]

Myalgia 4[3; 9] 6[5; 7]

Headache 4[3; 5] 6[5;7]

Length of hospital stay (days)* 18 [17;19]

Note: * — median [lower quartile; upper quartile].
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Table 3. Clinical parameters dynamics and the length of hospital stay for the group of patients who received MIP

Parameter Number of patient; exhibiting the symptom when Day of the symptom disappearance after starting

starting MIP, abs. (%) MIP
Elevated body temperature 34 (85) 4 [3; 5]
Shortness of breath 34 (85) 4 [3; 6]
Feeling of chest tightening 37 (92.5) 5 [4; 6]
Cough 37 (92.5) 5 [4; 6]
Myalgia 20 (50) 41[3; 5]
Headache 20 (50) 41[3; 5]
Length of hospital stay (days)* 18 [17; 21]

Note: * — median [lower quartile; upper quartile].

The clinical parameters dynamics along with the length
of hospital stay for group 2, which received MIP since the 2™
week of hospital stay, is presented in Table 3.

The body temperature dropped to normal on days 3-5
of exposure to MIP in most patients, myalgia and headache
disappeared within the same period. Shortness of breath
disappeared, feeling of chest tightening and cough within 6
days of treatment. In patients who experienced the loss of
smell and taste, the sense of smell and taste recovered on days
4-5 of treatment with MIP, rhinitis disappeared during the same
period. Weakness disappeared on days 5-14 of exposure
to MIP, more often on days 7-8. On the day of discharge no
weakness was observed in all patients.

Thus, under complex treatment, on the day of discharge
all patients had no elevated body temperature, shortness of
breath, cough, feeling of chest tightening, myalgia, headache,
weakness and rhinitis. The sense of smell and taste recovered.

All patients had regular and well-formed stool during the
whole observation period.

The dynamic changes of chest CT based on the empirical
visual assessment data are presented in Table 4.

Prior to starting MIP, the changes of CT findings were
observed in all patients: no clinical worsening compared to
the CT scan results obtained on admission was detected in
25% of patients, and 75% of patients showed signs of clinical
improvement. Under complex treatment with the use of MIP, on
the day of discharge the mild lung lesion on CT was diagnosed
in all patients, indicating the clinical improvement. The oxygen
saturation and CRP level values were back to normal.

When starting MIP, only one patient showed slight decrease
in the number of leukocytes, the other patients’ values were
within the reference range. On the day of discharge the
complete blood count values were within the reference range in
all patients. The blood chemistry test values also corresponded
to reference values, except for patients with diabetes mellitus,
whose glucose level was elevated, but was within the range
typical for compensated state.

The use of immobilized probiotics revealed no side effects,
adverse events or adverse reactions.

DISCUSSION

In the context of sharp rise in the incidence of the novel
coronavirus infection COVID-19 resulting in severe patients’

condition and sometimes being lethal, and the lack of precise
treatment schemes, there was an urgent need for medical care
improvement. Therefore, the use of the medicinal preparations
of domestic manufacture, the immobilized probiotics with high
safety profile and proven effectiveness regarding the acute
respiratory illnesses, for complex treatment seemed natural
enough. Moreover, the capability of immobilized probiotics
to prevent and neutralize the adverse effects of antibacterial
therapy is well known [5, 7]. To avoid the excess load and
the divergent effect on the gut microbiota and human body,
the possibility to use the simple probiotic containing the
microcolonies of Bifidobacterim bifidum in terms of effectiveness
dramatically different from preparations containing single cells
of bifidobacteria of this species during the acute period of the
disease was considered important [5]. The treatment using
the specially selected combination of Bifidobacterim bifidum
microcolonies with the Lactobacillus plantarum species (MIP)
was started since the 2™ week of hospital stay [5, 7]. During
the observational study the complex treatment results were
analyzed in each of two groups of patients who received SIP
and MIP in accordance with different treatment schemes.
Despite the small sample size and the lack of comparison
group, when analyzing the results of COVID-19 patients’
complex treatment, which included SIP and MIP, the general
state improvement, as well as the improvement of the laboratory
and instrumental testing results stood out in all patients. Under
complex treatment on the day of discharge all patients had no
elevated body temperature, shortness of breath, cough, feeling of
chest tightening, myalgia, and headache. The weakness, being a
pathognomic symptom for COVID-19, disappeared in all patients
who received MIP, and in most patients, who received SIP. All
patients of the studied groups, who exhibited the smell and taste
loss upon admission, regained sense of smell and taste during
the 2™ week of treatment. Even though the recovery of smell
and taste is typical for the 24" week from the beginning of the
disease, it never occurs in all patients. Therefore the fact of smell
and taste recovery under treatment with immobilized probiotics
merits consideration and may be subject to further research.
The patients received essential therapy which adversely
affected the gut microbiota, however, none of them complained
of flatulence, abdominal pain, and diarrhea. All patients had
regular, well-formed stool during the whole observation period,
which could be due to positive effect of MIP and SIP on the gut
microbiota and better tolerability of essential therapy.

Table 4. Dynamic changes of chest CT based on the empirical visual assessment data

Upon admission During treatment (days 2-3 of taking MIP) On the day of discharge
CT results Number of patients, abs. (%) CT results Number of patients, abs. (%) CT results Number of patients, abs. (%)
CT2 15 (37.5) CT2 12 (30) CT2 0
CT1 25 (62.5) CT1 28 (70) CT1 40 (100)
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CONCLUSION

Upon the novel coronavirus infection COVID-19 complex
treatment with the use of medication containing immobilized
B. bifidum 1 and L. plantarum 8P-A3 or immobilized B. bifidum 1,
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ADAPTATION TO INTERMITTENT HYPOXIA: DYNAMICS OF BLOOD OXYGEN SATURATION AND SOME
HEMATOLOGICAL PARAMETERS

Katuntsev VP B, Zakharov SYu, Sukhostavtseva TV, Puchkova AA
A.l. Burnazyan Federal Medical Biophysical Center, Moscow, Russia

Adaptation to hypoxia is an important object of medical research. The aim of this study was to investigate the dynamics of blood oxygen saturation (SpO,), arterial
blood pressure (BP), red blood cells, reticulocytes, hemoglobin and erythropoietin (EPO) concentrations during intermittent hypoxic training (IHT). The study was
conducted in 11 healthy male volunteers; 2 regimens were tested: 11 and 14 days of IHT at FO, = 9%. Exposure to the hypoxic gas mixture caused a reduction
in SpO, by an average of 20.4% (p < 0.05), a 22% increase in the heart rate (o < 0.05) and a 4.5% decrease in diastolic BP (o < 0.05) relative to the initial levels.
After 11 days of IHT training, the reticulocyte count was increased by 16.6% (p < 0.05), and there was a distinct tendency to elevated red blood cells (p > 0.05) and
hemoglobin (o > 0.05). EPO concentrations declined by 44.2% (p < 0.05) relative to the initial level. Extending the regimen to 14 days resulted in a 3.9% increase
in red blood cell count (o < 0.05) and a 4.7% elevation of hemoglobin concentrations (p < 0.05), accompanied by the recovery of the initial reticulocyte count. The
applied 2-week IHT regimen resulted in the increased red blood cell count and elevated hemoglobin, suggesting an improvement in the oxygen-carrying capacity
of the blood. The proposed regimen can be used to improve physical performance of individuals working in extreme environmental conditions.

Keywords: intermittent hypoxic training, blood oxygen saturation, erythropoietin, hemoglobin, red blood cells, reticulocytes, arterial blood pressure.
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AJAMNTALUSA K UHTEPBAJIBHOW M’MNOKCUN: ANHAMUKA HACbILLIEEHUSI KPOBU KUCTIOPOLIOM
N HEKOTOPbIX FEMATOJIOMMYECKNX MOKASATENEN

B. M. KatyHues =, C. O. 3axapos, T. B. CyxocTtasLesa, A. A. lNyykosa
PenepanbHbIt MEOULIMHCKNN B1Om3nHeckuin LeHTp nmeHn A. V. BypHassHa, Mocksa, Poccus

AnanTaums K rurokcuy ABSETCS OAHOM U3 akTyasbHbIX MPoGiemM MeavUmnHbl. Lienbio paboTsl GbIIo U3YHnTh ANHAMUKY HACBILLEHUS KPOBW KcnopodoM (SpO,),
apTepuanbHoro fasneHust (ALL), nokasaTenel KpacHOro pocTKa KPOBUW M YPOBHS SpUTPOMNOSTUHA (SMN0) B MpoLIecce MHTEPBaSTbHbIX MMNOKCUHECKX TPEHMPOBOK
(UIT). Mpm ydacTumn 11 My>xxH1H-106POBONLLES MPOBEAEHO ABe cepun necnenosaHni ¢ 11- 1 14-cytodHbim kypcom VIMT npn FO, = 9%. bixaHre Bo3ayxom
C MoHWKeHHbIM PO, Mpusoamio K yMeHblueHnio SpO, B cpeaHeM Ha 20,4% (o < 0,05), yBeNMYEHMIO 4acToTbl CepaeHHbIx CokpalleHnn Ha 22% (p < 0,05) 1
CHWKeHUIo avacTonuyeckoro AL Ha 4,5% (p < 0,05) No OTHOLLEHWIO K MCXOAHbIM 3Ha4eHUsM. [ocne 11-cyTouHoro kypca UM Habniofanu yBenmyeHmne B Kposmn
yncna petnkynoumtos Ha 16,6% (p < 0,05), TEHAEHLMIO K YBENMMYEHMIO YMcna apuTpoumToB (o > 0,05) 1 copgepxanunst remornobuHa (o > 0,05). YpoBeHb Omno no
CPaBHEHWIO C UCXOAHOW BENMHYNHON CHDKaNcs Ha 44,2% (p < 0,05). Yeenuyerure kypca M fo 14 cyTok NprBeno K NOBbILLEHWIO YKcia apuTpoLmToB Ha 3,9%
(o < 0,05) 1 copepkanmns remornobuHa Ha 4,7% (p < 0,05), 4TO CONMPOBOXKAANOCH YMEHbBLUEHVEM YICA PETVIKYNOLMTOB IO UCXOAHOMO YPOBHS. [BYXHeAeNbHbIN
kypc VI NpuBOaUT K YBENMHEHWIO B KPOBW Y1CNa SPUTPOLMTOB ¥ COAEP»KaHNs reMornobrHa, YTO yKasbiBaeT Ha MOBbILLEHNE KVCTOPOAHON eMKOCTU KPOBU.
PagpaboTaHHbIn npoTtokon VT MOXXeT BbITb MCNONB30BaH NPy NOArOTOBKE CNELMabHOMO KOHTUHIEHTA UL, K paboTam C MOBbILLEHHON (hU3MYECKO Harpy3Komn
B 9KCTPeMaJIbHbIX YCNIOBMSIX OKPY>KatoLLEe cpefpbl.

KntoueBble cnosa: VHTEpBasibHble TMMOKCNYEeCKMe TPEHNPOBKKW, HacbllLieHe KPOBW KNCI0POOO0M, S3PUTPOMOSTUH, remMornobuH, BPUTPOLINTLI, PETUKYNOLNTHI,
apTtepuanbHoe AasneHve.
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Exploring the impact of the reduced partial pressure of  of environmental PO, reduction, hypoxia can either provoke
oxygen (PO,), i.e. hypoxic hypoxia, on the human body is an  pathology or exert a revitalizing effect [1-10]. The studies by
important area of medical research. Depending on the degree  Felix Z. Meerson generated a vast array of data suggesting that

EXTREME MEDICINE | 4, 22, 2020 | MES.FMBA.PRESS m




OPUTMHAJIbHOE MCCJIEJOBAHNE | ®3NOJ10INA

adaptive hypoxic training could improve overall endurance and
tolerance of hypoxia or other harsh environmental conditions,
including extreme cold and physical strain; Meerson’s works
provided a rationale for his concept of cross adaptation, the
general mechanism of adaptation and prophylaxis [11, 12].

Success in decoding the molecular mechanism of oxygen
homeostasis has become one of the major advances in
biology made in the last 3 decades. The key regulators of
oxygen homeostasis are hypoxia-inducible factors (HIFs)
[13], of which HIF-1 is highly crucial and well-studied. HIF-1
is a heterodimer composed of an oxygen-dependent subunit
HIF-1a and a structural subunit HIF-1B. The concentration and
stability of HIF-1a and its transcriptional activity are directly
dependent on PO, in the cell [14, 15]. Under reduced PO,, HIF-1a
initiates a cascade of gene-mediated cellular and systemic
reactions conducive to delivering enough oxygen to tissues
and subsequent oxygen uptake. HIF-1 and HIF-2 stimulate
production of erythropoietin (EPO) by the kidneys. EPO is a
hormone that regulates production of red blood cells in the
bone marrow [16]; in turn, red blood cells carry oxygen from
the lungs to other tissues.

This theoretical thesis is in good agreement with the
experimental data demonstrating that long exposure to
an altitude > 2,200 m leads to an increase in serum EPO
concentrations [17] and altitude acclimatization is characterized
by polycythemia, elevated hemoglobin and increased oxygen-
carrying capacity of the blood [1, 3, 18-20]. However, the
associations between EPO levels, hematological parameters of
red blood cells and physiological effects of hypoxia may not
always be very pronounced in intermittent hypoxic training (IHT),
which is used to stimulate adaptation to hypoxia. For example,
no increase in EPO concentrations, hematological parameters
of red blood cells or improved endurance performance were
observed in distance runners undergoing a 4-week normobaric
IHT program (5 min of normoxia followed by 5 min of hypoxia,
70 min per session, 5 times a week; FO, = 12% at week 1,
FO, = 11% at week 2, FO, = 10% at weeks 3 and 4) [21].
Another study conducted in athletes found no significant
differences in the hematological parameters of red blood cells
and hemoglobin mass at baseline and after 4 weeks of IHT
in a hypobaric chamber (38 h a day, 5 days a week, pressure
equivalent to that at 4,000-5,500 m), although there was a
twofold increase in EPO concentrations after exposure to the
hypoxic environment [22]. Another study reported complement
activation, increased phagocytic activity of neutrophils and
elevated immunoglobulins in 10 healthy male volunteers
undergoing a 2-week normobaric IHT program (5 min of
hypoxia followed by 5 min of normoxia, 4 times a day [23].
However, the positive effects of IHT observed in the cited study
were not accompanied by EPO elevation, increased erythrocyte
count or heightened hemoglobin concentrations. One more
publication reported the absence of changes in hematocrit and
hemoglobin concentrations in 9 healthy males undergoing a

12-day normobaric IHT program (2h a day at FO, ~13%) [24];
however, by day 5 their reticulocyte count was elevated.
Considering that IHT is widely used in clinical, sports,
aviation and space medicine [7, 8, 25-27], it is important
to study its effects on the human body, the underlying
mechanisms, the efficacy of different IHT regimens and
approaches to their optimization [28]. The aim of this study
was to investigate changes in oxygen saturation, arterial blood
pressure, hematological parameters of red blood cells and EPO
concentrations throughout a 2-week IHT program.

METHODS

The study was carried out on 11 apparently healthy male
volunteers aged 21-32 years (the mean age was 25.3 + 1.5
years; the mean weight, 81.5 + 3.3 kg; the mean height,
180.4 + 2.2 cm). The following inclusion criteria were applied:
approval by the medical board and voluntary consent to
participate.

IHT sessions were conducted using a Bio-Nova-204 system
for hypoxic therapy (Bio-Nova; Russia) that allows delivering
a hypoxic gas mixture to 2 patients at a time. During the
sessions, the participants remained seated. The mixture was
delivered through a mask pressed tightly against the face, in a
well-ventilated room for physiological tests involving humans.
The sessions were administered on a daily basis; each session
lasted 60 min and consisted of 6 cycles of breathing the
hypoxic gas mixture (5 min) followed by breathing ambient air
(5 min). Thus, each session included six 5-minute long periods
of inhaling the hypoxic has mixture, and the total duration of
hypoxic exposure was 30 min. During the first IHT session,
FO, was 10%, which corresponds to PO, ~76 mmHg. During
the second and the remainder sessions, FO, was 9% (PO,
~68.5 mmHg). In the first part of the experiment, an 11-day
regimen was applied to 5 participants; in the second part, the
regimen was extended to 14 days and was administered to 6
participants.

During the sessions, the physiological and subjective
responses of the participants to the inspired low-oxygen mixture
were closely monitored. Systolic (SBP) and diastolic (DBP)
blood pressures, SpO, and heart rate (HR) were measured at
baseline and during the inhalation of the hypoxic mixture using
a PVYM-2703 monitor (Nihon Kohden Corporation; Japan).

For blood tests, fasting blood samples were drawn from a
basilic vein in the morning prior to commencing the program
and upon completion of the first (11 days) and second (14
days) parts of the experiment. Measurements were done
using an automated hematology analyzer XN-3000 (Sysmex
Corporation; Japan). EPO was measured using an Immulite
2000 XPi analyzer (Siemens; Germany) before starting the
11-day regimen and upon its completion.

Prior to and after completing the extended 14-day IHT
regimen, a functional test previously described in [29] was

Table 1. Oxygen saturation (SpO,), heart rate (HR), systolic (SBP) and diastolic (DBP) pressures in the participants during hypoxic gas breathing

Stage of the experiment SpO,, % HR, min-! SBP mmHg DBP, mmHg
Before IHT 97.0+0.5 71.7+£4.0 127.6 + 3.1 80.2+1.8
IHT Ne 1 753 +1.3" 89.0 + 4.3* 125.3 + 6.1 778+13
IHT Ne 4 76.5 £ 3.2* 90.6 + 1.3* 1247 +7.3 80.7 5.4
IHT Ne 8 78.6 £ 2.3 85.3 +4.7* 127.5+7.0 76.7+£2.6
IHT Ne 11 78.1 1.9 84.6 +5.5" 123.4+4.8 73.7 +1.8*
IHT Ne 14 77.6 +2.6* 86.8 + 4.1* 127.8 +4.8 742 +2.8"

Note: IHT — intermittent hypoxic training; * — p < 0.05 for comparisons with pretraining data
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Table 2. Hematological parameters of red blood cells and erythropoietin levels before and after the IHT program

11-day IHT regimen 14-day IHT regimen
Parameter
Before IHT After IHT Before IHT After IHT

Red blood cell count, x10'?/L 4.85 +0.38 5.0 + 0.32 5.1+0.17 5.3 +0.23*
Hemoglobin, g/L 138.2 + 5.38 143.8 + 7.91 150.2 +4.2 157.3 £ 5.73*
Erythropoietin, mMME/ml 7.35+2.5 4.1 £ 0.96* - -
Hematocrit, % 424 +24 43.3+26 454 +1.13 46.4 +1.83
Reticulocyte count, x10%L 717 +4.2 83.6 + 6.7 73.9+5.2 68.9 + 3.5

Note: * — p < 0.05 for comparisons with pretraining data.

performed to assess adaptation to intermittent hypoxia. The
test determined the time it took SpO, to decline from the initial
level to 80% during hypoxic gas breathing, with FO, =10%
(Td Sp0,), and the time it took SpO, to recover from 80% to the
initial level after the participants stopped inhaling the hypoxic
gas (Tr SpO,).

Statistical analysis was carried out in Mircosoft Excel 2016
(16.0.5071.1000) (Microsoft Corporation; USA). Normality of
data distribution was tested using the Kolmogorov—Smirnov
test. Significance of differences was assessed using Student’s
t test and the nonparametric Wilcoxon T test. Differences were
considered significant at p < 0.05. The results are presented in
the tables below as M + m.

RESULTS

Mean SpO,, HR, SBP and DBP measured during hypoxic
gas breathing are provided in Table 1. Following exposure to
the hypoxic gas mixture, SpO, decreased significantly by an
average of 20.4% (p < 0.05), HR increased by 22% (p < 0.05)
and DBP lowered by 4.5% (p < 0.05) relative to the initial levels.
DBP did not change significantly. Subjectively, the participants
tolerated the applied IHT protocol well and did not complain
of any discomfort. SpO,, HR and blood pressure went back
to normal when the participants were breathing ambient air.
The same dynamics repeated themselves over the next cycles
throughout the session.

Table 2 shows changes in the hematological parameters of
red blood cells and EPO during IHT. We observed a significant
increase in the absolute reticulocyte count (16.6%; p < 0.05)
following the completion of the 11-day IHT regimen. There was
a distinct tendency toward elevated red blood cells and total
hemoglobin (p > 0.05) in the setting of the increased reticulocyte
count. At the same time, serum EPO concentrations declined
by 44.2% (p < 0.05) relative to the initial values. In the second
part of the experiment, the duration of IHT was extended to 14
days, which led to a significant 3.9% increase in red blood cells
(o < 0.05) and a 4.7% increase in hemoglobin concentrations
(o < 0.05) relative to the pretraining values. However, in contrast
to the 11-day regimen, the absolute reticulocyte count was
not elevated after 14 days of IHT. Moreover, the absolute
reticulocyte count did not differ significantly from the initial level
and was by 6.7% lower than at baseline (p > 0.05). On average,
hematocrit concentrations were slightly above baseline values
in both parts of the experiment. However, the changes were
insignificant (o > 0.05).

Fig. 1 features the results of the functional test during
hypoxic gas breathing (FO, =10%). After 14 days of IHT, the
test showed a significant increase (by 93. 5%) in the time it
took SpO, to lower to 80% (p < 0.05) and a statistically
significant reduction by 44% (p < 0.05) in SpO, recovery time
relative to the pretraining values. Considering the detected
shifts in the hematological parameters of red blood cells, we
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hypothesize that these changes might be associated with the
increased oxygen-carrying capacity of the blood following the
IHT program and the developed adaptation in response to
intermittent exposure to hypoxic hypoxia.

DISCUSSION

Normally, normobaric and hypobaric IHT regimens rely on PO,
varying between 114 and 76 mmHg [7, 25, 26, 30-34]. In our
study, PO, was maintained at 76 mmHg during the first training
session but then adjusted to 68.5 mmHg for the remainder
sessions. During the 14-day regimen, the participants did not
have any health complaints or report discomfort. HR and blood
pressure were within the normal reference range, suggesting
that healthy men could tolerate the applied protocol well.

Table 1 demonstrates that the most pronounced changes
in SpO, and HR were observed in the first part of week 1 of
training. Starting from week 2, the decrease in SpO, became
less pronounced, HR was growing more slowly, and DBP
was significantly decreased. According to the literature, these
changes might be associated with a relatively increased activity
of the parasympathetic nervous system during adaptation to
intermittent hypoxia [7, 8, 35] and with improved tolerance to
hypoxia [36].

Our experiment demonstrates that changes in the
hematological parameters of red blood cells become noticeable
and statistically significant after 1.5 weeks of training. They
encompass increased production of reticulocytes in the bone
marrow and their mass release into the bloodstream. Today it
is believed that elevated reticulocytes in the blood reflect the
increased production of EPO, the major erythropoiesis regulator
[37]. Under reduced PO,, serum EPO concentrations peak in
24-48 h and can decline then a week later, approximating the
initial level [38]. Erythropoiesis is a slowly activated process.
Reticulocytosis becomes noticeable as late as 3-4 days after
EPQO elevation [37]. Our findings are consistent with the results
of other studies investigating EPO dynamics. Low EPO levels
and increased reticulocyte count detected after the completion
of the 11-day regimen are in good agreement with the absence
of reticulosis, significantly elevated red blood cells and increased
hemoglobin after 14 days of IHT.

Apart from being the main physiological erythropoiesis
regulator, EPO is involved in regulating the functions of the
brain stem structures that control the respiratory system;
specifically, EPO participates in the regulation of the hypoxic
ventilatory response [39, 40]. A study measured the levels
of EPO mRNA in the brain stem of rats following 2 weeks of
intermittent hypoxic exposure at FO, equaling 12% or 7% [41].
The study found that EPO mRNA tended to decline following
2 weeks of moderately intense exposure to hypoxia (12% O,)
and dropped more than twofold after a more intense hypoxia
regimen (7% O,). The researchers linked the reduced EPO
production to the completion of some adaptation stage after
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Fig. 1. TdSpO, and TrSpO, values during hypoxic gas beathing (FO, = 10%) before and after the 14-day IHT regimen. * — p < 0.05 for comparisons with pretraining values

IHT. However, it should be born in mind that EPO expression
and the intensity of erythropoiesis are interrelated through O,-
dependent processes. There are reasons to assume that the
initial elevation of serum EPO occurs when EPO production
exceeds its utilization in the bone marrow, whereas EPO levels
start to decline when increased erythropoiesis leads to the
increased utilization of EPO in the bone marrow [42]. Thus,
at each stage of adaptation to intermittent hypoxia a dynamic
equilibrium will be maintained between the required level of EPO
production in the kidneys and its utilization in the bone marrow.

The term “hypoxic dose” is often used in the academic
literature about the hematological effects of hypobaric and
normobaric IHT. It characterizes the capacity of an IHT
protocol to have a sufficient stimulating effect on erythropoiesis
by activating EPO production [26, 43]. This characteristic
is determined by the PO, in the inspired air, the duration of
hypoxic exposure in each cycle, periodicity of alternating
exposures to inspired ambient and hypoxic air, the frequency
of training sessions per week, and the total duration of the IHT
program. We found that the applied 2-week regimen, which
included 1-hour long daily sessions at PO, ~ 68.5 mmHg,
was enough to activate erythropoiesis, increase red blood cell
count, hemoglobin and oxygen-carrying capacity of the blood.
With a relatively brief total exposure to a hypoxic environment,
the applied hypoxic dose might not be sufficient to increase the
total hemoglobin mass [32, 44].

In sports medicine, IHT has long been used to prepare
athletes for competitions and improve oxygen uptake and
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tO. B. PackuHa', A. A. HoskyHckas!, A. A. Bapuyk'? &=

" EBponenckuin yHuBepcuteT B CaHkT-INeTepbypre, CankT-MNeTepbypr, Poccust
2 HauwoHanbHbIN MeaULMHCKUIA MICCNEeAOoBATENBLCKUN LIEHTP OHKoNorumn nmern H. H. MeTposa, CaHkT-MeTepbypr, Poccust

Tekylyas anuaemusi KopoHaBupycHon uHgekumn COVID-19 nopoguna uenbii psg Bbi30OBOB /1St OpraHm3auuy 30paBOOXPaHEHUST 1 9KOHOMUKM CTpaH
Mvpa. HecMoTpst Ha TO YTO BCe roCyAapcTBa CTONKHYIMCh C OOHVM U TeM ke 3a00neBaHVeM, NMPUHUMAaEMble SKOHOMUYECKUE U OPraHn3aLMOHHbIE Mepbl
COEPXMBaHMS ero pacrnpocTpaHeHWs 3aMeTHO pPasfM4aloTCs B 3aBUCKMMOCTU OT KX coUMabHbIX, AemMorpauyeckrx 1 reorpadnyecknx XapakTepucTuk.
OCHOBbIBasCb Ha aHaNMUTUYECKOM 0B30pe MCCNeoBaTeNbCKOM U HAYyHHOW NUTepaTypbl, MeXAYHapOOHbIX PYKOBOACTB U APYrX UCTOYHMKOB, MOCBSALLEHHbBIX
NMPOTVBO3NMAEMMONOMMYECKMM MepaM, AiaHHas paboTa CUCTEMATUVPYET 3HaHWS O CTPATErVsX CASPKUBAHMIS ANAEMINIA, pa3paboTaHHbIX A0 TEKYLLEN NaHoeMUN,
1 OMKMCbIBAET BbI30BbI, KOTOPbIE MOCTaBWUNa Nepen MUPOM BCrbILLKA HOBOrO KOpOHaBMpYca, 1 PeLleHus, NpuHSTbIe ANS ee NpefoTepalleHns. B vacTHocTn,
rnokasaHo, B KakoW MocnefoBaTeslbHOCTN U KOMOUHALMN CTPaHbl BBOAMN Pa3Hble MEpPbI, YEM OHW PYKOBOLACTBOBa/IMCh MPY OTMEHE OrpaHUYeHuin, a Takke
TO, KaK vccnefoBaTeny aHanmM3npoBani BIUSHWE pasHbIxX cTpaTeriii 6opbbbl C aNUAEMUEn He TONBKO Ha pacnpoCTPaHeHe HEKLMN, HO 1 Ha coumanbHble 1
3KOHOMUYECKNE MPOLIECCHI.
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The first cases of the respiratory infection caused by the novel
coronavirus SARS-CoV-2 were reported in Wuhan (South
China) in December 2019. The infectious disease later termed
COVID-19 (the acronym of coronavirus disease 2019) rapidly
spread the globe. On March 11, WHO declared a pandemic
[1]. The worst pandemics of the 20th century were caused
by influenza viruses. With every new pandemic, researchers
and public health experts learn more about the dynamics
of such infections and refine measures for slowing their
transmission and so reducing the number of new cases and
deaths. Interventions that break the chain of virus transmission
between humans are key in halting the spread of infection. They
include identification and subsequent isolation of infectious
individuals, contact tracing and quarantine of suspected cases
and practices for reducing the risk of contracting the virus,
such as good personal hygiene and social distancing in the
first place. During the current pandemic, governments took
unprecedented nationwide measures to prevent healthcare
capacities from overwhelming and curb the risks of infection.
Unfortunately, those containment measures came at a cost:
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they caused tremendous damage to economies, public
welfare, health and psychological wellbeing. At the outset,
the decisions made were based on the experience of past
pandemics. However, over time more and more new, long-term
restrictions were imposed; some of them were perceived as
extreme, with unjustifiably high costs for the society. Today, as
many countries are preparing to reintroduce strict anti-COVID
measures, it is time the experience of world governments was
summarized and relaxation strategies were discussed.

Containment measures and their types

Strategies for countering epidemics aim at slowing the transmission
of the virus, suppressing and preventing its outbreaks. Actions
that can be taken by individuals, communities, organizations,
and governments to prevent or slow the spread of infection can
be broken down into a few categories [2—4]:

— surveillance and rapid response to identify and isolate
infectious individuals, trace and quarantine their contacts;

— personal protective measures (good hand hygiene,
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physical distancing, respiratory etiquette, wearing face masks
that cover the mouth and nose);

— environmental measures (surface and object cleaning,
using UV light, improving ventilation and adjusting air humidity);

— physical and social distancing in public spaces (physical
distancing, limitations on mass gatherings or their cancellation,
avoiding crowds on public transport, in restaurants, theaters
or shops, school closures and distance learning, working from
home, restrictions on visiting public spaces);

— travel restrictions to prevent the spread of the virus to
other regions (travel advice, planning trips in advance to avoid
congestion at railway stations, bus terminals and airports,
restricting or banning region- or nationwide trips);

— special measures can be imposed to protect certain
groups of population: those at risk for developing severe
infection, individuals in institutional care (care homes, prisons,
etc.), or those occupationally exposed to the virus.

There are other measures that are not directly associated
with halting the transmission of the virus but that can make
a significant contribution to fighting the epidemic [5]. For
example, governments can:

— establish /summon emergency management agencies
and declare a state emergency;

—invest funds in the research and development of vaccines
and treatments;

— strengthen public health systems, i.e. institute measures
for improving public health funding, satisfying the need for
hospital supplies and equipment, reshaping work environments
for healthcare workers and other specialists;

— expand the arsenal of social relief tools that minimize
the negative impact of the imposed restrictions on the
socioeconomic activity of the population, including measures
to support economy, financial aid to individuals and federal
agencies.

Thus, governments have a broad armamentarium of
strategies to reduce contact rates between people and curb
the transmission of the virus. If successful, these interventions
curtail the epidemic and spread the number of infected
cases over time, preventing public health capacities from
overburdening. However, prior to deciding on the type, timing
and intensity of containment measures, their effectiveness
should be thoroughly analyzed, which may be a challenge due
to a possible lack of information about the novel pathogen, as
was the case with SARS-CoV-2.

The effectiveness of containment measures is determined
by many variables, from demographic to geographic. Poor
compliance remains a problem. The decision to self-isolate
and keep social distance is largely determined by income and
employment type. Residents of high-income countries with
sustainable social welfare policies, as well as affluent citizens,
are at lower risk of losing their source of income during an
epidemic and have better chances to cope should this risk
occeur.

Lastly, when imposing containment measures, governments
should not ignore their “side effects”, i.e. social implications and
economic costs.

What did we know about the efficacy of containment
measures before COVID-19?

Previous pandemics of respiratory infections were caused by
influenza viruses. The pandemic triggered by Spanish flu (virus
A (H1N1))in 1918-1919 was the largest: it is estimated to have
kiled 20-50 million people. Smaller pandemics occurred in
1957-1958 (Asian flu, virus A (H2N2)), in 1968 (Hong-Kong flu,

virus A (H3N2), with 1-4 million fatalities each, and in 2009-
2010 (virus A (H1N1), with the death toll of 100,000-400,000
[6, 7]. The 21st century has already witnessed 2 coronavirus
epidemics of SARS in 2002 and MERS in 2012, but neither
of them spread globally. SARS infected about 8,000 and
killed 800 people, whereas MERS, 2,500 and 850 people,
respectively [8].

Measures for containing the spread of COVID-19 were
largely based on the information obtained during those
epidemics.

In 2019, WHO released a systematic review of non-
pharmaceutical public health measures for mitigating the risk
and impact of endemic and pandemic influenza [2]. This meta-
analysis focused on the effectiveness of non-pharmaceutical
interventions using data from MEDLINE, PubMed, EMBASE,
Cochrane library and Cochrane Central Register of Controlled
Trials. Final recommendations accounted for the level of
evidence, weighted benefits against costs of implementation,
assessed feasibility of the interventions and the resources
needed (Table. 1).

Unfortunately, for some interventions the quality and
amount of evidence are insufficient to conclude that the
intervention should or should not be implemented during
an influenza pandemic. For example, in contrast to UV light
that has been proved ineffective, the effectiveness of border
closure is debatable due to the dearth of data. Studies
addressing the effects of containment measures during
SARS and MERS epidemics are even scarcer. In 2015, WHO
released a Guidance for infection prevention and control during
health care for probable or confirmed cases of Middle East
respiratory syndrome coronavirus (MERS-CoV), which was
updated in 2019 [10]. According to the Guidance, “human-
to-human transmission occurs mostly in health-care settings
and, to a more limited extent, within communities, mainly in
households... Further research is needed to understand the
risk factors for viral transmission from animals to humans and
between humans”. The Guidance thus focused on healthcare
provision for infected individuals in inpatient facilities; no
recommendations were proposed for outpatients, communities
and governments.

Of note, the Guidance does not list contact tracing and
quarantine for exposed individuals because these measures
are ineffective in case of influenza. The fact that COVID-19 can
be asymptomatic and that asymptomatic cases contribute
significantly to its spread was established later. An infected
person appears to be able to transmit the virus 2-3 day before
the onset of symptoms, suggesting that contact tracing and
quarantine of exposed individuals is a very effective containment
measure [11, 12].

As a personal protective measure, wearing gloves was
strongly recommended and even was mandatory in some
Russian regions. But gloves are not mentioned in WHO
guidelines as a measure to contain the spread of influenza [2] or
COQVID-19 [4]. Moreover, there is evidence that health damage
provoked by wearing gloves outweighs the benefits [13].

Open-access data for analysis of COVID-19
containment measures

Governments across the world took unprecedented action
to contain the spread of COVID-19. From the outset of the
pandemic, researchers have been monitoring the measures
taken and collecting valuable data that can now be used to
develop effective strategies against the virus. Below, we provide
a few examples of such collections.
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Table 1. Recommendations on introducing non-pharmaceutical interventions according to the severity of epidemic or pandemic flu (adapted from [2])

School measures and school closures

Severity* Pandemic Epidemic
Hand hygiene Hand hygiene
Respiratory etiquette Respiratory etiquette
Face masks for symptomatic individuals Face masks for symptomatic individuals
Any Surface and object disinfection Surface and object disinfection
Increased ventilation Increased ventilation
Isolation of sick individuals Isolation of sick individuals
Travel advice Travel advice
As above plus As above plus
Moderate Avoiding crowding Avoiding crowding
As above plus As above plus
High Face masks for everyone Face masks for everyone

School measures and school closures

Extraordinary

As above plus
Workplace measures, workplace closures
Internal travel restrictions

As above plus
Workplace measures, workplace closures

Not recommended

UV light
Modifying air humidity
Contact tracing
Quarantine of exposed individuals
Entry and exit screening
Border closure

UV light
Modifying air humidity
Contact tracing
Quarantine of exposed individuals
Entry and exit screening
Internal travel restrictions
Border closure

Note: * — Pandemic influenza severity assessment (PISA) was based on the transmissibility of the virus, severity of the disease and its impact on public health and
society. Five levels are distinguished: no activity/activity below seasonal threshold, low, moderate, high, and extraordinary activity [9] (based on [2]).

WHO Public health and social measures (WHO PHSM)

The database [14] comprises data aggregated from different
credible sources and classified into the following categories:

— biological measures;

— drug-based measures;

— environmental measures;

— individual measures;

— international travel measures;

— other measures;

— social and physical distancing measures.

The first two classes are closely linked to the trialing of
drugs, vaccines, etc. (these categories are rarely included
in other datasets describing measures against COVID-19).
The “Other measures” class refers to all economic measures
initiated by governments, e.g. working from home.

Example: on March 22, the government of Germany
banned gatherings of more than 2 people: 2 people could meet
up if they kept physical distance of at least 1.5 m. According
to the classification scheme listed above, this measure falls
under the “Social and physical distancing measures” class,
the “Gatherings, businesses and services” subclass and the
“Cancelling, closing, restricting or adapting public gatherings
outside the home” action.

At the time of writing, there was no information about the
timing of the implemented measure although the column was
present in the classification table.

COVID19 Government Measures Dataset

This database was created under the non-profit non-
governmental international ACAPS project [15]. Categories:

— social distancing;

— movement restrictions;

— public health measures;

— social and economic measures;

— lockdowns.

Example: the German ban on gatherings of more than
2 people falls under the “Social distancing” category, the “Limit
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public gatherings” measure and is described as “Limit to the
number of people that can meet in public and private spaces.”

The Oxford COVID-19 Government Response
Tracker (OxCGRT)

It is probably the most consulted source that provides
information about government response to epidemics and
proposes a few indicators for quantitative analysis, which
considerably simplifies inter-country comparisons [16].

OxCGRT accumulates information on containment
measures implemented by world governments and gauges
government response using 17 indicators. Of them, 8 refer to
virus containment (school closure, travel restriction). Five
indicators reflect public health policies (testing, emergency
investment in public health). Four indicators characterize
economic policies (income support).

Based on these indicators, 4 indices have been developed,
each of them being a number between 0 to 100 [17]: 1) the
overall government response index sums up all government
actions for each indicator type, showing how the government
response transformed over time, becoming stronger or
weaker during the outbreak; 2) the stringency index reflects
the stringency of the restrictions (imposed on the population
in the first place), including lockdowns, restrictions on travel,
mass gatherings, and social distancing; 3) the containment and
health index evaluates a combination of stringent policies and
public health measures (testing, contact tracing, investment
into vaccine development, etc.); 4) the economic support index.

With indices that simplify quantitative analysis, accuracy will be
inevitably sacrificed for convenience. For example, restrictions on
mass gatherings are classified using the following scale:

0 — no restrictions;

1 — restrictions on very large gatherings (over 1,000 people);

2 — restrictions on gatherings between 101 and 1,000 people;

3 — restrictions on gatherings between 11 and 100 people;

4 — restrictions on gatherings of 10 people or less.

Thus, restrictions on mass gatherings for 2, 5 and 10
people score the same on the proposed scale.
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The scale for school and university closures seems to be  closed simultaneously, or shutdowns were mandated for some

even rougher: levels only (primary schools), or schools remained open only for the
0 — no measures; children of residents involved in essential continuous production cycle
1 — recommend closing; enterprises. Some nuances were lost while evaluating the stringency
2 — require closing (only some levels or categories); of the implemented measures. Summing up, indices are simple
3 — require closing all levels. and effective tools for comparing containment measures taken

In some countries, long-term closures were forced on all by the governments of different countries. To analyze an individual
educational institutions. In others, universities and schools were not  country, desegregated indices of its policies should be used.
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Fig. 1. The dynamics of the overall government response index proposed by OxCGRT and the number of confirmed deaths in 8 countries. The reported number
of deaths is plotted on the left axis; the government response index is plotted on the right axis; its curve almost repeats the shape of the curve for the number of
confirmed cases [16]
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When and how did countries introduce
containment measures?

At the outset of the pandemic, governments had to rely on the
recommendations based on the experience of past epidemics
and pandemics and navigate in uncertainty as there was no
information about the novel virus and the disease it caused.
The severity of an epidemic depends on the transmissibility of
the virus (see Table 1), which back then was unknown. It was
impossible to determine the number of infectious individuals
and difficult to count all the sick. The main routes of transmission
were only hypothetical, no information was available about the
early symptoms and the course of the disease; its incubation
period was uncertain. It was not clear how big a gathering had
to be to be banned: over 1,000 people? Over 5007 Over 507
Should people not congregate in groups over 3? Since the
start of the pandemic, even the general public has become
accustomed to the term “effective reproductive number”,
understood the difference between lethality and mortality rates,
and started to realize that governments took decisions based
on the available information.

Fig. 1A—H illustrate the dynamics of the overall government
response index (OxCGRT) and the number of deaths from
COVID-19 in 8 countries. Shortly after the initial outbreak
in China, it became clear that the virus was spreading at a
sweeping pace and its impact on public health systems would
be immense. Severe patients required a complex lengthy
and resource-consuming treatment. It was estimated that
healthcare capacity, which takes time to increase, would be
overwhelmed if the rate of spread and the death toll would
continue to grow at the same pace. So, governments hurried
to take large-scale action. In late April and early May, Spain and
ltaly urgently introduced harsh measures to control the spread
of the virus. The measures (the red line in the figure) were
triggered in the wake of the exponential growth of confirmed
COVID-19 cases (not shown in the figure) and the soaring
number of deaths (the blue line). In the UK, Boris Johnson’s
government faced a barrage of criticism for delaying the
introduction of stringent containment measures. In Germany,
the government response followed the trajectory of confirmed
cases and was slightly ahead of the death curve. In Russia,
strict measures were somewhat preemptive, drawing on the
experience of Western countries. In Finland, interventions were
more stringent and urgent than in Sweden, but on the whole
the stringency index for Nordic countries was more than 20
points lower than in Spain, Italy, and Russia.

Protracted stringent measures, specifically quarantine, may
have a disincentive effect: over time, people (and society in
general) grow reluctant to comply with the restrictions [18]. A
review by a team of medical psychologists provides evidence
of negative psychological effects exerted by quarantine [19].
Self-isolation and lockdowns lead to post-traumatic stress,
depression, and anger that last long after the restrictions are
lifted (up to 3 years); there is also evidence that voluntary self-
isolation is better tolerated than mandatory [19].

Perhaps, Sweden took heed of those warnings. When
the pandemic started, Sweden was harshly criticized for its
weak policies. However, maybe it won strategically, averted an
economic recession and did not disincentivize the population to
comply with the restrictions. As a result, the Swedish population
is likely to be far more cooperative with their government during
the second and subsequent epidemic waves than populations
of other European countries. It is speculated that the UK
government was trying to delay stringent measures in an effort
to find the right time when lockdown benefits outweighed
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its costs, so that the fatigue felt by the population would not
disrupt the positive effects of quarantine.

When and why were strict measures relaxed?

Containment measures were relaxed (or maintained, as in
China, UK and Finland) when the number of deaths reached
the plateau (see Fig. 1). Russia is an exception here because it
eased the measures at the time when death rates were growing.
Relaxation and reintroduction of containment measures is
a stepwise process that largely depends on the number of
confirmed cases and fatalities, as well as new information about
transmission routes. The epidemiological situation in the region
determines the order in which containment measures will be
lifted. Agencies responsible for infection prevention and control
and regional governors estimate the number of sick individuals
and compare it against healthcare capacities in order to prevent
the public health system from overwhelming. WHO suggests
that at least 6 criteria should be accounted for when deciding
on the timing for lifting containment measures [20].

1. COVID-19 spread is confirmed to be under control.

2. Public health system capacities are sufficient for timely
identification, isolation, testing, contact tracing and quarantine.

3. Vulnerable populations are protected: risks of outbreaks
in care homes and psychiatric facilities have been minimized;
the same pertains to mass gatherings.

4. Measures for COVID-19 prevention in the workplace
are strictly adhered to, including social distancing, good hand
hygiene and respiratory etiquette.

5. Risks of “importing” the infection from other regions can
be adequately managed.

6. The public is aware of the situation and ready to cooperate.

Another factor that affects the order in which measures
may be relaxed is local culture, including compliance of
the population with the recommendations and restrictions,
significance of social contacts or activities in the particular
cultural setting. Many countries develop response frameworks
that allow for some variation across different regions depending
on the local culture, which determines the priority of public
places that should open first and their working hours, the need
to self-isolate for people from other regions, the stringency of
restrictions on mass gatherings, etc. Many countries are also
developing long-term lifestyle and work model, i.e. rules that will
be perceived as a new normal until the virus is no longer a threat.

So far, general recommendations regarding physical
distancing, hand hygiene, respiratory etiquette and wearing
face masks in certain settings remain in force in most countries
affected by COVID 19. However, restrictions can be mitigated
or toughened at any time, and anti-COVID policies are
updated almost every week. For instance, it was only in mid-
August that ban on marriage ceremonies (with no more than
30 guests present) was lifted in the UK and spas and some
other small businesses opened; in some UK regions in-home
mass gatherings of over 10 persons are still prohibited . Russia
relaxed some of the strict measures in June and July although
the virus had spread to our country later than to most European
countries; this may be explained to regional differences. The
measures that are still in force in Russia include wearing face
masks in public places and thorough disinfection. At the same
time, Finland, which was the first to open schools and did not
have a face mask mandate in the spring of 2020, issued a
recommendation for the public in mid-August on wearing face
masks on public transport; this decision may be regarded as an
introduction of new measures for preventing the spread of the
coronavirus infection.
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Assessing effectiveness of containment measures and
their impact on economy

Decisions on instituting containment measures and assessment
of their effectiveness at different stages of the pandemic
require robust, reliable, up-to-date data on the infection itself
and the mobility, behavior and compliance of the population.
Understanding the dynamics of population mobility and
population response to the introduced interventions will help
to 1) predict the geographic spread of the disease and thus
estimate future risks, demands and implementation potential,
and 2) identify causal links and mechanisms and assess the
contribution of each measure, which may improve the effect of
their implementation [21]. Such data can be acquired through
different routes.

Surveys are a traditional tool for collecting data. They
are useful in tracing social contacts, estimating the impact
of the introduced interventions on income and employment,
and measuring public support. A survey was launched in the
UK a day after the lockdown started [22]. The survey was
conducted in a representative sample of adults. Respondents
were asked about contacts they had had on the previous day
and report the events they had planned to visit during the
preceding week but had to cancel. Respondents were asked
about their adherence to social distancing requirements during
thew preceding week. Respondents provided information on
members of their households who had been recommended
to self-isolate or limit their time at work or at an educational
institution. They were also asked whether they had reduced
the number of social contacts voluntarily and if so, how. Thus,
the researchers created models and compared the number
of social contacts before and during the lockdown. Then they
analyzed changes in RO following the introduction of physical
distancing measures. It was found that the average daily
number of contacts per participants decreased by 74% (from
10.8 to 2.8) during the lockdown. This was enough for RO to fall
from the pre-lockdown value of 2.6 to 0.62 (95% CI: 0.37-0.89)
for all types of contacts during the lockdown and to 0.37 (95%
Cl: 0.22-0.53) for skin-to-skin contacts.

Digital data, including data from mobile phones, are an
important analytical tool as they help to monitor the dynamics
of population mobility in almost real time and therefore are very
useful in predicting the spread of infection and the effectiveness
of measures taken [23]. A good example is data from [24]. The
study sought to understand the effect of measures implemented
by state and local governments (emergency declarations,
school closures, rules for restaurants, restrictions on mass
gatherings, business closures, stay-at-home mandates) on
social distancing at the outset of the epidemic in the USA.
The researchers analyzed geolocation data from mobile apps
collected by private companies. The data included information
about the number of mobile phones simultaneously present at
a location visited by the owner of the tracked mobile device
during the day; about the time spent by the owner at home
and outdoors; about the relocation of the device across the
state and to other states. Considering that measures taken by
different states were not introduced simultaneously and varied
in intensity, the authors of the study concluded that adequate
information and recommendations were as effective in reducing
mobility as enforced social distancing measures.

Instantaneous contact tracing by means of a mobile
application and subsequent automated notification of close
contacts may be sufficient to halt the epidemic if the app is
used by a high proportion of the population [26]. Supported
by the European Commission, the eHealth Network initiative

developed a set of tools for creating and using contact tracing
apps compliant with the EU principles of confidentiality and
data protection [27].

Epidemiological models are another tool widely exploited
to assess the effectiveness of containment measures. Using
examples from the literature, the authors of the study [28]
developed a SEIR model to simulate measures for infection
prevention and control varying in duration and intensity for
one year. The study demonstrates that physical distancing
measures should be lifted gradually in order to avoid peak
incidence and prevent public health systems from collapsing.

More complex epidemiological-economic models account
for individual behaviors in response to the threat of infection
[29]. Studies demonstrate the effectiveness of aggressive
containment policies and early, stringent social distancing
measures aimed to reduce death rates and mitigate economic
costs [30-33]. New models for analyzing the effectiveness of
public health measures are underway. For example, a Bayesian
model was developed that estimates transmission from
observed deaths and simulates a hypothetical counterfactual
scenario to estimate the number of deaths that would have
occurred if containment measures had not been introduced
[34]. According to the study, the introduced public health
interventions led to a drop in Rt below 1 and thus helped to
avoid 3,100,000 deaths in 11 European countries.

Some studies emphasize that testing for COVID-19 and the
subsequent isolation of infected individuals reduces the need
for stringent social distancing measures and thus allows finding
a tradeoff between low economic activity and public health
[35-37].

A multi-risk SIR model (MR-SIR) in which the rates of
infection, hospitalization and fatality varied between different
age groups (young, middle-aged and old) showed that optimal
measures differentially targeting risk/age groups worked
significantly better than “one-size-fits-all” measures targeting
the entire population; the analysis revealed that at the same
level of economic damage greater gains (in terms of fatality
reduction) could be achieved if stricter isolation policies were
applied to the oldest group [38]

Importantly, working from home may not be an option
for every sector of the economy; this should be accounted
for when lifting the restrictions. A broad “reopening” of the
economy is still possible if stringent restrictions are imposed on
social contacts outside work (mass social gatherings, attending
restaurants, bars, etc.) [39, 40].

CONCLUSION

Despite the rapidly growing number of studies addressing the
effectiveness of public health and social measures and their
implications for the economy and society, the accumulated
data are still insufficient to draw firm conclusions about their
relevance and adequate timing. The scope and stringency of
measures introduced to contain the spread of COVID-19 were
unprecedented. Some of them (contact tracing, restrictions
on international travel, physical distancing) were tested and
applied for the first time in history.

The order, timing and the scope of public health and social
measures depends on the social, demographic and geographic
characteristics of a country. Besides, success in curtailing the
epidemic is to some extent determined by the experience the
country had with other infections, its healthcare capacities
and economic development. Importantly, the effectiveness
and consequences of containment measures can vary
across different social groups within the same country: during
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the ongoing COVID-19 pandemic, elderly and low-income
populations turned out to be the most vulnerable.

Differences in the stringency and timing of containment
measures between countries can be analyzed using databases
that gauge government responses using a set of indicators and
indices. Such indices simplify data comparison but have certain
limitations because they provide very rough estimates for
individual cases or regions. Disaggregated data should be used
to assess the effectiveness of containment measure within a
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The end of 2019 in China was marked by the breakout of the new Coronavirus Disease (COVID-19) caused by the severe acute respiratory syndrome Coronavirus 2
(SARS-CoV-2). Gradually, the infection spread around the world and in March 2020, the World Health Organization (WHO) declared Covid-19 a pandemic. The new
coronavirus disease 2019 is highly contagious, causing respiratory distress syndrome and poses a huge threat to public health, especially in patients. with serious
concomitant diseases such as diabetes mellitus, bronchial asthma, hypertension, etc. Many scientists have put forward the idea that COVID-19 can be transmitted
through the eyes through contact and everyday life. Over the past six months, works on the ocular manifestations of coronavirus infection have begun to appear
in the literature. We conducted a systematic review of scientific articles from the PubMed, e-Library, Scopus databases in order to conduct a meta-analysis of the
effect of coronavirus infection on the eyes and its ophthalmological manifestations.
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Coronaviruses are enveloped RNA viruses of the Coronaviridae
family. They contain four main structural proteins: spike protein
(S-protein), nucleocapsid, membrane and envelope proteins.
There is a lipid membrane around the capsid, which contains the
proteins. As seen with an electronic microscope, the structure
of the virus resembles a crown, hence the name. Nucleocapsid,
membrane and envelope proteins mainly contribute to formation
and structuring of the virus, while spike protein enables binding to
host cells [1-3]. In human beings, these viruses cause respiratory
tract infections, their symptoms being nasal congestion,
rhinorrhea, sore throat, fever, cough, fatigue, muscle pain. The
less common symptoms are diarrhea, tachycardia, headaches,
chills, anorexia. In most cases, COVID-19 takes a mild form, but
with cardiovascular diseases or immunosuppressive conditions
in the background, the case can become severe and aggravated
with respiratory failure. There are also reports of patients that
tested positive for SARS-CoV-2 and had the subsequent disease
running fully asymptomatic. Such patients can also be a source
of infection [2-5].

Primarily, the virus is transmitted between people via
airborne and contact routes. Receptors of angiotensin-

converting enzyme 2 (ACE2), to which the virus's S-protein
binds, enable infection of the cells. ACE2 receptors can be found
in vascular endothelium, smooth muscles of the arteries, small
intestine, respiratory tract epithelium, alveolar monocytes and
macrophages. The contact route lies through the MERS-CoV
(Middle East COVID-19 infection) receptor — DPP4 (dipeptidyl
peptidase). DPP4 receptors are found in the respiratory tract
epithelium, kidneys, small intestine, liver, prostate gland, and
activated leukocytes [1-4].

While COVID-19 is primarily a viral pneumonia, in some
patients SARS-CoV-2 caused eye disorders [1, 2, 6, 7].
Unfortunately, there is not much data on the effects COVID-19
has on the eyes. Following the spread of the infection, only a
few reviews and clinical observation reports were published that
covered coronaviruses from the ophthalmological perspective
[4, 6-12].

Some researchers believe that SARS-CoV-2 may spread
through mucous membranes, including the conjunctiva, in
addition to the airborne and contact routes [2].

There is a well-known case of SARS-CoV-2 infection that
exemplifies the point: a member of the National Group of
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SARS-CoV-2 Experts got infected while wearing a protective
suit and a mask but no glasses to protect the eyes. A few
days before his pneumonia developed, he complained of red
eyes. Thus, it can be assumed that the virus got in through the
unprotected eyes.

Another case report describes a 65-year-old diabetic man
who initially had eye-lesion and only two days after his first
complaint developed a fever. This patient tested positive for
SARS-CoV-2 (nasopharyngeal swab and PCR test). The authors
concluded that all cases of keratoconjunctivitis concomitant
with the upper respiratory tract disorder symptoms should be
considered possible cases of COVID-19. Since virus RNA was
found in the conjunctiva, many researchers deduced that the
disease can be transmitted through the eyes [3, 13].

Hypotheses about how the virus lands on the ocular surface
Virus landing directly on the conjunctiva

Most researchers share the opinion that the virus infects the
eyes in case infected droplets land on the conjunctiva directly.
The studies of great interest are those designed to detect SARS-
CoV-2 in the conjunctival secretions of the novel coronavirus
pneumonia patients with the help of reverse transcription
polymerase chain reaction (RT-PCR) [9]. There is a recorded
case of SARS-CoV-2 RNA detection in a two-day conjunctival
smear taken from a keratoconjunctivitis patient in lItaly. In
another case, SARS-CoV-2 was grown in an ocular smear
taken from a patient that had been experiencing symptoms
of the infection for three days. There are oppositely different
cases described, too, when no virus RNA was detected in
the lacrimal fluid of an inpatient with conjunctival infection and
chemosis but, with respiratory symptoms in the background,
that patient's nasopharyngeal smear returned SARS-CoV-2
positive [10, 12].

There are reported cases of detection of the virus in the
lacrimal fluid. However, not all studies have confirmed presence
of the virus in SARS-CoV-2 patients' tears and conjunctiva
scrapings with a PCR test. The lack of such confirmation may
be explained by insufficient sensitivity of the test, testing outside
of the positive time window eye tissue immunity to SARS-CoV
[10, 11].

Virus contraction through the nasolacrimal duct

When the patient has it in the upper respiratory tract, the
virus can travel through the nasolacrimal duct and infect the
eyes. This hypothesis stems from the case of an ER nurse
that worked with SARS-CoV-2 patients. On the first day of the
illness, her eyes were excessively red and tear shedding, so she
was admitted to the ophthalmological department. No other
systemic symptoms were reported except for the moderate
temperature of 38.2 °C. Bacterial, hemorrhagic and allergic
varieties of conjunctivitis were excluded. The nurse worked
in a protective suit, glasses and a medical respirator, but she
noted that the glasses did not fit tightly, constantly moved
and touched the eyelids with their edges. Chest CT revealed
multiple ground-glass opacities in the lungs. Conjunctival and
oropharyngeal smears tested for SARS-CoV-2 returned positive
results. Based on the epidemiological characteristics, clinical
manifestations, chest images, the patient was diagnosed
with acute viral conjunctivitis, SARS-CoV-2 infection, and
pneumonia. However, there are also opposite cases. In
China, conjunctiva biological material and lacrimal fluid were
collected from patients having no ocular manifestations of
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the disease (or any such symptoms) within three weeks after
infection. The subsequent examination detected no viral RNA
even in samples taken from the patients showing symptoms of
an upper respiratory tract infection. The authors of this study
concluded that the hypothesis posing tear duct as a virus
transmission channel may be questionable and requires further
research [13].

Virus exudating from the vessels

There is another route the virus can take to infect the eye.
Researchers have reported exudation from the vessels as a
path forward for the infection, having discovered that SARS-
CoV-2 invades endothelial layer of blood vessels. This, in turn,
leads to disruption of blood microcirculation in organs and
disruption of their functions.

Examination of the histological material of vessels revealed
that COVID-19 patients have walls of their blood vessels
showing signs of inflammation. It has been suggested that
SARS-CoV-2 triggers a systemic inflammation of blood vessels
that can affect heart, brain, lungs, kidneys, and eyes, causing
severe microvascular disorders with organ dysfunction. The
ACE2 receptor, to which the virus binds with the S-protein, is
actively expressed in capillary pericytes. Results of the research
efforts have shown that a reduced number of pericytes makes
microvascular endothelial cells produce and release blood
plasma glycoprotein more actively, this protein enabling
platelet attachment to the damaged part of the vessel, which
can explain the increased thrombosis development rate. The
authors emphasize the fact that their hypothesis is a preliminary
one and requires further confirmation [6-10].

Clinical manifestations of eye infection

The clinical manifestations of damage to the eye are diverse. The
virus can affect both the anterior and the posterior segments
of the eye. According to the published reports, the most
frequent complaints are eye redness, itching, blurred vision and
tear shedding. As noted above, the infection may spread via
ACE2, which makes it interesting to note that epithelial cells of
cornea and conjunctiva were found to express ACE2. S240, an
isolated surface protein of coronaviruses, can bind to epithelial
and fibroblast cells of conjunctiva and cornea epithelial cells,
ACE2 enables binding on the cell surface. There is another
receptor, CD209, found on the dendritic cells of human cornea
and participating in transmission of the infection [3].

Frequently, the eye-related manifestations of the disease
at its initial stage take form of conjunctivitis. There are many
clinical cases of coronavirus-induced conjunctivitis reported
in the published papers. For example, there is a coronavirus
conjunctivitis case of a 65-year-old woman who returned to
[taly from the city of Wuhan in China. She was admitted to the
hospital one day after COVID-19 symptoms manifested. One
of those symptoms was bilateral conjunctivitis, which persisted
for 16 days. The conjunctival scrapings returned positive for
viral RNA for 21 days after admittance.

According to a study on cats, in addition to conjunctivitis,
initial stage infection can take the form of anterior uveitis,
choroiditis with retinal detachment, neuritis and retinal vasculitis
[4,14,15].

Numerous reports indicate that vascular changes and
thrombotic events, including ischemic brain damage, are
among the main complications brought by COVID-19.
Based on the aforesaid, there is an assumption that the retina
may also be involved in the pathological process [12—-15].
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Effect of SARS-CoV-2 on the retina

There is little data on the effect SARS-CoV-2 has on the retina.
ACE2 virus entry receptors have been found in the retina of
rodents and pigs. Ocular tissue of the latter had ACE2 in the
ciliary body, vitreous and retina. Rodents' retina had ACE2
expressed in the inner nuclear layer, mainly in Muller's cells
[10]. In human beings, ACE2 receptors have also been found in
aqueous humor [14-16]. Researchers agree that SARS-CoV-2
can also infect the retina [4].

Among the published materials, there are studies aimed at
searching for the virus RNA in the human retina. For example,
German scientists have found RNA of the virus in 3 retina
samples out of 14 taken from confirmed COVID-19 victims. In
that experiment, retinal detachment was induced in order to
prevent mixing of the sampled biopsy material with choroidal
structures, since blood is another source that can spread the
virus [4].

Researchers from Spain reported results of a study of
retinal changes in COVID-19 patients. Microangiopathy was
found in 22% of patients; it took the form of clusters of velvet
spots [16, 17].

Still, it is an open question whether retinal microangiopathy
in COVID-19 patients is brought by the virus immediately or if
it is a manifestation of other systemic vascular diseases (17,
18]. The damage mechanism requires further investigation.
It is interesting to note that ACE2 is the main enzyme of
the vasoprotective renin-angiotensin system, and diabetic
retinopathy is associated with an imbalance between the renin
and the angiotensin-aldosterone system of the retina [16].
A decrease in the ACE2 level may play an important role in
triggering development of retinal ischemia and even signal
of endothelial dysfunction. There are at least two types of
microvascular damage to the retina of COVID-19 patients:
first, due to hypercoagulability, a disseminated intravascular
coagulation syndrome [19]; second, through a process
similar to vasculitis, which is the result of direct viral effect
on endothelial cells and diffusive endothelial inflammation.
However, despite the fact that patients received heparin, 22%
of them, as mentioned above, had microangiopathy. The
authors suggested that ophthalmoscopic examination may
help identify patients with signs of arterial microangiopathy
for whom antiaggregation may be of therapeutic importance
[17-19].

Similar changes in the retina, namely vasculitis, were found
in children. When examining fundus, authors of one of the
studies observed changes in the vessels at the equator of the
left eye, as well as perivascular infiltrates and dilated retinal
exudates [20].

With the help of optical coherence tomography, some
researchers assessed retinal changes in COVID-19 patients
and people who recovered from the disease [21]. The patients
were examined 11 to 33 days after the onset of COVID-19
symptoms. Two different OCT machines were used: DRI-OCT
TritonSweptSource (Topcon; Japan) and XR Avanti SD-OCT
(Optovue; California, USA). Every patient examined had normal
visual acuity and pupillary reflexes; there were no signs of
intraocular inflammation detected. In some patients, fundus
ophthalmoscopy also revealed vascular changes, such as
velvet spots (infarctions of the retinal nerve fiber layer) and
microhemorrhages, which could indicate that the endothelial
tissue had also undergone changes. OCT angiography results
were within normal limits. In three patients, OCT revealed
hyperreflexive lesions at the level of retinal ganglion cells and
internal plexiform layers. These OCT results are similar to

the results of examination of normal retinal vessels in terms
of morphology, reflectivity, location and shadow, which lead
the researchers to conclude that OCT results can often
be misinterpreted, and the changes found during fundus
ophthalmoscopy may signal of other systemic diseases. They
stated the need for further research to confirm these results [21].

Experimental CoV retinopathy (ECOR) caused by
neurotropic coronavirus strains

Neurotropic strains of coronavirus are of particular importance
from the point of view of ophthalmology. There are two major
strains studied: the JHM strain (JHMV) and the A59 strain
(MHV-A59). They were originally isolated from paralyzed mice
and have been found to cause extensive demyelinization and
encephalomyelitis. The virus is capable of infecting glial cells,
astrocytes, oligodendrocytes and microglia. Today, the retinal
degeneration pattern caused by these strains is known as
Experimental CoV Retinopathy (ECOR). In mice, presence of
the virus in the retina and retinal pigment epithelium leads to
infiltration of immune cells and release of pro-inflammatory
mediators. The virus clearance is reached in the course of the
first week of infection. However, autoantibodies to the retina
and pigment epithelium cells form subsequently, with the result
being progressing loss of photoreceptors and ganglion cells, as
well as neuroretina thinning. According to these findings, retinal
damage has an autoimmune component to it [14].

Effect of anti-coronavirus drugs on eye and vision

There have been suggested multiple SARS-CoV-2 treatment
options. In addition to antiviral drugs, chloroquine (CQ),
hydroxychloroquine (HCQ) and the like drugs are used widely.
They are believed to reduce viral replication [22, 23]. Since
therapeutic doses of these drugs are rather high compared to
the maximum safe daily doses, taking them brings numerous
toxic side effects, including those affecting the retina. According
to the American Academy of Ophthalmology, the most
significant toxicity-related risk factors the retina is exposed to in
connection with these drugs are high doses and long duration
of use [1, 2, 22, 23].

Researchers at the Royal College of Ophthalmologists
in the UK tried to determine a safe dose and duration of CQ
and HCQ therapy that would leave the retina unharmed. They
recommend to not take more than 5 mg/kg/day of HCQ and
keep the course shorter than 5 years. The researchers failed
to determine a safe dose of CQ, but made a conclusion that
those who received CQ for more than a year ran the risk retina
damage [24].

It has been noted that in COVID-19 patients treated with
high doses of hydroxychloroquine macular abnormalities have
no visual symptoms [24-26].

The mechanism behind the toxic effect hydroxychloroquine
has onthe retinais unclear. Chloroquine and hydroxychloroquine
were shown to strongly inhibit absorption capacity of the
organic anion-transporting polypeptide 1A2 (OATP1A2), which
is expressed by the human retinal pigment epithelium cells and
participates in the complete recirculation of trans-retinol. The
authors write about the possible effect of hydroxychloroquine
on the visual cycle [25].

Both drugs are reported to damage the photoreceptor
layer and the outer nuclear layer of the retina. Chloroquine can
also damage inner nuclear layer of the retina. Light absorption
and cone cell metabolism may also play a role in the damage.
These mechanisms lead to such a characteristic maculopathy
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as "bovine eye", which may develop after chronic exposure
to both agents, even the safe doses thereof [22, 23]. It is
important to note that both drugs are known for their binding
affinity for melanin in the retinal pigment epithelium. This ability can
contribute to the mechanism of manifestation of toxic effects [22].

Given the long half-life of these drugs, systemic clearance
is delayed for several months after discontinuation. It is
assumed that during this period the toxicity persists and
may affect the severity of toxic maculopathy at the time of
discontinuation. One study assessed visual acuity, SD-OCT
and electroretinogram (ERG) data in patients that received
HCQ. Six months after discontinuation, the patients had their
visual acuity and ERG response improved, but no positive
trends in the OCT-registered parameters. A further study was
designed to examine 11 HCQ-induced retinopathy patients
within 4 years after discontinuation. This work revealed that if
a patient stops taking the drug before there is damage to the
pigment epithelium, the retinopathy, as registered with SD-OCT,
is limited to the first year only and does not affect the parafoveal
region [26]. The researchers believe that preservation of the
external limiting membrane is a favorable prognostic sign of
hydroxychloroquine-induced retinopathy [26-27].

According to the analysis of the recommendations, doctors
agree that when prescribing these drugs, all possible toxic
effects should be taken into account and discussed with the
patient. Those whose COVID-19 treatment plan included CQ
or HCQ should visit ophthalmologists in case of any eye-related
complaints [23]. The American Academy of Ophthalmology,
the UK Royal College of Ophthalmologists and many other
organizations recommend annual screenings for HCQ/CQ-
induced retinopathy after 5 years of drug therapy. Patients
who are exposed to risk factors should be screened before
expiration of the said 5 years. Diagnostics should include
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KEY PARAMETERS OF AUTOLOGOUS BIOMEDICAL PRODUCT FOR CARTILAGE TISSUE REPAIR
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Repair of cartilage defects associated with injury or pathology is a clinically relevant problem. Chondral tissue, especially articular cartilages, has a poor regenerative
potential. Inflammation triggers the growth of connective tissue, which cannot exert the normal function of the hyaline cartilage. This contributes to the progression
of the pathology and eventually raises the need for surgery. At present, there are no pharmaceutical drugs capable of restoring the damaged cartilage. However,
advances in cell-based technology hold promise for regenerative medicine. Reports describing fabrication of autologous cartilage transplants pose a special
interest. A registration dossier of a biomedical cell product must contain the product’s specifications, presenting the basic characteristics of the product that can
be used to assess its quality. This review looks at a few basic parameters that can be used to verify the authenticity of the cell product derived from autologous
chondrocytes and describe its specifications.
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KNKOYEBbLIE XAPAKTEPUCTUKU AYTONOI’MYHOIO BUOMEONLIMHCKOIO NPOOYKTA
0151 KOPPEKLUN OE®EKTA XPALLEBOW TKAHU

A. B. Epemees'™, O. A. 3ybkosa', E. C. Py4ko'?, M. A. Jlarapekosa', B. C. Cugopos!, A. O. ParoauH’
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2 POCCUNCKNI roCy[apCTBEHHbIN arpapHbli yHuBepcenteT — MCXA nmenn K. A. Tummnpsideea, Mocksa, Poccus

BoccTaHoBneHve AedekToB XpALLEBOM TKaHW Nocne NOBPEXAEHWI UV NP NaTONOrMsX — OfHa U3 akTyasbHbIx Npobnem B MeauumHe. Pranonornieckom 1
MMCTONOMMHYECKON OCOBEHHOCTAMM XPALLIEBOM TKaHW, OCOBEHHO CyCTaBOB, SBNAETCA MOHVKEHHAA CMOCOBHOCTL K pereHepaumn. BogHmkatoLLee BocnaneHne Beget
K MHIYKUWM 00pa30BaHns COeaVHUTENBHON TKaHW, KOTOPast y ke He BbINOMHAET dyHKLMM MasIMHOBOTO XpsiLLia, HYTO MO3BOMSIET MPOrPeCcCUpPoBaTh NMaToIorv4eECKOMy
MPOLIECCY 1 B UTOre MPUBOAUT K HEOOXOAMMOCTN XMPYPrn4eCcKoro BMeLLaTenscTea. PapmaueBTUHeCKMX NpenapaTos, MOMHOCTHIO BOCTaHaBANBAOLLMX
MOBPEXAEHHYIO XPSILLEBYIO TKaHb, HA CEroAHsILLHWIA [eHb Ha PbiHKe HeT. Mexay TeMm, 6onblune HageXdbl [aeT Pas3BUTUE KIETOYHbIX TEXHONOMMIA AN Hy>XA,
pereHepaTVBHOM MeanLHbI. B 3TOM CBSA3M akTyabHbl paboTbl MO CO3AaHMI0 @yTONOMMHYHOMO XPSLLEBOrO MMMAaHTa Ans KOPPeKLMn AeeKTOB XPSLLEBON TKaHM.
[Mpu cocTaBneHUn PErncTPaLoHHOro 4OCkE OAHNM 13 OCHOBHbIX AOKYMEHTOB SBMSETCS CrieLdunkaLmsa Ha GUOMEeaNLIMHCKIN KNeTouHbIN NpoaykT (BMKI). B ee
OCHOBE NIEKUT OMCaHe OCHOBHbIX XapaKTEPVCTUK MPOLYKTa, UCXOAS 3 KOTOPbIX MPOBOAAT KOHTPOSb €ro kadecTsa. B HacTosiLLieM 0630pe npeacTaBneH Habop
OCHOBHbIX XapaKTEPUCTVIK (MoKasaTenei), KOTopble MOXHO UCMONb30BaTb Kak ANt ayTUTEHTUdMKaLMKW (MpoLiedypbl MPOBEPKY NMOAMMHHOCTY) pa3pabaTbiBaemMoro
Hamu BMKIT Ha ocHOBe ayToNorMyHbIX XOHAPOLMTOB, Tak U A1 COCTaBIeHMS ero cneumgukaLmm.
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Hyaline cartilage repair poses a significant challenge due to
the complex microarchitecture, avascular nature and poor
regenerative potential of articular cartilage tissue, especially
in advanced-age patients. Today, it is recognized that this
problem requires a multifaceted approach involving the use
of cell-based technology, new materials, gene engineering,
growth factors, hormones, and drugs [1, 2].

Articular cartilage repair after an injury or in post-traumatic
arthritis is one of the leading areas of orthopedic care. There
are increasingly more patients with a history of maxillofacial or
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plastic surgery requiring articular cartilage repair. According to
VADEMECUM, upwards of 21,000 rhinoplasties are performed
in Russia every year. Articular cartilage injuries account for over
10% of all traumatic injuries; in most cases, the mandible is
involved. One of the promising treatment options for injuries and
defects of the ear and nose, including microtia, is chondrocyte
implantation. Maxillofacial surgery is performed in different age
groups, but, according to ISAPS (the International Society of
Aesthetic Plastic Surgery), 65% of rhinoplasties are performed
on female patients aged 19 to 34 years. Synthetic implants
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used in reconstructive surgery cause delayed immunologic and
inflammatory responses in 10-16% of cases [3].

Some companies have already started testing their
products for reconstructive surgery. The University Hospital of
Basel (Switzerland) has launched a clinical trial (ClinicalTrials.
gov ID: NCT01242618) of an engineered cartilage graft for
nasal alar reconstruction in patients with non-melanoma skin
cancer. The graft was derived from the autologous human nasal
chondrocytes cultured on a porcine collagen I/l membrane.
So far, the first phase involving 5 patients has been completed.

Most developers use multicomponent systems for creating
autologous cartilages suitable for implantation. For example,
chondrocytes expanded in the medium containing the basic
fibroblast growth factor FGF-2 and BMP-2 preserve their
chondrogenic potential and form a high-quality, properly sized
cartilage. A study reports that chondrocytes expanded in the
presence of FGF-2 and cultured in vitro in a 3D biodegradable
scaffold (polyglycolic acid, PGA) for 6 weeks formed a cartilage
which contained 3.7 times more chondrocytes than a cartilage
grown without FGF-2; the weight of the construct was 4.2
times greater and its glycosaminoglycan content was 2.8 times
higher. The cartilage formed by the chondrocytes cultured in
the presence of the bone morphogenetic protein BMP-2 and
passaged in a medium supplemented with FGF-2 contained 1.5
more glycosaminoglycans and was characterized by their more
homogenous distribution than a similar cartilage grown without
BMP-2 [4]. In order to obtain a cartilage graft of an appropriate
size and optimal mechanical properties, chondrocytes need to
be cultured for 2 weeks prior to implantation.

In another study, expanded human nasal septum
chondrocytes obtained from 4 donors were seeded on a
Hyaff-11 scaffold, cultured in vitro for 2 or 4 weeks and then
subcutaneously transplanted into immunodeficient mice.
Two weeks after implantation, the elasticity of the cartilage
precultured in vitro was 2.7 times higher than the elasticity of
the construct transplanted immediately after cell seeding [5].
Fetal bovine serum (FBS) used to culture human nasal septum
chondrocytes can be replaced with autologous human blood
serum. Histopathology, immunohistology and biochemical
evaluation of cell proliferation, glycosaminoglycan and collagen
Il content did not reveal significant differences between
chondrocytes cultured in the presence of different serum types
[6]. Importantly, the use of autologous serum reduces cell
culture costs and the dangers associated with FBS, including
the risks of immunogenicity or contamination with undetected
agents, like prions that cause spongiform encephalopathy.

Among the advantages of autologous cartilage grafts
(i.e., grafts harvested from the same patient) are good long-
term cartilage survival, availability and immunotolerance. The
downsides include the risk of donor site morbidity and graft
resorption over time. The most common complication is
warping typically seen in costal cartilage grafts [7]. Cartilage
grafts take different shapes, from rectangular to trapezoidal
to oval. Their size ranges from 1-2 mm to a few square cm.
The graft is carved out of the harvested tissue samples and
adjusted to a patient’s parameters immediately during surgery.
To achieve the desired curvature, small incisions can be made
on the graft surface. It is possible to use articular cartilage
grafts in 2 or more layers for improved strength. Grafts derived
from the elastic ear cartilage can be folded to achieve better
rigidity [8]. The optimal thickness of the graft is 1-1.5 mm.
Reconstruction of the nasal dorsum is done with 1 mm3 pieces
of the cartilage wrapped in Surgicel, fascia lata or temporal
fascia and modelled in the recipient bed prepared in advance.
Unwrapped grafts can proliferate, accumulate collagen after

transplantation [9] and tend to resorb. Wrapped grafts are
reported to exhibit signs of pronounced inflammation on a
histopathologic examination [10].

A bioengineered cartilage graft has a few advantages over a
conventional autologous graft: it requires less donor tissue and
can be grown to a large size. This is especially important when
there is a need for a repeat or revision surgery but the donor site
has been depleted [8] and other donor sites are not available
[11]. Using cell-based technology for engineering a graft
identical to the native cartilage obviates the need for harvesting
large volumes of human tissue, reduces the number of surgical
interventions (for example, microtia repair normally takes 2 to
5 interventions), improves the cosmetic outcome, and makes
the entire procedure less laborious. A bioengineered cartilage
is expected to mimic its native counterpart in shape, size and
mechanical properties.

Osteoarthrosis (OA) is the most common joint disorder
affecting at least 20% of the world’s population. Usually, the
age of onset is above 40 years. Radiographic signs of OA are
detected in 50% of people aged over 55 years and 80% of
people aged over 75 years. OA of the knee joint (gonarthrosis)
affects more women than men; by contrast, coxarthrosis (OA
of the hip joint) is more prevalent in men than women [12].
According to the World Health Organization, OA of the knee
and hip joints is the 11" leading cause of disability, and the
number of patients with OA is continuously growing [13].
According to some estimates, OA of the knee joint accounts
for 83% of all OA cases [14]. As the world’s population is aging,
the prevalence of OA is increasing.

At present there are no effective noninvasive and minimally
traumatic pathogenetic treatments for gonarthrosis. Most
treatments available are derived from hyaluronic acid (prosthetic
synovial fluid). After a few years of symptomatic therapy, most
patients end up needing a knee joint replacement. According
to Global data, 33,000 knee replacement surgeries were
performed in 2017 Russia. Depending on the prosthesis model,
revision surgery (i.e. replacement of worn-out components of
the prosthesis) is normally performed 5 to 10 years after the
initial surgery. The service life of the prosthesis is approximately
15 years. OA of the hip joint often leads to femoral head
osteonecrosis, necessitating total hip replacement, which is not
recommended for young patients. Total hip arthroplasty is a
costly and traumatic procedure; about 40% of the operated
patients need a revision surgery within 10 years after the initial
intervention. Immobilization leads to high mortality within a year
in unoperated patients.

Today, cell-based medicinal products for articular cartilage
regeneration are an alternative to classic reconstructive surgery
involving subchondral drilling and abrasive arthroplasty. Some
of such treatments are already available on the market, while
others are currently undergoing clinical trials. In 2017, the EU
witnessed the launch of Spherox (CO.DON AG), spheroids
derived from autologous chondrocytes. Spherox is suitable for
treating recent injuries of the knee joint of less than 10 cm? in size
and has a few serious drawbacks: donor tissue is harvested
arthroscopically, and another arthroscopy is needed for
intraarticular implantation of the cultured spheroids. So far, the
efficacy of Spherox for treating OA has not been demonstrated
in comparative clinical studies. Other cell-based medicinal
products available on the market are represented by allogenic
and autologous derivatives of mesenchymal stem cells (MSC)
isolated from adipose tissue or bone marrow, including
Elixcyte by UnicoCell Biomed CO., Taiwan (culture-expanded
allogenic adipose tissue MSC, phase 1-2 trial; Regenexx-SD
by Regenerative Sciences, USA (non-cultured bone marrow
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cells); Redoin by Cellular Biomedicine Group, USA (adipose-
derived mesenchymal stromal cells, phase 2 trial; RegStem
by EMO Biomedicine Corporation, Taiwan (culture-expanded
autologous mesenchymal stromal cells, phase 1 trial; JointStem
by Nature Cell Co. Ltd., Korea (adipose-derived autologous
mesenchymal stromal cells, phase 2 trial; StroMed by VivaTech
International Inc., Netherlands (mechanically isolated stromal
vascular fraction of adipose tissue, phase 2 trial). As a rule,
these treatments are effective in very early stages of OA when
its clinical manifestations are minimal or absent. This is due to
the structural properties of the articular cartilage: cartilaginous
tissue consists of the abundant extracellular matrix with few
functional cells, i.e. chondrocytes that exhibit low plasticity and
proliferative activity. This is why articular cartilages cannot heal
spontaneously in physiological conditions.

Key requirements for donor tissue
and cell isolation protocols

The source of a cartilage graft is the hyaline cartilage of the
joint, the nasal septum, auricular or costal cartilage tissue. The
transplant is expected to be easily removed should the need
arise and not to irreversibly integrate into the surrounding tissue
[3]. One of the main requirements for the graft is long-term size/
shape stability. It is essential that the transplanted cartilage
should not expand or change its shape over time, forming
visible defects (“bosses”). The transplant must be resistant to
fibrosis and resorption. This can be achieved if the transplant
is composed of only chondrocytes with low proliferation
potential and is devoid of chondroblasts. At the same time, the
histological structure of the resultant cartilage must mirror the
structure of a mature cartilage.

To maintain the compositional stability of the transplant,
cartilage tissue should be harvested without the perichondrium.
However, the border between the cartilage and the perichondrium
is indistinct, and the harvested sample will inevitably contain a
few chondroblasts [15]. The cartilage is composed of 2 layers
that are visibly distinct under the microscope. The superficial
layer contains elongated fibroblast-like cells oriented parallel to
the surface. This layer is relatively abundant with collagen I. The
deep layer is constituted by round cells.

Thus, to isolate chondroblast for further expansion, the
harvested piece of cartilage is subjected to brief enzymatic
incubation resulting in the digestion of its superficial layer;
the detached cells are used for further expansion. With this
approach, there is no need to mince the cartilage. To obtain
chondrocytes for further culture, cells isolated during enzymatic
incubation are removed, the cartilage is minced and enzymatic
incubation is then continued for a few hours following the
technique described in [16] or a similar technique. Cell yield
increases with a patient’s age [17], which might be explained
by the lower density of the extracellular matrix in older patients.
The proportion of viable isolated cells is the same in all age
groups. Cell monolayer cultures can be maintained through
4 passages [18], the number of cells doubling with each passage.

Technologies for fabricating chondrocyte-based
medicinal products

The articular cartilage contains few cells (5-10% of its volume)
in comparison with the extracellular matrix. The area of a
bioengineered cartilage must be comparable with the size of
the tissue defect, as is the case with Co.don chondrospheres
for the reconstruction of the knee joint cartilage. The thickness
of the cartilage defect that can be repaired with the Co.don
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technology is similar to the thickness of the cartilage graft
used in rhinoplasty (1-1.5 mm). This means there is a ready-
for-use, well-established technique for cartilage size reduction
and cultivation. Extrapolation of Co.don data shows that the
approximately 40 x 10° chondrocytes are needed to create a
graft for closing a 4 cm? cartilage defect (50 chondrospheres per
1 cm? of a knee joint defect; 200,000 cells per chondrosphere).
Up to 1-1.5 x 108 cells can be obtained from 1 g of the
harvested nasal septum cartilage [16]. In one of the studies,
the nasal septum cartilage separated from the perichondrium
was predigested with pronase or hyaluronidase and then finally
digested with collagenase IIl. The optimal seeding density at
which chondrocytes proliferate and remain viable for 10 days is
1 x 10° cells per culture flask.

On day 10, cells isolated from the superficial layer of the
nasal septum cartilage and cultured in agarose start to lose
their spindle shape, become more oval and can be assessed
by staining with safranin O. The ratio between collagen Il and
| expression increases as the cells mature in a culture medium
that does not contain any growth-stimulating factors. Some
authors believe that chondrogenic factors TGFB and BMP
are not essential for the successful differentiation of cells into
chondrocytes [15]. However, other researchers think that these
factors increase the chondrogenic potential of chondrocyte
cultures [19].

The presence of autologous serum can stimulate
chondrocyte proliferation [20]. Supplementing the medium with
50 ng/ml CCN2/CTGF (CCN family 2/connective tissue growth
factor) can increase by one and a half times proliferation of
rabbit auricular chondrocytes and proteoglycan synthesis by
these cells, as compared to the cells cultured in a medium
containing only 10% serum [21]. The low oxygen environment
of a bioreactor accelerates chondrocyte differentiation. The
best differentiation is achieved at 5% DO (1% oxygen in the
liquid phase) [22].

The majority of the applied technologies offer a 2-step
procedure for cartilage engineering: chondrocyte expansion in
a monolayer culture (the cells are reseeded 14 or sometimes
6-8 days after initial seeding) and creation of a 3D construct.
In a monolayer culture, chondrocytes dedifferentiate when
their proliferation is stimulated. It is not advisable to passage
chondrocytes more than 4 times due to poor differentiation and
predisposition to apoptosis [23].

In the second step, which takes about 7 days, a 3D tissue
construct is grown on a biocompatible fibrous polymer scaffold
(PGA etc.) or in a scaffold-free system using gelling polymers
(alginate, ARC technology). Researchers working with 3D
matrices think that chondroblasts attached to the fibers of a
3D matrix more readily arrange into a 3D structure of an articular
cartilage and better differentiate into mature chondrocytes [23].
The ARC-technology facilitates maturation of fibroblast-like
cells and promotes production of the extracellular matrix [24].

In another study, a porous HAp/ChS scaffold (collagen,
hydroxyapatite and chondroitin sulfate) was used to engineer an
ear cartilage [25]; such scaffold can assume the desired shape,
and cells are distributed uniformly throughout its volume. In the
cited study, the cells were cultured in a rotating bioreactor.

Importantly, as much as 75% if cells is lost during seeding
into a scaffold. Given the proportions of cells and the extracellular
matrix in a cartilage, the focus should be shifted from increasing
the number of cells to stimulating extracellular matrix synthesis.
So far, the biomechanical properties of bioengineered cartilage
tissue are inferior to those of a native cartilage.

A group of researchers has proposed a technology for
3D chondrocyte culture that does not rely on biocompatible
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polymers. Using layered chondrocyte sheets, the researchers
were able to obtain a construct that had characteristics
comparable to those of a native auricular cartilage [26-28].

This technology has been tested for safety and is now used
for cartilage repair in Japan; so far, over 100 patients have
received this treatment.

Sometimes the protocol for cartilage engineering
includes one more step: maturation of the cartilage in vivo in
immunodeficient (nude) mice. Despite the advantages, the
method has serious limitations preventing it from mass use:
it is difficult to guarantee that the end product will not contain
any traces of murine tissue. However, it is still possible to
monitor the maturation of a transplant in the recipient’s body
(for example, in cases when an auricular cartilage graft is grown
for microtia repair).

The step of cell expansion in culture, which follows cell
isolation, can be skipped: harvested cells can be immediately
seeded into a scaffold. A histological examination of
bioengineered tissue grown in a PGA scaffold was conducted
after 28 days of cell culture [29]. Using immunohistochemical
analysis, collagen levels, DNA content, and sulfated
glycosaminoglycans (sGAG, assessed by staining with toluidine
blue) were measured. At passage O (the seeding of cells into a
PGA scaffold right after harvesting), the growing cartilage was
comparable with the cartilage tissue derived from precultured
cells and had higher DNA and sGAG content. However, the
amount of cells isolated from a human nasal septa and used
for immediate seeding into a scaffold was insufficient to grow a
properly sized cartilage.

Chondrocytes can arrange into a cartilage-like structure
in the absence of a scaffold. However, they grow slowly. A
study reports that cells seeded at the density of 1.6 x 10°
chondrocytes per 1 cm? and grown for 10 weeks generated a
291-pm-thick construct; of that size, calcified tissue amounted
to 77 um [30].

Basic markers for quality control

Cells cultured as a monolayer are elongated and have a
chondroblast-like phenotype. If cells are cultured at high
density in 3D scaffolds, they acquire a round shape and start to
resemble chondrocytes. Onday 7 of high-density cultureina 3D
matrix, the cells become round, with large euchromatic nuclei,
a few nucleoli and a well-structured cytoplasm. As early as day
1 of culture in a 3D fibrous matrix, numerous cell contacts can
be detected. On the periphery, the cells look more spherical,
but in the center they are flatter. On day 7, cartilage nodules
appear [23]. The immunohistochemical analysis showed that
cell cultures derived from the nasal septum cartilage express
collagen | and CD44, whereas expression of collagen | and
aggrecan is significantly lower [16].

Chondrocytes isolated from human cartilaginous tissue
express CD105, CD44 and CD73 and are negative for
CD146. The receptor for hyaluronic acid CD44 is abundantly
expressed in young tissue; as the cartilage becomes thicker
CD44 expressions declines. Cartilaginous tissue was shown to
express Sox-9 RNA (the gene is considered to be the marker
of chondrogenesis). It also lacked expression of SBFA-1 RNA,
the marker of ossification [15].

It is recommended to measure glycosaminoglycan (GAG)
content instead of collagen levels in a growing 3D construct
to evaluate the amount of the extracellular matrix because
GAGs are more abundant and their synthesis starts earlier than
collagen synthesis. After 2 weeks of culture, GAG levels were
7 ug per 40,000 seeded cells [31].

Chondrocyte differentiation can be assessed using
commercial monoclonal antibodies [32]. Chondrocyte
maturation can be assessed with surface markers expressed
by mature and immature cells during culture. The expression
of CD44 and integrin alpha-5 is considered the most specific
for immature chondrocytes and chondroblasts [33]. It is also
useful to measure collagen | and Il, S100, aggrecan, sox 6, Sox
9 [34], cartilage-expressed gene 1, or CRTAC 1 [35], and Ca**
release-activated Ca?* channel [36].

Key characteristics of bioengineered tissue

The biochemical composition of a cartilage in a 45 to 47-year
old human per 1 g cartilaginous tissue is as follows: 83-88 mg
of collagen and 27-29 mg of sulfated glycosaminoglycans; the
total amount of cells is 25-26 million [29].

Histologically, a healthy cartilage is composed of
chondrocytes differing in shape and metabolic activity. The
cells are more round in the center of the cartilage, as compared
to its periphery. The cell to the extracellular matrix ratio declines
from the periphery to the center. The cartilage lacks collagen 1,
but contains collagen 3 [37].

PoC studies of bioengineered tracheal cartilages derived
from a nasal ovine cartilage analyzed the histological appearance
of the resultant 3D products stained with hematoxylin-
eosin and safranin O. Cartilaginous nodules were detected
in the bioengineered tissue surrounded by the extracellular
matrix. The primary biomechanical property of the cartilage
is compressive stiffness; in the study, it ranged from 0.44
and 0.7 MPa depending on orientation. During storage, this
parameter increases by approximately 50% a month [38, 39].
In another study, the best compressive stiffness demonstrated
by the samples was 0.0056 MPa, which is way inferior to the
parameters of native cartilage tissue [40]. If the protocol for
cartilage growth is adjusted to include cartilage maturation in
nu/nu mice, the resultant construct assessed after 30 days of
culture has improved stiffness.

To study how well the bioengineered cartilage can recover
its shape, 10 x 2 x 1 mm strips of a construct obtained with
the ARC-technology (10 weeks of culture in a scaffold) were
loaded into the controlled environment of a bending bioreactor
where stress was applied to the samples using a 5 mm
loading post. The angle between the margins of the strip was
measured immediately after applying stress (Oh), 2 h and 24 h
after unloading. In other words, shape retention was assessed
(0% — complete recovery of shape, the opening angle is 180°).
Differences in this parameter between the native cartilage and
the bioengineered construct were insignificant [41]. Dynamic
flexural stiffness (resistance to bending) of the construct was
0.014 + 0.019 N/mm vs 0.19 = 0.15 N/mm of the native
tissue [42]; hydroxyproline content was similar between the
bioengineered and native tissues.

The average GAG content in the construct produced
with the ARC technology was 0.318 ng per cell. The average
collagen Il content was 0.2 pg/mg wet tissue weight; collagen |
content was very low. GAG content per 1 mg wet tissue weight
was 10.74 pg/mg before implantation into immunodeficient
mice, 8.86 pg/mg after 30 days of in vivo culture and 2.73 pg/mg
after 60 days of in vivo culture. Collagen Il content was 0.02 pg/mg
wet weight before implantation, 0.78 pg/mg after 30 days of
in vivo culture and 1.44 pg/mg after 60 days of in vivo culture.
Collagen | content was below the detection threshold, similarly
to the native cartilage. The proportion of viable cells in the
construct was above 90%. Still, the mechanical properties of
the construct were inferior to those of the native cartilage [40].
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CONCLUSION

There is a need for new protocols that can improve the yield of
cells suitable for culture from donor tissue. Culture protocols are
expected to produce a construct that mimics native tissue in
its morphology, molecular (expression of glycosaminoglycans,
collagen I, aggrecan), physiological and mechanical properties.
Although costly technologies are required to reduce the probability
of cross-contamination when working with autologous tissue and
such work poorly scalable, it is still possible to create a product with
reduced immunogenicity, posing little risk for infection. Developing
a technology for producing implants mimicking a hyaline cartilage
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SARS-COV-2 IN THE CONTEXT OF CORONAVIRUSES AND ANIMAL MODELS OF COVID-19
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Some human coronaviruses that share genetic similarity are known to infect other mammals. A host can harbor several coronaviruses, which creates favorable
conditions for recombination and eventually results in the emergence of new viral strains and species. This review looks at SARS-CoV-2 in the context of other
coronaviruses and their evolution, with a special focus on possible host jumps and adaptation of the virus to its new hosts. To understand these phenomena, it is
essential to know the ecological relationships between the host and other organisms. Candidate COVID-19 models are not limited to the organisms and laboratory
animals previously used to study SARS and MERS. The diversity of SARS-CoV-2 hosts suggests there is a wide range of candidate animal models for studying
COVID-19 that might be suitable for testing drugs and vaccines against this infection. Considering the diversity of coronaviruses, integrated medical, veterinarian
and zoological studies might help to speed up the development of tools for combating coronaviral infections and prevent future epidemics.
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SARS-COV-2 B KOHTEKCTE KOPOHABUPYCOB U XXUBOTHbLIE MOAEJIN ONA U3YHEHUA COVID-19
A. A. KopeHbkoga, B. B. BaxmeTbes, K. C. Top6yHos =
depepalnbHbIi HayHHO-KIMHNHECKUIA LIEHTP (OBUKO-XUMNHYECKOM MeauLHbl PefepanbHoro Meamnko-buonornieckoro areHTcTea, Mocksa, Poccus

Cpenun KOpOHaBMPYCOB, MHMULIMPYIOLLMX YenoBeKa, U3BECTEH Psif, FEHETUYECKM BIM3KNX BUAOB, MOpadKatoLLWX APYriMX MAeKonuTaloLLmx. B oqHOM opraHname
MOTYT COCYLLIECTBOBATb HECKOMBKO KOPOHABMPYCOB, YTO CO3AAET YCNOBUS AN PEKOMBMHALMM, MPVBOASALLEN K MOSIBIIEHWIO HOBBIX BUPYCHBIX LUTAMMOB M BULOB.
B naHHoM 0630pe npeacTaBneHbl 0cobeHHOCTN SARS-CoV-2 B KOHTEKCTE APYrnX KOPOHABMPYCOB 1 11X 3aBosoLmn. Ocoboe BHUMaHNE yaeneHo BO3MOXKXHOCTH
nepexofa KOpoHaBMpyca Ha HOBbIX XO35EB M ero aganTauuy, Ans Yero BaXKHO MOHMMATb SKOSIOMMHECKME CBS3M XO35eB C OPYTMMU XXUBbIMM CyLLIECTBaMU.
MopgenbHbIMy o6 bekTamn anst ndyyerns COVID-19 MoryT 6bITb He TONbKO 1chbiTaHHble Ha SARS 1 MERS opraHvambl 1 nonynsipHble nabopaTopHble XMBOTHbIE.
PagHoobpasve nopakaembix SARS-COV-2 »MBOTHbIX CBUAETENBCTBYET O HAMHMN LUMPOKOIO CrekTpa MoTeHLMabHbIX MOAENbHbIX OOBEKTOB AN1A N3YHeHs
COVID-19, crnocobHbix okasdatbest 3PMEKTUBHBIMI NPU pa3paboTKe NekapcTB 1 BakUmH. C y4eToM pasHoobpasns KOPOHaBMPYCOB B3aUMHas MHTErpaLms
MEINLMHCKUX, BETEPVHAPHBIX 1 MEAMKO-300/0MMHECKYX UCCNEA0BaHNIA MOXET YCKOPWTb pa3paboTKy cpedcTB 60pbObl C KOPOHABMPYCHbBIMM MH(DEKLMAMM, a
TaKKe CnocobCTBOBaTb NMPEAYNPEXAEHNIO HOBbIX SMAEMMIA.

KntoueBsble cnosa: kopoHasupyc, SARS-CoV-2, COVID-19, MofenbHble XX1BOTHbIE, BUPYCHAs HAEKLS, Mepeaaqa B1pyCcoB, SnNAemMu1si, 300HO3, ECTECTBEHHbIN
pesepsyap
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SARS-CoV-2 is one of the 3 coronaviruses to have caused an  Coronaviridae family. Today, 7 Coronaviridae viruses are

epidemic among humans in the 21st century. Notably, all of
those 3 viruses were zoonotic [1]. This underscores the dangers
of zoonotic infections to humankind. Coronaviruses have a
capacity for recombination and therefore can infect different
species. This review looks at SARS-CoV-2 in the context of
other coronaviruses that pose a threat to mammals in general
and humans in particular. Similar to the studies of SARS-CoV
and MERS-CoV, veterinary research of animal coronaviruses,
including FCoV (feline infectious peritonitis), CCoV (canine viral
enteritis), SADS-CoV (swine acute diarrhea syndrome) and some
others, can yield invaluable data for countering SARS-CoV-2.

Developing effective and convenient experimental models
of COVID-19 is a pressing concern because animal models are
indispensable for studying the pathogenesis of the disease and
testing candidate drugs and vaccines.

General characteristics of SARS-COV-2

An RNA virus that caused the pandemic of 2020 and was
termed 2019-nCoV or SARS-CoV-2 is a member of the

known to infect humans; of them 3 are associated with acute
respiratory syndromes (SARS-CoV, MERS-CoV and SARS-
CoV-2) and 4 (HCoVs) cause only mild respiratory symptoms
(Table 1). According to international reports, all the 4 HCoVs
circulate in the human population all year round and are
characterized by seasonal incidence peaks [2, 3].

SARS-CoV-2 causes an often asymptomatic disease
called COVID-19 [4]. The signs and symptoms observed
in patients with mild or moderate COVID-19 remind those
of acute respiratory infections and seasonal flu, hampering
the diagnosis. Severe COVID-19 can lead to complications,
including acute respiratory distress syndrome and multisystem
disorders.

The primary route of SARS-CoV-2 transmission is through
droplets produced by an infected individual during coughing,
sneezing, talking or breathing. This mode of transmission is
typically seen in humans and between humans and domestic
animals. The novel coronavirus can also spread through
fomites, which are objects and surfaces contaminated with
biological fluids of infected patients containing viable SARS-CoV-2
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Table 1. Diversity of human coronaviruses

Virus Genus Natural reservoir Intermediate host Transmission route Receptor
HCoV-229E Camels Droplets/aerosols, fomites APN
Alphacoronavirus Bats
HCoV-NL63 Unknown ACE2
HCoV-0C43 Cattle Droplets/aerosols, direct 9—O—acet){|—_N— .
Rodents contact acetylneuraminic acid

HCoV-HKU1 Unknown

MERS-CoV Betacoronavirus Camels DPP4

Bats Palm civets "
SARS-CoV (Paradoxurus Droplets/aerasals, direct ACE2
. contact, fecal-oral route
hermaphroditus)

virions [5]. It is reported that the pathogen has been detected
in wastewater, so it is possible that exposure to contaminated
wastewater may result in SARS-CoV-2 infection [6]. Additionally,
SARS-CoV-2 RNA has been detected in blood, mucus, saliva,
urine, feces [5] and sperm [7. The definitive factor ensuring the
spread of the virus through direct contact is its viability outside
the host. According to the literature, the reported viability of
the novel coronavirus varies from a few hours to a few weeks,
depending on the type of contaminated surface and some
environmental factors.

The mechanism used by SARS-CoV-2 to invade the host
cell is still debatable. There are a few possible entry points,
including 2 cell receptors CD147 [8] and GRP78 [9]; however,
the dominant cell entry mechanism is through the membrane
receptor ACE2 [10]. The S-protein, which forms spikes on the
surface of the viral nucleocapsid, anchors to ACE2, and the
subsequent cell entry is mediated by the transmembrane serine
protease 2 (TMPRSS2) [11]. A similar mechanism is employed
by SARS-CoV [12].

ACE?2 is expressed in more than 150 different cell types
found in almost all human tissues and organs [13], but its
expression levels vary depending on the cell type. ACE2 is
present on the membranes of type Il pneumocytes, small
intestine enterocytes, endothelial cells of arteries and veins,
and smooth muscle cells of most human organs. Given that
SARS-CoV-2 uses ACE2 to enter the cell, one can expect that
some signs of COVID-19 will be observed in ACE2-expressing
tissue.

Evolution of SARS-COV-2

It is reported that HCoVs are descended from animal
coronaviruses. For example, SARS-CoV, MERS-CoV, HCoV-
NL63 and HCoV-229E are related to bat coronaviruses,
whereas HCoV-OC43 and HKU1, to rodent coronaviruses [1].
SARS-CoV-2 is likely the product of genetic recombination
that occurred in a natural reservoir, the Chinese population of
bats [14]. The SARS-CoV-2 genome shares 89% sequence
homology with SARS-like-CoVZXC21 and 96% sequence
homology with RaTG13.

Being an RNA virus, SARS-CoV-2 has 2 evolutionary
strategies: 1) genetic drift or natural selection of mutations
and 2) exchange of genetic material with other viruses through
recombination [15].

Between December 2019 and September 2020, over
18,500 SARS-CoV-2 genomes were sequenced. Based on the
sequencing data, it was concluded that the novel coronavirus
is relatively conserved. This means that future vaccines
against SARS-CoV-2 might be equally effective against any
of its variants [16]. Most mutations detected in SARS-CoV-2
genome do not affect the properties of the pathogen or
reduce its pathogenicity/virulence toward humans. The rate
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of such mutations, including D614G, can be explained by the
founder effect.

Structurally, SARS-CoV-2 is a spherical or pleomorphic
enveloped particle containing single-stranded positive-sense
RNA. SARS-CoV-2 RNA is complexed with the nucleoprotein
inside the viral capsid formed by the matrix protein [17]. The
club-shaped spikes of the glycoprotein known as the S protein
protrude from the viral envelope. The S protein binds to the
membrane of the host cell and mediates the invasion.

Numerous animal studies have demonstrated that
coronaviruses frequently undergo genetic recombination. For
example, S-protein recombination seems to be a common
event in feline and canine coronaviruses [18]. The S-protein is
a membrane glycoprotein composed of 2 subunits: S1 and S2.
The S1 subunit enables the virion to latch onto the host cell
exploiting the interactions between its receptor-binding domain
(RBD) and the receptor located on the surface of the host cell.
The RBD-encoding gene region is the most variable part of the
coronavirus genome. The genetic flexibility of the S protein and
especially its RBD might allow the pathogen to less specifically
bind to ACE2 receptors in a variety of animal species and thus
expand the range of possible hosts [14]. Mutations in the S
protein might induce conformational changes, which, in turn,
affects viral antigenicity. So far, a few mutations have been
discovered in the S1 receptor binding region but they have not
undermined the ability of the virus to bind to ACE2 in humans,
pigs, civets, and bats [19]. Recombination between gene
regions coding for the S1 and S2 subunits of the S protein
was deemed as one of the major mechanisms facilitating the
emergence of human SARS-CoV strains from bat and civet
ancestors [20].

Because SARS-CoV-2 is transmitted more rapidly that it
evolves, its population is becoming more homogenous, with a
median of 7 nucleotide substitutions between genomes. There
is evidence of purifying selection, but little data is available
to suggest diversifying selection; the rates of nucleotide
substitutions are comparable between structural and non-
structural genes [16]. Most mutations acquired by the virus are
phenotypic and thus provide information on the geographic
and population origin of the viral lineage.

The S protein of SARS-CoV-2 effectively binds to ACE2
receptors in humans, ferrets, cats and other mammals sharing
high receptor homology [21]. The remarkable diversity of species
susceptible to SARS-CoV-2 suggests that the pathogen can
cross the species barrier and encounter other coronaviruses,
which might result in a recombination event and thus give
birth to novel viral strains and species. In the past 20 years,
3 coronaviruses have spilled over from zoonotic reservoirs; this
underscores the need for surveillance of animal coronaviruses
[22], the importance of studying mutations that allow zoonotic
viruses to perform a host jump and the usefulness of medical
zoology research.
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Recombination events among HCoVs have been amply
described in the literature [23]. For example, the screening of
specimens obtained from Kenyan bats allowed researchers to
identify a few viruses exhibiting genetic similarity to HCoV-NL63
and HCoV-229. These viruses were reported to have an eventful
history of genetic recombination, including 2 interspecies
recombination events involving the S-protein gene. This
suggests that the S-protein gene might be a recombination hot
spot in coronavirus genomes [24].

Animal coronaviruses are a potential threat to humanity

Many mammalian coronaviruses have been well studied
and characterized by veterinarian scientists. For example,
it is known that B-coronaviruses encompass human viruses
HCoV-0OC43 and HCoV-HKU1 that cause acute respiratory
infections in humans and a number of other viruses that infect
dogs, cats, cattle, pigs, horses and camels. HCoV-OC43
and bovine BCoV share 95% sequence homology, whereas
SARS-CoV-2 shares almost 96% sequence homology with
RaTG13 (member of the SARSr-CoV group) isolated from the
horseshoe bat (Rhinolophus affinis). Viruses genetically close
to SARS-CoV-2 have been isolated from other bats and palm
civets (Nandinia binotata) [15]. However, although SARS-CoV-2
and bat CoV RaTG13 share almost 98% homology in the
sequences coding for the S protein, the SARS-CoV-2 genome
contains an insertion of a furin cleavage site (RRAR) in the S1/52
region. This multibasic cleavage site might be associated
with the high virulence of the novel coronavirus [19]. A virus
related to SARS-CoV-2 has been isolated from pangolins
(Manis javanica), which is why these animals were thought to
be an intermediate host for SARS-CoV-2 [25]. Animal hosts
of B-coronaviruses are potential models of infectious disease
caused by this group of viruses, including SARS-CoV-2.
Notably, over time intermediate hosts can become natural
reservoirs for coronaviruses, whereas viruses predominantly
harbored by intermediate hosts can accumulate mutations
independently. Besides, in the intermediate host the virus can
accumulate mutations allowing it to successfully invade the final
host. If the natural host is infected by different populations of the
same viral species, recombination between these populations
will drive the emergence of new strains [20].

Bats harbor a greater diversity of zoonotic viruses than
other mammals [26]. The list of viruses hosted by bats
includes relatives of SARS-CoV, MERS-CoV, HCoV-229E,
HCoV-NL6B3 [27], and SARS-CoV-2 [25]. The fact that bats
are lowly susceptible to infectious pathology caused by the
viruses they host requires thorough investigation. But reports
of coronaviruses crossing the species barrier [1] raise the need
for close wildlife disease surveillance and research into the
potential routes of viral transmission between species, because
each host jump increases the odds of a fundamentally new
recombination event associated with the virome of the host.

A host can be simultaneously infected with several
coronaviruses, which creates favorable conditions for
recombination and affects the clinical picture. Coinfections
aggravate the course of a primary disease. In human hosts,
SARS-CoV-2 can cooccur with other viruses, including
coronaviruses that cause respiratory infections [28]. The
most common SARS-CoV-2 coinfection is influenza A virus.
Respiratory coinfections are negatively correlated with the
accuracy of COVID-19 diagnosis, and clinical manifestations
of COVID-19 do not always raise suspicions about the
presence of another respiratory (viral, bacterial or fungal)
pathogen, which may result in the wrong treatment choice.

Unfortunately, coinfections in patients with COVID-19 remain
heavily understudied [29]. Coinfection can contribute to the
mutability of the coronavirus. Coronaviruses coexisting in
one host undergo frequent recombination events and mutate
actively [24]. So far, of 39 currently known coronaviruses [30]
7 are capable of infecting humans. These viruses pose a threat
to agriculture and human health. Identifying the reservoirs of
zoonotic pathogens is crucial to effective disease control and
prevention [25].

Animal models of COVID-19

Animal models are indispensable for conducting preclinical
trials of candidate drugs and vaccines and studying the
pathogenesis of SARS-CoV-2 infection. Since the clinical
manifestations of COVID-19 differ significantly among the
infected individuals, it is important to create models reflecting
different degrees of disease severity. This will allow researchers
to preclinically assess the efficacy of candidate drugs
depending on the severity of the disease. Studying the diversity
of species that host the virus in question might help to find a
suitable animal model. Animals in which the virus replicates but
does not cause overt pathology are reservoirs for the infection;
their surveillance is critical for preventing the outbreaks of the
infection. Animals that can transfer the virus on their skin or
fur constitute a separate category. For example, SARS-CoV-2
RNA has been detected in the biological samples of domestic
dogs and cats, tigers and lions [15]. However, a positive PCR
test does not prove that the tested animal is sick or is the
carrier of viable virions. Nevertheless, the fact that the virus can
be transmitted from humans to domestic animals is a worrying
sign [15], although there were no reports of animal to human
transmission.

Initially, the search for animal models of COVID-19 focused
on the animals that had been previously regarded as candidate
models for SARS and MERS. Unfortunately, none of them were
fairly suitable to study these two viruses [31].

Attempts were made to study SARS-CoV replication in
Syrian and Chinese hamsters, civets and non-human primates
(NHP), such as rhesus monkeys, crab-eating macaques,
African green monkeys, etc. [32]. Mice and ferrets were more
susceptible to SARS-CoV infection but resistant to MERS-CoV,
due to the properties of their DPP4 receptors [25]. Rabbits
were not investigated as a potential model of SARS-CoV [31]
and turned out to be an unsuitable research model for MERS
[33]. A study demonstrated that ferrets (Mustela furo) and
domestic cats (Felis domesticus) were susceptible to SARS-
CoV and could effectively spread the virus to other noninfected
animals they were housed with [34]. Likewise, domestic cats
and ferrets can be infected with and spread SARS-CoV-2 [35],
which makes them a promising SARS-CoV-2 candidate model.

American mink (Neovison vison) bred on fur farms are
susceptible to SARS-CoV-2, which they presumably contracted
from humans [36]. Thus, mink can be a good animal model for
studying COVID-19 and other coronaviruses capable of binding
to ACE2. Advantageously, there are well-established housing
and care protocols for mink and ferrets. Mink can be used to
model severe and moderate COVID-19. However, there are
still a few issues related to the housing of these animals in a
laboratory environment [37].

Tigers and lions have been reported to develop COVID-19
symptoms [15]. The fact that two distant families of the
mammalian order Carnivora, Mustelidae and Felidae, can
so easily contract the virus and develop COVID-19 indicates
that the wide variety of animal species can act as a reservoir
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Models SARS-CoV-2
Animal species SARS MERS Symptoms pa%vcﬁggy Antibodies Advantages Disadvantages References
The virus can be passed on from
one animal to another. It replicates
in and causes serious damage to Rapid clearance of
the lungs, brain, olfactory bulb. the virus. Pathology
Syrian hamster Syrian hamsters produce was less pronounced
Y . Does not antibodies against SARS-CoV-2 in naturally infected [25, 33,
(Mesocricetus Yes N Yes Yes Yes . N X X
auratus) replicate that neutralize the virus in other hamsters than in 38-40]
infected Syrian hamsters following the animals with
convalescent serum transfusion. experimentally induced
The virus is detected in the liver, infection
kidneys, spleen, heart, intestines,
salivary glands, lymph nodes
Transgenic mice The virus replicates in the lungs. The virus does not
N 9 Mice with human . P N g ’ affect other organs; [25, 31, 33,
with human Yes Yes Yes Yes causing pneumonia. Inflammation
hDPP4 receptor N coagulopathy does not 41]
hACE2 receptor is moderate 2
develop. High costs
" . Wild type mice are
Wild type mice .
without human Yes No DPP4 Yes No No No advantages npt susceptll?le t_o the [25, 31, 33,
receptors virus. lts replication is 41]
P negligible
The virus is transm!tted among Adult cats are
Domestic cat cats. The virus replicates in the significantly more
" Yes N/A Yes Yes Yes respiratory tract, tonsils and N [33, 35]
(Felis cattus) . X X susceptible to the
intestines. Kittens suffer more - N
virus than kittens
pronounced organ damage
Domestic ferret The virus replicates in
) Does not In some P . the upper respiratory [25, 31, 33,
(Mustela putorius Yes I § Yes Yes Transmission is possible di . 38
furo) replicate errets tract and intestines, 35, 38]
but not in the lungs
Low susceptibility to
the virus;
Domestic dog Not in all dogs with
(Canis lupus N/A N/A No No cases No advantages experimentally [35]
familiaris) induced infection do
not transmit the virus
to other dogs
Domestic pig Conflictini Not susceptible to
(Sus scrofa Failed Failed No No 9 No advantages P [33, 35, 37]
domesticus) data the virus
Crab-eating High costs, low
macaque The virus replicates in the lungs and 11gh ’ [31, 33, 38,
Yes Yes Yes Yes Yes ) availability, low levels
(Macaca causes pneumonia ) 42]
fascicularis) of viral RNA
Increased cytokine expression.
The virus replicates in the lungs and
Rhesus monke causes pneumonia. High costs, low
Y Yes Yes Yes Yes Yes Viral RNA is detected in the early gn costs, [31, 38, 42]
(Macaca mulatta) : . availability
stages of the disease in the lungs,
trachea, bronchi, spleen, stomach,
rectum, bladder and uterus
High costs,
Green monkey A well-established model for many complexity, low (31, 33, 38
(Chlorocebus Yes Yes Yes Yes N/A infectious pathologies. Model availability. Clinical ’ 42]’ ’
sabaeus) animals develop pneumonia manifestations are
very mild
High costs, low
Common availability. The virus
marmos_et Yes Yes In some No No The virus is detected in the blood is not detected in the [31, 33, 38,
(Callithrix marmosets lungs and does not 42]
Jacchus) cause pneumonia or
severe lung pathology

Note: N/A — data not available
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for SARS-CoV-2 [34]. It is possible that some of them might
become a new effective model for COVID-19. More different
mammals need to be investigated in order to identify new
potential sources of the infection and find suitable research
models. Table 2 describes a few animal models for SARS-CoV-2.

Northern treeshrews (Tupaia belangeri chinensis) and
Egyptian fruit bats (Rousettus aegyptiacus) were also
investigated as candidate models of SARS-CoV-2 but they
did not develop any pathology following a challenge with the
coronavirus, although the virus was detected in the multiple
organs of these animals [25]. Therefore, the northern treeshrew
and the Egyptian fruit bat do not hold promise as COVID-19
models.

The susceptibility of nontransgenic mice to the coronavirus
can be significantly affected by their genetic traits unrelated to
ACE2 [25], which may skew the clinical picture in a way that
cannot be predicted.

Alpacas (Vicugna pacos) and dromedary camels (Camelus
dromedarius) were used as the first MERS models [33, 43]. But
because the upkeep of dromedary camels is quite challenging
and these animals can pass the infection to humans,
researchers had to give up the idea of using them as a MERS
model. Alpacas infected with MERS-CoV remained clinically
healthy although they did produce antibodies [5]. Since there
were more convenient animal models, the use of tylopods for
studying SARS-CoV-2 was eventually discontinued.

Syrian hamsters turned out to be the most effective and
cheap model of COVID-19. Cats and ferrets might hold some
promise but their upkeep is more difficult. Despite the absence
of data, mink are considered to be a promising model for SARS
and MERS. NHP models are vigorously used in preclinical trials
of candidate drugs and vaccines against COVID-19.
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ROLE OF HEREDITY, ENDOGENOUS AND EXOGENOUS FACTORS IN GASTRIC CANCER

Ershov PV = Veselovsky EM, Konstantinova YuS
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Gastric cancer (GC) usually has an unfavorable prognosis: the five-year survival rate is 20-30% in most world regions. Timely diagnosis and prevention of risk
factors may reduce mortality from GC. This review discusses the meta-analyses of 40 endogenous and exogenous factors associated with GC. GC is significantly
associated with family history; dietary preferences (increased consumption of roast and smoked red meat, hot foods, pickles, salt (over 5-6 g/day), nitrates (over
20 mg/L drinking water); lifestyle (smoking, opium use, strong alcohol, beer, stress); some diseases including gastroesophageal reflux disease, diabetes mellitus,
obesity, and autoimmune disorders; infections (Helicobacter pylori, human papillomavirus, Epstein-Barr virus); ionizing radiation, and professional hazards. Data
suggesting associations between the risk of GC and the consumption of coffee, tea, high-fat foods, simple carbohydrates, folic acid, sleep duration, and blood
cholesterol turned out to be conflicting due to the inconsistencies of the results between cohort and case-control studies. About 3% of all gastric cancers are linked
to hereditary syndromes associated with pathogenic variants of CDH1, STK11, SMAD4, BMPR1A, TP53, MYH, APC, PTEN, ATM, BRCA1, and some other genes.
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BKNAO HACJIEOCTBEHHOCTU N COBOKYMNHOCTU SHAOTNEHHBLIX N SK3OIMEHHbIX
®AKTOPOB PUCKA B PASBUTUE PAKA XXKEJTYOKA

M. B. Epwos =, E. M. Becenosckuit, FO. C. KoHcTaHTVHOBa
LleHTp CTpartern4ecKoro njaHMpoBaHnA 1 ynpasieHns Me,CLI/IKO-ﬁVIOJ'IOI’VIHeCKI/IMI/I prckami 300PO0BbIO <Dep,epaanoro Me,ELVIKO-ﬁVIOJ'IOI’I/HeCKOI’O areHTcTBa, MOCKBa, Poccus

MporHo3 paka »enyaka (PXK) obbl4HO HebnaronpuaTeH: NATUNETHSS BbKMBAEMOCTb B OOMbLUMHCTBE pervoHoB cocTasnseT 20-30%. BbisiBneHune
3/10Ka4eCTBEHHOMO HOBOOOPA30BaHWS Ha PaHHNX CTaAUSIX, Tak Xe Kak 1 CBOEBPEMEHHOE NCKITIOHEHVE (hakTOPOB PUCKA, MOMOTNYT CHU3WTb CMEPTHOCTb OT PXK.
B 0630pe 0bcyxpatoTcsa fanHble nybamkaumin no Meta-aHanmay 40 SHAOMEHHbIX 1 9K30reHHbIX (DaKTopoB, CBA3aHHbIX ¢ PXK. CtatucTndeckn 3Ha4MMbIn prck
P>K 6bn accoLpmpoBaH ¢ CeMeHbIM aHaMHE30M; HEKOTOPbIMM ANETUHECKVIMN OCOBEHHOCTAMY (BbICOKOE MOTPEBNEHNE XapeHOro 1 KOMYEHOro KPacHoro Msca,
ropsyet MULLM, MapuHOBaHHbIX MPOAYKTOB, MOBAPEHHOWN COMM (CBbILLE 5-6 r/CyT.), HUTPaTOB (CBbILLEe 20 MI/N NUTLEBOV BOAbI); CTUNEM XKI3HN (TAOaKOKYpEeHVe,
noTpebnenHne onnyma, Kperkoro ankorois 1 nmea, CTPECe); TakMMKM 3ab0NIeBaHNAMM, Kak racTpoasodareasibHas pedokcHas 60ne3Hb, caxapHbiii Anaoer,
OXMPEHME, ayTOUMMYHHbIE HapyLLIEHVS; UHDeKUWsiMK (Helicobacter pylori, BUpYC nanvnombl YenoBeka, BUpYyC dniuTenHa—bapp); NOHN3MPYIOLLIMM U3MYyYeHVeM;
npodeccnoHaibHbIMY BpegHOCTAMU. [aHHble 0 cBs3n pucka PXK ¢ notpebneHvem kode, Yas, MyLLM C BbICOKUM COAEPKaHNEM >KMPOB 1 BbICTPOyCBaviBaEMbIX
YrNeBOAoB, (PONMEBON KNCNOTbI, MPOAO/PKUTENBHOCTBIO CHA, COAEPKaHMEM XONeCTeprHa KPOBW OKa3aMCb MPOTUBOPEUMBLIMY, BCNEACTBME OTCYTCTBUA
COrNacoBaHHOCTU Pe3y/TaToB KOrOPTHbIX UCCNEO0BaHUI U «CiyYait—KOHTPONb». Okono 3% Bcex cnydaes PPK 0bycnoBneHb! HacneACTBEHHbIMY CYHAPOMaMU,
accoLMMPOBaHHbIMY C MaToreHHbIMK BapuaHTamu reHoB CDH1, STK11, SMAD4, BMPR1A, TP53, MYH, APC, PTEN, ATM, BRCAT n gp.
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Gastric cancer (GC) is usually diagnosed in advanced stages. The
neoplastic transformation of gastric mucosa has a complex nature
shaped by the interplay of endogenous and exogenous factors,
from genetic polymorphisms to lifestyle choices and occupational
hazards. Early detection and elimination of modifiable high-risk
factors reinforced by the promotion of behaviors that can lower
the risk of GC is the mainstay of cancer prevention strategies. The
leading high-risk factors for GC are male sex (men are twice as
likely to develop GC than women), Helicobacter pylori (H. pylori)
infection, family history of cancer and smoking.

Across continents, the highest incidence of GC is observed
in East Asia, followed by Central and Eastern Europe, South
America, Southern Europe, Northern Europe, Central Asia,
North America, and Africa [1]. Within countries, differences
in GC incidence are linked to the ethnic composition of the
resident population, culture, climate, and regional geochemistry.
Survival depends on the stage of the disease at diagnosis, its
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classification category and molecular subtype. GC usually has
a poor prognosis: the 5-year survival rate varies from 20% to
30% in most world regions [2], except Japan, where it exceeds
70% for stages | and Il [3]. The high survival rate observed in
Japan may indicate the success of mass screening programs
for early cancer detection in situ that can prevent invasive cancer.

Today, public health systems all over the world are making
progress in treating H. pylori, one of the key factors predisposing
to GC, and raising health awareness among the population.
Owing to health education, the mortality from GC declines by
3% annually in many countries, including Russia [1].

This review discusses over 100 meta-analyses of cohort and
case-control studies investigating associations of exogenous
and endogenous factors with the risk of GC, mortality and
morbidity from this disease. The literature search included
articles published within the past 7 years, but significant
findings from earlier publications relevant to the subject are
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also mentioned in the review. In addition, the review addresses
possible associations between GC and hereditary syndromes,
genetic polymorphisms and occupational hazards. The
majority of gastric malignancies are adenocarcinomas. Many
meta-analyses differentiate between adenocarcinomas in
the gastric cardia and non-cardia cancers. Therefore, unless
otherwise specified, in this paper gastric cancer will refer to
adenocarcinomas with specific localizations.

High-risk factors for GC
Diet

A study of dietary habits conducted in 191 patients with gastric
cardia cancer, 190 patients with non-cardia cancer and 222
healthy controls established a statistically significant correlation
between the risk of GC and dietary habits, including irregular
meals, overeating and insufficient mastication: odds ratios (OR)
were 4.2 (95% confidence interval (Cl): 2.3-7.7), 4.7 (2.1-10.8)
and 7 (1.3-5.3), respectively [4].

1. Meat consumption

A diet rich in meat (over 160 g/day) contributed to the cumulative
risk of GC in the main group (obesity, high body mass index (BMI),
consumption of hot tea and high-fat foods). First, the risk of GC
was found to vary depending on the type of consumed meat. A
direct (OR = 1.87 (95% CI: 1.01-3.47)) and negative (OR = 0.36
(95% Cl: 0.19-0.68)) correlations were established between
the risk of GC and the consumption of red and white meats,
respectively. In the cited publication, beef, lamb, sausages,
and hot-dogs were defined as red meat, whereas white meat
referred to fish and poultry. Fish is rich in polyunsaturated
fatty acids, therefore N-nitroso compounds are less likely to
form as fish cooks; this prevents carcinogenesis [5]. Second,
frying and charcoal grilling were associated with increased risk
of GC due to the formation of carcinogens: OR 1.9 (95% Cl:
1.0-3.6) and OR 1.8 (95% ClI: 1.3-2.6), respectively [6]. Thus,
excessive consumption of fried or grilled red meat that can
potentially contain heterocyclic amines, N-nitroso compounds
and polycyclic aromatic hydrocarbons is reliably linked to the
risk of GC and increases the risk of colorectal cancer (CC) by
20-50% [7, 8]. Obviously, the risk of GC can be lowered by
choosing a safer cooking technique and enriching the diet with
nitrosation inhibitors, such as vitamins C, E, phenolic and other
bioactive compounds extracted from fresh vegetables and
fruits. For the European population, the lack of fresh vegetables
and fruits in the diet is a significant factor promoting the risk
of GC, similar to the consumption of smoked meat products
(bacon, sausages and ham) [9]. Besides, excessive intake of
cholesterol with animal source foods was correlated with the
increased frequency of malignancies, including GC [10].

2. Excessive salt consumption

Although salt (sodium chloride) is important for normal
metabolism, it has adverse systemic effects when ingested in
excess. Sodium chloride stimulates secretion of gastric juice,
thereby accelerating DNA synthesis and cell proliferation and
leading to atrophic gastritis [9]. According to some researchers,
the chronic form of this disorder may provoke GC. In other
words, excessive salt consumption provokes GC. A meta-
analysis of prospective cohort studies concluded that high and
moderate salt intakes (as opposed to low intake of < 5 g/day)
were significantly associated with elevated risk of GC: OR 1.68

(95% Cl: 1.17-2.41) and OR 1.41 (1.03-1.93), respectively
[11]. Another study conducted in 422 patients with GC and
649 community controls assessed the role of high-salt diet
(corrected for the presence H. pylori infection, smoking status,
tumor site and histological type) as an independent risk factor
for GC. The study found that individuals who added salt at the
table were at greater risk for GC (OR =2.01 (95% ClI: 1.16-3.46))
as early as within a year before the onset of cancer symptoms
[12]. Two more systematic reviews provide convincing evidence
that excessive salt consumption (> 5-6 g/day) is associated
with elevated risk for GC [13, 14].

3. Pickles

Pickles are traditional components of many cuisines. They
contain high amounts of preservatives, including salt, acetic
and benzoic acid, diphenyls, and nitrates. Can pickles increase
the risk of GC? Regular consumption of pickled vegetables in
an East Asian population was associated with heightened risk
of GC in comparison with the control group (no pickles in the
diet). According to the meta-analysis, the cumulative OR was
1.52 (95% CI: 1.37-1.68); for case-control studies OR was 1.56
(95% CI: 1.39-1.75); for cohort studies, OR was 1.32 (95% Cl:
1.10-1.59) [14]. Similarly, another publication reported a high
risk of GC in individuals who included pickled vegetables in
their diet (OR= 5.5 (1.4-19.5)) [15].

4. Nitrates

Nitrates accumulated in crops and drinking water (> 20 mg/L)
negatively affect human health. Ingesting high amounts of
nitrates was correlated with increased risk of GC and death
from this disease [16].

5. Dietary fat

A study reported an association between GC and increased
consumption of vegetable oil (OR = 4.5 (95% CI: 1.00-20.17);
p = 0.03) and lard (OR = 1.4 (95% CI: 0.63-3.01) for the
population of South-East Asia [17]. Perhaps, the specific
effects of vegetable oils on carcinogenesis may be explained
by their chemical composition. For example, the well-known
Mediterranean diet, in which olive oil is the central ingredient,
reduces the risk of some cancers. This effect is attributed to
monounsaturated oleic acid, which inhibits the overexpression
of the HER2 (Her-2/neu, erbB-2) oncogene; such inhibition is
particularly important in breast cancer [18]. However, the intake
of trans fats, including hydrogenated fish olil, is correlated with
increased GC morbidity (p = 0.01) [19].

6. Regular coffee consumption

The effects of regular coffee consumption on the neoplastic
transformation in the gastrointestinal tract are an interesting
research object. The relative risk (RR) of GC was 0.94 (95% Cl:
0.80-1.10) for individuals who drank 3-4 cups of coffee a day
vs. RR = 0.93 (95% CI: 0.88-0.99) for those who drank 1-2
cups of coffee, in comparison with the control group (zero coffee
consumption). After the correction by design, sex, duration of
observation and population, a statistically significant difference
was discovered between coffee consumption and diminished
risk of GC (RR = 0.85 (95% ClI: 0.77-0.95; case-control
studies) [20]. However, the opposite results were generated
by another analysis of subgroups stratified by sex, region and
time, revealing increased risk for GC (RR = 1.36 (95% Cl:
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1.06-1.75)) [21]. Frequent, long-term coffee consumption is
likely to be both a risk factor and an anti-risk factor for GC.

7. Hot meals and hot drinks

A case-control study included 600 cases of esophageal
squamous-cell carcinoma (ESCC), 599 cases of gastric
cardia carcinoma (GCA), 316 cases of gastric non-cardia
adenocarcinoma (GNCA) and 1,514 controls. The risk of cancer
rose by 150-219% in patients who had hot foods every day in
comparison with those who rarely or never had their meals hot
[22]. Another risk factor for GC was hot tea (p < 0.05) [23].

8. High intake of simple carbohydrates

Food products with a high glycemic index (Gl) can increase the risk
of cancer as they modulate the levels of insulin-like growth factor
1 (IGF1) associated with diabetes. High-carb diets were shown
to be strongly associated with heightened risk of colon cancer
and diabetes, but did not contribute to the incidence of GC [24].

Lifestyle
1. Alcohol and smoking

Regular smoking is recognized as a significant risk factor for
GCinmen (RR = 1.62 (95% CI 1.50-1.75)) and women (RR = 1.20
(95% CI: 1.01-1.43)). The risk for this cancer increases from
1.3 (for occasional smokers) to 1.7 for those who smoked 30
cigarettes a day; the long history of smoking raises the risk
of gastric cardia and non-cardia cancers: RR = 1.87 (95% CI:
1.31-2.67) and 1.60 (95% CI: 1.41-1.80), respectively [25],
with OR = 1.9 (95% CI: 0.85-4.50) [17].

A few publications reported the overall negative effect of
alcoholic beverages on the development of GC. The meta-
analysis of 75 studies [26] revealed that alcohol consumption
was considerably associated with the risk of gastric non-cardia
(OR=1.19(95% ClI: 1.01-1.40); p = 0.033) and cardia cancers
(OR =1.6 (95% CI: 0.98-1.39); p = 0.087). The relative risk of
GC for heavy beer/wine drinkers, in comparison with those who
drank little alcohol, was 1.13 (95% CI: 1.03-1.24; p = 0.012)
and 0.99 (95% CI: 0.84-1.16; p = 0.857), respectively [26].
When adjusted for smoking, education and BMI, the risk of GC
was 2.00 (95% Cl: 1.04-3.82) for regular alcohol drinkers (2-7
times a week) vs. those who consumed alcoholic beverages
only occasionally (a few times a year); the risk for GC was
1.90 (95% CI: 1.13-3.18) for individuals consuming > 100.0 g
ethanol a week. The odds ratio for death from GC for men who
consumed > 0.5 L vs. < 0.5 L of alcohol per occasion was
2.95 (95% ClI: 1.30-6.68) [27]. High alcohol consumption (>60
g/day vs. 0.1-4.9 g/day) was associated with increased mortality
from GC (1.65; 95% CI: 1.06-2.58). Beer consumption over >
30 g of alcohol/day was associated with increased GC morbidity
(1.75 (95% Cl: 1.13-2.73)); however, there was no significant
association with wine or liquor consumption [28].

Thus, the risk of GC was minimal or zero for individuals who
consumed moderate amounts of wine. A possible explanation
is that extractives contained in wine (like the polyphenolic
compound resveratrol) exert a broad spectrum of favorable
effects: antioxidant, anti-inflammatory and anti-carcinogenic [29].

2. Opium consumption

A 4-year-long prospective cohort study was carried out in
50,045 participants, of whom 17% were long-term opium
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users with an average history of opium smoking or ingestion
of 12.7 years. The study found that the risk of death from
gastrointestinal cancer (GIC) was 1.55 (95% CI: 1.24-1.93) for
all subjects. During the observation period, 387 people died
of GIC; cancer-associated mortality in the group of opium
users was 2.21 times higher (95% Cl: 1.57-3.31) and also
dose-dependent [30]. Other authors report an association
between opium use and elevated risk of cardia and non-cardia
adenocarcinomas (OR = 3.1 (95% CI: 1.9-5.1)). Similar to the
previous cited study, they point to the dose-dependent effect
(OR = 4.5 (95% CI: 2.3-8.5)) [31].

3. Sleep duration

The meta-analysis of 25 articles (a total of 1,550,524
participants and 86,201 GC cases) revealed that neither
short nor long sleep duration (relative to the baseline value
of 7 h) was associated with increased risk of cancer [32]. A
prospective cohort study, which recruited 173,327 men and
123,858 women aged 51-72 years, reported a significant risk
of death from GC in men (1.29 (95% Cl: 1.05-1.59); p = 0.03)
who normally slept 5-6 h vs. 7-8 h a day. By contrast, women
who normally shad 5 h of sleep per day were at reduced risk
of death from GC (0.76 (0.24-2.41)). It should be noted that
the average weighted risk of other cancers did not significantly
correlate with variations in sleep duration relative to the control
group [33]; these findings were consistent with the results of
other studies [34].

4. Chronic stress

There is a known psychosomatic link between the level of stress
and gastritis (or gastric/duodenal ulcers) [35]; these conditions,
together with co-existing inflammation, can predispose to
neoplasms [36]. Stress aggravates gastric cancers; the
underlying molecular mechanism of this phenomenon was
studied in [37]. According the study, the expression of the
B,-adrenergic receptor (ADRB2) was elevated in gastric tumors
and positively correlated with their size, stage and spread to
lymph nodes. Induced by the stress hormone, the activation
of the ADRB2 signaling pathway played the key role in the
progression of cancer and metastasis. This suggests that GC
progression may be regulated by the drugs for B, blockade
(propranolol) as an adjunct to existing therapies [37].

Pharmacotherapy
1. Nonsteroidal anti-inflammatory drugs and aspirin

This class of drugs includes selective cyclooxygenase-2 (COX-2)
inhibitors that, according to some studies, reduce the risk of
GC and hold potential for chemoprevention [38]. Still, many
aspects of their use, such as optimal dosing and therapy
duration, remain understudied. Perhaps, the inhibitory effect
of NAIDs on carcinogenesis stems from their ability to induce
apoptosis of epithelial cells and regulate angiogenesis via COX-
2-dependent and COX-2-independent signaling pathways [39].
A population case-control study enrolled individuals aged 30-79
years with esophageal adenocarcinoma (n = 293), esophageal
squamous-cell carcinoma (n = 221), gastric non-cardia cancer
(n = 368) and gastric cardia cancer (n = 261). The control group
comprised 695 participants. Prolonged aspirin therapy over
the course of 2 to 5 years reduced the risk of such cancers:
OR = 0.37 (95% ClI: 0.24-0.58), 0.49 (95% CI: 0.28-0.87),
0.46 (95% Cl: 0.31-0.68), respectively, in comparison with the
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control group (no aspirin), except cardia cancer (OR = 0.80
(95% CI: 0.54-1.19)) [40].

2. Statins

The association between blood cholesterol levels and the risk
of GC is debatable. Statins inhibit endogenous cholesterol
synthesis and are traditionally used to treat metabolic disorders;
in addition, they can exert anticancer activity [41]. The meta-
analysis of 26 randomized control and 8 observational studies
of over 7,000 GC cases demonstrated that statins reduced
the risk of GC by an average of 30% (RR = 0.73 (95% Cl:
0.58-0.93)) [42].

Chronic diseases
1. Gastroesophageal reflux disease

Many studies have established a significant association
between GERD and the risk of gastric cardia cancer [43, 44]. In
most studies, GERD was associated with a 2- to 5-fold increase
in GC morbidity. At the same time, some studies reported the
lack of or the negative association between GERD and non-
cardia gastric cancer [43-45].

2. Metabolic syndrome

Disrupted metabolism may be an additional risk factor for different
cancer types and affect the overall survival of cancer patients. A
retrospective study analyzed the clinical and histological data of
808 patients with GC and a history of metabolic syndrome (MS).
The control group consisted of 1,146 individuals. Main group
patients had high blood levels of triglycerides (o = 0.007), lower
levels of high-density lipoproteins (HDL) (o < 0.001), a higher
frequency of hypertension disease (p < 0.001) and diabetes
(OR = 1.86 (95% CI: 1.39-2.48)). MS was associated with
poorly differentiated gastric carcinoma and late progression to
advanced stages according to the TNM classification [46].

Type 2 diabetes mellitus is the most common endocrine
disorder characterized by hyperglycemia due to deficient insulin
secretion and impaired metabolism. A few clinical studies
investigated a causal link between diabetes and cancer. At
least two studies showed that patients with diabetes mellitus
were at greater risk for hepatic, pancreatic, gastric, colon, renal
and breast cancers [47, 48]. According to a prospective cohort
study, there was an association between early GC onset and
hyperglycemia (p = 0.000; OR = 1.066), insulin resistance
(o = 0.024; OR = 1.084), glycated hemoglobin (HbA1c) levels
(o = 0.004; OR = 3.225), and low total blood cholesterol
(p = 0.005; OR = 1.015). Besides, there was no significant
association between the risk of early GC onset and the levels
of the insulin-stimulated hormone adiponectin in the blood
[49]. Hyperglycemia (glucose concentrations > 5.3 mmol/L)
contributed to the risk of GC associated with H. pylori infection
[60]. It was discovered that HbA1c concentrations > 6.0%
(42 mmol/L) adjusted for sex, age and H. pylori seropositivity
were a statistically significant factor predisposing to GC [50].
Likewise, an association was confirmed between the poor
survival of GC patients ((1.73 (95% CI: 1.08-2.79) and the risk
of death from gastric cardia cancer (3.40 (95% Cl: 1.45-7.97))
in the setting of type 2 diabetes mellitus. HbA1C concentrations
> 6.0% (42 mmol/L) were the endogenous marker of increased
mortality from GC (1.68 (95% CI: 1.07-2.63)) [51].

There is no firm association established between the levels
of blood cholesterol and the risk of GC because the data

generated by case-control vs. cohort studies are conflicting
[62]. Nevertheless, high cholesterol should not be ignored if a
patient is exposed to other risk factors for GC. The multivariate
analysis of variance suggested a statistically significant
association between the risk of gastric dysplasia (corrected to
age and sex) and the levels of glucose of 100-125 mg/100 ml
(RR = 2.261; 95% Cl. 1.147-4.457); total cholesterol >
240 mg/200 ml (RR = 6.299; 95% CI: 1.277-31.076); LDL of
130-159 mg/100 ml (RR = 0.250; 95% CI: 0.069-0.903), and
MS (RR =2.177; 95% Cl: 1.082-4.379) [53].

3. Obesity

Recently, obesity has become a public health priority due to
the growing incidence of cancers reliably associated with this
condition. Globally, obesity-associated malignancies account
for 11.9% of cancers in men and 13.1% of cancers in women.
There is evidence that excess body weight may increase the
risk of 13 different cancers, including endometrial, esophageal,
renal, pancreatic, hepatocellular, gastric cardia, colorectal,
ovarian, thyroid, bladder, and postmenopausal breast cancers
meningiomas and multiple myelomas [54]. It is emphasized
that abdominal obesity is a significant risk factor for GC [52,
55-57]. After adjustment for age, alcohol consumption,
smoking, family history and total blood cholesterol, BMI from
27.5 to 29.9 was associated with the risk of grade 3 gastric
dysplasia in men (OR = 1.87; 95% CI: = 1.24-2.81) and women
(OR =2.72; 95% ClI: 1.44-5.16). For men with BMI from 27.5
to 29.9, the risk of developing gastric cardia dysplasia was
OR =1.78 (95% CI: 1.02-3.10); for BMI > 30.0 OR was 2.54
(95% CI: 1.27-5.08); for women with BMI of 27.5-29.9 OR
was 2.88 (95% ClI: 1.27-6.55) and for women with BMI > 30.0
OR was 2.77 (95% ClI: 1.36-5.64) [52]. The analysis of 2,130
cancer cases from the sample of 913,182 patients showed that
obesity increased the risk of gastroesophageal cancer and GC
by 49-68% and 33-48%, respectively [57].

4. Autoimmune disorders

Autoimmune disorders may be regarded as an alternative
etiological factor for chronic inflammation of gastric mucosa,
promoting the risk of carcinogenesis. A systematic review of
52 observational studies discovered an association of some
autoimmune diseases with the risk of GC (OR = 1.37; 95% Cl:
1.24-1.52) [58]. Specifically, a significant link was established
between GC and the following disorders: dermatomyositis
(OR =3.69; 95% Cl: 1.74-7.79), pernicious anemia (OR = 2.84;
95% Cl: 2.30-3.50), Addison’s disease (OR = 2.11; 95% Cl:
1.26-3.53), dermatitis herpetiformis (OR = 1.74; 95% CI: 1.02—
2.97), IgG4-related disease (OR = 1.69; 95% CI: 1.00-2.87),
primary biliary cholangitis (OR = 1.64; 95% CI: 1.13-2.37), type
1 diabetes mellitus (OR = 1.41; 95% CI: 1.20-1.67), systemic
lupus erythematosus (OR = 1.37; 95% Cl: 1.01-1.84) and
Graves’ disease (OR = 1.27; 95% Cl: 1.06-1.52) [58].

Infection
1. Helicobacter pylori

Corrected for other risk factors, Helicobacter pylori infection
has a critical role in the etiology and early onset of GC [59].
Patients seropositive for H. pylori and prone to excessive salt
consumption were at a 10 times higher cumulative risk for GC
than the control group (no antibodies to H. pylori and low-salt
diet). H. pylori infection was shown to aggravate GC prognosis
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in patients with a family history of cancer and smokers [60].
Interesting observations were described in a study that
reported an association between the Lewis antigen system
and the risk of GC [61]. The frequency of the Lea*b~ phenotype
was higher in patients with GC and H. pylori infection; the risk
of GC was 3.15 times higher in the carriers of this phenotype
than in those with the Leab* phenotype [61]. Another meta-
analysis that summarized the data generated by 22 studies
demonstrated that patients who had undergone H. pylori
eradication therapy were at lower risk for GC than those who
had not (0.53; 95% Cl: 0.44-0.64). Eradication of H. pylori
ensured a stable therapeutic effect for asymptomatic infected
individuals (0.62; 95% CI: 0.49-0.79) and patients who had
undergone the endoscopic resection of GC (0.46; 95% CI:
0.35-0.60) [62].

2. Human papillomavirus

There are causal links between human papillomavirus (HPV)
infection and GC. The meta-analysis of 30 studies (1,917 cases
and 576 controls) found that the prevalence of HPV among the
patients with GC was 28.0% (95% Cl: 23.2-32.7; p < 0.001)
and established an association between the infection and the
risk of GC (OR = 7.388; 95% CI: 3.876-14.082; p = 0.004).
According to the analysis of 15 case-control studies, HPV 16
was diagnosed in patients with GC 3 times more often than
HPV 18. The researchers concluded that HPV may play a
role in the pathogenesis of GC; more solid evidence can be
obtained by isolating HPV from precancerous cells of gastric
dysplasia lesions or and adenomas [63].

3. Epstein-Barr virus

About 90% of the population are infected with the Epstein—
Barr virus (EBV). The virus was isolated from a variety of
tumors, including nasopharyngeal and gastric cancers, Burkitt,
Hodgkin and non-Hodgkin lymphomas. Today EBV infection
is thought to be a potential risk factor for cancer. A correlation
was established between the seropositivity for EBV and the
nasopharyngeal cancer/Hodgkin lymphoma [64]. However,
only 7-10% of gastric tumors were associated with EBV [64];
according to the authors of the analysis, this might be due to
small sample sizes. For example, seropositivity for EBV was
not associated with elevated risk of GC in the main and control
groups that comprised 185 and 200 cases, respectively.
High antibody titers for the Epstein—Barr nuclear antigen were
associated with longer survival in patients with cardia cancer
[65]. In another retrospective study (54 individuals with gastric
adenocarcinomas), the risk of cancer in patients seropositive
for IgA against the viral capsid protein and IgG against the early
antigen R-component was 4 and 2 times higher, respectively,
than in the control group. Antibody titers against EBV were
significantly higher in patients who were later diagnosed with
EBV-associated GC than in those with GC not associated with
EBV infection [66].

These findings suggest that the failure of the immune system
to control EBV infection may increase the risk of malignancies
in the long term [66]. According to the published study of the
associations between GC and a coinfection with 3 pathogens
(H. pylori, HPV and EBV) [67], the GC specimens contained
the nucleic acids of H. pylori, EBV and HPV in 87, 20 and 3%
of cases, respectively. H. pylori was mainly represented by
the cagA* (H. pylori - cagA*) strain. The cagA gene encodes
the virulence factor, which is essentially an oncogenic protein
capable of causing hyperplasia of the gastric epithelium and
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polyposis. A coinfection with H. pylori-cagA* and EBV was
correlated with advanced stages of GC, and the presence
of EBV infection was correlated with distant metastasis [67].
Consequently, measures for H. pylori and EBP prevention help
to ward off GC and especially its aggressive forms.

lonizing radiation

The literature analysis shows that the association between the
risk of GC and ionizing radiation doses remains understudied.
Exposure to both natural or man-made sources of radiation
(accidents at nuclear power stations) can cause multiple
damage to human genes and induce shifts in the global gene
expression [68].

Some secondary tumors can be provoked by radiation
therapy for the abdomen. The cumulative coefficient of primary
GC incidence in the studied group (22,269 subjects) was 1.45%
30 years after the diagnosis. Individuals who received radiation
therapy for testicular cancer were at a 6-times higher risk of
developing GC (OR = 5.9; 95% CI: 1.7-20.7). The risk grew
with the total dose approaching 50 Gy (p < 0.001), OR = 20.5
(8.7-114.3) in comparison with the total dose of <10 Gy. Thus,
the highest risk of developing secondary cancers was observed
for the total radiation dose of >30 Gray [69]. It should be noted
that in its latent state, EBV associated with GC expresses a very
small number of genes. However, exposure to ionizing radiation
leads to the NF-kB-mediated activation of the Iytic form of the
virus, whose persistence is an additional risk factor for GC [70].

Occupational hazards

Exogenous factors predisposing to GC include social factors
and occupational hazards. For example, an association was
discovered between the heightened risk of GC quantitatively
expressed as the relative indexes of inequality and a few social
factors [71], such as low educational status (2.97 (95% Cl:
1.92-4.58)), job (4.33 (95% ClI: 2.57-7.29)), socioeconomic
status (SES) (2.64 (95% CI: 1.05-6.63)), and income (1.25
(95% Cl: 0.93-1.68)). Differences in GC incidence between
social groups were more pronounced in another study [72]
showing that the risk of GC decreased from 22.7% to 2%
(o < 0.001), from 12% to 0.5% (p < 0.001) and from 6.5% to
0.1% (p < 0.001) in the groups with low, moderate and high
SES. A significant correlation was observed between low SES
and GC incidence and mortality [73]. According to the meta-
analysis of 25 studies (9,773 GC cases and 24,373 controls),
the risk of GC decreased in groups with a high educational
status: OR and the relative index of inequality were 0.60 (95%
Cl: 0.44-0.84) and 0.45 (95% CI: 0.29-0.69), respectively [73].

Stratification of occupational hazards in a Swedish
population revealed an almost two-fold difference in the risk of
GC between different socio-economic groups [74]. Individuals
involved in manual labor (miners, quarry workers, fishermen,
construction workers, packers, loaders, warehouse workers,
clerical workers, nurses and postmen) were at higher risk for
GC [74]. Standardized incidence ratios of gastric cardia cancer
were significantly increased for male gardeners, transport
workers, chemical industry workers and bricklayers. Cement and
mineral dusts were the main occupational risk factor for GC [74].

In a Spanish population, the risk of developing GC was
statistically significant for male cooks (OR = 8.02), wood
processing plant operators (OR = 8.13), food and related
product machine operators (OR = 5.40), miners and quarry
workers (OR = 4.22; 95% Cl: 0.80-22.14)) [75]. The risk of
GC was also significant for men and women involved in plant
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cultivation and exposed to pesticides (OR = 10.39; 95% CI:
2.51-43.02), as well as for those involved in manufacturing
and exposed to asbestos (OR = 3.71; 95% CI: 1.40-9.83) and
wood dust (OR = 3.05) [75].

Cr(Vl) is an established carcinogen provoking lung cancer.
The meta-analysis of 56 cohort and 74 case-control studies
sought to test the hypothesis about the association between
the risk of GC and occupationally inhaled chromium in chrome
plating and leather workers and those exposed to Portland
cement [76]. The cumulative relative risk was 1.27 (95% Cl:
1.18-1.38); in comparison with other studies reporting the
increased risk for lung cancer, RR for GC was 1.41 (95% Cl:
1.18-1.69) [76]. On the whole, these results allow identifying
Cr(Vl) as a risk factor for GC.

Genetic factors for GC: hereditary cancer syndromes and
genetic polymorphism

1. Heredlitary GC syndromes and family history

The family history of GC is another factor that augments the
risk of the disease 1.5-3.5 fold if at least one first-degree
relative has GC [77]. Although GC is mostly sporadic, familial
aggregation is observed in about 10% of cases and 1-3%
of cases are associated with cancer syndromes [78, 79].
According to a study, the incidence of GC was higher in
individuals whose relatives had a history of early-onset GC
(before 50 years) [80, 81]. The frequency of GC was higher
among patients whose first-degree relatives had GC (OR = 2.7;
95% Cl: 1.7-4.3). If two or more relatives had GC, OR rose
10 9.6 (95% CI: 1.2-73.4) [82]. The incidence of GC was also
higher in patients whose first/second degree relatives had a
history of malignancies including GC, breast or lung cancer,
gynecological and hematologic cancers, as shown by the
long-term observations of the main group (n = 44; 54.5%,
p < 0.01) and the control group (n = 44; 11.4%, p < 0.01)
[79]. It is reported that GC-associated mortality was higher in
patients with a family history of H. pylori and GC (OR = 8.2;
95% ClI: 2.2-30.4) than in the control group (no family history
of H. pylori and GC). At the same time, non-cardia cancer was
the most common malignancy in the sample [83].

The most significant hereditary cancer syndrome manifested
as GC is hereditary diffuse gastric cancer (HDGC). This
syndrome is associated with pathogenic variants of the CDH1
gene, which encodes the cell adhesion protein E-cadherin.
A study conducted in 75 families found that the cumulative
risk of GC was 70% and 56% for female and male carriers
of the pathogenic CDH1 variants, respectively, by the age of
80 years [84]. An earlier study involving 13 families produced
the opposite results: the cumulative risk of GC was 67% for
men and 83% for women [85]. It should be noted that the
cited study included 3 Maori and one Pakistani families. Thus,
ethic differences should be accounted for when estimating the
cumulative risk of HDGC. Besides, both publications show that
female carriers of the pathogenic CDH1 alleles are at increased
risk for lobular breast cancer (cumulative risk of 39-42% by
age of 80 years). Importantly, the pathogenic CDH1 variants are
detected in only 40% of patients with clinical signs of HDGC.
Genetic causes of this disease in other patients are obscure [86].

Another hereditary cancer syndrome contributing to the
risk of GC is the Peutz—Jeghers syndrome. It is characterized
by the development of gastrointestinal hamartomatous polyps.
Its distinctive feature is the presence of melanin spots on the
lips, buccal mucosa and other parts of the body. The disease
is manifested as gastrointestinal tumors, including GC. The

affected women are at increased risk for breast cancer. The
disease is caused by the pathogenic variants of the STK771
gene [87]. According to some estimates, the cumulative risk of
GC in patients with the Peutz—Jeghers syndrome aged 15 to
64 years is 29% [88].

Another syndrome that significantly increases the risk of GC
is juvenile polyposis. This condition is caused by the pathogenic
mutations in the SMAD4 or BMPR1A genes. As a rule, juvenile
polyposis affects children but can also arise at older age. The
cumulative risk of GC is 21% for patients afflicted with this
syndrome [89].

Among other hereditary cancer syndromes that aggravate
the risk of GC are Lynch syndrome, Li-Fraumeni syndrome,
familial adenomatous polyposis, MYH-associated polyposis,
gastric adenocarcinoma and proximal polyposis of the stomach
[86]. There is evidence that patients with ataxia-telangiectasia,
Bloom syndrome, Cowden syndrome, and xeroderma
pigmentosum are at increased risk for GC [89].

Another condition worth mentioning is the syndrome
of hereditary breast and ovarian cancers associated with
mutations in the BRCAT and BRCA2 genes. Carriers of the
pathogenic BRCA1/BRCA2 alleles are at increased risk for
GC [90, 91]. Although this risk is only slightly increased, the
syndrome is very common and therefore its association with
GC may be clinically significant.

In addition to the listed hereditary cancer syndromes (see
Table), the risk of GC is elevated in patients with inherited
primary immunodeficiency [92]. Recently, the incidence of GC
among such patients has started to decline; this might be tied
to the spread of H. pylori eradication therapy [93].

2. Genetic polymorphism

It is not only the pathogenic variants of nucleotide sequences
associated with cancer syndromes that contribute to the
risk of developing GC, but also non-pathogenic populational
polymorphisms. According to one of the largest research
studies of twins conducted in Sweden, Denmark and Finland,
the contribution of genes to GC is much greater than to other
nosologies. The risk of GC for a male monozygotic twin of a
twin with GC was 9.9 times higher than for a male monozygotic
twin of a twin without GC. Concordance for GC in male
monozygotic twins was 0.08, i.e. there is an 8% probability of
GC in one of the twins if the other already has GC [94].

According to a 2019 meta-analysis that covered 186
studies, the strongest associations were observed for 9
variants of 9 genes: APET rs1760944, DNMT1 rs16999593,
ERCC5 rs751402, GSTT1 0/0 genotype, MDMZ2 rs2278744,
PPARG rs1801282, TLR4 rs4986790, IL-17F rs763780 and
CASPS8 rs3834129. The metanalysis included a total of 61 gene
variants [95]. The strongest association with GC was shown
for the G allele of the APET gene (rs1760944). OR was 1.77
[95]. The existing data on the associations between genetic
polymorphisms and GC are not clinically relevant and cannot
be used to elaborate screening recommendations. So, it is
more reasonable to focus on the family history while estimating
the risk of GC.

Factors reducing the risk of GC
Fruits and vegetables
By and large, diets enriched in fruits and vegetables (especially

fresh) were negatively correlated with the risk of GC [4, 9].
Regular intake of fruits and vegetables reduced the risk of GC by

MEOVILIMHA SKCTPEMATIbHBIX CUTYALINW | 4, 22, 2020 | MES.FMBA.PRESS



Table. Hereditary cancer syndromes associated with increased risk of GC
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Syndrome Genes GC risk Inheritance pattern Reference

Hereditary diffuse GC CDH1 56-83% Autosomal-dominant [84, 85]
Peutz-Jeghers syndrome STK11 29% Autosomal-dominant [86]
Juvenile polyposis SMAD4, BMPR1A 21% Autosomal-dominant [86]
Lynch syndrome MLH1, MSH2, MSH6, PMS2, EPCAM 1-13% Autosomal-dominant [86]
Li-Fraumeni syndrome TP53 2,8% Autosomal-dominant [86]
Familial adenomatous polyposis APC 1-2% Autosomal-dominant [86]
Hereditary breast and ovarian cancers BCRA1, BRCA2 Increased Autosomal-dominant [86]
MYH-associated polyposis MYH Increased Autosomal- recessive [86]
Gastlric adenocarf:inoma and Pathogenic variant of APC promoter Increased Autosomal-dominant [86]
proximal polyposis

Ataxia-telangiectasia ATM Likely increased Autosomal- recessive [89]
Bloom syndrome BLM Likely increased Autosomal- recessive [89]
Cowden syndrome PTEN Likely increased Autosomal-dominant [89]
Xeroderma pigmentosum bbBz, 55",4??000015 [,:_Dﬁoiilzxiic)egCERCC4 Likely increased Autosomal- recessive [113]

48-70% and 46-68%, respectively [22], which was consistent
with the findings of another research study (OR = 0.3; 95% Cl:
0.1-1.0) [6]. By contrast, low intake of fruits and vegetables
promoted the risk of GC (OR = 1.2; 95% CI: 0.74-1.96) [17].
Onions and garlic had a protective effect on the gastrointestinal
tract and reduced the risk of GC [96]. A negative association
was established between the risk of GC and consumption
(often vs never) of garlic stalks (OR = 0.30; 95% Cl: 0.12-0.77).
In another study, increased consumption of allium vegetables
(onions, garlic, leeks, shallots, garlic stalks, Chinese chives,
Welsh onions) reduced the risk of GC (OR = 0.54; 95% Cl:
0.43-0.65) [97]. The meta-analysis of 18 studies showed
that the relative risks of developing colorectal cancer and GC
were 0.69 (95% CI: 0.55-0.89) and 0.53 (95% ClI: 0.31-0.92),
respectively, in the main group (garlic consumption > 28.8 g/
week) in comparison with the control group (3.5 g/week) [98].

Dietary fiber intake

Dietary fiber is a food component that is poorly digested by the
gastrointestinal tract of humans but can be fully digested by
the intestinal microbiota. A systematic review [99] analyzed 21
publications, to find that the odds ratio of GC for high dietary
fiber intake was 0.58 (95% Cl: 0.49-0.67; p < 0.001). Moreover,
inclusion of 10 g of dietary fiber in the diet was associated with
a 44% reduction in the risk for GC [99].

Tea

Similar to coffee, regular tea consumption was also studied for
the association with GC. Polyphenolic compounds contained
in tea exert antioxidant activity and have a variety of anticancer
effects: they inhibit nitrosation and stimulate apoptosis in
carcinoma cell lines. About half of the of prospective cohort
studies investigating the effect of regular tea consumption
on GC did not find any associations between green tea
consumption and GC, whereas the rest established a negative
association [100].

Dietary carotenoids
Intake of a-, B-carotins, lycopene, and lutein was negatively

correlated with the risk of GC: OR = 0.59 (95% CI: 0.37-0.92);
0.52 (95% CI: 0.46-0.59); 0.88 (95% CI: 0.55-1.41) and
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0.85 (95% ClI: 0.56-1.30), respectively. The RRs of GC at
95% CI were as follows: 0.72 (0.50-1.03), 0.79 (0.58-1.07),
0.80 (0.60-1.07) and 0.95 (0.77-1.18), respectively [101].
Thus, case-control studies established a negative correlation
between the intake of dietary carotenoids and the risk of GC.

Vitamins

High vs. low vitamin intake was negatively associated with
the risk of GC (RR: 0.78 (95% ClI: 0.71-0.83)) [102]. However,
if daily intake of vitamins was increased 4 times (9 studies),
the risk of GC also increased slightly (OP = 1.20; 95% Cl:
0.99-1.44) [102]. The analysis of dose-dependent effects of
vitamin A (1.5 mg/day), vitamin C (100 mg/day) and vitamin E
(10 mg/day) indicated a decline in the risk of GC by 29%,
26% and 24%, respectively [102]. Diets high in fruits (100 g/day)
rich in vitamin C were negatively correlated with the risk of
GC [9]. Interestingly, intake of food supplements containing
garlic extracts, vitamins C, E and selenium was associated
with reduced morbidity and mortality from GC although the
associations were statistically insignificant. By contrast, vitamin
therapy was significantly negatively correlated with mortality
from esophageal cancer and GC (0.51; 95% CI: 0.30-0.87;
p =0.014) [103].

Vitamin D, the precursor of the steroid hormone calcitriol,
regulates a number of metabolic and signaling pathways in the
cells. Low blood levels of vitamin D were shown to correlate
with cancer [104]. Spanish patients with GC had low blood
concentrations of vitamin D, in comparison with the control
group (no cancers and vitamin D deficiency): OR = 8.8 (95% Cil:
5-22; p < 0.0001) [105]. Case-control studies conducted in the
USA demonstrated that both deficiency (< 20 ng/L) and excess
(20-29 ng/L) of vitamin D were far more common in patients
(n = 103) with incomplete gastric metaplasia than in healthy
individuals (n = 216) with vitamin D concentrations in the blood
ranging from 30 to 100 ng/L; this factor might play a role in the
development of gastric adenocarcinoma in situ [106]. Sufficient
concentrations of vitamin D (over 20 ng/L) in the blood plasma
of Korean adults were associated with high efficacy of H. pylori
eradication therapy and low risk of GC (OR = 0.57; 95% CI:
0.32-1.00) [107].

The link between dietary folic acid (vitamin B9) and GC
remains understudied. Studies in mice with induced gastric
dysplasia demonstrate that dietary folic acid slows DNA
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hypomethylation in the epithelial cells and stromal myofibroblasts
of the stomach associated with worse survival [108]. Besides,
folic acid exerts an inhibitory effect on inflammation [108].
Still, the efficacy of folic acid in preventing and treating gastric
malignancies is yet to be proved in future research.

Exercise

Some systematic reviews indicate that regular exercise and
sports are usually negatively correlated with the development
and relapse of cancer. For example, exercise was associated
with a 20-50% reduction in the risk of lung [109] and breast
[110] cancers. The cited reviews discussed a few possible
causes underlying this phenomenon: optimization of hormonal
status, reduction of oxidative stress in tissue due to oxygen
saturation and activation of immune mechanisms. Four studies
demonstrated that exercise had a protective effect against
gastric cardia cancer (OR = 0.80; 95% ClI: 0.63-1.00), and
5 studies showed the same effect against non-cardia cancer
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on regulation of the said pathogenesis. Herein, we present the current experience of using laser therapy to prevent development of endothelial dysfunction in the
context of post-COVID-19 rehabilitation, as well as the accumulated data on the methods of combination of external or intravenous laser blood therapy and influence
on the immunocompetent. We provide justification for practicing personalized approach at various stages of post-COVID-19 rehabilitation and treatment. The basis
allowing greater efficacy of post-COVID-19 rehabilitation, including protocols making use of laser therapy, is the analysis of single-nucleotide polymorphisms of
genes that determine adaptation processes, peculiarities of the immune response to infectious pathogens, predisposition to the development of respiratory distress
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The global COVID-19 pandemic caused by the SARS-CoV-2
coronavirus is a challenge for the entire mankind, but the first to
search for solutions thereto are scientists and doctors that are
tasked with finding ways to curb incidence, effectively treat and
rehabilitate COVID-19 patients and minimize the associated
complications and mortality.

One of the many features of COVID-19 is the pronounced
non-specificity of the observed pathological processes and its
capacity to damage both organs and tissues and functional
regulatory systems. At the same time, development of
endothelial dysfunction can be named a factor that largely
unites various disorders. There is an opinion gaining popularity
that vascular endothelial damage is the cornerstone of organ
dysfunction in severe SARS-CoV-2 infection cases [1].

The patients that died from respiratory failure resulting from
COVID-19 had diffuse alveolar injury with perivascular T-cell
infiltration as a specific histological pattern registered in the
peripheral lung. The lungs of these patients have distinctive
vascular features: severe endothelial damage associated with
intracellular presence of the virus and fragments of destroyed
cell membranes. Histological analysis of pulmonary vessels
of COVID-19 patients revealed widespread thrombosis and
microangiopathy. COVID-19 patients had alveolar capillary
micro clots 9 times more often than influenza patients
(p < 0.001). Al this indicates that the disease also translates into
a severe endothelial dysfunction [2].

Endothelial dysfunction (EnD) — a complex multifaceted
process typically seen in the context of cardiovascular,
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metabolic and immune disorders — is a current and serious
challenge for clinical practitioners, even when considered
outside of connection to COVID-19 [3]. And with a developing
viral infection in the background, exploring the means to
prevent this pathology is of paramount importance.

Endothelium is a cardiovascular endocrine organ that, in
critical situations, enables communication between blood and
tissues [4]. It acts as a barrier between the blood and the vascular
wall, helps adaptation to changing environmental conditions
through local regulation of vascular tone, vascular wall integrity
protection etc. Normally, endothelial cells, following alterations
in blood flow rate, exposure to mediators or neurohormones,
react by increasing the synthesis of substances that cause
relaxation of the vascular wall's smooth muscle cells (nitric
oxide (NO) and other relaxants). They also work to prevent
thrombogenesis by blocking platelet aggregation, oxidating low
density lipoproteins, expressing adhesion molecules, "sticking"
monocytes and platelets to the vascular wall, producing
endothelin etc. Compensatory mechanisms are activated
under the influence of a damaging factor. In case of prolonged
exposure to such a factor (hypoxia, intoxication, inflammation,
hemodynamic overload, etc.), compensation fades and a
pathological process develops. Endothelial dysfunction is an
imbalance between biologically active substances synthesized
by endothelial cells (potentially protective NO, endothelial
hyperpolarization factor, prostaglandins) and damaging
substances (endothelin-I, thromboxane A2, superoxide
anion etc.) [5].

It is the genotype that shapes all these normal and
pathological molecular mechanisms of endothelium's adaptive
response to normal or excessive influences. Currently, there
are over 1500 genes established to have an association with
multifactorial human diseases.

The human genome investigation efforts in the context
of the Human Genome Project, Hap Map project, The 1000
Genomes projects, The SNP Consortium, have revealed
mutations and single nucleotide polymorphisms (SNP) in genes
encoding protein molecules of the body's regulatory systems.
Their associations with various pathologies were either
confirmed or refuted [6-9].

For example, the public Online Mendelian Inheritance in Man
database (OMIM) [10] and the single nucleotide polymorphisms
database contain more than 3.5 million SNP markers [11].

One of the studies investigating the significance of
polymorphism of various genes considered possible contributors
to the development of cardiovascular diseases (CVD) identified
105 genes that most likely support pathophysiology of CVD [12].
The researchers focus on genes that determine endothelium's
properties, its role in the development of local vasospasm/
vasodilation, hemostasis, inflammation, atherosclerosis,
angiogenesis, etc [13-14].

Long before the COVID-19 pandemic, significant individual
characteristics of critical conditions observed dynamically
triggered the analysis of the results of geno-phenotypic
examinations of IC patients [15-19]. These studies presented
comorbid conditions gene diagnostics, identified SNP markers
associated with an increased risk of community-acquired
and nosocomial pneumonia, risk of development of an acute
respiratory distress syndrome, CVD-related thrombotic
complications. The results of the analysis of identified gene
polymorphisms the products of which shape regulation
(hemostasis, renin-angiotensin system regulation, immune
system regulation, i.e. individual response to infectious
pathogens and production of cytokines, drug metabolism)
provide justification to screening patients running a high risk of
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development of life-threatening conditions. Such patients need
non-standard treatment approaches in critical situations.

Personalized approach is a strategy popular at various
stages of rehabilitation. In particular, patients in cardio- and
neurorehabilitation undergo genotyping enabled by various
SNP panels [20-25]. In clinical practice, molecular markers of
individual susceptibility to various patterns of CVD development
(the most important of which is endothelial dysfunction) allow
predicting sudden death of a patient or the development of
catastrophic multiple organ complications, as well as choosing
the most effective therapies, which may be pharmacotherapy
and non-drug methods [26-27], including laser therapy.

[t was observed that patients with different phenotypes
respond to laser therapy differently. In particular, low level laser
therapy (LLLT) was more effective in patients that exhibited
domination of reactions of the sympathetic nervous system
than in those whose parasympathetic responses were stronger
[28]. The peculiarities of the endothelial function were found
to be behind this difference. The said function is genetically
determined by the cooperation of gene regulatory networks
[26-27]; it needs to be studied further, same as the collation
of geno- and phenotypical characteristics and individual
responses to various therapies.

Concomitant diseases can synergistically activate
pathophysiological pathways. Thus, inflammation activates
vascular pathology through pro-inflammatory cytokines,
endothelin-1 and nitric oxide, which contributes to long-term
damage to fatty acids, proteins, DNA, and mitochondria.
Dysfunctional energy metabolism (impaired production of
mitochondrial ATP, the formation of amyloid-f), development of
endothelial dysfunction and violation of the blood-brain barrier
lead to the cerebral blood flow reduction and chronic cerebral
hypoperfusion with oxygen and nutrient deficiency, metabolic
and synaptic disorders, neurodegeneration and white matter
atrophy, cognitive dysfunction and development of Alzheimer's
disease [29]. Ildentification and assessment of the entire
complex of pathogenetic mechanisms driving inflammation
form basis for targeted therapies designed to remedy the
reduced cerebral blood flow and hypometabolism.

Molecular-cellular and physiological mechanisms of
vascular homeostasis regulation

The key manifestations of EnD are abnormal bioavailability
of nitric oxide (NO), the main vasodilator, which results
from suppression of endothelial NO synthase (NOS), with
the NO synthesis decreasing consequently [30]. Under
normal physiological conditions, there is a balance between
vasoconstrictors secreted by the endothelium and vasodilators.
Any violation of this balance leads to a local spasm and
vascular tone growth. As a result, the compensatory capacity
of endothelium deteriorates gradually, which translates into
breakdown of a rather complex regulation of the natural vascular
bed expansion and shrinking mechanisms [13]. Endothelium
plays a key role in maintaining vascular homeostasis since it
releases biologically active substances (Table 1), but is also
susceptible to the effects of external regulators [31-33]:

— mast cells that release heparin and histamine;

— platelets containing vascular endothelial growth factors
and blood coagulation factors, etc;

— hormones and neuropeptides (adrenaline, acetylcholine,
histamine, bradykinin, etc).

Despite the fact that the regulation mechanisms are known
(see Table 1), the ways to remedy endothelial dysfunction
pharmacologically require further comprehensive study and
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Table 1. Physiologically active substances, regulators of the circulatory system, synthesized in the endothelium

Vascular wall t

one regulators

Vasoconstrictors Vasodilators
Nitric oxide (NO)
Endothelin -l Prostaglandin E, (PGE,)
Angiotensin Il Endothelial hyperpolarizing factor (EDHF)
Thromboxane (TXA,) Bradykinin
Prostaglandins H, and G, C-natriuretic peptide Adrenomedullin
Endothelin 11l

Regulators of hemosta

sis and antithrombosis

Prothrombogenic factors

Antithrombogenic factors

Platelet-derived growth factor (PDGF) tissue plasminogen activator inhibitor
(PAI-I)
Von Willebrand factor (coagulation factor VIII)
Angiotensin [V
Endothelin |

NO
Tissue plasminogen activator (t-PA)
Prostacyclin (PGL,)

Leukocyte adhesion regulators

Adhesion stimulants (E-selectin, P-selectin, intercellular adhesion

molecule 1 (ICAM-I), vascular cell adhesion molecule 1 (VCAM-I)

Vascular growth regulators

Superoxide radicals
Growth factors: fibroblast, platelet, insulin-like,
transforming growth factor g (oFGF, PDGF, IGF, TGFR)

Stimulants Inhibitors of myocyte migration and proliferation
Endothelin-I
Angiotensin-II NO

Prostacyclin (Pgl,)
C-natriuretic peptide

Regulators of inflammation, vascular permeal

bility, apoptosis of vascular wall components

Stimulants

Inhibitors

Tumor nectrosis factor a (TNFa) Superoxide radicals (O,”, OONO)

NO

Protein kinase C

evaluation, since currently they have negative side effects and
deliver mediocre results [3]. Physiotherapeutic procedures are
one of the options considered when the functional state of the
endothelium needs to be normalized [34].

Primary and secondary mechanisms of the biomodulating
action of low-level laser therapy (LLLT)

The current understanding of the biomodulating action of
LLLT, which agrees with the clinical practice of laser therapy
use, has the thermodynamic triggering of Ca?* dependent
processes as the primary mechanism. Once the various
intracellular components have absorbed photon energy (laser
light), the intracellular calcium store is activated, Ca?* ions are
released and the concentration in the form of two waves with
half periods of 100 and 300 s is increased, which is followed
by the cascade of responses on all levels, from cells to the
entire body: activation of mitochondria, cellular metabolism
and proliferation, normalization of the immune and vascular
systems, inclusion of the autonomic and central nervous
system into the process, etc (Fig. 1) [35-37].

Versatility and high efficacy of laser therapy, which is unique
type of physiotherapy, relies on the action at cellular level, with
the maximum frequency of optical band electromagnetic waves
and laser light coherence (monochromaticity).

Influence of LLLT on the vascular homeostasis
regulation factors and immunity

It is well known that almost all of the above regulators (Table 1)
are, to a certain degree, associated with changes in Ca®
concentration; we will cite only a few reviews [38-39].

From the point of view of the subject researched, we should
be primarily interested in nitric oxide, the synthesis and release
of which is Ca?* dependent [40]; therefore, it is not surprising
that many studies confirm that LLLT can stimulate the release
of NO, thus enabling regulation of the vascular homeostasis
[41-47].

Moreover, there are studies demonstrating a direct
relationship between intracellular Ca?* concentration increase
and NO release intensity and subsequent vasodilation [48-50].

Endothelial system normalization in children with bronchial
asthma was confirmed by changes in various parameters of
blood plasma, including endothelin-1 and nitric oxide [51-52].
The capacity of LLLT to effectively stimulate the release of PGE,
has been proven both in experimental [53-55] and clinical
studies [56-58].

In arterial hypertension patients, regimens of both external
laser therapy (ELT) pulsed infrared LLLT) and intravenous
laser blood therapy (IVLBT) improve a number of biochemical,
hemorheological and hormonal parameters (C-peptide,
insulin, angiotensin, bradykinin, aldosterone, cortisol), and the
improvements persist for at least 6 months [59-61].

Many researchers have shown the role of the kallikrein
system in hemovascular regulation and the possibility of
its correction through illumination of blood with red laser
(wavelength of 635 nm) and/or incoherent ultraviolet (UV) light
[62-65].

Current laser therapy techniques actively exploit the well-
known anti-inflammatory effect of LLLT. Numerous studies
have shown that LLLT can activate phagocytes (which
absorb foreign particles of bacteria, viruses, and dying cells)
and the synthesis of cytokines, including interferons (IFNs),
which spearhead the first line of defense against viruses
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and accumulation

- NO release
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Fig. 1. Molecular-cellular mechanisms of the biomodulating action of LLLT

and contribute greatly to the development of adaptive
immunity. IFNa and IFN, which are secreted by lymphocytes,
macrophages, fibroblasts and some epithelial cells, stimulate
the activity of macrophages and natural killer cells (NK). IFNy,
secreted by T-cells and EK, regulates the immune response,
has antiviral and antitumor effects. In addition, LLLT improves
micro- and macrocirculation by increasing the saturation of
damaged tissues with oxygen and improving their trophic
supply by boosting metabolism and proliferation, thus initiating
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the development of recovery processes. These properties of
LLLT make it an effective prevention and therapeutic tool that
can be used to counter viral infection and its consequences
and to prevent development of pulmonary fibrosis [37].

Laser therapy techniques

In the context of COVID-19 treatment, external laser therapy
or intravenous laser blood illumination (ELD or IVLBT) are used
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Table 2. Zones exposed to laser light as a coronavirus disease prevention measure

Emitting head type Exposed area (Figure 2) Exposure, min
ML-635-40 1 — left supraclavicular region 2
ML-904-80 2 —thymus 1
ML-904-80 3 — spleen 1
Table 3. Parameters of the LLLT technique for prevention of coronavirus disease
Parameter Value Notes
635 (red)
Laser light wavelength, nm (spectrum) -
904 (IR)
Laser operating mode Pulse Matrix emitting head, surface area 10 cm?
Light pulse duration, ns 100-150 -
35-40 635 nm
Radiation power, W
60-80 904 nm
4-5 635 nm
Power density, W/cm?
8-10 904 nm
Frequency, Hz 80
Exposure per zone, min See table 2 -
Number of exposed zones 3 -
Localization See table 2 -
Method Contact Through the transparent tip
Number of procedures per regimen 2-3 Daily

to reach immunocompetent organs and applied locally, to the
lesion focus [66]. This approach, a combination of exposure to
LLLT on the systemic and local levels, has shown great results in
clinical practice [66-69]. The most common technique used for
the purpose of endothelium function correction is the "classical"
wavelength of 635 nm, 2-3 mW output power and 10-20 min
of exposure [70-76]. However, recently a combined version of
the technique that includes laser UV blood illumination (LUVBI)
has been gaining popularity [77-79]. The specialists are also
well aware of the degrees of efficacy achievable in combinations
of laser therapy and other physiotherapeutic methods, which
have been confirmed in the treatment of COVID-19 [80-82].

LLLR-based coronavirus disease prevention and treatment

Those who have come into contact with the sick or who have
arrived from epidemiologically unsafe areas are prescribed 2-3
LLLT procedures as prevention.

The sick receive treatment in hospitals; the regimen includes
10-12 daily laser therapy procedures.

Two versions of LLLT methods have been developed,
the first relying solely on non-invasive techniques (external
illumination) and the second, more effective, which involves
IVLBT.

Table 4. Zones exposed to laser light in coronavirus patients

Method 1: prevention

Before starting the procedure, it is necessary to remove the
protective cover and mount the magnetostatic field (MF) tip.
The tip should be subjected to preliminary chemical sterilization
(disinfection).

Fig. 2A and Fig. 2B show the zones (points) of application;
Table 2 and Fig. 2C prescribe the type of emitting head and
the exposure; Table 3 contains the parameters of the laser
light.

Method 1: treatment

Before starting the procedure, it is necessary to remove the
protective cover and mount the MF tip. The tip should be
subjected to preliminary chemical sterilization (disinfection).
Fig. 2A and Fig. 2B show the zones (points) of
application; Table 4 prescribes the type of emitting head and
the exposure. Table 5 contains the parameters of the laser light.

Combined method 2

Combined method: external irradiation of zones 6-8 as shown
on Fig. 2; type of emitting head and exposure as given in Table 4;

Emitting head type Exposed zone (Fig. 1) Exposure, min
ML-635-40 1 — left supraclavicular region 2
ML-904-80 2 — thymus 1
ML-904-80 3 — spleen 1
ML-904-80 4 — liver 2
ML-635-40 5 — E36 (zu san li) — symmetrical 0.5 min per zone
ML-904-80 6-8 — lung injury projection 1.5 min per zone
(see Fig. 2 for localization example)
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Table 5. Parameters of the LLLT technique for treatment of coronavirus patients
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Parameter Value Notes
635 (red)
Laser light wavelength, nm (spectrum) -
904 (IR)

Laser operating mode

MMnynbCHbI

Matrix emitting head, surface area 10 cm?

Light pulse duration, ns 100-150 -

35-40 635 nm
Radiation power, W

60-80 904 nm

635 nm

Power density, W/cm?

8-10 904 nm

Zones 1-5

Frequency, Hz

80-1500

Zones 6-8, frequency can be varied depending
on symptoms and patient condition

Exposure per zone, min

See table 4 -

Number of exposed zones

Localization See table 4 -
Method Contact Through the transparent tip
Number of procedures per regimen 10-12 Daily

aser light parameters as provided in Table 5. Next step:
IVLBT-525 + LUVBI (Table 6; Fig. 3).

Thirty-one SARS-CoV2-induced pneumonia patients with
comorbidities (CVD, metabolic syndrome, type 2 diabetes
mellitus, COPD, etc.) received rehabilitation treatment in the
Central Clinical Hospital for the Rehabilitation of FMBA of
Russia. In this group, the degree of damage to the lung tissue
varied from 25 to 92%. Both of the above laser therapy methods
were used for the patients; they delivered good results in the
treatment of COVID-19 patients with severe lung lesions.

Subjectively, all patients noted general condition
improvement, relief of chest pain associated with coughing,
better sputum discharge, less severe shortness of breath.
Moreover, in all patients we registered better oxygen saturation
(pulse oximetry data) with the mean improvement from 93
to 97%; stabilization of the external respiration function
accompanied by the increase of the vital volume of lungs;
improvements revealed by the repeated lungs computed
tomography. It is important that in the process of rehabilitation,
these patients had their psychoemotional status normalized
and the number of asthenic and anxiety-depressive incidents
decreased (as measured with the Beck Depression Inventory
and the MPS test (multilateral personality study).

The use of laser therapy for COVID-19 patients for the
first time in the Central Clinical Hospital for the Rehabilitation

Table 6. Parameters of the IVLBT 525 + LUVBI technique (basic)

of FMBA of Russia is mentioned as an example of the above
promising non-drug therapies. As we gain experience, we
shall report clinical data, more widely and in detail, with a
statistical analysis of the results, evidence-based conclusions
of the effectiveness of the method and personalized
approaches in the complex treatment and prevention of
complications.

CONCLUSION

This literature review demonstrates the capacities of laser
therapy in the context of endothelial dysfunction treatment. The
review cites positive experience of using laser therapy in the
complex treatment and rehabilitation of patients with atypical
pneumonia caused by various coronaviruses and the new
SARS-CoV2.

LLLT is shown an absolutely safe, highly effective, simple and
inexpensive method of prevention, treatment and rehabilitation
of both chronic non-infectious cardiovascular and pulmonary
pathologies and diseases caused by a viral infection, including
COVID-19.

To enable personalized approach to rehabilitation of
CQOVID-19 patients, it is necessary to search for informative
biomarkers of genetic predisposition to endothelial dysfunction,
hemostasis disorders, assess the individual characteristics of

Parameter Value Notes
365-405 (UV) LUVBI
Laser light wavelength, nm (spectrum)
520-525 (green) IVLBT-525
Laser operating mode Continuous -
Radiation power *, mW 1,5-2 At the outlet of the disposable light guide
3-5 LUVBI
Exposure, min
7-8 IVLBT-525
Localization Vein ulnar median (v. mediana cubiti) -
Through the disposable sterile light guide KIVL-01 made
Method Intravenously by the Matrix R&D Center
(TU 9444-005-72085060-2008)
Number of procedures per regimen 10-12 Daily, alternating every other day IVLBT-525 and LUVBI
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innate immunity and adaptive immune response to infection,
risks of hyperreaction, cytokine storm, multiple organ failure,
delayed manifestation of complications in a particular patient.
Determination of the contribution of these individual (hereditary
and environmental) factors, consideration of their mutual
influences are crucial for application of the results of such
complex examinations in real practice and indispensable for
the development of individual prognosis, prevention (primary
and secondary) measures, targeted treatment regimens that, in
particular, include LLLT.
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The spread of caused by SARS-CoV2 acute respiratory infection associated with severe life-threatening complications has necessitated transformation of most
general hospitals into infectious diseases hospitals in order to provide specialized care to infected patients, as well as the change of surgical care provision strategy.
The example of surgical service reorganization has been reported for the general clinic transformed into the infectious diseases hospital capable of providing care
both during the COVID-19 pandemic and after the outbreak has abated.
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The COVID-19 (CoronaVirus Disease 2019) pandemic has been
considered the largest outbreak of atypical viral pneumonia
since 2002. In 2002 there was a similar, but less extensive,
outbreak of SARS-CoV causing the severe acute respiratory
syndrome (SARS) [1].

The World Health Organization (WHO) recognized the global
spread of COVID-19 on March 11, 2020 [1]. The widespread
ubiquitous infection with novel virus, lack of acquired immunity
in the population, susceptibility among all age groups, as well
as severe life-threatening complications made it necessary to
introduce the measures to minimize the infection spread. These
were self-isolation and quarantine together with transformation
of most general hospitals into the infectious disease hospitals
in order to provide specialized care to infected people [2].
The medical institutions modernization process went through
a number of approbations of various tactics and schemes
for transformation of non-infectious clinics into the infectious
diseases hospitals.

The issue worth special attention is the arrangement of
surgical care during the pandemic, since the high risk of viral
contamination to operating team during surgical treatment of
patients with COVID-19 without appropriate protection has
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been reported [3, 4]. It has now become evident that surgery
during the pandemic requires taking into account a number of
specific factors affecting surgical procedures both in patients
with coronavirus infection and conditionally “clean” patients.

The general pandemic-related principles of surgical care
arrangement are as follows. The surgical care of patients
in the hospital should be limited to those whose needs are
imminently life threatening. All elective surgical procedures
should be postponed, and surgical priorities should be shifted
to emergency care. The protocols of non-surgical management
are currently being developed for patients whose surgical
treatment may be postponed.

Transformation of the clinic into the infectious disease
hospital for patients with COVID-19 results in certain matters
impeding the work of surgical service. These include
surgical beds elimination, surgical specialists’ redeployment,
operating rooms used as intensive care units. The described
issues may result in longer interval between diagnosis and
surgery, reduced quality of surgical care and increased
rates of complications [3]. Furthermore, the high risk of staff
contamination during surgery calls for total revision of surgical
care arrangement principles.
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The key principle of safe and effective management
includes constructing the clear hospital plan dividing the entire
hospital area into "red" and "green" zones connected via single
transition zone [2]. Operating room and intensive care unit
should be located in the “red” zone.

Effective work is ensured by schedule optimization and
mandatory presence of experienced surgeon in the on-duty
surgical team. The surgeon should have time for consultations
and surgical interventions.

To ensure safety and efficiency of surgical service during the
pandemic the technical aspects of surgical intervention should
be revised. Thus, surgery should be reduced to the minimum
possible for current clinical situation extent. This will make
it possible to reduce the duration of operation and to avoid
the patient’s admission to the intensive care unit overloaded
with severe COVID-19 patients. Moreover, electrocoagulation
generates aerosol with high concentration of viral particles,
which increases the risk of the operation room staff
contamination. Consequently, the energy of electrocoagulation
should be minimized. When technically possible, the use of
electrocoagulation should be avoided.

The use of ultrasonic dissectors, monopolar electrosurgery
and advanced bipolar devices should be minimized, since
these can lead to the infected aerosol formation. It is better
to use monopolar diathermy devices with attached smoke
evacuators.

Laparoscopy requiring an artificial pneumoperitoneum is
also an aerosol-generating procedure. The smoke leaking
from abdominal cavity and produced by laparoscopic
electrocoagulators has high concentration of viral particles,
which necessitates the use of intelligent continuous-flow
systems making it possible to maintain minimal intra-abdominal
pressure and facilitating the smoke evacuation into a closed
circuit [4].

Attention should be paid to the incisions length and port
insertion method in order to prevent CO, leakage from abdominal
cavity. Sudden removal of trocars should be avoided, and
active aspiration should be used after the procedure. All CO,

should be safely evacuated via a filtration system before closure
[4]. Despite the proposed methods of laparoscopy techniques
optimization in COVID-19 patients, it has been suggested that
open surgery has some advantages in terms of operating room
staff safety [5, 6]. There is no consensus on the presence of
novel coronavirus in the peritoneum, but the presence of virus
in the intestinal lumen and in the urinary tract is beyond doubt.
This defines recommendations to consider the luminal opening
or urinary drainage and bladder catheterization as additional risk
factors for staff contamination. Thus, it is extremely important
to prevent the infected aerosol formation and to minimize the
operating room staff exposure to biological fluids.

The WHO issued a number of recommendations for surgical
team management during the COVID-19 pandemic [4, 7]. The
compliance with the recommendations for anesthesia is also
important [8].

1. All manipulations to prepare the patient for anesthesia
(central vein cannulation, endotracheal intubation) should be
performed in the intensive care unit. After that the patient should
be transferred to the operation room using the transport ventilator.

2. Sedative medications that may cause airway obstruction
or hypoventilation requiring urgent intubation should be avoided.

3. The use of laryngeal masks, deep sedation and fiberoptic
intubation in conscious patients should be limited.

4. If possible, regional anesthesia and the use of low-flow
nasal cannula delivery systems should be preferred.

5. When performing surgery in COVID-19 patients, it
is recommended to use low tidal volume ventilation with
permissive hypercapnia and high positive end-expiratory
pressure. In patients with refractory hypoxemia/hypercapnia or
increased airway pressure, the use of prolonged neuromuscular
blockade should be considered. The target SpO, (hemoglobin
oxygen saturation) level is 88-92%.

During intubation and extubation of patients with novel
coronavirus infection the following algorithm should be used [8].

1. The anesthesiology team which performs intubation
should include two anesthesiologists or one anesthesiologist
and the staff nurse wearing two pairs of gloves.

!
o

Operating room

Preoperative unit
/

Non-working area

Red zone

Green zone

Fig. 1. Layout of operating room located in the red zone
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5 days before — history,
contacts with people with

COVID-19?

ferritin, LDH test

2 days before — complete blood
count test, CRP test, procalcitonin,

Asymptomatic — PCR
test for SARS-Cov2,
chest CT scan 48-72 h
before surgery

Status is unknown —
PCR test for SARS-Cov2
48-72 h before surgery

Recovered from
COVID-19 — COVID-19
Ab test 48-72 h before

surgery

Infected, with clinical symptoms — surgery not
earlier than 8 weeks after recovery, PCR test for
SARS-Cov2 and chest CT scan 48-72 h
before surgery

Fig. 2. COVID-19 screening pathway for patients in need for elective surgery. CRP — C-reactive protein; LDH — lactate dehydrogenase; PCR — polymerase chain

reaction; chest CT — chest computed tomography; Ab — antybody

2. Extubation should be considered only in patients
meeting criteria for extubation with no indications for intensive
care unit stay.

3. During extubation only anesthesiologists and appropriate
team members should stay in the operating room. The
unnecessary staff should leave the operating room at the time
of manipulation. They may enter the operation room again no
earlier than 15 minutes after extubation completion.

4. The nurse wearing PPE should monitor the patient’s
awakening. Then the patient should be moved on the gurney
and transferred to hospital ward using the surgical mask,
gloves and protective disposable cap.

The patient’s transfer to and out of the operating room
should be as quick as possible. It should be performed away
from other patients' accommodation. After that the thorough
sanitization of all used facilities should be carried out.

Our aim was to report the surgical service arrangement at
the L.G. Sokolov Memorial Hospital No. 122 transformed into
the infectious disease hospital during the pandemic.

Clinical case

Prior to the COVID-19 pandemic a wide range of laparoscopic
and open surgical procedures was performed at the L.G. Sokolov
Memorial Hospital Ne 122. After transformation into the infectious
diseases hospital all elective surgical cases were cancelled;
only the life-saving surgical procedures were performed. The
350 hospital beds for infected patients were deployed. Fig. 1
provides the clinic floor plan showing the operating room suitable
for emergency surgical patients with COVID-19.

The case of emergency surgery in patient with novel
coronavirus infection and intra-peritoneal bleeding is reported.

The female patient B, aged 89, with clinical signs of bilateral
community-acquired pneumonia and suspected COVID-19
was admitted to the L.G. Sokolov Memorial Hospital No.
122 on May 30, 2020. The diagnosis of COVID-19 was later
confirmed by PCR test. Based on the clinical picture, patient’s
history, examination results, laboratory and instrumental tests,
the following diagnosis was established:

Primary diagnosis: coronavirus disease caused by SARS-
CoV-2, virus identified, severe course.

Complications: community-acquired bilateral polysegmental
pneumonia (CT-3). lll degree respiratory failure.
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Secondary diagnosis: coronary artery disease. lll class
stable angina pectoris. Atherosclerotic cardiosclerosis. Grade
3 essential hypertension. Grade 3 hypertension. Very high risk
of cardiovascular complications.

Due to severity of the disease, the patient was hospitalized
in the cardiac intensive care unit. On June 1, 2020 the following
hemodynamic changes were observed: blood pressure drop to
80/60 mmHg, tachycardia 140 beats per minute, and the need
for sympathomimetic therapy. The complete blood count (CBC)
test results showed the pronounced decline in hemoglobin
level over time to 45 g/L (severe anemia). Abdominal CT scan
revealed signs of spleen rupture and hemoperitoneum (it was
also known from the case history that the patient fell off in her
apartment on May 29, 2020). The patient was in need of live-
saving surgery.

After intubation, performed in the intensive care unit by
the equipped with PPE anesthesiology team members, the
patient was prepared for urgent surgery. The surgical team
was provided with PPE and P100 (HEPA) full-face respiratory
protection equipment. A sterile surgical gown and sterile latex
gloves were worn over the PPE.

Laparotomy using the monopolar electrocoagulator with
lowest possible power setting was performed. Abdominal
cavity revision revealed 2000 mL of blood with clots.
Vizualization of the spleen revealed a linear rupture near the
upper splenic edge. Splenectomy, peritoneal debridement
and drainage were carried out. After surgery the patient was
transferred to the intensive care unit for further treatment
without extibation. No surgical complications were detected
during the postoperative period. During the next week, the
underlying disease progression was noted. Despite the
intensive conservative therapy, the patient died on the day 10
of hospital stay due to comorbidities and age factor, as well as
to progressive respiratory failure.

The control nasopharyngeal swab samples tested by PCR
were SARS-Cov2 negative in all team members. Monitoring of
the operating room staff over the next 14 days also revealed no
clinical signs of COVID-19.

Discussion

The clinical case reported proves the need to elaborate
principles for the correct surgical care provision to patients
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with novel coronavirus infection. Consistency throughout the
recommendations makes it possible to ensure safety of patient
and staff during surgery. Moreover, the COVID-19 spread not
only contributes to the need for surgical tactics correction
during the pandemic, but also defines the further surgical
service reorganization strategy after the outbreak has abated.

In case of epidemiological situation stabilization and
incidence plateau it is necessary to gradually expand the range
of surgical services provided. In case of no disease outbreaks
and minimized person-to-person transmission the elective
surgery may be resumed.

The activities should be resumed after screening of all
healthcare workers for COVID-19. Next step is the institutional
resources evaluation.

The decision about elective surgery should be made
based on the surgical care promptness, institutional resources
availability (including the intensive care unit bed availability),
disease severity, history of cancelled surgical procedures and
the patient’s demographic data. In order to minimize the spread
of infection, all patients with suspected COVID-19 requiring
surgical treatment should be considered positive until proven
otherwise [9]. Pre-operative assessment should be performed
in accordance with the following protocol [10] (Fig. 2).
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