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INTERRELATION OF PARAMETERS OF BIOCHEMICAL,
IMMUNOLOGICAL AND GENETIC PROFILE IN PATIENTS WITH
CHRONIC HEPATITIS C

Usychenko K. M.
Odessa National Medical University

B3AEMO3B’A30K NAPAMETPIB BIOXIMIYHOIO,
IMYHOJ1OIN4YHOIo TArEHETU4HOIO NPOPUIIO Y XBOPUX HA
XPOHIYHUMN FEMNATUT C

Ycunyernko K. M.
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B3AMMOCBA3b NAPAMETPOB BUOXUMUYECKOTIO,
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BOJIbHbIX XPOHU4YECKWUM FrENATUTOM C

Yeunyenko K. M.
Onecckunii HauMOHaIbHbIVI MEANLNHCKUA YHUBEPCUTET

Summary/Pe3iome

Relevance. Viral hepatitis C is the main cause of chronic liver disease. This is due to
the fact that the hepatitis C virus is able to elude immune control, creating new antigenic
variants, which contributes to the transition of acute hepatitis C to a chronic form in 70-80%
of cases

Materials and methods. Biochemical, immunological, molecular-genetic, statistical.

Results. The presence of a relationship between transaminase activity, immunological
parameters, and certain specific genotypes of IL-4 and TNF6 allows using the information
obtained as one of the criteria for the activity of the inflammatory process in the liver. The
severity of changes in cellular immunity is an additional criterion for the degree of
morphological disorders in the liver tissue.

Conclusions. The data obtained can help a practical clinician in predicting the course
of chronic hepatitis C, which is directly related to an individual plan for managing a patient
with chronic hepatitis C.

Key words: chronic hepatitis C, liver fibrosis, immunity, allelic polymorphism.

AktyasnbHictb. Bipyc renatnty C € ogHi€el0 3 OCHOBHUX MPUYMH XPOHIYHMX 3aXBOPIO-
BaHb MeviHkn. Lle noB’a3aHo 3 TumMm, Wo Bipyc renatnty C 3gaTHUA BUCIN3ATM Bif, iIMyHHOIoO
KOHTPOJII0, CTBOPIOIOYM HOBI @aHTUIEHHI BapiaHTK, LLO CNPULGE Nepexoay rocTporo renatuty
C B xpoHiuHy dpopmy B 70-80% Bunagkis.

Marepiann ta metogu. BioxiMidHi, IMYHONONIYHI, MONEKYNAPHO-FEHETUYHI, CTAaTUCTUYHI.

Pesynbratn. HasiBHICTb 3B’ 13Ky MiXK aKTUBHICTIO TPaHCaMiHa3, iIMYHOJIOMYHUMN NOKa3-
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HUKaMW Ta NeBHUMMK cneundivyHuMKn reHoTunamm IL-4 Ta TNF6 no3BONSIE BUKOPUCTOBYBATU
OTpUMaHy iHpOpMaLilo K OOUH i3 KPUTEPIiB akTUBHOCTI 3anasjibHOro Npouecy B MnediHui.
BupasHiCTb 3MiH KNITUHHOrO IMYHITETY € A0AATKOBUM KPUTEPIEM CTyneHs MOP@ONOoridyHUX
MopyLleHb Y TKaHWHI NEYiHKW.

BucHoBkun. OTpymaHi AaHi MOXyTb A0OMOMOITU NPAKTUYHOMY KAIHIUWMCTY B MPOrHO3y-
BaHHi nepebiry xpoHiyHoro renatuty C, wo 6e3nocepenHbo MOB’A3aHO 3 iHOMBIOyaNIbHUM
NJ1aHOM BeAEHHSI XBOPOro Ha XpoHivyHmi renatut C.

Kimo4oBi cnoBa: xpoHiyHwi renatut C, ¢ibpo3 neyiHku, iMyHITEeT, anesbHui noJi-
iMoOp@i3m.

AkTtyanbHocTb. Bupyc renatuta C — ogHa 13 OCHOBHbIX NPUYNH XPOHUYECKNX 3abone-
BaHWI rnevYeHn. OTO CBA3aHO C TeM, 4TO Bupyc renatmta C cnocobeH yckob3aTb OT MMMYH-
HOrO KOHTPONS, CO34aBasi HOBbIE aHTUMEHHbIE BapMaHTbl, CNOCOOCTBYIOLIME NEpexony OCT-
poro renatnta C B xpoHudeckyto dopmy B 70-80% cnyyaes.

MaTepl/laﬂbl n metoael. buoxmmunyeckne, NMMMYHOJNIOrnM4yeckne, MonekynapHo-reHeTn-
yeckmne, ctatuctn4eckume.

Pesynbrarsl. Hannune cBs3n mexay akTMBHOCTbIO TPaHCaMMHA3, MMMYHOIOMMYEeCKMMU
nokasartensamm n cneumdudeckumm reHotunamm IL-4 n TNF6 nossonsieT Ucrnosib3oBaTb No-
JIYYEHHYIO0 MHDOPMaUNIO Kak OONH N3 KPUTEPUEB aKTUBHOCTU BOCNASIMTENBHOIO NpoLecca B
rnevyeHn. BblpaXXeHHOCTb U3MEHEHUN KIIETOYHOIO0 MMMYHUTETA ABMSIETCS OOMOSIHUTESbHBIM
KpuTepmem cteneHn Mop@dOIOrM4ecknux HapyLLIEHNN TKaHU NEeYEHN.

BbiBoanbi. |_|OJ'Iy'~IeHHbIe AaHHbIE€ MOryT nomMo4b rnpakTtn4eckomMy KJIIMHMUUCTY B MPOrHo-
31MpoBaHNN Te4eHNA XPOHNYEeCKOro renatmTa C, ut0 Hanpsamyto cBA3aHO C nHaMBunayaJjibHbIM
NnJ1aHoOM BedeHUa B0NbHOro XPOHNYECKMM renaTtnTom C.

Kmo4yeBbie cnoBa: xpoHundeckuii renatnt C, pubpoa nevyeHu, UMMYHUTET, aaieslbHbIi

rnoJsiMmMopdU3m.

Introduction

Viral hepatitis still remains one of the
most pressing problems of world health,
ranking 7th among the causes of mortality
from all diseases. According to the latest
WHO estimates, the number of patients with
chronic hepatitis C in the world amounted
to 71 million (1% of the world’s population).

The significance of the chronic
hepatitis C problem is determined not only
by the disease itself, but also by the in-
creased risk of developing long-term ad-
verse effects - liver cirrhosis and hepato-
cellular carcinoma. Viral cirrhosis (in the
outcome of chronic hepatitis B, C, B+D)
ranges from 10% to 23.5% of all cirrhosis.
In the United States, viral hepatitis C as a
cause of cirrhosis came out on the 1st
place and is the cause of the formation of
cirrhosis in 26% of cases.

According to EASL, hepatocellu-
lar carcinoma, accounting for 70-90% of

primary liver cancers, is the 5th leading
cause of cancer in Europe, with 1-13 new
cases and 1-10 deaths per 100,000 inhab-
itants per year. Hepatocellular carcinoma
after the onset of cirrhosis associated with
HCV-infection develops at a rate of up to
8% per year (average 1-4%). In addition,
hepatocellular carcinoma may occur in the
early stages of fibrosis or even without it.
[1, 2].

There are numerous factors that de-
termine the nature of the interaction of the
pathogen and the macroorganism, modify
the chronicity of HCV infection, and also the
rate of fibrogenesis in the liver. A special
role belongs to genetic factors, it is believed
that polymorphism of cytokine genes has a
significant impact on the nature of the
course of chronic hepatitis [3, 4].

Studies by a number of authors have
shown that the genetic status of a person
in terms of polymorphic variants of a num-
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ber of cytokine genes is the most impor-
tant factor determining such pathogenetic
signs for the course of chronic viral hepa-
titis as the quantitative content of cytokines,
as well as the level of blood biochemical
parameters [5, 6].

Biochemical parameters of blood,
such as the level of ALT, AST, bilirubin and
its fractions, alkaline phosphatase, serve to
determine the functional state of the liver
both in normal conditions and in various
pathologies. Cytolysis syndrome is as-
sessed by determining the activity in the
blood serum of the “liver” enzymes ALT and
AST. The state of pigment metabolism -
according to the level of bilirubin and its
fractions. Synthetic function is character-
ized by the level of protein, albumin-globu-
lin and prothrombin index.

It seems relevant to study the “indi-
vidual” response of the patient’s body to
the effects of hepatitis C and B by identify-
ing a possible association of polymorphic
variants of the IL-4, IL-10, and TNF6 genes
with the level of biochemical parameters.

The association of polymorphism of
cytokine genes with biochemical parame-
ters in patients with chronic viral hepatitis
is often contradictory and depends on the
ethnic group [7]. Therefore, it seems ap-
propriate to analyze the association of the
combination of IL-4(rs2243250), TNF6
(rs1800620) and IL-10(rs1800896) cytok-
ine genes among people living in the Odes-
sa region with clinical symptoms of the dis-
ease and basic biochemical and immuno-
logical parameters.

The aim of this work is a relation-
ship of the polymorphism IL-4(rs2243250),
TNF6 (rs1800620), IL-28B (rs8099917) and
IL-10(rs1800896) genes with biochemical,
immunological parameters with degree of
fibrosis in patients with chronic hepatitis C.

Materials and methods of research

The 120 patients with chronic hepati-
tis C aged 18 to 62 years were examined.
All examined patients were under monitor-
ing in the hepatological center of the Odes-
sa Municipal Clinical Infectious Diseases

Hospital. Patients are residents of the
Odessa region, in the study groups there
were 55% of men and 45% of women. The
duration of the disease was no more than
10 years.

The control group consisted of 30
practically healthy persons, the average age
of which was 32+1.05 years. The number
of women and men was the same (15 peo-
ple each).

All patients included in the study were
given free and informed consent. The meth-
odology of this investigation is in accor-
dance with the requirements of the Com-
mittee on Bioethics of the Odesa National
Medical University (protocol 179 of
19.11.2010).

When making a diagnosis of chronic
hepatitis C, we took into account the histo-
ry data and clinical indicators (weakness,
fatigue, malaise, sweating, itching, de-
creased or absent of appetite, nausea, a
feeling of heaviness in the right hypochon-
drium, unstable stools, jaundice, manifes-
tations of hemorrhagic syndrome,
hepatomegaly, splenomegaly). All patients
were examined for complete blood count,
complete urinalysis, concentration of total
bilirubin in blood serum and its fractions,
ALT and AST activity, concentration of total
protein and its fractions, prothrombin index,
alkaline phosphatase.

Confirmation of the diagnosis of
chronic hepatitis C based on detection of
main serological markers (anti-HCV-IgM,
qualitative and quantitative determination of
HCV RNA using PCR).

Assessment of fibrotic changes in the
liver was determined according to the
METAVIR scale using the non-invasive Fi-
broScan method.

Determination of subpopulations of T
and B lymphocytes (CD3+, CD4+, CD8+,
CD16+, CD19+) was carried out by the im-
munofluorescence method using a set of
monoclonal and polyclonal antibodies to
establish differential antigens of human
lymphocytes on an Eurostar immunofluo-
rescent microscope.
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Molecular genetic studies included
the determination of polymorphic variants
of the |IL-4 (rs2243250), IL-28B
(rs8099917), IL-10 (rs1800896), TNF6
(rs1800620) genes. Polymorphism was
studied by ampilification of the correspond-
ing regions of the genome by PCR. The
structure of the primers used and the pa-
rameters of temperature cycles described
in the literature and the genomic database.
The studies were carried out on the basis
of the German Diagnostic Center. St. Paul
(Odesa).

The obtained results of immunologi-
cal studies were processed by the meth-
ods of variation statistics using the Excel
program. The results are given as the arith-
metic mean (M) and the arithmetic mean
error (xm). In order to identify correlations
between individual indicators, Spearman’s
correlation coefficient was applied. The dis-
tribution of genotypes for the studied poly-
morphic loci was checked using Pearson’s

¢’ test. The allele and genotype frequencies
in the groups were compared using Pear-
son’s 4’ test with Yates’ correction for con-

tinuity with the number of degrees of free-
dom equal to 1.

Research results and discussion

At the moment of admission to the
center, asthenovegetative syndrome was
observed in all patients (100%), dyspeptic
syndrome - in 71,7% patients, arthralgic
syndrome - in 34,7%. Jaundice was re-
corded rarely (9,2%), was weak and short-
lived. Most patients had hepatomegaly
(76,7%) and splenomegaly (37,5%).

At the moment of admission to the
center, the analysis of biochemical indica-
tors in patients with chronic hepatitis C with
different degrees of process activity shows
that in most of the examined persons (75%)
the level of total bilirubin remained within
the normal range - the average level of to-
tal bilirubin was (19,4 £ 1,3) mmol/l, the
level of this indicator was 1.8 times higher
than in healthy people. A significant in-
crease in the activity of transaminases was
noted in all patients: on average, the activ-

ity of ALT and AST was 6.7 times higher
than in healthy individuals. The level of thy-
mol in the sample was also increased: 2.6
times more than in healthy subjects. The
content of total protein in patients with
chronic hepatitis C was reduced by 1,3
times, as was the level of albumin and r-
globulins (by 2,0 times and 1,6 times, re-
spectively).

Compared to healthy persons, the lev-
el of CD3+ was 2,2 times lower, CD4+ - 1,5
times, CD16+ — 1,8 times lower in patients
with chronic hepatis C: the content of CD8+
and CD19+ was increased - 1,2 times and
1,4 times respectively. That is, in patients
with chronic hepatitis C, a significantly low
content of CD3+, CD4+, CD16+ and an in-
crease in the level of CD8+ and CD19+
were established in comparison with the in-
dicators of healthy people (p < 0.05).

To assess the association of the ac-
tivity of the inflammatory process, the de-
gree of changes in the liver tissue, indica-
tors of cellular immunity and allelic gene
polymorphism, all patients were divided on
3 groups: with absent or minimal fibrosis
(FO-F1) — 38,3%, moderate fibrosis (F2) -
25,8 % and with severe fibrosis (F3) -
19,2%.

When analyzing the dynamics of the
main clinical syndromes, it was found that
in patients with chronic hepatitis C with the
degree of fibrosis FO-F1, a less pronounced
change in the general condition was ob-
served than in patients with the degree of
fibrosis F2-F3.

In patients with minimal (FO-F1) and
moderate (F2) fibrosis, the indicators of
protein metabolism and liver enzymes did
not change significantly, their values re-
mained within the normal range for almost
the entire period of the study. In patients
with severe liver fibrosis, the highest cytol-
ysis indicators and a significant decrease
in proteinogram indicators were noted.

A certain dependence of the general
condition of patients and changes in immu-
nological parameters was established. All
patients with chronic hepatitis C complained
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of general weakness, constant fatigue and
loss of working capacity, but a certain part
(43 people) emphasized that such chang-
es in general condition not only do not al-
low them to work fully, but also force pa-
tients to radically change their usual way of
life. These patients had the lowest CD3+
(22-23%) and the highest CD8+ (28-29%)
indicators. Among them were only patients
with advanced liver fibrosis.

The study of allelic polymorphism of
IL-4(rs2243250), TNF6 (rs1800620) and IL-
10(rs1800896) revealed significant differ-
ences in the control and study groups of
patients. this information was presented in
our other works [8].

The relationship between liver fibro-
sis, biochemical indexes, immunological In-
dicators, and allelic polymorphism of the
studied genotypes was assessed using the
Spearman rank correlation coefficient (Pict
1).

The presence of the following corre-
lations has been established:

a moderate direct correlation between
the degree of fibrosis and the activity
of ALT, p < 0.01 (in patients with a
greater degree of fibrosis, higher ac-
tivity of the enzyme is observed);

a moderate direct correlation between

the degree of fibrosis and the activity
of AST, p < 0.01 (in patients with a
greater degree of fibrosis, a higher ac-
tivity of the enzyme is observed);

direct correlation between [L-4
(rs2243250) genotypes and CD3+ con-
tent, p<0.05 (higher CD3+ content is
noted in carriers of the CC genotype,
lower CD3+ content in carriers of the
TT genotype);

direct correlation between [L-4
(rs2243250) genotypes and ALT and
AST activity, p<0.01 (lower ALT and
AsAt activity is noted in carriers of the
CC genotype, higher ALT and AsAt ac-
tivity in carriers of the TT genotype);

inverse correlation between TNF6
(rs1800620) genotypes and ALT and
AST activity, p<0.01 (lower ALT and
AST activity is noted in carriers of the
GG TNF6 (rs1800620) genotype, high-
er ALT and AST activity in carriers of
the AA TNF6 (rs1800620) genotype);

inverse correlation between the content
of CD3+ and the activity of ALT and
AST (low content of CD3+ cells corre-
sponds to a higher activity of transam-
inases), p<0.05.

The severity of the inflammatory pro-
cess in the liver tissue was more significant

TTIL-4
(rs2243250)

AA TNFo
(rs1800620)

GG IL-28B
(rs8099917)

Liver fibrosis

Liver fibrosis

FO-F1 F3
CCIL-4 GG TNFa TTIL-28B
(rs2243250) (rs1800620) (rs8099917)

Pict 1. The relationship between liver fibrosis, biochemical indexes, immunological
Indicators, and allelic polymorphism of the genotypes

ACTUAL PROBLEMS OF TRANSPORT MEDICINE +# 4(74), 2023




AKTYAJIbHI MPOBJIEMM TPAHCIOPTHOI MEONLUMHU 4 N2 4(74), 2023 p.
DOI http://dx.doi.org/10.5281/zenodo 10417848

with the rapid progression of fibrosis. It can
be assumed that combinations of CC IL-4
(rs2243250) and GG TNF6 (rs1800620)
genotypes have anti-inflammatory activity,
since they dominate in patients with the
degree of fibrosis FO-F1 and a less pro-
nounced imbalance of the immune status.
It is possible that combinations of TT /L-4
(rs2243250) and AA TNF6 (rs1800620)
genotypes are associated with a profibro-
genic effect, as they were found in patients
with F2-F3 fibrosis.

Thus, in chronic hepatitis C, carriers
of the TT IL-4 (rs2243250) and AA TNF6
(rs1800620) genotypes are characterized
by a higher level of hepatocyte damage and
the severity of mesenchymal inflammation.

The presence of a relationship be-
tween transaminase activity, immunological
parameters, and certain specific genotypes
of IL-4 and TNFO allows using the informa-
tion obtained as one of the criteria for the
activity of the inflammatory process in the
liver. The severity of changes in cellular im-
munity is an additional criterion for the de-
gree of morphological disorders in the liver
tissue.

Conclusions

The data obtained can help a practi-
cal clinician in predicting the course of
chronic hepatitis C, which is directly relat-
ed to an individual plan for managing a
patient with chronic hepatitis C.
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