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Abstract. Prol97Leu polymorphism of the gene GPX 1 has been
studied in 102 patients with MS and 97 healthy individuals. Disor-
ders of genotype frequencies distribution comparing with the control
group at the expense of the reduction of Pro/Pro genotype frequency
have been found in the main group (p < 0,05). Assessment of the

relative risk was carried by odds ratio (OR) magnitude. The OR
calculation showed the growth of risk of GPX 1 activity disorder in
patients with Pro/Leu and Leu/Leu variants of polymorphism
comparing with homozygous for the Pro-allele at 4,7 and 6,9 times
respectively (p < 0,05). Individuals with Leu/Leu genotype had
significantly higher level of VEGF and endothelial desquamation
intensity as compared with the persons with Pro/Pro genotype (p <
0,05). Consequently, Pro-allele has protective properties, it means
that presence of these allele in genotype reduses risk of glutathione
peroxidase activity decreasing. In Leu-allele carriers, activity of GPX
1 decreases, free radicals accumulate, that cause lipid peroxidation
and activation of transcription factors, followed by increasing
expression of cytokines, which are also directly affect the endo-

thelium.

Introduction

Cytoplasmic glutathione peroxidase (GPX 1) is
one of the selenoenzymes important for the organism
functioning, present in all tissues of the human body,
which takes part in detoxication of hydrogen
peroxide and products of lipid peroxidation, as
catalyzes the interaction of redused glutathione with
these substances [4, 5, 9, 10]. It is known that nume-
rous pathologic processes in the organism develop in
concequence of disorders in the mechanisms of
antioxidant protection. Specially, in patients with
insulin resistance accompanied by hyperglycemia and
increased production of cytokines there arises
oxidative stress. The accumulation of free radicals
activates factors of transcription such as nuclear
factor kappa-light-chain-enhancer of activated B cells
(NF-kb), which initiate the process of proinflam-
matory cytokines release [8]. The growth of free
radicals results in lipid peroxidation of cellular
membranes, causes atherosclerosis and endothelial
dysfunction [11].

We studied single nucleotide polymorphism of the
gene GPX 1 for going into the question of the de-
pendence of these processes upon the disorders of
redox homeostasis. The human gene GPX 1 is loca-
lized in 3p21 chromosome and consists of two exons.
Several single nucleotide polymorphism variants of
this gene are known, but the Pro197Leu poly-
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morphism has been under our study, at which in the
position 593 the amino acid cytosine (C) is replaced
by thymine (T) (C593T), resulting in substitution of
the amino acid proline for leucine in the 197 codon.
This mutation refers to missense - functional poly-
morphisms. Pro-allele is "wild", while Leu- is a "mu-
tant" allele. The presence of Leu-allele causes dep-
ression of GPX 1 sensibility to stimulating factors [6].
However, the dependence of functional state of
endothelium parameters on Prol97Leu poly-
morphism of the GPX 1 gene against a background
of metabolic syndrome (MS) remains unstudied.
The aim of the study. To investigate the depen-
dence of functional state of endothelium parameters
on Pro197Leu polymorphism of the GPX 1 gene
against a background of metabolic syndrome.

Material and methods

Pro197Leu polymorphism of the gene GPX 1
have been studied in 102 patients with MS and 97
healthy individuals by isolation of genomic DNA
from peripheral blood leukocytes, and then
amplification of the polymorphic area in the state of
polymerase chain reaction (PCR) was performed on
the programmed PCR thermal cyclers "Amply-4L"
("Biocom", Pocis) at individual temperature response.
Reagents "J[HK-cop6-B" variant 100 (®I'VH
LHTHWUWD, Pocis) were used for DNA isolation from
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lymphocytes according to instructions. PCR samples
were prepared by means of the set "AmmuCeHc-
200-1" (®I'VH LIHUHD, Pocis). Products of PCR
were separated using electrophoresis in 3% agarose
gel in the presence of tetraborate buffer, concent-
rated with ethidium bromide. Fragments were
visualized by transilyuminator in the presence of a
marker of molecular mass 100-1000 bp ("Fer-
mentasR", USA).

Pearson's criterion ( 2) was used to estimate the
correspondence of the genotype frequencies under
study to theoretically expected distribution at Hardy-
Weinberg's equation. Odds ratio (OR) with deter-
mination of 95% confidence interval (CI) was
calculated with the aim to establish the association of
polymorphic variant of the gene with a pathological
phenotype.

The diagnosis of MS was established according to
criteria of the International Diabetes Federation
(IDF) [2].

Endothelial function indices were investigated in
102 patients, 20 healthy individuals made control
group. The vascular endothelial growth factor
(VEGF) level was established by immunoassay me-
thod using a set of firm "Vector-Best". The number
of circulating desquamated endothelial cells was
calculated by Hladovec J. method in Petrishchev
N.N. et al. modification [3].

Statistical analysis of the obtained data was

carried out using the Student's t-test and Pearson's
rank correlation coefficient by means of the software
package Statistica 6.0 for Windows. The difference
was considered reliable at p < 0,05.

Results and discussion

When assessing the distribution of genotype
frequencies of the gene GPX 1, it has been found
that in the group of patients with MS threre takes
place a significant reduction of the frequency of Pro/
Pro genotype as compared with the control group
(x>= 17,0, p <0,05), while a reliable difference bet-
ween the frequencies of Pro/Leu and Leu/Leu
genotypes in the main and control groups (3= 1,9, p
>0,05 and %> = 2,6, p > 0,05) has not been found out.

It has been revealed that Pro/Leu and Leu/Leu
variants of polymorphism are associated with
increased risk of violation of redox system in patients
with MS as compared with a group of healthy
subjects (table 1). Assessment of the relative risk
was carried by odds ratio (OR) magnitude. The OR
calculation showed that in patients with Pro/Leu
polymorphism the risk of disturbance of GPX 1
activity increases 5,2 times (p < 0,05, OR = 1,65, CI
=0,95% 0,94 - 2,90), and in patients with Leu/Leu
genotype the risk of such patology is 6,0 times higher
than in persons with Pro/Pro genotype (P < 0,05, OR
=1,92,C10,95% = 0,93 - 3,97).

So, the risk of GPX 1 activity reduction in a dose-

Table 1

The distribution of genotype frequencies depending on Pro197Leu polymorphism of GPX 1
gene in patients with metabolic syndrome and the control group

Genotypes Cﬁg 3 COZZOIS a p OR 0,95% CI
Genotype

frequency 0,176 0,402 0,32 0,17-0,61
Pro/ Pro

Genotype

frequency 0,578 0,454 12,91 0,002 1,65 0,94-2,90
Pro/Leu

Genotype

frequency 0,245 0,144 1,92 0,93-3,97
Leu /Leu

Note: xz - Pearson criterion, OR - odds ratio, CI - confidence interval.

dependent way is associated with the presence of
"mutant”" Leu-allele, while homozygous for the "wild"
Pro-allele had significantly lower risk of this
disturbance development. Pro allele has protective
properties concerning the development of redox
system violation.

When studying the dependence of functional state
of the endothelium on Pro197Leu polymorphism of
GPX 1 gene, a significantly higher level of VEGF in
homozygous group for mutant Leu-allele and hetero-

zygous group for this allele in comparison with
homozygous ones for wild allele has been received,
45,3% and 62,8% higher respectively (p<0,05)
(table 2). A credible growth of VEGF in patients with
Pro/Pro, Pro/Leu and Leu/Leu genotypes in relation
to the group of healthy individuals was found 1,9, 2,8
and 3,2 times higher (p<0,05).

VEGEF is a cytokine, expression of which inc-
reases during hypoxia, hyperglycemia, it is activated
in response to proinflammatory cytokines hyperp-
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Table 2

Peculitaries of functional state of endothelium indicators in patients with metabolic
syndrome according to Pro197Leu polymorphism of the GPX 1 gene

Index Genotypes GPX 1 , n=102 Control group,
Pro/Pro Pro/Leu Leu/Leu n=20
n=18 n=59 n=25
VEGF, pg / ml 146,3+16,83 212,6+24,38 238242473 | 76,6£12,70
Endotheliocytes 10,22+1,238 13,8+2.214 18,2542.964 | 2,99+0,423
(1 04/1) * [ %k % %

Notes: 1. n - number of observations; 2. * - the probability of changes in relation to control; 3. **- the
probability of changes in relation to the group with Pro/Leu-genotype; 4. ***- chance changes in relation to

group with Leu/Leu genotype
roduction [7].

In our investigation VEGF expression increases,
probably due to transcription factors activation as a
cause of free radicals accumulation against a back-
ground of reduced GPX 1 activity. Free radicals start
the process of proinflammatory cytokines release by
activation of transcription factors such as NF-kb [8].

The number of circulating desquamated endo-
thelial cells was established to be 7,9% higher in the
group with Leu/Leu genotype as compared with the
group whith Pro/Pro genotype (p<0,05) and respec-
tively 3,4, 4,6 and 6,1 times higher in the groups with
Pro/Pro, Pro/Leu and Leu/Leu genotypes in com-
parison with the control group (p < 0,05). Small
desquamation of endothelial cells also took place in
the control group, which reflected the physiological
process of intimal clearance from dead cells [1].

The reason for the increased endothelium
desquamation intensity is probably due to lipid
peroxidation activation and increased cytokines exp-
ression, caused by accumulation of free radicals,
which is more pronounced in homozygous for the
"mutant” Leu-allele [4, 6, 8].

Thus, our data coincide with the results of other
researchers. Bastaki M. et al. have discovered that
GPX 1 activity 6 times slows down in homozygous
patients for the Leu-allele [4]. Association of
endothelial dysfunction with Pro197Leu polymor-
phism of GPX 1 gene is reflected in the Zelkova
T.V. et al. study. They found out that the homozygous
for mutant Leu-allele more often suffered from
coronary artery disease and myocardial infarction at
the age of until 50 years old [12].

Conclusion

1. In patients with metabolic syndrome the risk of
reduction of glutathione peroxidase 1 activity is
associated in a dose-dependent manner with the
presence of "mutant" Leu-allele, while homozygous
for the "wild" Pro-allele had a significantly lower risk
of this disorder.

2. The presence of Leu-allele in genotype of
patients with metabolic syndrome is associated with
functional state of the endothelium violation which is
probably due to the decreased GPX 1 activity.

Prospects for further research

The survey results indicate the necessity of effec-
tive measures for endothelial dysfunction correction
development in patients with metabolic syndrome.
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B/IMAHUE PRO197LEU NIOJIUMOP®U3MA I'EHA GPX
1 HA ITIOKA3ATEJIM ®YHKIIMOHAJIBHOI'O
COCTOAHUA SHAOTEJ/IUA Y BOJIBHBIX C

METABOMYECKUM CUHAPOMOM

H.O. Aopamosa, H.B. INawikoeckan

Pe3tome. Hamu nccnenosano Prol197Leu monmnmopdusm
reHa GPX 1y 102 nareHToB ¢ METaboIMIECKUM CHHAPOMOM 1
97 mpaKkTUYeCKH 310POBbIX JIUL. B 0CHOBHOI rpyIIie BBISBIICHBI
HapyIIEHNs pacrpeieNieHHs YacTOT TEHOTHIIOB MO CPaBHEHHIO C
TPYNION KOHTPOIS 3a CUET CHIDKEHUSI yacToThl Pro/Pro reno-
tuna (p<0,05). [Ipu aHanM3e MONYUYECHHBIX HAHHBIX MBI
00OHapYKWJIM yBETMUSHNE pPUCKa HapyIeHus akTuBHOCTH GPX
1 y mur ¢ Pro/Leu u Leu/Leu Bapuantamu mosiumopduzma mo
CPAaBHEHUIO ¢ FOMO3UToTaMH 1o "nukomy" amiemo B 4,7 u 6,9
paza cootBercTBeHHO (p<0,05). YV marmentos ¢ Leu/Leu reno-
THIIOM JIOCTOBEPHO BO3pacTala dKCIPECCHUS COCYANCTOTO
9HAOTEINAIBHOTO (pakTOpa pocTa U MHTEHCHBHOCTH JIECK-
BaMaliy SHJOTEIMOLUTOB M0 CPABHEHUIO C TOMO3HTOTaMH TI0
"nukuMy" Pro-ajutento.

Hrak, Pro-annens o6nagaeT MpoTeKTOPHBIMU CBOWCTBAMH,
TIPETISITCTBYSI CHYYKEHNIO aKTUBHO CTH Ty TaTHOHIIEPOKCH A3kl Y
Hocurenei Leu-annens, Ha oHe cHkeHust aktuBHOCTH GPX 1,
MIPOVCXOANT HAKOTUIEHNE CBOOOIHBIX PaMKANIOB, SBISIOIIIXCS
MPUYNHON TMEPEKNUCHOTO OKUCICHNS JINMUA0B U aKTUBANN
(haxTOPOB TPAHCKPHITIINH C MTOCIETYIONIMM POCTOM IKCIIPECCHN
LUTOKWHOB, KOTOPBIE TaKXKe HEMOCPEICTBEHHO MOPaKAIOT
SHIOTEIUHA.

Kunrouessie cioBa: Pro197Leu mommmopdusm rena GPX 1,
(YHKIIMOHATBHOE COCTOSIHUE DHAOTEIHS, COCYAUCTBIN YH0-
TeNMaNBHBIN (hakToOp pocTa, SHIOTEINOLHTHI, META00TNIECKUA
CHHIIPOM.

BIVIMB PRO197LEU IOJIIMOP®I3MY I'EHA GPX 1
HA TIOKA3HUKHU ®YHKIIOHAJIBHOT'O CTAHY
EHAOTEJIIIO Y XBOPUX I3 METABOJITYHUM
CHHAPOMOM

H.O. Aopamosa, H.B. Ilawikoecvka

Pe3tome. Hamu nocrnimxeno Pro197Leu noniMmopdizm reny
GPX 1y 102 xBopux i3 MeTaboNiYHUM CHHIpOMOM Ta 97
MPaKTUIHO 3T0pOBUX 0cib. B ocHOBHIi# rpymni BUsABIEHO
MOPYIIEHHS PO3MOJilly YaCTOT TC€HOTHIIIB MOPiBHIHO i3
TPYTOI0 KOHTPOJIO 32 paXyHOK 3HW)KEHHS 4acToTu Pro/Pro
renorury (p<0,05). [Tpu aHami3i OTpUMaHUX TaHUX MU BUSBIJIA
3pocTaHHs pU3MKy nopymeHHs aktuBHocTi GPX 1y oci6 i3
Pro/Leu ta Leu/Leu Bapiantamu nomiMopdizmy mopiBHSIHO i3
romo3uroramu 3a "auxkum" anenem y 4,7 ta 6,9 pasza (p<0,05).
V¥ oci6 i3 Leu/Leu reHoTumnoM BiporizHo 3pocTaina ekcrpecis
CYIVHHOTO €HI0TENiaIbHOTO (hakTOpy pOCTy Ta iHTEHCHBHICTh
JeckBamalii eHAOTEOHTIB MOPiBHIHO i3 TOMO3UTOTAMH 3a
"nukum" Pro-anenem.

Otxe, Pro-anens Bosozie MpOTEKTOPHUMH BIACTHBOCTSIMHU
100 3HIWKEHHS aKTUBHOCTI TITyTaTiOHMEpoKcHIa3n. Y HOCIiB
Leu-anemo, Ha T1i 3HMWKeHHs akTBHOCTI GPX 1, BinOyBaeThes
HAKOTIMYEHHS BiTbHUX PAAMKAIiB, [0 € MPUINHOIO MEPOK-
CHIHOTO OKMCHEHHS JIMiIiB Ta akThBalii )akTopiB TPaHCKPHITLIIT
i3 HACTYNTHUM 3pOCTAHHSIM €KCIpecil MUTOKIHIB, SIKi TaKoXK
0€e3MocepeHB0 BPAXKAIOTh CHIOTEMI .

Karouogi cioBa: Pro197Leu monimopdism rena GPX 1,
(yHKITIOHANBHWI CTAH €HIOTENiI0, CYTUHHUM €HI0TETialbHIIMA
(akrop pocty, eHIOTEeNiONUTH, METAOOTIYHII CHHIPOM.

BykoBUHChLKHIT Jep:kaBHUI MeAMYHUIi YHiBepcUTeT
(m. YepHiBui).
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