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THE INFLUENCE OF STIMULATION OF ORGANISM WITH BACTERIAL
LIPOPOLYSACCHARIDE ON THE BACKGROUND OF METABOLIC SYNDROME
MODELING ON THE DEVELOPMENT OF OXIDATIVE STRESS IN RAT HEART
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Metabolic syndrome is one of the most widespread non-infectious pathologies in the world affecting almost a quarter
of world population. The purpose of this work is to determine the activity of antioxidant enzymes, the production of superoxide
anion radical, the content of oxidatively modified proteins and the concentration of malondialdehyde in the heart of rats under
conditions of experimental metabolic syndrome and stimulation of the organism with bacterial lipopolysaccharide. In the test
group of animals superoxide production increased by 6.31 times, activity of superoxide dismutase decreased by 2.97 times, the
activity of catalase decreased by 2.4 times, the concentration of malondialdehyde increased by 3.08 times, and the content of
oxidatively modified proteins increased by 2.81 times. Stimulation of organism with bacterial lipopolysaccharide on the
background of induction of metabolic syndrome by high fructose diet shows synergetic effect on increase of reactive oxygen
species production, severely decreases activity of antioxidant enzymes and intensifies oxidative damage to protein and lipid
structures of rat heart.
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BILIUB CTUMYJISLIT OPTAHI3MY BAKTEPIAJIbHUM JIITTOMOJIICAXAPUIOM

3A YMOB MOJEJIOBAHHSA METABOJIITYHOI'O CHHAPOMY HA PO3BUTOK
OKCHUIATUBHOI'O CTPECY Y CEPII LI1YPIB

MertabommiYHni CHHAPOM € OJHI€I0 3 HAWTIOIMPEHIMNX HeiH(eKIIHHNX TaTONOTiH y CBITI, SIKa Bpa)ka€ Maike 4BEpThH
HaCEJICHHS IUTaHeTH. MeToro poO0TH € BU3HAYCHHS aKTUBHOCTI aHTHOKCHIAHTHNX (DePMEHTIB, IPOIYKIIii CyIIepOKCHIHOTO aHiOH-
panuKaia, BMICTY OKHCIIIOBaJIbHO MOIM(DIKOBAaHMX OUIKIB Ta KOHIEHTpAIil MaJIOHOBOTO MiaJbIETiXy B cepli IIypiB 3a yMOB
EKCTIEPHMEHTAIFHOTO MeTabO0JIITHOTO CHHAPOMY Ta CTUMYJISIIT OpraHi3My OakTepialbHOIO JIiNonoicaxapury. Y JOCHiaHIM rpymi
TBapHH MPOJYKLIs cynepokcumy 3pocia B 6,31 pa3u, akTHBHICTh CyNepOKCHAAMCMYTa3u 3HM3MIacs B 2,97 pasu, aKTUBHICTb
KaTanasy 3HM3WIacs B 2,4 pa3u, KOHLUCHTPALlis MaJOHOBOrO Jianbieriay 30inpimnacs B 3,08 pasu, a BMICT OKHCIIOBAIBHO
MoaudikoBaHux OinkiB 30inbmmBes B 2,81 pasu. CTUMYISLIS OpraHizMy OakTepiaJbHHM JIMOMOJiCaxapuIoM Ha TJi IHIyKIil
MeTa0O0IIYHOTO CHHIPOMY II€TOI0 3 BHCOKHM BMICTOM ()PYKTO3M BHSIBJISIE CHHEPreTUYHY III0 Ha IABUINCHHS MPOMYKIil
aKTUBHUX (JOPM KHCHIO, Pi3KO 3HIKY€ aKTUBHICTh AHTHOKCHAAHTHUX ()ePMEHTIB Ta OCHITIOE OKHCHE ITOMIKOKEHHS O1TKOBHX 1
JIMITHAX CTPYKTYP Ceps LIypiB.

KiiouoBi ci1oBa: Metabomiuanmii cHHAPOM, ceplie, IypH, OaKkTepianbHUii JiIonoIicaxapyy, OKCHIAaTUBHUN CTpec

This work is a fragment of the research project “The role of transcription factors, the circadian oscillator system and
metabolic disorders in the formation and functioning of pathological systems™, state registration No. 0119U103898.

Metabolic syndrome (MetS) is considered a non-infectious pandemic, that affected humanity in
modern age. MetS affects almost 1/3 of population in USA. Similar prevalence is observed in highly
developed countries of Europe (Great Britain, France, Germany, etc.) [2]. Following this trend MetS will
soon affect more than a quarter of world population. Development of MetS is often associated with the
intake of high-calorie food along with a substantial decrease in manual labor and adoption of sedentary
lifestyles, sometimes such behavior is called “western life-style” [1].

MetS is often aggravated by inflammation in adipose tissue, which than transcends to systemic
inflammation and can even lead to neuroinflammation [14]. Systemic inflammation during MetS is closely
connected to insulin resistance development, which is one of the key features of MetS. For instance,
Nicoara D.M. et al. assessed the relationship between Homeostasis Model Assessment of Insulin
Resistance (HOMA-IR) and systemic immune-inflammation index (SIlI), and found, that both are positively
associated [12]. Development of systemic inflammation during MetS leads to increased concentration of
pro-inflammatory cytokines in blood (IL-1, TNF-a, IFN-y, etc.), which in turn can lead to damage in
various tissues and organs due to activation of pro-inflammatory transcriptional factors, such as NF-xB,
with subsequent development of oxidative stress.
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MetS represents a cluster of cardiovascular risk factors, including high blood pressure, insulin
resistance, dislipidemia, and obesity that are associated with an increased risk of heart failure [4]. One of
the key elements of cardiac damage caused by MetS is mitochondrial disfunction in result of insulin
resistance. The main reason for mitochondrial disfunction in heart during MetS-induced insulin resistance
is decreased glucose intake through GLUT-4, which causes accumulation of fatty acids, which in turn
activates expression of peroxisome proliferator activator receptor alpha (PPAR-a) [4]. Excessive activation
of PPAR-a during MetS can cause cardiotoxicity be increase in reactive oxygen species (ROS) formation
in mitochondria with subsequent involvement of redox-sensitive transcriptional factors (NF-xB, Nrf-2,
STAT-3, etc.) [5].

Bacterial infection during MetS is not excluded. Taking into account altered state of immune
system during MetS bacterial lipopolysaccharides (LPS) can either be eliminated faster or cause additional
increase in pro-inflammatory cytokine production, thus elevating damage to internal organs through
immune mechanisms. Scientific literature provides limited and controversial data regarding influence of
LPS stimulation of organism on metabolic changes in heart during MetS.

The purpose of the study was to determine the activity of antioxidant enzymes, the production of
superoxide anion radical, the content of oxidatively modified proteins and the concentration of
malondialdehyde in the heart of rats under conditions of experimental metabolic syndrome and stimulation
of the organism with bacterial lipopolysaccharide.

Materials and methods. The study was conducted on 24 mature male Wistar rats weighing 200-
260 g. The animals were randomly divided into 4 groups of 6 animals each. The first group was a control
group, the animals of this group received manipulations similar to those of the other groups, but instead of
the active substances, they received a 0.9 % solution of sodium chloride. The second group was the
experimental metabolic syndrome group (MetS group). MetS was reproduced by using a 20 % fructose
solution as the only source of water for 60 days [9]. The third group is the group of stimulation of the
organism with the bacterial lipopolysaccharide (LPS) of S. typhi (LPS group). Stimulation of the organism
with LPS was carried out according to the following scheme: in the first week, the animals were
administered LPS at a dose of 0.4 ng/kg intraperitoneally three times a week, then LPS was administered
at a dose of 0.4 pg/kg intraperitoneally once a week throughout the experiment (60 days) [10]. The fourth
group is the group of the combined effect of stimulation of the organism with LPS and reproduction of
MetS (LPS+MetS group). Animals of this group received a 20 % fructose solution as the only source of
water and were administered LPS according to the scheme of group 3. Experiment lasted for 60 days.

The animals were kept in the vivarium of the Poltava State Medical University under standard
conditions. When working with animals, the “European Convention for the Protection of Vertebrate
Animals Used for Research and Other Scientific Purposes” was upheld. The withdrawal of animals from
the experiment was carried out under thiopental anesthesia by taking blood from the right ventricle of the
heart. All manipulations with laboratory animals were approved by Bioethical Committee of Poltava State
Medical University (Record Ne 206 from 24.06.2022).

The object of the study was a 10 % homogenate of the heart of rats. In 10 % homogenates, basic
superoxide anion radical (SAR) production, SAR production from microsomal electron transport chain
(ETC), SAR production from mitochondrial ETC were studied using reduced nitroblue tetrazolium as an
indicator of SAR formation [11]. The activity of superoxide dismutase (SOD, EC 1.15.1.1) was determined
by the rate of inhibition of autoxidation of adrenaline in the presence of the sample. Catalase activity (EC
1.11.1.6) was determined by the rate of splitting of hydrogen peroxide in the presence of the sample [11].
The concentration of free malondialdehyde (MDA) was determined by the formation of a colored reaction
product between MDA and 1-methyl-2-phenylindole [11]. The concentration of oxidatively modified
proteins (OMP) was determined by determining carbonyl groups, which are formed during the interaction
of reactive oxygen species with amino acid residues using 2,4-dinitrophenylhydrazine [11].

The statistical significance of the difference between groups was determined using the non-
parametric Kruskal-Wallis analysis of variance method, followed by pairwise comparisons using the Mann-
Whitney U-test. The difference was considered statistically significant at p<0.05.

Results of the study and discussion. MetS modelling increased the basic production of SAR in
the heart of rats by 73.02 % compared to the control group of animals (Table 1). SAR production in the
heart of rats from mitochondrial ETC in the MetS group increased by 29.31 %, and from microsomal by
20.34 % compared to the control group of animals. SOD activity in the heart of rats in the MetS group
decreased by 30.09 %, and catalase by 29.31 % compared to the control group of animals. The
concentration of MDA in the heart of rats in the MetS group increased by 2.04 times, and the content of
OMP increased by 1.65 times compared to the control group of animals.
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Table 1

Parameters of the pro- and antioxidant balance in the heart of rats under the condition
of modeling the metabolic syndrome and stimulation of the body with bacterial lipopolysaccharide (M+m)

Groups

Parameters Control, n=6 MetS, n=6 LPS, n=6 LPS+MetS, n=6
SAR production, nmol/s per g
Basic 0.48+0.03 1.93+0.07* 2.65+0.14 */# 3.03+0.02 */#
From microsomal ETC 10.57+0.14 12.72+0.36* 14.41+0.46 */# 15.65+0.45 */#
From mitochondrial ETC 12.11+0.18 15.66+0.06* 12.92+0.08*/# 16.66+0.89 */"
SOD activity, c.u. 8.28+0.44 5.54+0.37* 10.97+0.47*/# 2.79+0.15 */#/"
Catalase activity, pkatal/g 0.84+0.01 0.577+0.001* 0.95+0.01*/# 0.350.01 */#/"
Free MDA concentration, umol/g 9.67+0.21 19.77+£0.22* 21.76+1.10* 29.78+0.60 */#/"
OMP content, c.u. 0.085+0.001 0.14040.011* 0.169+0.011* 0.239+0.002 */#/"

Note: * — data is statistically significantly different from control group (p<0.05). # — data is statistically significantly different
from MetS group (p<0.05). N — data is statistically significantly different from LPS group (p<0.05).

In LPS group basic production of SAR increased in the heart of rats by 5.52 times compared to the
control group. SAR production from mitochondrial ETC in the heart of rats in the LPS group of animals
increased by 6.69 %, and from microsomal ETC by 36.33 % compared to the control group of animals.
SOD activity in the heart of rats in the LPS group increased by 32.49 %, catalase activity increased by
13.0 % compared to the control group of animals. The concentration of MDA in the heart of rats in the LPS
group increased by 2.25 times, and the content of OMP increased by 1.99 times compared to the control
group. Basic production of SAR in the heart of rats in LPS group increased by 37.31 %, from microsomal
ETC by 13.29 %, from mitochondrial ECT SAR production decreased by 17.5 % compared to the MetS
group. SOD activity in the heart of rats in LPS group increased by 98.01 %, catalase activity by 1.65 times
compared to the MetS group. There were no statistically significant changes in MDA and OMP
concentration in the heart of rats between LPS and MetS groups.

Stimulation of the organism with LPS against the background of MetS modelling led to an increase
in the basic production of SAR in the heart of rats by 6.31 times when compared with the control group of
animals. SAR production from microsomal ETC in the heart of rats in LPS+MetS group increased by
48.06 %, from mitochondrial ETC by 37.57 % compared to the control group of animals. The activity of
SOD in the heart of rats in LPS+MetS group decreased by 2.97 times, the activity of catalase decreased by
2.4 times compared to the control group of animals. The concentration of MDA in the heart of rats in
LPS+MetS group increased by 3.08 times, and the content of OMP increased by 2.81 times compared to
the control group of animals.

In LPS+MetS group basic production of SAR in the heart of rats increased by 1.57 times, SAR
production from microsomal ETC increased by 23.03 % compared to the MetS group. The activity of SOD
in the heart of rats in LPS+MetS group decreased by 1.99 times and the activity of catalase by 1.65 times
compared to the MetS group. The concentration of MDA in the heart of rats in LPS+MetS group increased
by 50.63 %, and the content of OMP increased by 70.71 % compared to the MetS group.

The basic production of SAR in the heart of rats in LPS+MetS group and the production of SAR
from microsomal ETC did not change significantly, but SAR production from mitochondrial ETC
increased by 28.94 % compared to the LPS group. The activity of SOD in the heart of rats in LPS+MetS
group decreased by 3.93 times and catalase activity decreased by 2.71 times compared to the LPS group.
The concentration of MDA in the heart of rats in the LPS+MetS group increased by 36.86 %, and the OMP
content increased by 41.42 % compared to the LPS group.

All studies pathogenic factors (stimulation of organism with bacterial LPS, induction of metabolic
syndrome by high fructose diet and their combination) lead to development of oxidative stress in heart of
rats. However, oxidative stress has peculiarities in each studied group. In MetS group oxidative stress is
the result of increase reactive oxygen species (ROS) formation on the background of decreased activities
of studied antioxidant enzymes. In LPS group situation is different increased ROS formation is
accompanied with elevated activities of antioxidant enzymes. However, increased activity of antioxidant
enzymes clearly cannot compensate the greater (compared to MetS group) ROS formation and situation
still results in oxidative stress development. In LPS+MetS group we can observe, that increase in SAR
production from microsomal ETC is based on LPS stimulation, while increase in SAR production from
mitochondrial ETC is mostly based on MetS modelling. Combination of MetS modelling and LPS
stimulation shows clear synergetic effect on increase of intensity of lipid peroxidation and oxidative
damage to proteins. In LPS+MetS group we can also observe an exhaustion of antioxidant enzymes on the
background of the highest ROS production from the studied groups.

Stimulation of ROS production from mitochondrial ETC in MetS group can be explained by
already mentioned decrease in glucose uptake by mitochondria due to lower influx of glucose through
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GLUT-4 during insulin resistance caused by MetS, and subsequent increased PPAR-a activation [4, 5].
More profound effect of LPS on ROS production from microsomal ETC can be explained by increased
activation of Toll-like receptors (TLR) by bacterial LPS used in our study, which leads to increased
expression of inducible NO-synthase and endothelial NO-synthase uncoupling, due to NF-kB activation
[13]. Excessive activation of NF-xB through TLR can explain increased SOD activity in LPS group, and
increased SOD activity creates an opportunity for substrate induction of catalase, since main product
formed in SOD-controlled SAR degradation is hydrogen peroxide.

Decreased activity of SOD during high fructose diet-induced MetS can be associated with
development of insulin resistance. Liu Y. et al. showed in their study that decrease in SOD activity during
MetS is connected to glucose levels and insulin sensitivity [8]. Decreased SOD activity in MetS group
naturally leads to lower amount of hydrogen peroxide formed in SOD-dependent SAR degradation and lowers
substrate induction of catalase, hence we observed decreased activity of these enzymes in MetS group.

Li J. et al. stress on importance of mitochondrial dysfunction and mitochondria-produced ROS in
formation of cardiomyopathy [6]. One of the main mechanisms of impaired mitochondrial function during
MetS according to Li J. et al. is a decrease in NAD+/NADH coupling caused by excessive influx of fatty
acids [6]. Our results also show increased ROS production from mitochondrial ETC both in MetS group
and LPS+MetS group. This suggests impairment of mitochondria in both studied groups. LPS can also
influence mitochondria and cause increased ROS generation from its ETC. However, such ROS generation
is caused through inflammasome formation and activation [3].

As we have mentioned before LPS can cause endothelial NO-synthase uncoupling and increase
ROS formation from microsomal ETC [13]. MetS can also lead to endothelial NO-synthase uncoupling
and increased ROS production from microsomal ETC [7]. Therefore, MetS and LPS have similar
mechanisms which can lead to increased ROS formation. This can explain the synergetic effect caused by
combination of LPS stimulation of organism with high fructose diet on ROS generation. Taking into
account that catalase is a rate limiting enzyme in SOD-catalase system we can assume, that decrease in
activities of these enzymes in LPS+MetS group is caused by inability of catalase to process the excess of
hydrogen peroxide formed from SOD-controlled SAR degradation and from other sources, which may
subsequently lead to damage to SOD protein structure.

Stimulation of organism with bacterial lipopolysaccharide, induction of metabolic syndrome by
high fructose diet and their combination lead to increased formation of reactive oxygen species, disturb
antioxidant protection, intensify lipid peroxidation and protein oxidation in rat heart.

Stimulation of organism with bacterial lipopolysaccharide on the background of induction of
metabolic syndrome by high fructose diet shows synergetic effect on increase of reactive oxygen species
production, severely decreases activity of antioxidant enzymes and intensifies oxidative damage to protein
and lipid structures of rat heart.
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OXIDATIVE STRESS IN LIVER TISSUES AT ALCOHOLIC HEPATITIS
AND ITS CORRECTION BY ACOMPLEX COMPOUND SYNTHESIZED
ON THE BASIS OF PALLADIUM AND MEXIDOL
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An experiment was conducted on 20 white rats bred in vivarium conditions at the Research Center of the Azerbaijan Medical
University, and divided into 4 groups. The 1st group included intact experimental animals, the 2nd-4th groups — experimental animals
simulating alcoholic hepatitis. A complex compound (mexidazole) synthesized on the basis of palladium and mexidol was injected
into the abdominal cavity of group 3 animals for 3 days, and group 4 animals — for 7 days at a dose of 0.02 mg/kg. A model of alcoholic
hepatitis has been developed. In the homogenate, the average concentrations of surface-located SH-groups, internal protein-SH-
groups, peroxidase, catalase and total antioxidant activity decreased compared to the intact state. In the blood of experimental animals,
due to the action of alcohol, the activity of liver enzymes significantly increased, free lipid peroxidation increased in the liver tissue.
The body's antioxidant defense system has significantly weakened. The results of the 3rd group of experimental animals showed that
oxidative stress in the liver continues even after 10 days since the creation of the alcoholic hepatitis model. After injection of 0.02
mg/kg of mexidozole into the abdominal cavity for 3 days, the concentration of these enzymes in the blood tended to decrease.
After daily administration of mexidozole at a dose of 0.02 mg/kg for 3 days into the abdominal cavity of white rats against the
background of an alcoholic hepatitis model, pronounced positive changes in the dynamics of oxidative stress were noted.

Key words: alcohol, hepatitis, enzymes, oxidative stress, palladium and mexidol.

I.M. Baripos

OKHCJIIOBAJIbHUI CTPEC Y TKAHUHAX IIEYTHKH ITPH AJIKOT'OJIBHOMY
TEIATHATI TA MOI'0 KOPEKIISA KOMILIEKCHOIO CIOJYKOIO,
CHUHTE30BAHOIO HA OCHOBI HAJIAAIIO I MEKCHIOJY

Byno mpoBeneHo ekcrepuMeHT Ha 20 Oumux miypax, posminenunx Ha 4 rpymu. Jlo 1-i rpynu yBifinuiM iHTakTHi
CKCIICPUMEHTAJIbHI TBApUHH, 10 2—4-1 Tpyn — eKCIepHMEHTalbHI TBAPUHH, y SKHX MOJEIIOBAIM AJIKOTOJBHUH TeNaTur.
KomruiekcHy cronyky (MEKCHIa30i), CHHTE30BaHy Ha OCHOBI MANA/if0 Ta MEKCH/IOINY, BBOAMIN B Y€PEBHY MOPOKHUHY TBAPHHAM
3-1 rpynu nporsirom 3-x 7116, a TBapuHam 4-i rpynu — npotsirom 7 ni6 y no3i 0,02 mr/kr. Po3po6ieHo MOzesb aJKoroJIbHOro
renaTuTy. Y TOMOreHaTi cepeliHi 3HaueHHs KOHIICHTpalil II0OBEpXHEBO-po3TatioBaHux SH-rpym, BHyTpimHix 6inkoBo-SH-rpym,
MIePOKCHa3H, KaTaja3yW Ta 3arajbHOi aHTHOKCHAAHTHOI aKTHBHOCTI MOPIBHAHO 3 iHTAKTHHM CTAQHOM 3MEHINIIHCS. Y KpOBI
I AIOCTI THUX TBAPHH 32 PAXyHOK Jii{ aJIKOTOI0 3HAYHO 301IbIIMINCE TOKa3HUKY aKTUBHOCTI ITEYiHKOBUX ()EPMEHTIB, Y TKAHHHAX
MEYiHKH TIOCHIIIOBANOCS BUIPHE IIEPEKHCHE OKHCHEHHsA mimifmiB. CHcTeMa aHTHOKCHIAHTHOTO 3aXHCTY OpTaHIi3My 3HAYHO
nocnadmana. Pe3ysiapraTn 3-i Tpynu IiUIOCIi THUX TBAPHH MMOKA3aiH, 110 OKUCITIOBAJIBHUIT CTPEC y MEeUiHIli TPUBA€E HaBITh Yepe3
10 HIB 3 MOMEHTY CTBOPEHHSI MOJIEJIi aJIKOTOJIBHOTO renaruTy. ITics BBeAeHHs B uepeBHy nopoxuuHy 0,02 MI/Kr Mekcumo30my
npoTAroM 3 AHIB KOHIICHTPAList IUX (PePMEHTIB y KPOBI MaJia TeHACHIII0 10 3HWKEHHS. [TicIis I0ICHHOT 0 BBEICHHSI MEKCHI030ITy
B 1031 0,02 mr/kr nporsirom 3 [HIB y 4epeBHY MOPOKHUHY OUNMUX IypiB Ha (OHI MOJEIN alKOTOJBHOrO I'eHaTHTy BiIMiueHi
BUpPaXCHI TIO3UTHBHI 3MIiHM B TUHAMIII OKCHIATUBHOTO CTPECY.

Kuro4oBi c10Ba: amkoromib, renatut, GepMEHTH, OKHCITIOBATBHUN CTpec, maaiil Ta MeKCHIION.

Alcohol is the main cause of liver damage and contributes significantly to the genesis of overall
morbidity and mortality. Today, alcohol consumption is especially common among the general
population. The problem of alcoholic liver damage still does not lose its relevance. Today, alcohol
consumption is especially common among the general population. The study of its negative impact on
human health and the organization of its rehabilitation is one of the priority tasks facing medicine. The
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