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Abstract. The processes of lipid peroxidation in the tissues of rats’
kidneys in case of 0.75% salt loading in conditions of mercury
dichloride intoxication were studied in white nonlinear male rats. It
was found that salt loading on the background of sublimate
nephropathy leads to increase of thiobarbiturate-reaction products
in different layers of kidneys in comparison with control. Increase of
lipid peroxidation products caused disruption of pro-/antioxidant
balance.That's why we studied activity of catalase and glutathione-S-

transferase in rats' kidneys 72 hours after injection of mercury
dichloride solution in the dose of 5 mg per 1 kg of animal's body
weight, which is important for determination of mercury salts
influence on the renal antioxidant system. The decrease of catalase
activity in the renal cortex, medulla and papilla in case of salt
loading after influence of mercury dichloride was found. For
instance, loading with 0.75% solution of NaCl leads to the twofold
increase of glutathione-S-transferase activity in comparison with
control. Animals' intoxication with sublimate caused glutathione-S-
transferase activity increase by 43% in the renal cortex and twofold -
in the renal medulla in comparison with control. These results
indicate the inhibition of antioxidant protection enzymes in the rats’
kidneys in case of mercury dichloride influence.

Pathogenetic unity of biochemical processes in the studied areas of
the kidney is confirmed by the conducted regression analysis that
proves interdependence of lipid peroxidation products and the
system of antioxidant protection.

Introduction

Influence of xenobiotics, toxic compounds, and
medicinal products on the organism leads to activation
of the process of free radical oxidation of membra-
nes. Lipid peroxidation activation induces significant
changes of cellular metabolism and biomembrane
functions, and is an important link of pathogenesis of
many diseases, including those of kidneys [1, 3].

Action of toxic compounds of different nature
causes infringement of kidneys cell membrane integ-
rity and activation of macromolecules' free radical
oxidation [2, 10].

It is known from literature sources [8] and was
shown by us before [ 14] that any stress factor for the
animal organism causes changes of antioxidant enzy-
mes activity in the rats' kidneys.

Activation of free radical lipid and biopolymer pe-
roxidation with hyperproduction of oxygen active
forms, often on the background of organism antioxi-
dant protective system exhaustion is considered to be

the driving mechanism of cytolysis in case of any
© A.Ya Velyka, M.K. Bratenko, 2015

pathology.

This is evidenced by the results of numerous stu-
dies of liver [6] and kidneys glutathione system func-
tion abnormality in case of their acute and chronic
diseases that promote formation of significant quan-
tity of oxygen active forms and expression of their
toxicity.

Kidneys are the main organ that regulates water-
salt metabolism in the human organism and shows
high selectivity to changes of water and salts exc-
retion; that's why they are very sensitive to the inf-
luence of toxic compounds and in particular to the
ions of heavy metals that accumulate in the kidneys
[9]. When salts of mercury enter the body, 50% of
its quantity is accumulated in the kidneys. It is worth
noting that there are two forms of mercury fixation
in the kidneys: labile part of the ion that determines
the level of its excretion with the urine due to the
secretory activity of the cells, and the inactive form
that determines gradual accumulation of the ele-
ment[13].
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It was shown by us before [11] that in case of 3%
salt loading in conditions of HgCI2 intoxication, the
processes of lipids' free radical oxidation are activa-
ted in the rats' kidneys. Processes of antioxidant pro-
tection play an important role in pathogenesis of dif-
ferent diseases, because emergence of imbalance
between activation of macromolecules' free radical
oxidation and failure of antioxidant protection system
can speed up the development of different patho-
logical processes that are the basis of the renal di-
seases.

That's why it would be quite interesting to re-
search the processes of lipid peroxidation and the
status of the antioxidant system of the rats' kidneys in
conditions of salt loading on the background of mer-
cury dichloride intoxication.

The purpose of the study

To determine the changes of thiobarbiturate-reac-
tion products content in the rats' kidneys tissues;
activity of enzymes of glutathione S-transferase and
catalase activities in the renal cortex, medulla, and
papilla in conditions of 0.75% salt loading under the
action of mercury dichloride; to determine the corre-
lation between the products of lipid peroxidation and
the antioxidant protection system of the rats' kidneys
tissues.

Material and methods

The animals were kept in vivarium conditions with
the constant temperature regime and free access to
food and water. They were divided into groups: The
1st group (n=6) - the control group (intact animals
that did nor receive loading); the 2nd group (n=6) -
animals that had 0.75% salt loading (injection of
0,75% NaCl solution calculated as 0.65 mmoles of
Na (14.8 mg of Na) for 100 g of the animal's body
weight); the 3d group (n=6) - animals that received
0.1% sublimate solution subcutaneously and 72 hours
after intoxication they received 0.75% salt loading.
Loading was performed by intragastric injection
through a metallic probe. 2 hours after the loading the
animals underwent euthanasia through decapitation
under light ether anesthesia. The experiments were
conducted in accordance with the requirements of
the European Convention on the Protection of Ani-
mals used for scientific purposes (8§6/609 EEC). Af-
ter decapitation the kidneys were swiftly removed,
thoroughly dried with filter paper and divided into
layers: renal cortex, medulla, and papilla. A sample of
renal layers (500 mg) was homogenized in 50 mM
tris-HCI buffer (pH 7.4) that contained 0.1% of
EDTA solution and the mixture was centrifuged for
10 minutes at 900G. All operations were performed
only at the temperatures not higher than +4° C. The
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post-nuclear supernatants of renal layers were used
to determine: 1. TBA-reaction products (TBA-RP)
content by the reaction between malonaldehyde (de-
rivatives) and thiobarbituric acid (TBA); in conditions
of high temperature and acidic medium (pH 3.0) this
reaction produces a pink trimethine complex. Absor-
ption of the colored solution was measured with pho-
toelectrocolorimeter KOK-3 (KFK-3) at wavelength
of 532 nm. The TBA-RP content was expressed in
pmoles/g of tissue [15]. 2. Catalase activity [EC
1.11.1.6] was determined by the reaction between
not destroyed hydrogen peroxide and ammonium mo-
lybdate. Absorption of the colored complex was
measured at wavelength of 410 nm. Enzyme's ac-
tivity in the kidneys' supernatant was expressed in
pmoles per minute for 1 g of tissue [7]. 3. Activity of
Glutathione-S-transferase activity (G-S-T) [EC
2.5.1.18]. The method is based on spectropho-
tometric measurement of quantity of reduced gluta-
thione conjugate with 1-chloro-2,4-dinitrobenzene;
this conjugate forms under the action of the enzyme.
Optical density of the produced complex was deter-
mined during the next 3 minutes using the spectro-
photometer CD-46 (SF-46) at the wavelength of 346
nm and expressed in nmoles of conjugate for 1 minu-
te per 1 mg of protein [5].

Intoxication of animals with sublimate was con-
ducted through subcutaneous injection of mercury
(ID) chloride water solution in the dose of 5 mg per kg
of animal's body weight [4].

Discussion of the research results

Salt loading causes the change of the indexes of
macromolecules' free radical oxidation in different
layers of kidneys.

We determined that in case of 0.75% salt loading
modeling in the rats' kidneys the content of TBA-RP
increased in the renal cortex by 55%, in the renal
papilla - by 58.4%, and in the renal medulla - by
45.7% in comparison with the control (fig. 1).

Intoxication of animals with 0.1% solution of sub-
limate in the dosage of 5 mg/kg of the animal's body
weight led to the change of lipids free radical oxi-
dation products indexes (fig. 2).

For instance, we found that 0.75% salt loading
causes increase of TBA-RP content indexes in
comparison with the control by 74% in the renal cor-
tex, by 80% in the renal medulla, and in 2.5 times in
the renal papilla in accordance with control.

From the antioxidant protection system we studied
the changes of glutathione-S-transferase and catalase
enzymes activity.

Glutathione-S-transferase (G-S-T) is an enzyme
with polyfunctional activity that takes part in detoxi-
fication of certain xenobiotics, including peroxides. G-
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Figure 1. Thiobarbiturate-reaction products content in the rats' kidneys in case of 0.75% salt loading on the
background of sublimate nephropathy
Here and on the figures 2 and 3 * the probable changes in comparison with the index of the animals from the control group
(P<0.05) are shown; # - probable changes in comparison with the index of the salt loading (P<0.05).
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Figure 2. Glutathione-S-transferase activity in the rats' kidneys in case of 0.75% salt loading on the
background of sublimate nephropathy

S-T catalyzes 4 main types of reactions; reduction of
organic peroxides (hydroperoxides of fatty acids and
cumene) to corresponding alcohols is one of them
[12].

For instance, we found that 0.75% lading with
NaCl solution leads to increase of glutathione-S-
transferase activity in 2 times in comparison with
control for which the value is 7.9 nmoles/min/mg of
protein. In the renal papilla glutathione-S-transferase
activity turned out to be lower than control by 40%,
and it didn't change in the renal cortex.

Sublimate intoxication of animals led to the chan-
ge of glutathione-S-transferase activity in different
renal layers of rats. The studies revealed that 0.75%
salt loading caused glutathione-S-transferase activity
increase by 43% in the renal cortex and twofold - in
the renal medulla in comparison with control. But in
conditions of sublimate intoxication and 0.75% salt
loading the same index decreased for renal papilla

by 47% in comparison with control values.

Catalase is an enzyme of antioxidant system that
can take part in restoring of pro-/antioxidant balance
when external factors affect the body.

In the renal medulla in conditions of 0.75% salt
loading twofold decrease of catalase activity in com-
parison with control was noted.

In the rats' renal papilla 0.75% loading with NaCl
solution led to the decrease of catalase activity by
75% in comparison with the control (fig. 3).

In conditions of HgCI2 intoxication adaptation of
antioxidant renal system to the action of this pro-
oxidant takes place.

Pathogenetic unity of biochemical and physio-
logical processes in the studied areas of the kidney is
confirmed by the conducted regression analysis that
proves interdependence of lipid peroxidation products
and the system of antioxidant protection.

This data is confirmed by multifactorial regres-
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Figure 3. Catalase activity in the rats’ kidneys in case of 0.75% salt loading on the background of sublimate
nephropathy
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Figure 4. The diagram of multifactorial regression analysis of reliable connections (p< 0.05) between
catalase activity (X - umole/min * g of the tissue), malonaldehyde content (Z - umole/g of the tissue),
glutathione-S-transferase activity (Y - nmole/min * mg of protein) in the renal medulla in case of sublimate
nephropathy in sexually mature rats in conditions of loading with 0.75% sodium chloride solution
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sion analysis of reliable connections between cata-
lase activity, thiobarbiturate-reaction products con-
tent, and glutathione-S-transferase activity in the
renal medulla in case of sublimate nephropathy in rats
in conditions of salt loading with 0.75% sodium chlo-
ride solution (fig. 4). The intensity of the shading
corresponds to the degree of correlation.

Therefore rats' intoxication with mercury dich-
loride solution leads to the destruction of the cell
membrane and causes activation of macromolecules'
free radical oxidation process. In turn this stimulates
the antioxidant system of the animal's organism,
which takes part in neutralization of oxygen active
forms.

Conclusions

1.Subcutaneous injection of 0.1% mercury dich-
loride solution in the dose of 5 mg/kg of the animal's
body weight in conditions of 0.75% loading leads to
suppression of catalase activity

2.Pro-/antioxidant balance under the influence of
toxin is supported by increase of glutathione-S-trans-
ferase

3.Intoxication of animals with 0.1% solution of
sublimate in the dosage of 5 mg/kg of the animal's
body weight led to the change of lipids free radical
oxidation products indexes

4.1t was found that 0.75% salt loading causes
increase of TBA-RP content indexes in comparison
with the control by 74% in the renal cortex, by 8§0%
in the renal medulla, and in 2.5 times in the renal pa-
pilla

5.Pathogenetic unity of biochemical and physio-
logical processes in the studied areas of the kidney is
confirmed by the conducted regression analysis that
proves interdependence of lipid peroxidation products
and the system of antioxidant protection.

Prospects for further studies

In the future we plan to study the influence of salt
loading on the functional condition of kidneys in case
of experimental nephropathy.
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KOPEJISILIISI MTPOAYKTIB MIEPEKMCHOI'O
OKUCHEHHS JIIIIIB TA EH3UMIB
AHTUOKCHUAAHTHOI CUCTEMU TKAHUH HUPOK
LIYPIB 3A YMOB COJIbOBOI'O HABAHTAYKEHHSI i1
EKCIIEPUMEHTAJIbHOI HE®POIIATII

A. A. Beauka, M. K. Bpamenko

Pestome. Ha Ginux HeniHiitHUX 1Iypax-camisx Oyio moc-
JIJPKEHO TPOTIECH MEPOKCHIHOTO OKMCHEHHS JIiTTi/TiB B TKAHUHAX
HUPOK IIypiB 32 yMoB 0,75% cOMBOBOTO HaBaHTAXEHHS MPU
iHTOKCHKaNii MEPKypito ANXIOPHAOM. 3'ICOBAHO, IO COTHOBE
HABaHTAXXCHHS Ha TJIi cyJIeMoBO1 Hedponarii MpU3BOIUTE 10
3pOCTaHHs BMicTy Tio0apOiTypar-peakiiifHuX TpOIyKTiB y
MOPiBHSHHI 3 KOHTPOJIEM B Pi3HUX IIapax HUPOK. 3pOCTaHHS
MPOIYKTiB MEPEKUCHOT'0 OKMCHEHHS JTiMiJiB MPU3BEIO 10
MOPYIICHHS TIPO-/aHTUOKCUIAaHTHOTO OaTaHCy.

ToMy BMBYAIM aKTHBHICTH KaTanasw, TIyTaTioHTpaHchepasn
y HUpKax IIypiB depe3 72 TOAWHU MiCIsl BBEJICHHS PO3UUHY
MEPKYPilo AUXIOPHIY B 1031 5 M Ha KT MacH Tijla TBapyH, IO €
BaXXJIMBUM IS 3'siCyBaHHS BIIMBY COJIe MepKypiro Ha
AQHTHOKCHIAHTHY CUCTEMY HMPOK. BCTaHOBIEHO, 3HMKEHHS
AKTUBHOCTI KaTasla3n y KipKoBiii, MO3KOBilf PEUOBHHI Ta COCOUKY
HUPOK 32 YMOB COJILOBOTO HABAHTAXCHHS TICIS il MEPKYPitO
nuxiaopuny. Tax, HaBanTtaxkeHHs 0,75% po3uynHOM HaTpiio
xnopuny (NaCl) mpu3BOAUTE 0 3pOCTaHHS aKTHBHOCTI
rIyTartioHTpaHcdepasy y JBa pa3u MOPIBHSIHO 3 KOHTPOJIEM.
IHTOKCHKALS TBAPHH CYJIEMOIO TIPHU3BENa 10 3pOCTaHHS TIyTa-
TioHTpaHCcdepa3HOi aKTUBHOCTI y MOPiBHSIHHI 3 KOHTPOJIEM Ha
43% - y kipkoBOMY IIapi HUPOK Ta BABiUi - Y MO3KOBOMY.
OTtpuMaHi pe3ynsTaTy CBil4aTh MPO MPUTHIYEHHS hepMeHTiB
AQHTHMOKCHIAHTHOTO 3aXUCTy y HUPKaX IIypiB 3a Jil MEpKypito
TUXIJIOPUTY.

ITaToreHeTn4Ha €aHICTh GiOXiIMIYHUX MPOLIECIB B JOCTiI-
KYBAaHMX NiMISHKAX HUPKU MiATBEPAKYETHCS MPOBEIECHUM
perpeciiHiM aHai30M, 10 MiATBEPIKYE B3aEMO3ANEKHICT
MPOIYKTiB MEPEKUCHOTO OKVCHEHHS JilTiIiB Ta CHCTEMH aHTHOK-
CHIAaHTHOTO 3aXHCTY.

KuatodoBi ciioBa: conpoBe HaBaHTAKEHHS, CyleMa, Tiobap-
GiTypar-peaxuiitHi mpoxykTH, ryTarionTpancdepasa, karanasa,
HUPKH.

KOPPEJIALUA MTPOAYKTOB IIEPOKCUAHOI'O
OKUCJIEHUA JIMITUIO0B U D H3UMMOB
AHTHUOKCHJIAHTHOI CUCTEMBI TKAHE IMTOYEK
KPBIC B YCJIOBUAX COJIEBOI HATPY3KH U
3KCIMEPUMEHTAJIbHOI HEGPOITATHH

A. A. Beaukaa, M. K. Bpamenxo

Pe3tome. Ha GenbIx HEMMHEHHBIX KpbIcaX-caMIlax uccie-
JIOBAJIM IIPOLIECCHI IEPOKCUIHOTO OKUCIICHUS JINIIUIOB B TKAHAX
noyek Kpsic B ycnoBusix 0,75% coseBoii Harpy3ku py MHTOK-
CUKalLMU MEPKYpUsl IUXJI0pUIoM. BrissicCHEHO, 4TO coneBas
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Harpyska Ha oHe cyremMoBOi HedpomaTuu MPUBOAUT K
BO3pACTaHUIO COAEpKaHUS TH0OApOUTYpaT-peakMOHHBIX
MPOAYKTOB B CPABHEHNH C KOHTPOJIEM B PAa3HBIX CIIOSIX TTOYEK.
VYBenuueHne MpoayKTOB MEPOKCUIHOTO OKHUCICHUS JIUTHIO0B
MPUBENO K HApYIICHUIO MTPO-/aHTHOKCUIAaHTHOTO OaaHca.
[TosToMy M3ydanu akTHBHOCTH KaTaaasbl, [Ty TaTHOHTPaHC-
(epassl B moukax KpbIc uepe3 72 waca mocie BBEICHUS PacT-
BOpa MEPKYpPHS TUXJIOpUAA B 103€ 5 MT Ha KI' MacChl Tena
KUBOTHBIX, YTO SIBJISICTCS Ba’KHBIM JIJISI BEISICHCHUS BIIUSHUS
cojeit MEpKypHUs Ha aHTUOKCUIAHTHYIO CHCTEMY TOYEK.
YcTaHOBIEHO, CHIDKEHNE aKTMBHOCTH KaTanas3bl B KOPKOBOM,
MO3TOBOM BEIIECTBE M COCOYKE MOYEK B YCIOBHSIX COJICBOM
Harpy3KH TOcie NeficTBHsS MepKypHs aAuxjaopuaa. Tax, Har-
py3ka 0,75% pactBopom Hatpus xjaopuaa (NaCl) npuBoaurt 110
YBENMYEHHS aKTUBHOCTH TITyTaTHOHTpaHc(epassl B 1Ba pasa B
CpaBHEHHH ¢ KOHTposieM. MHTOKCHKaIMs KUBOTHBIX CyIeMOi
TpHBeITa K BO3POCTAHUIO [Ty TaTHOHTPpaHC(epa3HOi akTUBHOCTH
B CpaBHEHMH € KOHTPOJIeM Ha 43% - B KOPKOBOM CJIO€ ITOYEK U B

JIBa pasa - B MO3roBoM. [loityueHHbIe pe3ysbTaTbl CBUIECTEbCT-
BYIOT TIPO yIrHETeHHE ()EPMEHTOB aHTHOKCHIAHTHOM 3alIUTHI B
MOYKaX KPBIC IIPU IEHCTBUM MEPKYPHS IUXIOPUIA.

[TaroreneTnueckoe eAMHCTBO OMOXMMHIYECKUX TPOIIECCOB B
HCCIIEJOBAHHBIX YYACTKAX OYKH MOATBEPIKIAAETCS PErPECCUO-
HHBIM aHAJIM30M, 4TO MOJATBEPKAAeT B3aUMO3aBUCUMOCTh
MPOAYKTOB EPOKCUIHOTO OKUCJIEHUS JIUIHUJIO0B U CUCTEMBI
AQHTHOKCUJIAaHTHOM 3aILUTBI.

KarueBblie coBa: coneBast Harpy3ka, cyjiema, THodap-
OUTypaT-peakMOHHBIE TPOAYKTHI, TITyTaTHOHTpaHCcdepasa,
KaTajasa, IIOYKH.
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