H3zeecmua Hayuonanvroti akademuu Hayx Pecnybnuxu Kasaxcman

NEWS
OF THE NATIONAL ACADEMY OF SCIENCES OF THE REPUBLIC OF KAZAKHSTAN

SERIES OF BIOLOGICAL AND MEDICAL
ISSN 2224-5308
Volume 4, Number 328 (2018), 112 — 118

UDC 504.75.06:[57.017.7]
R. M. Tazitdinova', R. R. Beisenova’, A. I. Grigoryev’

"Kokshetau State University named after Sh. Ualikhanov, Kokshetau, Kazakhstan,
L.N. Gumilyov Eurasian National University, Astana, Kazakhstan,
*Omsk State Pedagogical University, Omsk, Russian Federation.

E-mail: irm85(@mail.ru, raihan b _r@mail.ru

INFLUENCE OF CHRONIC COMBINED INTOXICATION
WITH ZINC, COPPER AND ARSENIC SALTS ON THE CHANGES
IN HEMATOLOGIC BLOOD INDICATORS OF RATS

Abstract. This article indicated the investigation results of the chronic combined poisoning effect with zinc,
copper and arsenic salts on hematologic blood indicators. Since one of the assessing criteria of the effects of toxic
substances on the body is hematological indicators and one of the research objects are indicators of environmental
contamination at the organism level, animal experiments have been performed to determine the cytological blood
composition. As a result of the conducted investigations, it was revealed that in case of chronic combined intoxi-
cation with zinc and copper, copper and arsenic salts, the number of leucocytes increases, and with intoxication with
zinc and arsenic salts only the amount of leucocytes decreases. In the first case, there is a development of so-called
leucocytosis and leucopenia in the second case. There was also identified an increase in the concentration of erythro-
cytes, hemoglobin, and mean erythrocyte volume in all experimental groups. Possible causes of changes in morpho-
functional blood parameters were revealed and substantiated as well. It was found out that certain groups of heavy
metals possess various toxic effects.
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Introduction. Environmental pollution caused by toxic elements emissions, such as heavy metals, is
now attracting the interest of researchers all around the world, because toxic elements can accumulate in
soil and crops, animal and human organisms [1]. As a result of the rapid development of industrial
production, especially in developing countries, the use of heavy metals and synthetic chemicals has
rapidly increased. Pollution of the environment with heavy metals creates a danger to human health in
particular, as they can bio-accumulate at all levels of the food chain [2]. It is known from scientific studies
that heavy metals such as copper, zinc, cadmium, chromium, manganese, lead, arsenic are considered to
be toxic to both humans and animals [3].

As for Kazakhstan, pollution of the environment with toxic substances is a topical subject, especially
in the areas of mining and processing industry. Akmola region is not an exception. There are mining
deposits, where gold, uranium, titanium, iron, manganese, molybdenum are being extracted. One of the
largest gold deposits is Vasilkovskoye deposit. The accompanying element in this gold deposit is arsenic,
which is why during gold mining process, arsenic enters the environment. Also, soils in Kokshetau area
contain such heavy metals as lead, copper, cadmium and zinc [4].

Zinc is considered to be an important element for all life forms, as it is a part of many body's enzy-
mes, it promotes cell growth, takes part in the exchange of proteins, nucleic acids, and vitamin A. There-
fore, zinc is of great importance for human health as a trace element [5]. The human body contains 2-3 g
of zinc, and it also occurs in muscles, bones, liver, kidneys, lungs, brain, heart and pancreas [6]. 30-40%
of zinc is concentrated in the cell nucleus, 50% in the cytosol, and the rest is a part of the cell membranes
[5]. Zinc plays a special role in the maintenance of immune functions (cellular and humoral immunity). A
lack of zinc can affect congenital and adaptive immunity [7]. Zinc deficiency is associated with acute and
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chronic liver disease. Adding zinc to the diet helps protect against toxin-induced liver damage and is used
in the treatment of hepatic encephalopathy [8].

However, zinc is considered to be relatively non-toxic to humans [9]. There are three main ways of
getting zine into the body: inhalation (by inhaling air polluted with heavy metals), alimentary (through the
gastrointestinal tract during eating), through the skin [10]. Zinc is excreted from the body through the kid-
neys, skin and intestines [11]. An increase in the concentration of zinc in the body is often associated with
copper deficiency. The absorption of copper decreases if there is an increase in the consumption of zinc [12].

Zinc intoxication can cause a decrease in the level of copper, immunity, lipoprotein and copper-
containing enzymes. High doses of zinc negatively affect the physiology of urination [13]. They also can
inhibit the absorption of copper, sometimes resulting in copper deficiency and, as a consequence, cause
anemia. [14] Jerome Nriagu, professor of University of Michigan, has shown that zinc salts are irritating,
can cause ecrosive pharyngitis, gastritis, gastrointestinal bleeding, pancreatitis and also oral, throat, and
stomach injuries after swallowing. Prolonged zinc exposure leads to hypoplasia, anemia, leucopenia, and
neutropenia, as well as impaired pancreatic function, resulting in increased release of amylase, lipase and
alkaline phosphatase into the bloodstream [15].

Copper is an important element for cellular metabolism. It is a cofactor-oxidation-reduction reaction
involving intracellular proteins and enzymes such as cytochrome oxidase and superoxide dismutase [16].

Also, copper is a composite component of all soils, an essential element for plants and animals, si-
tuated in small amounts in plants and animal organisms, although an increase in copper concentration
leads to toxic effects on soil inhabitants. Large doses of copper can cause the destruction of red blood
cells and, as a consequence, it can lead to the development of anemia [17]. The main organ, the target,
which is struck by chronic copper intoxication firstly, is the liver. Studies conducted on animals have
shown that taking large doses of copper can lead to liver and kidney disease. Also, due to the high
concentration of copper, hemolytic anemia can be developed. It is caused by acute hepatic necrosis. In
some cases, kidney functions may be impaired. As a result of the destruction of liver cells, a large amount
of copper enters the bloodstream, damaging the red blood cells [18].

Hepatic and sometimes renal changes are the most common effects found in animals that receive
high concentrations of copper. In the organisms of rats, mice, rabbits, chronic copper intoxication leads to
mortality increase and retardation growth. In rats, which were subjected to copper sulfate intoxication,
there were various cellular cell destruction and membrane disorders, increase in the amount of lysosomes,
swelling of mitochondria and tubular microvillus [19].

Arsenic is one of the most toxic metalloids. It can be found in the environment, as a result of natural
and anthropogenic influences. It appears in rocks, soil, air, water in small amounts. In nature, arsenic has
organic and inorganic forms. Inorganic forms are mainly represented by the form of trivalent metaarsenite
(As™) and pentavalent arsenate (As’") [20]. Studies of arsenic toxicity show that chronic effects can cause
serious impairment of organ functions [21]. Arsenic is a serious carcinogen, intoxication which can lead
to the development of malignant tumors, large tumors of the lungs, bladder, and prostate [22]. And also it
seriously impacts the cardiovascular system, cause developmental anomalies, neurological and neuro-
biological disorders, diabetes, hearing loss, hematologic disorders - anemia, leucopenia and eosinophilia
[23]. In arcas with a high level of arsenic contamination, there was a high death rate from bladder,
kidneys, skin and liver cancer [24].

Arsenic and its compounds are excreted from the body with urine and bile and breast milk in small
quantities [25]. During the experiment on rats, using chronic arsenic primer, after 12 weeks, arsenic was
found in the blood, liver and kidneys [26].

According to Khanturina G.R. date, with chronic zinc, copper and iron salts intoxication, a decrease
in the level of leucocytes, erythrocytes, hemoglobin in the blood was revealed [27].

Despite the fact that the influence of heavy metals on the body is well known throughout the world,
there is no evidence of the effect of chronic combined intoxication with salts of zinc, copper and arsenic.
Therefore, the study of the combined chronic effects of zinc, copper and arsenic salts on the body is of a
great interest.

Proceeding from the above mentioned, the purpose of our study was to study the influence of com-
bined chronic intoxication with zinc, copper and arsenic salts on the change in hematological blood
indicators of experimental animals.
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Materials and methods. The experiments were carried out on 40 white uncontaminated rats. The
laboratory rats were divided into four groups for these experiments. They were daily injected intra-
gastrically with solutions of heavy metal salts for three months. The first group (n = 10) consisted of
control animals, which were kept under standard conditions, including usual food and water diet. The
animals of the second group (n = 10) were injected with solutions of zinc and copper salts, the dose of
copper sulfate II was 13 mg/kg, zinc sulfate was 17.5 mg/kg. In the third group (n = 10), there were
injected the solutions of copper and arsenic salts, the dose of copper sulfate II was 13 mg/kg, sodium
arsenite was mg/kg. Animals of the fourth group (n = 10) were injected with solutions of zinc and arsenic
salts, the dose of zinc sulfate was 17.5 mg/kg, sodium arsenite was 1 mg / kg.

Blood sampling is performed three months after the beginning of the experiment. During the
experiment, all ethical norms and rules were maintained. Blood was taken from the carotid artery of
experimental animals. Hematologic blood indicators were determined on a modem automatic hemato-
logical analyzer Nihon Kohden Celltac E (Japan). Blood indicators such as leucocytes, erythrocytes,
hemoglobin, hematocrit (HCT), mean erythrocyte volume (MCV), mean hemoglobin in erythrocyte
(MCH), mean hemoglobin concentration in erythrocyte (MCHC), ESR using various methods were
determined. So, the number of leucocytes was determined with the help of the unified counting method in
Goryaev's counting chamber, the erythrocyte concentration was determined by a unified method with
0.9% sodium chloride solution, the hemoglobin level was determined by the hemoglobin cyanide method
[28]. The hematocrit was calculated by the formula:

RBC (109 MCV (f1) * cells/!
10

The average volume of erythrocytes was calculated according to the formula:

HCT (%) =

Hematocrit inmel?®

MCV =
Number of erythrocytes in 1 mcl

The mean hemoglobin content in erythrocyte was calculated by the formula:
Hemoglobin in g/1

MCH = —; rv—
First three numerals of erythrocytes concentrationin 1i

(»g)-

The mean concentration of hemoglobin in the erythrocyte was calculated by the formula:
Hemoglobinin g/l
E

MCHC =
Hematocrit in %

100

ESR was determined with the help of PR-3 (ESR meter, Panchenkov's apparatus) [29]. The results
were processed using Microsoft Office Excel software, Statistica for Windows. The arithmetical mean
(M), the standard error of the arithmetic mean (m) were calculated. The significance of differences in the
arithmetic mean was estimated using Student's t-test (t) and significance level (p).

Research results and discussion. The results of our studies show that in case of chronic combined
intoxication with zinc, copper and arsenic salts, the number of leucocytes in the blood in the second group
increased by 78.89% (p <0.05), in the third group by 50.88% (p <0, 05), and in the fourth group it de-
creased by 30.94% (p <0.03), in comparison with the control group. Leucocytosis is more marked in the
second group (table, figure).

The development of leucocytosis is probably connected with the increased formation of leucocytes in
the bone marrow and their release into the bloodstream. It is known from the literature that cytokines are
formed in the leucocytes under the impact of toxins in leucocytes, which increase the proliferation and
differentiation of leucocytes, as well as the release of the formed elements from the bone marrow. Leuco-
penia, which is in evidence among the animals of the fourth group, is probably connected with a decrease
in the production of leucocytes and their release from the bone marrow into the blood, i.e. there is an
oppression of leucopoiesis due to toxic effects on leucopoiesis tissue, as well as increased destruction of
leucocytes in peripheral blood and bone marrow.
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Hematological indicators of rats’” blood with chronic combined intoxication salts of zinc, copper and arsenic salts

Groups of experimental animals
Blood st 2" group 3 group 4% group
indicators (00111 ir glr (;(I))up) (intoxication with zinc (intoxication With copper (intoxication_ with zinc
and copper salts) and arsenic salts) and arsenic salts)

Leucocytes , ¥10°/L 6,82+0,11 12,20+0,33* 10,29+0,09* 4,71+0,32*
Erythrocytes, *10'%/L, 7.840,16 9.27+0,03* 8,95+0,12* 9,58+0,07*
Hemoglobin, g/L 12742,97 156,1£1,60% 146,342 2% 15540,61%
Hematocrit, % 47,0+1,13 48.93+0,37 46,4940 68 49.56+0.36
MCV, L. 49,440,64 52,78+0,27* 51,91+0,08%* 52.24+0,59%*
MCH, pg 17,25+0,04 16,844+0.15 16,33+0,06* 16,2+0,12*
MCHC, g/L. 35045,19 319,1+1,56* 284 8421 ,08%* 313,5+1,76*
ESR, mm/h 4,840.10 4.3+0,11%* 4.3+0,11%* 3.7+0,11%

*The differences are significant compared to the control group, with p <0.05; ** - the differences are significant in com-
parison with the control group, with p <0.01, n - the number of animals in the groups.
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Dynamics of hematological indicators in chronic combined intoxication with salts of zinc, copper and arsenic

There were also changes in the leukocyte formula. The number of lymphocytes decreased in the
second group by 14.42% (p <0.05), in the third group by 19.36% (p <0.03), in comparison with the cont-
rol group. In the fourth group, the results were practically equal to the control group. The number of mo-
nocytes increased in the second group by 220% (p <0.05), in the third group by 155% (p <0.05), in the
fourth group by 61.18% (p <0.05) in comparison with the control group of animals. The number of
segmented neutrophils increased in the second group by 26.5% (p <0.05), in the third group by 83.13% (p
<0.05), in the fourth group by 37.35% (p <0.05), in contrast to the control data.

An increase in red blood cells was observed in all experimental groups. In the second group it was
18.85% (p <0.05), in the third group was14.74% (p <0.05), in the fourth group was 22, 8% (p <0.05). At
the same time, the amount of hemoglobin also increased in the second group by 22.9% (p <0.05), in the
third group by 15.20% (p <0.05), in the fourth group by 22% (p <0,05), in comparison with the results of
the control group. It can be assumed that this increase in the number of erythrocytes is connected with a
thickening of the blood due to excessive loss of body fluid, or increased formation of erythrocytes in the
bone marrow as a result of oxygen deficiency. Perhaps, this can be explained by the hyperproduction of
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erythropoietin in the defeat of kidney tissue and the resolution of the liver parenchyma. It is well known
that erythrocytosis lead to an increase in blood viscosity, aggregation of uniform elements, microcir-
culation and the appearance of dystrophic changes in organs and tissues.

The parameters of the hematocrit remained within the norm, in comparison with the control data. So,
the value in the second group increased by 4.11%, in the third group it decreased by 1%, in the fourth
group it increased by 5.45%.

The mean erythrocyte volume increased in the second group by 6.8% (p <0.05), in the third group by
5.08% (p <0.01), in the fourth group by 5.75% (p <0.01), although the mean hemoglobin concentration in
the erythrocyte decreased in the second group by 2.38% (p <0.05), in the third group by 5.33% (p <0.05),
in the fourth group by 6.09% (p <0.05). An increase of this indicator may show the development of liver
diseases, as well as a violation of bone marrow activity in severe leucocytosis, which is confirmed by the
results of our studies.

The mean hemoglobin content in the erythrocyte decreased in the second group to 8.83% (p <0.05),
in the third group to 18.63% (p <0.05), in the fourth group by 10.43% (p <0, 05). Also, the mean and
hemoglobin concentration in the erythrocyte in all the experimental groups decreased, in the second group
to 2.38% (p <0.05), in the third group to 5.33% (p <0.05), in the fourth group to 6, 09% (p <0.05)
compared with the control data. This is possibly due to the development of absolute hypochromia of
erythrocytes, as a result of a violation of iron assimilation.

Erythrocyte sedimentation rate decreased in the second group to 10.42% (p <0.01), in the third group
to 10% (p <0.01), in the fourth group to 22.92% (p <0.05). Decrease of ESR is probably due to a violation
of protein synthesis in liver failure, as well as the violation of the columns formation, which is caused by
the change in the form of red blood cells.

Conclusions. Thus, chronic combined intoxication of experimental animals with zinc, copper and
arsenic salts led to the significant deviations from the norm of hematological parameters. In this case, the
development of neutrophilic leucocytosis in groups of combined effect of zinc and copper, copper and
arsenic salts, as a manifestation of poisoning, was observed. The revealed monocytosis in our experiments
is the immune reaction of the organism to the action of heavy metals. Also, leucopenia in the group of
combined intoxication with zinc and arsenic salts was detected. Because the number of erythrocytes
increased, as well as their volume, this led to an increase in hemoglobin and may also indicate a violation
of liver function. The increase in erythrocytes can also be connected with the activation of erythropoiesis
with the increased erythropoietin formation, which is probably caused by a lack of oxygen, possible
neoplasm in the kidneys and adrenal glands.
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MBbIPbIII, MBIC )KOHE MbIIIIBAK TY¥3/IAPBIHBIH
TEMATOJOTUAJBIK KOPCETKIIIPIHIH O3T'EPICIHE KOCAPJIACA
CO3BIJIMAJIBIL 9CEPI

Annoramust, OCbl 3¢PTTCY/IC MBIPBIII, MBIC JKOHE MBIIIBIK TY3JAPhIMCH KOCAPJIACA CO3BUIMANBI 9CEPi HOTH-
JKETICPIHAC TEMATOJIOTHAIBIK KOPCETKIIMTEPAIH e3repicTepi Oepiiai. AF3ara YJbI 3aTTap OPCKETTEpiH Oaramay e-
meMACPiHIH 0ipi — TEMATONOTHAIBIK KOPCETKIIMTEPAi Tanaay OOJBIN caHaIaabl. JKYPTi3iireH 3epTTeyiep HOTHKS-
CIH/JIC MBIPBIII TEH MBIC, MBIC JKOHC MBIIIBSK TY3JAPHIMCH CO3BUIMANBI KOCAPIACKAH YIIAHY KE3IHAC NCHKOLHTTEP
CaHbl KOOCHIM, all, MBIPBIII JKOHE MBIIIBSIK TY3IAPBIMCH YJIAHYBI KC3IHIAC JCHKOIMTTCD CAHBI TOMCHICICHI AHBIK-
Tanasl. bipiHmm karmaiina JTEHKOIUTO3 JKOHE SKIHIIN jKaraaiaa nehkomeHust aamunapl. CoHmal-ak, OapibIK JKCTe-
PHUMCHTTIK TONTApPAA SPUTPOIMTTICPAIH, TEMOTJIOOMHHIH, SPUTPONMUTTSPAIH OPTAINa KOJIEMIHIH apTyhl KOPCETiIeTi.
Maxkanaga kaH KepceTKimTepiHiH MOp(ho-(QyHKIHOHANIBIK ©3repicTepi BIKTUMANI CCOCMTCPl AHBIKTATFAH JKOHC
HerizaenreH. by aysip Meramgap Oenrii 6ip TONTapsI op TYPII iC-0PEKETTEPIMCH SPCKINCICHETIHIH KOPCCTC L.

Tyiiin ce3aep: aybip METATAAP, MBIPBIII, MBIC, MBIIILSIK, KOCAPIACA COZBUIMAIBI YIaHY, KAH KOPCETKIIITEPI.
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BJIUSHUE XPOHUYECKOM COYETAHHOM HHTOKCHKAIIAH
COJISIMU IIUHKA, MEJIM ¥ MBILIBSIKA
HA U3MEHEHUE '’EMATOJOTHUYECKUX MMOKA3ATEJEN KPOBU KPBIC

Annotanus. B craree mpeacTaBneHbI PE3yIbTaThl HCCICAOBAHMS BIMSTHUS XPOHHUCCKUX COUCTAHHBIX OTPAB-
JICHHUH COJAMHM I[UHKA, MEIH U MBIMIBAKA HA TEMATONOTHYECKHIE MOKA3AaTeMM KPOBH. [I0CKONABKY OTHUM U3 KPHTEPHEB
OIICHKH ACHCTBHUS TOKCHYHBIX BEIICCTB HA OPTaHU3M SIBJLIIOTCA TEMATOJOTHYCCKHE MOKA3ATEIN W OJHUM H3 OOBCK-
TOB HMCCIICJOBAHMS, — HHAMKATOPBI 3arPSI3HCHUS OKPY KAIOMICH CpeIbl HA OPTaHU3MEHHOM YPOBHE, OBLIH IIPOBEICHBI
SKCIICPUMEHTHI HA JKHBOTHBIX C ONPEACICHUEM LHUTOIOTHYECKOTO COCTaBa KPOBU. B pesynsTare MpoOBEACHHBIX HC-
CIEAOBAHUI BBIABICHO, YTO MPH XPOHUYCCKOH COUCTAHHON HHTOKCHKALIUN COJIIMH IIMHKA U MEAH, MEIH U MBIIIBAKA
YBEIMYUBACTCA KOMMYESCTBO JICHKOLMTOB, 4 MPH HHTOKCHKALUY COJIIMHU IIMHKA M MBIIIbAKA CHIDKACTC. Pa3BHBAOTCA
TaK HA3BIBACMbIC, JCHKOLMTO3 — B MEPBOM CIIyYac M JICHKONICHUS — BO BTOPOM. Takske OOHAPYKCHO YBEIHUCHUC
COACPKAHUS IPUTPOIMTOB, TEMOITIOONHA, CPEIHETO 00BEMA IPUTPOIMTOB BO BCEX IKCICPUMCHTANIBHBIX TPYIIIAX.
BrLasrneHbI 1 000CHOBAHBI BO3MOKHBIC TIPHUIMHBI H3MEHEHUH MOP(O-(yHKIMOHATBHBEIX MOKa3areieii Kposu. Borsic-
HEHO, YTO OIPEICIICHHBIC TPYTIIIBI TSHKEIBIX METAIIOB 00IA1AI0T PA3IIIHBIMI TOKCHUCCKUMH JICHCTBHSIMU.

KimoueBbie c/IoBa: TSDKEJBIE METAJUTBI, IHMHK, MEIb, MBIMbBIK, XPOHHYCCKAS COYCTAHHAS WHTOKCHKALW,
MOKA3aTETH KPOBH
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