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BIOCHEMICAL PARAMETERS IN THE BLOOD OF PREGNANT SHEEP AGAINST
THE BACKGROUND OF KETONURIA

Abstract
The metabolic parameters traditionally used in the diagnostic algorithm in pregnant sheep in
subclinical ketosis are in many cases less sensitive and specific than the «lipid peroxidation-
antioxidant protection» system parameters. In the future, the material obtained in this study should be
considered when studying the problem of subclinical and clinical ketosis of pregnant sheep as the
concept of development of dysfunction «LPO-AOD» system for this metabolic disease.
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Among the many fundamental problems of modern veterinary medicine, one of the first places
is the problem of increasing fertility and preserving the productive longevity of the broodstock in
sheep breeding. In the current conditions of sheep breeding, there is an excessive functional strain of
the animal’s organism, its various organs and systems, in some cases functioning «on the verge of
pathology», which leads to the evolution of old and the emergence of new diseases. As a result of
changes in the body of pregnant sheep, there is a development of the syndrome of fetoplacental
insufficiency, which is the main mechanism of impaired fetal development during the intrauterine
period.

Currently, many issues of the functioning of the system «lipid peroxidation - antioxidant
protection» according to V.S. Avdeenko, S.A. Migaenko [1] and V.S. Avdeenko, A.V. Molchanov,
R.N. Bulatov [2] concerning the state of metabolic processes in the organism of pregnant sheep in the
presence of subclinical ketosis have not yet been studied.

The mechanism of development of subclinical ketosis in pregnant sheep in the context of
metabolic disorders is considered in scientific publications as a factor in the destabilization of
homeostasis in pregnant animals and, at the present time, according to the analysis of the studies
conducted by V.S. Avdeenko [3] and L.V. Kireev [4], is in the stage of accumulation of factual
material. At present [5,6,7], selenium is involved in reducing the level of lipid peroxidation and
binding of free radicals, which optimizes the immunobiological reactions in the organism.

In the works of E.W. Edens [8] and K.A. Jacques [9] showed that selenium metabolism,
absorbed in the animal’s tissue, is fixed by protein globulins. At the same time, according to J.Kohrle,
[10] and J.A. Johannigman [11], with the low content of selenium in the ration of small cattle, the
work of the proventriculus is disrupted, as a result, the metabolism in the rumen is disrupted with the
formation of insoluble forms of the microelement, that are excreted with excrements, which leads to a
significant accumulation of free radicals and disruption of the «LPO-AOD» system.

74



BetepuHapus fbl/ibiMAapbl

Purpose of article. Determination of the change in the status of the system «lipid peroxidation
- antioxidant protection» in pregnant sheep with subclinical ketosis.

The experimental group of pregnant sheep was made up of animals with symptoms of
subclinical ketosis. For hematological studies, blood was taken before morning feeding. Biochemical
blood tests were performed on a CIBA-CORING 288 BLOOD GAS SYSCEM analyzer
(manufactured in the USA).

In addition, the primary and intermediate products of lipid peroxidation were determined in
the blood of sick animals, which were estimated from the content of isolated double bonds, ketodienes
and conjugated trienes (KDCT) and diene conjugates (DC), secondary ones by the content of
malondialdehyde (MDA).

The obtained data were expressed in mmol/l, KDCT - in conventional units. The total
antioxidant activity was evaluated using a model system, which is a suspension of egg yolk
lipoproteins, allowing one to assess the ability of blood serum to inhibit the accumulation of TBA-
active products in suspension. Antioxidant activity was expressed in conventional units. The
determination of a-tocopherol was carried out by the fluorimetric method.

As a standard, we used D, L, a-tocopherol from «Serva». The content of a-tocopherol was
expressed in mmol/l. The determination of retinol is carried out simultaneously with a-tocopherol. In
this case, a-tocopherol and retinol with intense fluorescence with a maximum excitation at X = 350
nm and radiation at X = 420 nm. The retinol content was expressed in mmol/I.

Determination of reduced glutathione (GSII), oxidized glutathione (GSSG) by fluorimetric
method (Hissin, Hilf, 1976).

The determination of GSSG was carried out in an alkaline medium (pH = 12). In addition, to
prevent the oxidation of GSH in GSSG, N-ethylmalenite is added to the samples. The measurements
were carried out on a Shimadzu spectrophotometer (RT-5000). The content of GSII and GSSG was
expressed in mmol /1.

Determination of superoxide dismutase activity (SOD). The method is based on the ability of
SOD to inhibit the autooxidation reaction of adrenaline at pH = 10.2. Measurement of the activity of
SOD was carried out on a spectrofluorophotometer at X - 320 nm. SOD was expressed in conventional
units.

For morphological studies of the liver were used standard histological techniques, liver
samples were taken from killed animals. Statistical analysis of data was carried out using standard
programs like Microsoft Excel 2000 SPSS 10.0.5 for Windows.

The results of a biochemical blood test in pregnant sheep, positively reacting to ketone bodies
in the urine, are presented in the data of Table 1.

Table 1 — Biochemical studies of blood of pregnant sheep, positively reacting to ketone bodies in the
urine

Researched parameters Actual blood content Reference values

Glucose, mmol/I 2,25+£0,16 2,22 - 3,33
Total protein, g/l 82,0+6,1 72 -86
Alkaline reserve, mmol/I 18,41+ 1,53 19 - 27
Common ketone bodies (CKB), mmol/Il 2,38 £ 0,22** 0,18-1,03
Acetoacetic acid with acetone (AcAc), mmol/I 0,94 + 0,09** 0,03-0,24
B-hydroxybutyric acid (BH), mmol/I 1,44 +£0,16* 0,48-0,79
The BH/AcAC ratio 1,53+0,28 -

Note: hereafter * p <0,05, ** p <0,01
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Analysis of the obtained materials indicates that an increase in the level of ketone bodies
above physiological limits by 2,3 times and their fractions — AcAc (acetoacetic acid with acetone,
mmol /) and BH (B-hydroxybutyric acid, mmol /I), respectively 5,9 times and 1,5 times, reduction of
buffer bases to 18,41 + 1,53 mmol /I, glucose concentration to 2,25 + 0,16 mmol / |, and the ratio
coefficient BH/AcAc to 1.53 + 0,28. These changes indicate a metabolic disorder in pregnant sheep
that is characteristic of subclinical ketosis.

From the materials presented in Table 2 it follows that the highest values of CKB (common
ketone bodies, mmol/l), BH and BH/AcAc were observed in pregnant sheep with no significant fatty
infiltration of hepatic tissue and were 3,2 + 0,31, 2.53 £ 0,23 mmol/l, and 3,8 £ 0.6 mmol/I.

In this case, a more intensive lesion of the liver is accompanied by a decrease in these
parameters and an increase in ACAc.

Table 2 — Dependence of fatty liver infiltration on concentration ketone bodies in the blood (mmol/I)

The parameter of Large-droplet fatty degeneration of The absence of visible (with light
ketogenesis centrolobular localization microscopy) fatty degeneration
CKB 2,49 +0,12* 3,22 +0,11.
AcAc 0,97 £0,07* 0,62 + 0,07
BH 1,82 £0,05** 2,53+0,03
BH/AcAc 1,9 £0,43** 38+0,6

Thus, with large-droplet fatty degeneration of centrolobular localization, which is more
characteristic of subclinical ketosis, the concentration of CKB, BH and BH/AcAc were 2,79 + 0,22,
1,82 + 0,15 mmol /1 and 1,9 = 0,43 mmol /I, respectively, the level of AcAc in the blood of these
animals, in contrast, was higher and was 0,97 + 0,07 mmol /I.

Based on the above, it can be concluded that fatty liver infiltration is accompanied by an
increase in the blood level of the most toxic fraction of ketone bodies - AcAc, a decrease in the
concentration of CKB, BH and the BH/AcAc coefficient.

Therefore, the ratio of the fractions of ketonic bodies of B-hydroxybutyric acid (BH) to
acetone with acetoacetic acid (AcAc) is lower than 1,9:1, should be considered as a non-specific
marker of fatty liver dystrophy regardless of the level of CKB in the blood.

For the study of the state of lipid peroxidation processes in patients with subclinical ketosis of
pregnant sheep were determined the concentrations of primary, intermediate and final products of lipid
peroxidation (table 3).

In analyzing the concentration of double bonds in the blood, it should be noted that in
pregnant sheep with subclinical ketosis observed an increase of 20,46%.

Table 3 - Oscillations of primary, intermediate and final products of lipid peroxidation in blood of
pregnant sheep

Parameters Subclinical ketosis (n = 15) Clinically healthy (n = 15)

Isolated double bonds (conv.units) 1,866 £0,12* 1,194 + 0,21
Diene conjugates (mmaol/l) 0,527 £ 0,04* 0,930 £ 0,09
(lfzgtr?\(/j,ijr?ii) and conjugated trienes 0,168 + 0,05 0,161 + 0,05
o-tocopherol (mmol /1) 6, 61 + 0,26* 8,75+ 0,32

Retinol (mmol /I) 1,351 + 0,25* 2,578 +0,19
Glutathione reduced (mmol /1) 1, 684 + 0,06** 1,436 + 0,04
Glutathione oxidized (mmol /1) 2,913+ 0,13* 2,565 + 0,16
Superoxide dismutase (conv.units) 1,613 + 0,23** 1,832+ 0,19
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The level of diene conjugates in the blood of sheep with the development of subclinical
ketosis in comparison with clinically healthy animals was statistically increased 1,87 times (p <0,01).

The concentration of intermediate products of ketodienes and conjugated trienes in the blood
of sheep with subclinical ketosis was significantly increased by 1,75 times in comparison with the
parameters of clinically healthy animals (p <0,01).

Conclusion. As follows from the presented data, the metabolic parameters that are
traditionally used in the diagnostic algorithm in animals with subclinical ketosis at the end of
pregnancy of animals are less sensitive and specific than the parameters of the system «peroxide
oxidation of lipids - antioxidant protection».

Therefore, an increase in the level of intermediate products of lipid peroxidation (KDCT) has
a comparable sensitivity and greater specificity in comparison with a decrease in the metabolic
parameters of the blood.

The mechanism of development of subclinical ketosis in pregnant sheep is disclosed, since the
parameters of the system «peroxide oxidation of lipids - antioxidant protection» have a significantly
greater diagnostic value in subclinical ketosis in pregnant sheep;

Among the studied parameters, the concentration of isolated double bonds in the blood of
pregnant sheep with subclinical ketosis was increased by 20,46%, and the level of diene conjugates
was 1,87 times;

The concentration of intermediate products of ketodienes and conjugated trienes in the blood
of sheep with subclinical ketosis is significantly increased by 1,75 times in comparison with the
parameters of clinically healthy animals.

In the long term, the material obtained in this work should be taken into account when
studying the problem of subclinical and clinical ketosis in pregnant sheep and its relationship with
fetoplacental insufficiency in domestic animals as a concept of the development of a malfunction of
the «LPO-AOD» system in these metabolic pathologies.

REFERENCES

1. Avdeenko V.S., Migaenko S.A. The use of the drug «Selenolin®» for the correction of
reproductive health of ewes // Bulletin of the Saratov State Agrarian University. - Ne 7. - 2011.- P. 23-
24.

2. Avdeenko V.S., Molchanov A.V., Bulatov R.N. Verification of the diagnosis and
antioxidant therapy of gestosis of susceptible sheep // Agrarian scientific journal. - 2015. Ne 12. - P. 3-
7.

3. Avdeenko V.S., Molchanov A.V., Bulatov R.N. The use of antioxidant drugs for the
prevention of preeclampsia of sheep's sheep // Sheep, goats, wool. - 2016. - Nel. - P. 54-56.

4. Kireev L.V., Orobets V.A. Deficiency of selenium and its pharmacological correction //
Proceedings of the Kuban State Agrarian University: series Veterinary Sciences, 2009. - Ne. 1. - Part 1
—P. 279 - 281.

5. Belyaev V.A. Pharmacological and toxicological properties of new selenium preparations
and their application in the North Caucasus region. Author’s abstract. Dis ... Dr. vet. Sciences:
06.02.03. - Kuban State Agrarian University. — Krasnodar, 2011. - 40 p.

6. Chandan K.K., Savita R. Sashwati Sen. Tocotrienols: Vitamin E beyond tocopherols // Life
sciences. — 2006. — V. 78. - Ne 18. — P. 2088 — 2098.

7. Liesegang A,. Staub T., Wichert B., Wanner M., Kreuzer M., Liesegang A. Effect of
vitamin E supplementation of sheep and goats fed diets supplemented with polyunsaturated fatty acids
and low in Se. // Journal of Animal Physiology and Animal Nutrition.— 2008.-Ne 92(3).— P. 292-302.

8. Jacques K.A. Selenium metabolism in animals. The relationship between dietary selenium
form and physiological response. th. Science and Technology in the Feed Industry, Proc. 17 Alltech
Annual Symposium: Nottingham University Press, 2001. - P. 319-348.

9. Surai P.F., Dvorska J.E. Is organic selenium better for animals than inorganic sources? //
Feed Mix. - 2001. - Vol. 9. - P. 8-10.

10. Kohrle J., Brigelius-Flohe R., Block, A. Gartner R. et al. Selenium Biology: facts and
medical perspectives // Biological Chemistry. - 2000. - VVol. 381. - P. 849-864.

7



ISSN 2305-9397. fbuibiM >XaHe 6iniM. 2018. Nol (50)

11. Johannigman, J.A., Davis, S.L., Miller Prone positioning and inhaled nitric oxide:
synergistic therapies for acute respiratory distress syndrome J. Trauma // Biological Chemistry. - 2001.
- Vol. 50(4).- P. 589-596.

TYWNIH

Bya3 KoinapablH CyOKIMHMKaNbIK KeTo3bl KesiHAe 3aT ajMacy napameTprepi gacTyphi
AVarHoCTUKa/IbIK anroputMm TypiHAe nainganaHbinagpl. Keibip >xafpainapga on napameTprepaid
CMEeLMMUKabIFbl XaHe Ce3iMTaNbl/bIFbl «TUNUATEPAIH TOTbIFY KbILWKbIIAAHY — aHTUOKCUAAHTTbIK
KOpFaHbIC» >KYMenepiHiy KepceTKiwTepiHe KapafaHZa onci3 6onafgbl.  ATa/IMbIl KYMbICTaFbl
a/lblHFaH MaTepuangbl 6onalwakra 6yas KomnapablH KIMHUKabIK YXoHe CYOKNMHUKaNbIK KETO3bIHbIH
MacenenepiH 3epTTey KesiHAe SFHW, aTaiMbll 3aT anmacy natofioruscbl KesiHge «J/1TK-AOK»
YKYIMECIHIH KbI3METiHIH 6Y3blNybIHbIH AaMy KOHLIENUMSCHI PETiHAe eCKepY Kepek.

PE3IOME

MeTabonmueckme napameTpbl, KOTOpble TPaAULMOHHO WCMO/b3YHOTCA B AMArHOCTUYECKOM
aNropuTMe y CysrHbiX OBeL, Npy CYOKIMHUYECKOM KETO3e B psfe CNy4yaeB OT/IMYAKOTCA MeHbLLE
YyBCTBUTE/IbHOCTBIO U CMELMPUYHOCTLIO, YeM roKas3aTenm CUCTEMbl «MEepPeKVCHOE OKWUC/EHMe
NMNUL0B — aHTVOKCUAAHTHAA 3alimTa». B nepcrnekTvBe MOMyYeHHbI maTepuan B AaHHOW paboTe
criefyeT yunTbiBaThb NPW U3yYeHUW npobsieMbl CyOKIMHUYECKMIA N KNIMHUYECKUIA KETO3 CYSArHbIX OBEL,
KaK KOHUENUMIO pasBUTUS HapyLleHusi (PYyHKUMOHUPOBaHWUA cuctembl «MOJ1-AO3» npu AaHHON
MeTabo/IMYeCcKoi NaTonoruu.
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HEMATOLOGICAL INDICATORS OF CHICKEN WHO RECEIVED FEED
ADDITIVES ON THE BASIS OF CHANCANAY ZEOLITES OF AKJAR BENTONITES
AND KOKSUIC SHUNGYTS

Abstract

It has been studied for about the state of general physiological parameters of the blood of the
brothels who received dietary supplements and «Ceobenth» and «Tseoshun» Getting e Chakanayskih
based on zeolites, Akzhar bentonites and Koksu schungites.

The study was conducted on the total protein content, hemoglobin meters morphological
indicators of blood glucose wells, calcium and phosphorus in the background feeding the birds the two
formulations of natural minerals.

As a result of the conducted studies it was established that the application of «Ceobenth» and
«Tseoshunx» has a beneficial effect on the body of broiler chickens.

Keywords: chicken -broilers, glucose, hemoglobin, erythrocytes, leukocytes, leikogram.

Meat production of chickens depends on the rate of growth, meat precocity, live weight of the
bird, payment of feed growth, quality of meat.

According to Masliev O.l. and Stollar T.A., the value of meat, its composition, juiciness, color
and taste are largely dependent on the feeding of the bird. Improperly balanced diets without age,
poultry cross, fodder quality can reduce the grade and taste of poultry meat.
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