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THE RELATIVE PROPORTION OF T-AND B-LYMPHOCYTES AND THEIR
FUNCTIONAL ACTIVITY OF FEMALE-NURSERY CARPS DEPENDING
ON THE LEVEL OF VITAMIN A IN THE RATION
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One of the most actual scientific and
practical issues of contemporary pond fish farming
is to increase the resistance of fish to diseases and
negative anthropogenic environmental factors. In
this regard, the development of effective methods
of carps feeding, considerable attention is given to
the search of the immune status of fish. In the
specialized fish farms fish breeding is closely
connected with its feeding, which aim is to get
maximal number of high quality products in the
shortest terms for the least feed cost. It is
important to ensure a complete fish ration with
vitamins, especially vitamin A.

The purpose of the search ascertain the
influence of different levels of vitamin A in the
ration of female-nursery carps on the activity of T-
and B-cell immune units. The search was
conducted on three groups of female-nursery scaly
carps, to which during before-spawning period,
vitamin A was carried in, in the form of
retynilacetate at doses of 2500 1U and 5000 IU. It
was determined that additional input into the

content of the ration of female-nursery carps
vitamin A is finding out the stimulating effect on
the number of T-and B-lymphocytes, as well as on
their functional activity through the redistribution
of lymphocyte receptor system in the direction of
increasing their avidity. In particular, the number
of T-lymphocytes (total, active, theophylline-
resistant and-susceptible) and B-lymphocytes in
the blood of female-nursery carps, which in
addition to the feed were fed with vitamin A was
greater than that of female-nursery carps, who
consumed only a standard feed. It was found out a
greater number of T-and B-lymphocytes in the
blood of female-nursery carps from experimental
groups compared to the control.
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Oouicio 3 HallbibUW AKMYAIbHUX HAYKOBO-
NPAKMUYHUX ~ NPOOAEM  CYHACHO20 CMABKOBO20
PUOHUYMEA € NIOBUWECHHS PE3UCMEHMHOCMI Ppub
00 3ax60pl06aHb 1 HE2AMUBHUX MEXHOSEHHUX
haxmopis 3068HIUHbO2O cepedosuwa. Y 36 513Ky 3
Yum npu pos3pooyi eheKmusHux memooie 200i6ii
KOponie SHAYHA yeaea nPUOiNAEMbCS
00CHIJCeHHI0 IMYHHO20 cmamycy pub. B ymosax
Cneyianizoeanux — pUOHUYLKUX  20CHO0ApCme
8UPOWYBAHHS pubU MicHO nog'szaue 3 ii 2odisnero,

IMMUNITY, T-LYMPHOCYTES, B-
LYMPHOCYTES, FEMALE-NURSERY,
CARP, DOSE, VITAMIN A,
RETYNILATSETAT

Memow  AKOI €  OMPUMAHHA — MAKCUMANbHOL
Kinbkocmi  npooykyii  eucokoi  skocmi 8

HauKopomwii mepmiHu 3a MIHIMATbHUX 6Umpam
Kopmis. Ilpu yvomy eadicnuge 3HAYEHHA Ma€E
NOGHOYIHHE 3abe3neyenHs payiony puob
simaminamu, 30kpema gimaminom A.

Mema  Oocnioxcennss  nonaseara y
3’ACY8anHi NaU8y pisHo20 pieHs Gimaminy A y
PayioHi camMoK-niiOHUKi@ KOpona HA AKMUGHICMb
T- i B-knimunnoi nanox imynimemy. J{ocnioscenHs
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NpPOBEOeHO HA MPbOX 2SPYNAX CAMOK-NIIOHUKIB
ayckamoeo xopona (Cyprinus carpio L.), axum y
nepeonepecmosuii nepiod 00 KOMOIKOPMY 6HOCUTU
simamin A y ¢popmi pemumninayemamy y 003ax
2500 10 i 5000 10. Bcmanoeneno, wo dooamkose
66COCHHSI Y CKAAO PAYIOHY CAMOK-HIIOHUKIG
Kopona eimaminy A B6UABNAE CMUMYNIOBATLHUL
enaus Ha kinekicme T- i B-nimgpoyumis, a makooic
Ha ix ¢OyHKyiOHANbLHY AKMUGHICMb 3a PAXYHOK
nepepo3nooiny peyenmopHoz2o anapamy
aimpoyumie y 6ix 30i1bUeHHs IXHLOI AGIOHOCMI.
3oxpema, xinvxkicmo T-nimgpoyumis (3azanvHux,
AKMUGHUX, MeoPiNiH-pe3ucmenmuux i meoginin-
yymaueux) i B-nimpoyumie y Kposi camok-
NAIOHUKIE ~ KOpOna,  SAKUM  000AmMKO80 00

KomMbOiKopmy 320008yeanu eimamin A 6yna oinvuua,
HINC Y CAMOK-NIIOHUKIG, 5KI CHOJNCUBANU JUULe
cmandapmuuti Komoikopm. Ilpu yvomy y Kpogi
CAMOK-NNIOHUKIE ~ KOpOnié  OOCHIOHUX — 2pyn,
NOPIGHAHO 00 KOHMPOILHOL 6UAGLEHO  OllbuLy
xinokicmo T- i B-nimpoyumis 3 Huszekoio i
Ccepednbol0  agioHicmio, I MeHULy KiIbKiCHmb
Heoupepenyiosanux 1impoyumis Kpoesi.

Kiarouosi CcJI0BA: KIIITUHHA
JJAHKA, IMYHITET, T-JIIM®OILIWUTHU, B-

JIIM®OLIUTH, CAMKA-TUTIJTHUK,
KOPOII, JIO3A, BITAMIH A,
PETUHUIAIIETAT

OTHOCHUTEJBHOE KOJIMYECTBO T-U B-IUM®OLUTOB U UX
®YHKIIMOHAJIBHASI AKTUBHOCTH ¥ CAMOK-ITPOU3BO/JIUTEJIENA
KAPITIA B 3BABUCUMOCTHU OT YPOBHAA BUTAMUHA A B PAIIUOHE
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Oonoti u3 Haubonee aKmyarbHblX HAYHHO-
NPAKMUYECKUX npooaem CO8PEMEHH020 NPyo008o20
pwibosoocmaa ABIAEeMCsL nosvluleHue
pesucmenmuocmu  pul6 K 3ab01e8anusM U
He2amueHbIM MeXHOSEHHbIM (aKxmopam GHeuHell

cpedvl. B ceasu ¢ omum npu paspabomke
ohpexmugnvlx  Memooo8  KOPMIAEHUs  Kapnos
3HauumenbHoe BHUMAHUE yoensiemcest

UCCe008anUu0  UMMYHHO20 cmamyca pwlb. B
VCOBUSIX  CHEYUATUSUPOBAHHBIX  PblO0BOOUECKUX
X035UCME BbIPAWUBANUSL PbIObL THECHO C8A3AHO C
ee KOpMIEHUeM, UYeablo KOMOpPOo2o SGJSAemcsl
noayuenue MAKCUMATLHO2O Konuuecmsa
NPOOYKYUU BbICOKO20 Kauecmed 6 Kpamuauuiue
CPOKU NPU MUHUMATLHBIX 3ampamax kopmos. [lpu
9MOM  B8AJICHOE 3HAUEHUe UMeem NOIHOYEHHOe
obecneyenue payuorHa puld  GUMAMUHAMY, 8
YacmHocmu GUMAMUHOM A.

Llenv  uccnedosanus  3aKM0O4AIACL 8
BbISICHEHUU GIUSTHUSL PA3HO20 YPOGHS gumamuna A
6 payuome CAMOK-Npousgooumeneil Kapna Ha
akmusenocms ~ T-u  B-xkiemounozo  36eHbeg
ummyHumema. Hccredosanue npogedeno na mpex
SPYNNAX —CamMoK-npou3gooumenei  4eulyuiamozo
kapna (Cyprinus carpio L.), kKomopvim 8
npeoHepecmoswlli nepuod 8 KOMOUKOPMA GHOCUNU
sumamun A 6 ¢hopme pemunuirayemama 8 003ax
2500 MO u 5000 1O. Ycemanoenerno, umo
JononnumenvHoe 86e0eHue 6 payuoH CAMOK-

npoussodumenell Kapna eumamuna A oxazvieaem
cmumyaupyrowee eiuaHue Ha Koauvecmeo T-u B-
aumMpoyumos, a maxdice Ha UX QYHKYUOHATLHYIO

AKMUBHOCMb ~ 3a  Cuem  nepepacnpeoeneHusl
peyenmopHozo  annapama  aUM@Poyumos - 8
CMOpoOHYy  YyBenuueHus — ux  aguoHocmu. B

yacmuocmu, Koaudecmso T-numpoyumos (obuux,
AKMUGHDBIX, MeOPUITUH-PEZUCTIEHMHBIX u
MeoGUIIUH-YY8CMEUMENbHBIX) U B-1umgoyumos 6
KPOBU CAMOK-NpOU36o0umenell Kapna, KOmopwuim
OONONHUMENbHO K KOMOUKOPMY — CKAPMAUBAU
sumamun A Oviia Oonvule, ueM Y CAMOK-
npouzeooumeineti, Komopbvie YNOmpeousiiu moibKo
cmanoapmubili Kombuxopm. Ilpu smom 6 kposu
camok-npousgooumerell Kapnog ONbIMHLIX 2PV,
N0 CPABHEHUIO ¢ KOHMPOIbHOU BbISIGIEHO OONbLUEEe
xonuuecmeo T- u B-numgpoyumos ¢ HU3KOU U
CpeoHell  ABUOHUCMIO U MEHblee KOIUYeCHEO
HeouppepenyuposanHvix AUMPBOYUmMos Kposu.

KmoueBbie ciaoBa: KJIIETOYUHOE
3BEHO, UMMVYHUTET, T-JINM®OLUTHI,
B-JIMM®OILIUTHI. CAMKMU-
ITPOU3BOJUTEJINA, KAPII, JO3A,
BUTAMUH A, PETUHUJIALIETAT

Introduction. Now there is no clear
answer to the question about the role of
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vitamin A in immune reactions and also about
the mechanism of its action. It can be assumed
that the protective function of vitamin A in
fish is realized through mucous membranes
and through the interstitial fluid, which
referred to the formation of vitamin has a
direct relationship [1-3]. Discovery of the
nuclear receptor of active metabolites of
vitamin A-trans, cis-retinoic acid (retinoic acid
receptor RAR and retinoic X receptor RXR),
which regulate the transcription of genes had
given a fundamental understanding of the
mechanisms by which these substances affect
the immune system [4—6].

Vitamin A plays an important role in
the immune system and is necessary for the
optimal functioning of innate and adaptive
immunity [7]. Interest in vitamin A as
immunoregulator is associated with a
sensitivity of animals with deficiency of this
vitamin to infections resulting from the
depression of cellular and humoral immunity
[8]. Regulation of immune function is carried
out entirely-trans-and 9-cis-retinoic acid [9].
These molecules play a central role in the
regulation of development, differentiation and
apoptosis of immune system that are essential
for the proper functioning of innate and
adaptive immunity [8, 9]. It was found out that
vitamin A deficiency leads to a decrease of
cellular and humoral immunity. On the one
hand, there is a dysfunction of lymphocytes,
natural killer-cells and neutrophils, and the
second — the inhibition of cell proliferation
processes and antibody production. All this
leads to an increased risk of various infections
and diseases [9]. In the condition of vitamin A
deficiency, humoral immune response to T-
dependent antigens is suppressed, the activity
of cytotoxic lymphocytes, 1L-2 synthesis are
reduced, synthesis of IL-10 and IL-12 is
increased. Vitamin A deficiency attenuates
innate immunity by preventing from the
normal regeneration of damaged mucosa with
infection and reduces the function of
neutrophils, macrophages and natural killer-
cells. Vitamin A is also required for adaptive
immunity and plays an important role in the
development of both T-helper cells and B-
cells. In particular, vitamin A deficiency

diminishes antibody-mediated responses Th-2
cells, although some aspects of the Th-1-are
mediated to immunity are also reduced [10,
13].

Taking into consideration the above
mentioned, the aim of our study was to find
out the effect of different levels of vitamin A
in the ration in the form of retynil acetate on
the activity of T-and B-cell links of immune
system of female-nursery carps.

Materials and methods

Experiment was done on three groups
of female-carps nursery at the age of six yers
weighing 5.5-6 kg, which were grown in the
experimental ponds of Lviv Search Station of
the Institute of Fisheries NAAS. The
temperature in the ponds ranged from normal.
Hydrochemical indices of water and oxygen
regime in a pond were within normal limits.
Fish was caught by trawl from ponds. Fish of
the first group who consumed a standard feed
comprised control. 2500 IU of vitamin A in
the form of 3.44% of oil solution of
retynilacetate was added to the standard feed
of carps from the second group, and 5000 U
of vitamin A — to the third group of fish (JSC
«Technologist», town Umanj). The experiment
lasted for two months (May-June), after which
five carps from each group were subjected to
decapitation. For biochemical search blood
samples were taken from them that were used
in subsequent studies. In the stabilized by
heparin blood it was determined the total
number of T cells (TE-RUL), the number of
active (TA-RUL) — in rosette reaction with
ram erythrocytes and their subsets — T-helper
and T-lymphocytes with predominantly
suppressor activity by subtracting the number
of teofil-resistance of T cells from the total T-
lymphocytes, B-lymphocytes (EAS-RUL) in
the reaction of complementary rosette with
ram erythrocytes. When counting the number
of T- and B-lymphocytes and their regulative
subpopulations of fixed and painted blood
smears lymphocytes was determined with low,
medium and high density (more than 10 cells)
of receptors and functionally undifferentiated
lymphocytes.
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The obtained numerical data are
statistically worked on wusing Microsoft
EXCEL. Digital data were processed
statistically using Student’s t criteria.

Results and discussion

As the results of research the total
number of TE-RUL and their functional
activity in the blood of female-nursery carps
depends on the level of vitamin A in the ration.
From the data in Table 1 we can see that the
blood of female-nursery carps of the second
and third groups when additionally received

accordingly 2500 and 5000 IU of vitamin A,
the total number of TE-RUL is greater than
carp of the second who consumed a standard
feed (p<0.05, p<0.001). The increase in the
total number of TE-RUL in the blood of
females-nursery carps of research groups
occurred due to redistribution of receptor
avidity of immune system cells. In particular,
the increase quantity in TE-RUL with low and
average level of avidity (p<0.05, p<0.01) and
decrease number of undifferentiated in
functionally cells attitude (p<0.05; p<0.001).

Table 1

Number of TE RUL and their functional activity in the blood of female-nursery carps, depending on the level of
vitamin A in the diet, % (M+m, n=5)

Group of fishes
Index I 11 11
Total (TE-RUL), 0 60.0+0.32 57.2+0.86* 56.0£0.62%***
3-5 28.6+0.51 30.2+0.37* 31.0+£0.32%*
6-10 7.8+£0.24 8.2+0.38 9.6+0.51*
M 3.620.51 4.4+0.51 3.8+0.49
% 40.0+0.32 42.8+0.86* 44.440.68***

Note: 1.* — p<0,05; ** — p<0,01; *** — p<0,001 compared with a group of fish that were consumed only
combined feed; 2.° — p<0,05; °° — p<0,01 compared between the 2nd and 3rd groups

The research of the total number of
«active» T-lymphocytes (TA-RUL) showed
(tabl. 2) that in blood of female-nursery carps
of the second and third groups whose ration
was enriched with, respectively 2500 and
5000 IU of vitamin A, is much higher than in
blood of female-nursery carps of the first
group who had consumed the standard feed
(p<0.001). Thus in the blood of female-nursery
carps of experimental groups compared with

the carps of the first group it was found out a
greater number of TA-RUL with low avidity
(p<0.01; p<0.001) and less quantity of
undifferentiated cells (p<0.01; p<0.001). It
was also found out an increase in the total
number of TA-RUL-blood of female-nursery
carps of the second groups and compared to
the third group (p<0.01) , and also reduction of
undifferentiated  T-lymphocytes  (p<0.05).

Table 2

Number of TA-RUL and their functional activity in the blood of female-nursery carps, depending on the level of
vitamin A in the diet, % (M+m, n=5)

Group of fishes
Index 1 11 I
Total (TA-RUL), 0 79.840.40 76.8+£0.43** 75.0£0.32%%* ©
3-5 18.0+0.32 20.2+0.37** 21.440.51***
6-10 2.4+0.42 3.0+0.45 3.440.43
M 0 0 0
% 20.2+0.37 23.240.37*** 25.0£0.32%** ©°
Thus, the addition to the standard feed In determining the amount of
of carps vitamin A shows a stimulating effect theophylline-resistant  populations of T-

on the number and functional activity of TA-
RUL and TE-RUL in the blood of fish from
research groups.

lymphocytes in the blood of carp, depending
on the level of vitamin A in their ration, it was
found out similar changes in determining TE-
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and TA-RUL. Thus, from the above mentioned
data in table 3, we see that in the blood of
carps of the third group, which ration was
added with vitamin A, the total number of Th-
lymphocytes and theophylline-resistant T
lymphocytes with low receptor density was
greater and undifferentiated — less (p<0.05)
than their number in the blood of carps of the
first group who consumed the standard feed.
These results show immunostimulating
influence on supplement of vitamin A on the
quantity and functional activity of the
indicated populations of T lymphocytes. It
should be noted that the number and functional
activity of T-lymphocytes-helpers in the blood

of carps of the second group was greater than
that of carps of the first group. However, these
differences were unreliable.

He results shown that the number of
theophylline-sensitive T-lymphocytes in the
blood of carps of the second and third groups
which additionally consumed, respectively,
2500 and 5000 IU of vitamin A was greater
than that of carps of the first group who have
got only the standard combined feed. It should
be noted that the difference in the number of
theophylline-sensitive T lymphocytes in the
blood of carps of the third group were
trustworthy (p<0.05). However, this does not
significantly affect on the immunoregulatory
index (correlation).

Table 3

The relative amount of Th and Ts-lymphocytes in the blood of female-nursery carps, depending on the level of
vitamin A in the diet, % (M+m, n=5)

Group of fishes
Index I il il
Th theophylline-resistant, 0 76.6+0.75 75.6+0.93 74.2+0.49%*
3-5 20.2+0.49 20.6+0.40 224+0.45%* °
6-10 3.2+0.49 3.8+0.66 3.4+0.62
M 0 0 0
% 23.4+0.75 24.4+0.93 25.8+0.49*
Ts theophylline-sensitive, % 16.6+0.81 18.4+0.40 18.6+0.24*
IRI 1.43+0.12 1.33+0.07 1.40+0.02

The research results testify the
stimulating influence of the additional quantity
of vitamin A in the content of feed on the
quality and functional activity of T-
lymphocytes (total, active and theophylline-
resistant).

The research of B-lymphocytes in the
blood reflects the level of humoral links of
immunity. As a result it was found out that
their number in the blood of female-nursery
carps, as well as the number of T-
lymphocytes, significantly depends on the
level of vitamin A in their ration. As you can
see from the results, presented in table 4, the

number of EAC-RUL in blood of female-
nursery carps of the second and third groups
was greater and the number of undifferentiated
in functionally cells relation is less than carps
of the first group (p<0.05). These data indicate
the immunostimulating influence of additional
introducing of vitamin A in the ration of carps
on the activity of humoral link of immune
response of fish. By the degree of
differentiation of B lymphocytes in the blood
of female-nursery carps of experimental
groups compared to the control, a greater
number of low-input EAS-RUL was found out

(p<0.001).
Table 4

The relative amount of B-lymphocytes (EAS-RUL) in the blood of female-nursery carps,
depending on the level of vitamin A in the diet, % (M+m, n=5)

Group of fishes
Index I il il
B'lymplilf}cLytes (BAS- 59.640.93 56.840.74* 56.8+0.37*
3.5 28.40.25 30,420 255+ 31,250 37%%%
6-10 8.0£0.32 8.620.81 8.620.51
M 4.0£0.55 421037 3.620.51
% 40.4+0.93 43 250.74% 43.04037%
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Increasing of the number of EAC-RUL
in the blood of female-nursery carps of
research groups can be explained by the
influence of additional introducing of vitamin
A in their ration on the amount of
theophylline-resistant ~ populations of T-
lymphocytes, that activate lymphopoesis and
differentiation of B-lymphocytes.

Thus, the research have shown that the
number of T and B lymphocytes and also their
functional activity in the blood of carps varies
depending on the level of vitamin A in the
ration. Increasing the number and functional
activity of T-and B-lymphocytes in the blood
of carps can be explained as a direct and
indirect influence of vitamin A on the
expression of T-and B-lymphocytes on the
plasma membrane. This is evidenced by the
results of research by other authors testify it.
Particular, we found out that vitamin A works
in synergy with protective activity of immune
cells. All these elements are necessary for
production of antibodies. It was found that
deficiency of vitamin A decreases natural
function of killer [7]. There is evidence that
deficiency of vitamin A leads to a decrease in
the number of T-lymphocytes, disrupted the
mitogen and antigen-induced DNA synthesis,
increases the number of 0-cells, reduced the
correlation of T-lymphocytes /B-lymphocytes
(number of B lymphocytes does not change)
occur in other disorders of the activity of
immune system [2, 3].

Conclusion

Retynilacetate introduction into the
ration of carps leads to increase number of T-
and B-lymphocytes in their blood and
increases the functional activity of immune
competentive cells through the redistribution
of lymphocyte receptor system in the direction
of increasing their avidity.

Prospects for further research. It is
advisable to continue the study of the
influence of vitamin A on the immune system,
in particular its influence on humoral
protective factors in the blood of female-
nursery carps.
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