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DEFINITION HARMLESSNESS PROTOTYPES TRIVALENT VACCINE AGAINST
MAREK'"S DISEASE

Stegniy B.T., Stegniy M.Y., Sostin D.D., Zaitsev D.S.
National Scientific Center "Institute of Experimental and Clinical Veterinary Medicine", Kharkiv

The article presents the results of studies on the harmlessness of the trivalent vaccine prototypes using
Marek's disease virus isolates 1st serotype 3/11, 4/11, 5/11, which were tested for day-old chicks.

During the experiment, the vaccinated chickens has not been a single case of post-vaccination
complications. Clinical monitoring of vaccinated chickens indicate that the experimental vaccine samples
harmless use of the drug does not cause adverse effects. Namely, in the experimental chickens do not register
and swelling at the injection site abscesses, deterioration of general condition, retarded growth and
development. During follow-up, the chickens have not been reported any adverse reactions and physiological
deviations from the norms characteristic of this species.

The vaccine can be considered harmless, because during the observation period, all test animals
survived without any local and symptomatic manifestations caused by the vaccine. Pathological changes
characteristic of Marek's disease at autopsy experimental chickens were also not recorded.

Keywords: isolate, Marek's disease virus, control harmless, day-old chicks, vaccine-pathological
changes.
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OCAXXEHHSA AHTUIEHIB BIPYCY NIEMKO3Y BEJIMKOI POrATOI XYQOBW Y ABO®A3HIN
CUCTEMI BOOAOPO34YNHHUX MOJIMEPIB

WanoeanoBa O.B., N'op6ateHko C.K., KyaHeuoBa O.B., M’sirkux H.B.
HauioHanbHUn HayKoBUIN LLEeHTP «|HCTUTYT eKcrnepuMeHTanbHOI i KIiHiYHOI
BETepMHapHOI MeauunHny, M. Xapkis, e-mail: leylab@vet.kharkov.ua

Memod ocadxeHHs1 y O0sogpasHili cucmemi 8odoposduHHux nonimepie (0,2 % OekcmpaHy ma 7,0 %
l1El) 0Qoseonse ompumamu KynbmyparnbHi aHmueeHu BJIBPX, ski 3a emicmom 3azanbHoeo 6inky ma
crieyugpiyHoto akmusHicmo e Pl y 1,62-2,48 pa3u nepesuwiytomb KOHMPOIbHI aHmMuaeHu, ompumaHi
mpaduyitiHum criocobom.

Knrouogi cnoBa: Bipyc nenkosy BPX, aHTureH, ocagxeHHs, metog, P10

3aranbHOBIAOMO, WO edEKTUBHICTbL CeposioriYHOro MeToay AiarHOCTUMKMU iHEKUINHUX 3axBOptoBaHb
3anexunTb Bif piBHA crneuundivyHoCTi 3acoby, WO BUKOPUCTOBYETLCA. [JOCArHEHHS BUCOKOMO PiBHSI €(PEeKTUBHOCTI
CEPONOrNiYHUX MeTodiB  AiarHOCTUKM  Nemnkoly Moxe Oyt 3abesneyeHe nuvwe nNpu  3acTOCYBaHHI
BucokocneumdivHux aHTtureHis BITIKPC. AHTurenn BJIBPX, fki BMKOPMCTOBYIOTb 3 AiarHOCTUYHOK METOH,
NPOAYKYIOTbCA MiHIAMW  KMITWUH, XPOHIYHO iH(ikoBaHumu 36ygHukom nenkody FLK-BLV un PO714
(KynbTypanbHON aHTWUreH), abo KnoHamu MIKpPOOPraHiaMiB, y reHOM SIKMX iHTerpoBaHi BignoBigHI dparmMeHTn
BipyCy Nenkosy (PeKOMOIHaHTHWUIA aHTUreH).

KinbkicHi Ta SKiCHi MNOKa3HMKW KynbTypanbHUX rrikonpoTeigHux aHTureHis BJIBPX 3anexatb
Big 6araTbOX TEXHOMONMYHMX YNHHWKIB, HANBAXXNUBILLMMU CEPES SKUX € METOAN BUAINEHHS.

IcHylOTb MeToau BuAiNeHHs Ta pakuioHyBaHHA MaKpOMONEKYNApHUX CAOMAyk Ta BipyciB
3 BMKOPUCTaAHHAM BOLHUX pO34MHiB noniMepie [1]. 3acTocyBaHHs pigkux gBodasHuMx cucTem nonimepis Oyno
anpoboBaHO Ansi BUAINEHHS TakMX PETPOBIPYCIB Ta ix aHTureHis, sk HIV, SIV, FelV [2, 3, 4]. Takox aoBeaeHo
npuaaTHICTb AaHOT METOAMKM ANS KOHUEHTPYBaHHs Ta ounweHHs BJIBPX [5, 6]. Lle € ocobnueso akTtyansHUM
Ons HanpauoBaHHS aHTureHy BJIBPX 3 MeTolo Moro BUKOpUCTaHHSA B peakuisx [DA.

Kpim Toro, y nonepegHix pgocnigax Oinbll akTWBHI KynbTypanbHi aHTUreHn Hamu Oyrno oTpyMMaHo
Ha kniTnHax FLK-BLV 3 BUKOpUCTaHHAM NOXWBHUX CepeaoBuLL, MOAUMIKOBAHUX AOAaBaHHAM akTUBHMX dOPM
KUCHIO (Nepekncy BoaH) [7].

MeToro Hawwux pocnigkeHb Oyno BignpauloBaHHA MeTody OTPUMaHHS KynbTyparbHUX aHTUreHiB
B/IBPX Ha cepepoBuwax MoaucikoBaHOro ckragy 3 3acCTOCyBaHHAM MeToOy OYMLLEHHS 3a JONOMOroro
ABodasHUX cucTem nonimepis.

Martepianu Ta mMetoau. BukopuctoByBanu nepeLLennioBaHy MiHil0 KMiTUH HUPKM eMOpioHy BiBLj,
XPOHiYHO iHgikoBaHy BJIBPX (FLK-BLV). Knitunn FLK-BLV BupoLlyBanu 3a 3aranbHOBXUBaAHUMW MeTOAMKaMMU
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y ¢nakoHax o6’emom 1500 cm® . MoxuBHE cepefoBuLLe ONA BUPOLLYBaHHA KynbTypWu KIITUH CKraganocbh
345 % cepepoBuwa lIrna, 45 % cepeposmwa 199, 10 % cupoBatkm kposi BPX, neniumniHy 100 of/cm®
Ta reHTamiumHy 40 mr/cm® aBo [0AaTKOBO BmiwyBano 10 MkM nepekncy BogHto [7]. OTpumaHy KynbTyparbHy
PiaVHY NEpeBIpANN Ha CTepUnbHICTbL BGakTepionorivHMMKM MeTodamu, niggaBanu 2-pasoBoOMY 3aMOPOXKYBaHHIO-
BigTaioBaHHO, ocamkysanu 30 xBunuH y pexumi 3000 06/xB. ANst 3BiNbHEHHS Big KNITUHHOrO AOETpUTY,
JoJaBanu HaTpilo eTUNMepKypin caniumnar Ao KiHueBoi koHueHTpadii 1:10000. Y nigrotToBneHin y Takun cnocié
KynbTypanbHWWA pigvHi BM3Ha4yanu BMICT 3aranbHoro Oinky 3a metogom bpendopn [8]. Hani yactuHy
KynbTypanbHOI PiANHW KOHUEHTpYBanu Ha po3noginsyomy anapati AP2 go 1/10 Big no4yaTkoBoro o6’emy.

EkcnepumeHTaneHi aHtureHn BJIBPX gna PIO BurotoBnanu 3 KynbTypanbHOI pianHM Ta ii KOHLEHTpaTy
MeToZaMu OCafXeHHs y ABOda3Hi cCMCTEMi BOAOPO3YMHHMX NOMIMEPIB Y NOPIBHAHHI 3 TpaauLinHUM MEeToo0M
ocaXeHHs 3a gonomoroto nonietunexrnikonto (ME).

Ons OTpMMaHHs eKCNepMMEHTanbHOrO KynbTyparlbHOrO aHTUreHy MeToAoM  (ppakuioHyBaHHS
3a gonomoroto aBodasHoi cuctemn nosiMepis BipycBmilLyrounn maTepian (B) — KynbTypanbHy piguny, siky 0yno
OTPUMaHO Ha MOXMBHUX CepefoBULLIAX TpaauuinHoro abo moaudikoBaHoro cknagy, abo ii KoHuUeHTpaT —
B CTEpPUNBbHUX ymoBax godasanu go cuctemu 3 0,2 % pekctpany (O) Ta 7,0 % MEI 6000. BignpausoByBanu
Pi3Hi cnocobu BHECEHHA Ta KOHLUEHTpaLii BipyCBMILLYyO4YOro maTepiany, a TakoX PexuMMy OCapKEHHS BipyCHOro
Binky.

KOHTPONbHI aHTUreHu ocag)KyBanu 3 KynbTyparnbHOI piguHu abo 11 KOHUEHTpaTy B CTEPUNBHUX YMOBaX
3a gonomoroto 7,0 % MNEI 6000.

[Ons BuW3HaYeHHs aKkTUBHOCTI OTPUMAaHWX KynbTyparnbHUX aHTUreHiB 3aCcTOCOBYBanu peakLuito
imyHoamadysii (P10), Ky npoBOAUNN 3 BUKOPUCTAHHAM KOHTPOSIbHMX NMO3WUTUBHOI Ta HEraTUBHOI AiarHOCTUYHUX
cnpoBaTok 3 «Habopy KOMMOHEHTIB Cyxux Afs CeposioridyHOi OiarHOCTMKM JernKo3y BeNnMKoi poratoi xymobu
B peakuii imyHoandyasii (PIO)» 3a TYY 24.4. — 00497087-647-2002. EKcnepuMeHTarbHi Ta KOHTPOJSIbHI aHTUrEeHN
AOCnigXyBanu B HaTUBHOMY CTaHi Ta y Tutpax 1:2—1:6. BusHauanu kiHueBun TUTp Ta poboye po3BeAeHHS
aHTureHiB. NocTaHoBKY peakuii Ta obnik ii pedynbTaTiB npoBoaunu 3rigHo «JluCTiBKM-BKNagknm o Habopy
KOMMOHEHTIB CyXMX Afsl CEepOSIoriYHOi OiarHOCTMKMN NEKo3y BenuKoi poratoi xyaobu B peakuii imyHooudysii»
(Ne 3272-14-052504/08-1/0 Big 18.03.08) y 2 noBTopax Ha 4vawkax [1eTpi 3 BMKOPUCTaAHHAM MPSMOKYTHOMO
wramny.

Pe3synbTatu gocnigxeHb. 3 METO MOPIBHANBHUX AOCHiIAKEHb NPOBENN TPU CEPii EKCNEPUMEHTIB.

3a nepLuo CXeMOK BUKOPUCTOBYBANWN HEKOHLEHTPOBAHUI BipYCBMILLYIOYMI MaTepian, yCi KOMMOHEHTH
cucTeMn gopasanu y HacTynHin nocnigosHocTi: O+IMEM+B. 3a gpyroto cxemoto: O+B+TEl. Ak koHTponb
3aCTOCOBYBanu CMCTeMY AN OTPUMAaHHSA aHTUreHy 3a TpaguuinHo MeToamkol 3 godasaHHam MNE (B+IET).
3a pesynbtatamym  NPOBEAEHMX EKCMEePUMEHTIB [O0BeAEeHO, L0 BMICT 3aranbHoro Oinky Ta KpaTHIiCTb
KOHLEHTpYBaHHA MaTepiany 3a AaHWMM MOKa3HWKOM, a TaKoX chneuundivyHa akTUBHICTb aHTUreHiB, OTPUMaHMX
3a MepLUo cxemoto, 6ynu Buwmmmn (Tabnumua 1). Kpim Toro, Buwleo3HayeHa cxema Oyna Ginbll TEXHOMNOrYHO
npugaTHow. Onsa noganblinx ekcnepuMmeHTiB Gyno BigibpaHo neply cxemy cknagaHHs OBOgasHoi cuctemm
nonimepis.

Ta6bnuuysa 1 — Cnocobu cknagaHHsa ABodasHNX CUCTEM BOOOPO3YMHHUX NONiMepiB

BipycBmiwyounin matepian
u/y Cknap cuctemmn CKOHLIEHTPOBAHO 3a 3aranbHUM Ginkom, AKTUBHiCTb aHTUreHy, PIJ
pasiB
1 O+MEr+B 8,0 ++++
2 O+B+MEr 6,0 +4++
3 B+MEr 6,0 ++

Pasom 3 uMm BM3Ha4anu BMAMB TPUBArioCTi OCagXeHHs B CUCTEeMi NoniMepiB Ha MOKa3HWKM AKOCTI
aHTureHy. Ona uboro cuctemu O+IEM+B BuTpuMyBanu 3a TemnepaTypu 4°C npotarom 24 ta 72 rogvH.
Mopanblue BUAINEHHA aHTUrEHY B TaKMX CMCTEMax MPOBOAMIN, siK BKa3aHO BuLle. Y pe3ynbTaTti BCTAHOBIEHO,
WO aHTUreHun, otpuMaHi B cuctemi O+MNEM+B nicns 72 roguH BUTpMMyBaHHs, Oynu Ginbw aktneHumn B Pl

(Tabnuug 2).

Tabnuusa 2 — PexxvMu ocagkeHHs aHTUreHiB y ABoasHin cucTeMi BOOOPO3YMHHUX NOMiMepiB

c BipycBmiwyounin matepian
Knag cucTeMu, pexum . .
y/y CKOHLIEHTPOBaHO 3a 3aranbH1UM Ginkom, AKTUBHiCcTb aHTUreHy, PIO
ocafKeHHA padie
1 O+MEr+B, 9,2 +++
24 roanHn
5 O+MEr+B, 83 .
72 roanHn
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3 ypaxyBaHHAM pe3ynbTaTiB BWKOHAHUX OOCHiMKEHb nofdanblli eKCNepyMMEHTW NpPOoBOOUNHN
3 3acTtocyBaHHaM cuctemu O+TMEMB, aky BuTprMmyBanu npoTarom 72 roguH.

Y HacTynHin cepii ekcnepuMeHTiB BMBYaNM BMSIMB KOHLEHTpaUil BipyCcBMiWyo4oro marepiany,
OTPMMaHOro 3 3acTOCYBaHHSAM MOXMBHMX CepefoBuLl, MOAUMIKOBAHMX [AoAaBaHHAM MEPEKUCY BOAHIO,
Ha e(PeKTUBHICTb OCa)KEHHA aHTUreHy B cuctemi nonimepis. 3 uieto meToto B cuctemi O+MEM+B ocapxeHHo
nigoasanu:

1) KynbTypanbHy piguHy nepewennoBaHol KynbTypu knituH FLK-BLV 3 BmicTom 3aranbHoro 6inky
1675 mkr/cm”, nonepeaHbO OBOPa3oBO AepPOCTOBaHy, 3BiflbHEHY Bif KNITUHHOMO AETPUTY Ta KOHCEpPBOBaHYy
HaTpil0 eTUNMepKypin caniyunaTom;

2) 10-kpaTHuR Big 6a3oBoro 06’eMy KOHLEHTpAT MiArOTOBMEHO| Y Taknii CNOCiO KynbTyparnbHOi piguHn
3 BMICTOM 3arasnbHoro 6inky 10500 mkr/cm®.

Y pesynbTaTti NpoBeAeHMX AOChimXKeHb Oyno BCTAHOBMEHO, WO MPUM BUKOPUCTAHHI KynbTypasbHOI
piavHn 6e3 nonepeaHbOro KOHUEHTPYBaAHHA B CUCTEMi MoniMepiB yTBOPHOHOTLCA Tpy hasm — LWinbHWiA ocag,
pidka onanecutoroya iHTepdasa B’A3KOT KOHCUCTEHUiT Ta pigka nposopa HagocagoBa pigvHa. VY pasi
BUKOpUCTaHHA  10-KpaTHOro KOHUEHTpaTy KynbTypanbHOI pigMHn B cucTeMi nonimepiB  iHTepdasa
He yTBOptoeTbCs. KoxHy 3 oTpumaHux ¢as (ocag, iHTepdasa, Hagocan) Bigbupanu okpemo Ta gocnigKyBanu
B HMX BMICT 3aranbHoro Ginky Ta cneumdiyHy aktusHicTb B PI[. BigomocTi npo nokasHuku SKOCTi OTpMMaHmx
aHTUreHiB HaBegeHo y Tabnuui 3.

Tabnuusa 3 — BnacTuBOCTi aHTUreHiB, OTpMMaHuX B ABOda3sHin cucTeMi BOAOPO3YMHHUX NosliMepis

MopiBHAHHA KiNbKOCTI

aly B3a30BWi MaTepian 3argrllj|2ro 3aranbHoro 6inky BiAHOCHO AKTUBHICTb aHTUreHY,

P - 3 6a3oBoro martepiany, PIO

6inKy, MKr/cm .
pasis
KoHueHTpaT

5 O+TMEr+B, Ocapn 19750 1,88 +++
6 MEr, Ocap 14000 1,33 ++
7 O+MNEM+B, Hapocag 5500 0,52 -
8 MET, Hagocan 6150 0,58 -

KynbTypanbHa pianHa

9 O+MNEM+B, Ocag 28500 17,01 ++++
10 MEr, Ocan 11500 6,86 +
11 O+MEM+B, Hagocan 1150 0,68 -
12 MEr, Hapgocan 1460 0,87 -
13 A+nEr+B 1600 0,95 -

Hocnig, IHTepdasa

OTpumaHi pe3ynbTatu cBigyaTh, WO B CUCTEMI NoniMepiB ocagkeHHs Binky 3 BipyCBMILLyOYOl piguHW
npoxoauTb Ginbll IHTEHCUBHO, HiX 3 3acTtocyBaHHAM [MEM. Tak, Ana KOHUEHTpaTy BipYCBMILLYHOUOI PianHM,
BUrOTOBMEHOI Ha MOAWUMIKOBAHUX MOXMBHUX CEpPedoBULLIAX, OTPUMAHWUA aHTUreH BMilLye 3aranbHoro 6inky
B 1,41 pa3u Ginblue, HiX aHTUreH, ocamxeHun 3a gonomoroto MMEN. Y Tonm xe yac BMICT 3aranbHOro 6inky
HaJoCadoBOoI PiAMHN B AaHOMY €KCNepuMMEHTI 3 3aCTOCyBaHHSAM cucTemu nonimepis cknagae 0,89 Big uboro
nokasHuka, nigpaxoBaHOro AN HagocafoBol piauHW nicna BukopuctanHa MNEN. Ona kynbTypanbHOI pignHn
Lie cniBBigHoLWeHHS cknagano 2,48 ta 0,78 signosigHo.

Hanpaxnueiwmm 6yno Te, WO aHTUreHu, siki 6yno ocamkeHo 3a JO0MOMOrow ABOGA3HUX CUCTEM
nonimepiB, MOPIBHSAHO 3 aHTUreHamu, ocagkeHumu 3a gonomoroto MNElN, manu 6Ginbwy aktmeHicTb B PIA.
Ocobnm1BO Lie CTOCYETLCHA aHTUMEHIB, OTPUMAHMKX 3 KyNbTypanbHOi pianHu.

TakuM 4YMHOM, HawWwi AOCHiMKEeHHA NiATBEpAUNM nepesarn MeTody ocakeHHs aHTureHis BJIBPX
y ABOa3Hin cncTemi BOAOPO3YUMHHUX NOMIMEpIB Y MNOPIBHAHHI 3 0OCa[KeHHSM i3 3acTocyBaHHsM [MET.

BucHoBok. AHTureHn BJIBPX, ouuwleHi y aBodhasHin cuctemi nonimepis, sika cknagaetbca 3 0,2 %
nekctpaHy Ta 7,0 % [MEIM 6000 y PIO nepeBuytoTb KOHTPOJSIbHI @HTUIEHM 3a CneumdivyHOK aKTMBHICTHO
Ta 3a BMICTOM 3aranbHoro 6inky B 1,52—2,48 pasu.
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BOVINE LEUKEMIA VIRUS ANTIGEN PRECIPITATION IN TWO-PHASE SYSTEM
OF WATER-SOLUBLE POLYMERS

Shapovalova O.V., Gorbatenko S.K., Kuznetsova O.V., Myagkich N.V.
National Scientific Center «Institute of Experimental and Clinical Veterinary Medicine», Kharkov

Testing methods of obtaining BLV cultural antigens using modified nutrient media and precipitation
in two-phase system of water-soluble polymers.

Materials and Methods. BLV experimental antigens were prepared from the FLK-BLV culture fluid
on conventional nutrient media or modified with 10 mM of hydrogen peroxide. The culture fluid and its
concentrate was precipitated in the two-phase system of water-soluble polymers (0,2 % dextran and 7,0 %
PEG) in comparison with 7 % PEG precipitation. The antigens activity was determined in AGID.

Results. Virus-containing material precipitation regimes in the polymers system — influence
of concentration and components adding order, the duration of the precipitation were worked out.

It is proved that the concentration of total protein and specific activity of the antigens exceeded the
antigens obtained by precipitation with PEG.

Conclusion. The BLV antigens purified in a two-phase system of water-soluble polymers, which contain
0,2 % dextran and 7,0 % PEG 6000, exceed control antigens in the AGID specific activity and total protein
content by 1,52-2,48 times.

Keywords: bovine leukemia virus, antigen, precipitation, method, AGID
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