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Agricultural poultry,

Methods of laboratory diagnostics
of infectious bronchitis (CT C2B 1744—79)

MocraHoBneHuem lFocypapcreseHHoro komurera CCCP no craHpapram or 6 sHBaps
1983 r. Ne 18 cpok pe’cTBMA yCTRHOBNEH
' ¢ 01.07.83

ao 01.07.88

Hecobnioaeune cranpapra npecneayercs No 3aKOHY

Hacrosumuil cTaHgapT pacnpocTpaHseTcs Ha Kyp H YCTaHaBJH-
BaeT MeTOAbl J1aGOpaTOPHOH NHATHOCTHKH HH(EKIHOHHOro GpPOHXHTA.
CTaHZapT NPUMEHSIOT NPH AMArHOCTHPOBAHHH 3a00/€BaHHUS NTHIHI
B J1a60paTOpHSX BeTEPUHADHBIX HAayYHO-HCCIELOBATENbCKHX YUYPeXK-

oeHUuH.
Cranzapt nosHocTeio cooTBeTcTByeT CT CIOB 1744—79.

1. METO1bl OTEOPA MNPOB

1.1. Inst BHPYCOJIOTHYECKOTO HccaedoBaHHuA OepyT MpoObl TKaHel
M OpraHoB — TPaxeM, CJAH3HCTOH OOOJOUKH HOCOBOH MOJOCTH, NOYeK H
JIETKHX YOHTOH HJIM TOJBKO 4TO NaBuIedl NTHUUBL, a OT B3POCTOH NTH-
Il — TOYeK U SHIEBOHOB.

1.2. Ins cepoJIOTMYECKOr0 HCCIeNOBaHHsI GepyT He MeHee YeM OT
10 TOJIOB TWTHIB ABaxXKAbl ¢ MHTepBajoM 14—21 cyT mpoObl KPOBH MO
5 cm3 oT Kaxpoi nrtuubsl. OTcTanBanT CHIBOPOTKY KDOBH.

1.3. TIpoGel opraHo H TKaHell HaH MX 10%-Hyw CyclmeH3HIO Xpa-
aaT npu Temneparype munyc 20°C. IIpoGbl CHIBOPOTKH KPOBH XpaHAT
6e3 n06aBJieHHs KOHCEpPBAaHTOB NpH TemnepaType muuyc 20°C.

2. METO1bl UCCNEAQOBAHUHA

2.1. BUpPYCOJOTrHYeCKHH MeTO[ ' .
CyUIHOCTb METOAa 3aKJI0UaeTcs B H30JHDOBAHHM H HIEHTH(HKA-
IHKE BO3GYANTeNs 3a607eBaHHs HA KypUHBIX SMODHOHAX HJH HA KYJlb-

Type KJETOK.
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2.1.1. Annaparypa u marepuanst

J7ist IpoBeJeHHs HCCIeA0BAHNS NPUMEHSIOT:

TEPMOCTAT C TeMnepartypoil Harpera 37—38°C;

uHKyb6aTop;

CTYIKH (papdopoBhIE; ,

ueHTpHdyry c yacroroii Bpauenus 3000 06/MuH;

npo6GHpKY cTekJAssHHHle BMmecTHMocThio 10, 15 u 20 cm® no I'OCT
10515—75;

OBOCKOII; |

INPHIEL C HIVIAMH;

KYpHHBIe 9MOpPHOHB 9-CYTOUHOTO BO3pacra;

KYJbTYpPY KJETOK NOYeK KYpPHHHIX 35MOPHOHOB UJH (UOPO6IACTHL;
pacTBop XeHKCa;

CTPENTOMHUIUH, NeHHIHIIHH.

2.1.2. IIo0zo0T08KQ K uUCCAeO08AHUID

IIpo6el OpraHoB U TKaHell pacTUpAIOT B CTePUJIBHOH CTYNKe B H30-
TOHHYecKOM OydepHOM pacTteope B. cooTHomeHHH 1:10 M 3KcTparu-
pyioT B TeueHHe 2 4 npH 4°C. CycneH3H10 LeHTPUDYTHPYIOT C YaCTOTOH
Bpamenusa ot 1500 no 2000 o6/mun B Teuenue 15 mun. Hagocazounyio
xKHugKkocTh obpabatniBaror 2000 EJI/cM3 nemuuuannHa u 2 EN/cMm?
CTPeNTOMUIHHA.

2.1.3. IIposederue uccnedoeanuﬂ

O6pa6oTaHHYI0 AaHTHOHOTHKAaMH HAJ0CAJOYHVI0 KHIKOCThb HHOK’y’-
upyror B go3e 0,2 cM3® yepes BO3AYIIHYI0O KaMepy B a/JIaHTOHCHYIO
OJIOCTDb IHECTH KYPHHBIM 3MOpHOHAM 9-CyTOYHOrO Bo3pacra.

3apaxeHHHe 5MOpHOHE HHKYOHPYIOT npHu 37,5°C H OTHOCHTEJbHO
BaaxHocTH 60—709% u aBa pasa B geHb OBOCKONHDYIOT. ZMODHOHEI,
gorubiine B TeueHHe 24 Y mocje 3apaxkeHus, He yuuThBatoT. Ocras-
HIEXCSA B TeueHue 72 4 Tpex KMUBBHIX SMGPHOHOB YOHBAIOT OXJaXKIeHHEM
Bpu  Temmepatype 4°C, a OCTaJbHEIX COGHPAIOT M OXJaXIalOT yepes

cyT mocie 3apaxeHus., Ot nepBbiXx Tpex 3MOPHOHOB COOHPAIOT aJ-
s]aHTOHCHYIO XXHAKOCTb H XODHOAJJIaHTOHCHYIO 000JI0UKY IJs CJAeAYIO-
Hlero naccaxa, a OCTaJbHEle 3MODHOHBI HCCAEAYIOT HA HAJHYHe Ma-
KPOCKONMHYECKHX H3MeHEeHHHI.

[IpoBoasT ueTHIpe NOC/AENOBaTeJqbHBIX I[accaxXa BHPyCa Ha KYpH-
BIX 3MOpHOHAX, TaK KaK MepBHIH [accak B OGOJbUINHCTBE cayqaes
e BHI3bIBaeT rubesv HJIH H3MeHeHHs 3MOPHOHOB.

VneHnTH@HKaUUIO BHpPYCa MNPOBOAAT Ha 9-CYTOUHBIX KYPHHBIX 3M-
HOHAX B peakuud HeHTpaausauuu (PH), ucnonrsysa usBecTHHIE che-
¢uyeckHe aHTHCHIBODOTKM KaK MHUHHMYM K ABYM OCHOBHHIM CepeC-
nam Bupyca (Massachusets, Connecticut) ¢ uHEeKkcoM HeRTpaJH-
S Ay aHTHCHIBOPOTOK Oosee 3 lg (cm. n. 2.2.3.1), uau B peakuuu
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2.1.4. O6paborka pesyarbTatos

2.1.4.1. Bupyc cyuTaloT HAEHTH(GHUHPOBAHHBIM M pe3yJbTaT MOJO-
JKHTEJbHBIM, ecii 3MOPHOHBI, HHOKYJIHPOBAHHBIE CMECHIO HCHBITHIBAE-
MOro BHpyca Cco crneuu¢pHUeCKOH aHTHCHIBOPOTKOH, OCTAlTCA KHUBBIMHU
H Pa3BHBAIOTCS HOPMAJbHO, a 5MOPHOHBI, HHOKYJHPOBAHHBIE TOJBKO
UCMBITEHIBAEMBIM BHDPYCOM, NOTHOAOT HJH OTCTAIOT B Pa3BUTHH; Y M-+
OpHOHOB -HalJsrofaercss IepeKpyyHBaHHe Tejla, CBOpauMBaHHe TeJa B
IIap, yMeHbIIAeTcsi KOJHYeCTBO aMHHMOTHYECKOH XXMIKOCTH, 000JIOYKH
IJIOTHO NpHJIEraloT K 3MOPHOHY.

B KyJbType KJI€TOK NpH MOJNOXKUTEJNbHOH peaKUu#u cnenucduyeckas
AHTHCBIBOPDOTKA MHTHOHpYeT LHTONAaTHYEeCKHH 5¢(¢eKT, BHI3BAHHLIH BH-
pycoM HH(pEeKUHOHHOTO O6pOHXHTA. |

2.1.42. Ilpy noay4YeHHH OTPHULATEJBHOTO pe3yJbTaTa B PeaKIHH
HeHTpaJH3alHu (3TO MoXKeT GbITb CBSI3aHO C HECHEUH(UUYHOCTHIO HC-
NOJNIb3YEMOH AHTHCHIBOPOTKH K IPHCYTCTBYIOLIEMY CepOTHNY BHpyca—
Massachusets, Connecticut) mnpoBOASIT peakuUHIO TNPEUHIUTALUH B
araposoM reqe (PIIAT) no m. 2.2.3.3.

22 Ceponoruyeckut MeToJ

CywmHOCTh MeTOZa 3aK/JI04aeTcs B BHISIBJIEHHH y nepeboJieBHIei
OTHOB crnenuHYECKHX aHTHTeN B peakuuu He#tpanudauuun (PH) u
peakuuy npenunuTanud B arapoBom reae (PIIAT).

2.2.1. Annaparypa, marepuass. U peaxTussL

JlJsl npoBefeHUs HCCAeNOBaHUS NPHMEHSIOT:

6aHI0 BOJISIHYIO;

TEPMOCTaT C TeMuepaTypoil HarpeBa 37—38°C;

neHTpHyry ¢ uactotoit Bpamenuss 3000 06/MuH;

npo6upku Bmectumoctbio 10, 15 u 20 cm3 mo 'OCT 25336—82;

NHIEeTKH TpaiyHpoBaHHBle BMecTHMOCcThIO 1, 2, & u 10 cM3 110
TOCT 20292—74;

YallKH l'IeTpH no 'OCT 25336—82;

IITaMO JAJISI H3TOTOBJEHHS JYHOK B arape;

Bopouky no I'OCT 25336—82;

TeHUUUJIHH;

CTPENTOMHUIHH;

arap OYHIlleHHHIH;

MeJIHHaJ,

KYPHHBEIEe 3MGPHOHEI 9-CYTOYHOrO BO3pacTa;

KyJbTypPHl KJETOK IOYeK KYPHHBIX 3MOPHOHOB, BBHIpalleHHbie Ha
cpene ¢ 10%-Ho# Tensiube#i CHIBOPOTKOI;

cpedbl MUTATeNbHEIE HJS KYJbTYDH KJETOK;

QHTHCHIBOPDOTKH THMOCHelu(pHYecKHe K HHPEeKIHOHHOMY OpOHXHTY,
MOJIOXKHTe/bHEIE;

IITaMMbl 3TaJIOHHble BHPYCOB HH(EKLHOHHOrO 6p0mea Pa3HBIX
AHTHT'e€HHBIX THIIOB;

HaTpuii xqopHuctoiii mo ['OCT 4233——77 0,87%-Hblfl pacTBep;

BoLy auctuaauposanuyio no 'OCT 6709—72.
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2.2.2. Ilodeoroska K uccrefos8anur. .

I1po6bl CHIBODOTKH KPOBH HHAKTHBHPYIOT NpPOrpeBaHHEM MpPH TeM-
nepatype 56°C B Teuenne 30 MHH. 3arpsi3HEHHYIO CHIBOPOTKY (HJIBT-
pyOT uepe3 GakTepuasibHble (HUALTPH HJAH 00pabaThiBalOT aHTHOHO-
THKaMH. ‘

2.2.3. IIposedenue uccredoB8anus 6 peakyuu HelTpaiusayuu Ha
KYpurstx amopuonax ‘ -

2.2.3.1. B peakump HCIOJB3YIOT BUPYC ¢ THTpoM He Huxe 107
AU 50/1 cm3. ToToBsAT cepHiiHBle NeCATHKPATHHIE pa3BeleHHsT BHPY-
ca or 103 mo 10-8. PaBHble KOJHYECTBa pa3BelleHHOro BHpYyca, Cle-
HH(PAYECKHX AaHTHCHIBOPOTOK M HCIBITBIBAEMHIX CHIBOPOTOK KDOBH CMe-
IIMBAIOT W CMeCh OCTaBJASIIOT HAa 1 4 NMpH KOMHAaTHOH TeMmepartype.

Kaxablm pasBefeHHeM HHOKYJAHPYIOT HO YeThlpe KYPHHBIX 3MOpHO-
Ha 9-CyTOYHOro BO3pacTa B aJJAHTOHCHYI0 nojocTe B jgose 0,2 cm3.
HuokynupoBaHHBIe KypHHBle 3MOPHOHBEI OBOCKOUHPYIOT €XE€IHEBHO B
TeueHHe 3—8 cyT (B 32BHCHMOCTH OT HCMOJIb3YEeMOro LITaMMa); Io-
rubive SMGPHOHE B TeyeHHe NMepBLIX 24 4 He YUYHTHIBAIOT.

2.2.3.2. O6paborka pe3yabraros .

ITo ucreyenun 3—8 cyT onpenensiloT HHQEKUHOHHBIH CTATyC KaX-
JOH TPYNNBl HHOKYJHPOBAHHBIX KYPHUHBIX 3MODHOHOB M BBIYHCISIOT
Mso. Pasnuua Mexny JorapiMaMH THTpa KOHTPOJBHOIO psja BH-
pyca H THTpa CMeCH BHDYCa C HCIBHITHIBA€MOH CHIBOPOTKOH BBIpaXKaer
HHJeKC HeHTpaJu3alHH.

- Ilpu 3HaueHuax HHIAeKca He#rtpaausauuu or 0,0 mo 1,0 pesynbrar
peakLHH CYHMTAIOT OTpHUATeNbHHIM, OT 1,1 10 2,0 — COMHHTEJbHBIM,
oT 2,1} u BHIIE — INOJOXHTEJbHEIM.

Ecau gag 20 u 6osiee NPOLEHTOB HCHBITHIBA€MBIX CHIBOPOTOK KPO-
BY TOJYYHTCS COMHUTENbHHIH pe3yJabTaT, HCCAeNOBaHHE INPOBOAAT B
peakuHH MNpeUHNUTalud B arapoBoM reje. IIpu monyyeHHMH COMHH-
TeJbHBIX PE3yJbTAaTOB INPOBOMST HCCJAEJOBaHHE CBIBOPOTOK KPOBH,
NOJIyYeHHBIX NPH NOBTODHOM B3siTHH KPOBM OT NTHUH Ha 14—21 cyT.
BupycHefdTpaju3yoliHe aHTHTeNa 06Gpa3yloTCs uepe3 2—3 HeAeJH
1IocJle BCHBIIKH 3200/1eBaHHS W COXPaHSIOTCS IOXKH3HEHHO, 8 NpeLH-
NUTHPYIOIIHe aHTHTeNa — OoT 2 A0 7 HeleJb IIOC/Ie HayaJjia 3apaxe-
HUS.

2.2.4. [Iposedenue uccaredosarus 8 peakyuu HeEUTPAAUIAUUU HA
KYAbTYpPax KAETOK

2.2.4.1. BepyT CBeXKENOJYUEHHYIO KYyJbTYPy KJeTOK NpH obpaso-
BaHHH CIJIOIIHONO MOHOCJOS H aJfalNTHPOBAHHBIH K KYJbTypaM KJie-
TOK BHpPYC C THTpoM 5—35,5 exm/cms.

Totossit cepuiinrie 10-KpaTHble pasBefenus Bupyca go 106, Kax-
Joe pa3BeleHHe BHPYCa CMeEIIHBAIOT C PABHEIM KOJHYECTBOM THIIOCIE-
LH(PHYECKOH CHIBOPDOTKH. Ecau B peaklUHH HCHOOJb3YIOTCA KPOJHUbH
KOHTPOJIbHEIE CBIBOPOTKH (IIOJIOXKHTeNbHAS H OTPHIATENbHAS), HX pas-
BoZaT mo 10~!, Tak KaK Hepa3BeleHHBIE CLIBOPOTKH BHI3LIBAIOT Hecle-

19
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uuMdHyecKoe rpaHyJupoBaHue UHTOMNA3MBl KJeTKH. PasBenenue ChBO-
POTKH YYMTBIBAIOT MpH BHIUKCJACHHH HHJAeKca HeHTpaausauuu. [Ias
KaXJI0ro pas3BeJeHUsi BHpPyCa U CMECH BHpPyCa C ChIBOPOTKOH 6epyT
no 4YeThlpe npoOupku. PasBeleHusl BHpPyca M CMeCH BHPYyca C ChiBO-
POTKOH BHOCAT B Kaxaylo npobupky B ob6wveme 0,1 cm3, amcopbupyior
B TeyeHHe 30—40 mMuH npu KOMHAaTHOH TeMIlepaType, a 3aTeM H06aB-
JSIOT NOANEPXKHUBAIOMYIO CPely B o6beme 0,9 cmd, comepxauryio 2,5%
TeJsiubell ChIBOPOTKH, U HHKYOUpyOT npu 37, 5°C B TeueHHe 6 cyT. '

2.2.4.2. Obpaborka pe3yavraros

Ydyer peakuuu BedyT NO LHUTONATHYECKOMY HEHCTBHIO BHpyca. Pas-
HHIa Jorapu(pMOB THTpPa BHPyCa MU CMECH BHpPyCa C CHIBOPOTKOH CuH-
TaeTCs] MHAEKCOM HeHTpanausauuu. PesyapTaT peakuuu ONperesdOT
no m. 2.2.3.2. 4 '

2.2.5. Ilposedenue . uccxzedoeaﬂuﬂ 8 peaxyuu npequnumz;uu 8
azaposom eene

- 2.2.5.1. OuHieHHBI arap ot 1,1 110 1,5%, conepx{amnu 8% XJio-
pucToro HaTpus H HMewowWHHA pH 7 6—7,8, HanuBaloT B yawkd Ilerpu.
IItaMnoM menaloT JYHKH (yrnyGJIeHHﬂ) xuaMeTpoM 4 pan 6 MM Ha
paccrtossHHE 4 MM Apyr oT Apyra. Ha aHO KaXmol JYHKH HaHOCAT Kafll-
JIO paclJIaBJeHHOTO arapa; aHTHreH NOJYYalT H3 TOMOTreHe3HpoBaH-
HBIX XOPHOAJJIaHTOHCHHIX o6osouek (XAO) mnorH6WHX KYPHHHIX 3M-
OpHOHOB, HHOKYJHPOBAHHBIX aZalTHPOBAaHHEIM K HHM IITaMMOM. BbI-
6upart Ttoabko Te XAO, KOTOpble NOKA3BIBAIOT YETKYI0 H CHJIBHO BbI-
DaXEHHYIO Deakluio C NpelHIHTHPYIOlleH cHenu(pHUIeCKOR aHTHCHIBO-
POTKOH; CBIBODOTKHM — KOHTpPOJIbHBIe (IOJIOXKHTe/JIbHAss H OTpHUATE/b-
Bad) W MCINBITyeMble HOJXKHBI OBITh B HATHBHOM COCTOSIHHH H He HHaK-
guBupoBaHHbiMH. Yamku IleTpu BELIEDXKHBAIOT BO BJaXKHOH Kamepe
Epu Temnepatype 37°C MM NPH KOMHATHOH TeMIllepaType B TeYeHHE

24—72 u.

= Kpome KOHTPOJIbHOH MOJIOKUTENbHOH U OTPHLATEJNBHOH CHIBOPOTOK,
B PIIAT craBst M KOHTPOJIb HAa aHTHIeH, H3TOTOBJEHHEI H3 romore-
#ata XAO He3apaXXeHHHX KYPHHBIX 3M6pHOHOB TOro e CaMOro BO3-
pacra.

¢ 2.2.52. O6paborka pesyrbTaTos

= TosiBieHne qHHMM NpPEUMNHTAMH MeXAy AaHTHTEHOM H CHIBOPOT-
KaMH CBHAETEJNbCTBYET O MOJOMKHTEJIbHOM pe3yJbTarte.

He6Gonboli NpOLEHT MOJOXKHMTENbHEIX Pe3yJbTaTOB B peaKUUH
SLMNHTALNN B arapoBOM reJie BHIABJSIOT B TOM Cjayuae, e€Ciau 3apa-
HYME NTUI DPOUCXOAMJI0 3a 2—7 Hedelb 4O HCCJASLOBAHHA.

Ecau ycranapnuBaioT GoJbHiOH NPONEHT IPENUNUTHPYIOUIHX CHI-
OPOTOK, CTaJ0 NTHIH CYHTaIOT HeOGJAronoJIyuHHIM M0 HHQEKUHOHHO-
y GpPOHXHTY. :
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Hamenenne Mo 1 TOCT 25583—83 MNruua cenbcxoxoan’ﬁcnennan, Meroam aaGopa-
TOpHOR AHArHOCTHKH HH(EKUHOHROTO GpoHXHTa

Yreepmaueno u mseneno B nefictsve Mocranosnennem IoCyA2pcTBEHHOFO KoMHTETa
CCCP no cranpapram or 17.03.88 Ne 596

L

JAarta pBenenns 01.07.88

Tlop HanMeHOBaHHeM craHiapra npocTaBuTb Kox: OKCTY 9809.

TTo BceMy TekcTy cTanzapTa 3aMeHHTb eAMHHIY: 06/MHH Ka MHH—!,

[Tynkr 2.1.1. 3amenuts cchaky: TOCT 10515—75 na TOCT 25336—82.

fynkr 2.1.2. 3aMennTh c/10Ba: <H30TOHHYECKOM 6ydepHoM» Ha «dH3HOJOrHUeC-
Kom», «Hamocapounyio xuikocte o6pabatmBaior 2000 EJIl/cM® nenununihHa 8
2 EI/cm® crpenToMuuuna» Ha «B Hapmocamounyio xuakocts moGasasior 2000 EI/
/CM® NEHHUHMJIHHA H 2 MP/cM® CTPEMTOMHUMHA, BHUAEPHUBZT NPH KOMHATHON TeM-
nepatype 1 4 H JAeJAIOT BHCCBB Ha NHTATeJbHHE CPEALIY.

Tlynkr 2.1.3. TpeTnii a63an. 32MeHUTb CJI0BO: «UETHPE® HA «IIECTbY.

(I podoaxncenue cm. c. 350}
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Ko

(Ilpodonrxenue usmenenus x I'OCT 25583—83)

ITynxt 2.1.4.2 UCKNIOYHTD.

Mynkr 2.2.1. [lpenapuaTuii a63au [ONOJHUTH CJAOBAMH: «Had arap Hudxo».

IMynkr 2.2.5.1. Ilepsmit a63au nocae ciaos «OduilleHHHA arap» JOTOAHATD C/IO=
sz®H: «nan arap Hudkos.

(UYG Ne 6 1988 1.)
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