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453 KfwE(Bovine Coronavirus, BCoV)REREH. BilmEtl. [ERmESIRL B TIRNE
5E, B—MEEEVRRIENE RNA RS, BHIRE65~210nm ZiE, H—EENILERIN—=
KAGEHEXRENRISERQE,. ERAA/IVE 27 ~32 knt 28, FBIRHESEMEERERNE
IFIREEAIG B S EIGNR, IEREREERER, TIREM. B, REMFRER

4 ERFSE—MTEEEFRRIRR, IIzFETHASG 8, SFFINEREREF
Rk, AlttREeN+BSRRESEEEENEN. Alt, AATLURENE qRT-PCR KA EMF
RTHBERmESHElRTE, ERETINSS:

FEmMISE | 1. BAR, BPRESIRMES RNA 1R,
2. SIIRETRIS AL, DRSS, TLULE 100 $#£I/RAL,
3. BMAAMXIRE, FEFXoERBMEER.
4. 5EME, SIMEREFTIRGES RNA BERTRIZH, FRREMEYN RNA AR R
5. EATATEURN, XABRTFEERN., EERNREEEEREDR 5 N E
6. AFTREN 50 % 20 uL RRAYIRENE QRT-PCR AL,
7. AP REEETRIA,
BEHE qRT-PCR E Mk 500pL 0.5mlL 5=
#$H% qRT-PCR ESR & v2 50uL 0.5mLaI=EE
3¢ PCR SAEIREIRR TmL 1.5mL e
SRk K STIRRSES qRT-PCR 3 (4-1REt T4 50 % 0.5mL igeass
#53K%E qRT-PCR [EMEXSRR(1E7 3£ /L) 50uL 0.5mLB=E
fEFREM 1 14
AERRRAI A%
T & Y- TR EEENEEEEES, RABEEOEHIIA 165 L fHBAKZN RS
EEER, FERNEE-20°CIHE,
. —. REIREMAHRE (UL 1E1-1E6 I/ULiX 6 4 10 EHRERM) . AT nERREEES
ERAE

FILE TR R F—EE M AT, TARESREREAAFIENEMKS) . J9EMn
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FrmiSE A R BUERERIR, A mARMEAFREAMERIIR, RIRMHTESRERI DNA
FERERMBMENTIE, NRFE RNA [BiEHER, TEBIMNTH,

1. fRic 6 MEILE, o8l/96. 5. 4. 3. 2. 1,

2. FHFECELoBIN0N 45 pL 3¢ PCR EHERER®KR, Hrmomek, TE) .

3. £ 6 SEFIIA S pL 1E7 #ZI/uL RIBEMXIRGIAIERM), O™% 1 98, 18 1E6 18I/
L B SR, UK ERFR.

4. ek, 5 SEHIMA S pL1E6 #ZI/uL RIBBMXIR(ELHREMS), "oE% 1 00, 5
1E5 $#I/pL R9tRERZAEm. Bk R,

5. ek, 4 SEPIIANS uL 1E5 HM/uL KIAMNR(ESHRRS), 7Oo=% 1 7%, 8
1E4 #I/pL RIS m. Bk R,

6. S FHAYUHMFERIEEI 6 MEREERRERLZE M. Bk LA,

—. #m RNA B9

7. MRE N MM, RE N+2 MR, ZHI—ME PC (FREISEEE) , — MR NC (&
REIERAUEXIER) . FILARE 10 uL EEFR1E5 4 SHEBERBIN L —EERKERRRIREEIRER
FlE TR KRR AMARR—RE, LU PC, BIMNRKIE NC,

8. BBIETEEMEmAY RNA, NfFIRIRMHIZ EASEH RNA RRIRAIERES, ALl A
NERIRIRBUZERE I

=. Probe qRT-PCR REI (20 pL {&F, FEHFRHIFEEHRTT)

9. MNRMEESTHERM 1 XEE, Wirc N+9 1 RT-PCRE, Hf N+2 MNET ELEERY
N+2 MEfm, 1/AT RT-PCRIBHEXIER (RKEIER) |, 6 NRTIRERSZ. WMREEEDHFH
BR#1XEE, WARIC N+4 4 RT-PCRE, Hep N+2 NRETELBERI N+2 MEm, 1108
F RT-PCR [BHEXIER (FRZKMHiENR) . 1 /NFF RT-PCR [BMXSHR (EER% 6 225 4 SERIMAM
XRRERERMIENR) . TERRUEED T AGHEARELE,

10. ERCETIRTRIAERSD (FARRFIE—RES. FRERENRIRETEEZIREN
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HEXIRR, FAERMENRERESAEFE LEFEFFREM) ¢

EHE qRT-PCR & £ 10uL 10uL £ 10uL
REHE qRT-PCR EBIR SR v2 =V TuL £ 1L
45ER%E qRT-PCR 5 14)-REHRER & 3L 3uL £ 3uL
N+2 NS DNA HAR & 6yl A A
FEEEALY Am 6uL A0
5 6 SISINERLFRHER (1-65) A0 A & 6plL

M. EEEFREN, ETIESH#HT qRT-PCR:

Yt S 50°C 10min
A 95°C 10min
PCR iz ¢ osee
40 M N e e I o = R >
(40 &) 60°C 60 sec (SR FAM iBIBATEIES K EEA NFQ)
M, #iE4kiE

12. WNSRFEAFIFIAMEXIRREE RT-PCR RN R(BIERHEAR)ERABME, NWEBNLRTN, &
FESEE, TEEMHEATIS, BT RT-PCR ¥ 1EeIR REER. MREAFISIEMERR
B, RT-PCR [RMXIIREERIOPEME, BRI S5, WEEANSLIRTT, AREDTEIE, FTEIR R
BRER.

13. NERFBMENIRRFIPEMEXIRRIYIER, NSEIRBRL, TLUANGES.

14. MRBAAFZATEEEN, NLAPBMEXSRIRER log B/, LA Ct{ENNE, LR
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S, BLSNERR CtENTERZ CHER N R RNA RER log B, BERHERE.
15. MREXRHAAZATEMECN, RFMFPAMEEEME, TBBMERIMR Ct RUREEE, BEKXT
BFT 40, PRMEXIRETICIEUEIK, BHEEY I, Ct{ENIZ/NT 40, XIfFURER, 0
RE CURBIERE. KTEET 40 WA, SR/ 40 RIJ9BEME.

B&EiF KRR DNA, #BATK, BEERRIA.
IBRIRIRE (GRISH, -20°CIR7E, B 1 &

EFEfel: EiEtNAsSIEIRAE

AT EEhiNTRAFAHARER158%1551603

AT)H8IE: 021-54720761

FALIS: 13166274223
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