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REINBESIRHTERCERE RT-PCR iflFI=
FRFIS(UHFIMATIER, FBFIRFRZE
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RBAEEs (Canine Corona Virus, CCoV )&%k RNA B85, B 6-7 #1%2k, H 4 FhEHEK, <
2 RNA REEKGERIREE, JENREEETRNBER, FIEMERL, 85, . R\
EeR, AME—FENFYTRE, UEFEZR, MARTENERR, KUBEFRE. HE, £ER
SRMER, ZE—ERE, BERAZRBEEEFIIEMER. HRFTERS NN ANBERKX.
RIARSARAI CCoV RERMIBEEEB AU KRUEE ITSEFEMIAR. Wi, KRRIE. /\E&E. K
BHETRER, AFERMELNRELERESE RT-PCR HANEMAENE IR BRFESIIEFIE,
EEB TR

1. BIFFEPA, AR REZRAMER RNA iR,

2. SRR, REMER.

3. RMHPAMNIER, ETFXORBMER.

4. 5RME, SIRBREASRESEERTXIRIT, FRIBEMZRSM RNA RERZR KRR,

5. AFERENE 50 IR 20uL RRAIERENESEER RT-PCR R,

6. AF-RRBEA TR,

SRRk :

wS 5% S
HF— HEHE gRT-PCR ik 500 pL (=)
A= REHE qRT-PCR BERER 100 pL (45)
A= %t PCR TRIEIRIHRER TmL (585)
il [ RERFSIRENE qQRT-PCR SR E? 100 pL (E:%)
5 AERHEE qRT-PCR #REt 50 pL (tF@E)
A7 ABINESRETE QRT-PCR FAMEXIAR(1x 10E8 /uL) 50 pL (=)

{ERFAR 1 1p
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B RE:

KRk, -20°CIRT?, BREH—F.

B&idifl:

i RNA,

EAGZE:

—. BRITEMEESR (M4 10E2-10E7 #¥M/uL X 6 4 10 (SHEEAG) :

BT RERIREIEES, B TRBRME—EEERNIXIEHT, TAree s RIS E
fthpks) o FIEINF=EISEMEFERYT BIERIERIR, AR NREAERMHIEMTEE, RIgETER
A DNA FEREAPRMEIIEE,

1. txic 6 MNBOE, P8l 7, 6, 5, 4, 3, 2,

2. FAHEROLBINNIAN 45 uL 3% RT-PCR ERERFEERR, SIFAHSHRL, TR) .

3. £ 7 SEHIMA 5 pL 1x10E8 #£I1/uL AIPEMXTRRGAFISIRE), OB 1 . 18 1x10E7

E/uL B ERSER. Bk .

4. ek, £ 6 SE9IIAN 5 pL 1x10E7 #£01/uL BIFEMSIR(EEHREAE), TOES 1
1x10E6 #I/uL ROTNERSER. Bk B,

5. ##iesk, & 5 SEHIAN 5 pl 1x10E6 /UL RIBRUXIR(ELHRERE), "OR% 1 28, 1
1x10E5 ¥I/uL FRERSER. Bk SR,

6. ES FERRMFEENISE 6 MNERERNINERLER. Bk ERFR.

—. ¥5 RNA B9%HI&E:

7. (NRE N MR, RFRE N+2 MER, SHIN—NE PC (HREISEMEMNE) , — N2 NC (5
RHIERAMENTER) . BTLAAE 10uL PEMEXTEREY 10000 {ESHEBEREN L —EEKERARIRE IR E
KEORFR—#E, LAAES PC. BHMEIKIES NC,

8. AEESIAAWAERA RNA, AXFIRIRMHI7H EASERS RNA BEIXFISHRE. BalismAan
FRIERHS RNAout,

=. Probe qRT-PCR REI (20uL %, EHMEIEEHT) :

9. tNBRMEESHHABRM 1 XES, MKHE N+9 4 PCR &, Hrh N+2 MEFEHETR N+2

MER, 1 NAETF PCR [BHEXIEE (FZKMER) . 6 MNRTFIVEMZ. MREEEST, FHERM 1 R
BE, Wisc N+4 4 PCRE, Hh N+2 MEFESERIR N+2 MER, 1 NET PCR [BHEXIER
(F7kigiEtR) . 1 NETF PCR FEMXIER (FASE 4 SERMEMNERERIER) . TARMEEDT
FGIERARELS B,

10. TEIFRCEPRRTEMAEZRS (AFRRFIH—RES. HREMPENIRIEEEE A IRERMIIE,
FEBMSEERESEE FE LS HEFRFEREM)

#, 1

&
an

dm

Bkin HaE N+2 4 RT-PCR BIEXIRE| iREH&ERE 2-7 5
HEHE QRT-PCR ik % 10 pL 10 plL & 10 pL
#EHL oRT-PCR ESRET =2l 2 L & 2L
REIRE qRT-PCR #REH =1l T L =1l
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RBRFESRES QRT-PCR 3RS | & 2 1l 2 L =24l
IR RNA 1815 & 5L - -
Bk N 5 L ~
o _ =5 L eeHEe,
=7 SRETEmSRSEER 27 A Zn _ e eEE
3 25 3 29)

M. ZEEFEEN, KTESEHIT qRT-PCR:

it i B
WEER 50°C 30 min
RSt 94°C 10 min
94°C 15 sec
qRT-PCR [ 35 MEIR 1 min, (GRE FAM iBERTSHS
60°C =N

M. FiEkE:

12. NRERAFZRETEERN, NEPRERIRRRERN log B/, LI CtENNH, LHtmErHZ.
BLSFUIERR Ct EMERZ CES AR RNA JRER) log B, BHERHEIRE.

13. MRBAAFERTEMERN, RFMEMEERAME, NAMEXIER Ct WA TEEFT 40, FEMEXIRY
MARICIEIRIK, BHEAY 1B, Ct ENIZINTEEFT 30, MfFlEmR, RE Ct ATFTEHFT 40
AR, WMRNFHETF 35 NAMEM. WNRE 35-40 ZE, WES—RK. ESLHN CHENRK
FaEFT 40 WREME, SRANF 40, WAL,

A, 15RRER:

FATMFTETR, NURTFHAZR, FRRTERESRE RS



