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ABINRSREERSES RT-PCRiHFI=E

FmiiFa

AR fEE (Canine Corona Virus, CCoV)2—H RNA w8, B—MmEREHRAL. &
e FRANEF AR IR S IHERRRIR, ERRERERRNBIRIER, 15
PESMERIL, 5. AR, RESER. Ne—FNEIRE, UEEZKR, FARE
BAMERR, RBIWIRE. BB, EERSIER. ZF—ERE, BEARER
RUEEFI NSRS, EERERENZSHTmEEEENEN. A=mET PCR[RE
FR.

1. —ih, ATARERNESEMRS, BIE5 YT,

2. IRERSRHESNRTERFFIRITNS 1, BEARFIERMY.

3. EFELE qRT-PCR &), REELLEM RT-PCR & 10-100 5, mJLUAEIZE/D
1000 #&M/RKL,

4. EFE—E83 qRT-PCR A, RT #1 PCR WEE—MAERNTTH, FAREFEEBIE
., PR T BREREN RS R,

5. AP 2% 50 IR 30uL {RFEAY RT-PCR,

=Y 0w
RS F%53 g
HF— 2xqRT-PCR iR 500 pL(tREE)
®RI= 10xqRT-PCR ESRE} 100 uL(I=)
HH= ROX Zr} 1, 50x 20 pL(izeae)
el ROX ¥kl I, 50x 20 pL(izeas)
HHA % PCR EREIRGERER TmL(E5)
HFI7< AR FSEZHRLHE QRT-PCR 5 |¥RET 100 pL(B)
7+ RNNFEEFHFLE qRT-PCR FRMXIER (1x10E8 #£IU/ul) 50 pL(E)
AN IR (R 20 X(1mL, &%)
7R EFF/ )
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BRIRIRE:
KRz, -20°CIRF, B8E—F.

DNA R ERIEHBRIERIER.

B&iftHl:

& RNA,

{ERGE:

—. TREEBRTERTER:

LA 10E2-10E7 X 6 4~ 10 {EFEEENG, BT inERREIFES, B NImREE—
EEEEZAXIEHT, SEIN= R iRy BUERERIR.

1. ¥Rig 6 NEOE, 9808 7, 6, 5, 4, 3, 2, B CHELSBII0N 45 uL 3% PCR
CRERERR, RFAw ek, TH).

2. £ 7 SEHIOAN 5 uL 1x10E8 #EI/uL RIMEMENR@EHAFIERM), ZHEZ 1 5
g, 18 1x10E7 $£I0/uL HOPAMRIRR, Bk A5,

3. #8k, £ 6 SEFIIN 5 pL 1x10E7 #/uL AOPEMEXIER( LTS, oo
% 1 o8, 18 1x10E6 #I/uL RIPEMEITRR, MUK LRFA.

4. #®i8k, £ 5 SEFIA 5 uL 1x10E6 #I/uL AIPRMXIRR(ELWMRERTS), ROR

% 1 2, 18 1x10E5 #I/uL AOPRMERXIRR. Bk LR, EE FEAVRFEREE 6
MERERRRMEXIRR, Bk L.

—. & DNA RytlIEH:
5. f1FRE N MM, WRE N+2 MR, SHI—RE PCHFRHIEMMIR), —

N NC(HEEBISBUEXIER), STLAR 10uL ESHIEaIRRME BB ERRER TS 4 S
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(REA 1x10E4 #W/pL, 10uL BETF 1 BEL)BINL—EERKEHISERIBRES
RO EERRRIREm—, HmiARSOBRTITANFISRER). JLIRKENH
FRIBAMERIER,

6. FABETEEMN N+2 MERAY RNA, RAFISIRM7 EAZE%S RNA ZEGHF]
2R,

=. IRERT-PCR R (20 pL (FFR, EHFEHEIEEHRT) :

7. NIREESHHERM 1 XEE, Wixc N+9 4~ PCR &, H N+2 MRETLE

S8R N+2 MEm, 1 NRET PCR MR, 6 MRETIREREZ. WNREEEDHT,

\

FERM 1 XEE, WiRE N+4 0 PCR &, Hep N+2 PREFTEEERRY N+2 M
fm, 1 NAT PCR BBMEXIRR(AKMIENR), 1 AT PCR [RIEIRR(ASE 4 SRR
BRREER). THREAEESHTHIEER, EESTREE 6 MrtRNAERMK 1 1,
HFAZE,

8. EFCETE PRIIANE D (FRRAFIH—XRES., HFREFRENRIRETERZ R

EfAtxie, AERTRESEEFE LEFRREN):

qRT-PCR qRT-PCR PH4XIER
N+2 /N /Bl O
s +2 MEISFREHS R 07 8
2xqRT-PCR &tk 10uL 10 pL £ 10 uL
KRR
2 uL 2 uL 2 pL
gRT-PCR S4B EY H " E2
50xROX (%) 0.4puL 0.4uL & 0.4l
BEREIE TS RNA 181K
5.6uL
CEFE 8 )
£ 5.6uL2 E#&7) 2
FREEFTIS 6 IR ] - ;6“3:;?; -
GEFE 6 ) R e
=...)
JEEEALY\ -- 5.6uL
10xqRT-PCR EGRE; 2uL 2uL 2uL
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iE: F(EH ROX Z¥) | AYHEL: ABI Prism7000, 7300, 7700, 7900HT. Step-One,
Step-One Plus,

T ROX Zel 1l A94EL: : ABI Prism 7500, 7500Fast, MJ Research A9
Chromo4, Opticon(ll)Corbett Rotor Gene 3000,

AREE(FEH ROX HIHEL: Thermal Cycle Dice Real Time System, LightCycler, Smart
Cycler System, Agilent Mx3000P, RotorGene3000, RotorGene 6000,

9. /S TESE#IT RT-PCR(EFATFESENEEARRTIEML).

igig iR A=
RT (¥#eR) 50°C 15-30 min
FREL 95°C 5 min
95°C 15 sec
Qrt-PCR =7 40 NMER
58C 1 min, (3RE FAM BERRHES)

AN BT P TR D T

M. EEAhE:

10. tNRIEARHFIEZATESCN, NLPEMXSERIRERN log E9MEH, LA Ct B4\,
LHINERS, BLEURRR Ct ENFERZE HEEHEFR DNAKER log B, B
HEEHEIRE,

M. RERHAFKIZATEEGN, RFMTIEMEEEY, NWIBMEXTER Ct SR TFEEFT
40, FEMXSRBORESR G, GHEY I, Ct B/ FaEET 30, X3RN
B RE Gt XFEET 40 NBM, tnRNFEET 35 WJorEM. WRE 35-40
28, WEE—R, EEXLWHY Ct ENRAFHET 40 WY, wRNF 40, WA
PR,

EBLEFWBRAT (www.shining.com) B mUARIHER, AERATFH

fkFiZ.
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