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ERE RSB EREAER RT-PCR AR

FmiiFa

MINRSLERE, RESETEMRESRECalicivirus)1 N8, ERRBEREKESHE
B(VESV), JERIREE(FCV), ZKERBIFFS(SMSV), APRES (Caninecaliciv
irus, CaCV), RHMERS(RHDV), A KEAFRBESHEV)FIAMRES
(Humancalicivirus, HuCV), AF=mEETFRIEOEEE PR [REFLR, I HNEXK
HRBIRSHIFIE,

1. —its, ATFARERMESEMRS, SIS FIXE,

2. REEREREIMHESHRTERFFIRITHS Y, EERFIVERIL,

3. EFJEhE gRT-PCR #0, REELLEM RT-PCR & 10-100 5, SJLUXEIED
1000 #&M/RKL,

4. fFA—EZ qRT-PCR %A, RT #1 PCR WESE—MRAENTHR, FEEFEEBHE
o, PR T IRERENRIBERYSE,

5. A7 2% 50 IR 30uL {RFEA RT-PCR,

IR :
wS B%53 g
HF— 2xqRT-PCR &k 500 uL(iREE)
1 10xqRT-PCR EGRET 100 pLEI=)
HFI= ROX Ze#l 1, 50x 20 pL(FEE)
Y ROX Zegl 1I, 50x 20 pLizeE)
b ilEan %t PCR ERIEIRETER TmL(EE)
HFI7S ZARETEIRSHRELE qRT-PCR 51¥RET 100 pL(BE)
It | BKERBITRSIELE qRT-PCR PAMERIER (1x10E8 #£01/uL) 50 pL(E5E)
el AN BRI G 20 JR(1mL, 43)
A FERFA/M 119

B ERE:
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Rimizh. -20°CIRTF7, BXHI—F.

DNA R ERIEHBRIERIER,

B&it#l:

& RNA,

{ERGE:

—. TREEBATERTER:

LA 10E2-10E7 X 6 4~ 10 {EFEEENG, BT inERREIFES, B TNImREIE—
EEEEZAXIEHT, FEIN= R ay BUERERIR,

1. ¥Rig 6 NEOE, 9808 7, 6, 5, 4, 3, 2, F®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/pL HOPAMRIRR, Bk A5,

3. #8k, & 6 SEFIIN 5 pL 1x10E7 #/uL AOPEMEXIER( L EFEEERS), oo
% 1 28, 18 1x10E6 #I/uL RIPEMEITRR, MUK LRFA.

4. #®i6k, £ 5 SEFIMA 5 uL 1x10E6 #M/uL AIPRMXIRR(ELMRERTS), RO

% 1 2, 18 1x10E5 #I/uL AUPRMERXIRR. Bk ERFR. EE FEAVRFEREE 6
MEREARRMEXIRR, Bk L.

—. G DNA RyflIEH:
5. f1FRE N MM, WRE N+2 MR, SHI—1RE PCHFRHIEMMIRR), —
M2 NC(HEREIEEMIIER). FJLIA 10ul EXHIEAEMESRIEERER TS 4 S

(REA 1x10E4 #I/pL, 10uL BETF 1 BEL)BINL—EEKEHIERIBRES
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ROKEERARIREm—, HmiARSOBRTITANFISER). JLIRKIENH
ERIBAMERIRR,

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

BERE.

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

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

SIEZIRY N+2 MEm, 1 DNET PCR BIEXRR, 6 MRATERL. MRMEEDHT,
FERM 1 XEE, WiRE N+4 4 PCR &, Hp N+2 PEFTEEERR N+2 M
fm, 1 NAT PCR PBMEXIRR(AKMIENR), 1 AT PCR [RIERIRR(ASE 4 SRR
BRREER). THREAEESHTHIEER, EESTREE 6 MMM 1 1,
HFAZE,

8. EFCETE PRIIAEHD (FRRAFIH—XES., HFREFRENRIRETERZ R

EfAtxdiE, AERTRESEE FE LEFaREN):

qRT-PCR qRT-PCR PRIERIER
N+2 /N A=l
5% +2 NMEIEFR SR — 2-7 =)
2xqRT-PCR &tk 10uL 10 pL £ 10 uL
2\/:|:7—l\i =2 ”:;
EHKE E??Uﬁfﬁa?%ﬂf 2 L 2 L £2 0L
qRT-PCR 3¥IREY
50xROX (IiE) 0.4pL 0.4pL £ 0.4pL
FERRFIZRAE RNA 151y
5.6uL
(kT 8 )
£ 56uL2 SHeE 2
TRREFRIS 6 MBI ] B : ;6“3:;?; .
=)
ALY\ -- 5.6uL
10xqRT-PCR EGRE; 2uL 2uL 2uL

iE: F{FEF ROX #kl | g9HNEL: ABI Prism7000, 7300, 7700, 7900HT,

Step-One, Step-One Plus,
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ZEA ROX Zewl 1l g94NEY: : ABI Prism 7500, 7500Fast, MJ Research Y Chromo4,
Opticon(ll)Corbett Rotor Gene 3000,

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

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

igig iR A=
RT (IF#ER) 50°C 15-30 min
TR 95°C 5 min
95°C 15 sec
Qrt-PCR N 40 MER
58C 1 min, (3RE FAM BERRHES)

AN R TR P TR D T

M. EEAhE:

10. sNRIEBAHFIEZATESCN, NLPEMXSERIRERN log E9MEH, LA Ct B4\,
LHIERS, BLEURERR Ct EMNFERZ HEEHEFR DNAKER log B, B
HEEHEIRE,

M. RERAFIZATEEGN, RFMTIEMEEEM, NWBMEXIERR Ct SR TEEFT
40, FEMXSRBORES G, GHEY I, Ct B/ TFaEET 30, X3RN
B RE Gt KFEET 40 NBM, tnRNFEET 35 WJorEM. WRE 35-40
2/, WEE—R, EEXLWHY Ct ENRAFHET 40 WY, aRNF 40, WA
PR,

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

fkFiZ.



