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FRARSIHHERNEE RT-PCRIFFIRE
FARIRRBSINRTER, FEFIHRISH
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=E7A¥%E (Cache Valley Virus, (V) 2EHBEHEENMEIASERS. REHRERABRSHIZ
. REMSEER, #mbilch. REMTEEERFERFRRESSMECHER, FIhReREN

- REAEENREN. AFmET PCRREFL.,

1. —ihs, BFASERIWERSMARS, BIES IR,

2. IRERSFARSNERTEEFFIRITHS Y, BEERIFIERM.

3. EFrlkiE gRT-PCR #&, REVELLEH RT-PCR & 10-100 &, STLUAZIZE/> 1000 #N/KRK,

4. {FH—ET qRT-PCR A, RT f1 PCR BEAE—MAENTH, FAEEFEEBHER, BETIRE

IREMATBEATS R,

5. AFERER 50 R 30uL KHRAY RT-PCR,

)30
me s Hitg
S — 2xqRT-PCR £Eiiik 500 pL (IRBE)
wF— 10xqRT-PCR BGRA? 100 pL (£&)
EF= ROX Z¥#} I, 50x 20 uL (1REE)
ity ROX Z¥#} 11, 50x 20 uL (1REE)
e ket 5ok PCR ERIEIRHER TmL (85)
EFK EEBHRSLEEE QRT-PCR B IHRES 100 pL (BE)
- EHAHELELE qQRT-PCR FEMEXIER  (1x10E8/uL) 50 pL (=)
oA e G ) 20 R (ImL, 555)
RN FEFIEA 15
B RTE:

KRk, -20°C{R7, BIH—F.
PR EEE RS RE MRS TERMNE. AR MEHEAEMMEPAMERIR, gt DNA FERIE
ZIPRMERRR,
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HER RNA,

EAGZE:

—. EREPHIERIER:

LA 10E2-10E7 X 6 4 10 EFHEENG, BT iRERREIEER, R TIRBRE—EEEmi
Xigift1T. SN RS E R IE Ry BUERMRIR,

1. #Ric 6 MELE, 98158 7, 6, 5, 4, 3, 2, FAHEIELSBIINAN 45 pL 3% PCR LRtERE
Bk, siFfAwciesk, TRE) .

2. £ 7 S9N 5 pL 1x10E8 $#£01/uL HBEMRIRB(AAFISIRE), ZTHZH 1 £, B 1x10E7
FEI/uL BOBEMERTRR, Huk LS.

3. #iesk, £ 6 SEHIAN 5 pL 1x10E7 #I/uL KBEMSER( EEHRRE), "OB% 1 D, &
1x10E6 #£01/ul RIPEMENTER, KUk EFRFR.

4. 1103k, 7£ 5 SEFIMA 5 uL 1x10E6 #M/uL KFAMXIER(LSHRERE), =% 1 28, 5
1x10E5 #£I/uL A9PEMERSRR, HUk L. B LERIEEZIEE 6 M HRENIEMXIRE, Bkt
=M.

—. H5 DNA fo%I&:

5. WMRE N MR, BRIRE N+2 MER, SHI—NE PC (HFREISMEMXEE) , — N2 NC (#
EREIEBEMERIER) . ATLAA 10pL EEHISAPEMIIRIEERBERTNE 4 5 (REAN 1x10E4 £/
uL, 10uL BHF 1 BER) BN L—E2AKEAHIRIEMEER (IKEESARIRER—R, H#5R
MRS OBUATRARFISNER) . aTLAAKIERTISEAIBMHIRE,

6. FABERAIALN N+2 MERA RNA, RtFIRIRTHIH EAZERS RNA BBIAFISHRES.

=. 88 qPCR RN (20 pL R, EHRHIEEHRT) :

7. MNRMEESHHERM 1 XES, WHRE N+9 4 PCR &, Hh N+2 MNEFESEFH N+2
MR, 1T NETF PCR BMXIRR, 6 MNBEFIRERL. (IRMEEDHT, HERM 1 RES, WK N+4
AN PCR &, Hf N+2 MAEFT BRI N+2 MR, 1 AT PCR FBMEXIER (FKMEIER) , 1
FAF PCR [EMXSER (FASE 4 SIAMMERRERMIER) . TERBAEESTHLSE, EESITRER
6 MREIRMERE 1 1, HREFRZ,

8. ERCEPE TRMASZRES (ARRFIH—RES, FREMPNIRIRETEE A IRERMIIRE,
PR RBESREE FHE LS FRREN)

N+2 IS gRT-PCR | qRT-PCR BR{4RSER(2-7
A5 FRiSHam [lESO &)
2xqRT-PCR &K 10uL 10uL £ 10uL
REBRBRENE
GRT-PCR 2MBA 2ul 2uL & 2uL
50xROX (TiE) 0.4uL 0.4uL £ 0.4pL
HERRHIE TS RNA
5.6uL -- --
BIRCRTEE 8 &)
FRTEFRTS 6 NPEMEXTER (R F5.6uL2 EFE 25
F56 ) - N &3 SHEI3 e
[iE=LALVI\ -- 5.6uL --
10xqRT-PCR BGE S 2uL 2uL 2uL

iE: FEfEA ROX Zekl | AIHIEL: ABI Prism7000, 7300, 7700, 7900HT, Step-One, Step-One Plus,
Z{FEA ROX Z¥l 11 AYHNEL: ABI Prism 7500, 7500Fast. MJ Research B Chromo4, Opticon (II)
Corbett Rotor Gene 3000,
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REE(FAH ROX HIHEL: Thermal Cycle Dice Real Time System, LightCycler, Smart Cycler System,
Agilent Mx3000P, RotorGene3000, RotorGene 6000,
9. EHER TFESEHIT RT-PCR (SHATRESBEINSEARMHMIL) .

UL 5 RE S]]
RT (1%%%R) 50°C 15-30 min
FAstE 95°C 5 min
95°C 15 sec
Qrt-PCR I 40 MEIR
58°C 1 min, (3R& FAM BIEERTEHES)

AN AR TR P TR D T

M. iEhkiE:

10. MRERAFZRETEERN, NESBHEXSIRRER log B, L1 Ct BN, LHltmEr.
BLFUERR Ct EMmERZ CHEEHER DNARER log B, BHEEHERE.

. MFEERKFERTERSN, RFAAEEEEME, MBI Ct DUKTEHFT 40, FAMERIRRL
METI G, BHEAY 1B, Ct BENIZNTEET 30, MEUER, MRE Ct XKFEET 40
RSBEME, NSR/NFEETF 35 NUJBAME. 1SR 35-40 ZiA, NES—R, EELHNMA Ct EINRX
TEET 40 WA, IS/ANVF 40, WA,

A. 1SRRR:

FRERFE R, (XATRTFRIAEIE, FEERTFIRRETT REMIFRHRREE!



