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I]

RO AR RS RAHEREEE RT-PCR TS

FmEER

ORNKPE (Encephalomyocarditis Virus, EMCV)2—Fh RNA 55, B—FTEENA

BHBEER, S5 [REMFELHILY). WEITIE RISEIRI—FRARRE. (OI%

SONEBER AT BRI SMEERE. TRRSMBIMNY. 5% BRIAZE, W&

IhaiEEEEEERYE., BARMT, BEREZNSETENIEE, BREIER

SRS MLRES BRI 2w h, BERISE RGN EIEMRES, LR NEREARIE

FriRR, EIER OB SR RS B %R IR B E T A, AF-RET

PCR [REEFA&.

1. —uhs, AFAEERINEREMRY, B1E5 IR,

2. REOINRFESHRTERFFIRITAIS 1Y, EERFISRIL

3. EFHHEEE gRT-PCR 10, REELLEM RT-PCR /5 10-100 &, sILUARIED

1000 /KRR,

4. {FR—E= gRT-PCR AR, RT #1 PCR WEE—MAERTH, FEETEEHHE
BEIS T #BEIRER T RERTI SR,

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

=Y 0w

RS F%53 g
HF— 2xqRT-PCR Eifi& 500 pL(tREE)
HRI= 10xqRT-PCR EERE} 100 uL(I=)
HFI= ROX Zr} 1, 50x 20 pL(EEe)
HFIY ROX ¥} 11, 50x 20 pLEEe)
% kAl % PCR EREIRIGERER TmL(E5)
7S RO BRRSIELE QRT-PCR 5 4RET 100 pL(EZ)
At | ORBESFREEE qRT-PCR [RMRIRR (1x10E8 #£M/pL) 50 pL(E)
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AU BRI (R ) 20 ROmML, 5
A R 16
B RE:

RREHE. -20°CiRTE, BYEI—F.

PR R R EE D S RE M D FERMNE. A m AR ERMPEMEITER, Rzt
DNA R ERIEHBRIETIER.

B&idH:

& RNA,

(ERGE:

—. TREEBAMERSER:

LA 10E2-10E7 1X 6 ™ 10 {EFEREAA, BFinERIREIFES, B TImERIE—
EEEIRZIXIEHT, FHEIN~=RRRE Ry SUERIHIR.

1. txE 6 DNEOLE, 98IA 7, 6, 5, 4, 3, 2, AHECHELSBINAN 45 pL 3%5¢E PCR
CRERERR, |FFAwcek, TH).

2. 7 7 SEHIIN 5 pL 1x10E8 #£I/uL AIFEMESR(AHAIERM), "O=% 1 o
9, 18 1x10E7 #I/uL RIPEMERIRR, KUk EF5HA.

3. ek, 7 6 EEINAN 5 pL 1x10E7 #I/uL AIPEMEXSRR( ELEERE), D=
% 1 2%, 18 1x10E6 #IW/uL AIPEMEXTRR, MUk ERFA.

4. #gsk, £ 5 SE0AN 5 uL 1x10E6 ¥I/uL AOPRMRIRR(LERRRRES), ToE
% 1 o8, 18 1x10E5 ##01/uL RUPEMEXTER, BMUKkLFRH. 28 LEARFERIEE] 6
MEFEERIBAMERTER, RUK R,

—. #m DNA BIHIE:
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5. f1FRE N MM, WRE N+2 MR, SHI—RE PCHFRHIEMMXIRR), —
M NCHEREIEEMTER). FJLIA 10ul EXHIEAEMSRIEERER TS 4 S
(REA 1x10E4 #W/pL, 10uL BETF 1 BEL)BINL—EEKEHISERIBRES

ROIKEERRRIREm—, HmiFRSOBRTITANFISRER). JLIRKIENH
EHIBAMERIRR,

6. ABETEEN N+2 MERAY RNA, RAFIRIRM7 EAZE%S RNA ZEGHF]

2R,

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

7. NIREESHHERM 1 XEE, Wisc 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 0 PCR &, Hp N+2 MREFTEPERR N+2 M
fm, 1 NAT PCR BBMEXIRR(AKMIENR), 1 AT PCR [RIERIRR(AESE 4 SRR
BRREER). THREAEESTHILER, EESTREE 6 MrthRNAERM 1 1,
HFAZE,

8. EFCETE PRIIAE D (FRRAFIE—XRES., HFREFRENRIRETERZ R

EfAtxdiE, AERTRESEEFE LEFaREN):

s qRT-PCR qRT-PCR PAfRIER
5% N+2 NSRS — 2.7 =)
2xqRT-PCR &tk 10uL 10 pL £10 uL
OSSR EBRRNE
GRT-PCR SHTEAY 2 uL 2 L g2l
50xROX (TiE) 0.4pL 0.4pL £ 0.4uL
HmEHIEFE RNA &
5.6uL
R CRTFE 8 &)
RS 6 MBI &56ul2 SHE 2 5
CRTE 6 #) - - &, 3 SfE 3 2.
LK -- 5.6uL --
10xqRT-PCR EGRET 2uL 2uL 2uL
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iE: FHfEA ROX Z¥t | gY4EL: 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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