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FiiTRRSRAIEREE RT-PCRiTFIE

[ TV ST

KR THYEES (Bovine Ephemeral Fever Virus, BEFV)&S (B4R TH, E—Fhattit
e5m. EREARAEH, WIREE, MBI BN E ~MuEEsES, R
ZIRRIRE D RFEE 2-3 HEMREIER, SMNXFR=BRSENH. ZmmdiiiE, B
RMEE. SEEHELFRANETITIERE. 1Zm6e5 ICFKEERRS, BRMEI4RIF
B, mRSREFEWERERANEFREK, Btd TS RR ERLEEXTZmARY
FpFIE B EEE(EA. Ar-@mET PCR REFE,

1. —uhx, AFAEERINEREMRY, B1E5IMFIXE,

2. RIEHRITABESIRTERFFIRITAIS Y, EERFISRIL

3. EFHHEEE gRT-PCR 10, REVELLEM RT-PCR /5 10-100 &, wILUARIED
1000 /KL,

4. {FR—E= gRT-PCR AR, RT 1 PCR WEE—MAERTH, FEETEEHHE
M, PR TR EREMRTRERTSE,

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

S
wmS 5% 1 g
HH— 2xqRT-PCR &Mk 500 pL(IFEE)
W= 10xqRT-PCR EGRAT 100 pL(ET)
HF= ROX gl I, 50x 20 YLzEE)
=Y ROX il Il, 50x 20 UL(iRBE)
HHA 9t PCR EFERIERRR TmL(E)
GETIVAN EITRYRERELE gRT-PCR S|4RET 100 pL(BZH)
BRE | FRTRREEENE qRT-PCR PEMXTER (1x10E8 #£I/uL) 50 pL(E=)
ETIAN IIZBR IR R (%) 20 x(1mL, &%)
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B (EFBEAR | 14 |
B ERE:
KRz, -20°CIRF, BYE—F.

PR R R R SR A D BRI E. AT mAMEAUEAMFRMIEEXTRR, Rigdt
DNA R ERIEHBRIETIER,

B&itRl:

& RNA,

(EREE:

—. TREEBRTERTER:

LA 10E2-10E7 X 6 4~ 10 {EFEEENG, BFinERREIFES, B NImRRIE—
EEERAXIEHT, JEINmia e e Ry SUERIERIR,

1. ¥R 6 NEOE, 9808 7, 6, 5, 4, 3, 2, F®CHELSBIION 45 uL 3% PCR
CRERERR, RFAwcek, TH).

2. &£ 7 SEHFION 5 pL 1x10E8 #/uL RUFEMER@EHAIERM), "o% 1 9
th, 18 1x10E7 $EI0/pL HIBBMRIER, Hk H#5F.

3. #tgsk, £ 6 SEIIAN 5 uL 1x10E7 #I/uL KPR LEHERE), o=
% 1 9%, 18 1x10E6 $M/uL AUPRERTER. KUk LS.

4. #gsk, £ 5 SEI0AN 5 pL 1x10E6 ¥£I/uL ROPRMRIRR(LERRERRES), ToE
% 1 o8, 18 1x10E5 ##01/uL RUPEMEXTER, BUKkLEFRH. 28 LEARFERIEE] 6
MEFEERIBEMERTER, HUK LR,

—. Hmm DNA #yHleE:

5. NERE N MR, BRE N+2 MEN, ZHAI—12E PCOFRETIFMEMEXIRE), —

N NCHEEBIEBUEXER), STLAR 10ul ESHIEaIREME BB ERRRTIE 4 S



e wwwshining.com  {RERIGHER

(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):

e qRT-PCR qRT-PCR BRRIER
5% N+2 MEISFRSHR A 2-7 &)
2xqRT-PCR &tk 10uL 10 pL £10 uL
SR TRSIERE
qRT-PCR 3|4¥IiBEY 2 ut 2 pt w2
50xROX (Wi¥) 0.4uL 0.4pL £ 0.4uL
FERHIEARE RNA iR
5.6uL
(RTS8 )
WIEFTS 6 /NPEMERTRR £ 56uLR2 SHE 2 5
(GEFE 6 ) B - &, 3 S#F 3 2%.)
BLK -- 5.6uL --
10xqRT-PCR EGRE; 2uL 2uL 2uL

iE: F{FEF ROX kL | g9NEL: 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.
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