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BENBEERFIERINES RT-PCR IS

FmiiFa

JEEINfEES (Porcine Astrovirus, PAstV)2—F RNA g5, AJLAS IR/ ERISEE
R, NEAERMRR, KBOEBEELHIER 2-3 KB, EERSFERE, Bthatkd
HUERINE , 1IERRRK , BELE 2R S A R E SRS EXZR T i I E B E 2 EEA.
AFRET PCR [REHA.

1. —ih, AT ARERNESEMRS, BIE5 TR,

2. IRIEEERFESNRTERFFIRITNS Y, BEARFIERMY.

3. BEFPEhE gRT-PCR 100, REUELLEM RT-PCR & 10-100 5, SJLUAEIED
1000 #&M/RKL,

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

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

IR :
wmS %53 g
F— 2xqRT-PCR i 500 uL(izfaE)
= 10xqRT-PCR ESEET 100 pL(I)
HFI= ROX ¥l 1, 50x 20 PLiFEE)
Y ROX ¥} 11, 50x 20 pLiFEE)
Lk ilEan ¢ PCR ERIEIRERER TmL(EE)
HFIZS EEINRSEIHFLE qQRT-PCR 5|¥RE: 100 pL(BE)
HFE BEENBESFHELE qRT-PCR EMXIER (1x10E8 $#£IU/uL) 50 pL(E5E)
ElVAN IZEETERGR (R FBE) 20 JR(1mL, &%)
A EJzZESi] 119

EMRRE:

Rz, -20°CiRTFE, BRE—F.
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DNA R ERIEHBRIERIER,

B&iftAl:

& RNA,

{ERGE:

—. TREEBRTERTER:

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

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

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

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

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

% 1 2, 18 1x10E5 #I/uL AUBRMERXIRR. Bk LR, BEE FEAVERFEREE 6
MERERRRMEXIRR, Bk L.

—. & DNA RyflIEH:
5. f1FRE N MM, WRE N+2 MR, SHI—1RE PCHFRHIEMMXIRR), —
M2 NC(HEREIEEMTER). AJLAA 10ul EXHIEAEMSRIEERER TS 4 S

(REA 1x10E4 #I/pL, 10uL BETF 1 BEL)BINL—EERKEHIERIBRES
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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 PH43IER
N 2 PN I VA= =
s +2 NEISFRSHS R 07 8
2xqRT-PCR &tk 10uL 10 pL £ 10 uL
R
2 uL 2 uL 2 uL
gRT-PCR SI¥IRBEY H " E2
50xROX (%) 0.4uL 0.4uL & 0.4l
BEREIE TS RNA 181K
5.6uL
CEFE 8 )
£ 5.6uL2 E#&7) 2
TRREFRIS 6 MBI ] B : ;6“3:;?; .
GEFE 6 ) CE e
=...)
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.



