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SENmEERHEIERKES RT-PCR IS

FmiiFa

SR aE(Equine Coronavirus, ECoV)2—® RNA RS, S3IRIEBINESE, %%
SREENFENRKEIES. RRSERIERS, BEDERmSIRE ERSEXIZRE
TR B EEEER. AFmET PCR [REFA,

1. —its, ATFARERMESEMRS, SIS I,

2. IREDEBIRFSNERTERFTIRITHS 4, EERFIISRIML,

3. EFJehE gRT-PCR #00, REELLEM RT-PCR & 10-100 5, SJLUAEIED
1000 #&M/RKL,

4. fFA—EZ qRT-PCR A, RT #1 PCR WSE—MRAENTH, FEEFEGEBHE
o, PR T IRERENRIBERYSER,

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

=) d0%

e RS i
A 2xqRT-PCR i 500 pl ()
HH= 10xgRT-PCR E&RET 100 pL (I
A= ROX S I, 50x 20 ul (e
Y ROX Z=k} I, 50x 20 UL (I8
AR S5 PCR SRR ImL (&)
AN DR ERENE QRT-PCR SNBSS 100 pL (E52)
BAE | DEREEREIE qRT-PCR [IMRIEE (1x10E8 #M/uL) | 50 uL (&)
A SRR (R FRE) 20 R (ImL, 5
A, R 14

B RE:

Rz, -20°CiRTE, BRH—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
th, 18 1x10E7 $EI0/pL HOBBMRIER. Hk L5,

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. %1RE\ N MEm, WIURE N+2 NMER, SHII—MRE PC (HmbIEiRERIER),
— 2 NC (HFmEIEEMITER). FTLAR 10uL XSRS RS ERERPNE 4

S (REJ 1x10E4 #ZI/pL, 10uL BHTF 1 FENBINE—EE/7KEAHIERIRME
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MR (IKEHEAFRIRER—, SRiFRSOBIRTARFIENERK). ATLARKE
JHIEAIRBIERIRR,

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 AT PCR BIAERIRR (RZKMEIENR), 1 AT PCR FAMEXIER (A58 4 S
RERRMIENR). TERBAEESTILER, EESITREL 6 MrHiRNLERHE 1
i HRARZE.

8. IENCETE PRIAZAS (ARRFIEH—REE. FREMBMERIRESTEES

IREMXRR, AR RESEE FE LEFaREMN):

qRT-PCR qRT-PCR [HIERIER
57 N+2 MISEFREH®
e | (2-7 &)
2xqRT-PCR &tk 10uL 10 pL £10 uL
SEmEREIA
2 uL 2 uL 2 uL
qRT-PCR SIREYD ! " &2
50xROX (TiE) 0.4uL 0.4uL = 0.4uL
HERGIFFS RNA 1k
5.6uL
CkEF%E 8 &)
= 56ul (2 SRF) 2
FREETIE 6 MBI =k ; © ;T;J -
=)
ALY/ - 5.6uL
10xqRT-PCR EERAR 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. B TESEHT RT-PCR (SHAIRESRINEEARMEMLL).

i2is iR A=
RT(¥%ER) 50°C 15-30 min
FRA 95°C 5 min
95°C 15 sec
Qrt-PCR ) 40 MEHR
58C 1 min,(CREE FAM BIEEHHES)

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,

LBt BR AR (www.shining.com) FFEF=mIULRIHHER, FERTFH

fkFiZ.



