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WSIAEFEIN) Lims_HER K EE PCR TR

[ 7Y ik

WSRAZIBEAN) Liwes (Chicken Embro Lethal Orphan Virus, CELOV)&5[EERSIASEL, 35
RISIREHITIER, FESS, 1TaMRE, PENEL, . AE. EFRRRMAWMEESH, £K
AR, RETRE, BETRERE, WHRBWERAMN, EILSIRETI LRShREE
HREENZRAIT IR EEE(ER, ALAATITA T B EBRIREIISAESLI Lk s
FULEEERE PCR IIHHIE, EREETMIER:

1. BIFFEDR, BRRFERMIRSEM.

2. HRIEXSIEEGEIN RS RTFIIRITAIE—ES 14, SHEXRESTRZXRAL

3. REEATLUXRILEEN/ AL,

4. — BN EE PCR 18, BRELEESHR,

5. ARAFIEEHE 50 IR 20uL REARABEREEE PCR,

SRRk :
RS (57325 g
izt — 2xqPCR MagicMix 500 uL(iREE)
wHH—= 9t PCR EFEIRERR 1 mL(E)
wHH= EIAFFEIN) LimEEklix PCR SI4DRST 100 uL(EH=Z)
3Py EIAFFEIN) Limessieklik PCR PEMEXTAR(T x 10E8 /uL) 50 uL(I=)
jrelbal DNA RE2MERIIEE) 15 JR(9 mL)
ERFA 11
BRRFRE:

RRER. -20°CIRTE, B
B &zt
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DNA 1=z, 10xROX(IRIENELRE, EANERGIX).

{ERGE:

—. T%%% PCR PRIEXIER (LA 10E2-10E7 #£/uLiX 6 4 10 (SIEEEH6)):

1. ER: AT RERKREIRES, B TR EERRINKIEHT, THAEE
SREMEARFIEREMAS)  SEINFRRESFERY BUERIERIR, A-RAE
HEEARMIEMEXTER, RIRMTLIEREFEARY DNA HFERAEABMERTER.,

2. txic 6 MELE, PR 7, 6, 5, 4, 3, 2,

3. FEHEDIESAABINA 45 Ul 3% PCR SFIIRRRR (REFMHGIEL, TH) .

FEI/pL AOBEMERIER. BUK ERFR.
5. #8183k, £ 6 SEHIIAN 5 ul 1x10E7 #£M/uL BIPEMXIER(LLTEREANTS), RO=E

# 1 2, 1§ 1x10E6 $#M/pL RIBRMERIERR. HUKERFR.

;

6. #46k, £ 5 SEHIIA 5 uL 1x10E6 #EN/uL AIFAMEXTEREI 5 SEH, ROE

N

1 2, 18 1x10E5 #M/puL AUPEMERSRR. MUK ERFA.

7. EE FERVRFERNSE 6 MEREAMRMXIRE, Bk EA.

—. & DNA RytlIEH:

8. MIRA N MEm, LMKRE N+2 MER, ZHA—RE PC (HFREIFMMERIR) |
—N2 NC (HFRHIEPMETER) . aTLAA 10ul E2HIEAY PCR FEMXTRRRISE 4 5
(REF 1x10E4 $#M/pL, 10uL BHTF 1 BFEN) 5 5 S (REH 1x10E5 20
/uL, 10pL #825F 10 B5#EN) BN LE—EERKESRRIRERHIEEKRAIRER—H,
VAR PC. BoMAZKIEA NC, SIRERHIEFE 200pL i, W PC 1 NC AR

FRBIE 200pL,
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9. ARG AMENIFRAY DNA, RAFIEIRMIA L AZEmS DNA REAFISFRE.
BAILUEEAATIN—ER %S DNAout SEFARIRIERHES DNAout, AidFIEHnER
W% 15 x—&=fHS DNAout,

=. %8 qPCR RM(20 pL R, EHEREIEEHTT):

10. AMERRM 1 REE, Wimc N+9 4 PCR &, HH N+2 MNEFLELSEER N+2
MER, 1 DT PCR BHEXIER, 6 4NAF PCR FEMXIRR. fNRM 2-3 XEE, IR
RAZEEEERIEN 2 85 3 Z.

1. ERCEHR TRIMAZRS GRRFAFIH—RES. HFaEfRYREETEEA

IRERMXER, FERERERESEE FE LEFHEFFEREM):

(5725 H&mE N+2 4 PCR [BM4IIERE PCREAMXIERE(2-7 B)
2xgPCR MagicMix (1% 100l 10 L s 100l
=59
EEAEFEIN) Lisss PCR
2 uL 2 uL 2ulL
SR RS : g e
B# 10xROX (i¥) 2 uL 2 L £ 2uL
N+2 MK DNA
r2 6 L S 0
1R
7 $F2 PCR BRI & 6ul2 ERF 2 2
) 5}5‘51? I[;EITEE I A & M .=.( ?ﬁx]ﬂ M?
STREFERRR(2-7 5) =, 3 53 3 58..)

iE: {X ABI7500, 7700 #0 7900 {Y=sF=EfEA ROX {EARIHR, Efthot PCR X540
iCycler IQ. MJ Option, MJ Chromo4, MX3000, MX4000, RotorGene3000, RotorGene
6000 #0 LightCycler480)A~FRE(ER ROX, MAKEHL,

12. HEEFR LN, ETIESHEHT PCREEMR PCR 2 RILUREXSEARMETMN).

igfg mE B1))
FREEE 92°C 5%

94°C 60 b

PCR fziiz 30 MEER 50°C 60 b
72°C 60 Fb

13. BUERE
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BNRERFr R ERHEFRIRERTT, ARl RAEARSES DNA B, &KX
IRBEETE 471 nm, %55 DNA BIRISATRBOEETE 500 nm, RAKRGIFGERE 530
nm, ESRETLUIREESHTHIEHIE,

M, #EAbIE:

14. FERAFIZRATEERN, NWEAPBMUXIERIRER log E/otEM, LL Ct EHMNH,
LEtRERZ, BLSIUEREN Ct ENRERZL HEREHER DNA JREf log &, B
HEEHEIRE,

15. IISERAFIEZATEEN, RFMTEEMEEEM, NWBMXIER Ct SR TEEFT
40, FEMXSRBORERI SIS, GHMEY 8%, Ct BEiOz/NFEET 30, X3RN
e, MRE Ct KFEET 40 WY, nRAINFaETF 35 NJ9fEMY. aNRE 35-40
2/, MESE—R, EELRA Ct BEINRAFHET 40 WY, WmSFNF 40, UH
BRI,

Li8E5EWBR AR (www.shining.com) B~ mUREIFER, A ESHETFH
fthFiZ,




