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SR BB RELERINES RT-PCR iIHI=E

FmEER

EEAINSHS(Murray Valley Encephalitis Virus, MVEV)2—#h RNA 555, SIA2E
WERK, MERWALE. &R 2518, BRRUNREOSE, MiaHIREMEE
RRMER, 24 L BEYRIEREIE, MANRNEEEX, FItERBRRmSAIREE
S ENNZENTF IR B EEEFH, A -mET PCR [REF K.

1. —hs, BFARZERINESEEMND, BIE5 I¥FIXIER,

2. IREERAMRFSHRTERFFIZITS 1Y, BEERFIEEL,

3. EFHHEEE gRT-PCR 10, REVELLEM RT-PCR /5 10-100 &, sILUAEIED
1000 /KRR,

4. FA—EX gRT-PCR £K, RT #1 PCR MEAE—NMAERTH, FAHREREERBF
M, PR TR ERENRT GRS R

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

SRRk :
wmS 5 g
HF— 2xqRT-PCR EHiK 500 pL(tREE)
HRI= 10xqRT-PCR ESRAET 100 uL(I=)
HFI= ROX Z¥#l 1, 50x 20 pLEEe)
7P ROX 4} 1, 50x 20 pLEEe)
kil Yt PCR EREIRFRRR TmL(E5)
A7 RBKIESIELE qRT-PCR SIHIRET 100 pL(B=)
bl %ﬁ%@ﬂ@ﬁtﬁ%ﬁ‘éﬂli qRT-PCR BEMXIER (1x10E8 #£I/uL) 50 pL(E=)
A\ BRI GRS 20 X(1mL, &%)
A EJzZESi] 11

=k iRE:

KRz, -20°CRTE, 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
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 BRRIER
5323 N+2 NMHIREFEHR
: S BEIERIER 2-7 &)
2xqRT-PCR ik 10uL 10 pL £ 10 pL
N S Ei=AL Sh
%ﬁﬁﬁﬁl’.‘l)&ﬁi—f&‘ﬂc*-l-f 2L 2L £2 1
gRT-PCR S¥IBEYW
50xROX (i) 0.4uL 0.4pL £ 0.4uL
REHISE TS RNA 18R
5.6uL
(CETE 8 &)
TEEFR1E 6 NPRMEERTER B 3 £Z56uLR2 SH31 2 £
(KT 6 ) &, 3 SHE 3 5E8..)
FBAK -- 5.6uL --
10xqRT-PCR EGRE; 2uL 2uL 2uL

iE: F{HEF 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.



gty wwwishining.com  (RAERIFHE




