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ESHF MBS RFLERINES RT-PCR IS

Fmiss

EBO%MpEE (Barmah Forest Virus, BFV)E—MyE, AMIJRTLAE IR F AT IT THAESR,
J AR BT B DRRMm St 8Ex TASRRIBESE (RIFER , (BRIZRE R AMMERTHRN
b, HIERERERIZHT-RESEENEN. £ mET PCR FEALR,

1. =z, BTFARERRESEMAS, BE5 YHIRIER,

2. IRIEEDHMHESHRTERFTIRITHIS Y, BEARIFIERML.

3. EFELE qRT-PCR &), REELLEM RT-PCR & 10-100 5, mJLUAEIZE/D
1000 #&M/RKL,

4. {ER—&30 qRT-PCR AR, RT 1 PCR BWEE—MABNTEL, AEEFEERHE
. PR T B EREMRTRERNSER,

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

SRRk :
wmS 5 g
HF— 2xqRT-PCR EHiK 500 pL (fREE)
HRI= 10xqRT-PCR ESRET 100 uL (%)
HFI= ROX Z¥#l 1, 50x 20 pL (IEEE)
R ROX 4} 1, 50x 20 pL (IREE)
kil Yt PCR EHREIRFRRR TmlL (835)
A7 BEo#rmERELE qRT-PCR SIYLRES 100 uL (H%)
HAIt | BOHRMESRENE qRT-PCR FAMXIER  (1xT10E8 #M/ul) 50 L (E5)
el VAN WIZERRERGY (iFEE) 20 )% (1TmL, &)
A EJzZESi] 11

=k iRE:

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, RFAwOwRk, TE) .

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. WRE N MER, WRE N+2 MER, SHE—NE PC (Hmbl&EEMdR) |
—MN 2 NC (HREIRBPEXTER) . aTLAA 10ul _EEHIEABEM R ER R R IEE

4 5 (REZ 1x10E4 /L, 10pL BETF 1 BEN) Bl E—EE87KENHIER
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PRMERTRR (7K EERRRIRE m—, HmiARRZ PBURTATRIIAIZRIEX) . FJLIA
IKESIHIEEHIBRIERT AR,

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 DT PCR BAENIRR (FIZKEHENR) , 1 AT PCR [RMEIRR (A5 4 Stk
MRERRMIENR) . TEREAEESHHILER, EESITREE 6 MrEHRNAER
11, ERAZE,.

8. IENCETE PRIAZAS (ARRFIEH—REE. FREMBMERIRESTEES

IREMXER, AEYRTrRESEEFELEFERREM) ¢

qRT-PCR qRT-PCR PHMXIER
s N+2 PSSR
e s o (2-7 &)
2xqRT-PCR &tk 10uL 10 pL £10 uL
E O SE
2 uL 2 uL 2 uL
gRT-PCR Z¥IREY " ! &2
50xROX (E) 0.4uL 0.4uL = 0.4uL
FESHIEFTE RNA 181K
5.6l
KT 8 5)
£ 56uL (2 E&7) 2
FEREFTIE 6 NIRRT =k ; © ;T:J -
(GEFE 6 %) TR
=...)
ALY\ - 5.6uL
10xqRT-PCR EGRET 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. LHEETESEUHT RT-PCR (SHAIRESEINEARMHBML) .

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.



