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RISAAEREFRSRFEIERINES RT-PCR IS

[ TV ST

(43 FE7E A5 (Sandfly Fever Sicilian Virus, SFSV)2—F RNA 555, 23 [EEKMK,

BREN AR, RGPSt XERINTERRANZ AKX, BEHTERIIITR
(BTERER. k. IFER) |, 5IRNE, AREMURMNE, SEiREIK, RaE—

ERARIIND, LaI5EE. REMAZLUR SRBAERRMER, IRERIAFFEAY 3

REJiE), EHRMISR SRR EREENZRIITh M IeE B EEEEA. A-mET
PCR [FEBFF%.

1. s, BFARZERINESEEMND, 8155 IR,

2. HREARATIAERSHRTERFIIRITAS Y, BERIFISRIE.

3. EFRENE gRT-PCR 1, REELLEM RT-PCR & 10-100 &, AJLUXRIZELD

1000 /KL,

4. EA—E= qRT-PCR £K, RT #1 PCR MEAE—NMAEATH, FAHREREEBF

M, PR TR EREMRTRERTSE,

5. AP 2% 50 IR 30uL {RFEAY RT-PCR,

BBk :
wS 93 g
HF— 2xqRT-PCR EHiK 500 pL (fREE)
= 10xqRT-PCR ESRET 100 pL (£1%)
A= ROX Zet 1, 50x 20 L (tz@E)
FIIY ROX =gl 11, 50x% 20 uL (iF8E)
R St PCR EREIRFERER TmlL (835)
HF7< RSP SIELE qRT-PCR SIHIRET 100 uL (BF)
—— BATIFERRSIRENE qRT-PCR PAMXIRE  (1x10E8 50 L (22)

FI/uL)

AN IBRRRRGT (GRAEE) 20 R (1mL, 535)
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= (A | 145 |
IR R F:
RREHE. -20°CiR7E, BYE—F.

PR R R R SR A D BRI E. AT mAMEAUEAMFRMIEEXTRR, Rigdt
DNA R ERIEHBRIETIER,

B&itRl:

& RNA,

(EREE:

—. TREEBRTERTER:

LA 10E2-10E7 X 6 4~ 10 {EFEEENG, BFinERREIFES, B NImRRIE—
EEERAXIEHT, JEINmia e e Ry SUERIERIR,

1. ¥R 6 NEOE, 9808 7, 6, 5, 4, 3, 2, F®CHELSBIION 45 uL 3% PCR
CRERERR, RFAwOwRk, TE) .

2. &£ 7 SEHFION 5 pL 1x10E8 #/uL RUFEMER@EHAIERM), "o% 1 9
th, 18 1x10E7 $EI0/pL HIBBMRIER, Hk H#5F.

3. #tgsk, £ 6 SEIIAN 5 uL 1x10E7 #I/uL KPR LEHERE), o=
% 1 9%, 18 1x10E6 $M/uL AUPRERTER. KUk LS.

4. #gsk, £ 5 SEI0AN 5 pL 1x10E6 ¥£I/uL ROPRMRIRR(LERRERRES), ToE
% 1 o8, 18 1x10E5 ##01/uL RUPEMEXTER, BUKkLEFRH. 28 LEARFERIEE] 6
MEFEERIBEMERTER, HUK LR,

—. Hmm DNA #yHleE:

5. MREB N MER, WRRE N+2 MEN, Z2HH—E PC (HRFISEMEXE) |

—MN 2 NC (HREIRPUXTER) . TR 10ul _EEHIEEM R ERER s
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4 5 (REJ 1x10E4 /L, 10uL BETF 1 BEN) Bl E—EE8KENHIER
PRMERIRR (I7KEERRRIREm—, HmiARRS PBURTATRIIAIZRIEXR) . FJLIA
IKESIHIEEHIBRIERT AR,

6. FABETEEMN N+2 MERAY RNA, RAFISIRM7 EAZE%S RNA ZEGHF]
2R,

=. IRERT-PCR R (20 pL (FFR, EHFEHEIEEHRT) :

7. NIREESHHERM 1 XEE, Wixc N+9 4~ PCR &, H N+2 MRETLE

S8R N+2 MEm, 1 NRET PCR MR, 6 MRETIREREZ. WNREEEDHT,

\

FERM 1 XEE, WiRE N+4 0 PCR &, Hep N+2 PREFTEEERRY N+2 M
fm, 1 DT PCR BAENRR (FIZKEHENR) , 1 AT PCR FRMESRR (A5 4 Stk
MRERRMENR) . TEREAEESHHIEER, EESITREE 6 MrERNAER
11, ERAZE.

8. IENCETE PRIMAZASD (ARARFIH—REE. FREMBMESRIRESTEES

IREMXER, AEYRTrRESHEEFELEFE&RREM) ¢

qRT-PCR qRT-PCR BATERIAE
s N+2 PSSR
e S T (2-7 &)
2xqRT-PCR &tk 10uL 10 pL £10 uL
Ay Sl
EEHETEABR L - - .
gRT-PCR B¥IREW
50xROX (E) 0.4uL 0.4pL = 0.4uL
FERHIEFTE RNA 18R
5.6l
KT 8 %)
£ 56uL (2 E&7) 2
FREETIE 6 MBHERIA =50 ; © ;T:J -
CRFE 6 %) TR
=...)
ALY/ -- 5.6uL -
10xqRT-PCR EGRE} 2uL 2ul 2uL
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iE: FHfEA ROX Z¥t | gY4EL: ABI Prism7000, 7300, 7700, 7900HT,
Step-One, Step-One Plus,

T ROX Zel 1l A94EL: : ABI Prism 7500, 7500Fast, MJ Research A9
Chromo4, Opticon (llI) Corbett Rotor Gene 3000,

AREE(FEH ROX HIHEL: Thermal Cycle Dice Real Time System, LightCycler, Smart
Cycler System, Agilent Mx3000P, RotorGene3000, RotorGene 6000,

9. LHERTESEUHT RT-PCR (SHAIRESEINERARMHBML) .

igig iR A=
RT (¥#eR) 50°C 15-30 min
FREL 95°C 5 min
95°C 15 sec
Qrt-PCR =7 40 NMER
58C 1 min, (3RE FAM BERRHES)

AN BT P TR D T

M. EEAhE:

10. tNRIEARHFIEZATESCN, NLPEMXSERIRERN log E9MEH, LA Ct B4\,
LHINERS, BLEURRR Ct ENFERZE HEEHEFR DNAKER log B, B
HEEHEIRE,

M. RERHAFKIZATEEGN, RFMTIEMEEEY, NWIBMEXTER Ct SR TFEEFT
40, FEMXSRBORESR G, GHEY I, Ct B/ FaEET 30, X3RN
B RE Gt XFEET 40 NBM, tnRNFEET 35 WJorEM. WRE 35-40
28, WEE—R, EEXLWHY Ct ENRAFHET 40 WY, wRNF 40, WA
PR,

EBLEFWBRAT (www.shining.com) B mUARIHER, AERATFH

fkFiZ.
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