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mes I WM AFHS AR ES RT-PCRIAFIE

FmEER

et I MM InyEERsE5(Viral Hemorrhagic Septicemia Virus, VHSV)2—F RNA RS,
RSN AEREEETMN, ATREARIKEEEZERIA, G37_E HIKRFH MiE
R, XREIERNHINEHFHRSEEMANERKLAENR, BAE, 1EMAR, NSHEmEE
FTE, HREREFREK, AR EREEXN 2RI iR B EE 2 FR. A -ms
F PCR REFX.

1. —uis, AFAEERINEREMRY, B1E5 IR,

2. iREmSEH M ERSIRTERFFIZITE 1Y), BEERFNERILE.

3. EFSREE qRT-PCR 161, REELLEM RT-PCR & 10-100 13, SJLUXRIZED
1000 /KRR,

4. fFA—E qRT-PCR £R, RT #1 PCR WEE—MRENTR, FAEEaHEEE
M, PR TR ERENRT RS S,

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

BNk :

RS 93 g
HF— 2xqRT-PCR EHiK 500 pL (fREE)
= 10xqRT-PCR EERET 100 pL (£1%)
A= ROX Zel 1, 50x 20 L (tz@E)
FIIY ROX =gt 11, 50x% 20 uL (iF8aE)
R St PCR EREIRFERER TmlL (835)
A7 e M MM MIMERSREEE qRT-PCR 5IH5ES? 100 L (B)
- ﬁa&ﬂjﬂﬁmﬂlﬂﬂfﬁiﬁzzﬁ;ﬁ\;ﬁ-PCR PEMEXTER (1% 50 uL ()
/N IBRRRRGT (GRAEE) 20 )% (1TmL, &)
el EFRF/ 1%
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BRIRIRE:
KRz, -20°CIRF, B8E—F.

DNA R ERIEHBRIERIER.

B&iftHl:

& RNA,

{ERGE:

—. TREEBRTERTER:

LA 10E2-10E7 X 6 1 10 (FFHREENSG, AFinERREIFES, B TIREEFEF—E
EEMAIKIEH T, G R EERy BUERMER.

1. ¥Rig 6 NEOE, 9808 7, 6, 5, 4, 3, 2, B CHELSBII0N 45 uL 3% PCR
CRERERR, RFAwCwRk, TE) .

2. £ 7 SEHIOAN 5 uL 1x10E8 #EI/uL RIMEMENR@EHAFIERM), ZHEZ 1 5
g, 18 1x10E7 $£I0/uL HOPAMRIRR, Bk A5,

3. #tgsk, £ 6 SEIIAN 5 pL 1x10E7 #I/uL MBS L EHERE), o=
% 1 o8, 18 1x10E6 #I/uL RIPEMEITRR, MUK LRFA.

4. #iesk, £ 5 SEHIMA 5 uL 1x10E6 #M/uL RIBEMXIRR(ELHIERTS), ZRO=E

% 1 2, 18 1x10E5 #I/uL AOPRMERXIRR. Bk LR, EE FEAVRFEREE 6
MERERRRMEXIRR, Bk L.

—. & DNA RytlIEH:
5. RE N MER, WRE N+2 MER, SHE—NE PC (Hmbl&EErdR) |

— 12 NC (HFRHISEMITER) . AT 10uL _EX5HIEaIEMX RS ERRR NS
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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 PH4XIER
N+2 /N B O
Ri% RABETEHE | 27 &
2xqRT-PCR &tk 10uL 10 pL £10 uL
BB MRS
JU% GRT-PCR BIIRA 2 L 2 L &2 4L
)
50xROX (%) 0.4uL 0.4uL = 0.4l
FEEHIEFTE RNA 181
5.6uL
GETE 8 #)
£ 5.6uL (2 E7 2
FREETIE 6 NMBHERIH =50 ; © ;T:J -
CRFE 6 %) TR
=...)
K - 5.6uL
10xqRT-PCR ESRAR 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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