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HEIRTLRS T BB ENHERFTIMMIE, SEHEZFF MM IEREMIBHIZIEHIASE, B

IRIRTR /I s LR IATRAE (viral nervousnecrosis, VNN ), EEfigk@a R M EIRIIEIRIR £
EREB/ENNGERFIRMRS L AR, AF-RLREHEREEE RT-PCR SAAEMARE HelTR
RAaRaHEIRRSNRFIE,
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1. BDFFEDA, R RFERAER RNA &R,
2. S|¥PFRETERII ML, REMES.

3. IRMHPAMXIER, ET ORI,

4. RS, SHWIRREFROREAZIMIRSEERTXIRIT, F2REMBSH RNA KERXXR
Rz,

5. AFfmES 50 IR 20uL RRAVREHERICER RT-PCR AL
6. AF-RABERTRIA.

I =) 5%

WS ks3 g
HF— ®EHE gRT-PCR &tk 500 pL (#5=)
HH= 5% qRT-PCR EGRAT 100 pL (4I3%)
= % PCR LRIERBRER TmlL (&%)
el IRRAEMEIATESIRETE qRT-PCR SRS 100 pL (HE=)
5%l IRRAEmREIAItRE qRT-PCR #HREf 50 uL (eeE)
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B RE:

KRk, -20°CIRT?, BREH—F.

B&idifl:

i RNA,

EAGZE:

—. BRITEMEESR (M4 10E2-10E7 #¥M/uL X 6 4 10 (SHEEAG) :

BT RERIREIEES, B TRBRME—EEERNIXIEHT, TAree s RIS E
fthpks) o FIEINF=EISEMEFERYT BIERIERIR, AR NREAERMHIEMTEE, RIgETER
A DNA FEREAPRMEIIEE,

1. txic 6 MNBOE, P8l 7, 6, 5, 4, 3, 2,

2. FAHEROLBINNIAN 45 uL 3% RT-PCR ERERFEERR, SIFAHSHRL, TR) .

3. £ 7 SEHIMA 5 pL 1x10E8 #£I1/uL AIPEMXTRRGAFISIRE), OB 1 . 18 1x10E7

E/uL B ERSER. Bk .

4. ek, £ 6 SE9IIAN 5 pL 1x10E7 #£01/uL BIFEMSIR(EEHREAE), TOES 1
1x10E6 #I/uL ROTNERSER. Bk B,

5. ##iesk, & 5 SEHIAN 5 pl 1x10E6 /UL RIBRUXIR(ELHRERE), "OR% 1 28, 1
1x10E5 ¥I/uL FRERSER. Bk SR,

6. ES FERRMFEENISE 6 MNERERNINERLER. Bk ERFR.

—. ¥5 RNA B9%HI&E:

7. (NRE N MR, RFRE N+2 MER, SHIN—NE PC (HREISEMEMNE) , — N2 NC (5
RHIERAMENTER) . BTLAAE 10uL PEMEXTEREY 10000 {ESHEBEREN L —EEKERARIRE IR E
KEORFR—#E, LAAES PC. BHMEIKIES NC,

8. AEESIAAWAERA RNA, AXFIRIRMHI7H EASERS RNA BEIXFISHRE. BalismAan
FRIERHS RNAout,

=. Probe qRT-PCR REI (20uL %, EHMEIEEHT) :

9. tNBRMEESHHABRM 1 XES, MKHE N+9 4 PCR &, Hrh N+2 MEFEHETR N+2

MER, 1 NAETF PCR [BHEXIEE (FZKMER) . 6 MNRTFIVEMZ. MREEEST, FHERM 1 R
BE, Wisc N+4 4 PCRE, Hh N+2 MEFESERIR N+2 MER, 1 NET PCR [BHEXIER
(F7kigiEtR) . 1 NETF PCR FEMXIER (FASE 4 SERMEMNERERIER) . TARMEEDT
FGIERARELS B,

10. TEIFRCEPRRTEMAEZRS (AFRRFIH—RES. HREMPENIRIEEEE A IRERMIIE,
FEBMSEERESEE FE LS HEFRFEREM)
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e
qRT-PCR %t
B,
/35 qRT-PCR 3RS &2 2 L 2.

T
SIS RNA 1 & 5L N N
FBAK -- 5 ulL --
%7 SR =5 UL (2 SHE2SE,
REER (2-75) e & 3 2803 28)
1. % LET/E LH, HNESHH5 qRT-PCR:

£ 1L 1 uL £ 1L

i B A1
S 50°C 30 min
TRt 94°C 10 min
94°C 15 sec
qRT-PCR AT 35 MEFR 1 min, (RE FAM BEHNZEYLE
60°C 2

M. HiEE:

12, IRERAF AT EERN, NEPRMEIRRRERN log B/, LI CtERNH, LHtNERE.
BLSFUERR Ct EMRERZ CHEEHER RNA IRER log B, BHERHERE.

13. MRERAF AT BN, RAMTEMEREE, NBMXIRR Ct BIKTEEFT 40. ARG
METIS G, U 1B, Ct BENIZINTEET 30, WEUEmR, WRE Ct XKFZEFT 40
WSrBE, MRNFET 35 WAMME. WMRE 35-40 ZE, WEE—RX, EELWHY CtEMREX
FEFT 40 WARRKE, WRANF 40, WM.
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FRBRMFE R, (XTRTFRIAE, FEERTFIRRETr REMIFRHRREE!




