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VHS3 5'- TGGCAAGGAGTCTACTGGAT -3’
VHS4 5'- CCTCATCTGAATGTCGGTGT -3

Hdr VHS1 1 VHS2 371 688bp B, VHS3 1
VHS4 §1#% 279bp HEBL(E 1),
1.3 %53 RNA 2]

B 0 BT R4 21 24 100mg T 1.5ml B0 %
B, filA 450pl #) CTAB %W (2% CTAB, 1.4mol/L
NaCl, 20mmol/L EDTA, 100mmol/L Tris-HCl, pH=17.5,
AR 0.25% 0 o-%i 3 2 B), AIAE SRS
¥ 1—2min, RIFEE/ES 1—2h, B c00ul B/
P15 KBRS : 241 1), EIRBREHFLEHRE
30s, 12000r/min B.0> 15min, B EKHM, B 650u1
S5/ EEQ4 ¢ 1DIEE 30s, 12000r/min 550> 15min,
BCEEKA, mMERBMNEITKZERSYGE, 12000
r/min B> 20min. JL3EBPRTRE Y B RNA. Bl 1iE,
A 200ul 75% 28, REGHBE—KIF/NLEREZ

B, ERTE. RIS 200l DEPC 4b ¥ it §/K R
UL3E, BT - 20CHEH
1.4 E3 RT-PCR

ShEIYIRY SR A — 28 RT-PCR 7 &
1T . Fi TaKaRa 7= one step RT-PCR A3 & X /M 519
B RNA Ky 5 R 85— %0 PCR ¥ ¥ 7 Al — & rp it
To RBMEFER soul, Hf4E: AMV/TLS x
Reaction Buffer 10ul, dNTPs Mix (10mmol/LL each
dNTP) 1ul, 25nmol/L MgSO, 2ul, AMV Reverse Tran-
scriptase (SU/uL) 1pl, TfIDNA Polymerase (5 U/ul) 1ul,
RNA sample 3ul, VHS1 50 pmol, VHS2 50 pmol, &/
#H G RNA Bk 2 G & 50ul,

RMFRFHR: 48°C 45min; 94°C 2min PHTH5E
F; RISHITE— PCR, BI94C 45s,55C 30s, 72°C
90s & 35 ¥K; 72°C 7Tmin; 4CE5H

RBEFR G, By Y 1ul, FNFI4 VHS3,
VHS4 #1755 —% PCR ¥ 3 . RALAR R 50u1, He
£38 . 1ul B4Rk DNA, 10 x PCR bufer 4ul, 10mmol/L
dNTPs 1ul, 25nmol/L. MgSO, 2ul, Taq B§ 5U, VHS3
50pmol, VHS4 50pmol, & /G4ME ddH,O0 Z B
50ul, RAEFRFF R : 94°C 3min; 94°C 30s, 55°C 30s,
72°C 1min fE¥F 35 1K; 72°C Smin; 4 CEE,

1.5 IHASvEE)

PCR ¥ 7™ ¥i A GeneFinder B E, B
2%ZAAEHEBEE K (5V/em), HLIKEM WA 1 x TAE,
100V H3k%) 30min, KL RGHEERREBRET
Eiaficis
1.6 PCR=¥HAL. RE. WF

PCR F=¥1% 2%3 Ae b BE B s Ik 40 &, AL

AR &R alifbfs, E#EB PMDIS-T #ik,

| VHS3 VHS4

BRI R AL £ TOPL0, A&
FRASEFTEERN LB EHREVR, B
A EHE R, AR R SR R
. DNA, B ER, 2t =HuE4Ey
FEARABWF

1.7 ¥ RT-PCR fy i

[ LA [F] & F R i B R A SRR 0 B IMLAE

} H—HPCRF=HI(688pb) ;

F(SVCVyREEAXN M, KA CTAB. B/& L

2 GAPCR“HI(279pb)

B 1 VHSVRHERLHE PCRRER
Fig.1 Sketch of VHSV gene and fragments in PCR
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Fig.4 Sensitivity analysis of the nested RT-PCR amplification
M: 50bp DNA Ladder Marker; 1: Ing; 2: 100pg;3: 10pg;
4: 1pg;5: Olpg; 6: QA pg;7: OQOQApg
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DETECTION OF FISH VIRAL HEMORRHAGIC SEPTICEMIA VIRUS (VHSV) BY
NESTED REVERSE TRANSCRIPTION POLYMERASE CHAIN REACTION (RT-PCR)

NISui', YU Xiao-Wei', WANG Jian-Ping’, LEIAi-Ying?, ZENG Di-Gang?, WU Xiong-Fei’

(1. Faculty of Life Science and Biotechnology, Ningbo University Ningbo, 315211; 2. Guangxi Institute of Fisheries, Nanning, 530021;
3. Ningbo Academy of Ocean and Fishery, Ningbo, 315012)

Abstract Fish viral hemorrhagic septicemia virus (VHSV) is a rhabdovirus in fish causing serious fish mortality. With
the results of genomes sequence analysis on VHSV, two pairs of primers were designed. Under optimized RT-PCR condi-
tions, target regions of VHSV glycoprotein gene were amplified using VHS1-2 and VHS3-4 primers. Products of 279bp
segment were shown after the nested RT-PCR reaction. Negative control showed no amplification. The RT-PCR product
was proved identical to previously reported VHSV sequence. The detection limit of the nested RT-PCR assay is 0.1pg.
Therefore, the nested RT-PCR assay, a sensitive, specific, and quick tool for VHSV detection is established.
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