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Eppendorf Eppendorf ~ PCR tip 1.3.4 RT-PCR GenBank RHDV
DNASTAR  megalign
1.2 5'-
pH 7.2 GTGATGATTAGAGCCCCCT-3’ 5'-
PBS 1:4 W:V -20C 3 GTATTACTACGATCACATCAATTACA-3’
4000r/min 30min 220nm 1302bp RT-PCR
-80C PCR
3 PCR T
2mL
1.4 RHDV
3 1.4.1 GenBank
4 RHDV V351 U549831
-80C SD 729514 FRG NC 001543 Towa2000 AF258618
1.3 BS89 X87607 CD AY523410 DNASTAR
1.3.1 HA HI megalign RHDV
HA  HI ’ Primer
1.3.2 AGP Premier5.0 5 1
6 503
1.3.3
! 2% PTA TaRaKa
1 RHDV

Table 1 ~ The non-terminal primers used for amplification of RHDV genomic RNA

Forward primer 5" ~ 3’ Reverse primer 5" ~ 3’ Position Expected product size/bp
P11 GACAAATGTGGCAAATGGCTT P12 CGTATTGGGCGTCTGGGTAG 190 ~ 2206 2017
P21 GACAAGTTGGTGAAGTCTCAGGT P22 AGTGTTTTCTTGATGCCATAGGT 2065 ~ 3578 1514
P31 ATGCTCACCCACTACTGACCTGT P32 TCATCGGAGTCATGGCATACAC 3447 ~ 4852 1406
P41 CCCTTCACTTCGGTCATCAACTC P42 AACTGGGGTCGTGAGGAGGC 4693 ~ 6045 1353
P51 GTGATGATTAGAGCCCCCT P52 GTATTACTACGATCACATCAATTACA 5974 ~ 7275 1302
1.4.2 RT-PCR GT-3" 5" RACE RT 5'-GAAGTCTTTCCTGTC
RT-PCR RT Oligo dT-Adaptor ACGC-3" PCR 330bp
Primer  AMV RT RT RT 20pL 5 x RNase Buffer 15pL
-20°C PCR Taq plus ddH, 0 40pl. RNase 1pL. 30°C 1h
DNA PCR 100pL TE 500pL
-80°C 15min 12000r/min
10min 500pL 70% 120001/ min
1.4.3 5' RACE Smin
cDNA 10 x T4 RNA
> RACE 4pl. 60pmol/L, 6L, ddH,0 9pul.
5" 300bp 5'RACE
cDNA 1pL T4 RNA 20pL 40% PEG
Anchor  5'-CCTGACGCATCCAGAATCGG
6000 16°C 18h
AGGTGAAG-3" 5’ PCR
5R1 5'-CACAGGCAAGCAGGTCCAAAC-3’
1.4.4 3’ polyA
5'-RACE 5R2 5'-ACCTCCGATTCTGGATGC
RHDV 3’ nolvA 3

g olv -
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R31 5'-AGGCTTTGGAGAATGGGTTGGTT-3'
R32 5'-CGAGGTGCGGTTTTTTTTTTTTT-3" RT

Oligo dT-Adaptor Primer PCR 330bp
RT-PCR RT PCR
1.4.5 PCR T
PCR DNA PCR
pMD 18-T PCR
1.4.6
TaKaRa DNASTAR  megalign
GenBank 6  RHDV

V351 U549831 SD 729514 FRG NC
001543 Towa2000 AF258618 BS89 X87607 CD
AY523410
Taq

plus DNA 3
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1 1024 “ 0"

2.1.3 AGP

2.1.4 40nm

2.1.5 RT-PCR RT-PCR 1300bp
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91.5% ~ 97.2%
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1 120000 x
Fig.1 The electron microscope photo of negative-staining purified RHDV
120000 x .
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Fig.3  RT-PCR result of the 5'and 3'terminus of the genome. M. Marker
VI 1. The amplified product of 5'terminus 2. The amplified product of 3’

terminus.
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Isolation identification and genome sequenceing of a Rabbit
hemorrhagic disease virus strain WHNRH

LI Jian-wen' WANG Hong-ning' >*  TIAN Lang' HUANG Yong' ZHANG Xia-lan'
! Bioengineering Laboratory of Animal Preventive Medicine ~College of Animal Science and Technology Sichuan Agricultural University Ya' an 625014  China

? 985 Project” Innovation Platform of the Southwest Resources Environments and Disasters Prevention of Sichuan University Chengdu 610065 China

Abstract The rabbit hemorrhagic disease virus RHDV is a single-stranded positive-sense RNA virus of the family
Caliciviridae with a high morbidity and mortality rates of about 90% in adult rabbits. A strain of rabbit hemorrhagic
disease virus named WHNRH was isolated and identified in the research. The genome of WHNRH was then sequenced.
Primers were designed referring to the genome sequences of RHDV published in GenBank and a RACE was applied to get
the 5’ terminus sequences. The other terminus sequences of WHNRH was acquired referring to the genome’s polyA
structure of RHDV . The genome was amplified with RT-PCR. All the RT-PCR products were cloned into the pMD18-T
vector and sequenced. The sequencing result indicated that the complete genome of RHDV isolated strain WHNRH was
composed of 7437nt  not including polyA of 3" terminus  the identities were between 89.4% and 97.1% compared
with the published genome sequences of six RHDV strains. The ORF1 of the genome of WHNRH was between 10nt and
7044nt and a polypeptide with 2344 amino acids was coded the identities of nucleotide and amino acids sequences were
89.1% ~96.1% and 96.0% ~ 98.4% respectively compared with the six published RHDV strains. The ORF2 of the
genome of WHNRH was between 7025nt and 7378nt and a polypeptide with 177 amino acids was coded the identities of
nucleotide and amino acids sequences were all between 92.1% and 96.9% compared with the six published RHDV
strains.

Keywords Isolation and identification Rabbithemorrhagic disease virus RHDV =~ WHNRH Genome sequencing

* Corresponding author. Tel 86-835-2886083 E-mail whongning@ 163. com
Received 23 November 2005/ Accepted 13 February 2006/Revised 3 April 2006

© PEREREME DN RFATIESMIEE http://journals. im. ac. cn





