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2000bp

1 DNA

6557bp
4361bp clone fragments

A DNA/Hind TIIDNA Marker

ACCACAAGGCCATGGCTGATATCATGTTCCGTCAATTCTGTTCACTATATCTTCTTCAACGCCGGGTTA
ACGACAATCTTAGATCCACGGCGTCCGCTTCGGCAGCGGCCTCATTAAAAGGAGATGGAACTGAATTT
ATAACCGGAGAACCACCTTCTCATAAAATGAGGGGACCTTCTTATAGCGTTTTAGGACCTGATCCGTGC
GAGGACCCAGAAAGGGTATATGTTGATATTGTAGT GTCTATTTTGCAGACAAATAATATACAGGTAACA
AAAGAATGGGAATTGTTTTCCGATAAGTTGAGAAAATTGGGTCCATGGATT GATAGGAGCGGAATTGA
GAATAATGGCGAAGGAGAAGAAGATGGAGATGAAAATGAAGACGGGGGTGGAAATGGGGGAAGAAT
TGAAGACAGAGAAGCACATCGACGAAAAATGATGAAGAAATTGTCCTTTGTTGGAAGAGAAGATCCA
GTCGCTGTAGATTTACCCACGTGGCGAGAAAACAGTACAGAATTTGCACGTCGTTTAACACTCAAGGA
ATTGTGCGATTTAATAGTTGAATGTGGAT GCATCAAATCAAAAGAGGAACTCTTTGACTTCATTTTTGA
AGAACC-=ommmmmemocmcoamee TTTAACCATCTTTTGTTCCCTGTCTTTGCCTCTAAAGACACTGGTGCGAATAT
CTTATTTTTTATCAAAATGAAATCCTTTGCAAGTGCATCTTTACTCCTCCCTGGACTTTTTAGACACCCC
AAACAATTTCTCAACGGGCCGTGCAAATGGATGACTCTAGCAGAAAACAACATCAACGACAACAACA
TAAACTCTTCCACGATGTGGAGTTACACGCTAGCAGATTATTGTCCTCTGGGCTATTACACCCAAGAGA
GCCCTCAACCCTATCAGACATGCGGCAATTTTACTTCGACTACAAACAAGAGACTACAAAACGTGCAG
CCATTATACCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACACTGAGATCCGGCTG
CTAACAAAGCCCGAAAGGAAG

2 VP60B pETR2a
Fie.2 The DNA sequence of VP60B in pET'32a
VP60B s
The underined region means the open reading fran of mative VP60B gene, the bolded region means EcoR 'V and Sl 1 recognized site

2.3 VP&B M aa, . &Da

SDS

WSSV

WSSV . AGA (Arg), AGG(Arg) , CGG
Westerr Blot : VP60B (Arg), GGA (Arg), AUA (Ile),CUA (leu), GGA (Cly),

WSSV DotBlot  CCC (Pro) 60 11%
VP60B WSSV VP60B : 450aa

: VP60B InterPro
VP60B

main ( 6,

2.4 VPAB EMBOSS Alignment local Matcher

VP&OB wssv474 1635nt, , 0%

Fig 1 Agarse gel (0.8%) shoving the results of PCR and the digested

1: DL2000 DNA Marker; 2: VP60B PCR ; 3: VPEOB pkT32a

(EcoR'V, Sal 1) ;4 \DNA/ Hind 111 DNA Marker
Lane 1, DI2000 DNA Maker; Lane 2, PCR Produd of the VP60B gene;
Lane 3, degested clone fragments with EcoR V and Sal I; Lane 4,
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3 VP6OB BL21( DE3) 15C 10%SDS PAGE
( VP60B)
Fig 3 Ten percent Coomassie bnlliant blue staned SDS PAGE gel of VPEOB

VP60B
BL21 (DE3) expressed a 15°C with IPI'G induction
M: Marker; 0: VP&OB BL21( DE3); 1:15C
17h ;2 15C 1% ;3:15C 22h 5
415C 24h

LaneM: bw molecular weight potein maker; Lane 0: VPGB BL2L ( DE3)
before indudion; Lane 1: 17h after induction; Lane 2 19h after induction;
Lane 3: 22h after indudion; Lane 4 24h after IPTG indud ion

<— VP60B

a b
4 SDS PAGE (a) S proteirr HRP Wesdenrblot  (b)
Fig 4 10% oomassie hrillant blue stained SD& PAGE gel of nduced VPEOB BL21 (DE3) (a) and westen blot of VP60B( b)
VPEOB ( 73kDa) M: Marker. 1: ; 215C 17h ;3 s 4

S proteirHRP & wsed to ddection Lane M:  ow molecular weight protein marker; Lane 1: VP60B BL21 ( DE3) before indudion of IPI'G; Lane 2: 17h after
IPT'G nduction; Lane 3: cell membrane extracts of VPOOB BL21( DE3) after IPTG induction; Lane 4: supermatant of VPGB whole cell
extracts after [PTG induction

5 VP&OB WSSV Dot blot
(a b )
Fig.5 Dot bbt to VP60B expressed in VP60B BL21 (DE3) at 15C after IPTG
inductiom, polyclonal antserum of ras against WSSV is used to detect
1: IPTG 17hVPE0B BL21( DE3) ( ); 2 IPIG
17h VP60B BL21( DE3) 03 WSSV
Spot 1:  Cell membrane extracts of VPEOB BL21 (DE3) afte IPTG induction;
Spot 2 Supendant of VP60B whole cell extrads after IPI'G induction; Spot 3:
Purified WSSV
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of adenovirus type 5 fiber protein
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Fig. 6 The amino acid sequence of VPEOB and the alignment between VP60B and the knob domain of adenovirus type 5 fiba protein

s

Shaded region means the alignment between the VPGB and the Knob domain of adenovirus type 5 fiber protein. Framed region means the predicted transmenr

berane domain of VPEOB
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PROKARYOTIC EXPRESSION OF VP60B OF SHRIMP WHITE SPOT SYNDROME
VIRUS AND PRIMARY ANALYSIS ON ITS AMINO ACID SEQUENCE

LI Jia', XIAO Nar, WANG Yir Zhen?, YUAN I, XU Ta? ZHANG XiaoHua? and DAI He Ping?

(1. College o Life Sciences, Wuhan University, Wuhan

430072; 2. Institute ¢ Hydrobiol gy, the Chinese Aaademy ¢ Sciences, Wuhan 430072)

Abstract: White spot syndrome virus (WSSV) fram shrimp was first found in Taiwan in 1992. Since 1993, white spot syndrame
disease of shrimp caused by this virus was widely spread throughout China, Asia and Parr Pacific Ocean. It can cause 100% cur
mulative mortality of cultured shrimps in 3 —4 days. The virus particles contain five major proteins: VP28, VP26, VP24, VP19
and VP15.The mode of entry and systemic infection of WSSV in shrimp and the funotions of these virion proteins are not clear.

VPO0B is a kind of minor structure proteins in WSSV particles. Using interproscan to analysis on homology to VP60B, a piece of
sequence of amino acid in VP60B was found homology with adenovirus type 5 fiber protein knob domain. In this study, the gene
of VPAOB had been cloned into a prokaryotic expression system, and induced to express at low temperature. The result showed

tha the expressed protein was existed mainly as inclusion body in this expression system. Prokaryotic expressed VP60B could not

recognize by polyclone antiserum against WSSV, whidh suggested that this protein might be a weak mmunogen. According to the

analysis of the sequence of amino acid, a trans-membrane domain was found, which suggested that this protein might locate on

the envelop membrane of WSSV.

Key words: White spot syndrome virus (WSSV) ; VP60B; Prokaryotic expression



