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A Modified Technique for Purifying White spot syndrome virus

XIE Yun-li, ZHANG Shu-yong, HUANG Ru, SHI Zheng-1i"
(Key laboratory of Molecular Virology, Joint-Laboratory of Invertebrate Virology, Wuhan Institute of Virology, Chinese
Academy of Sciences, Wuhan 430071, China)

Abstract: The envelope proteins of White spot syndrome virus (WSSV) are very fragile and easy to be
destroyed during purification. It was difficult to obtain a large quantity of intact virions by routine
sucrose gradient centrifugation. After modifying the sucrose gradient by adding citrate sodium, we can
obtain a large quantity of intact virions and nucleocapsids. This purified virions and nucleocapsids were
subsequently used for analyzing viral structural proteins and DNA extraction. The result showed that
this modified technique is very efficient for virus purification.
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XTUF OB LR & MEH T (White spot syndrome 1.1 fRERGIRAE

virus, WSSV) EXTIFFFENKM EERR, B 1992 BEXE (40D B TR TR il
FUSR—BEZWEXNIFR=8RAE, EREX (0.0272 mol/L Citrate sodium, 0.072 mol/L NaCl

ZoHk. ATFHEEEEB RILFRERNKE  pHT.4), BHIK SORMIMEER, 2 8RR CUEIRKX
HFRKEY), FHHRAKENYIRTHARIREE 20%~50%HLHEE . B 2mL Mk BT
KmEZ—. EXIFARSAEREMRNTE BEEEA R L. 110 000g, 4°CEL 1he BRI
P, HENRARXEN . BT ZRESNERE /5. B TNE (0.5 mol/L Tris-HCI, 0.1 mol/L NaCl,
FEARBSEME, RBERITEMHRERNT. 44  0.0lmol/L EDTA, pH 7.4) #%, 110 000g, 4CE
HIRERE A A B O AN SIS HSEE, W .0 45min. FRFITEHE T 100uL §9 TNE 1, -80°C
BHELSZRKREBEHUAFTR T, NTITGHBIXE  HFE&H.
B EBAFESE T, B2MIE— i B 12 fREERFTEHEL
BARTUBIAERESNZKERMRBTRLT, X SERIRIRLT (250pg) R T 1.0% NP-40,
WSSV HHMAMFAEE T REFHOEMS P, A3 10mmol/L Tris-HCL, pH 8.5 &, % 30min. R)5
REME—MRRK. BABRREAERHAITHRTH T 30%MH M L(10mmol/L Tris-HCI, pH.8.5 A

R EEERARA. ‘ &), 150 000g, 4°CE.L» 1h (Beckman SW55). I
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PTA (pH7.0) #f4)5, £ HAIZ (HITACHI) 7000-FA
RUFEST B TR
14 fRENEHMERSZKSH

KAAZELE SDS-PAGE R4S, WA E X
5%, FTEBIREN 15%, BBRBNEBERE (Gel
Doc 2000) AR IAET L IKEE.

2 #R5®

R R R E WY TN, RAHIR
BUEKRIK, ARERTHRESZIHED .
AL RAITERMWET AR EERRE, »E
AR REHIERE AR EOE, HIVEHRE
BT, mEECREY B2 T8 A KRR AR
&, BRSRTRERRSTE (B 1) . £ NP-40
A3 IS IR AR TR R O R A TP R AR 2R
IR (B2 .

B ALRCEE WSSV IRERLT
a, KEAMKEENRER T, IFREF 300 nm: b, WHEBFET
REREH, HRRZEF 100 nm.
Fig.1 Purified intact virons

a, Large quantity of intact virions, bar = 300 nm; b, The tail-like structure of

virion, bar=100 nm.

K2 4kl WSSV KT
a, KB WSSV K7 b, LDRBERENEKSE, RRER
100nm.

Fig.2 Purified WSSV nucleocapsids
a, Large quantity of WSSV nucleocapsids; b, An unusual nucleocapsid;

Bar=100nm..

B 1992 FEXTEFRE & LUK, IR BT/ NABAN
TR KB IANZR TR ITHR . BB TXEFa

AR SHEBERS R E G M, BR8N
RE - ABARREFHRR. Yang?SIRBEHIHK
FANEARB G T HEEEAL PR, BAETE
VO R T4, . Huang™ S5 % IRAL B3 BE B
A, IR S BB T R R, HiX
PR TR B R G B 2, HMARIENER
BEAM I3 2 PREBESR (PMSFE), AR A R
K—ERIEF. BEBER, B RIS EERE N
TR MAFTERRN SRR,  RERS PRI E REAE A
HIREEE, AR R MR, T
R KBNS SERERN T, AR RTEN
AR RASETREVCGREN R X R &5
SRR, LEEESIAN, @B REFTHBEE
BEHEISER, B WSSV HBAEfIRAE K.

FIRIRA R EBRTH T . RSN EBNS
HATER B Rk, RENERES BRI =44,
S50 19, 24 1 26kDa. KR FTEA B —4&4,
584 15kDa (VP1S). VP19 fIE A RiEBMXT
HMEEEWERED, §02 VP24 ik xE
Bk HIASER— & (B 3) . REWETE
FMMEELRSHBI, E—HUEsE T iZIRaiE AR
HIAT5E .

B3 WSSV #it& 1 SDS-PAGE Eif
1, SEBFTE: 2, BT 3; BERS.
Fig.3 SDS-PAGE of WSSV structure protein.

1, Intact virions; 2, Nucleocapsid; 3, Envelope fraction.

EEOEIEY, TNOERUETHHRESE —
KIZER. Viak FREDRENEWEATE S &
BEREESH, Bl VPIS. VP19. VP24, VP26
1 VP28l Huang BRI SR T ARG 4 £ E
KigHEAS, AN VP28 Ml VP26 A% T
&, H4FE K/ KN 28kDa™. #4118 Dr.Viak &%
F1 VP24, VP26 fl VP28 R PLis A4 RE
B, VP24 F1 VP26 fR—aFEME L, K/NA
24kDa, MELA4>TF, 10 VP28 Hjk/NKy 26kDa (4558
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RKER). BMNNA, FEEMARBLERITRER
BT AR S EITEMN RS, 55, EREN
TR, I —FETBRBRT RS D AF
R E ALK (50kDa), JLXE R B IAERIS R,
HERERHTH B KT

FEURTHIHRIEY, BKRTHRLHEZ AN 14-15
WS BERATER S, BRI T KEH 30
WIS, WS LERE, PERAREREE
%, SHEBBEHEERFAAUS. LXRKE
IR 7 A W RE R AR B FRE D FE P B 8
IRECR B IR ALK 5T .«
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