21 1 Vol. 21, No.1
1997 3 JOURNAL OF FISHERIES OF CHINA M arch, 1997

BIEN FHhE RKzm EXX M 4

( , 266003)
, 35% (w/w) ,
R CsCl , )
) 10 )
[ Lewis 1986, Momoyama 1983], ( 1992), Bona-
mi [ 1990] (IHHNYV)
(Hepatopancreatic Parvo-like Virus, HPV) ,
[ 19964, b], ;
1
1.1
) , -70C
:1995- 08- 21

(1) .1992. ) L 14(2): 22~ 24,



21

1.2

B

HCI, 0.001 mol/L EDTA, pH 7.6 (ET)

0. 05 mol/L T ris—

B )

20% ~ 40% (w/w)

1.1. 2- 10 , 4T 2 3000
1/ min 20 s , 1.1.2 -
1.3
60% (M W6000, PEG) NaCl,
6% ~ 8% 1% , 47T s Hi
tachi 85 CP, RP70T ,8 000 r/min, 5 C 30 , , 1/10
ET , 10 000 r/min ,5C 20 35% ~ 40%
(w/ w) , 1. 3, , 50 000 r/ min,
5C 3.5 X , ,
ET ,10 000 r/min,5C 20
R ,PEG 40 000
1/ min, 5°C 2 s , , 50%
(NH4)2S04 6% ~ 8% PEG
1.4 -
Ashley| 1982] 6 -
13 mL , , 1.5mL
, 2 mL Hitachi 85 CP RPS 40T ,10C 40 000 r/ min 3
2
2.1
5 2~ 3 ’
) 1,1, 2
4C , ,
? ” 1, 1, 2—

PEG

6% ~ 8%



4~ 5 ’ 10 2
(NHa) 2505 , :
PEG , (NH4)2S04 )
2 ? 3%
- , 1 3~ 4

1 - 2 -
3% , (210k, = 25nm)
Fig.1 After potassium tratrate Fig. 2 The purification and centrifugation of hepatopancreatic
glycerol density gradient centrifugation parvovirus by potassium tartrate-glycerol density gradient
2.2 -
2



[ 1996a, b|
3
[ Payment 1991],
3.1
1,1, 2 [ Nakagaki 1980],
, [ 1996b|
, pH )
s [ Payment 1991]
PEG (NH4) 2S04
, PEG
(NH4) 2504 s
3.2 -
Ashley [ 1982] ,
: 1) :2)
’ ) ( CSCI)
;3) CsCl

CsCl , \ Ashley,



AFRABRA RAF A EH 8RB, % 5239000083 Ao R E &% B Foh, PDB 6- 6- 2 5

. 1996a. . ,27(3): 308~ 313.
. 1996b. . ,27(3): 314~ 318.
Ashley C R, et al. 1982. Potassium tartrate-glycerol as a density gradient substrate for seperation of small, rund viruses from he
man feces. J Clin Microbiol, 16(2): 377~ 381.
Bonami] R, et al. 1990. Purification and characterzation of the infectious hypodermal and h ematopoietic necrosis virus of penaeid
shrimps. J Gen Virol, 71: 2657~ 2664.
Lewis D H, et al. 1986. An enzym e linked immunosorbent assay ( ELISA) for detecting penaeid baculovirus. J Fish Dis, 9:519.
Momoyama K. 1983. Studies on baculoviral m id-gut gland necrosis of kuruma shrim p ( Penaeusjap onicus) . 111. Presumptive diag
nostic techniques. Fish pathol, 17: 263.
Nakagaki N, et al. 1980. DNA of a new parve-like virus isolated from the silkworm, Bombyx mori. J Invert Pathol, 35: 124 ~
133.

Payment P, et al. 1991. Concentration and purification of vimuses: practical aspects in virology and molecular biology. In Cheremist+

noff P N and Forrante L M (eds). Biotechenology-current progress, Volume [ ,T echnomic Publishing Comany.

METHODOLOGICAL STUDY OF THE PURIFICATION OF THE
HEPATOPANCREATIC PARVOVIRUS OF PENAEID SHRIMP
BY A POTASSIUM TARTRATE-GLYCEROL
DENSITY GRADIENT CENTRIFUGATION

XUE Qing-Gang, LUO Wan-Tao, SONG Qing-Yun, WANG WenXing, YANG Hong
( First Institute of Oceanography, SOA, Qingdao 266003)

ABSTRACT A method to purify the hepatopancreatic parvovirus of penaeid shrimp from the
infected tissue by density gradient centrifugation using potassium tartrate-glycerol as substrate is
described in this article. Taken from the heavily infected shrimp population, the hepatopancrea
was ground thoroughly and treated with 1, 1, 2-trichlorotrifuoroethane or chloroform. After the
concentration with 6% ~ 8% of polyethylene glycol ( PEG), centrifugation through a sucrose
cushion of 35% (w/w) was performed. Then, the resulted pellet was resuspended and
centifugalized through a density gradient of potassium tartrate glycerol prepared according to
Ashley (1982). It is indicated from the purification result that the method is as effective as the
CsCl density gradient centrifugation yet less expensive.
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