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A # F ASHEFNENETRENSEESSRNEN, 23 GCHV £RAFEME (- 20
CIEHFEMT,REASAIRER. AR 924, FHE 1% NP0 (Nonidet pd0} i1 Ik B
PR E AN, SRR, ME TUEN AR ENE R . B RRE R
M TR, MM ETRUAERBNLS SERMBERENES, S EANEHE. &
REZPMARNE, BRTRENPARENEH. MENEEEEAE 7% FEHHSERE
Bk AT, R UHREREEF, FNRAMEERICH GCHV cDNA R, 5% % RNA
BRWAGER TR SR, S MHE RNA RE T AT 10 pe, HHE R HME AL R
FE A RAF AT AR, R RS Y. BT EEE. L ETRANE
TR KDk 3 7

)
e FEaNmAmEE, REERA, PR, 5 TFRE % é
r * ) .

R IURRE(GCHV RS IREAR TN EFEME . +B4%, BRI ZREH T
BEM EDEEEREL G TARFHERSRTTHED L HERENENIENER
RBRAFEGFIONE T R4, LT HE, B E A S B E RGBT R RE R EE
HORKRAR K SRR T i imE - ERELBH TR Rih T REN
BEARTHFENRABMSER, HIRERRSXIRERE . hILEE, 5 —F
Ze . HHMAEERG EENDNREREHNERENLABY, EINEHREZERN W
RELRE SHRENMETXEDDREER TR SN RIGES ™ FRET aBaE
BBF R AU, —ARIER, AR E A E AR ST R R AR, {5 (R i X F) a0
B og o L ) B B, LB SR BT, e FEREEE - ER ER A E VO RE. &
FHREE IR R, AL WE, RIS AHESRAEER. AREAREEE
A bR AT ER AN ERNET RS, yEHERUEENPERERTE, TERE GCHV
7L I 5 o R Y BT 455 0B

RS

| MRS TR R G A S CLK SR, S B ) GOH V., B RV 87 .
? REALEELESE wEStFESHOBRY HSERIHIEFENT  FERREAHESY
Fi 30% CPE W, M5 AR, i 10 mmol/L PBS {0, WK T, A LER 1%NPAO(FET 10
mmol/L PBSY, B - 30 U W, 2= 0GRS, H5H B E O 10000 z {EEEC 30 min, BEMEG H,BE.
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130000 g B 4 2 b, FIEH T 10 mmol/1. PBS A1, LA 200 mg/mL RNase,27 T ik 4 h, BRi5 W HEK 4
T 47 48 b, Bk 2/ s NP40,

3 FEHELDHRSRE H4tHBERRZ2 2%PTA(pHS. 9) A%, F— 700FA RIS BE P WEE SR,

1 FAEROENSEXENE SbmAERERNGEE UV -300 BN E EMFE 0Dy & ODu
YN pr, R 280 om & 260 nm F R R HETHEE,

5 RN GCHVERETAHNNNME abf GCHV RET B 100 (R EHTRHN 0.5 pe/pl)} s
SHREMEREARS HESREaSZ4 WA RS X E-RANREHE=Z R0, (Bim
i, BHELISA M ERER .

¢ FREEMOERRBESRGE HERBMER T B RENSBIE R R R DR, BRE,
BBH EB A .ZD] - FHBEA RN BEREEL,

7 WEFRHREIL KA DIG- JUTP(EE KR8 A0 £ 7)% 2 pg GCHV ¢DNA L K Bt (% 3CiRiE ) 2
fHFi, TRERAERFEEET. FEARHLTKZOIRE AETRE. ET 50 oL TE ZWHEP, -
WTCRFEH.

§ AT HERTHED DNAMHEME.GCHV RNA REPHHGE T NCE LSO T. BT 1h, £%
ER2CHEHFTFHET. REES 50% FREM.S % 83C,0.1% N — Lauroylsarcosine. Na ~ salt, 0. 02% SDS. 1%
Blocking reagent. EAEIETT 4 b i3, I R4 ReEMR, RE M A 10 oL £ FHEM IR, 42 T RES
W, HEREE H0.1x55C.0.1%SDS EEAME2 1, 42 C B2 W . EEEH 1% Blocking solution # H] 30 4
BT ENA DIG Hik - BRAER BT SHEH T 30 28, KRS, WA KM NBT X X - phosphate 8 #2d
LA EAEAENNMR.

% R

1 WEEFHAHSE
1.1 B TIREN R ESHEw

AN EER T FRIETRESN SSC P10~ 85C~0.01 > SSC), -20 TRE, FRIF
EECEE, BB TMERLTH, REHAGCHVERE M ERERETRE. EAEHLILES
B la), MERKEBEETRE. REESRESH A E W ER RFRK BEHHE (A
1b), X—E R R E MK EARBER SR ES FRAR, MR e L& e
ARFRBENREH, AT R E RSN EE.
1.2 NPH) MHmBmELA TR EEEE

R NP4 WA BN ERAETAE, 2R G@BA—REREL, BENENERT
M le.d fime. WA Lo, d FHRATATUEZIR A NSHERNBEERNERT BEORFT(I R
EHFR(D, kKRB ZTEBHFETR. FFFER 1%Triton - X- 100 FEHRE &4 T B REH
i, R PRALTENRER T (RER), W REREDN NP0 5 Triton— X - 100 2R3
REL,
2 GCHV IR fi R HIRE

WAaAMRET ARG EAF %, TS ELISA AR PRARMEE R M T REFR. A
FAPPLLE ., KRR R R K R BP0 E T 80 5 5 B EE A AR o 446,
M GCHV R HEN PR MK TFT8RENPREH. XEEYZEREREITE
BiE, KHARERBAOSN. RECAAERREFNAXEEY T ERERB AT R
e, R R R et EERE T, SRR VR ENERBE I TR S ER &S
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SN E R R LR FRERAARPER. B2 EXHFMNFEEFTRINE

it ERE REANT A LR,
T RENRSERLRE ELISA MH R SR S

Tab. Comparason of antisera ELISA and neutralization titre
for bath GCHV and s subunits

i Hitk ELISA %t ook PR
s:EF m; Aﬁ,-ﬁ fjdi, Antibody ELISA Meutralization
P ee titre titre
GCHYV T8 fi 190ug each 1-2530 1:901.6
GCHY subunits
& B 100ug/each 1:2580 1:1148

Inwact viron

3 RET AL SRR
3.1 BEREREER B K

ZEBRMNILARE TR R 2RI TR0 R &FE A8 AHFETE, #
Fl#&&T.% PAGE BRI, EB A FEEMT THEN LR DLE 2. MEDPITLUEE, K
SEHMMHLAR R, R RAEERE B 11 £, T RNase 20385, MBFH K.
3.2 MEFHFCEHEMERER

F2H LA GCHV WE(L 5 RNase SN LBNABREREKRB KR EDNELERE,
A EE S Dig 712 GCHV cDNA #F 5243, BT i%E DNA HE Y AENE, Eo &
THEREWEI BPA 810 EHEMN GCHV RNA #5h. B,-3 % RNase HIL T T £
£, By K2R T AR, By IRAEIE,C, % DNA TEREHE, A34R7Y
L&, $RiC# DIG - cDNA F4EE# M 2 10 pg 49 GCHV RNA, MEIHEKEM T RIS
RNase ifj fb ¥l 55 R0 R .

1] w

HHERGETAER AEEONNENRELRBA. ANERERS B THREN,
HFHNEADEALEFENUGE, REEHHIFASERRARKERERET
S HEX R, TRPRNKA LR FE, HERATHRSEEHEEEAHF . HE
¥.EATFRRGHZEELAAHEHTHE, CIEWEENRERN R BERBAN VP7 E0 R F NiFE
MR R REN EEREA,TEAEE VP TR EA L, TR &KT
WhRERE, AEREFFHESTE GCHV B ZRH#FT T REFEEMNBRD, FHE
Vpb o S FAETR A Bk B, SXELURNE B Z ERE AR R A s R R e, B
FHARONAE, BaTHREGRTIREARKE - SR B& L8 8) S R, KRAFH
—EHIFiT. HKTPFHEE GCHV LRV AH S A ZRFEFTN S RAG, R 5 FRTHART
HEMHEST 7R, iR S E AP 10 pg. ZEHLAEBNEEER, O ED
iR R R A R R GIRILHROK K P BT A& R, B GE) , A= 3 et —
SARGHEE RO, A, SR A E AR &R R AR A, AR R, FsREY
ENGRAEHNRATRRHELLEFRE - &SN ER.
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A FEERE( - 2430007

B REESREFLTRRSH~ 135000)

C_ %2 NPA0TH b 3 15 55 H #0 U0 W d 440
NFRRABERE (+ 140000)

D.NP40 ShHE IS BAE 4 ~ 94500)

Fig.1 Electron micrographs of GCHVY and its subunits
A ntact viton { = 24 3000}

B. The muxture of intact virus and top components

{ ~ 135000}

C.Joosen wop and core componemts treated by 1% NP4
{ + 140000}

D. capsomers treared by 1% NP4 { ~94500)

2 WEABE R R

A £ RNose 7 k05 JE 8155 6 5 FE BRUR By

B. £ RNase {f fhof) £ 20 {95 & # MR 10 440

Fig 2 Electrophoresis analysis of GCHY - RNA by PAGE
A undigested preparanion of GCHV subumis

B digested preparation of GCHY subunits
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M3 FEAETRMIER
Al -5 % 10ng - 1pg i GCHV - RNA
Bl -3 AWLE A fr B &
B4 £ RNase T FLE9 T B2 {0 3F 0
BS WA B (pBRI28)
Cl -5 % GCHY — cDNA Pt = FE
Fig3 Derection of GCHY — RNA by DIG - labelled GCHY — cDNA dot hybridization
Al — 5 ate RNA samples from 10ng — Lpg
Bl — 3 are the subunits digested by RNase
B4 15 positive rontrol (GCHY — RNA)
BS is negative contral [ pBR328)
Cl -5 are GCHY — (NDA posttive clone products
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Preparation of Grass Carp Hemorrhage Virus Antigen Subunit

Fang Qin Jiang Hong Ke Lihua
{ Wuhan Institute of Virology, Academia Scnica, Wuhan 430071)

By studying the fine structure of GCHV (Grass Carp Hemorrhage Virus), It was found that
the capsid of purified GCHV can be degraded spontaneously into its morphological units by pro-
loging in a buffer of low ionic strength, but not very completely. The virus preparation was ob-
tained from GCHYV infected cell, then treated with 1% NP40 reagent in low — salt solution and
fieezed thaw ng, finally purified by differential centrifugation. Using negative staining method,
out, core capsid and capsomeres of the virus were showed by electron micrograph. Afterwards,
the preparation digested by RNase was equally mixed with Freund's adjuvant and immunized rab-
bits. The antibody was tested by ELISA and neutralization test, which demostrated the prepara-
tion can elicit good levels of antibody. The RNA — free preparation was detected by PAGE and
DIG ~ labelled GCHV - ¢DNA hybridization. The sensitivity of the test is approximately to 10pg,
the samples of subunit all showed negative. The preparation has a high purity. small volume and
better safety. Besides, it is easy to use, also convenient in transportation and conservation. [t will
be a ideal vaccine against grass carp hemorrhage disease.
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