33 3 Vol 33 No. 3
2009 5 ACTA HYDROBDLOGIA SINICA May 20009
DOT : 10.3724/SP. J.0000. 2009. 30413
i=:R N 2 NE b = XE 3 - >
MRA AWmE R BREW BRZ UK
( s 313001)
(Vibrio harveyi) GYC1108-1 8 BALB/c s
s (ELISA) s 2—3 , 5
GYC1108-1 1B7 , 13200 I 32000
N , ) ,
, ELIA 1I: 51200 1B7
HRP s (TAS-ELIA)
1x 10" /mL TAS-ELISA (P seudosciaena crocea) , 54
45 , 14 s
TAS-ELISA s
: Q789 :A : 1000-3207( 2009) 03-0413-05

( Pseudosciaena crocea)

11]

(Vibrio harveyt) Austin'
2 2
[ 4]
2
[12]
[5-7] [13]
> 5
[14]
) 5 s
[15]
2
[8]
2
, ELBA , ,
[ 9] [10]
2
2 2
, , ELISA ,
1 2008-02-29 : 2008-12-16
(2005F12005)
(1979—), , ; s H

, E-mail melissa511@ sina can, Tel 05722045132



414

33

1
1.1 GYC1108-1
l. % NaCl TSA , 30C 24h,
0% ,4C
, (0.8%% N 3,
, ODsso,
, - 20C
1.2 8 BALB /c ICR
GYC1108-1 ( 10 CFU /
mlL), 101 ,
BALB/c¢  , 0.1mL/ ,
, 3d
1.3 [16]
$2/0
, 1000r/m n 10m n, ,
: . 37C
455 PEG4000 ImL,
. 90s
DM EM : 10mn , 10001/
min 10m in, : HAT ,
96
, &% CO, 4 5
HAT ., 9 10  HT
HAT :
1.4
ELISA ,
: 1000 .
. Goldng L
10—12 BALB/c
, 0.5mL/  7—10d
0. 5mL 1B7 , 1—1.5 % 10°
7—10d :
, 30007 /m n 10m ,
- 20C 2—3d
, , 2—3
1.5
2kg ) )

0. SmL, ImL 5 7

ImI, ,
ELBA \ >
1: 12800Q
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0. 0lmol/mL PBST ( {H 7.4) 3
\ 3n 10% PBS
37C 2h 3,
100, PBS 37C
1h 3 100
10011, 37C 1h 3
10011, 1000 lG-HRP,
37C 1h 3, S0ML
OPD-H,0, , 10m i
S0ML 2mol/L ,
(B b-rad, 550 ) ODso , P/
N> 21 , PIN< 21
1.6.2 TAS-ELISA
54 ,
14
5
, 1.6.1
0D 490
(Bio-rad, 550 ) PN221 , PN
<21 (P TAS-ELISA
oD ., N
oD )
1.7
TAS-ELISA , TAS-ELISA

, TCBS



3 : 415

2.6 TASELISA

2
TAS-ELISA 54
2.1 mAb 14 , 45
, ELBA , 80%
, 5 GYC1108-1 , 14 (
mAb , 1B7 1ID7 2G8 3G6 3)
3H7 3 , 100% 3 ELISA
, R Tab. 3 The result of TASELBA on P seudosciaena crocea specin en
TAS-ELISA
2.2 mAb ) No of ) The rale
3 mA b FEL A 1B7 P. crocea specinen <pecin en The result of of detection
TAS-ELISA
mAb ELKA (1
1—17 +
1 mAb 18— 20 - 8%
Tab 1 Biobgical properties of the five monoclonal antbod ies —4 B
. Tier of ELBA  Titer of ELISA 21— 36 +
Hybridan a Sub type
Y op ( Supematant Fluid) (A scies) 37— 39 _ 8%
1B7 IeG1 1 3200 1: 32000 5—10 _
1D7 IeG3 1 1600
40— 51 +
2G8 IeG1 1 3200 80%
52— 54 -
3G6 IeG3 L. 1600
11— 14 -
3H7 IgG2a 1: 400
“pr e
2.3 1B7 Note “+ ” means positive “ - ” means negative
; ELBA 2.7
(1 —20C TCBS 54 :
2.4 , TAS-
5 ) ) ELFA R TCBS
40mL TCBS 14
: ELBA ,
1251200 3
2.5 TAS-ELIAA
TA S-EL A ,
, 1x10°  /mL , 5
2 TASEL KA
Tab. 2 The result of diflerent concentrations of V. hamweyi detected 1B7 ) 1B7
by TASEL BA EL KA
( /mL)
Concentrations of V. h(:rueyi (Cell/mL) The result of detection ELBA ‘
1x 10 +
1 X 60°C 4C : :
1% 10° + ELISA ,
1= 10* +
1x 10° - 4h ’
1x 10 -
1x 10! - ’ N
« e R

Note “ + ”means positive “ — ”m ean s negative
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PREPARATION AND APPL ICAT IONS OF MONOCLONAL ANTIBODY AGAINST
THE PATHOGENICHARVEYI FROM PSEUDOSCIAENA CROCEA

HAO GuiJie HEN Jir-Yu XU Yang YAO JiaYun PAN Xiao-Yi and YIN W en-Lin
(Zhejiang Institute of Fresho ater Fisheries Huzhou  313001)

Abstract Vibrio harveyi is a k nd of important pathogen t bactern for seawater animals such as prawn crah caln and
omer Along with the development of seawater fish cage-culure in Ching Vibrio harveyi also becanes a mamn cause of
disease of cage-culure fish inchd ng Lutiunus erythop terus Seriola dumeriliy Epinghelus coioides and P seud osctwena cro-
cea. One pathogenic V. harveyi sran GYC1108-1, which was isolated fran diseased Pseudosciaena crocea n Zhejung
Provincg 2003 was dentified afier morpho bgical observation b bdian ical dharacteristic analysg 16sRNA and HSP 60
gene sequence detection

V. harveyi GYC1108-1 was nactivated by fomaldehyde to prepare antigen for the im un izing of 8w eek-ol female
BALB/cm e Spleen cells collected fran mmunizedm ice after the fifth mmunizaton were fised with SP2 /0-A g-14mye-
bma cells Indirect Enzym e-Linked lnmunosorbent A ssay (ELISA) was used to screen hybridan a cells and Im ited dilu-
ton m ethod was perfomed to subcbne the positve clones A fier three cycles of subcbning five M cAbs aganst the
GYC1108-1 were selected and designated as 1B7, 1D7 2G8§ 3G6 and 3H7 respectively The fiveM cAbs n culture li
uil were proved to have high ELIA titers between 1 400— 1. 3200 By using he mmunoglobu Iin subtypes kit 1B7 and
2G 8 were ientified to be IlG 1, 1D7 and 3G6 to be 16G3 3H7 to be IeG2a respectively

The 1B7 was chose to prepare ascites and he ELISA titers of 1B7 n culture liquid and ascites were 1: 3200 and
1: 32000 respectwel. One rabbitw as mmunized w ith V. harveyi GYC1108-1 The inmune sera of rabbitwere collected
afier five mmunizatbns Antbodies (IgG) obtained fram the mm une sera were purified by anmon im sulfate fractiona-
ton The ELISA titer of themu lti-cbne antbody was 1: 51200 A trple antibody sandw ich enzym e- Inked mmunosorbent
assay( TASELIFA) was devebped with the plates pre-coated w ith rabb it polycbnal antbod s against V. harveyi for bae-
teria capturng ©lbwed by san ples naubation M cAb( 1B7) and goatanttmouse-IeG antibodies labeled with HRP. The
bw est detectable concentration of V. harveyi detected by the TAS-ELTA was 1% 10" cells/mL. The TA S-ELISA w as used
brdetecting V. harveyi n P seudosciaena croceq, V. harveyi w as detected fran 45 fish anong 54 diseased P. crocea, and
no V. haweyi was detected fran 14 healthyP. crocea. The results ndicated that he TASELISA specnlly againstV. har-
veyt could be usel for the rapdd dhgnosis of diseased P. crocea.
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