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(24°C£1)C, 0.05% ( Ted clark ),
s 2 1/3 R ( ) 125
pug/mL (200 W) 10min,
10 mmol/L PBS (pH  7.4) 72h, 4h
1.2 Bradford ,
TSA &5 OMP-ISCOMs
1% NaCl TSA , ISCOMs OMP-ISCOMs 10 pL
30C , 2% R (JEM-120EX)
RIS % TSA
1% NaCl TSB (200 mL) , (28°C 1.5
180 r/min) 24h, iz 3 :OMP OMP-ISCOMs
1.3 OMP 10 ,
Sarkosyl [ 4°C 6000 OMP-ISCOMs 28 (
r/min 3 s 15min, 20 mmol/L ) 0.85% OMP
Tris-HCI (pH 8.0) s 4min OMP-ISCOMs 200 pg/mL 200
( 200 W, Ss, 5s) 4°C 6000 uL/ 40 pg/ ),
r/min 15min, 4°C 18000 r/min 60min, 0.85% 200 uL
5 mL 20 mmol/L Tris-HCI (pH 8.0 2 mmol/L i} 7 14 21 28 35 42
EDTA) s 2 0.5% sarkosyl ( OMP-ISCOMs 3 ,
) ,37C 30min  4°C 18000 r/min R 37C 1h, 4°C , 10000
30min, 20 mmol/L Tris-HC1 (pH 8.0) r/min 10min, s -40°C
4°C 18000 r/min 30min, 10 mmol/L WE 28 2 1
PBS (pH 7.4) , BSA , 10 FJ03-X2
( ) , Bradford , 2.0x10° cfu/mL,
-20C 0.2 mL
1.4 OMP-ISCOMs (D
1l OMP 2%(
) Mega-10 PBS , 37°C (Relative percent survival, RPS) [1 (
4h, QuilA / )]x100%
Fx1 HEMRMHEERE
Tab. 1 Challenge and collect blood groups
Immunogens (cfu/ ) Number of fish challenged Number of fish challenged
Challenge dosage
OMP 2.4 png/g 4.0x10* 10 0
OMP-ISCOMs  2.4ug/g 4.0x10* 10 18
PBS Control 4.0x10* 10 18
1.6 (ELISA) (Sigma), OPD (Sigma) s
, PIN 2
ELISA 1.7 SDS-PAGE  Western-blotting
OMP 96 4C SDS-PAGE Mini-Protein cell Il (BioRad)
7 14 21 28 35 42d OMP-ISCOMs s 5%, 12%,
, 5ug
Mab8H1  7E2 13 1: 1000 , 21d  28d 1: 800
s 1:5000 HRP 1.6 , DAB



433

2
(Sigma) (6] 4 , 47
2 38 36 34 kD
SDS-PAGE ( )
2.1 ISCOMs R 4 OMP-ISCOMs 21
2% 28 ,
ISCOMs 30—40 nm s OMP-ISCOMs
(1 50000x) 2.3 OMP-ISCOMs
ELISA
(NS-7d 14d 21d 28d 35d 42d) P/N>2.0,
, OMP-ISCOMs
« 7 1:100, 14
1:3200, 21 1 6400), 28
s 1112800, (
35 113200, 42 11 1600)
42 ( 3
—=— X RE4] (ODfH )
r — el CRefr) 10000
2 15l ~ 10000
3t
1 -ISCOMs g ! 11000 o
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Fig. 3 The kinetics of antibody production in serum coated with
Vv-OMP
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Fig. 2 SDS-PAGE and Western-blotting patterns of OMP-ISCOMs a 06
of Vibrio Vulnificus ©ur
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. . o .
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Fig. 4 The kinetics of antibody production in serum coated with
Vv-OMP
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80%; OMP-ISCOMs 10
2.4 100%;
FJ03-X2 LDs, 7.1x10% cfu/ ,
, 4.0x10* , OMP-ISCOMs FJ03-X2
cfu/ ( 2 168h  OMP 8 ,

F2 XMRMEEEMEBEH FI03-X2 BHIEMNFEELER

Tab. 2 Comparison of relative survival percent of control and immunized Anguilla anguilla against challenge of Vibrio Vulnificus strain

fu/
I Chall (Z W) Number of fish chal- Survival after Survival after RPS
mmunogens allenge dosage Ienged 72h (%) 168h (%)
OMP 4.0x10* 10 8/10 7/10 70%
OMP-ISCOMs 4.0x10* 10 10/10 10/10 100%
4.0x10* 10 2/10 0/10 0
Control
3 bl
Quil A 23]
[17]
30—40 nm, (ISCOMs) OMP-ISCOMs 7 14 21 28 35 42
ISCOMs ’ : OMP-ISCOMs 7
b > 7 2
[18]
OMP-ISCOMs
1984 Morein, et al.
(ISCOMs) -3 21 28 OMP-ISCOMs
» ISCOMs , OMP-ISCOMs
’ ISCOMs — Hmp-13COMS :
47 38 36 34kD 4
[13]
( )
ISCOMs , 100%
[19] 5
ISCOMs , OMP
[20] ’
(ECPs)  ECPs-ISCOM ,
R ECPs 72h , ECPs-ISCOM
84%, ) . . . -
ISCOMs, [1] Chiang SR, Chuang Y C Vibrio vulnificus infection: clinical
OMP-ISCOM manifestations, pathogenesis, and antimicrobial therapy
) s ’ [71  Microbiol Immunol Infect, 2003, 36(2): 81—88
OMP-ISCOMs ( 40 pg/ ) [2] Linkous D A, Oliver J D Pathogenisis of Vibrio vulnificus
OMP ( 40 pg/ ) , (MiniReview) [J]] FEMSs Microbiol Letters, 1999, 174:
s OMP-ISCOMs 207—214
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T (CTL) B (22] , ISCOMs
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