F1oEEIY
20034 2 H

o [ K 7R
Journal of Fishery Sciences of China

Yol .10 N
Feb . 2003

Il H R ERMENMNIEZEEN B RFE

BOR, B R SO, R OR
(PESFRE BARARTHELEEE, D& F5 266003)

HOE. 55T NS, Sarkosyl B PMSE 35 2 5 i S 9B U6 18 ( Vibrio enguillerum ) R BT ( Vibrio alginolvticus } B8
S 1 (MOMP) Ll 5T SDS - PAGE 4F M7 EREE 2 Ml TEAMER H AN, £ ERT), 505, Sarkosy] F PMSE
o A D R BT B PO M L B AN TR 1 v, SDS-PAGE M KIS IS R I, SR G SRR\ O TR 27 - 138 KD TR
WM EANEEAS TR 27~ 104 kD, P ,45 kD30 KD A 27 kD SMETB 1AMV E R RN AR LS. S0
B, Sarkosyl B 2 FOL A RES RV ST . ) 3R L S 2 MR T 2 ESMNEE 1 #E T SDS PAGE
IS A RS T R U O b B A B 4T 5 L 4 I3 P Weestern- Blowing ETHT 18 45, AR 0B VLG 3% L E B BRI TR
UYL 3 &R BT, FE4RF B4R 0 97 kD 51 KD A1 30 kD, 15 A7 BT A 5 S8 U R HL AT R B AR XK RLIR

M ART S RS EEAIES 2 AR A, HA TR A9 51 kD 27 kb, 15 04 O] 8 5 15 5 B
RHEAE TR XM S kD /AR ER TR 2 g LA i R R,

SRR B P R AL s P A

HMESES ] LEIRIRS A
o AL K P FR IR £ 1 S 8 v g g SR

2 HEEMHRG T IRAERML KRBT, 18
WE ( Vibrio anguitlorum ) BB 3| & B8 B A1 50
EHERAKFEAERLOAHEIDELNE
-1 I ( Vibrio alginolyticus ) LI K
F RS E WU B IR DL IR s
ILRBAXFHERLE . BTRERNES,
RIS BRI ARRR AN E
=3

AR FE B YR 2 G A R A B RS
B8TE H ( Major Ouler Membrane Protein, MOMP) &5 41 B
(REFTE N e R E IR DS R BARE
P02 75 T EE T i O ST A Rk, Rl S PR
FHENETRERER. FREIBHESNESE
FLIW R EBEAR A (0, SR MU e DU, SR T,

49 B 42002 - 06 - 15.

FEME HTTHE A EE R H (3 A R FERE T &
g giugad it Ragihe

EEMA mO03- ), T b, A, TEAEKFNER
# L G WA L E — mail; shouli @ ougel. edu, en )
WS TR O%0- ). B, ES HE, TEAFATHYRFE
R SETR T E — mal: whehun @ gl e on

TEHE 1005 - 8737 2003)01 - (31 - 05
e N BT MR R, ELE NS E
R N N S B A TR S o O 3
0 [N AL TR 10 R AT AR R
T R HA IS A7 A B T, %o 48 16 3 A 3 B I 7
SR I AT AR PE IR R WA RIE. AR E
HHFHAEEASEER LB s
i, il B8 N A AT IR SR TR P A A B RR AN R T
3 SDS - PAGE XA B & & 2 Il i S M E S
RS AR 48 ¥ R AT L 3 20 AT B 4R Jr B R e g al
BMEER MR E NN AR T, A
Western-bloting &1 2 R YL § 45 B8 48 11 9 F0 UM 847
i,

1 HRERZE

1.1 ##
1.1.1 REEH MIH IF RN R R
B 5 ( Fdwardsiella tarda ) B B i B #E N &
MK FRI G M E R RSB, A T 22168 B
FEE,25 CHEFF 24 he
1.1.2 @&ZFHEZR WAFERAK LR AP
R,
1.2 ®RENFHHE

BRAR A S BRILE 125 T 240, PRSI

PDF SCH{#i ] "pdfFactory Pro" X Hfix A% www. fineprint.com.cn



http://www.fineprint.com.cn

32 O kR

F10%

BR,0.2%F /R OHRIE ML, EHFHRLEN, 4
TR {6 000 r/min, 20 min) 3 % 8 /K T4k, PR &
& :
ARENEERE RSN =4, % 3 K
RS S d M muEH#, XF 1:3 200,58 7 XA,
B.LBmE, - 80 TR,
1.3 ShINE SRS

FeBHE SDST | Sarkosyl ' PMSFU3) 7 85 43 51
#1T.
1.3.1 SDSE HWEEERMETEEZE Tml20
mmol’'L, Tris-HCl (pH 8), BH B 5, 4 TH L
(6000 r/min, 15 min) S 3 R F EHE, HAKWE
P M5 3 min (Sonics & Materials ), & 3% % B .0
(18000 r/min, 1 h) , BB T AT 2% SDS K 10
wmol/L Tris-HCl (pH 7.7},32 °C, 30 min, 2.0>{18 000
t/min,30 min, 20 C), LW H F E L 50 mmol/L
TrisHCL (pH 7. 7) (‘& 0. 4 mol/L NaCl, 1% SDS, 5
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Fig.1 SDS- PAGE of OMPs of V. anguillarum
and V. alginoiyticus prepared sepurately
by SDS, Sarkesyl and PMSF methocds
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Fig.2 SDS-PAGE of MOMP of V. alginolyticus, V.
anguiliarian and E . tarda prepered by Sarkosyl method
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SMRE A5 Western-blotting 3%
Fig.3 Western-blotting profiles of OMPs of V. anguiliarum
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(1% 1}, 2 FrIl i ¥ B & SDS-PAGE BIE IR,
BB R E AT R AT SRR, 1
Rl -fmpee 3 #ORE T (SDS, Sarkesyl B
PMSE) JrE i i 4R TR (1 SDS-PAGE B3 35 41
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Fig.4 Western-blotting profiles of OMPS of V. alginolyticus ,
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SDS . Sarkosyl B PMSE #2751 5 B A 88 0 3%
RS A A AR B A 0 R 4T SDS-PAGE /5, £ Westem-
blotting E[F#F 805 1" Sa 68 o B 75 RN P L3S
SRV 1B R R S R (M 3.4 I3,
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45 f1 27 kD(R3).

3 itig

I E R R LT S MR A
HABRIGMEECH T EHE XD R#Rs
SDS. Sarkesyl B DPMSE I 43 125 ) & () 48 9 & 1 25 98
HEH T & MR H B SDS-PAGE iAW =M
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Aeremonas salmonicida . M 3T ¥ Flavobac lerium
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51 HI30KD; R % 3 RO i s r AR 1y
SENEEIH B TR % 5127 kD MR B
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F AT fE L R L B B RO B 41 G, Chan®
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Isolation and characteristics of major outer membrane proteins of
aquatic pathogens Vibrio anguillarum and Vibrio alginolyticus

ZHOU Li, LIU Hong-ming, ZHAN Wen-bin, SONG Wei-ho
{The Key Taboratory of Mariculture, Ministry of Education, Ocean University of China,
Qingdao 266003, China )

Abstract: Three different extraction methods (SDS, Sarkosyl and PMSF )} were used for preparing major outer membrane
proteins { MOMP} (rom the cell membrane fraction of Vibrio anguillarum und Vibrio alginolyticus . The MOMP of the two
vibrios were analyzed by using SDS-PAGE. The membrane proteins of molecular weight at 27 — 138 kT can be shown in OMP
extracted from Vibrio unguillarum and 27 — 104 kD in OMP isolaled from Vibrio alginolyticus . Both of the two strains
contain the protein bands of molecular weights at 45 kD, 30 kD and 27 kD. By companing the results of the three methods,
Sarkosyl method was the best in evidence in extracting the OMPs of vibrios. Three MOMPs with melecular weights a1 97 kD,
51 kD and 30 kT were distinctly detected in the Western-blotting with rabbit antiserum against V. anguillarum whole cell,
indicating the three MOMPs were involved in the detenmination of the cell antigenicity . Twe MOMPs with molecular weights at
51kD and 27 kD in the OMPs of Vibrio alginolyticus also presented strong antigens . The MOMP at 51 kD was a weak antigen
common to both Vibrio species

Keywords: Vibrio anguillarumy Vibrio alginelvticus ; outer membrane protein
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