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den) . SDS-PAGE .
ELISA . (
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1.3
(1) ER2738 5~10mL LB
’ (AGOO ~O.5)°
(2) ,
) 3mL ,
1 , 45 °C .
(3) 37 °C LB/
PIG X —gal . 37°C
(4) LB 10
(5) . 200 “L
. 1 .
(6) 10 ~1,
s 1~5min
(7) . 45 C
IB PTG X-gal ,
(8) Smin 37 C
(9) . 100
, 10 L pha ( )s
1.4 (B i)panning)
(1) Va Va-OMP 2bs
0. 1mol/L NaHCO; (H8.6) 100 * ¢ 1,
150 L / .
. 47C .
(2) w=5% 1.5~2h
. TBST 6 . . .
(3) 100 “L TBST 2X 10"
(10 L ) 10 ~ 60
m in . TBST 10 ,
(4) 100 L /
10 ~60m in
152L/ 1mol/L TrisHCL ( pH9.1)
1L .
(5) . 20mL
ER 2738 ( ) 37°C
4.5h , 10 000 r/
min 4 C 10 m in
. 80%% . 1/6
PEG N ] 4 °C 60 m in

. 4°C 10000 riin PEG .
1 mL TBS

. ., 47T 5min
16 PEG NaCL . 15 ~
60min 4°C 10m in . 200
UL TBS w=0.02%NN; . 1 min
LB /IPTG X gal
(6) 2 3
1.5 ELISA
(1) 20mLIB 1 1100 ER2738
. 501 , 37°C
4.5h, , 10000 rimn
10mn o
80%% . 16 PEG N«CJ
4°C 1h . 4°C, 10000 rfin
PEG 15min ,
ImL TBS
S5min 4 C .
16 PEG N« 1
15~60min 4 C 10 min
. . 50 1 TBS
. 4°C
(2)
2bs  0.1mol/LN&HCO; (pH8.6) 100 #g ML
, 100 ~200 L / . 4°C
(3) w=5% 1.5~2 h
1XTBS Tween 6 , .
(4) 200 #L.  TBS /Tween
, 1~2h 1XTBS/
Tween 6 , .
(5) 135 000 HRP
M13 . 200 “L ,
1h 1XTBS Tween 6
(6) HRP : ABTS
. 21 mL ABST 36 ML

(10:30% HzOzc
10 ~60 m in,
(7) 405 ~415 nm

200 "L ,
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Tab.1 Detction of enrichm ent with ELISA m ethod
P1 P2 P3 P4 P5 P6
Ay 1.673 1. 677 1. 779 1. 752 0. 986 0.964 1. 804 0. 763
+ + + + - - + -
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Epitope Identification of M onoclonal Antbody A ganst Vibrio

alkkinolyticus and O uter M anbrane Proteins of Vibrio
algino l ticus w ith Phage — dip hyed Randan Peptide L brary

HUANG Zhijan, HE Jionguo
(School of Life Sciences Sun Yat sen University Guangzhou 510275 China)

Abstract A 7mer mndan peptide library displayed on M 13 phage was used for screenng the epitope of mono

clonal antibody against Vibrp alginoh ticus and outerm em brane prote ns of Vibrio a lg nolyticus Three rounds of bio

pannng were carried out and Enzyme Linked lmmunosotbent A ssay (FLIA) was used to estimating the enridr

ment The phagesw ih high titer of enrichment can be hawested Yiels of the thid round biopann ng were above

one hundred tmesmorwr than those of he first wund biopanning The selecton result of biopanning w as further en

sured by ELISA using the positive phage and Va antigen Detection results indicated that the positive phage can

specifically bnd b V a antigen Furher studies are being carried out tomap antigen epitope using DNA sequencing

and cam puter analysis
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