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Production and application o monoclonal antibodies of
Vibrio alginolyticus

SONG Xiao-ling, HUANG Jie, SHI Cheng-yin
( Yellow Sea Fisheries Research Ingtitute, Chinese Academy o Fishery Sdence, Qingdao 266071, China)

Abgtract :Monoclona antibodys (Mab) raised against Vibrio alginalyticus strains (1.1587) by that primed spleen
cells fused with SP2/ 0 myeloma cells using polyethyling glycol. The rate of fusion was 45. 8 % and the rate of
positive in fusion was 77.4 % by B.ISA. Mabs, AC; - C9,AC; - C11,BB4 - D4,AD; - A3z ,AD; - F3,AD; -
E; ,AD> - F7, were harvested using usable hybridomas clone twice by limiting dilution. Ascites with Mabs agai nst
Vibrio algindyticus were harvested by injecting BALB/ C mice. The titer of the ascites was 1:1000. In
comparison, Mab AD; - Fs reacted with only four Vibrio algindyticus strains. No cross-reactions were observed
among thirteen non-Vibrio algindyticus. Using this Mab ascites, an indirect Enzyme-Linked Immunaosorbent
Assay (ELISA) for rapid diagnosis of Vibrio alginolyticus has been developed. This method can detect 1 x 10
bacteria per ml with in 6 - 7 h. After the method was optimized, 11 samples were detected for Vibrio
alginayticus.

Key wor ds:monoclonal antibodies(Mab) ; Vibrio algindyticus; Enzyme-Linked |mmunosorbent Assay ( BL1SA)
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HAT 10" *M, 1.6 x10°°M, 4x10°°M  RPMI
1640
1.3
:BALB/ C 6 8
: (Vibrio alginoyticus) (1. 1587) 2216 E .28 24h,
: 3x10cells-mL ~* 56  30min
: 1001 3x10° ,
BLISA ,
1.4 B ISA
( ) 19G :
:2M H,S04 , 290nm oD oD (P
oD (N) 2( PIN>2)
1.5
SP2/0:
: 4d , , 50 %
(PEG) , JHAT 37 ,5%CO, ,
OL YPASS ,

RPMI 1640

[1]



524 25

1.6
B ISA : 4,
,RPM| 1640 'PIN >2
1.7
, 7 10cells-mL " * 9% ,
, 2 3 ,
1.8
10 % RPMI 1640 Balb/ ¢
,7d 10’ , :
4 MBST( 1% ) 5
1.9
4 13 , B ISA
18h, 10%cells- mL "~ * , ,
PN 2 ,PIN 2
1.10
1gG Promega , PBST( 1% ) 1000
1.11 (ELISA)
2216E 28 18h, 3x10°cells- mL " ! , 501 L
55 10min  PBST( 0.05% 20 pH7.4 ) 1%
30min, ( 1 200) 5QIL , 2 3h
, 501 L ( 5% ) 19G,37 1h
, 7P L ( ,0. 73mg; NaHPO4. 2H,0,1. 186mg;; ,0.04mg; 30 % H,0,
0.UL) ,20  30min , 25IL 2M H,SO4 ,
290nm oD oD (P) oD (N) 2( PIN>2)
2
2.1
(1.1587) , 1 256; ,3d
1512
2.2
112 , 2 24 48
22 , 45.8%; B ISA 17
77.3%
2.3
4 , , 7

, :ACy- Co,ACy - Cy1,BBs- Dg,ADy - A3,ADy1 - F3,AD>- E£,AD2- K



6 525
AD;- R , , 1 1000 10%
2.4
1 ,AD1 - F3 4 , 13
1 B ISA AD: - R
Tab.1 Crossreactions o mono-antibodys (AD; - F5) with other grains o Vibrio alginolyticus and
type drains o vibrio using indirect B I1SA
Bacteria Species Lab. code Source Cross reaction
Vibrio algindyticus 1.1587
Vibrio algindyticus 1.1833
Vibrio algindyticus 1.1607
Vibrio campbdlii 1. 1596
Vibrio harveyi 1.1593
Vibrio parahaemd yticus 1.1614
Vibrio flwalis 1.1608
Vibrio algindyticus 9-1
Vibrio parahaemadyticus 91-2
Vibrio vulnificus 91- 4
Vibrio flwmialis 91-5
Vibrio furnissii 91-6
Vibrio hadlisae 91-7
Vibrio minicus 91- 8
01 Vibrio choerae non - 01 17012
01 Vibrio cholerae non - 01 17048
Vibrio anguillarum E3- 11
2.5 B ISA
, B ISA AD; - F3 ,
2 2 , BISA 10*
2 B ISA (1.1587)
Tab.2 P/ Nvaluesin indirect B ISA using different dilutions o monod one antibodys ( srain 1. 1587)
(cells: mL " %)
10° 10° 10 10° 10° 10* 10°
PIN 82.34 76.47 49.33 16.29 5.37 2.84 1.53
+/ - + + + + + + + + + + + + +
2.6
B ISA 10 10 ,
2.7
Balb/ c 11 ,
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Tab.3 Theresuts d detection of V. agindyticus in samples by indirect B ISA

L97-1
J98- 2
H97- 1
T98- 1
S98- 1
S98- 2
S98- 3
S98- 4
S98- 5
RHL - 1
ZY-1

+ o+ o+
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[13] 55 ’
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