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Table 1 Bacterial strains and plasmids used in the research
T CaCl, pYX201 pYX202 pYX203
plasrids ‘haracteristic Source asd X6097
k. coli X6097 LB
DHSe Our IR Western blotting CS6 CTB
X§097 ‘ asd ~ Curtiss IR X6097 )
S. flexneri 2a
FaD asd” Sm® Based on T32 4 PYX202 PYX203  X6097
T32 Vaccine candidate strain Sm" Our lab. pYX201 pYX203 X6097
Plasmids CTB
pCB27 Expression vector CTB" asd 7
pYX102  Expression vector asd ' 4
pMG235  Expression vector CS6" amp® 6 Cs6 CTB
pYX201  Expression vector CTB' asd’ This work pYX201 pYX202 pYX203
pYX202  Expression vector CS6" asd This work FaD
pYX203  Expression vector CTB" CS6" asd®  This work ELISA CS6 CTB
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Fig.2 Western blotting analysis of CS6 A and CTB B th
expressed in E. coli X6097 strain. 3 FaD
a. X6097 pYX201 negative control  b. X6097 pYX202 Fig.3 Growth curves of recombinant FaD) harborring
¢.6097 pYX203 d.DH5a pMG235 positive control different recombinant plasmids
e. X6097 pYX104 positive control ~ f. X6097 pYX201 2.3
g. X6097 pYX203 h.X6097 pYX202 negative control ) B
2 ELISA CS6 ” 1993
Table 2 Detection of CS6 in different host cells 4d 7
Recombinant p]asmid X6097 01)492 FaD 01)492 6 CFU 12 2 4
pYX201 0.104 £0.003 0.124£0.009 48 96 192
pYX202 0.652+0.008 0.809+£0.006 192 024681012 14
pYX203 0.667£0.024 0.712+0.037 1.5mL 4C
*  All assay were conducted in triplicates CS6 CTB ELISA
3 ELISA CIB " FaD O
Table 3 Detection of CIB in different host cells.
Recombinant plasmid X6097 ODyg, FaD OD g 2.3.1 FaD
pYX201 1.179+0.077 1.272+0.112 132
pYX202 0.172+£0.030 0.341+£0.033 4
3000
pYX203 1.008 £0.072 1.105+0.019
) —=— FaD/pYX201
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Fig.4 Titration of antibodies against O antigen
clicited by three recombinant Shigella

flexneri 2a strain FaD.
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Immunologic Properties of coli Surface Antigen 6 CS6 of Enterotoxigenic Escherichia coli and
Cholera Toxin Subunit B Expressed in Shigella flexneri 2a Strain T32

YING Tian-Yi' > HAN Zhao-Zhong'* FENG Er-Ling WANG Heng-Liang
ZHANG Zhao-Shan! SU Guo-Fu' HUANG Cui-Fen!
U Institute of biotechnology Beijing 100071 China

2 Institute of Pharmaceutical Chemistry Beijing 100205 China

Abstract A host-plasmid balancing system composed with a Aasd mutant FaD of an avirulent strain T32 of Shigel-
la flexneri 2a and plasmid harboring asd gene was used to express enterotoxigenic E . coli surface antigen 6 CS6 and V.
cholerae toxin subunit B CTB . The results of Western blotting and ELISA showed that all of recombinant plasmids

pYX201 pYX202 and pYX203 could be maintained stably and expressed CS6 and CTB respectively in T32 without any
antibiotic selection. All the recombinant bacterial strains could elicit the corresponding antibodies in rabbits. The antibodies
against CTB elicited by both FaD pYX201 and FaD pYX203 showed to be high level and had long prolongation time in

otherwise the antibodies against CS6 showed to be low level indicating that higher expression level of foreign antigen may

be benefit for construction of genetic multivalent vaccine.
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