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RBS

—
AATACGACTC ACTATAGGGA GACCACAAGG GTTTCCCTCT AGAAATAATT TTGTTTAACT TTAAGAAGGA
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T 1 T f
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EK recognition site
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EK cleavage site

TCC GAQ CTC GAG ATC TGC AGC TGG TAC CAT GGA ATT CGA AGC TTG ATC CGG CTG CTA

pRSET reverse priming site

[ 1
ACA AAG CCC GAA AGG AAG CTG AGT TGG CTG CTG CCA CCG CTG AGC AAT AAC TAG CAT

1 pRSET A

Fig.1 Map of pRSET A and its MCS
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Fig.2  Construction of recombinant plasmid pRA-omp3
1.PCR product 2.Linear plasmid 3.Recombinant plasmid
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2.2 Ni-NTA-Conjugate
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1% SHIMADZU™ SDS-PAGE
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3 EcoR1/ BamHI
Fig.3  Determination of recombinant plasmids by EcoRl/ BamHI
1.1kb DNA ladder 2~5. Recombinant plasmids digested
by EcoRU BamHI

4 SDS-PAGE
Fig.4 SDS-PAGE analysis of expression products

1. Prestained low molecular protein marker 2.Purified fusion protein
3. Not recombinant bacteria 4&S. Recombinant bacteria
6.0MPs of A. hydrophila
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39.9kD SDS-
PAGE R-250
4

Western blot N

5 Ni-NTA- Conjugate Western blot
Fig.5 Western blot analysis using the
antibody of Ni-NTA-Conjugate
1. Prestained low molecular protein marker 2. Purified fusion protein

3. Not recombinant bacteria 4. Fusion protein in lysate
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Fig.6  Western bolt analysis using the antibody of fusion protein
1. Prestained low molecular protein marker 2&»5.0MPs of A . hydrophila

3. Not recombinant bacteria 4&6. Recombinant bacteria
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The Expression of Aeromonas hydrophila ompTS Gene and the
Immunogenicity of Recombinant OmpTS

XIE Jun-Feng YE Qiao-Zhen™ HE Jian-Guo DAI Wei-Jun
HUANG Xiao HE Ming-Xiao CHEN Cheng
State Key Lab of Biocontrol ~ School of Life Sciences Sun Yat — Sen University ~Guangzhou 510275  China

Abstract Primers were designed based on ompTS gene reported recently. With the specific primers one target fragment about
1024bp lacking the signal sequence of ompTS gene was amplified from A . hydrophila genomic DNA via PCR. The ompTS gene
was hyperexpressed using gene fusion expression vector pRSET system and the recombinant OMP exhibited a size of 39.9kD
with SDS-PAGE and Western blot analysis which showed about 51% of total lysate proteins. Antibody to the purified recombi-
nant OMP reacted not only to the recombinant OMP but also to the purified OMPs from A . hydrophila in ELISA and the 36.9kD
OMP in Western blot. The result indicates that the recombinant OMP has the same epitope with the nature one.
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