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Preparation of polyclonal serum and subcellular localization analysis of thioredoxin reductase in Strepto-
coccus suis type 2

LAT Yun,ZHAN Dong-bo,JIANG Xiao-wu (College of Medicine ,Yichun University ,Yichun 336000 ,China)

Objective To express and prepare the recombinant thioredoxin reductase protein (SsTrxR) with its rabbit
monoclonal antisera of Streptococcus suis type 2 (S. suis type 2,SS2) and analyze its localization in SS2.  Methods
Bioinformatic analysis was conducted to align and predict the SsTrxR protein homology and subcellular localization. The
traR gene was amplified and cloned to the recombinant expression vector pET30a. Then, the plasmid pET30a-trxR was
transformed into E. coli Rosetta (DE3) and prokaryotic expressed by IPTG. The recombinant protein was purified using
Ni*" affinity chromatography with 50 mmol/L imidazole cleaning buffer and 400 mmol/L imidazole elusion buffer, and
subcutaneously immunized to obtain polyclonal antiserum in rabbits. Antiserum specificity and subcellular localization of
SsTrxR were further determined by Western blotting.  Results Multiple conserved amino acid sequences and a Cys-Xaa-
Xaa-Cys motif of the SsTrxR were found as compared with the reported bacterial TrxR proteins. Sequence homology of
the TrxR was above 68. 5% between SS2 and other Streptococcus species. The recombinant expression plasmid of
pET30a-trxR was successfully constructed and the prokaryotic SsTrxR protein was purified. The molecular weight of the
purified protein is 36 ku. The SsTrxR had good reactivity with the immuned rabbit antiserum. The SsTrxR factor was
confirmed to distribute within the bacterial cytoplasm.  Conclusion The thioredoxin reductase of SsTrxR is conserva-
tively harbored and intracellular localized within SS2. The prepared rabbit anti-SsTrxR polyclonal antibody showed good
reaction and specificity to this factor. All these data would contribute to further study on the biological functions evalua-
tion of the SsTrxR factor in SS2 infection.
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Fig.3 Prokaryotic expression and purification of SsTrxR
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Fig. 4 Western blot analysis of rabbit anti-SsTrxR reactivity
and protein localization of SsTrxR in SS2 cells
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