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Fig. 3 Expression and purification of recombinant Patinopecten yessoensis tropomyosin
A. Elution profile; fraction Al. flow-through; fraction A2. 200 mmol/Limidazol wash; B. coomassie-stained SDS gel; LaneM. Protein mo-
lecular weight marker; Lane 1. Before induced; Lane 2. After induced; Lane 3. Purified recombinant tropomyosin
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CLONING, EXPRESSION AND PURIFICATION OF ALLERGEN TROPOMYOSIN
FROM PATINOPECTEN YESSOENSIS AND IDENTIFICATION OF ITSALLERGIC
ACTIVITY

LIU Zhi-Gang', WU Yu-Lan', WU Shu-Qin?, SHI Cun-Bin®, XIA Hao-Yu' and CHEN Li-Fei'

(1. Allergy and Immunology Institute, Shenzhen University, Shenzhen 518060; 2. Pearl River Fishery Research Institute, Chinese
Academy of Fishery Science, Guangzhou 510380)

Abstract: This study was undertaken to clone, express and immunocharacterize the allergen tropomyosin from
Patinopecten yessoensis. Bioinformatic method was used for the comparative analysis of numerous homologous animal
food tropomyosin sequences. Conservative domains among the sequences were determined for degenerate primer de-
signing. The RT- PCR was applied to clone the full- length allergen genes from Patinopecten yessoensis and the se-
quences were analyzed. The specific primers were designed. The complete coding cDNA sequence including the start
and the stop codons of tropomyosin of Patinopecten yessoensis was subcloned into the expression vector pET 28a. Ex-
pression of the recombinant Patinopecten yessoensis tropomyosin was carried out in Escherichia coli BL21 (DE3) and
the purification of the recombinant protein was performed via affinity chromatography with Ni** coupled to sepharose.
Protein from E. coli lysate and purified recombinant tropomyosin were analyzed by SDS-PAGE. IgE reactivity of re-
combinant Patinopecten yessoensis tropomyosin was investigated by Western-blotting. The cloned cDNA ORF sequence
contained 855 bp and encoded 284 amino acids. The GenBank accession number of the clones was EU839640. Sequence
analysis showed that this clone shared high identities with tropomyosin from Patinopecten yessoensis. Nucleotide and
amino acid comparison showed that this protein was the Patinopecten yessoensis tropomyosin. The recombinant aller-
gen tropomyosin was highly expressed in E. coli BL21 (DE3) with the molecular weight of about 36 kD under induction
of IPTG and purified by 6-His-tag purification system. And the recombinant allergen was identified as its affinity to IgE
antibodies from the scallop patient sera by Western blotting method. Immunoassay showed that the recombinant aller-
gen has good IgE binding capacity. We obtained recombinant Patinopecten yessoensis tropomyosin with good aller-
genicity in this study, which would be used as a base for further study on Patinopecten yessoensis related allergy.
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