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ABSTRACT Objective: To clone and express peanut major allergen Ara h2 in pET-28a expression plasmid, which make foundation
for the recombinant peanut allergen application research. Methods: Peanut major allergen Ara h2 sequences were synthesized. The DNA
fragment of Ara h2 was PCR amplified by designed specific primer, followed by EcoR I , Hind III digestion, and then ligated with
pET-28a which was digested with the same enzymes. The recombinant plasmid was transformed into E.coli BL21 and identified by
double enzyme digestion and sequence analysis. The expression of recombinant protein was induced by IPTG and confirmed by
western-blot using Ara h2 specific multi-clone antibody. Results: Ara h2 gene with a length of 423bp was amplified, the recombinant
plasmid was identified by double enzyme digestion. Sequences analysis showed that Ara h2 was in the correct open reading frame, and
the predicted molecular weight is 16660.17 Da with 140 amino acids. The sequence comparison analysis showed that it was identical to
Ara h2 gene of peanut allergen in GenBank. The recombinant pET-28a-Ara h2/BL21 was induced by 0.6 mmol/L IPTG, the objective
recombinant protein was observed by SDS-PAGE and identified by Western-blot which using multi-clone antibody. Conclusions: Peanut
major allergen Ara h2 was cloned and expressed in prokaryotic system, which laid a foundation for its' application research.
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Fig.1 The PCR production of Ara h2
lane 1: Ara h2 PCR production
lane 2: DNA marker 1000
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Fig. 2 The identification of the recombinant pET-28a-Ara h2 by double
enzyme digested
Lane 1: DNA marker DL10000
Lane 2: Recombinant pET-28a-Ara h2 digested by EcoR | | Hind I1I;
Lane 3: pET-28a digested by EcoR | | Hind Il
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Fig.3 SDS-PAGE analysis of recombinant Ara h2 in E.coli BL21
Lane 1: Prestained protein ladder;
Lane 2: pET-28a-Ara h2/BL21 induced,;
Lane 3: pET-28a-Ara h2/BL21 uninduced;
Lane 4: pET-28a/BL21 induced
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Fig.4 Western-blot of recombinant Ara h2
Lanel: pET-28a/BL21 induced,;
Lane 2: pET-28a-Ara h2/BL21 uninduced;

Lane 3: pET-28a-Ara h2/BL21 induced;
Lane 4: Prestained protein ladder
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