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Prokaryotic expression, purification and preparation of
polyclonal antibody for wheat grain peroxidase WPI gene
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Abstract: Wheat peroxidases 1 (WP1) is the major cationic peroxidase of wheat (Triticum aestivum) grain, which is
involved in the development of seeds and an important factor to affect the final processing quality of flour. We constructed a
prokaryotic expression vector pET28a-WP1, and transformed it into E. coli host strain T7 Expression. His-tag fused WP1
existed as inclusion body, and the recombinant protein was purified by Ni-NTA resin affinity chromatography under denatured
condition. The purity of target protein reached 98%. The recombinant WP1 was refolded by gradient urea dialysis, then used as
antigen to immune rabbit to prepare polyclonal antibody. The result of ELISA showed that the titer of rabbit anti-WP1
antiserum was higher than 1:625 000. The result of Western blotting demonstrated that the prepared WP1 polyclonal antibody
could be used to detect WP1 with high specificity.
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Fig. 1 Identification of recombinant vector pET28a-WP1 by
double digestion and PCR. M: DNA marker; 1: pET28a-WP1
digested with EcoR 1 and Hind III; 2:
pET28a-WP1 by PCR.
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Fig. 2 SDS-PAGE analysis of the expression of WP1 in
different time and purification through Ni-NTA agarose affinity
(A) M:
un-induced control; 2—4: the expression of WP1 after 2, 4, 6 h

AERRESE

chromatography. prestained protein marker; 1:

induction respectively. (B) M: prestained protein marker; 1: total
protein; 2: soluble protein after inducing; 3: the purified WP1.
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Fig. 3 Titer of rabbit anti-WP1 antiserum was detected by
ELISA.
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Fig. 4 Western blotting analysis the specificity of antiserum.
(A) SDS-PAGE analysis. (B) Western blotting analysis. M:
prestained protein marker; 1: the purified WP1 protein; 2, 3: the
total soluble protein from wheat grain of Shan 225 and Zheng
Nongl6.
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