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Abstract: [Objective] In previous studies, OsHSP20, a gene encoding small heat shock protein, was cloned from Oryza
sativa. Here its polyclonal antibodies were prepared and analyzed for their properties of immunological reactions and
range of application. [Method] Synthetic peptide and recombinant protein of OsHSP20 were used to immunize the
rabbits for preparing the polyclonal antibodies against the protein, respectively. Antigen-coated plate (ACP)- and
dot-enzyme linked immunosorbent assays (ELISA) were used for comparing the titer and sensitivity of antibodies.
Western blotting was used to determine the antibody specificity and the range of application. [Result]in Western blotting
assays, both antibodies were strongly reacted with a band of protein with an expected size of 37 kD, suggesting that they
were specific against the OsHSP20. ACP- and dot-ELISA assays showed that the polyclonal antibody prepared from the
recombinant protein had a higher titer and sensitivity than that of peptide. Further assays showed that the polyclonal
antibody could be used for detection of the SHSP homologs of plants. [Conclusion] The polyclonal antibodies were
successfully prepared with high specificity, titer, and sensitivity and could be widely used to analyze the expression of
HSP20 protein in a variety of monocotylous and dicotyledonous plants, which could contribute to the functional
characterization of OsHSP20 and its homologs in different plants.
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M, Protein marker; Lanes 1, 7, and 9, E. coli BL21(DE3) transformed with plasmid pET-32a(+); Lane 2, E. coli BL21 (DE3) harboring recombinant
plasmid pET-OsHSP20 without IPTG; Lanes 3-5, E. coli BL21 (DE3) harboring recombinant plasmid pET-OsHSP20 induced by IPTG for 1, 2, and 3
h, respectively; Lanes 8 and 10, E. coli BL21 (DE3) harboring recombinant plasmid pET-OsHSP20 induced by IPTG for 1 h.

Bl 1 R SDS-PAGE H Western Blot 247 H OsHSP20 E HHIFRIA(A)F L iR (B)F S HiA(C)ismtE R

Fig. 1. Analysis of recombinant OsHSP20 (A) and specificity of L and S antibodies (B and C) by SDS-PAGE and Western

blot.
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Fig. 2. Titer examination of L (A) and L (B) antibodies by ACP-ELISA.
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B SHUfEREE ST Sensitivity of S antibody / ng
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T EES
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Fig. 3. Sensitivity analysis of L (A) and S (B) antibodies by dot-ELISA.
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Ec—H K1k OsHSP20 & A #k: Bc—H3¢:

M, Protein marker; HS, Heat shock treatment; Os, Oryza sativa; Nb, Nicotiana benthamiana; Zm, Zea mays; Ca, Capsicum annuum; So, Spinacia
oleracea; Ec, E. coli expressing recombinant OsHSP20 proteins; Bc, Brassica chinensis Linn.; Rs, Raphanus sativus; Bp, Brassica pekinensis.

& 4 Western blot A~ E#EE A HSP20

Fig. 4. Detection of HSP20s with Western blot in different plant samples.
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