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Fig. 4 Detecting the DjHSP70 expression in prokaryotic cell by SDS-PAGE electrophoresis
A. IPTG SDS-PAGE ; B. DjHSP70 SDS-PAGE

A. The influence of different IPTG final concentration on the DjHSP70 expression; B. The influence of different induction time on the
DjHSP70 expression
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CLONING AND PROKARYOTIC EXPRESSION OF HSP70 cDNA
FROM PLANARIAN DUGESIA JAPONICA

MA Ke-Xue, CHEN Guang-Wen, LOU Hao and FEI Li-Na
(College of Life Sciences, Henan Normal University, Xinxiang 453007)

Abstract: Heat shock protein 70 (HSP70) is an important member of the heat shock protein family, and it plays a key
role in the process of protecting organisms from various stresses. Owing to its powerful regenerating ability, freshwater
planarian has been attached high importance as model animal for the study of development and regeneration. However,
little reports has addressed on stress response in planarians. In this study, the full-length hsp70 ¢cDNA was firstly iso-
lated and sequenced from planarian Dugesia japonica (Djhsp70) using rapid amplification of cDNA end (RACE) tech-
nology. The full-length cDNA of Djhsp70 was 2066 bp containing an open reading frame (ORF) of 1947 bp encoding a
polypeptide of 648 amino acids with a predicted molecular mass of 71.18 kDa, which was registered in GenBank with
accession No. EU380241. The deduced amino acid sequence of DjHSP70 shared three signatures motifs (IDLGTTYS at
the position of 9—16, DLGGGTFD at 199—206 and IVLVGG at 334—339) and the C-terminal consensus EEVD of
eukaryotic HSP70 family. A sequence homology search using BLASTN and BLASTP revealed that DjHSP70 had high
homology with other known HSP70s. Interestingly, the phylogenetic analysis of HSP70 revealed that planarian had a
closer relationship to vertebrates, but far from to other invertebrates such as D. melanogaster and C. elegans. For pre-
paring the antibody to study the subcellular location of DjHSP70, DjHSP70 expression vector was successfully con-
structed and expressed a 76 kDa fusion protein in agreement with the expected molecular weight after the induction with
IPTG. Djhsp70 ¢cDNA cloning and construction of its expression vector provided a basis for further study in our labora-

tory.
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