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Abstract

BACKGROUND: Heat shock protein 70 (Hsp70) has attracted widespread attention by domestic and foreign scholars for the role
of tumor immunity in recent years. However, the commonly used methods, such as heat stress and ischemic preconditioning, have
disadvantages in inducing exogenous recombinant Hsp70 gene expression.

OBJECTIVE: To construct a recombinant eukaryotic expression vector which expresses human HSP70 gene.

METHODS: The exogenous Hsp70 gene was connected to eukaryotic expression vector pDC315-EGFP. Then it was transformed
to E. coli competent cells. The positive clone was evaluated by gene sequencing and PCR detection and then was transfected to
human embryo kidney 293 cells. The exogenous gene expression was tested by fluorescence microscope and Western blot.
RESULTS AND CONCLUSION: It was confirmed by PCR and sequencing identification analysis that the target gene was cloned
correctly to the eukaryotic expression vector. The expression of GFP could be observed by fluorescence microscope and western
blot, which indicated that Hsp70 could be efficiently expressed in human embryo kidney 293 cells. Recombinant eukaryotic
expression pDC315-EGFP-Hsp70 was constructed successfully.

Han SW, Zhang YD, Wan XP, Chen YX. Construction and identification of a recombinant eukaryotic expression vector containing
human heat shock protein 70 gene.Zhongguo Zuzhi Gongcheng Yanjiu yu Linchuang Kangfu. 2010;14(20): 3674-3677.
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A: DNA marker; B: the PCR product of Hsp70 gene

Figure 1 The target gene was amplified by PCR
1 HEE PCR #1473 I B SER B vk 5]

22 PAMRMEPDC315-EGFP-Hsp70¥ELR W2,

A B CDETFGHIJK

750 bp
500 bp
300 bp
100 bp

A: negative control group; B: self-conjunction group; C: positive control
group; D: DNA marker; E-K: exchange groups

Figure 2 Identification of the positive clone
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43 BRI SE K 304~306 1L AT T[A] SLZRAZ NATC; £¥
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2.3 pDC315-EGFP-Hsp70%% %293 41 fa J5 & H &R ik
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b: Fluorescence field

a: Bright field

Figure 3 HEK293 cells which were transfected by pDC315-
EGFP-Hsp70 were observed under a fluorescence mi-
croscope (x100)

3 pDC315-EGFP-Hsp70 %4k 293 4iifiil 24 h %% R
51 F(x100)
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A: blank cells sample; B-C: recombinant plasmid sample

Figure 4 The exogenous gene expression of HEK293 cells
which had been transfected was tested by Western
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