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Expression of recombined human endothelial monocyte-activating polypeptide II

and determination of its activity

GAO Yun, WANG Liang-hua, REN Na, SUN Ming-juan, GUO Ai-yun, JIAO Bing-hua *( Department of Biochemical
and Molecular Biology, College of Basic Medical Sciences, Second Military Medical University, Shanghai 200433,
China )

[ Abstract ] Objective: To clone and express the recombinant human endothelial monocyte-activating polypeptide- II
( EMAP-TI ) and identify its anti-tumor biological activities. Methods: EMAP-TI ,,,,,, was expressed by the expression
vector pMAL -p2x and E. coli BL-21 and the product was purified. The production of tissue factor ( TF ) in human umbili-
cal vein endothelial cell ECV-304 mediated by the recombinant EMAP-I was determined by chemiluminescence sub-
strate. The promoting effect of recombinant EMAP- I on TNFa-induced ECV-304 cell. Apoptosis was determined by flow
cytometry. Its inhibitory effect on human pancreaic cancer cell SW1990 proliferation was determined by MTT method.
Results: DNA sequencing verified that EMAP-II was correctly cloned. The molecular mass of the protein identified by
SDS-PAGE was consistent with the theoretic value. The productivity of recombinant EMAP- ]I was 500 g per 1 g bacteria
( wet mass ). The purified product induced expression of tissue factor{ TF ) in ECV-304 cells; it also enhanced the sensi-
tivity of ECV-304 cells to the apoptotic effect of TNFa([ 16.6 2.5 1% vs [ 25.6 £2.3 ]% ,P <0.01 ), with the apop-
totic rate reaching ( 25. 6 = 2.3 )%. EMAP-II protein ( 1 pg/ml ) inhibited the proliferation of SW1990 cells.
Conclusion: The recombinant EMAP- I can be cloned and expressed correctly in the pMAL-p2x expression system, and
the recombinant product has effective anti-tumor effect.

[ Key words ] endothelail monocyte-activating polypeptide 1II ; cloning and expression; antitumor effect; suppression
proliferation ; apoptosis [ Chin J Cancer Biother, 2008, 15( 3 ): 259-263 |
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Fig 1. Characterization of recombinant pMAL-EMAP-1I ,, ,,,

by restriction enzyme digestion
1: pMAL-EMAP-1I ,,,,,, EcoR I /BamH 1 digestion;
2: pMD-18T-EMAP-1I ,,,,,, EcoR I /BamH | digestion;
3: Marker [l DNA ladder
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Fig.2 Total protein of bacteria after induction
of IPTG by SDS-PAGE
1 : Protein marker; 2:Total protein in the BL21
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B3 @ RINEIFES EMAP- I i SDS-PAGE 4347
Fig.3 Analysis of the recombinant EMAP-II after
purification and cleavage by SDS-PAGE
1: EMAP-1I after purification and cleavage by Factor Xa;
2:EMAP-1I after purification; 3: Protein marker
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Fig. 4 Tissue factor production in ECV-304
cells induced by recombinant EMAP- II
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Fig.5 Enhancing effect of recombinant EMAP- I on TNFa-induced ECV-304 cells apoptosis
A:Control; B: 10 ng/ml TNFa; C: 100ng/ml EMAP-][ ; D: EMAP-1 + TNF«
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Fig. 6 Inhibitory effect of recombinant EMAP-1I ,,, 5,,
on proliferation of SW1990 cells
* P <0.05 vs control
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