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Prokaryotic expression and purification of USP2a and activity analysis
Zhang Wanfang,Sun Yinwei, Wang Menghui, et al
( School of Life Science and Technology , Xinxiang University , Xinxiang 453003)

Abstract Objective In order to study the mechanism of USP2a in tumor genesis and development, the primers
were designed to PCR the C terminal catalytic domain of USP2a. Methods  The PCR products were cloned into
plasmid pET28a( +) . The fusion protein USP2a-C was induced and expressed in E. coli BL.21 and purified by Ni—
NTA affinity chromatogram. The kinetic parameters of USP2a-C were detected by fluorescence, the activity of pepti—
dase and isopeptidase were analyzed by LC-MS/MS. Results The soluble fusion protein USP2a-C were successful—
ly expressed and purified. The kinetic parameters of USP2a-C hydrolyzed Ub-AMC with a Kcat/Km of 2. 53 x 10°
mol/( L *s) . LC-MS/MS results indicated that USP2a-C could hydrolyze Di-Ub and Ub-V"" in effectively. Con-
clusion The C terminal catalytic domain of USP2a has the total catalytic activity of deubiquitinating enzymes.

Key words ubiquitin-specific protease 2; activity analysis; LC-MS/MS
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A preliminary study on the regulatory effect of breast cancer

associated fibroblasts on MCF7 cells

Li Zhen,Tu Daoyuan,Zhen Linlin, et al
( Dept of Breast and Thyroid Surgery, Huaian First People’ s Hospital Affiliated to NJMU, Huai’ an  223300)

Abstract Objective To study the regulatory effect of breast cancer associated fibroblasts ( CAFs) on MCF7
cells,and the role of tumor microenvironment in the development of breast cancer. Methods CAFs were isolated
by collagenase 1 digestion and cultured. DCFHDA method was used for the detection of reactive oxygen species
( ROS) . Chick embryo chorioallantoic membrane assay was used to detect angiogenesis. Results Co-culture of
MCF7 cells and CAFs promoted proliferation of tumor cells and CAFs, and promoted the production of ROS. Addi-
tion of peroxidase into co—culture system inhibited the production of ROS. Besides, co-culture of MCF7 cells and
CAFs significantly promoted angiogenesis in breast cancer cells; the over expression of peroxidase in CAFs signifi—
cantly inhibited this process. Conclusion CAFs have regulatory effect on the expression of ROS in MCF7 cells,
and can promote the angiogenesis in tumor cells.

Key words breast cancer associated fibroblasts; breast cancer MCF7 cells; reactive oxygen species; angiogenesis



