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Over-expression of Pygo2 Promotes C6 Cells Proliferation of Glioma
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1. Department of Neurosurgery First Hospital Affiliated to Xiamen University Xiamen 361003 China 2. College of Bio-information Chongqing University of

Posts and Telecommunications Chongging 400065 China

Abstract Objective  To up-regulate expression of Pygopus2 Pygo2 by construction of the recombinant vectors of over-expression of Py—
202 protein and to explore the role and mechanism of over-expression of Pygo2 in C6 cells proliferation of glioma. Methods  The recombi—
nant plasmids were digested with EcoR  and Hind  to execute the restriction endonuclease identification then the sequence analysis was
assayed by DNA sequencing. The recombinant plasmids were transfected into cultured glioblastoma C6 cells using lipofectamine™ 2000. The
exogenous Pygo2 protein level of C6 cells was detected by Western blot analysis. Colony forming assay and MTT assay were used to detect
the cell proliferation and cell cycle analysis was performed by flow cytometry analysis. The effect of Pygo2 over-expression on the level of cy—
clinD1 and B-catenin of C6 cells was detected by Western blot analysis and the expression and subcellular location of cyclinD1 and B-
catenin of C6 cells were further quantified by immunofluorescent staining. Results  The recombinant plasmids were completely coincided
with the designs by the restriction map and the sequence analysis which up-regulated Pygo2 expression of C6 cells efficiently. After Pygo2
expression were up-regulated by transfected C6 cells with the recombinant plasmids cells proliferation was promoted and colony forming was
increased significantly cell cycle progression from G, to S transition was enhanced notably. Furthermore the expression level of cyclinD1 was
significantly increased without change of subcellular location and the expression level and subcellular location of B-catenin were not changed
obviously. Conclusion  The recombinant vectors of Pygo2 over-expression were constructed successfully. Over-expression of Pygo2 promotes
the growth of glioma cells by an increased expression of cyclinD1 to improve G,/S transition.
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Fig.2 Effect of over-expression of Pygo2 on cell proliferation
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A, cells were collected and analysed for DNA content by propidium iodide staining and flow cytometry; B, percent of cell population at different stages is
quantified according to the corresponding DNA histogram. Data were represented as means + SE of three independent experiments. *P < 0.05 vs C6 cells.
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Fig.3 Effect of Pygo2 over-expression on cell cycle
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A, the protein levels of cyclin D1 and B-catanin in C6 cells treated with control Flag or Flag-Pygo2 were detected by Western blot with specific antibodies.
The expression of B-actin was used as a loading control; B, relative protein levels in C6 cells were quantified by densitometry. Values are means + SE of
three independent determinations. *P < 0.05 vs control C6 cells.
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Fig.4 Effect of Pygo2 over-expression on expressions of cyclinD1 and B -catenin
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I'he images of B-catenin ( A) and cyclinD1 (B) were captured by a fluorescence microscope. Scale bar = 50 pm.
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Fig.5 Effect of Pygo2 over-expression on expressions and subcellular distribution of cyclinD1 and B -catenin
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