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Fig. 1 Positive expression of E cadherin in transfectants
Wil ty ped E-cadherin plasmid was transfected into M DA-MB-231 and
MDA-M B435 cell lines and the transfectants were named FE-cad 231
and F-rcadt 435, while peDNA3 plasmids was also transfected as control
and the transfectants were named Mock-231 and Mock-435. Positive
expression of E-cadherin in E-cad-435 and E-cad 231 was confirmed by
the methods of immunohistochemistry ( a) and Western blot ( b)
deseribed in “ M aterials and Methods”. As the control, there was no

expression of F-cadherin in Mock-435 and Mock-231.
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Fig.2 Effect of positive expression of E-cadherin on cell cycle
E-cad-231 was transfectants which could positively expressed E-cadherin. Mock-231 was transfected with empty vector, pcDNA3 as control. The cells
were synchronized by starvation with culture medium without serum for 48 h. Then the culture medium was changed for fresh medium with serum.
The cells was harvested after 4, 8, 16, 24, 48 h and the chromosome DNA was dyed by PI. The results of flow cytometry showed that more cells of
E-cad-231 was delayed in G0/G1 phase than that of Mock-231. This experiment had been repeated for 3 independent experiments, The means were
calculated and histograms were drawn. (a) E-cad-231, (b) Mock-231. []: G0O—Gl; E.s W G2-M
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Fig. 3 Cyclin D1 and F- catenin protein levels were decreased by positive expression of E cadherin
Frcadt 231 and E-cad435 were transfectants w hich could positively express F-cadherin. Mock-231 and M ock-435 were transfected with empty vector,
peDNAJ as control. The cells were synchronized by starvation with culture medium without serum for 24 h. Then the culture medium was changed for
fresh medium with serum. The cells was harvested after 48 h. The results of Western blol showed that protein levels of cyelin D1 and B-catenin were
decreased by positive expression of F-ecadherin. These experiments had been repeated for 3 independent expriments ( each had been repeated for 2
times). The results were normalized by actin. The means were caleulated and histograms were drawn. (a) Protein levels of cyelin D1 and B catenin
were detected by Western blot. (b) The calculated means of eyelin D1/ actin were drawn into a histogram. (¢) The calculated means of B catenin/

acl n were (|ra\\'|1 into a |listr|gruu|,
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Fig 4 FAK, ILK and PKB protein levels were decreased while PTEN protein level was increased by positive expression of E cadherin

Fread-231 and E-cadt 435 were transfectants w hich could positively express E-cadherin. Mock-231 and M ock-435 were transfected with empty vector,

peDNA3 as control. The cells were synchronized by starvation with culture medium without serum for 24 h. Then the culture medium was changed for

fresh medium with serum. The cells was harvested after 48 h. (a) The protein levels of FAK, ILK and PKB were detected by Western blot and the

results of Western blot were nornamlized by actin, (

b) = (e) Every experiment had been repeated for 3 independent expriments ( each had been
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Positive Expression of E-cadherin Retards More Human
Breast Carcinoma Cells in G0/ G1 Phase and its Molecular Mechanism’

WU Heng", SHEN MimrXiong"?, LIANG Y Long",
DUAN Ling Ling"”, WANG LiYing", XU Zhen", ZHA Xi Liang"""
(" Department of Biochemistry and Molecular Biology, Shanghai Medical College, Fudan University, Shanghai 210032, China;
> Medical School, Huzhou Teacher College, Zhejiang 313000, China)

Abstract  E-cadherimrnegative human breast carcinoma cell lines, MDA-MB-231 and MDA-MB-435 were
transfected with wild-type E-cadherin ¢DNA. Flow cytometry showed that E-cadherinpositive transfectants
grew slower than the control cells and more cells were relayed in GO/ G1 phase. Western blot showed that it was
due to downregulation of protein concentration of cyclin D1 and B-catenin, the cyclin D1 gene transcriptional
regulator. At the meantime, PKB protein level, which can inhibit B-catenin destruction through GSK-38B, was
also dow mrregulated. As the PKB activators, FAK and ILK protein levels were decreased and PKB inhibitor,
PTEN was increased by positive expression of E-cadherin. Therefore, E-cadherin can inhibit PKB activity by
dow rregulation of FAK, ILK and upregulation of PTEN. As a result, B-catenin and cyclin D1 protein level

increased and more cells were retarded in GO/ G1 phase.

Key words E-cadherin, breast carcinoma cell lines, cyclin D1, protein kinase B, focal adhesion kinase

(FAK), integrimlinked kinase (ILK), PTEN
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