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HepaCAM Inhibited Proliferation through a Wnt/p-catenin Pathway in
Human Bladder Cancer Cell T24

Wan Xuelian, Ma Feifei, Ma Hongying, Lii Changkun*
(Department of Laboratory Medicine, Shangqiu Medical College, Shangqiu 476100, China)

Abstract To investigate the effect of HepaCAM on proliferation and Wnt/B-catenin pathway in bladder
cancer cells, T24 cells were done with blank treatment, Ad-GFP treatment and Ad-GFP-HepaCAM treatment, re-
spectively. Then, CCK-8 assay was used to measure the effect of HepaCAM on the ability of cellular proliferation,
the effects of HepaCAM on protein and mRNA expressions of B-catenin, c-Myc and cyclinD1 were evaluated by
Western blot and qRT-PCR. In addition, T24 cells were treated with Wnt/B-catenin activator LiCl. MTT was used
to detect cell growth, the phosphorylation level of GSK3B(try216) and the protein level of B-catenin, c-Myc and cy-
clinD1 were examined by Western blot, and the ability of cell colony was assessed by colony formation assay. Our
research indicated that overexpression of HepaCAM could suppress cell growth and down-regulate the expression
of B-catenin, c-Myc and cyclinD1 at mRNA and protein levels. Meanwhile, after T24 cells were treated with 5, 10,
20 umol/L of LiCl for 2 h, cells proliferation was promoted and 10 pmol/L of LiCl could decrease the phosphoryla-

tion level of GSK3p, leading to activation of Wnt/B-catenin pathway. Moreover, combination treatment of 10 pmol/
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L of LiCl and Ad-GFP-HepaCAM could reverse the inhibition effect of HepaCAM on protein expression levels of

B-catenin, c-Myc and cyclinD1 as well as cells growth. In conclusion, our study showed that expression of Hepa-

CAM suppressed proliferation through a Wnt/B-catenin signaling pathway in bladder cancer cell T24.
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Table 1 Primer sequences and PCR condition

KN4 AR BIGRECC) A K (bp)
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E1 CCK-84&iN HepaCAMY T2440 B B 1558 521

Fig.1 The effect of HepaCAM on the proliferation of

T24 cells by CCK-8 assay
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(A) (B)
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1.5+ B3 GFP
Ea3 GFP-HepaCAM B-catenin - -
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0.51

Relative mRNA expression (/f-actin)

T24

c-Myc ’ - “

cyclinD1 | m— w— -

GAPDH |oms wo. S—

A: B-catenin. c-MycHlcyclinDIFFImRNAFIE KT, *#P<0.01, 525 (4L LLE; B: B-catenin. c-MycHlcyclinD1 {5 2 1L /KT, GAPDH N N 5,
A: the mRNA expression levels of f-catenin, c-Myc and cyclinD1, **P<0.01 vs Blank group; B: the protein expression levels of B-catenin, c-Myc and

cyclinD1. GAPDH was used as a control.

&2 Western blotf1qRT-PCR#& I/ HepaCAM3X B-catenin. c-MycFAcyclinD1BImRNAFNIE H K& RIS
Fig.2 Effects of HepaCAM on the mRNA and protein expression levels of B-catenin, c-Myc and cyclinD1 tested by

Western blot and qRT-PCR
(A) LiCl, 2 h P>0.05 (B)
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A: T24AM I A K BE J1; B: BER 1L GSK3B(tyr216) M1 s GSK3BIKIHE 13 14 /K-, GAPDHYE N A 5
A: the growth ability of T24 cells; B: the protein levels of p-GSK3B(tyr216) and total-GSK3B. GAPDH was used as a control.
El3 MTTHIULICIX T2440 B4 < BE 1 R GSK3PHAEER {L K F RIS
Fig.3 The effects of LiCl on the proliferation ability and phosphorylation GSK3p of T24 cells
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Fig.4 The protein levels of B-catenin, c-Myc and cyclinD1

tested by Western blot after different treatment
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*P<0.05, Ad-GFP-HepaCAM+LiCl group vs Ad-GFP-HepaCAM group.
5 5ebE R B SE I AR T2440 B Y HE T AE
Fig.5 The proliferation ability of T24 cells tested by colony-formation assay
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