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Abstract

AIM: To investigate the methylation and
protein expression of the tissue inhibitor of
metalloproteinase-3 (TIMP-3) and E-cadherin
genes in human esophageal carcinoma cell lines
EC1 and EC9706 untreated or treated with the
demethylating agent 5-Aza-CdR.

METHODS: Methylation-specific PCR (MSP)
and immunocytochemistry were used to de-
tect the methylation and protein expression
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of TIMP-3 and E-cadherin genes in EC1 and
EC9706 cells untreated or treated with 5 umol/L
of 5-Aza-CdR.

RESULTS: The TIMP-3 gene was not meth-
ylated, and the TIMP-3 protein was weakly
expressed in both EC1 and EC9706 cells. The
E-cadherin gene was hypermethylated in EC1
cells but semi-methylated in EC9706 cells. The
E-cadherin protein expression was undetectable
in both cell types. After treatment with 5-Aza-
CdR, the TIMP-3 gene remained non-methyl-
ated, and the expression of the TIMP-3 protein
was slightly upregulated in the two cell types.
In contrast, E-cadherin gene methylation was re-
versed, and the protein expression was strongly
upregulated in both cell types.

CONCLUSION: E-cadherin gene methylation
occurs in both EC1 and EC9706 cells, and 5-Aza-
CdR can effectively reverse such methylation.
TIMP-3 gene inactivation seems unrelated to
methylation as 5-Aza-CdR can only slightly up-
regulate the expression of TIMP-3 protein.
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ZR IEAS 1% RESIY Rihbp)  T(*C)
TIMP3
M 5'-CGTTTCGTTATTTTTTGTTTTCGGTTTC-3' 5'-CCGAAAACCCCGCCTCG-3' 116 58
U 5'-TTTTGTTTTGTTATTTTTTGTTTTTGGTTTT-3" 5'-CCCCCAAAAACCCCACCTCA-3' 122

M B5'-TTAGGTTAGAGGGTTATCGCGT-3'

5'-TAATTTTAGGTTAGAGGGTTATTGT-3 116 57

U 5'-TAACTAAAAATTCACCTACCGAC-3' 5'-CACAACCAATCAACAACACA-3' 97 b3
TIMP3 E-Cadherin TIMP3 E-Cadherin
EC1 EC9706 EC1 EC9706 EC1 EC9706 EC1 EC9706
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