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ABSTRACT Objective: To investigate the methylation pattern of CCNAL in breast carcinoma and explore the role of these epige-
netic changes in tumorgenensis. Methods: 95 specimens of breast cancer were used, and the DNA was extracted by Qiagen procedure.
Methylation change in the promoter region of CCNA1 was determined by using restricted enzyme cut-PCR. Results: The positive rate of
gene promoter hypermethylation of CCNA1 was 90.9% (86/95). Conclusions: CCNA1 hypermethylation was correlated with lymph node
metastasis, which may play an important role in pathogenesis of breast cancer.
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Table 1 Primer Information
Gene Primers Fragment size(bp) Anneal temperature(C)
CCNAL P1 GCAGGAGACGTTAGAGGGGGTTGTTAG
CCCCAATAAAAGATCCAGGGTACATGATTG 715 68
P2 GATTCAACAGACGCGGGTGGGCAGCTCAGC 301 68
ATCCCAAGTGACGAGCAGGGTGCTGC
133 2.3 Msp ,Hpa 1.5%
DNA 2 -PCR 2, CCNAL
2% , EB 95 86 9
. PCR :95°C 5 min;94°C 40 s;68 6 - 18s-RNA
C 1 min, 35 72 °C Smin 4°TC 5 3) .,
PCR 50 uL,2x GC buffer 25 uL, dNTPs 4ulL, . —
2 uL PrimerSTAR DNA 0.5 uL DNA 3 e
ulL, ddH,O 13. 5uL ,
1.5 % 30 min PR . . - S5
2 MSP (uL)
Table 2 MSP  ezyme cutting system (uL)

1 PCR 301bp

R t Vol L
(Reagent) (Volume)(uL) Fig 1 PCR amplification product electrophoresis figure
10x buffer 2 DL 2888
H M H H H M u U marker M M H H M M H M
10% 0.5% BSA 2
MSP 2
(Sterilization water) 4
DNA 10
3 Hpa (uL)
Table 3 Hpa ezyme cutting system (uL)
(Reagent) (Volume)(uL)
2 -PCR 301bp
NE buff 2
et Fig 2 Restricted ezyme cutting-PCR product electrophoresis figure
Hpa 0.5 M U M: Methelation, U: Unmethelation
(Sterilization water) 8 DL 290068
M " M u " M U marker
DNA 10 =
1.4
SPSS 11.5 Fish
P<<0.05 -
2
2.1 PCR
PCR 1.5%
D
22 -PCR 3 18s-RNA M U
MSP HPa DNA Fig 3 Ezyme cutting system and 18s-RNA compare result: M:

Methelation, U: Unmethelation
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