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Table 1. Primer sequences and annealing temperature
of p16

53 annealing
temperature
p16-M1  GACCCCGAACCGCGACCGTAA 65°C
p16-M2  TTATTAGAGGGTGGGGCGGATCGC
p16-Ul  TTATTAGAGGGTGGGGTGGATTGT 60°C
p16-U2 CAACCCCAAACCACAACCATAA

M1,2; primer for methylated DNA, U1,1; primer for unmethyl-
ated DNA
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Fig. 1. Immunohistochemistry of p16 in CIN1, CIN2, CIN3, and Invasive SCC. (A) CIN1, the dysplastic cells are
positive for p16 (ABC, peroxidase, x200), (B) CIN2, the dysplastic cells are positive for p16 (ABC, peroxidase, x200),
(C) CIN3, the dysplastic cells are positive for p16 (ABC, peroxidase, x200), (D) Invasive cancer, shows strong
positive reaction for p16 (ABC, peroxidase, x200).
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Table 2. Distribution of p16 expression and methylation
according to lesion grade and HPV status

P16 exp p16 met

HPV P P
+ () - value gy - value
CINT HR 4 9 3 10
(HZSO) (1 3) (300/0) (230/0)
>0.05 >0.05+
LN 4 13 0.05 3 14 0.05
(17)  (23%) (17%)
CIN23 HR 18 10 7 2
(n=45)  (28) (64%) + (25%) +
>0, >0.
LN 10 7 0.05 8 9 0.05
(17)  (58%) (47%)
Invasive  HR 17 4 4 17
cancer (1) (80%) T (19%) .
<0.05+ <0.05+
(~=29) LN 3 5 0.05 7 1 0.05
@  ([37%) (87%)

HR; high risk HPV group, LN; low risk HPV or negative
group, exp; expression, met; methylation, *Fisher's exact
test (p<005), Tchi-square test (p<005), Tstatistically
significant
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M; primers for methylated DNA
U; primers for unmethylated DNA
N: normal

T:

tumor

Fig. 2. Analysis of p16 promoter methylation. Methyla-
tion specific PCR analysis of the p16 promoter was
performed in normal tissue, CINs and invasive can-
cers. Primer sets used for amplification were de-
signated as unmethylated (U) or methylated (M).
Tumor tissue exhibits p16 methylation as 145 bp band
in electrophoresis, while normal tissue exhibits un-
methylation as 156 bp band in electrophoresis.
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A study on the expression of pl6 gene, methylation of p16 gene promoter and

HPV typing in uterine cervical neoplasia

Seob Jeon', Seung Do Choi', Dong Han Bae'®, Dong Jun Jeong?®, Chang Jin Kim?3, Young Woo Shin*
Departments of Obstetrics and Gynecology', Pathology”, RIC Virus Research Instituts®
College of Medicine, Soonchunhyang Cheonan Hospital, Soonchunhyang University, Cheonan,
Department of Obstetrics and Gynecology, Cheju National University Hospital" Jeju, Korea

Objective : p16 is cyclin-dependent kinase (CDK) inhibitor which decelerates cell cycle by inactivating CDKs that phosphorylate
retinoblastoma protein (pRb). In cervical carcinogenesis, abnormality of p16 gene such as methylation of p16 gene promoter was
investigated as an important factor. The aims of our study are to investigate the expression of p16 gene, methylation of p16 gene
promoter region, and HPV typing in uterine cervical neoplasia.

Methods : A total of 104 samples (CIN1, 30 CIN2,3 45, invasive cancer, 29) were included. Expression of p16 was analyzed
by immunohistochemistry, methylation of p16 gene promoter region was analyzed with methylation specific polymerase chain
reaction (MSP) and we examed the result of HPV DNA testing.

Results : 1. In high risk HPV and low risk or negative group, p16 gene expression was observed in CIN1 (30% vs 23%), CIN2,
3 (64% vs 58%) and in invasive cancer (80% vs 37%) respectively. In invasive cancer, p16 gene expression of high risk HPV
group was statistically higher than that of low risk or negative group. 2. In high risk HPV and low risk or negative group, p16
promoter methylation was observed in CIN1 (23% vs 17%), CIN2, 3 (25% vs 47%) and in invasive cancer (19% vs 87%) respectively.
In invasive cancer, p16 promoter methylation of low risk or negative HPV group was statistically higher than that of low risk or
negative group.

Conclusion : p16 gene expression would be marker for CIN and cancer. Methylation of p16 promoter region may be one of
the important mechanism for uterine cervical carcinogenesis especially in negative or low risk HPV group. but further studies are
needed to reinforce this statement.

Key Words : HPV, DNA methylation, p16 genes, Uterine cervical neoplasms
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