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Study of pl6INK4/CDKN2 Gene Homozygous Deletions and Point Mutation in Squamous Cell Carcinoma
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050017, China; 2. Dept. of Oral Pathology, School of Stomatology, Hebei Medical University, Shijiazhuang 050017,
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[Abstract]  Objective To explore the correlation between homozygous deletions and mutation of pl6 gene and
the carcinogenesis and progression of squamous cell carcinoma of buccal mucosa. Methods Thirty buccal cancers,
10 leukoplakias and 8 buccal mucosas were involved. DNA was extracted from the tissues. PCR was used to analy-
ses homozygous deletion of pl6 gene. PCR- SSCP- DNA sequencing was performed to detect the point mutation of
pl6 gene. Immunohistochemical techniques were used to detect the expression of P16 protein. Results Gene dele-
tions and point mutations were not found in leukoplakia and normal buccal mucosa. Gene deletions were found in 7
samples out of 30 cases of squamous cell carcinoma of buccal mucosd 23.3%), while point mutations were found
in 5 samples out of 30 cases of squamous cell carcinoma of buccal mucosd 16.7%) . Sequencing analysis showed
that 5 cases point mutations were missense mutations, occurred on exon 2. Three cases occurred in the same point,
codon 99 GAT - AAT) . The result of immunohistochemical stains showed that 11 out of 12 cases gene inactivation
did not expressed P16 protein. Conclusion Homozygous deletion and point mutation of p1l6 were the main pattern
of gene inactivation in squamous cell carcinoma of buccal mucosa. There was a closely correlation between p16
gene inactivation and the carcinogenesis of squamous cell carcinoma of buccal mucosa.
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( polymerase chain reaction, PCR) 1.4 PCR pl6
DNA ( single strand conformation pl6 GAPDH PCR
polymophism, SSCP) DNA 30 , PCR PTC-200 ( MIR , )
p16 25 uL, 10xTaq 25puL
, pl6 25 mmol/L MgCl, 20 pL, 10 mmol/L 4xdNTPs 05 pL,
pl6 25 pmol, GAPDH
1 15 pmol, 300 ng, Taq
( Promega : ) 15U,
1.1 94 2 min , 94
2002 1 —2005 9 45 s, exonl 55 , exon2a exon2b
30 10 59.3 45s, 72 45, 35
, ; DNA
8 PCR 1.5% ,
, , , GAPDH pl6 ,
4 um, ; p16
, -80 15 SSCP pl6
DNA PCR :
6 ML
1.2 PCR , 6 uL SSCP ( 95%
1 , 20 mmol/L , 0.05%
exonl pl6 , exon2 , , 0.05% ), 95 7 min,
exon2 exon2¢ ) exon2l 10%
) - 3- 140 V 5—6h
(' glycerinaldehyd - 3 - phosphate dehydrogenase, )
GAPDH) ;
pl6 11 ,
@ ,
1 pl6 GAPDH 1.6 DNA
PCR , PCR
Tab 1 Primer sequencing of exonl and exon2 pl6 ,
gene and GAPDH Sanger , ABI 377 DNA
('bp
exonl  5-GCTGCGGAGAGGGGGAGAGCAGGCA:3 280 1.7 P16
5'- GCGCTACCTGATTCCAATTC- 3' P16 ( Santa Cruz ,
exon2a 5'- ACAAGCTTCCTTTCCGTCATGCCG- 3 244 ) 150; ABC ( Vector ,
5'- CCAGGCATCGCGCACGTCCA- 3' ) ABC
exon2b  5'- TTCCTGGACACGCTGGTGGT- 3' 242 Yakushiji © : P16
5'- TCTGAGCTTTGGAAGCTCTCAG- 3 ; Motic Med 6.0
GAPDH 5'- GTCAGTGGTGGACCTGACCT- 3' 415 400 ’
5'- AGGGGAGATTCAGTGTGGTG- 3' ? ' 300 ’
1.3 DNA 7
DNA b 5% ( -), 5% ( 4)
, DNA , ( )
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21 PCR pl6 Tab 2 Correlation of pl6 gene mutation and P16
PCR , 10 8 protein expression
pl6 exonl exon2a exon2b , p16
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exon2b , 1 exon2a exon2b 3 99 GAT-AAT  Asp-Asn  missense
p16 23.3% 7/30) 4 101 TGG-TGT  Trp-Cys  missense  +
R 2l TR, R e 5 102 GGC-AGC  Gly-Ser  missense
200 ho < GAPDH 128 ACC-ATC - Thr-lle
:L: :‘:‘ _: —exoazh 129 AGA-ATA  Arg-lle
1: ;2 ;3 ; 4—6: , 24 P16
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