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ABSTRACT. Structural alteration of p33 and overexpression of p33 protein are the most common genetic abnor-
malitics i various kinds of human cancer. Mutations in the pS3 tumor-suppressor gene are usually associated with an
advanced development of colorectal cancer characterized by the transition from (he adenoma (o carcinoma stage. Mula-
tons n exons 3-8 of the p33 gene were analyzed by the polvimerase chain reaction-single strand conformation polymor-
phism{PCR-SSCP) and denaturing high performance  liquid - chromatography(DIIPLC), SSCP - analysis  detected 7
mulations(C13109=>1 in 30 colorectal cancer samples( 14%0) at exon 3, and DIPLC analysis detected 7 mutations (C13109>T)
and 2 mutationfC13202>A, C13204>G) in 30 colorectal cancer samples( 18%) at exon 5. All of 9 mutations were proved by
sequencing analvsis. We conclude that DHPLC 1s & nghly sensitive and specitic method for p33 gene mutanions.
Kevwords: p33, Colorectal Cancer, PCR-SSCP, DHPLC, Mutation
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Table 1. Primer sequence used to amplifv p33 tumor suppressor gene

Sequence ol primer Length { bp) Position

- 3 -clelicetacagtacteeeetge-3

exond . = = . 211 [3033-13243
3" -geeccagelgeteaccategeta-3
3 -galtgelcttagglelgaceccte-3°

exonhd . 182 13308-13489
3 -ggccaclgacaaceaccetiaace-3

3’ -atattatetectaggitogototg- . )

exon? : g-3 139 13986-14124
3 -caaglggcicetgacclggagte-3°
3" -accteatttecttactecotetoge-3”

exon8 = = =< 200 14404- 14603

3 -gtectecttecttacctegettagt-3°
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Fig. 1. PCR-SSCI* analysis of the p33 gene. DNA sumples
of tumor and nomal tissue were amplilied using PCR primer
tor the exon 3. N: nomal control sample. patient 1. mutant
tvpe. patient 2-6: wild tvpe.
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Fig. 2. Chromatograms produced DHPLC analysis of wild (vpe and mutant (vpe in colorectal cancer. {A). patient 1. (B). patient 5.
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Fig. 3. Automatic sequencing analvsas of exon 5 colorectal cancer. (A) wild tvpe. (I3) mutant tvpe (C13109 -T), (C) wild tvpe.

(D) mutant tvpe (C13202 A C13204 ().
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