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e ok p53-Eake] Wel vkl QA F 7P dubAel fAA WskE odeiA glom, opAdelA] ofAd
Aoz Ho|= = 3golA] Aol ol ALz oA Qo £ dFolx= PCR-SSCP DHPLGE ©|-8-3fe] o
Zek 3kake] Aol p53frAdate] & 5-@A Wl S At SSCRIA:= 5012 AEF <& BllA
C13109>T& o] Eo]7} 7871 (14%) 2=l 1, DHPLGIA: C13109>T #i|¢} C13202>A, C13204>G)
o] Bodwle] 28, B %8l2)(18%) o] 7} 7%=t DHPLCEAW S o]4-3le] SSCRIA sk 311 2
2 (4% WolE ©] sl HFH 2 A7INAEAHS B3l 910 AAE EIslsla, ps3Edde] A&
L2 SSCRitt DHPLC} v Zh=rk £ 33h4]l A& dS sk

FH0{: p53,=174, PCR-SSCP, DHPLCGE<IH o]

ABSTRACT. Structural alteration of p53 and overexpression of p53 protein are the most common genetic abnor-
malities in various kinds of human cancer. Mutations in the p53 tumor-suppressor gene are usually associated with an
advanced development of colorectal cancer characterized by the transition from the adenoma to carcinoma stage. Muta-
tions in exons 5-8 of the p53 gene were analyzed by the polymerase chain reaction-single strand conformation polymor-
phism(PCR-SSCP) and denaturing high performance liquid chromatography(DHPLC). SSCP analysis detected 7
mutations(C13109>T) in 50 colorectal cancer samples(14%) at exon 5, and DHPLC analysis detected 7 mutations (C13109>T)
and 2 mutation(C13202>A, C13204>G) in 50 colorectal cancer samples(18%) at exon 5. All of 9 mutations were proved by
sequencing analysis. We conclude that DHPLC is a highly sensitive and specific method for p53 gene mutations.
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o] FAe 2 A5l triethylammonium acetate(TEAR)
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3] ARg-3lsdTt.
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(Perkin-Elmer, U.S.AF 218519137, DHPLG= WAVE®
SYSTEM(Transgenomic, U.S.A8) A&sl S| S
AE3T. F71M LA AsA 9247 ABI 3700
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43k} 0.2 ml microfuge tulsd] 2] PCRAAE
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= 9}, o]2S Aol Z4] loadingihe}. 200 \Hi14]
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acetonitril-A}£319337, washing solutioPZ 8% acetonitrile
(syringe washing solution), 75% acetonitrile(DNASep
Cartridge UltraClean and Storage SolutemH8-3133
t}. Columre- alkylated nonporous poly(styren-divinylbenzene)
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L3t

Table 1. Primer sequence used to amplify p53 tumor suppressor gene

Sequence of primer

Length (bp) Position

5'-ctcttectacagtactcccectge-3’

exon5 . , 211 13033-13243
5’-gccccagctgctcaccatcgcta-3

exoné S-gatgetettaggtetggeecctc-3 182 13308-13489
5’-ggccactgacaaccacccttaacc-3’

exon? S-ggttatctectaggtiggetetg-3' 139 13986-14124
5'-caagtggctcctgacctggagtc-3

exon8 5’-acctgatttccttactgcctctgge-3 200 14404-14603

5'-gtcctgcttgcttacctcgcttagt-3’
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Table2. The list of preparations of working solution for silver
staining (Silverstal Staining Kit, Bioneer, Korea)

acetic acid 100 ml

D.W 900 ml

enhancing solution 1 ml
D.W 999 ml
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D.W 1000 ml
37% formaldehyde 1.5 ml

D.W 1000 ml
37% formaldehyde 1.5 ml
Sodium thiosulfate 200l

Fix-stop solution
(10% glacial acetic acid)
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Fig. 1. PCR-SSCP analysis of the p53 gene. DNA samples
of tumor and nomal tissue were amplified using PCR primer
for the exon 5. N; nomal control sample, patient 1; mutant
type, patient 2-6; wild type.
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DNA 171724 -S S8 C13202>A, C13204>G
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DNA ¥7IMAZEHo|| 2lst S0 BY

SSCR} DHPLGEA Y o2 &5 Ewelse] Al
BE AFsA9EA7] ABI 3700(Biosystems) Systegn
o] &3le] HEFH T C13109>T #H <} C13202>A,
C13204>Geje] Edro] 222 vt 242 p53
frdzRe] EdwolE A& BilA EelstIvh(Fig. 3).
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Fig. 2. Chromatograms produced DHPLC analysis of wild type and mutant type in colorectal cancer. (A); patient 1, (B); patient 5

1 2 3 . s [3 ’ ]
Time (Minutes)

A) u B)
CCCT T6CAGCT  CCCT6 TG TAGCT

|

Il

C) W D)
GAGG GGTGCCC

GAGGCGCTGCCC

Fig. 3. Automatic sequencing analysis of exon 5 in colorectal cancer. (A) wild type, (B) mutant type (C13109>T), (C) wild type,
(D) mutant type (C13202>A,C13204>G).
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