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Abstract: We optimized the convenient nonradioactive polymerase chain reaction
(PCR)-based single strand conformation polymorphism (SSCP) analysis using commer-
cially available precast gradient polyacrylamide gels to detect point mutations in the p 53
gene. The optimization was made by using 2-15 % gradient gel whose running conditions
were 2 X Tris glycine or 1 X TBE buffer, and 200 V for 2 hours at 4C.

Also, we screened 47 patients with various hematologic malignancies and detected p 53
mutations in two patients with acute leukemia. Both of them showed a resistance to
chemotherapy, whereas 20 other patients with acute leukemia and without detectable
mutation did not show such a resistance except for one single case. Mutations in the p 53
gene could be closely associated with a resistance to chemotherapy in leukemias.
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Table 1. PCR primers for p53 exon 5, 7 and 8
Exon 5

Sence 5'-tgttcacttgtgccctgact-3’
5’-caaccagccctgtegtct-3’

Size of products 272bp

Antisense

Exon 7  Sence 5’-cacaggtctccccaagge-3’
Antisense 5’-aggggtcagcggcaag-3’
Size of products 232bp

Exon 8  Sense 5’-ggtggttgggagtagatgga-3’
Antisense  5’-gcttcttgtcctgettgett-3

Size of products 255bp
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THB® band 23 gel DZEFRIZL 5 FCTOREME L
To. BB T R, SEPEICTSSCP <2 — v RRE L
fo. BREZRDID OOWTIE, direct sequencing i
THEERFIZHER L 1.

ﬁi L=
GGZ MW= SSCP o #r T, £ 474, AML D1

SW Pi1 N

Fig. 1. SSCP analysis for p53 exon 8 with 4-20%
gradient gel.
SW; SW408 colon cancer cell, Ptl; a
patient with AML, N ; normal control.
Electrophoresis for SSCP was performed
with 4-20% GG in 1X TBE buffer.
Other conditions and abbreviations used
are described in the text.
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Fig. 2. Time course of SSCP pattern for p53 exon 7 in a patient with

ALL (Pt2). N ; normal control, lane 1-4; Pt2 at 1995/11/15,
1996/1/9, 1996/1/31 and 1996/2/2, respectively.

Table 2. Summary of SSCP conditions and their abilities to detect
mutations in the p 53 gene exon 5, 7 or 8

Running time

Ability to detect

Gel . .
on electrophoresis mutations
SW 480 Pt1 Pt 2
GG 10-20% 4 hours + + +
4-20% 3 hours + + —+
2-15% 2 hours + + +
5%  PAG with glycerol 1 hours and 15 min. — - -
without glycerol 1 hours and 15 min. - + -

+ ; detected, — ; not detected.

Other conditions of electrophoresis were constant at 200V and at 4°C.
2XTris—glycine or 1XTBE was used for running buffer, and the diference of

buffer did not affect the results.

Abbreviations are described in the text.
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