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Yol ¥ & & 5 um FAR 4 7T H ol A
FE HEEE dAste) 34 23& $lsta dRe szl
AA ¥ DNA FZoll Ag3i3ict Wy JAL AREY 7]
9 2agh ¥ulS A43iiek’ DNAY 332 Genomic
DNA purification kit (#K0512, MBI Fermentas, Lithuaia)E o]
L8l kite] FAL oh&# 73tk 1) Lysis Solution: 40 ml
of ready-to-use solution, 2) Precipitaiton Solution:6 ml of 10x
concentrated solution, 3) NaCl Solution: 10 ml of 1.2 M sodium
chloride. PCR& p53 exon 5-8H A|2AlE o]L3le] 2 mM
dNTP mix 0.2 mM, sense primer 20 pmol, antisense primer 20
pmol, Tag DNA polymerase 1 U, 25 mM MgCI2 1.5 mM,
template DNA 10 pg, PCR buffer 1x, total volume 50 pl&
initial denaturation 95°C 3%, denaturation 95°C 1%, annealing
65T 14, extension 72C 13 302, last extension 72C 1&,
total 35 cycles A|3¥slgdct. 7] A]<g4}t exon 5~8He] At
Aol shdele e dest 2.

Exon 5  1542-cctcttcctacagtacteceetge
geecccaccatgagegetgetcagatagega-1737

Exon 6 = 1808-gattgctcttaggtctggececte
ggttaagggtggtigtcagtggecetee-1993

Exon 7  2487-gtgttatctectaggttggctetg
gactccaggtcaggagecacttg-2625

Exon 8  2906-acctgatttccttactgectettge

actaagcgaggtaagcaagcaggac-3105

Genomic DNA®9] PCR Z¥ % SSCP (single strand chain
polymorphism analysis)E Al3st9ict. PCRE 2§¢t | PCR
of %2Y Tael 1 pIE A wbeoll Bk 9 4le)
formamide dye® A7l el 94 WA &) Tk
gick. 95Tl 327 A 7k F gl Yelrht 5%9)
nondenaturing polyacrylamide gelol] loading s}gich AL 10%
glycerolo] 3% 5% acrylamide (acrylamide : N,N’-methylene
bisacrylamide = 49:1), 0.5X TBE buffer (50 mM tris-borate,
ImM EDTA) &% 100 mLol] 0.6 mLe] 10% ammonium
persulfate (APS) 2} 100 x19] N’-tetramethyl-1,2-diaminoethane
(TEMED)g &£3lste] o] Ag3igich 4-ollA Hybaid
sequencing tank (Hyaid, UK)E o]&&}o] 250 BEZ 1647+
B A7l JFsIgick SSCPollA WAl BE £2H9 o
ololl tH3] ABI 310 automatic sequencer (PE biosystem, USA)
3} ABI 310 sequencing reaction kit (PE biosystem, USA)-S o]
|3lo] 371 M9 AL slct 10Xsequencing buffer 3
£l, primer 10 pmol/ ], template DNA 20 fmol, Tag DNA
polymerase 1 g1, deionised waterE final volume 30 ule] ¥3}
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Exon 51 ¥ ollollA] ACA—GCA Ho]E Ho] Thr—Ala
02 olulxAke] #W3lyl Q9A(Fig. 1) F ol GAT-AT
Ho|Z Asp—AsnoZ ofu|:Ate] Hslrl whA¥slglc}h. Exon
58 9] wolE Kol 37| £ 2#loll4] double primary cancer 7}
dglom o] HAZRL 2674l HAY3E double primary
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Table 1. Clinical Data of Patients

2
o
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No Age  Sex Stage Operation RT Dose F/U (mo}) SSCP IHS Status

1 58 M T3NOMO TL 4600 34 (—) (=) NED

2 60 M T3NOMX TL/RND 5580 56 (-) (-) NED

3 59 M T3NOMO TL 5000 83 (—) (-) NED

4 55 M T3NOMO VL 5400 14 (—) (-) Death, lung cancer

5 58 M T4NOMO TL 5000 153 (—) (=) NED

6 64 M T3NOMO TL 5040 133 (—) (+) NED

7 59 M TIN2aMO SL/RND 5400 126 (-) (=) NED

8 47 M T2N1MO TL 5400 125 (—) (+) NED

9 60 M T3N3MO TL/RND 5040 91 (—) {-) NED

10 40 M T2N1IMO SL/RND 5940 56 (-) (+) NED

1 6l M T2N2cMO SL/MRND 5940 76 (=) (+) Loss

12 55 M T4NOMO SL/MRND 6160 47 (—) (-) NED

13 55 M T4N2bMO TL 5400 68 (-) (+) Death, metastasis

14 49 M T3N2bMO TL/MRND 5400 33 (—) (-) NED

15 60 M T2N2MO VL 5400 22 (—) (-) NED

16 53 M T3N2MO TL/RND 5400 31 (—) (-) Death, local recurrence
17 65 M T3N2MO SL/RND 6000 58 (-) (-) NED

18 51 M T3NOMO SL 5040 57 (—) (-) Death, lung cancer

19 64 M T3NOMO TL/RND 5400 63 (+) (—) Death, stomach cancer

20 60 M T2N2bMO TL/RND 5220 15 (+) (-) Death, local recurrence
yal 54 M T2N2bMO SL/RND 5940 72 (+) (+) Loss, esophageal cancer
22 70 M T3N2cMO TL/RND 5760 78 (+) (—) Death, metastasis

23 51 M T2NOMO SL 4860 84 (+) (+) NED

24 53 M 1IN3MO SL/RND 5400 117 (+) (+) NED

25 67 M T3NOMO VL 5400 30 (+) (-) NED

26 63 M T3N2bMO TL/RND 5220 31 (+) (+) Loss, local recurrence

SSCP :single strand conformal polymorphism, IHS:immunohistochemical staining, TL:total layngectomy, SL:supraglottic laryn-
gectomy, VL :vertical laryngectomy, RND : radical neck dissection, MRND : modified radical neck dissection, NED :no evidence of

disease

Table 2. DNA Sequencing Results of p53 Gene

No.  Exon Sequence No. Codon No. Nucleotide Aminoacid

19 5 1627 146 ACA — GCA Threonine — Alanine (T—A)

20 5 1729 178 GAT — AAT Aspartic acid — Asparagine (D—N)
21 5 1729 178 GAT — AAT Aspartic acid — Asparagine (D—N)
22 6 1849 191 GIG — GAG Valine — Glutamic acid (V—E)

23 6 1886 203 AGA — AAA Arginine — Lysine (R—K)

24 6 1886 203 AGA — AAA Arginine — Lysine (R—K)

25 6 1886 203 AGA — AAA Arginine — Lysine (R—K)

26 7 2540 230 TGT — AGT Cysteine — Serine (C—S5)

cancer 48] F 50%0°l dFsto] exon 5HQ A Eoiwe]s}
double primary tumor?] WrAlo)| ojw iyt AP} Q& HbE
A& AlAstg el =3 double primary cancerE ZA] 9 ¥
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2(36%) VRt B Vol okk EA vEelskot A1
Aol & A rHp=0.563).

SSCP 4+ p53 Wole] £l wia} ABEES v 3
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Fig. 1. The reverse sequencing shows TGT—>CGT change
resulting in ACA—>GCA change in codon 146 (Exon 5, case
number 19).

SSCP

X Positive

Cum Survival

0.0

X Negative
0 20 40 80 80 100 120 140 160

Time (months)

Fig. 2. Survival curves according to SSCP status. There was
no statistically significant difference between p53 mutation
positive and negative group (p=0.596).

(p=0.59).
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~—— Abstract

p53 Mutations in Advanced Supraglottic Cancer

Seong Eon Hong, M.D.’, Jin Oh Kang, M.D.",
Hyung Hwan Baik, M.D." and Kyung Sik Yoon, M.D."

*Department of Radiation Oncology, YBiochemistry,
School of Medicine, Kyung Hee University, Seoul, Korea
TDepartment of Biochemistry, Eulji Medical College, Daejon, Korea

Purpose : To determine the prognostic significance of p53 mutations in advanced supraglottic cancer
patients.

Material and Methods : Twenty-six patients with pertinent tissue materials among 60 patients diagnosed
as advanced supraglottic cancer in Kyung Hee university hospital and received total or partial laryngec-
tomy followed by radiation therapy were enrolled. Immunchistochemical staining using DO7 monoclonal
antibody was performed. Tumor specimens were analyzed for p53 mutations in exons 5 through 8 by
using PCR-SSCP analysis foliowed by DNA sequencing of all variants.

Results : p53 mutations were present in 8 cases among 26 patiets. Mutations within exon 5 were 3
cases, exon 6 were 4 cases, and exon 7 was 1 case. Mean survival time was 702 months in patients
without mutations, 61.3 months with mutations but there was no statistically significant differences (p=
0.596). Mutations were 25% in stage Ill and 36% in stage IV but there was no statistically significant
differences (p=0.563). Mutations were 25% in lymph node negative group and 42% in lymph node posi-
tive group but there was no statistically significant differences (p=0.437).

Conclusion : The presence of a p53 mutation detected by PCR-SSCP is not associated with survival,
stage and lymph node status.

Key Words : p53 mutation, Supraglottic cancer
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