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R 12 X4l 3 B2 A Bk, Bk 25 10% (3/30) ,E1 AR5 11 KR WG G . £518  plS Fl pl6 £ 5')5
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Detection of abnormal methylation of p15 and pl16 gene promotor by nested PCR in
hepatoblastoma
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Abstract: Objective ~ DNA methylation has been regarded as an important genetics marker reflecting the
transcription state of DNA in cells. This study aimed to assess the methylation of CpG island in 5’ promotor region of pl15
and pl6 genes in children with hepatoblastoma, and to explore its relationship with the development of hepatoblastoma.
Methods The methylation-specific polymerase chain reaction ( MSP) and PCR-SSCP techniques were used to analyze
DNA methylation. The tumor tissues, the tissues beside the tumor and normal tissues beyond the tumor in 30 cases with
hepatoblastoma were studied by nested MSP. The target fragment was verified by gel electrophoresis and sequencing.
Results The incidence of abnormal methylation of 5" CpG island of pl5 and pl6 genes in tumor tissues was 30% (9/30)
and 67% (20/30) respectively. It was 20% (6/30) and 57% (17/30) respectively in the tissues beside tumor and that
was 13% (4/30) and 33% (10/30) respectively in the normal tissues beyond the tumor. Homozygous deletion of exon 2
of pl5 gene was found in 1 of 30 cases (3% ) in hepatoblastoma. No deletion of exon 1 or intron 1 was found.
Heterozygosis deletion of exon 2 of pl6 gene and partial intron 2 was found in 3 of 30 cases (10% ). No deletion of exon 1
or intron 1 was found. Conclusions The abnormal methylation of CpG island in 5" promotor region of p15 and pl6 genes
appears to play a role in the development of hepatoblastoma, which might be attributed to the inhibition of gene
transcription by abnormal methyaltion of CpG island in the promotor region.

[ Chin J Contemp Pediatr, 2005, 7(5) :404 —407 ]
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TR S B FE K 4] DNA: JL 2 ug DNA, 85 474%
BHTAIALIE LA 20 L KB 25 85 T K i 2 B R
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SRR AR S 5 [ AR 3 PCR 3

1.2.3 £ X nMSP 25 ul KRR R 2.5
mmol/L dNTPs, [ N5 ¥4 10 pmol/L, WV fiii iz
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362 bp)# 1 min, 72 C 2 min,40 MEH, 20 pL
PCR 7=#hn A 3 A5 AR AR MW, 98 °C 242 4 5 min, I+
FET RN EERL IS , 1 x TBE 22 #jif v 4°C HL Ik
14 h, pl5 il pl6 #Ri+ 1,2 PCR 744351 FH BR il
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%1 pl5,pl6 EFE &L nMSP 3|4
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pl6A F 5'-GAAGAAAGAGGAGGGGTTGG-3' 280 60
R 5'-CTACAAACCCTCTACCCACC-3’

ploM F 5'-TTATTAGAGGGTGGGGCGGATCGC-3’ 150 65
R 5'-GACCCCGAACCGCGACCGTAA-3

ploU F 5'-TTATTAGAGGGTGGGGTGGATTGT-3’ 151 65
R 5'-CAACCCCAAACCACAACCATAA-3'

pl5SA F 5'-CGCGCACCCTGCGGCC-3’ 234 60
R 5'-CCGTGAGCGGGCCGG-3'

pISM F 5'-GCGTTCGTATTTTGCGGTT-3 148 60

R 5'-CAATAACCGAACGACCGA-3’
pl5U F 5'-TGTGATGTGTTGGTT-3’
R 5'-CCATACAATAACCAAAC-3’

154 60
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T W I el 55 5 AR PR, TE PR 34,
FEABAE

AP Y RIREAS BB AT 100 Wl 52
A Z i PCR ¥ 3, 2¢ PCR 4ifkiX 7] & ( Promage 7=
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FHFRAPEN DI Sam 1 45 439 bp 4 PCR §" 44
fit-D1 2 200 bp #1239 bp P4~ Fr B, S8 A ot 4T SS-
CP 73#r, &L HB 4V A7 1 {5 FBE DNA 1275 %
s, SSCP KB N 4 AN (K 3) , AL 3%
(1/30) o 2 plS J P 55 LU R X 1 14 3 i
IEHHL R BRBmsNT Rl

B3 pl5 EE# SSCP 53#fi, pl5 HHLE 45 T4 Sam
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FHLIKIERS S, S IR XS AR T HB 4120, N i IR #4140

2.2.2 pl6 AR A% HZ®# PCR Jriksr
7,30 5] HB 2041 & # plOoE2 FIR4y 2 X P
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TAA—TAC [6] L5875 F1 CTA—ATA X875 (% 2,
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RAZ . E1 FIERI> 11 DXIOR WLk .

1 2
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50
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El4 pl6 EEYEEZEFELANZAL DNA PCR =4
BB Bl o #ikat 1 BoR TAA 5K TAC; §iskAb 2 IR CTA 78
A ATA

®2 FrE4MES pl6 EERET
98 4% B —4hBF
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Az —, WFFe R W HE N RS 3 7k 53 Y X
LRI CpG I F AL 3 5 | BE R 4 7 S O 3
FENIE A Z T, R I — FR G0 5L A AR ) B3l 1
IX S v WAL AT PR R TR A ple JEN 4
K 8.5 kb, 2 NN EF I3 AR, 5
) 126 bp Zifibsh i+ 1, a5 307 bp G 4h
5F 2,330 11 bp gafgsh 5310,

FATHAF T LA B [ Ny A0 A A 52 3 2 81, R
nMSP 34T PR FH Ak 43 B 1) 72 088 e VR AR
T Hi A AL DNA ACE 09 5F kil ik . 5%,
R A 92 B nMSP 5 vE X pl6, pl5 JEP H 34k
Kot 2 W] S 4 s LYK, DNA R A= —F b 3
FE 1% DNA &4, v] LAAE AR b O 85, O ELRE
A L RRAT SR AR IR X T IR A
Ui, CpG (1) g ms g F Ak 3222 & A 78 sl 7 X3, 1
HoAhZE A (I g 5278 ) 288 R A A LR 3 5 o R
[F] DI, A1 S A T PG A 7 2R, e A1, DNA R Ak 43
M — ol 1E DA ik, B o R Ak S B3R A
R FNWTHRAE , AT 45 AN 2352 1B A A AR T4,
For D45 5 B, AR T (R B R AR B 2R R
752 36 28 14 K0 B nl He ko AR S2 6 o SR
nMSP LRI X IR AT 2 YR 3, S e 1R AR
SEPER RO AR H S A TR 03/ U SRR 1K
i DNA (1 LR A

IR AL pl6, plS RIG B Z A, AR
PRI R PE A g9 (HCC) v ple BERAY R TR E A
it E B ALRAR A — 2, X R 2E S
ESBREAS SO vE B TR R R A O, dilE
Jin' " 3, 78 20 5] HCC *p pl6 E2 4lif i e 32
15% ,pl5 E2 4fi Gtk %% 20% ,pl6 E2 il pl5 E2
HRERZH 10% ,IFIN R plS Fil plo JepR 4 44
AL I P A s A 38 T2 1) R PR R & ML, p15
1 pl6 JE A A 2 A s i YR i B R . Al
K nMSP 3K T 30 451 HB i 55 D R G 98 1E %
LK HB plS, ple B s H EAL A 30%
H167% ;s 3241804 20% F1 57% 5 o9 1w 4120 1
A 13% 1 33% ., 1o45 CA VLI, fE1F 2
A, GLAE T A0 B, X5 pl6 il plS FERR U, BR T
BrJe ZEARLIAN pl6 il plS KR Y B4R — Rl
IS, AWFFEAE 30 4] HB ik 3H 1 f6i] p15 E2
BRI CREEE R ) B HN 3% AR I 9 55 2H 21
FOE# HE B AR R I 6 5 2845 5 pl6 E2 I
g3 12 IKBR A 3 B (ARG Bk BR R
10% , i A3 55 2H 2 F 0E # AL 40 E1 A 4y 1
X IRI A WL o 0] WX — R 45 R 5 R 2 EE

HMFFEEERARE o (HIRFRATET pl5, pl6 FERHLLK
R T Jin WFFEEE AL, AT BB R T REA IR 22
B, BATINH pl5 5K pl6 4l &5k L K — 3[R
JJ& pl6,pl5 FEHAE HB PRGNz —,
I i &R 5 kR e th T 2 R EUE AL AR G 45
B ALHE pl5, pl6 SEA Y HALAM B - (58 AR FTH
Ak, I pl5 E2 5§ pl6 E2 4fi & ks Ll K — %4k
[l HOES 1 HB &4 R RIMILEH Z —. Lk
W EE R R AT > HB il &= pl5 E2 5 pl6
E2 ek, AT RE X4 il s 1) 2B Rk TR A 45
ARWFFE IR KB 3 bR A i 557 4121 pl5/pl6
FL VK %% 3 LU B S T LA B B9 A1 2. 3k ] RE R
FHL IR A pl5/plo JePR Gk 2k (9 4 41, fifi
LU pl5/pl6 FE[K PCR 7™ 4 r Ik 4 2 B R AIK
T2 p15/pl6 HL K B LB AR T os 4L, 12
IRFEWFSE pl15, pl6 PRI ik B, 4B 07 15 9 4 21
R B BRI R A skt B A 25 Y . #E HB 1R
A5 R S R PR p15/pl6 BED Yk A1 Ak
fEAE 5 i FAMAR 25 T b Ja s E R, DT BG 7t it
FE 5 T Rk AR M B A RN i e % B, TR T R A OE
pl15/pl6 K AT GEXT 2 A8 4 ) 26 78 R P FE b A —
TETE, R R JR e i B LAY 7 B AR B o
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