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Abstract

AIM: To analyze aberrant promoter methylation
of the p16 and O-6-methylguanine-DNA
methyltransferase (MGMT) genes in serum DNA
samples from patients with gastric carcinoma.

METHODS: Nested methylation-specific poly-
merase chain reaction (nMSP) was adopted to
detect the promoter methylation of the p16 and
MGMT genes in serum DNA samples from 69
patients with gastric carcinoma. Serum DNA
samples from 16 healthy individuals were used
as normal controls.

RESULTS: The frequencies of p16 and MGMT
promoter methylation in patients with gastric

carcinoma were 30.4% and 17.4%, respectively.
In contrast, no p16 and MGMT promoter meth-
ylation was detected in normal controls. The
frequencies of p16 and MGMT promoter meth-
ylation were significantly higher in patients with
gastric carcinoma than in normal controls (both

P <0.05).

CONCLUSION: Detection of p16 and MGMT
promoter methylation in serum DNA samples
can provide valuable information for molecular
diagnosis of early gastric carcinoma.
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methylguanine-DNA methyltransferase, MGMT) ¢
— R AL IDNA LIS R, nIE R kel 5|
EIDNATI, FEDNAE S A E R ZAEH.
) X e A 5 [ R DRI BR ) 2 L 2
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1.1 A 2008-06/2009-09 15 FH 125 24 [t b Jeg 1= ¢
Wova £ ifiZ 1t B e S E 69, Horh D49, 4o
2001, FEE23-72CFHFES 1) %, A RE 1L
WibritE 2 B (S A RFEE) B [T LA 64 44
KL e, LR 74, s, AEE24-57(°F
K41 % . WHRIR A M (Sigma) XK 1
(Sigma). W ¥)i(Sigma). Wizard DNA Clean-Up
System(Promega/a #)). CpGH FEHEFEHIM. Sss |
(New England Biolabs). ZIRHE(IGHEA 73%5).

Taqfi#(TaKaRa). 100 bp DNA Marker(KAR). Tris
YR A AR A BRTHT A R & E
WK (4 [ Merck). DSHZ-300% 134 /K i 1H 15
AATH NGRS ) TU-1810284M ] I,
I3 M EE VAL RO AT S A BR DT 2 7).

BHEPCRY B (45 [ Eppendorf 5330%Y). DNA
ST (EE EBio-Rad A /). 5IM)E S IR
BR[S-7], th b s A TR IR A B (R 1),
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Promega Wizard Cleanup Systemiji it TDNA
alifb, WCEESOUENL M, IIAS.5 WL i Ie i 1
3 mol/L NaOH, i 'E 15 min, JIA33 pL 10
mol/LZTR¥%E . 1 uL 10 g/LEEJR %165 uLiKI/K
LEEPUEDNA, =20 C it i, Wk HEUH JE 250 57
3%, FEHI100 pL 700 mL/L ZBEVESE20K, BT
i, TS, I35 uLH4KEf#, -20 C
TRAFEH. 2)n-MSPIEEMp/6. MGMTHEA 5
Bl AR DU AR R #h 1811 5 DN AR
AR, 239 Lhp 163 8 T X 51 16-ff. pl6-
fHMGMTE )T X 5 I(MGMT-ff, MGMT-
)47 5 14 PCR, ¥ Hip76. MGMTH: K A 81
X, VAR FR: 10X PCRZEM 2.5 pL 2 mmol/L
Mg”'. 200 pmol/L dNTPs. 5410 pmol. Taq
DNAZEGL U fifbALBIDNA 3 uL, HddH,O
525 pL. FHFLF: 95 CHIAETES min; 95 °C
45 s, IR K45 s(pl65EK60 'C. MGMTIHER 52 °C),
72 °C 45 s, I35 14272 "CHEH10 min.
PLEE 1R PCRY ¥ Hip76. MGMTIER i 51X
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SVAR R RIS 15 PCR, §IGREF: 95 CHUAZTES
min; 95 °C, 15 s, IR K15 s(pl6 5L AL 5144
65 °C, AFHIEAL 514062 'C; MGMTZE A FH L4,
51 AEREALG 66 C), 72 °C, 15 s, 73
28 MIEIR; FH4872 ‘CAE10 min. 14~ 422%
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- p’%g@; L pre-t 5'-GAAGAAAGAGGAGGGGTTGG-3' 280 60
SR FEEY  ple—fr 5'_CTACAAACCCTCTACCCACC-3'
8.7%(6/69), i A p16-mf 5'-TTATTAGAGGGTGGGGCGGATCGC-3' 150 67
‘? M HARLE 6 me 5'-GACCCCGAACCGCGACCGTAA-3'
e 076-uf 5' - TTATTAGAGGGTGGGGTGGATTGT-3' 151 62
076-ur 5'_CAACCCCAAACCACAACCATAA-3'
MGMT—ff 5'_GGATATGTTGGGATAGTT-3' 289 52
MGMT—fr 5'_CCAAAAACCCCAAACCC-3'
MGMT—mf 5'_TTTCGACGTTCGTAGGTTTTCGC-3' 81 66
MGMT=mr 5'-GCACTCTTCCGAAAACGAAACG-3'
MGMT-uf 5 - TTTGTGTTTTGATGTTTGTAGGTTTTTGT-3' 93 66
MGMT—-ur 5'_AACTCCACACTCTTCCAAAAACAAAACA-3'
A 1 2 3 4 5

xR 2 nMSPIONIBESEEE. MCMTEREBEVLESR %)

pax:| n pI6ER MGMTER
WIBH 16 0.0(0/0) 0.0(0/0)
wEIZE 69 30.4(21/69)° 17.4(12/69)°

°P<0.05 vs NIBA.
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X R LA 5 109 19 J5 HREIAH Y. B, A28 7K
PR3 1508 8 TR BAL 5 1 04 B TEAH Y B R,
[ BN PR R4 5 1400 5 4 FERAR S | )9 38 06 H AT
AR AR B I H A R AR I, AR DA A
I A 25 AR AR AT 14 14 AH Y.
B AR, A H A0S [958 38 AR Y Fy
BRIk 56 4 AL, FERE S 1) SRR B0 5 1)
P4 38 A Yl BOR AN 56 4 TR, S84 R SEAE
FIASTE 4 BRI T by R S AR ARSI B

22p16. MGMTA EnMSP¥ 34 45 & Z5 L oR, 18
A 6961 B g B E R, pl6. MGMTIE N 5
TIX FHEAL R 351 430.4%(21/69) 17.4%(12/69).
KR AR Wpl6. MGMTIEK i 81X R4k, 22
F i, B g 2E s L(EL, 3R2).
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DN A LAY AT 38 ok AN oo A0 5 D] 510 g 5 | ks A
RIRRAE, A& R e B2 A JE R T Bk G B

M UmMUMUMP BMU MU

B 1 2 3 4 5
MPBMUMUMUMUMU

1 nMSPHEN /6 FIMGMTE R S5 F XEBEL. A: pi6;
B: MGMT; M: DNA Marker(DNA Marker [ . 20 bp DNA

S, U: T 101 1-5: S RRIRERR,

P2 . DNAF LR AR A 43 H AR 4
JR R 1 A L, JEBSE R R R R
MAR4L. PEADNASAAE T M (M B W
S S g T Y. R P LY G i AT N 2 g
g B TR AROIR AR IO S 408 LT i
e FURMET . BN BT A R A
IADN A A5 e 2L 23 o AH . DN AZKPAIR,
FLIEIR AL DN AZE AT A Ak B 7 o A7 78 AR
DAL b AT 7 Hh SR 4 3 30 48 R AR S P CR
UM SP)EA 5 e R R 1 S A S
PCRE(MMSP)HEAT A AT, 45 3 ok o
BH M REA A AEp 16 FIMGM THE [ 5 5 1
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FERFFEIN S DR i 5 e 2 1 SR A TR 36
3K IR ) BENL, A8 AR R ZH 1 BT B g AR
AN Mp 1 63 R A S, 45 5 B oRp 165
RIS 1L 240 1l 2Rk 26 4 8.7%(6/69), Fir A farilll
FEARAR ML 555874 . AHIF 5069191 5 et 16 2 40 of
SER 2 p 1655 K1) 21 IX AR S JEAT R,
SE R WoRp 16 3E R J3 )1 X AR AL, FEAL
HH30.4%, 50 BALAH L2 = AT gl L
Tkoma%5 "R HIM S Py 4G £1148%(52/109) 1) 1
S B AN R L P AT A LS p 16 L AE Y I 22 /b —
ANFEDR i FR AL S DL BTl R Wp 163k
DAL 8l X Akt 1 i thp 7 6k DR 2R 3 ) 2 2
MUt Tpl6 55K A 21 H AR vl R 5 | iE Rk ok
T, O 2K A e B AR T SR R AR, B
JfL ik P RS, A S TN, R B S DN AT
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MGMTEHNAEZEFDNABE IR, FHR
B g A S R R e A S 100 50 I FE o R DA
AL ZAHTEAL PR RET =i bR 1L BRI S s 41
ZUL AR B i A P MGM THE R R 8 1%
ik, &R BN B AL FTMGMTIR R IE R IAR
ST AU 69151 i R MK T MGMTHE KA
Bl 1 DX ARSI, 45 3 o b R A%
H17.4%(12/69). LA ERFFHE R B B P MGM TH:
DU IA A AL AT i S MGMTHE ] i F AL A %

JigRe e A FR A A R A, AR ARV S 2 R
PRIUOTIR) S XA AR IE S T e R ot 2
p16FIMGM THE FIAFLE A 811X i LRI,
Horip 163 H AL R K siaa: R H 4l
SUIAT IS A R AH AL (29.4%). AR
M GMTHE R H AL 26(17.4%) I8 T K siaa®54i)k
1¥(36.8%), {HZhao " "WF 5Tt s B e 41 41
BARFIMGMT FH4L %(6.9%), LA LAFFT4E A
— 305 i 2R A B N D7 VA6 O, DRIk o
Ak — P FT LR SE B g S MG M THE K HY
FALIRE.

HE DRIk 1 R LAl 2%, AHHE ST
Uiz AInM S P20 B i i 1 i flp /6 FIMGMT
FEDR F ARSI, (Hp 6 FIMGMTH: A /5
Ak 5 AR AR O B AE IR IR 1 (W18 FH AN E
M TR AT,
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