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SRV HESL T 5-aza-2-dC ALFIS AALFE 5-8F AU HUER () 2-DE EiE, YU T 49 N EFRIAME AL, ¥ T 334
ZEFRFIEME AT, P AHE nm23-H1 ERN K 15 NEFARLE 5-aza-2-dC 4B 5 (1) 5-8F 4 g p3A8 B, i 18 MR AR
15 Fifl. Western blotting f1 RT-PCR £5 % .78, nm23-HI 7F 5-aza-2-dC 4bF 5-8F 4118 )5 %k i, Mst~%%ﬁ,E
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(1) 4 8 B A 2% 25 46 A 56 ] 3 ) 0 8K (silencing), T
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SKICERE: RAER AT RRTIL S F M A R LR EE 411

07 32 98 PP R 2 9 R 119 7 V0 R Tk 3
FEDR, B AR 20 2540 ) S5 DG TG 1) 1 5 4 2R (Al
W) K KEAS, SR MS-PCR. V%% 2 &8 15 1 o
DNA JllJ 745 DNA I SEALATIN 7570543 Bt A ml i e
fEIEFE R JE 8 71X CpG By 1 A o, T8 b
B RIRE A R B IR G 2 7 R 22 5, U
JIIRT A G I R A GG JE IR L ik o 56 DRVl LA
— R AT A Bl R I D 1 PRGSO, AU
12 I\ A S5 DR 401 91 ] 3 T 98 A O (1) B RS A R 3
DAL, it LM LA R BT %) e 8 A G [ HR R Ah 2R 3 2
DAY, DRI, i AN 1 0 A 1 ) A% A N T 1k
i e P R RS RV R DR, ARSI sl i, A
L DR 2 3 L 9 32 e A O 110 FR AR R 6 IR, i HL
XM LA EATIE B8, w] R BB 1) e AH DK 1)
LA TR L TR

5 BT R 3 ML 2S04, A IIF9T
KIL, pl5. pl6. RASSFIA %55E K 78 B Ji rp A5
76 B AR SR 00121, H K BB Y 4 2 SR P ik ik L [A]
VAL I B A 1 R A RS S DN, BT o AT IR R R K
TEATBR, S ) IR RS SR R AT R — P R
. Ak, ABFFTLLNPC 410 & 5-8F kEA, 1
FH L L 78 Bl A0 371 5-aza-2-dC AL 3 5-8F 40, ff
TR E RIS, R RO R4
FiAR L% 5-aza-2-dC AbHE 5 R AL B 5-8F 41 i 55
JRFRIE R ZE R, R %8 S5-aza-2-dC Ak
5-8F Ja ik R E AT, AR5 KA MS-PCR
WIE B AR AR it I K 2 5 7 5-aza-2-dC 4b
PG RAET RS TIX CpG B2 FAk, 7k &
P FREA RIS R DR, A 7S S W R 5 ) 9 WL s £
NP LR AR

1 #MR57E%

1.1 #8l

111 ZHM0 5. SR 40 i 3R 5-8F b Ll oK 2 i
JAME AT AR, ARELRAT. S 10%/ N 107 1)
RPMI1640 55723, T 5% CO,. 37°C a4 M 15
FER R

1.1.2  51%). a. nm23-HI PCR 5% 5K T
Mk[14]. L3E51%), 5 GACCGTCCATTCTTTGC 3/,
N 51 %, 5 CTGCCCTCCTGTCATTC 3’ .
GAPDH: L[ii51%, 5 GTCAGTGGTGGACCT-
GACCT 3, Fif51%, 5 TGAGGAGGGGAGAT-
TCAGTG 3’. b. nm23-HI MS-PCR 5|¥)5%].
T nm23-H1 2 K 3 3l 1 )7 41 (GenBank % 3% %5 -

L34822), M 1F 2k X 14 (http://www.urogene.org/
methprimer/index 1.htm]) T CpG & Fl & v H 3L 4k
MEEFR AL Y. AR RGOS BT
Y, 5 ATTGTTTATTTTTAAGAGGAAGTGT 3',
NUE514, 5° AATTTAAACTACAACTACAACC-
ACC 3. FIAGIHM 5. LiFsi, s
ATTGTTTATTTTTAAGAGGAAGCGT 3', Fiif5l
Y, 5 AATTTAAACTACGACTACAACCGC 3'.
519 IE R A4 TR PR A k.

113 R A . NI . RPMIN640 £ 77 3
Gibico BRL A #] 7. 2D Quant Kit & [ & il 7
G NKIERE . H X - RUNK G . =R R
gt H2 M. | ke B m R 44 (SDS). IR % .
CHAPS. fiitllk. dfifR%. 1IPG Z2i i pH 3~10.
24 cm [EAHAL pH BARE TR Sc . BRI 2046 0 i A%
W 1) 2F- P 4 1gG MTEHT I 1gG. ECL &G H
Amersham Pharmacia /A &) . i 3B EE(DTT). filll
LB TPCK AR Bt Al . UL, =
LIR(TFA). BRIREHe . TARBRIREN . S FEIR
a- O 4 B A WO R (CCA).  5-aza-2’
-deoxycytidine. PYZMH#E . DEPC(fERIR — L 1E)
Al NaHSOs. F$TA B-actin LA [ Sigma 2
my W S . DNA il 28 7 £ (Genomic
DNA purification kit). DNA #ii 1k i 7] £ (DNA
clean-up system kit) JJ F| Promega A # . RPL A
nm23-H1 $T /& H Abcam 73 @ . PVDF iy H
Millipore /A 7). Taq DNA %4 . DNA marker &
H Takara A5, R, H. 4B, EDTA 44,
NaOH. L[R5 A H ™ rtfral.

1.1.4 1%#5. IPGphor % HLRAE{X. Ettan DALT I
T LYK FE . Imagescanner F1451¢ . LabScan 4711
#AF 1) & Amersham Biosciences 2 T P7 i .
Voyager-DE STR 4307 MALDI-TOF-MS Jit i 1
Applied Biosystem A 7] ;= i . PDQuest 7.0 # i [
14 B4 4y Bio-Rad 22 w7~ . Mascot Ik it Fi
2 B i PE A ) 4R F & Matrixscience 2 T 77 i .

1.2 A%

1.2.1  5-aza-2-dC AP SRR AN L. SL50 4 5-8F4H
JL BA 30% ~40% ) % 5 452 A 21 100 ml B 7,
41 L I R )5 4B 5-aza-2-dC(5 wmol/L)HT i 15 779
£ 24 h HHHH 5-aza-2-dC WIS IR, B35 72 h
Jo OB g & . 0 BRUAL 5-8F 4 B AN &
5-aza-2-dC 5 TR Rl I 15 7

1.2.2 ZAHRAVEE BRI . SR S0 AL R T 4
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5-8F 4 Jitd, 0N 40 o A W (8 molVL JR &, 4%
CHAPS, 40 mmol/L Tris, 65 mmol/L DTT) % i %4
fi£ 2 h, 12 000 r/min. 4°C 20> 45 min, H{ L ED
gl R B e . A e &L R & 2D
Quantification kit (Amersham Biosciences 2 7))l &
wEFUKE, HT 2-DE 7047

1.2.3 IR 0 2-DE 43 5. A 0 g
e IPGphor %5 LR FE R AT AR PG 2E1T. 0.6 mg 4
il 2 R 5 7K A6 (8 mol/L R %%, 4% CHAPS,
40 mmol/L Tris, 18 mmol/L DTT, 0.5%IPG pH 3~
10 Z20P, IR SR )R A 2 S AR 450 wl.
A AL AS T IPGphor 55 HLIRE AR B4l R 4 1F:
30 VKA 14 h 54 500 V1 he 1000 V1 h,
8000V 10 h AT £, SRS NG, 7
50T 10 ml P45 A (50 mmol/L Tris-HCl. pH 8.8,
6 mmol/L JK%, 30% H i, 0.2% DTT, I IR
W) A 10 ml °F 7 B Y& (50 mmol/L Tris-HCI.
pH 8.8, 6 mmol/L JR%, 30%Hl, 3%l L EthZ,
JR R 1) 4 T4 15 min. P75 0 PG i 4% 5%
% 12% SDS-PAGE JiX I3, #F Ettan DALT [ i
H VKRS T i E K. KRS,
2-D BT B se il ge . SER R IR
1.2.4 %5 Hr. N H Imagescanner 474 1 LA A&
LabScan 14 B F19 75 L e sk iK%, PDQuest
2-DE A EL i o M sz 56 41 S5 56 IR 21 5-8F 4 il B
TR AR K RS () 22 5, JEEERIA KT AR ZE P A5 LA
R B AT IS A A

1.2.5 5 50l 1 WO A W Rl B ROAT IS TR o 1
(MALDI-TOF-MS)Zr#f7. MK U R 22 8 1 ot i
F 1.5 ml EP &, 50% £ Ji5F1 50 mmol/L 1% 2 4
B fe 30 min, LS MEKAEHHT. A 10 pl
TPCK 4b 3 (1) R 25 (0.1 mg/L)¥K LWL fiK 40 min,
37°CHEAR 12 h, 30 wl ZEEE[100% L & 5% —
LIR(1 © D]AH 60 min, TR AL 1 K. HAEHHE
W T 0.5 ml EP & . W VRIRAE 2 10 wl, HX 0.5 pl
FEai 5 1wl CCA BB A, mFE T AR,
7t MALDI-TOF-MS Jit #% {% b 14T 73 ¥ . MALDI-
TOF-MS 73 #r R I SR A, IE & Filie, &7
B L 20 000 V, R 112, N, BOG)K
K337 nm, BKIPBERE 3 ns, B TZERFLHL 100 ns,
HRE 4x107 Torr,  JHEAR 5 L HE 520 50 X,
1 F IR B 11 B 7 05 m/z 842.50 AT m/z 2 211.10
YEAWELIE, SRTFIIE 5 & 45 8018 1% (PMF).  Mascot
AR SwissProt B R % e £ .

1.2.6 RT-PCR. a. Wi%esg M. $%H Trizol 7]
UL B ARSI BG4 5-8F 41 a1 L RNA.
I 2 wg RNA Ffdl, J0JG RNase /K% 4 ul, fOA
50 wmol/L Oligo(dT)1 pl, 70°CHI#k 2 min, =il
B Smin 5, KU RNase #1571 pl, SxRT
ZE W 4 wl, 2.5 mmol/L dNTP 2 pl, 0.1 mmol/L
DTT 2 pl, MMV reverse transcriptionase 1 pl, G
RNase 7K#ME 20 pl, 42°CJ A 1h, 70°CHI#4 10 min
Wik )W, cDNA #R-20CIRfF%&H. b. PCRY
. AE 25 Wl ROVARZR PN 2.5l 10x W22 i
W, 0.5 pl 1 mmol/L ANTP, cDNA AR 1.0 pl,
nm23-H1 5¢ GAPDH L i Fl R i 514 % 0.5 pl,
Taq B 0.2 wl, MW ZE/K A 25 ul. PCR #1541+
e 94CTIAZME 5 min; 94°C 45s, 53.4°C 40s,
72°C 1 min, fF¥ 30 ¥&; 72°C LA 10 min. 1.5%
TR IR B eI F vk Al PCR 4.

1.2.7 MS-PCR. % Genomic DNA purification kit
()50 W Frh R4 T 6 B 4R 525641 5-8F 41 9 1Y) DNA.
30 wl DNA(% 2 g DNA)H i A 3.3 wl 3 mol/L
NaOH, 37°C i # 15 min 317 DNA 48 k. ¥
333 wl & VE DNA %l 5 333 pl AL % (1.82 ¢
NaHSO; % fi# T 2.8 m1 H,O #', i 430 wl 3 mol/L
NaOH F1 210 wl 0.05 g/ml [FIXF A )21, A
3WMAEE R, TR 55°CKIE 4 h FEATREL
;. % DNA clean-up system kit 1 B 2li{t. DNA.
alifkJ5 1) DNA #E4T PCR J VY, 7 50 wl VAR
PN 5 Wl 10x W22 M, 1 pl Immol/L dNTP,
DNA B 2.0 wl, nm23-H1 H A4k (M)ak )k H 3E 4
(U)_ B3 AR5 14(10 wmmol/L)#% 0.5 wl, Taq
0.25 pl, MNXL#E/K A 50 wl. PCR 3 4 1F N
94°C FiAEPE 2 min; 94°C 455, 52.4°C/50.7°C 40 s,
72°C1 min, fF¥ 40 ¥; 72°CLEMH 10 min. 2%
JIE B L VK AU PCR 724

1.2.8 Western blotting. YA 556 20 RIS 41 5-8F
a1 M, N 40 e 22 f# W (50 mmol/L Tris-HCI
pH 7.5, 150 mmol/L NaCl, 1 mmol/L EDTA, 0.5%
Triton X-100, 0.5% NP40, 1 mmol/L PMSF, 25 mg/L
Aprotinin, 25 mg/L Leupeptin) /K |24 fi# 30 min,
12 000 r/min. 4°C &0 15 min Ji B BRI A 40 i 5
S, Bradford J7 i S ARIRIE . 30 g &
BT 10% 58 4 M 196 i #5¢ )i L VK (SDS-PAGE) 43
2, HMAMFEREE PVDF L, BN 5% 2
Wy iR 2 h, 101000 FiRE St A nm23-H1
A=A 2 h, BST ZZ VL 3x10 min,
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KERE: RAERRAFEATESRERMAYRELTRER

413+

12000 FiFe ) HRP b O EH0 R PL S0 E
1 h, TBST ZZRPENR 310 min, ECL &7 & %

2 & R

2.1 SLISLAFANNTHR4H 5-8F HAEE A R 2-DE Bt
=0}V

5 pmol/L 5-aza-2-dC AL B 5-8F 4 g 72 h )5,
YRR FL VK (2-DE) 73 1 S 2 6 HEZH 41 ) A
HENT, {EAHRI SR 4 N AT 3 I 2-DE, %4
r WA G 10, 8 10 J5 49 31 S50 2 Ao BEZH 5-8F 411 i
2-DE Kli % 3 5. i ] PDQuest K154 b fF ¢k

SDS-PAGE

32—

29

5

30 —%

SDS-PAGE

SEA BRI AL BEAL 5-8F B 1)K 2-DE K3 (%
3 B RE [BRE BRI 4L P 3 B b IR 2R
FUR AR IR R, SN HE T (1 3R 08 = 5L
TERE b B BEAR R (T AR K FE)]. - PDQuest #4444y
Mrizs, AbFRALEE R HCh 590 + 40, ARALFEA]
9600 + 50, PRHCFIIEIIILEL AR 91.5%. R
PR T3 I 22 5 (r K25, P < 0.05), 7334k
PRZA AR AL BEA 5-8F MR A RIA B ZE R KT 2
IR AT L 49 A B 1 AR A H 2 AN
KALFLY] 5-8F B A i) 2-DE i, 1 Rhsi T
BB SE I 33 AN AL B2 4 JR SO 5
o 25 S FRIK IR T

30— ’4_20 .._J.‘ ‘

Fig. 1 2-DE maps of untreated (a) and treated (b) 5-8F cells with 5-aza-2-dC
The differential proteins identified by MS were labeled with arrows.
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Fig. 2 Close-up image of partial differential expression protein

spots in untreated and treated 5-8F cells with 5-aza-2-dC

22 EREHRAMRIEEE
M 2-D EEJ R DIECET A 49 N 22 8 TN,

Kl MALDI-TOF-MS HEAT 4307, 345 82 (1 i
JIk 5 FR 20 % (PMF), ) | Mascot 3K 1F £ &%
Swissprot £ I FUERE &, Wik Mascot 7344 > 63 43
(P <0.05) A 15 BB PR 2, A5 WAL 0 R AT 21
HESE. AE 49 NMEREA BT 33 AN ERE A S E
HoE, PR A B AN MR IA B H B 15
A, FIENIFME AN 18 4, ©A17E 2-DE K
W R RO EAMEARE S 1 R 1 3,
24 SE A B BA TR R SRS, 12 R AW
K 5 45 28U & (PMF) K 2 Swissprot £ 4 E Itk 7~ b
nm23-H1.
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2.3 nm23-H1 BBRENX S

2.3.1 MS-PCR Kol 5-8F 40 it ' nm23-H1 & A 1)
FHIEAE 7K. 5 wmol/L 5-aza-2-dC 4b ¥ 5-8F 4
1 72 h J5, SR MS-PCR K 552 56 28 ek 1 21 41
M nm23-H1 & KA 81 10 S K. g5 &
4 fit7n, FEEAL nm23-H1 5 DR K- (M) 7 525640
(5-aza-2-dC AL #) 5-8F 41 i i W] AT 0 2 41
M, AR AL nm23-H1 JE PR (KK F(0) W T
XPHEATAN M. 45 R Ui, 5-8F 4 i o 1) nm23-H1
HE KA A v FREA.

2.3.2 RT-PCR F1 Western blotting £ il nm23-H1
FENMZRIE. AT 5-8F 41 M0 nm23-H1 F K] H 3
fextHZeik 5, K] RT-PCR fil Western blotting
53 ol A W S 5 4H 6 B2 40 i nm23-H1 3 [
mRNA FIHE HJiRIE K. g WE s hiw, 5
X R A0 b, SEEG 4 (S-aza-2-dC Ak BE)S-8F 4
e nm23-H1 FE K] mRNA Fl8 15 1308 7K1 B i
iR, BB UESE nm23-H1 FE P2 5-8F 40 i i)
FEACUTERFE A

Table 1 Differential expressed proteins identified by MALDI-TOF MS between
treated and untreated 5-8F cells with 5-aza-2-dC

Spot No. Swissprot Name Changing folds Function
Accession No. (experimental/control)

1 Q9Y4L1 150 ku oxygen-regulated protein 0.41 Chaperone

2 P11142 Heat shock 70 ku protein 8 229 Chaperone

3 P38646 75 ku glucose-regulated protein 0.40 Chaperone

4 P60709 Beta-actin 0.27 Structural proteins

5 P30101 58 ku microsomal protein 2.19 Transcription & translation
6 P05091 Aldehyde dehydrogenase 2.30 Intermediatary metablism
7 QINR45 T-complex protein 1 subunit beta 2.90 Chaperone

8 Q6UYC3 Progerin 3.12 Signal transduction

9 P10809 HSP60 0.24 Chaperone

10 P06733 Alpha-enolase 2.09 Intermediatary metablism
11 P45880 Voltage-dependentanion channel 2.41 Signal transduction

12 P15121 Aldose reductase 0.25 Intermediatary metablism
13 Q59GX8 Mitochondrial ribosomal protein S22 variant 0.30 Signal transduction

14 Q59G89 26 S proteasome-associated padl homolog variant 0.23 Defence

15 P05787 Keratin 8 2.34 Structural proteins

16 P63261 B-actin 0.31 Structural proteins

17 P05783 Keratin 18 5.32 Structural proteins

18 QINYL9 Tropomodulin-3 3.74 Structural proteins

19 QO6FHF5 Proliferating cell nulear antigen 2.19 Transcription & translation
20 Q07021 Complement component 1 Q subcomponent-binding protein 0.22 Unknown

21 Q15084 Protein disulfide isomerase P5 5.29 Transcription & translation
22 P18669 Phosphoglycerate mutase 1 0.36 Intermediatary metablism
23 P47985 Rieske iron-sulfur protein 2.13 Energy & electron transport
24 P15531 nm23-H1 2.45 Structural proteins

25 P30040 Endoplasmic reticulum protein ERp29 0.43 Transcription & translation
26 Q5SZS5 Proteasome subunit, beta type, 4 0.37 Defence

27 P52815 39S ribosomal protein L12 0.45 Signal transduction

28 P63241 EIF5A 0.23 Transcription & translation
29 Q8TB65 Cytochrome ¢ oxidase subunit Va 0.21 Energy&electron transport
30 P10599 Thioredoxin 0.20 Signal transduction

31 P62158 Calmodulin 0.39 Chaperone

32 Q567R6 Single-stranded DNA binding protein 1 0.22 Transcription & translation
33 Q96J01 THO complex subunit 3 2.07 Transcription & translation
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Fig. 3 MALDI-TOF-MS analysis of spot 24
(a) Peptide mass fingerprinting of protein spot 24. (b) Database query result and scores of spot /1.

Treated 5-8F cells Untreated 5-8F cells

U M U M

Fig. 4 Detection of methylation levels of nm23-H1 in treated
and untreated 5-8F cells with 5-aza-2-dC by MS-PCR
U: Amplified product with primers recognizing an unmethylated sequence;

M: Amplified product with primers recognizing a methylated sequence.
(a) M 1 2

GAPDH

nm23-H1 mRNA
(b) 1 2

- - 23-HI protein

S - i1

Fig. 5 The expression level of nm23-H1 in treated
and untreated 5-8F cells with 5-aza-2-dC
(a) RT-PCR, GAPDH was used as a loading control. (b) Western
blotting, B-actin was used as a loading control. /: Untreated 5-8F cells
with 5-aza-2-dC; 2: Treated 5-8F cells with 5-aza-2-dC.

3 it ©

SR —MEZ NS 2B A%
Wi, HRAR W Rt F NG AL 2 AR,
5 B0 W 1R 2 WAL F 0 T4, S Lk
i, pl5. pl6. RASSFIA %53L K 7 &b Wk g v 47 7
AR R 00120, (H IR SO AIF T34 2 SR FH A B 566 PRI v
i3 S TR 1) PR RS0 RS SR TR, BT M 1 2 R
AR, SR (1 FR R R S R A R 1 — 20 L.
e 30 PR 2 1 A A HOR RS [N 43 B 41 23 40 g o
BTN A RIE AR, RTINS B RAIKF
I R 1 R R R R BR RROA T

NG, AT T R ARt R, B
BT 2 AL 259 5-aza-2-dC Kb BRI 83 40 I T )5 2R
FIURRIEWE A, K 1 T4 2 BRI A i [
2135 P 9 R 1) PR A G i R . S AT 7 L i
FIBEAE YIS S a. 5-aza-2-dC Kb FI 83 40 K 1k
A i AL DUER AL R R ik, B R 4H i
B RRILE A b R R R AT ST
BB N ARAUK T % PR REA ) 22 57
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FKIEEAF; c. Hig L, 5-aza-2-dC AbH P 40 & % X ok

HiL 5 I8 R R R BR A A TR S A

ARG S-aza-2-dC Ab H 50 9 41 il & 5-SF
i, #A7 T S-aza-2-dC AbEL R AL EE 5-8F 41
WA 2-DE B, TS T 33 AN ER
KR A TS, HAYE S-aza-2-dC A G RIE L
WA 154, RIETFHPEAR 18 4. 15
/N S5-aza-2-dC AR JE FaA R B A5 ) 2 s R AT
AEAZ 5-8F L AR 41 i 1) FR AL DU BRIE . 8 T
Feak AR T ) Y B 3 DR A O RS A DD B 3
(A, K H MS-PCR. RT-PCR Al Western blotting /5
L5 MT 5-8F 4l e nm23-H1 FE K 1) B AL KT A
HERIEMXR. SR ER, 5-aza-2-dC A2 5-8F
g0 )5, nm23-H1 &K 8 31 B 3610 K CF BRI
e AL AR, W H nm23-H1 5K mRNA I
RARMNRIEACT IS B, X P00 nm23-H1 %
KIS 5-8F 40 il b i) AR AL DT BRI D nm23-H1 Ji&
A 2 Steeg 2519 1988 4 15 56 M /I il 2 0 X 9%
K1735 40 Jf 5 v v B 310 16 e 400 1 98 40 B 2 7% 1) ik
PR N8 nm23-H1 SE R K KA 8 Bl A [ 1) 57 44
fns, o nm23-H1 F1 nm23-H2 5V 2 s i 5
o, HAMEIFUME. 0 EE . maUE. .
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Identification of Hypermethylated Genes in Nasopharyngeal
Carcinoma Cell Line by Proteomics

ZHANG Wen-Jing”, YI Bin™, YI Hong, ZHANG Peng-Fei, LI Mao-Yu,

LI Cui, RUAN Lin, CHEN Zhu-Chu, LI Jian-Ling™, XIAO Zhi-Qiang™
(Key Laboratory of Cancer Proteomics of Ministry of Health of China, Xiangya Hospital, Central South University, Changsha 410008, China)

Abstract To screen for methylation silenced genes in nasopharyngeal carcinoma cell line 5-8F, two-dimensional
gel electrophoresis (2-DE) was performed to separate the proteins of treated and untreated 5-8F cells with
demethylating agent 5-aza-2-dC, PDQuest software was used to analyze 2-DE images, and MALDI-TOF-MS was
used to identify the differentially expressed proteins between the treated and untreated 5-8F cells. Then RT-PCR
and Western blotting were performed to examine the expression levels of nm23-H1 mRNA and protein, one of the
differential expression proteins, in the treated and untreated 5-8F cells, respectively. Methylation-specific PCR
(MS-PCR) was performed to detect the methylated level of nm23-H1 gene in the treated and untreated 5-8F cells.
2-DE patterns of the treated and untreated 5-8F cells with 5-aza-2-dC were established, and a total of forty-nine
differential protein spots were found in treated and untreated 5-8F cells. Thirty-three non-redundant differential
proteins were identified by MS, 15 proteins of which were up-regulated after 5-aza-2-dC treatment. The results of
Western blotting, RT-PCR and MS-PCR showed that nm23-H1 is a methylation silenced gene in 5-8F cell line.
Encoding genes of 15 up-regulated proteins after 5-aza-2-dC treatment may be methylation silenced genes in NPC

cell line 5-8F. The data will be helpful to screen for methylation silenced genes in nasopharyngeal carcinoma.

Key words nasopharyngeal carcinoma, methylation silenced genes, proteomics, methylation-specific PCR,
nm23-H1
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