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HE FI ) 5-2% 5.-2"- LB (5-aza-2'-deoxycytidine, 5-aza-CdR)4L BRI 33 7 64 F-7F % 4\
JOFRCNE-1. CNE-2Z KA AL IE & A F B _E K 40 lARNP-69, & FIBS-PCR. Q-RT-PCR% Western
blot7 %4 H1 4 M 225 umol/L#95-aza-CARAL 22 AT /&, & 4m etk F Svk A B & 5 T F ALK LA Syk
mMRNAFE & R AREE ., it TR Y S5-24 -2 -BLEANE (5-aza-CAR )X F-H & 20 bk o IF
B 2 BR 4L B (spleen tyrosine kinase, Syk)/a 3)F F AL K-F R K L X6 %A, LRI F, SYAE B
T FAAKT 5 JB & m L AR 2 A A8 X, PIAP 5B B 40 iR 49 Syk mRNAF= & & Jf K4
K B KT NP-69 48 JL(P<0.01); % 5-aza-CARAL 3 /& W0 41 5 H J5 2 AR 69 Syk AL B B 3 F F 24k
K1, Syk mRNAZ & € it £ 2+ & (P<0.05); & 4L 3878 & g Jo Rt 25 dh R i 3 TR 1L
FB I 4 JOAR(P<0.01). sk T I, FAt 8B 5 f Ik F AR R RIAZ B 69 Syk A B B 3T F bk
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K, R B R B 20 AR AR B MR LSYIR B R A g b R AL

X5Ein

JBL P 24 2 i (spleen tyrosine kinase, Syk)s&—
Tl 52 A4 T 2 BRIl L 9 B L R A Sk, 40 T N
Qett 149922, & AT 15 A 72x10° kDa, 11629
AIEMR AR EHRIE S 2 M a0 i D g S8
TR WAL DIAH O, S22 40 o 2F 38 1) g
(R OCHE 1, Ak, R, Sy 2
Tl W b g b A7 AR I D B R, B R
A BE I i Syk Ik R 2 3 AT 5 350 Mg 1 ok AR, A
BN, T R i A T R B, SyRSEIR A B f
CpG &y A7 AE I EAL, L HEWTSyASE R )i 3111 /Y
FeA A ] fie 2 AL R BR Y — ML

B RDNA M FE AL 7F T g | 5 DNAR A48 — #
A B R ) e i o AEA [H) 2 DR 9 AR Bl Ok
DNA FFBE A A8 0 A2 w308 ), 1 FH PP 66 A A il 400 1) 71
5-7% H-2'- i 4 M ¥ (5-aza-2'-deoxycytidine, 5-aza-
CdR) W] ¥ # DNA HH KAk, 447 FF 5 A4 0 BR 11 255 DX o
R IET, 5-aza-CdR & — FIDNA H S 4% # [l (DNA
methyltransferase, DNMT) I ] 5], 5 DNAZE & )5 )
THIDNMTIE P, AT FEAR A R4 K, AR S 21
FEAk T PR P e PR HDR A, AR T IR vt 2]
HEAEH . EWRESE —E EFDAfLUE [ riTihyr

SR 25 PR REAL 52 S-2 - I AR T s Sk A

G R 2 S 258, R RR B R O Y
TG R, 5-aza-CdRiz 76 FLIR I . 5
JDE g SEAR ARG R B R 40 i R b, W% T Rb. VHL,
pl5. pl6. E-cadherinFlAPC%s % A4 55 K A 8))
T IEARRAS, AN [R] (s i R 45 DL B 3Rk,
A A T R

AHFFCI Ik 25 FH AL 24 4 5-aza- CAR Ab 2 1) 7K
Az Ak A N B B R 40 B BENP-69-S VAOT( 5 Fi
NP-69) J . Aihy 52 W58 55 40 Jfa ke, W0 5% 28 25 64 Ak
Jii 5 40 W RESYASE DR IR 31 CpG &y 1) F R AR S &
H 5 Syk mRNAMI R [ 5T 38 /K F 2 T8 1 06 &, 4K
ih 25 H L AL AR R NP-69 11 £ MR 82 41 A Bk SyA ik IR 26
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A3 A, B I 9 41 1 BRCNE-2 SANP-69 £ i i £F ) R} 4
A B2 7] MATCC 2w o

1.1.2 XA 5-aza-CARIA [ Sigma’s ) AZHAZ IR
(ribonucleic acid, RNA)Hil #2 ik 71| £ Trizol Fllkeratino-
cyte-sfm}% 7% 3L W H Invitrogen/s 7]; P ASykZ .
BB St A B-actin i v [ $t 4401 H Cell Signal-
ing/ 7); EZ DNA Methylation-Gold™ Kit)ly) | ZYMO
Research/y 7] ; 2xTaq PCR MasterMix )l § Tiangen /A 7] ;
DL 2 000 DNA Markerf1pMD19-TIl [ TaKaRa /s 7] ;
JORE B O & W H Axygen /2 7, Q-RT-PCRIX 71 &
T 25 = RAEIBARBEFIT /N 5 FIRPMI-1640
Rk, DNAHHHEIA A £ (Genomic DNA purification
kit) X DNAZEACIR ) 65 BOAR b 404k 4 i b i 11
ProlgG P A R &3 A ML
JUEADRH R AR A

1.2 7%

12,1 itz 5 shapa® NP-694H e -4
7 M35 fkeratinocyte-sfm®% 7 H, S MR i 240 Jfd ok 422
FFE10 mU/L/NEILE . 1x10° UL % 2% M 1x10° UL
iR 2% IRPMIL 64015 72 1 (pH7.2), 7E37 °C. 7575%
CO,. i S H L% P X TR f h BE 9%, &
S AL S R 3 X 10 Bl 1725 em?B7 32 i,
Ry 41 I B I AE 15 TR N 5-aza-CdR, &K FEN
5 umol/L, #5524 hET 35 F79, 72 hJ e A4 i .

122 &L HE AL N5 PCR(bisulfite sequencing
PCR, BS-PCR#&MISyKA R &3 T F A RE 1F
GenBank i & N FESyIE R )7 41, DU sl 4 55 _E i
1000 bp Ay JH 217X 45K, LEA 2 5 S5k 4 19200 bp
TGN %, K FHIMethPrimeri% 71 BS-PCRS [4): i
519 5-AGT TTG TTG GTT TGG TGA TTA A-3,
RS #H: 5'-CCC ATA AAC CCR AAA CTA AA-3/,
TR 331 bp, & 254 CGAT At #5HIK
)G U0 W] R DNA, F VA% 98 6B oK Ak i g
I (cytosine, C)%% f¥ iy i Jif 14 1 (thymine, T). BS-PCR
N AR R 4950 pL, PRI &S IIDNA S uL. BS-
PCR W A2 95 °CTHAEYES min; 95 °CAEE:30 s, 57 °C

B K30 s, 72 °CIEAH30 s, FEFR424 il ] J 72 °CHE fif
10 min%$ 3. BS-PCR/™ #) K JHTA GG [ Jy ¥ 14 4% £
pMDI19-TJitkr, A & Jy: pMD19-T 1 pL. PCRImHY
P44 uL. Solution I 5 L. K45 %1k 2 DHSa
RS2, PRIE104 B ve B 7, R EAN T L
SR, PP A AR HIBIQ Analyzer 737 o

1.2.3 583 K2 FPCR(quantitative real time fluo-
rescence polymerase chain reaction, Q-RT-PCR)A2 ]
Syk mRNA#) & 3L ¥ Trizol i I 5 v 25 BR &
SEIG AN AR S RNA, A3 IIRNALE 5730606
T N MDse/Daso, LA AEL.8~2.1, FFALHE TR,
FH B AR 5 Jie Fl kI 18 SRI28S, Aol L e 4k %
B o S (20 wL e NEAR AR): 0 ) B4 41 T #k2 pl
RNA, % HI10xRT mix. Oligo-dT15FIdNTPIE & W
2 uL A Quant Reverse Transcriptase 1 uL, T+ IIRNase
Free ddH,0 % & & §120 pL, 137 °CH¥ & 60 min;
K HISYBR Greens? 't 4 b}, 2 M a7 & vt W 58
HQ-RT-PCR, 20 pLJ i {4 5 £l $5: 2.5xReal Master
Mix/20xSYBR solutionii 5 5 W9 uL. cDNA%H
2 L. RWES14(100 nmol/L) %2 pL, i hiddH,O
FAAER20 pL, FENMFEATE 10K sk & 4i
PRCTAH, HCFIIME. 45 55K AN & & (comparative
delta-delta Ct)yET15L, 5175 WK1,

1.2.4  Western blot#a | Syk & & 9 & ik ST
(R0 40 B ] 774 FIPBSER Bk 1 4 I In AN200 pL il )
RIPAZIY, 4 °CHiE 10 min, 4R J57£4 °C F'12 000 t/min
#5015 min, HU BN, FAIBCAVEN 8 UK E . R
(40 pg s (1) I AN 4xSDSEEIR INFEZZ ik, 100 °C
APEL0 min, MR BIAE, 1 0 Bk i R B2 A A4 Tt
J¥e B8 I FL UK (10% 53 135 e, 5%k 4 JIK0) 3 125 I e 7% &2
PVDF i (1F Ly J& B IbE) b, 8 5% i g Wk =3 2 4]
1h, —fid4 CFLRA, “H=MIFFE1h, 2H5mk
LR, XER B BMEARAERIR. Sk
HhAS I B-actindy (1 &K AR A 2 B, T IR
3 M 4 AFGel-Pro Analyzer 4.0%F X£5 Ji i b #) 4% i
UEATWE G BEAH A3 T, PASYKER 14545 55 B-actin & 11 4

R SykFp-actinZH 3| ¥F7F
Table 1 The primer sequences of Syk and f-actin

S LS 1) NESIY) P KA

Gene name Forward primer Reverse primer Product size Annealing condition
Syk 5-GGA ACT GTG AAA AAG GGC TA-3' 5'-CTG TGC ACAAAATTG CTC TC-3' 332 bp 59°C, 60 s

p-actin 5'-GCT CCG GCA TGT GCA A-3' 5'-AGG ATC TTC ATG AGG TAG T-3' 537 bp 58°C, 60 s
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IR BEAEL IR FEAE A Syk A 11 335 (R AR XS iR
L3 FHESH
KHISPSSI7THATF AT Ge vt 20 Hr, THE BRI
P AR UE 22 (X £5) 7, PIAEA SRR H X ¢
s 2 PEA YR AR A B R 31 05 22 0 M AN Tl 4
i X 245 0 R R A B SR I A ERLBE T 18 T 22 70 B
P<0.054 225 RATGE 4 75 o

2 #R
2.1 5-aza-CdR¥ Z4HARMKRSyAEE B FREL
SRpA

25 umol/L[{]5-aza-CAR AL F J5 1) 41 i Bk AF Sk
REFRAH, oK 42 5-aza-CAR AL B 11 40 Mo AR AE b ok 4.
BS-PCRK Wl 45 52 V0, &1, o 1 4 00 &b 1 20 41 i 1)
SykF [N i 21 F K ZECNE-143 31 h31.2%+1.2%
F116.8%+2.3%. CNE-24) 514 52.8%+1.6%Fl
36.4%%1.9%, -5 WK I b R 2 40 10 (1) Syk ik IR ) 31
FH Ak 23 15 06 IRUA A B A7 7 2 35 22 7 (P<0.01) . 1M

NP-694 Jf1 7 5-aza-CdR &b P {17 7 321 A< K 1 51| Syk it
ESVEPYRRINLIE S
2.2 5-aza-CARX &40 AtASyk mRNARIZHI 200
- KK Z8 5-aza-CAR AL F1 J1 J5 SykdE K e N 5
HE L IR B-actin 4 18 i 22 R A il 25 0 B2, e
PCRY™ MR 5, HIY CIE BTG 1, AN B
I Hi(cycle threshold, CT)f2 52, TIMELF; EATH)
A 26 35 ok s 5, SIS Stk BES 1)
TRARPEAE, g TR, WMo DUE R Z AR R E Y
FEDRISyRIEAT K, 25 SR ARG o 7 2722 Tt
B A IR 48 5-aza-CARAL T FT 5 (K)SyASE PRFT Py
Z [ f-actin &R () BI{EAE A E(CT) WL3E2. Q-RT-PCR
Tz U 5 5 DL P 3, NP-6941 il [1Syk mRNAP) 1A 7K
(NP-69[#]Syk mRNAZ100% 1 5) B 5 i T 75 i £ 0
S AN HIRR(P<0.01), Jf H. = 204 10 55 k5 41 fiid (CNE-1)
Syk mRNAZR A 7K V-t W 55k i TR 43P ) 42 MR 3 4 i
(CNE-2)(P<0.01); 4 Fifr Sk 1A 9 41 fifd & 22 5-aza-CdR AL
P Ji5 Syk mRNAZR i 15t 15 0 24 b 3 i AH L 2 35 48 v
(P<0.05), 1 {ENP-6941 itk 1 Syk mRNAZ 1A [ 4%

BN AR —ACG, AR B AR I L, A R R I L. A: NP-69; B: NP-694:5-aza-CdRAL L j= ; C: CNE-1; D: CNE-14:5-aza-

CARALFIJF; E: CNE-2; F: CNE-2485-aza-CARALFI S .

Each circle represents a CG, black circles represent the methylation, white circles represent the unmethylation. A: NP-69 group; B: NP-69 treated with
5-aza-CdR; C: CNE-1 group; D: CNE-1 treated with 5-aza-CdR; E: CNE-2 group; F: CNE-2 treated with 5-aza-CdR.
Bl 5-aza-CAR3T S AREELRAEE KR NP-6940 Bk B9SykE B 3 31 F B 2L R #210
Fig.1 The effect of S-aza-CdR on Syk promoter methylation in nasopharyngeal carcinoma and NP-69 cell lines
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A SykfE 2 B: -actinfi it ih2k; C: Sykdy 3 i £k; D: f-acting™ W Hh 25

A: Syk melting curves; B: f-actin melting curves; C: Syk amplification curves; D: f-actin amplification curves.
2 EMREREMR R NP-6920 flik 42 5-aza-CARAL IR B /5 SykFAS-actinEs B B FS 7 dh 25 7018 #h 2%
Fig.2 Syk and f-actin melting and amplification curves of NP-69 and nasopharyngeal carcinoma cell lines before and after
treatment with 5-aza-CdR

3z2 EIREMRaRE & NP-692H Rtk 25-aza-CARALIE B [5 SykFAS-actin B F B CTIE (X +5, n=10)
Table 2 Syk and f-actin CT values of NP-69 and nasopharyngeal carcinoma cell lines before and
after treatment with 5-aza-CdR(x +s, n=10)

4tk SyRIE p-actinFEIA
Cell lines Syk P-actin

0 pumol/L 5 pumol/L 0 pmol/L 5 pmol/L
NP-69 26.38+0.04 26.41+0.01 21.29+0.01 21.31+0.02
CNE-1 28.44+0.03 26.70+0.04 22.35+0.04 21.21+0.07
CNE-2 29.89+0.06 27.51+0.02 23.17+0.06 21.17+0.03

I 72 7(P>0.05) . [R] &5 B oR, 5 X AL
tt, A4bFEZHCNE-1TFICNE-241 i ) Syk mRNA R ik 7K
43 ) T 1 25.8%3 . 2%F19.7%+2.1%, 5-aza-CAR X}
B 15 i A S R A0 PR Syk mRINAZE K (1) 5% 1 K
TR S i 41 B (P<0.01).
2.3 5-aza-CARX &40tk SykE B RIERI 2T

PR Tl S A s 4 Y A MTNP-694H Jifd #% FH S pumol/L
5-aza-CdRAL BH72 hiE % B AL PR AH, K 28 254 4b
PR KD 41 R A b 6 20 . Western blotfar I 45 4 W,

Fl4, g ol S MRS 40 6L ) Syk i 11 3 K7 B AT
NP-6941 i(P<0.01); %7344 (1) 5= A 92 40 M Syk £k (1
FEIE W AT 5 3 A 48 L (P<0.01); NP-6941 i bk
AbFAH 56 IR AH AT BL, Syk iR 1 £ I8 B W AR Ak
(P>0.05), PHFfEh A g 40 Mo Ab H A 5 25 E 6 BREAH LE,
Syk# |1 1A 1 W 3 52 m(P<0.01); 15 X% 20 AH L,
Ak B ZH CNE-1FICNE-241 Jifg 11 Syk & 11 K 38 7K 1 43
I TF 21, 7%+5.1%H112.7%+1.5%, 5-aza-CARXHE 5
e 23 S R s A0 M Syk i 11 8 0 TR 5% oK TR 404k
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*#P<0.01, **P<0.05, 550 pmol/L 5-aza-CdRH L. .
*P<0.01, **P<0.05 compared with 0 umol/L 5-aza-CdR.
E3 5-aza-CAR?&Z4HAEHESyk mRNAZRIERY 2 (X +s,
n=10)
Fig.3 The effect of 5-aza-CdR on the expression of Syk
mRNA in various cell lines(x=+s, n=10)

#*P<0.01, 50 umol/L 5-aza-CARAH L. A: 8 [ 5 B 28 S 30 A 1 Sy k £
12 IA K B: 425-aza-CARAL PR J5 Syk & [ R AR 1A .
*P<0.01 compared with 0 pmol/L 5-aza-CdR. A: Western blot analysis
for detection of the Syk protein level; B: the relative expression of Syk
protein before and after treatment with 5-aza-CdR.
El4 5-aza-CdRXZHRAEHKRSYKE A RIERIFZ M (X £, n=3)
Fig.4 The effect of 5-aza-CdR on the expression of Syk
protein in various cell lines(x £s, n=3)

SRIA A 40 PR (P<0.01).

3 it
KBTI, SykEIR 7 2 Pl SRy b 774

Fk PR B B . BailetRIRIF ST A A, SykdE PR (1)
FETR A AT A AR 2 0 R R 2B K Syk
B DRI i gRe Hh 30 BTG BRI 2K 5 R 1) R A R
JE A2 ZRIT RS A ) 19 0% ) AH kU, Nakashima
WFFUR I, B30 18 i rh Syk ik ] 1) 238 w1 kg 2
TR, AT b G B RS AL SyRIE DR R AR Tk B 4
MeRe o, SykJHk DRI BH A £ (1) SAF AR A7 22 W) Wil v TSk
FER B 2, B 7R Syk AR 11 3k Bl 2k ] fig 5 1 i (1)
AR AT G, HRA AN T e 112 28 e
770 Murphy %ISR, SR /IS BRI SyARE DAL
FoN B IR A LU A SBAR . S SYRE IR B2k 1)
R g 40 P A S N B 2 R SYRRE DR i, i e 4 ke
FERR B P () A KR 7S ] W S 52 B, 4875 T Syk
B DR AT 2 00 0 g K 2B IR A T TSk IR R
BT IXIRCpG & 1) 5 FH Ak B 58 DRI s A i) 35 1)
FHSE, 5 (IDNAF 4k 5 BUSykdk K 3 ik e k02,
ToyamaZ5WJF 57k L, 7F 1E %5 FLIR 1 5z 40 ia T Syk
FEDR IR, AFUR TSy BE DR Ja 2 1) Y BE A Ak
1L30% 1) LR g 41 28 v Syk e DR 26 58 PRI, oK I AR 7Y
SykHs R i YL SykFE PR 1428 (1) FL R 41 B bk, K BSyk
S DRI AT DA B S8 0050 DG 1 /)~ B ot 88 1 2 R AN e
. Ogane®§"F 5T R, K2 5 TSyl H ) 3
F A 17T 5 BUSYARE DR 2 A ) 2k 1) e 98 A Ik EL A
B, 1A R 1 s Sy 36 IR ) 21 B R KT 3%
(IS SPS I B e O S SN L P SR iy
5SykzE N i 8 1 W Ak 7K P45 9%, Schuhe-Merker
ST Zhang W SR AE B T 3X — 5. ALK
Z2BS-PCRUJF 5Tt 7, 1K 70 A4 1) S W g 41 . Syt DA
JA B 1R T A KT i T w0 AT S MR 40 B, F
AP DR S R 9 0 L v, G0 AR T T i Sy A
F AL AT S A A K

DNA F 54k I DNMTHi AL 58 Ji, DNMTZ%p 28 —
%: DNMT1. DNMT3afIDNMT3b., L 1, DNMT1
2 5 DNAK HI B B 57 A= B A1 B A7 B 34T 7 34k
& Hi. 5-aza-CdRJE — FDNMTI1301 ) 7, {EDNAKE
il F v 5DNAS T 45 G, JF SDNMTUE L
AW, PR AL VE I, A R S T
BE, ATVFZ AL A 87 CpG &y 2 Ak, AT P
5T ARIEN, Lo Y46 4 4 3 5-aza-CARBE A & A
it 20 AR DU BR 19 P S B A7 R 3L [ DB R I, Y
ZEIOU 8, 5-aza-CARBE K & CNE- 141 i 3% £ 455 143
FER RIS AATT I 9T 45 R34 K B, 5-aza-CdR
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ST

AEATCNE-141 i FH 7 1 Go/Gy AT H 20 A= K 0 i
Dong 5P IR, 370 i 9 40 B bk (1) Syk ks DRI 5 1) 425 [X
CpG &y B A, T Ho S AR A 5 Syk Bk DR Rk
iR B PIAH G, AN R IR 16451 i i 20 23 #8471 Syk
FE DR e FEBRE A, 17 A ) 1 e 4 200 W AR &
1, FH 2% FR 34k 25 4)5-aza-CAR AL T 5, SykJE IR 35587
ik, OganeSFUIE ik X A4 455 77 1) 11 Jla IR 4 i
e A0 2R L 0 S A A0 40 P A R IR, e A
[1)Syk mRNAFIH [ 5t 4 ik 2 B W] WA T~ 1 1
AR, TR ISFBIE ST A B0 5-aza-CdR A] 4 15y X L5 4 4
Ji ¥y Syk mRNAFH Hx [ 0T 22 02 &, AT % i 9gd (1)
AR e B EIE o

A 5E FIBS-PCRAS | 42 5-aza-CAR AL B Jim 19
A0 UK IR R A K, 25 SR Sl 7o) HEZH RN Ak B A
NP-6941 MuSyk 5 2)) 251 7 F He Ak, 25 Ak B ZH 5ok M s
A AR (1) Syk I B 1 FRE AL 28 55000 B AT LU A7 A Wl
#2255 (P<0.01). $#E7R, 5-aza-CARAEA RIY e 5
I A BRLRR SR 301 19 AR AR, Syk2E R 31+
FRBEAL W] i 3 B e i AR R R BRI 22— Q-
RT-PCR fl1Western blotfs M 45 4 i} 715, 5-aza-CdR#E
T Bt S R 9 A LS Yk I 30 SR AROIR S (1) [ T g 2
U mRNAFIE 5 2148 7K (P<0.05), M firiE
ST A Bl F AR T 30 A A i PR Syk R ik FRAIC
Bk . 5-aza-CARIE i 5B O R 2840 AL T30
BRI Sy DRI PR 3 s 35 M, Pk Sy R DAL () 3k,
PEIR AT LAESYASE K 7 3l 1 F A0 AE Ay S 0l M i
(R c, AT A DAL i JXURS: o il ToTR7 SRl 3R
73 512 WAl B R R 7S e b 4R 2, IF HoA Sy
DRI 8 Ay S PO 5 DRV 7 110 37 AR 2 A1 S B0 A s, A
T 20 5 3 UOBR ) SykHk DR B 357 2658 1) J7 V2 06)
S W AT BE DRVR T B8 PR JE Al . 5 S T e 4
RO RRAS [F] 1) A, NP-6941 i 77 5-aza-CAR AL BT Ji5 Syk
mRNAFI &5 [ [ K IA35 TE B A1k, W 5-aza-CdR
T30 2 S TR A0 FUSyA S IR R ) FR 2 Pk i 36
K B[R] IR, A B3 A7 1) 40 i 25 V0] 1 ) S i) L
J A0 Mu.Syk RS DR (R e s s PR A Re . ARBIF U4 2R
W 7R, SRR FE A A (1 CNE-1 4 Jifd % 5-aza-CdR
1) RO M B S vy T PR AR A v P CNE-241 il
(P<0.01), $£755-aza-CARIY 4 £ 1K Je8 41 B Syk e 5 1
HH AR 40 o AR BE A7 0%, 4t B 2y A0 2 B
e 0 i B R R AL S Pk 53 SRS DR 30K 1) b 56
feir, AN AE PEAN S Wi 25 PR AR VR 7 (0w AT PR

FEANE I 75 222 LR IR (19 7 AR S o A5 AR
W2 #0 E 8E T 5-aza-CAR £ 0 Je 241 JHa A 1 5 1,
W€ T i 5 Syk e 8)) 1 H BAK P S SykcHs R Rk 11
YER, A e (1 PR I2 7 $ 4 T 97 1R S, [ )
AU — PR T W SRR R AR R R
(AL 531 B
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Study on 5-aza-2’-deoxycytidine Induces Syk Gene Promoter Demethylation
in Nasopharyngeal Carcinoma Cell Lines

Jin Qiaozhi', Yan Chong', Tao Baohong?, Li Zhihai?, Cai Zhiyi*
("The First Affiliated Hospital, Wenzhou Medical College, Wenzhou 325000, China; *Department of Otolaryngology, Zhejiang Taizhou
Municipal Hospital, Taizhou, 318000, China)

Abstract The nasopharyngeal carcinoma cell lines, CNE-1, CNE-2 and the non-cancerous immortalized
nasopharyngeal epithelial cell lines NP-69 were treated with 5 pumol/L 5-aza-2'-deoxycytidine (5-aza-CdR) in vitro.
BS-PCR, Q-RT-PCR, Western blot were used to detect Syk promoter methylation and the level of Syk mRNA and
protein. This study purposed to investigate the effect of 5-aza-CdR on the degree of promoter methylation and the
expression of spleen tyrosine kinase (Syk) in nasopharyngeal carcinoma cell lines. It suggests that the mRNA and
protein level of Syk in the two nasopharyngeal carcinoma cell lines were significantly lower than in NP-69 cell
line (P<0.01), and shows negative relation with the methylation level of Syk promoter. The promoter methylation
level of Syk gene was significantly decreased and the expression of Syk mRNA and protein were up-regulated
(P<0.05) after treatment with 5-aza-CdR in the cell lines of CNE-1 and CNE-2, which was not observed in NP-
69 cell line (P>0.05). Compared with poorly differentiated nasopharyngeal carcinoma cell line, well-differentiated
nasopharyngeal carcinoma cell line was more sensitive to 5-aza-CdR (P<0.01). Taken together, Syk promoter
methylation directly leads to the decreased expression of Syk in nasopharyngeal carcinoma cell lines. 5-aza-CdR
induces the demethylation of the Syk promoter, restores the expression of Syk both in mRNA and protein levels.
Meanwhile, the cytotoxicity of 5-aza-CdR did not affect the transcriptional activity of Syk gene in nasopharyngeal
epithelial cells. Moreover, the different sensitivity of nasopharyngeal carcinoma cell lines to 5-aza-CdR was related
with the methylation of Syk promoter.
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