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Effects of 5-Aza-CdR on cell proliferation in breast cancer cell line MDA-MB-
435S and expression of maspin gene ZHANG Bo, LIU Ke, CHEN Jian-ying,
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lege, Huazhong Science and Technology University, Wuhan 430022, China

[ Abstract] Objective To investigate the effects of 5-Aza-2 deoxycytidine
(5-Aza-CdR) on the proliferation of MDA-MB-435S cells and expression of tumor sup-
pressor gene maspin. Methods Human breast cancer cell line MDA-MB-435S was
treated with 5 pmol/L 5-Aza-CdR, a specific demethylating agent for O to 8 days. The
growth of MDA-MB-435S cells was observed by MTT assay before and after 5-Aza-CdR
treatment, respectively. The expression of maspin mRNA was observed by reverse
transcription-polymerase chain reaction (RT-PCR). The cell cycle of MDA-MB-435S
cells was analyzed by flow cytometry. Results MDA-MB-435S cells treated with 5-
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Aza-CdR displayed a slow growth in comparison with the control cells, and the inhibi-
tion rate increased sharply from day 5 to day 8 (35.42% to 71.29% ). Flow cytome-
try showed that 5 pmol/L 5-Aza-CdR could induce G2/M cell cycle arrest and de-
creased the percentage of mitosis cell number in this cell line. Maspin mRNA was ex-
pressed in MDA-MB-435S cells after 5-Aza-CdR treatment, but it was weakly detecta-
ble before the treatment. Conclusions Maspin gene might be transcriptional silencing
by hypermethylation and the re-expression of maspin gene by 5-Aza-CdR can inhibit
the proliferation and induce the G2/M arrest of MDA-MB-435S breast cancer cells.
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MDA-MB-435S 4ififi 335 T 10% R4 1M1iE 100 U/ml 252 100 mg/ml 4585
Z 1) RPMI 1640 353555 ( Gibeo /2] ) o 5-Aza-CdR (Sigma 23 &) ) B il 5%0. 25 mg/ml
(1.1 mmol/L) FREFEMR , TERG SRS TP W B N S mol/ L 1) TAEWR
1.2 MTT 3Aa 0 240 e 3 52 1% 4

DLAFFL 1 x 10° 440 i8R T 96 FLAR, & 41506 B Lo X HE 2 40 i LA 3L
RPMI 1640 ¥53% , 25 WA BRLA VL&A 5 pmol/L 5-Aza-CdR (1) RPMI 1640 }55% ., fF
S MG RE IS, BERE 24 h il 1 IR, BALINA SRR WAL S o/L B9 MTT 20 pl, E 1557
NI ES h, /N5 FRIE A 150 ]l —H LK (DMSO) ,37 CIKEFE IR
PR¥E 15 min, R FTE )G, B4 A R CT 490 nm % Ab 32 B S B
(OD) . ZHffa¥EsE sE )1 LI OD {H53 4T, L OD (B AR A, B [a] (d) R A Fr
AR g, ARG R = (1 - SL5 41 OD {H/ % R4 F- 14 0D
fH) x100% . LI 3% A ARAR, B E] (d) A Aa bR, 2 R ith £k .
1.3 2 ] 30 p A

5 wmol/L 5-Aza-CdR Ab Hi (1) 40 il K %t BR 2H 40 o245 LA 1 x 10° A~ 50T 8 A4
60 mmIFFE LA, & 24 h s 1 B H o0 il U 4 o R 28 Ak 21 2H 40 g, PBS %
WA 2 K, 70% CBEf R . AR R B0 57 O, BT PLE R (% 1.5 mg/ml
WAL N BE , 10 mg/mlRNase A)37 CaE ey (A 3 h, DA =UA AN (BD 242 F]) #47
21 B SR BRI
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S WK Z 5 mmol/L MgCl, ,1 mmol/L dNTPs,10 U RNase fIJIifi]|5],2.5 U AMV i
SR, 25 pmol BEMLE | W) S e A RNA, 300 5% 58 e b 4544230 °C 10 min, 42 C
30 min,95 °C 5 min, 50 wl PCR X WK R & 1.25 U Taq Jif, £ 5504 F 51945
25 pmol, Maspin 3& K PCR S if 2544F:95 °C 15 min;94 C 1 min,59 °C 1 min,
72 °C 1 min,5 M FRRR JORBERE 2 57 C 3017 32 NME. 9% T
2.5% By g W 8 I HL YK 40 55 B M 3E R maspin &z P X BE B-actin 1 5] ¥ H
Primer 5. O 1 17 2 }F . H1 Invitrogen 73 7 4 6, 19 J 91 401 F : maspin 5'-
GCTTTTGCCGTTGATCTGTTC-3",5'-GATCTGACCTTTCGTTTCTTCCA-3", 7= i Bk
£ F 369 bp, B-actin 5'-CGAAACTACCTTCAACTCCAT CA-3’, 5'-CGGACTCGT-
CATACTCCTGCT-3', 7=y B Br K- 272 bp'™'
1.5 Siifeabs

AR I R T 22534, SPSS10. 0 it A Ak B, P <0.05 S22 5
EEMES =&

2 #E

2.1 5 pmol/L 5-Aza-CdR ZbBHF{JG MDA-MB-435S 4flffa A= K it 2 R s 2 2
Pl 1A 2R 5 5 pmol/L 5-Aza-CdR Ab3HJS 4 d Py, 550 B2 He e

KT P (P >0.05) TS 5 K TFG 5-Aza-CdR B 5 301 T 40

AR . B2 4 i 30 6 2 i 28 R 2 S ~ 8 R By i R A B Ry 35.42%

47.14% 60.53% 1 71.29% (P <0.05) .
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B3 5-Aza-CdR AbFEFL A9 MDA-MB-435S 40l 24 ~72 h J5 40 J& 31484k

2.3 MDA-MB-435S 4fifify maspin mRNA [k

RT-PCR £5 ] 25 2R B 7= . %) RE 20 4 g maspin JE X ) mRNA &K 1R 55, 1
5 wmol/15-Aza-CdR ERI72 h)5 maspin FE£[K ) mRNA A0 g #4055, B 5-Aza-CdR
i7
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HAE(E4) o
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4 5-Aza-CdR ZbFEF 8 MDA-MB-435S 41 72 h J5 Maspin 3t [H [ 31k

3 i
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A J . B R A AE CpG B BR R B Mg g, CpG &) LAFE H R4 T =07 7
(149, T i 3l -3 F AR TR A5 T2 A S 355 R 4 1) e vy 000 ) 366 PR 2 S 1) S bl 45, 24
X BT X IR CpG 5 8% 52 o I 34 s & A= 1 8 1 R Ak ), vl S 80k e 15t
LR A RS TR . DRI, DNA HY Ak 7 25 IR 36 kR 2 L 4 i e o4k &
B AIFER A BN 45y A mEE A, i W, O S5 I 384k i DL A
DNA H FEEERE BN 657 ( 5-Aza-CdR) 2R 35i5%

Maspin J5& PR J& — i 22 % R 23 5 26 B Ak 00 o 82 mT LA o 2L 8 40 B 1) 3
BE RICAELRE A A R S N, ZEZLIRIE 8 maspin FEPRH O FRIB RIS
FERIN A s A (R 28 e 3SR AN RS 1A, (RIS 9E Rk B A ) Sk ik 5 5
RIEHERI 2228 TC4 , IS5 5E 0 S 8 T X R i R 3 o0

AFFEEE R B : NFLIE AN R MDA-MB-4358 H maspin J&[K mRNA 13
IRARHE LSS, M4t 5-Aza-CdR A H 5 AY 4 L maspin 35K mRNA fY 261k I 248
5, PR 7EFLIR I A0 MY Y maspin (%) 338 08055 1T RE 2 B T8 80 F X380 CpG & i
AT 8, 5-Aza-CdR & —Fi i S M 17 2014, 7€ DNA & il i #H 5 DNA 43
T4 5, IF 5 DNA LSRG 1 (DNMTL) JE A0 52 54, il i ny B 5L 4%
FoyE I, A A Y 35 Ak 8, A TS B 25 H Eefb DB, A B 58 & B, MDA-MB-
435S Yl 25 5-Aza-CdAR AL 5 20 I %38 5 PH 2 A2 BP0, HAHI R H 26 S KIE M
35.42% 353 71.29% , 159 5-Aza-CdR 45 B g (0 4000 ] s 4 s s i VE . i T
5-Aza-CdR 0] 3 33 25 F AR AR A — 26 R ) 3l 7 X 4 v Y S Ak D 3R 1) 35k PR 238
oIk, 5 — S e 41 ol X B D REAS DA &2, PR G AS B 5 R 1 — 26 22, i e AH O
FirbRg P R &5 5 7R A maspin FE mRNA (136876 25 Y97 A IS 25 5% B
2, Ui 5-Aza-CdR #1i] MDA-MB-435S 4 Jg i34 584 H 55 maspin 36 K 9 DI B
RIS

MDA-MB-4358 4 fifl & —Fp i A MEFUBR E N A il &R . HOWG M RR BEAH 24
MM ASE L E R AMRHE . WERREA S EGRIZ M A & X IR 2L
SR ML A i FLIE B L RS HoA EE B X, Maspin FER I RE R G 55 8+
DX 3k i FH AR AR 5, 1T 5-Aza-CdR AT DL % i H FEA IR A R R i FE R I T RE, iX
B ML R AR B R B AR W) 2 An S AR YT ROHE A5, (EAS e RO S , maspin J
PR AR FETATL il e 75 Al 3 R R s g 6 PRUAE A AR AR S RE A i 48,
AR TR

M2 AL R S 3T DNA = B b U0 Bk 2 HL T RE 2 6 B9 2 W 382 A& L
DNA F S RE B30 ] 7] 5-Aza-CdR BEWS A S0 105 4% DNA & H 35640 10 BR 0% #i gea
BEREHFRA, X NI ANET R T s,
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