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The Effect of MT1X siRNA on Cisplatin Sensitivity in
Human Lung Cancer A549/DDP Cells
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Abstract: Objective
lines (A549/DDP). Methods The specific MT1X small interfering RNA was synthesized in vitro and transfected into
A549/DDP cells. Then, the expression of MT1X was detected by real-time PCR and Western blot, the cisplatin drug sensi-

To investigate the role of metallothionein 1X ( MT1X) in cisplatin-resistant lung cancer cell

tivity and cell proliferation ability were investigated by MTT and colony formation assay and the cell cycle and apoptosis
were analyzed by flow cytometry.  Results The results indicated that our MT1X-interfering RNA successfully diminished
MT1X expression at both mRNA and protein level. Suppressing MT1X expression could significantly increase the sensitivity
of tumor cells to cisplatin, decrease colony formation and increase the apoptosis of A549/DDP cells to cisplatin( P <0.05).

Conclusion The results suggest that MT1X siRNA can reverse the cisplatin resistance of human lung cancer cell line ,and
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this finding may provide a new method to improve the efficiency of lung cancer chemotherapy.
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1.1 EFEZMR5EEH

20 L 3 IR /N 2R 1L RPMI-1640 85 55 ik 1
RNA fhi#2 ] TRIzol 4 H GibcoBRL A Fl ; RevertAid
Wit R85 & W B Promega 2 7 ; Lipofectamine ™
2000 4 H Invitrogen 2 Fl; — H FEFHH ( DMSO) N
Amresco 2y B P7 i, MTT W H Sigma 23 ] ; BCA 2
W E 1R ECL & GIHRIE A Pierce 24 F) ; 471
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M S AP B AR 10 B F BT R AP R BTy e A
Santa Cruz 2N #)
1.2 S 4MEEs

N B 98 4 B AR ( AS49 ) Ko HL i 40 40 A Bk
(A549/DDP) It [ v [ i 7Y 8% 35 9 R oo,
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X A A A A M T 525
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4 GenBank 723 4 ) hMT1X mRNA ( NM _
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113 480 MT1X K R Bt 190 B, P9 an T
MT1X ASO1# 5'-TGT GCC GGC TCC TGC AAA T -
3" ,MTIX ASO2# 5'-TGC AAA GGG ACG TCA GAC
A -3, MT1X ASO3# 5'-GCA AAG GGA CGT CAG
ACA A 3", BAMEXTHE 5 B . Serambled ASO 5'-TGC
AGT TCC CGT AGC ATG C-3', SERFER: PCR 514
Sy FESIY 5'-AAC TCC TGC TTC TCC TTG CC-
3, F#51% 5'-GCT CTA TTT ACA TCT GAG AGC
ACA A-3',
1.4 SEERZEE PCR #&i MT1X mRNA ik
REYLHT 1 RIBORHEUE R A A 2R A5 48, R 2
JiF A 35 80% 2 M8 Lipofectamine™ 2000 %% %,
G UL B A5 BT 3R T i AT % G siRNA 23Kk R
100 nmol/L, SE55 43 A BH 4 X 21 ( Untreated ) | [H

P siRNA % B 20 ( Scrambled ASO) . MT1X ASO1 #
ZH MT1X ASO2#4HF1 MT1X ASO3#4H , #5448 hj it
BTE A B AR AL, R YA MO SR 48 h e, SRR
RNA, % MMLV i 5% 5 il & i ¢DNA &, PL B-actin
KNS, LR E R PCR AT T HE30% . B-actin I
MTI1X BIFE R 45 1F:95 C 5 min, 95 C 10 s,61 C
155,85 CWTHED L 5 s, 330 MEF, BEkE S
MT1X FEFME R L B-actin FERME T Rk &,
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(0.1 mol/L NaCl, 0. 01 mol/L Tris-Cl ( pH7.6),
0.001 mol/L EDTA (pH8.0),1 pg/mL Aprotinin,
100 wg/mL PMSF) #4754f#% 4 °C,13 000 x g &5 0>
10 min, B E35 H BCA & @ S il f G ik 7 i,
HUREUR B IR S (25 pe/UkiE) in AGE 2 [ FEZR
W ,100 °C 2 5 min, 12% SDS-PAGE HL ik 5 8%
% PVDF i |-, 5% JBLRg 2 W5 () TBST 23 & /A
2 h,1:1 000 fil A MT1X & B-actin HiiA& T 37 C ¢
B2 h {4 C7&%; TBST Y% 30 min, 5% 10 min
WU MR A P = R E 1 h 5, TBST Bk
JE 3 W, BRI 1S ming ARG T 1 = h 4T
ER B E¥,
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20 pl AN [A] ¥ BE DDP, fifi H £ ¥k B o B N
30 wmol/L, B4l % 6 R fL, 43l Ab B 24 5% 48 h,
FEREFREE AT 4 h BFLIMA S ¢/L MTT 20 wlL,4k%E
Kidt 4 h e 23R 5 8L A DMSO 100 pL, %
¥ 10 min {EUIE 707015 5 bR AL (EX-800 #Y)
7 570 nm PARIMBEME (A H) . AR IR(%) =
(1 = A/ A gy ) X 100% ,FHEFAXHIHIH (IR) ,
DI ESEsE S 3K,
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BEHRLL x 5 8, P <0.05 N2EFHA BEE,
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2 siRNA Tt A549/DDP i &h MT1X RKikk FH
BoMd A SRR PCR AN MTIX 3 H 3 357K 3F ; B Western blot
Kl MTIX AR R R G 1 BIPEXT HR 4L ;2. B siRNA Xt fif
20 ;3 : MT1XASO1#41 ;4 : MT1XASO1#4H ;5 : MTI1XASO3#4H. 5 %tiR
L, * P <0.05
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0 RG0S0 Ak B2 P 20 M ST T L, 2 €0 A 1 M1 A T 1l 1) e
AEL o+ SXTHRYL R, P <0. 05

F£1 MTIX siRNA F# B X AS49/DDP 48 Rt - 1Y
A

el JIF%6A ( mol /L) T (%)
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30 14.2+1.1
MT1X ASO3# 0 5.6+0.7
30 37.2 £1.4*

53t L, a: P <0.05
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o Hh BRI —Bh s i Z2 2T 245 (%) 37 03k, L R B OR
JAdEF siRNA 8 4 A 00 il ok 92 240 B v s 2% 356 K]
FIE, SESHEARME, RNAL FiARBA T ILA
T E (1) 5 U A RNAT B &
BOPE RN S 5 (2) siRNA A S AL DR TR A 5K,
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BT R UTER MT1X (36385 Tea/PYM 20 il () 44
TR ER S, LRSS SRR, MTIX 0] f8 2 bt
T3P, W H RNA 90 R BRIl MT1X #3k
RE LD 300 it 98 Tt 245 240 A% ( A549./DDP) XA 1Y)
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PVER e S R MT (9 8 2235 0 G 4 M 2 A 3%
o A 200 B 8 B S R B AR A 4 B R T %7 Dutsch-
Wicherek %[8:7/€fﬂ MT fE 8 5 40 i N BF 5 T A9 7K
S AR AR RIS XY Zn®t KO R T 4E R BT 1 AL
caspase-3 I EAI AT DNA B A B E A= X,
FAEMGE AR MTIH 25 (A 68 0 25 40 i XF 541 it
2 MEHIBLH S I A0 T G, 7 Z A
it 2540 5 v e B, T P T 9 i 24 40 AR ( Tea/
PYM) H MT1X 3k )5 , 20 XA i) fl ek B i 3%
Sif, AEX - P 2 A U E G A S5 A
S ATFSY 25 S HE , MT1X 76 40 M P 04 /&5 32 34 9F

AR A S TR S URA T 25 AT AR 55 04 4 S A0
M, Bl 3K MT1X A4 40 i n] REHA 1R 95 49 5T 4
TR, DI S 200 HE BRI R 24

IR ARG R LU (i 22 25 it 2
WHSLAE T T A REAR , {5y AR S8 v B R B F
OB TR L9045 4518, PRI, 76 LUS 9 TAE
HhR LA Sl ) R AR AR BN A I SRR A Y
FORVEATIFOY B B T80 2 #E 1] TR MT1X 275
HAE ARG PRI AT 5%
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