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[Abstract] Objective To research the expression of X-linked inhibitor of apoptosis protein gene (XIAP) on
paclitaxel resistance in ovarian cancer. Methods A2780 and A2780/T cells were treated with paclitaxel respectively
at the concentrations of 5 ng/mL, 10 ng/mL, 20 ng/mL ,40 ng/mL, 80 ng/mL, 160 ng/mlL, 320 ng/mL, then the
inhibition rate of cells were detected by MTT assay. The expression of XIAP mRNA and protein among the A2780
and A2780/T cells treated respectively with paclitaxel at the concentration of 100 ng/mL was detected by reverse
transcription quantitative real-time polymerase chain reaction (RT-qPCR) and Western blot. The A2780/T cells
were divided into blank group. empty group. small interfering RNA (siRNA) XIAP group and siRNA-non-specific
group. The expression of XIAP mRNA and protein of four groups were detected by RT-qPCR and Western blot.
Apoptotic rate of these groups with addition of paclitaxel at the concentrations of 0 ng/mL, 1 000 ng/mL, 1 500 ng/
ml, 2 000 ng/mL and 2 500 ng/mlL were detected by flow cytometry. Results  After the treatments on A2780 and
A2780/T cells with the different concentrations of paclitaxel, the inhibition rate of A2780 cells were gradually
increased with the increased paclitaxel concentrations (P<C0. 05), while there were no obvious differences in A2780/
T cells (P>>0. 05). After the treatment on these cells with paclitaxel at the concentration of 100 ng/mL., the
expression of XIAP mRNA was lower than that non-treatment with paclitaxelin A2780 cells (P<C0.05). and the

expression of XIAP mRNA in the A2780/T cells were no statistical significance between the treatment group and
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non-treatment group with paclitaxel (P>>0, 05). However, the expression of A2780/T cells” XIAP mRNA and
protein treated with paclitaxel were higher than A2780 cells” (P<C0. 05). The expression of XIAP mRNA and

protein in siRNA-XIAP group was lower than those of other groups (P<C0. 05). The apoptotic rateof siRNA-

XIAP group was higher than those of other groups treated with the paclitaxel at concentrations of 2 000 ng/mL and

2 500 ng/mL (P<C0.05). Conclusion

XIAP’s high expression on mRNA and protein was correlated with ovarian

cancer paclitaxel-resistance, specific siRNA can promote cell apoptosis by reducing the expression of XIAP, and

increase the sensitivity of drug-resistant cancer cells to paclitaxel.

[Key words]) XIAP

Ovarian cancer

UL 9 R L R R BE AR UL R 2
— BT R E T AR e . R B — 2R
I VNS N E S NS 5 A E R I R i B
LMK AIT . KREHEHE GVOWIRIK
I KT AER LT B A B9 58 02 BN 8 1 B/
BAIT YT A FBURE T, X E A
TP AR 1 (XTAP)  H B A ok J2& 8 o 30 il 87
(TAPs) Z 75t A FH B ik 0% o8 1052 O T 90 il 2 11 s Ao
F X e fa ik q24-25, H g 55 (A PR AE M 0 25
P 3, BRS8N FFIR R 7 TAP 55 7 51 45 44
(BIRD) J #& B vy VIR BF 45 45 44 dk . BIR2 7] LL5 4
PEZE G caspase-3 [ IRH 25 & 1 55 . BIR3 1] 5 5 1
455 15k caspase-9, B8 T2 38 8% 46 3 &, i T ik
BTG iR caspase, A PHWT AN PA T2 . XTAP 3F
IREFFR S B A E3 2 R s v, nl &2z
F Ak caspase, 413 H 14 42 1A 7 U A T R DN B A L B
20 B B 08 T U B, XTAP W DL 834/ T
caspase-9 M P4 T2 5 0 A $AT A S A0 S 2L 1
caspase-3, caspase-7 , JE 177 41 ] HA) 4 AH >Fe 41 i) 240 i
PR 5| R g X Ay 2 0 1A TR 245 T 2 O S T
R E AN . RNA T4 5 AR & 3 7 U0k A —
i gy =X B AT AR R g 41 4Uh S (5 Sl %
R 22 IA W OC B L A L 3R B A R S e S IR A TR L 2
i 96 A A A B DR YA T 1) B 5 T 10

H i x50 S 98 AR S5 17 25 Wit 24 (4 F 5T 4 2 11
JE S TAHIE 25 Wit 24 . i % T 22 2 B CTAXO Tiif 25 19
o b W ARBESGE B 7E DL XTAP SR 5 F, 9F
iz /N4 RNA GIRNA) # AP, #F 98 XIAP 5
Ry A A TS0 EP S

1 RS

L1 A5 EERH

O\ B 55988 20 M Bk A2780 . A B HL 98 45 42 I T 24
bk A2780/ Taxol(A2780/T) ,B-actin Primer Iy
H B R AE MR A A R BB AR MTT
210 i 98 B B 200 i i PR A T 5 B VBC A 1 vk R

Paclitaxel

Chemoresistance siRNA
FE I & SDS-PAGE & e e o i & i 57 & . PVDF
JEE HE B ECL Ak 2 A& Ot R & W B 5 = K TRIzol
A g Ry ik 42 2 Fl s GoSeript™
Transcription System., GoTaq® qPCR Master Mix
RPMI 1§ H Promega /A &) eyt N XTAP Hifk . &
PN Bractin FUAR W H Abcam 23w 5 35 F1 FH BEAg 95
kil B bl s R OBk R R IR A
RPMI1640 ¥ 3% 3L 19 [ Corning /A #l; B4 4F I 1%
(FBS) g B Sciencell /A #], I JFi {& Lipo2000 iy B
Gibco 28wl s 25 AR FKL L siRNA-XTAP ki Ak 45
SR BRI B R B AR RA ] .
1.2 ZHEEESR

ST A2780 1 A2780/T 4 iy B T RPMI
1640 SE 43 35 2 (% 10 % FBS) L 7E 37 C RT3 %k
5% CO, FHXHE B 90 %o s 7240 h s 5% . BOS #k
KM A2780 f A2780/T 4 #1755 5 o
1.3 MTT %M A2780 X A2780/T M i Xt £8 £2
P B S R

PRI A 43 o 6 IR O IR A2 B AN ) 56 42
i 5 e vk B (5.10,20,40,80,160,320 ng/ml) &b 3§
., ¥ A2780 K A2780/T 4AMifE 10X 10" mL ™' s
B LA 200 pL/ALEERD T 96 fLAR . 5557 12 h, 504l
A AL L 7 48 h, 25 AL [R] S5 50 = 1Y
AT MG IR Ak 4 B L. BAmA
5 mg/mL MTT 20 pL. 8535 4 h JFMA 0.2 mL/4L
T HE WA (DMSO) , ¥7¥% 5 min, 4k 2255 730 min,
i FRAX T 570 nm T A I I O BE CAD R, T35 400 i A=
KA % C(inhibition rate, IR) s TR=(1— Aypy/
Agpman ) X 10020 25 i 30 ] 2 #h 2% L 11 5 542 Xt
1 2 B vk B (ICs,) . B R AR 3 K.
IR R P9 245 47 30 A A - i R SR A A
J5 s A2780 4l s IR>>30 % M L 410 g, A2780/T 41
Jit B TR<Z30 %6 Ay Tiid 245 41 g .
1.4 SEEFZEEEE PCR(RT-qPCR) # | 4% 42 B3 X4
A2780 K% A2780/T ZHA XIAP mRNA 3% i) &
FH RT-gPCR) # ] XIAP mRNA {33k,

Reverse



% 3 3 1

WaE . XTAP BN 5T 5 A2 R 00 0 40 i A2780/ Taxol it 245 5% & M BF 5 339

A2780 20 S A2780/T 20 M 43 Sk AN it 55 42 et 1) %
HEZH RN AN S AZ I (3% 1. 3 i 36 A F A2780 2 i 5 ek
Jexf A2780/T 40 Ml it 24 %) o £ ok 5D 1) Ab PR L B
F2 A8 h AR £ ZH 40 i, SR ] TRIzol ¥ 42 B 45 41 4
i RNA 4% 320 50) & 13 W3 43 #E 47 B e 5% & it cDNA,
XIAP 55 DNA J¥ 3] £ if) T NCBI A 2 5 5 20 %4
WE 51 H LA TAEY TERARAF R, H
Invitrogen Al & i, XIAP . FHE5I ¥4 5 h .
5'-CGAGGAACCCTGCCATGTAT-3"#1 5'-TGAC
CAGGCACGATCACAAG-3", A\ B-actin ]§ & 5| ¥
H EWEA TAY TEARA R BIHE 8 BT
Y4y H:5'-CTGGGACGA CATGGAGAAAA-3'
il 5'-AAGGAAGGCTGGAAGAGTGC-3', & J
EE T RT-qPCR WAL H WA R 18 pl, R
.95 °C,2 min, BIEFH S $.95 C,15 5,60 C,
1 min, 40 PMER, ZHlE ML, SHEL 3 K.
SRR UL 2 ROR, U A E R 1. i &
A2780 K A2780/T i) mRNA FXfF ik,

1.5 Western blot # il £ #2 EE X% A2780 K& A2780/
T4 XIAP EERIEH M

SPHARIRIE 1.4, B5F% 48 h )5 WAR A L A
PREUA AN (. 32 18 BCA 2B ik B & iR 7 &
W€ 85 W B L SDS- PAGE Bt iR LIk 70 B 5 5%
R 5| PVDF [ I, DL5 5 % RS W0 5 W ) 1A )i » —
POMBELL 121 000,4 Cl &, — 40 Qi FE 5/ R
IgGOMFELL 123 000 EIREHF 1 h, ECL AL &
J6IER M Quantity one 4. 62 Bt B¢ & & KR 5 B &
Ge o3 M 25 AR AR Jp O BE . L XTAP/Bractin
T AR AR G306 % B 1 LU o XTAP R 11 3% 3K 19 AH %
T
1.6 RT-qPCR X Western blot #& il siRNA F#f Xf
A2780/T 40 ffl XIAP mRNA R EBEH K ERERE
1]

W A2780/ T 20 43 o 25 e Y A (e Yo 23 B AR It
$) L siRNA-XTAP 4] (5% 3¢ siRNA-XTAP JE kD |
b4 o B G 2H R e 5 S MR BORLD L 28 X B
(NG GL iR . B 10X 10" mL™" A2780/T 4} 43
SE F IR TR Lipo2000 F1 25 2 {4 Jit A7, siRNA-
XTAP Fowr AR R 5Pk BB TR A W M & 13 i 85 77
Ferp g% 48 h SR 5] 1.4 0 1.5 J7 i ] RT-qPCR
Tt Western blot # & 240 XIAP mRNA K& /K
Ty RIE,

1.7 RRAAMIFEAREN siRNA FH 5 £ 283t
A2780/T 4 B R = B =2 M

A2780/T 4AMiF 1. 6 /3 HALFEH- B4 5% 24 h Ji5 s
PRI S [R] 5T v B A 28 AZ B2 (0.1 000, 1 500,
2 000.2 500 ng/mL, £ 33 #5555 , Tiif 245 4 M 75 #AI%
SRS VR BE T I R T AR B IR B PR
Jo VR A SR AL L) 500 ng/mL A ) 85 55 W
BT 6 fLAREEFEANM, 43 5 T 48 h.72 h i g
THAL S WO 40 B, FH PBS Pk 2 I, A Annexin
V-FITC/PLiX | . ##5G 5~ 15 min, I =X 40 M {CA:
U R e
1.8 #it=EHiE

TR R DL o5 R, 24100 Hu R R
RV R Ty 22 73 B L 18] P LU BR T LSD-1 £ 3 . P<<
0.05 N EFAGI#E L.

2 #HR

2.1 MTT £ A2780 K A2780/T 48 i1 %f 25 #2
FiE 9 B B% 1%

UL 1, A2780 4iffLFR 4N 5.10 ng/mL %82 i
A Ah  H AR S AR IR L. 22 R WA G it &
SLCP<20. 05) 5 58 A2 B o o5 VA R K, XoF A2780 44t it
B TR i Ui B A2780 4 i X 48 42 I AUk, S8 A2 1
%t A2780 41K 1Cs, A 111. 56 ng/mL, T L4 E
AbFR A2780/T AL . 5 %5 B 4 b 4, R [m) o o vk
JEERRZ A AR IR ZFH L5 %8 L (P>
0. 05) , i, W Ik J5 5 ¥ J32 0 [l PN 19 6 AZ e XF A2780/
T 41 B TG 4 A - A2780 41 Xt S A2 a5, |5
SIS Ve PR S AZ I T 5 W B 100 ng/ml, 75 1% it i
We BT L A2780 4 s TR ™30 % (UL 40 D) , A2780/
T 218 TR<<30 % (Tt 25 40 i) o
2.2 ¥ kB A2780 & A2780/T #4 Bl XIAP
mRNA f1E B RIEWF I

RT-qPCR 45 R . 7r . LA BE 100 ng/mL b3
A2780 F1 A2780/T 40 M J5 . A2780 4fi i XIAP
mRNA R BR T ELBEARL B, 22 240 511
2 M (P<C0.05);A2780/T 4 it XIAP mRNA #y
REHEEERALHAZT XGHEIT¥E L (P>
0.05) fH 2212 A2780/T 240 XIAP mRNA ()3 ik
B A2780 AL B (P<C0. 05) , Bl 48 42 s it 25 4
it XIAP mRNA (#3235 @ T Ui (£ D

Western blot 25 5 5 /R, £ 428 100 ng/mL 4k
FEPI AP A0 L fS  A2780/ T A2 REAL FRA] XTAP H
Fikm T A2780 EAZEEAL A (P<C0. 05), WA 2
IE



340 PU IR 2 2 4 (B 24 JD

49 &

A2780
- __aA2780/T

Inhibition rate
=)
N

5 10 20 40 80 160 320
p(paclitaxel) / (ng/mL)
1 ARARERELEEELET A2780,A2780/T 40 i {30 #) =
Fig 1 The inhibition rate of A2780 and A2780/T cells after treatment

with paclitaxel at different concentrations

R 1 A2780 F1 A2780/T M S 12 B2 4L 2 BT . /§ XIAP mRNA 1 &
BRI T R

Teble 1 The relative expression of XIAP mRNA and protein in A2780

and A2780/T cells before and after the treatment with

paclitaxel
Group n XIAP mRNA XIAP protein
A2780 3 1.000+0.013 0.498 94-0. 056 4
A2780+TAX 3 0.626+0.143" 0.443 3+0.045 7"
A2780/T 3 1.018£0.244  0.977 1£0.114 2
A2780/T+TAX 3 0.780+0.168% 0,698 940,015 3%

% P<C0. 05, vs. A2780 group; # P<C0.05, vs. A2780+ TAX

group

XIAP

B -actin

B2 EMBEEAERTE A2780.A2780/T 48 i XIAP EHHIRIE
Fig 2 The expression of XIAP protein in A2780 and A2780/T cells
before and after the treatment with paclitaxe
1:A2780 group;2:A2780+ TAX group;3:A2780/T group;4:
A2780/T+ TAX group
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Table 2 The relative expression of XIAP mRNA and protein in
A2780/T cells after the transfection of siRNA
Group n XIAP mRNA XIAP protein
Blank 3 1.020+0. 234 1.014 8+0.069 0
Empty 3 0.97240.193 1.150 5+0. 152 0
siRNA-XTAP 3 0.07640.012* 0.746 940.138 0*
siRNA-non-specific 3 1.034+0.108 0.961 740.130 0

* P<C0. 05, vs. other groups
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Bl 3 siRNA SIBISEREMEMAEME XIAP EEHHRIE
Fig 3 The expression of XIAP protein in A2780/T cells after the
transfection of siRNA
1. Blank group; 2: Empty group; 3: siRNA-XIAP group; 4:

siRNA-non-specific group
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Fig 4 The apoptosis rate of four groups A2780/T cells after treatment

JE&4H A2780/T HAI7E 48 h(A) 0

with paclitaxel at different concentrations for 48 h (A)and 72 h

(B)
* P<C0. 05, vs. different concentrations of paclitaxel in the
same group for 48 h (A) and 72 h (B), respectively; # P<C0. 05,
vs. other groups at the same concentrations of paclitaxel for 48 h

(A) and 72 h (B), respectively
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