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W E B ATRBASHTAIERMIL(SKOV3) s 4asT 25 5 Toll H24k 9(TLRI) 89 X & o 7 R A S 98 € ik Al ok
Jit Fo R A SKOV3 F TLRO #9 & ik . B SKOV3, e A TLRO 45 514 % 3} 7] CpG-ODN 2006 (A 21 ) B H F) & 2} B2 CpG-ODN 2006
control (B4B)4E A 6.12.24 hJ& , An AR 4A , vA CCK-8 ik 4l 2m it der k) % . B SKOV3 2 0( K An) . 1,10,10°,10° pmol/L TLRY 4%
SR A B TAL R 3 hJE 49 SKOV3, Je A SKOV3 # £.(21%0,) 2 (1%0,) % F 6.12.24 heg e _LFEAER 24 h 5, Im N
A A Lm0 FG S A4 B | T TR AL 2R 4m e B BB 25 4 k) R 0 A4S 2 (HICR) 5 5F & A Western blot s #0 # 8,24 h 28 it %
(Cn) A 24 hsmfe £ (D4L) 4,24 hfe L #+10 umol/L e (E 41) &4+ F SKOV3 W % 25 & 2540 % % & (MRP) #9 & ik
25 % . TLRO /£ SKOV3 84 tm el Aot IR P A £ ik, 5 AZAVLER, B A4 e s dp ) K (P<<0.01). L5 A Lk b,
A e AR G dm e g A ) R R (P<0.05) . B RmArELE, AN 10,10° umol/L £7E A6 9] 2 44K HICR(P<<0.01) , K
P 24 h4m i L +10 umol/L AE AR R A B, 5 C4Lbs , D F MRP &k 38 3% (P<<0.01); 5 D414k B 4040 i b
MRP # A 58 (P<0.01). %3 :TLRY 2R BT TTHOEE , 5+ 7T 58 SKOV3 sl 44 @) 25, 48 A T4k 5 L MRP Rk A %
FEIR AIP L A R AT BRI s Toll B2 4R 9 i 4A

Study on the Relationship between Cisplatin-resistance of Human Ovarian Cancer Cell and TLRY under
Hypoxia

LI Ling, LI Bin, XING Haiyan, CHEN Jianhong (Dept. of Pharmacy, the Third Affiliated Hospital, Third Mili-
tary Medical University, Chongqing 400042, China)

ABSTRACT OBJECTIVE: To study the relationship between cisplatin-resistant of human ovarian cancer cells (SKOV3) and
Toll-like receptor 9 (TLR9Y) under hypoxia. METHODS: Immunofluorescence method was used to detect the TLRY expression in
rupture and intact membranes SKOV3. SKOV3 was taken, adding cisplatin, then CCK-8 was used to detect cell inhibition rate af-
ter 6, 12, 24 h of added into TLRY specific agonists CpG-ODN 2006 (group A) and its isotype control CpG-ODN 2006 control
(group B). SKOV3 or SKOV3 pretreated by 0 (not added), 1, 10, 10*, 10° umol/L TLRY specific antagonist chloroquine for 3 h
were taken, adding cisplatin, cell inhibition rate was detected after 24 h of added into SKOV3 normoxia (21% O.), hypoxia (1%
0.) incubating 6,12,24 h, HICR under hypoxia in pretreatment was calculated. Western blot method was used to detect the multi-
drug resistance associated protein (MRP) expression in SKOV3 under the conditions of normoxia 24 h cell supernatant (group C),
hypoxia 24 h cell supernatant (group D), hypoxia 24 h cell supernatant+10 pumol/L chloroquine (group E). RESULTS: TLR9 was
expressed in both cell membrane and cytoplasm of SKOV3. Compared with group A, cell inhibition rate in group B was decreased
(P<<0.01). Compared with normoxia cell supernatant, cell inhibition rate was decreased after hypoxia cell supernatant (P<<0.05).
Compared with not added chloroquine, adding 10, 10° pmol/L chloroquine can obviously decrease HICR (P<<0.01), and the most
significant decrease was showed when using hypoxia 24 h cell supernatant+10 pmol/L chloroquine. Compared with group C, MRP
expression in group D was strengthened (P<<0.01); compared with group D, MRP expression in group E was weakened (P<<
0.01). CONCLUSIONS: TLR9Y receptors can be activated under hypoxia, and cause SKOV3 to cisplatin-resistance, the effect may
be related with up-regulating MRP expression.

KEYWORDS Human ovarian cells; Hypoxia; Chemotherapy sensitivity; Toll-like receptor-9; Cisplatin
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) ; TLRO FrFVE 150 7] CpG-ODN 2006 (#1t5-: 3710-61)
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J& 43 A 44 (CpG-ODN 2006) #1 B 2 (CpG-ODN 2006
control) , 43 /A 50 pg/mL ) CpG-ODN 2006 ¥ CpG-
ODN 2006 control, fEF] 6.12.24 h, 3F35 353, A 3.5
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Fig 1 Fluorescence diagram of TLRY9 expression in
SKOVS3 of 2 groups

4.10) % ; B4 6 . 12,24 h M 351 F IS SKOV3 Hg 5

HlZ AR (48.77 £ 4.76) % . (48.54 £3.28) % . (45.49 +

4.84)% (n=06). 5 ANML FIF FOAS, AR [A] 5 ik

SN 3 1E S SKOV3 34 55 411 il 2% BH g B IR (P<

0.05),
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W R Bl B A HICR (P<<0.01) , Hirh 48 24 h 4Hlff+10

pmol/L S M A3 f5 HICR FEARER W S o AN [l v J3 S s it

AEFEAR [ ] SKOV3 i HICR M 25 5 W26 1.

R1 ARERESETRAIEAEEF SKOVS B HI-
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Tab 1 Determination results of HICR of SKOV3 af-
ter pretreated by different concentrations of
chloroquine at different time(x+s,n=6, %)

SAVERIE , wmol/L 6h 12h 2%4h

0 1524024 3.92+0.80 5174042

1 1.01£0.49 4.68+0.70 5.03+0.71

10 037+0.62° 1.46+0.44* 1.86+0.30"
10° 1.05£0.73 2.07+0.44" 2.04+0.19"
10° 102 +0.44 403+0.77 594034

T S ARINAME (0 pmol/L) He#s, *P<<0.01
Note: vs. not added chloroquine(0 pmol/L ), “P<<0.01

3.5 MRPFiX5TLRIHXFR

5 C 4, DA g b MRP k3455 (P<<0.01)
5 DY, E 4140 MRP k0055 (P<<0.01), 341
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4 g
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FEXT G, A e P e ' Y 8 W 52 % B TLRY 7
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Fig 2 Electrophoresis chart of MRP expression in
SKOV3 of 3 groups
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Fig 3 Determination results of MRP expression in
SKOV3 of 3 groups
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