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Abstract:Objective To explore the pathogenesis of ovarian cancer by investigating the function of Toll-
like receptor 1 (TLR1),TLR2 and TLR6 in peripheral blood mononuclear cel[(PBMC) from patients with o-
varian cancer. Methods PBMC,SK-OV-3 co-culture system and anti-TLR1,anti-TLR2,anti-TLLR6 mAb bloc-
king experiment were used to explore the relationship between TLLR1,TLR2 or TLR6 signaling and inflamma-
tion in ovarian cancer. Quantitative real-time PCR was used to measure interleukin (1L)-18, IL-6, IL-8, and
tumor necrosises factor(TNF)-q in the PBMC. MyD88, TRAF6, TANK,NF-xB and P-NFkB were observed by
Western blotting. Results In the PBMC and SK-OV-3 coculture system,we found the activation of TLR sig-
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naling pathways,including significantly increased MyD88, TRAF6, TANK and P-NF-«B levels following cocul-
tured with SK-OV-3 in PBMC from ovarian cancer patients. PBMC derived from ovarian cancer patients led to
a increase in IL-18,1L-6 and I1.-8 mRNA levels after 24 hours of co-incubation with SK-OV-3 (Fold=1. 74,
Fold=1.92,Fold=1. 65, P<C0. 05) , though there was no difference of TNF-a mRNA expression. In contrast
to the ovarian cancer patients, coculture of PBMC derived from benign diseases controls and healthy normal
controls decreased IL-1B at the mRNA level (Fold=0. 71, P<C0. 05;Fold=0. 72, P<C0. 05) , furthermore the
expression of MyD88.,TRAF6, TANK, P-NF-kB.and NF-kB showed no changes. PBMC which treated with an-
ti-TLR1,anti-TLR2 or -TLR6 mAb could inhibite inflammatory IL-18 (Fold=0. 16,Fold=0. 31,Fold=0. 29,
P<C0.05) and 11.-6 (Fold=0. 14,Fold=0. 20,Fold=0. 28, P<C0. 05). Conclusion TLR1/TLR2/TLR6 in PB-

MC of ovarian cancer patients participate in the recognition of the factors.
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LR SRA . BOSBUE K SK-OV-3 4 Hf, L4 0. 25%
JBERE AL G, & 1020 N AB 1L . 100 U/mL % %
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MR AN ZE S R0 5 TR AR A 200 M 53 A1 34 50 Ob & W AR 24K
R 2.5 mL; F& 102 A AB I . 100 U/mL % %
%100 pg/mL §% % H) RPMI-1640 5t 4 i v v 7
2 PBMC, B 5X10° gz Rr T Transwell £ 75 N
L NEIRARLARF N 500 pL, [6 8 PBMC $
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r/min B0 7 min, R IIE AR 58 2% o (PBS)
VEVRANAE 2 Y, B 1 000 r/min B0 7 min, FFK; —
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1.3.3 TLRI1.TLR2,TLR6 B8 55 B P4 o A0 52 56
ZH 9 E . (1) PBMC + SK-OV-3 Transwell 3tz %
H; (2) PBMC + SK-OV-3 + Anti-hTLR1-IgG Tran-
swell 3£ 85 3% 4H; (3) PBMC + SK-OV-3 + Anti-
hTLR2-IgG Transwell 3t 55 3% 40 ; (4) PBMC + SK-
OV-3+ Anti-hTLR6-1gG Transwell L8535 4, 5 X
10° ¢y PBMC i % H Anti-hTLR1-IgG (10 pg/mL) .,
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Anti-hTLR2-1gG (10 pg/mL) ., Anti-hTLR6-IgG (10
pg/mIDFET 37 C 5% CO, K FAME 1 hs et
R A SK-OV-3 4 g, 37 °C 5% CO, K5 5+ 41 W7
F 24 ho WESHMMS 1 000 r/min 8.0 7 min,
i A — 70 CURFETF AT — 2505,
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Ex Taq™ Il Sy 96 YLk, Bractin JEH Ky NS R, 47
Fif 48 5E 40 i P F 1L-1B, 11-6, 1L-8, TNF-o RT-PCR
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WP IR WL 95 °C 30 s, 1 AMEFR; 95 C 5 s,
5 AMEHR .64 C WA 34 s, AWFFEIITE K PCR 514
FPAE 1.

*x1 RIEMEEF IL- -18.1L-6 (1L -8 & TNF-« mRNA # a5 4 F %
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11.-6
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1L-
iR GCC TTC CTG ATT TCT GCA GCT 21 868
T Ui TGC ACT GAC ATC TAA GTT CTT TAG CAC 27
TNF-«
i ATG AGC ACT GAA AGC ATG ATC C 22 822
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f- actin
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i CTA AGT CAT AGT CCG CCT AGA AGC A 25
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IgG Transwell 3£ 8% 7% 20 . PBMC + SK-OV-3 + Anti-

hTLR6-1gG Transwell 352406 LH B 2 % . PB-
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ZH .PBMC + SK-OV-3 + Anti-hTLR2-IgG Transwell
3R  PBMC+ SK-OV-3+ Anti-hTLR6-1gG Tr-
answell 3£ ¥ 72 41 TLR {5 5 # % & 7 MyDS8S
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*x2 Transwell 1% 555 2 U0 & = H K W58 mRNA RiZKF (Ls,ACH)

21 5 n 1L-1p 1L-6 1L-8 TNF-«
PBMC 2 1% 5 41 5 —1.360.98 1.3940.99 —1.994+1.22 9.444+3.92
PBMC+SK-OV-3 Transwell 2t 5% 3% 4 5 —2.10+£1.17 0.58+0.49 —2.68+1.15 7.54+2.00
t —4.909 —3.14 —3.922 —1.143
P 0.002 0.012 0.017 0.297

*3 Transwell £ZHFEF Z R M EFB AR TIEIR mRNA RiEKE (TEs5,ACt)
H 9 n 1IL-18 1L-6 1L.-8 TNF-«
PBMC Baph % 32 40 5 —0.51£1.30 2.80+1.31 —0.96+0.96 6.89+1.22
PBMC+SK-OV-3 Transwell 2L 5% 3% 41 5 0.05+1.63 3.52+1.96 —0.63+1.08 7.124+1.33
t 2.865 1. 726 2.454 0.952
P 0.029 0.135 0. 050 0.378

x4 Transwell £ FHF R EE X B A ST IR mRNA RiEKFE (T+s,ACH)
215 n 1L-1p IL-6 1L.-8 TNF-«
PBMC Bl B 55 40 5 1.0841. 30 4.29+2.66 0.16+1.37 7.14+2.00
PBMC+SK-OV-3 Transwell 2L 5% 35 4 5 1.724+1.28 4.80+2. 14 0.30+1.21 7.45+1.69
t 2.664 1. 441 0. 931 0. 822
P 0.032 0.193 0. 383 0.438

x5 Lk AN C38 b OP 98 £ & PBMC R ETIHEHR mRNA RiEKFE (TLs,ACH)

2H 5 n IL-18 1L-6 1L-8 TNF-«
PBMC+SK-OV-3 Transwell L5 354 5 0.06-+0. 96 3.184+0.78 —1.05+1.33 6.65+1.05
PBMC+SK-OV-3+ Anti-hTLR1-IgG Transwell 2L 5535 41 5 2.9240.42 6.90+1.32 1.1541. 44 7.8640.90
PBMC+SK-OV-3+ Anti-hTLR2-1gG Transwell 2L 5 35 41 5 2.33+1.18 6.18+1.58 0.27+1.14 7.07+1.43
PBMC+SK-OV-3+ Anti-hTLR6-1gG Transwell 255 35 4 5 1.9740. 85 5.314£0.90 0.03+£2.19 6.83+1.85
F 6. 885 6.688 1. 645 1.034
P 0.003 0. 004 0.219 0. 404
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TLR6 (1 fig S HAFE AL .
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A s RPE B AR E A fE B X I & PBMIC +- SK-OV-3
Transwell 385241 IL-13 mRNA ik /KF 4 PBMC
BAP R % 2 B S R AT 5 T B R R AR R X R
PBMC a5 1% 3% 4H 5 PBMC + SK-OV-3 Transwell
HgEF 40 1L-6 . 1L-8 . TNF-o mRNA 357K F T B i
PERCAS . TL-1R.11-6 \1L-8 44 4y Bij 48 iF 240 M X - . 76 i
Je ol B B o X P TR AT L ) 3 B R A LA & e B
Ve,

TLR fE h [E A 5255 52 58 300096 I AH 56 73 B X
(PAMP) ) £ Z K, Tl — RIELEAN T
S5 ,MyD88 J& TLR {7538 % I e Sk
M, £ % TLR # 0] i & MyD88 i 1% TRAF6,
TRAF6 9 iR 2F 4t 2 1L )5 . 5% TAKIL #0360
NE-«B {55538 } . 5 5 10 2 4 40 L 5+ 40 1L-1 .16,
TNF-o Z5 5L (g 2235701, WFgE &8 1L-1B iy ad &
FEIR 518 R AE MR A A 56, HL AR BT ) B i
JEE, Jy A S 5 A R R RT 2 i o Y
BT BT EIE S 16 R 0F B R 41 i 4 A LR
8 BERETT . (HLO S O AT AORE AN M R T Y o
KR TLR BTG B9 45 5 R 3T .

AW 5% ) FH G 28 B0 8 3 35 4 1 T PBMC Bl BE
4 K PBMC+ SK-OV-3 Transwell 3L 5% 3 4] PB-
MC 1 MyD88, TRAF6, TANK, NF-«B J P-NF-«B
I 2 1 228K T, R BLOE B B & PBMC+ SK-OV-3
Transwell 3t 85 32 41 MyD88 TRAF6, TANK J}% P-
NE-«B (12235 /K P-4 PBMC Bl 35 55 20 B 35 , $2
7~ SK-OV-3 Az K IR B8 i 1 47 46 50N o3 ) o vl
fb TLR {55 38 [ . 4 8 AH 3¢ 2 0E 40 i 7 2R3k i .

) 9 B % PBMC i £ ik 9 TLR1. TLR2,
TLR6 EJK ZIEAT A7 X E8/N 4 i 15 3 3
TLR1/TLR2/TLR6 & #A/E Ay i — 2T, #
PR R A28 &k B, TLR1/TLR2/TLR6 #f H A
J5 . 0 L9 % PBMC o 1L-18.11-6 mRNA kK
SRR IR 4 B 2 R AR s MyD88 . TRAF6, TANK
NF-kB J P-NF-«B 5 TLR {5538 % & [ 3% ik & 78 ]
BARF AR BT AL . 255 3 n 78 09 SR A K O 55
Hi, TLR1/TLR2/TLR6 45 05 5 i B 16 1k A 5 3
B 595 B PBMC AR 98 6E 4 i R 7 223k B 3=
BLIE AR L OP L9 A0 M A K IR B R AR AE S RN R
W VE AT R L B ¥ PBMC g &Gk 1) TLR1/
TLR2/TLR6. % fb TLR {5 5 il . % S 1L-1p.1L-6
mRNA kK- b A2 2F 9 5988 98 5 fOA 58 1 T2 Bl
MdERy . ARSI 1L-8 RiEAK PR kAR, v fig
5%A MK TLR1/TLR2/TLR6 &&H X, H1]
REAF E H At TLR {5 5 3 3% 75 06 o 72 b & 48 — 2 1E
FH X e i Ry — R .

ZE b fr ok, B9 JE % PBMC o R s W
TLR1.TLR2.TLR6 W g2 5 T §I HL95 K 5E MO 5%
W TR LA A 35 76 O S8 19 & A R R T R — AR
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