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miR-503%E [a) TLR4 X 5y 51l IR 2 25 P {1 Z M 25 1Y
Al

B AR, SKEAPE, 3N 1F, ¥ FE, KEB, BRI
BT = EBEWIRAMEE, #14E 27 430060

[(AE] BSE58/: EWFERELITTES, £HMhIE (docetaxel, DTX) 5| HEHILIT i} 245 & 5] S B3 FE 1
M RN 2 —, SRTIDTX 5L A7 T 25 1 WL i R 0o R80T AT 5 I DTXN 25 /R L] . Foik: JdE20164F6
H—20194E6 A 75 BRI 17 55 = B Bttt 4707 40 3%, 520 DTXIN 25 205 DTXBUK B # . A\ 51 I 41 R PC-3
TE— RAZE NI DTXHR B S5 b #1 R T2 B 24 /R PC-3/DTX . K SEH % 6 18 & 3R & e [l . (real-time fluorescence
quantitative polymerase chain reaction, RTFQ-PCR) #&llmiR-503F1TLR4 mRNAFKIE, KH&E A ENZE (Western blot)
Ky TLRAZE (HIIKSF, SR X562 B AR 1 2 FAS I miR-503 MTLRANI A HAE M, %P0 4B & 15 (methyl thiazolyl
tetrazolium, MTT) JEAGMIANALG /7, R A GANRAR AN T . R 515 B 24 &2 HLUMIN 2540 i & FmiR-
S03[AFR I BB B PFR (P=0.013) , MTLRAZZEEIN (P=0.005 6) . iTFikmiR-503 3 & ki 2540 5,
BEJETS, [R5 24 A0 55 FAMDR- 193835, 1738 38 TLRA W SE4 i ffy 3 5, #0081, (i 24 40 56 28 FAMDR- 1
RIS, 2518 : miR-503 18 i 41 [ i 478 TLRA ) 2 12 5w 17 71 i PRI D TX 24
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[ Abstract] Background and purpose: In the standard chemotherapy for prostate cancer, docetaxel (DTX) resistance is one of
the important causes of death in patients. However, the potential mechanism of DTX chemoresistance is still unclear. Therefore, this
study aimed to explore the potential mechanism of DTX resistance in prostate cancer. Methods: A total of 40 patients with prostate
cancer who received chemotherapy in the Wuhan Third hospital, including 20 patients with resistance and 20 patients with sensitivity
to DTX, were enrolled, and the tumor tissues were collected during surgery. The resistant cells PC-3/DTX were PC-3 cells induced by
DTX. Real-time fluorescence quantitative polymerase chain reaction (RTFQ-PCR) was performed to detect the mRNA expressions
of miR-503 and TLR4. Western blot was conducted to detect TLR4 protein expression. The interaction between miR-503 and TLR4
was determined by luciferase reporter assay. Cell viability and apoptosis were determined by methyl thiazolyl tetrazolium (MTT)
assay and flow cytometry, respectively. Results: The expression of miR-503 was decreased (P=0.013), while TLR4 was increased
in the resistant tissues and cells (P=0.005 6). Overexpression of miR-503 suppressed cell viability, induced cell apoptosis, and
inhibited expression of drug resistance-related protein MDR-1. Furthermore, overexpression of TLR4 reversed the effects of miR-503
overexpression. Conclusion: miR-503 targets TLR4 to regulate its expression, and affects resistance to DTX in prostate cancer.
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I IZEAIRIT I E . SR, IRIREAE s, K
IR 25 R 1 5 L B4 22 25 T 24 1 2 i 9 s
HOLM—AEEAE D, WA R A
I ok TARKIFAME,

Z V3% (docetaxel, DTX) J& T2k
YUY . FERIAI R AR T R, RAT
RALE Y B B R = e AR e ), LU
DTXC AR MIFR AT T 58 T LASES il 5151 A i5
HIPR . R, H T P DTXI
a5 R AR TR 2555007, T 2 R 8 R o
AAFHHE IR 18 A o I, TRABFFEDTX
5 |2 AT 25 AL A i3 B e A I A 9 7 S A P
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miRNAJE— K JE 24 R 224 R 19 A
TRNA, | ZZ 5REFRMFET, DIRgEs
K. b, W AR BRI GTE s, TR A
P, miR-5034 5B S0 A EATH 250k ), SR
AL B DTX 25 M B AV R ] B
PLH AR H o ASBHF 7T 30 1 45 I miR -5 03 78 Hij 41) i
FEDTXIM 25 iR L 2L g Fak i, T4 & Rah
AT ULEE miR-503 X A 51) Bt H DX 24 1 o 455
VEFREAERLE], A 2R a4 B B ARG 7 18
PEVEEAE BV PR S R S AR

1 MEFTTE
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W AE2016456 H—2019476 H AE sl T2 — &
Bt T Ibyy B, s DTX 25 MIDTX ek &
AR EE PR A 21452000, B E ARG TERT S
BRVIBEARBUHARAS . AEbrifE: i BB 5
A TORE, HEBR A I LA | Stk
s S N e R, BB R Z DX i &
P2 HAIR YT o AN 5Y 58 4 BRI 26 — = B
IR SR IETT, IS 5E BRI &
ENT
1.2 ZHREESR

O\ I 371 B 986 200 1t R PC-3 0 [ 35 [ gL o0 43 5
Y 0> ( American Type Culture Collection,
ATCC) , Hit25kkPC-3/DTXZPC-37FE— R 5%
SN DTX A B 0 BE AL PR R 571 . DTXH)

TR EE A5 nmol/L, Z&1E#JE M50 nmol/L, B4
W IIDTXIR T 4013 d. DTXI 251 iy 3545 2
3 A T A A BE AR AR T, DA SO T 25 8
MDR- 1R iK K- B4 7 0 g 4 19 o PC-3 13K
REYPC-3/DTXHFEFAEATDTX . A 10% M
A= 15 IIRPMI- 164040 il s F2 e, Bi e 25 0F R
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1.3 EHMRAEEEREGMmERMN (real-time
fluorescence quantitative polymerase chain
reaction, RTFQ-PCR )

FIFHTRIzo1Z4f# W ( 3¢ E Invitrogen/ ] )
S am i, EaRNAFREGAN & (£ ESigma-
AldrichA 7] ) $2HCZH U E 40 i ) A RNA . RNA
FEEE R T, RIS sl R & LAIRN A AR &
J{{cDNA, RTFQ-PCRAUK Az 12k 71 & 156 1 45 il 25 S
MAKZ, T3 EABIA A 75005 RTFQ-PCRAY
AT RO . AT RS RS [ AR T AR
TR (B ) R ABRA AT IFG . PLUGSE
SAMmiRNANZ:, GAPDHE JmRNARINZ, X
FH2 2 2O R AR ks
1.4 FEARENEE ( Western blot ) #illE B RiE

WA g 2 2R B A i, e T A T T8
MW R h 22 Wh ¥ ( phosphate-buffered saline,
PBS ) PR, JIARIPAZL i i 4 fife 26 £ 1 40
M, 4 CZ&MTFLI12 000 r/ming 0310 min, Y&
ETEAREMNA EER . BREATE10% 1 k¢
FETRER AN R N I e B L IR ( sodium dodecyl
sulfate polyacrylamide gel electrophoresis, SDS-
PAGE ) F#bA7HLUK; Reor i )m i i 2 5 0
9.4 [ poly(vinylidene fluoride), PVDF ]
B F, HITBSTHECH] 1Y 5% B ARG Wk 24412 i,
4 CHM 5 —d0 (anti-TLR4) WF 45
24 hj5, PVDFJE S HRE A ALYl briC i) — 5t
TERFMTRF2 ho 4B R L0
(electrochemiluminescence, ECL ) i3 & 1A
FAA . BIRIR G YIS)IRTEPVDFE |, &
3~5 min, 8B REIUGI , GAPDHAE NS
I, HHEERRRKT
1.5 HMHAEMBEMIE ( methyl thiazolyl
tetrazolium, MTT ) &4 ilZHAaE 51

O SO 200 R T B RS, TR RS SR AR
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AL AINALOO pL, fSEAR 00 48 Y %5 B2 S5 000~
10 0002 /AL o A FEMi iy 10 A0 55 SR AR RS IR AR
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W 4 JF A & & = e &R
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il & & A H R L A BORL, Bl S A ] 40 i 5 e
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hr, 4% B8 Dual-Luciferase® Reporter Assay System

TR G U I A A DU ' 2R R P o
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i HISPSS 19.08 X £ s A 704 o £ il
Fix + sAA R . PIZLIA] FLBER G 56 . P<0.054
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2 4 P
2.1 DTXMiz5 2 &g A H FmiR-503F1TLR4
BIRIE

I PR WT S DT X 24 F1D T X AHURS 1) i 51) 5
BEMIEHL, RTFQ-PCRAZMImiR-503FITLR4
FIFRIRIKF . S50 oK, DTXI 24 Fi 51 e
Jif 83 2 Hh miR-503 f A X 2214 F470.33+0.06, i
TR B3 iR 2 2 rp (R ARG e 2K 2R 1.00+0.26,
LRAGHE L (P=0.013, F1A) . 4,
D TXTi} 24 Hij 51) i 96 522 25 i 98 2 vh TLR 4 19 AH %
FIR N 3.57+0.68, i HUB R R 42U
FIXTRIBH A 1.00£0.46, 2R A GIHFE XL
(P=0.005 6, K1B) , Western blotfHLAM T
6 SRR A 603 it 25 4 IR REAS , 25 R,
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Fig. 1 Expressions of miR-503 and TLR4 in tumor tissues of prostate cancer patients with resistance and sensitivity to DTX

A: miR-503 expression in resistant tumor tissues was detected by RTFQ-PCR; B: TLR4 expression in resistant tumor tissues was detected by Western
blot; C: TLR4 expression in resistant tumor tissues was detected by Western blot; D: Correlation between the expressions of miR-503 and TLR4. :

P<0.05,"": P<0.01
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Fig. 2 Expressions of miR-503 and TLR4 in tumor cells of prostate cancer patients with resistance and sensitivity to DTX

A: miR-503 expression in resistant tumor cells was detected by real-time PCR; B: TLR4 expression in resistant tumor cells was detected by Western
blot; C: TLR4 expression in resistant tumor cells was detected by Western blot. ": P<0.05, "": P<0.01
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Fig.3 Interaction between miR-503 and TLR4

A: Online prediction of the binding sites between miR-503 and TLR4 3°’UTR; B: Luciferase reporter assay demonstrated the interaction between miR-

503 and TLR4. ": P<0.01
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5A) , [FBHMEE4IEd T (P<0.01, EI5SB) .
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HFRBEME, ARz 22t (P<0.01,
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Fig. 4 Effect of miR-503 overexpression on cell proliferation and migration

A: Overexpression of miR-503 on PC-3 cell proliferation; B: Overexpression of miR-503 on PC-3 cell apoptosis. ": P<0.05
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Fig. 5 Effects of miR-503 and TLR4 on cell proliferation, apoptosis and resistance-related protein expression in resistant cells

A: Cell proliferation was detected by MTT assay in cells; B: Cell apoptosis was determined by flow cytometry in cells pretreated by miR-503
overexpression; C: Overexpression of TLR4 reversed the effect of miR-503 overexpression on cell proliferation; D: Overexpression of TLR4 reversed
the effect of miR-503 overexpression on cell apoptosis; E: Overexpression of TLR4 reversed the effect of miR-503 overexpression on resistance-

related protein expression. " : P<0.01
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