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ABSTRACT Objective: The purpose of this study was to explore the role of TRPM3 (transient receptor potential melastatin 3,
TRPM3) in the invasion and metastasis of ovarian cancer, its role in EMT (epithelial mesenchymal transition, EMT), and the molecular
mechanism in epithelial ovarian cancer. Methods: We knocked down expressionin of TRPM3 in HEY and SKOV3 cells, using a small
interference RNA. Using Transwell experiment and scratche migration assays, we tried to detect the invasion and migration of epithelial
ovarian cancer cells. In addition, the expression of related proteins in EMT and Wnt/B-catenin pathway was detected by Western Blot.
Results: TRPM3 silencing increased the expression of E-cadherin and decreased the expression of N-cadherin, B-catenin and Snail.
Conclusion: These results suggest that TRPM3 may enhance the ability of the invasion and metastasis of ovarian cancer cells by
activating the Wnt/B-catenin pathway.
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Fig. 1 Effective silence of TRPM3 in the epithelial ovarian cancer cells

Note: A. Silencing TRPM3 expression in HEY and SKOV3 cell lines, decreased expression TRPM3; B. Grey intensity analysis of TRPM3 protein

expression by ImageJ. B-actin served as a loading control. (***P<0.001)
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Fig. 2 Downregulation of TRPM3 expression inhibited the invision and migration of epithelial ovarian cancer cells

Note: A. The results showed that the number of migration cells after TRPM3 knockout was significantly smaller than that of the control group, and there
was statistical difference between the si-RNA group and the control group; B. The results showed that the number of invasion cells after TRPM3 knockout
was significantly smaller than that of the control group, and there was statistical difference between the si-RNA group and the control group; C. The results

of scratch test showed that the wound healing time of HEY and SKOV3 cells was prolonged after knockout the TRPM3; D. The results of scratch test
showed that the wound healing distance of HEY and SKOV3 cells was shorted after knockout the TRPM3. The magnification of the microscope is 200 x

(F**P <0.001, ¥***P <0.0001)
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Fig. 3 Downregulation of TRPM3 expression mediated the expressions of EMT-related protein in the epithelial ovarian cancer cells

Note:A. Silencing the expression of TRPM3 in HEY and SKOV3 cells, the expression of E-cadherin was up-regulated, and the expression of N-cadherin

and Snail waswere down-regulated. 3-actin served as a loading control;. B. Grey intensity analysis of E-cadherin, N-cadherin,and Snail protein expression

by ImagelJ. B-actin served as a loading control. (***P<0.001)

2.4 il TRPM3 [J3RIEHH Wnt/B-catenin {5 S 18 BRI EGE

Western Blot £5 58 b7 : 5 X5 B AR 1L, 76 T4 TRPM3 [
HEY 71 SKOV3 4il il &, Wnt/B-catenin {5 53 J& A1 6 & H
B-catenin Cyclin D1 A58 . T, FH] TRPM3 0] LIS
Wnt/B-catenin {553l FAUNE 4 FiR).

3 PHig
EMT #7400 1 HORRIBPEII R, AR 19 2

PET, L B2 1 1] o 2 i 2 1) U e Ak, (o Pl & e By
RIS A R S LA 7 A e R 2R, [ P L

J BRUAE WyhR W) E-cadherin 3K 1 T 800, i) 54 AR A5
F1 N-cadherin ({3215 [, S 4% 45 45 Snail k8. H
Z I T UE SR IR (R 22 A i Fe rp  EMT 45 CHVE ],
Hor v fs bR R ELE Y, EMT Z 2 {555 S R,
41 40 it A= K 5] T (Hepatocyte growth factor, HGF) ., 3% Ji7 4E K
X -F (Epidermal growth factor, EGF). %% k. 4= K [ ¥ (Transform-
ing growth factor-B, TGF-B),Notch L) & Wnt/B-catenin i@ %
Wit {5 S3m BFy EMT 9 T 598 15 R 775 b R VRO S0
RAER A EEAERANY, HREFSEERY] Wnt/g-catenin
55 A 2 e 2R EMT SRR () B 2L (5 5l i



DREYESSHE  biomed.cnjournals.com  Progress in Modern Biomedicine Voll8 NO.22 NOV.2018 - 4205 -
HEY SKOV3
A Control Si-TRPM3 Control Si-TRPM3
B-catenin: m [B-catenin: w _———
Cyclin-D1:| w— . | Cyclin-D1:| e S—
- O
TRPM3: | - o TRPM3: | * m 4
B-actin: | N B-actin: | —_— —
B
HEY SKOV3
= 1.5, @8 Contol = 1.54 @8 Control
g - = Si-TRPM3 & = = Si-TRPM3
o P ) b . Py
> >
2 1.0- '—l 2 1.0
£ £
@ @
g 1 g
[+ % o
>os{ M 1 o 0.5 &
2 [] 3 - \
= | | 2 , . |
0.0 . - : 0.0 1., : : :
6\0 9\ & ~\\(‘ 6\0 9\ *'5 i\(\
& & & & & & & &
Q b § o)

& 4 Tif TRPM3 g9 3R3& M Wnt/B-catenin {5 518 B A E

Fig. 4 Downregulation of TRPM3 expression inhibited the activation of Wnt/B-catenin pathway in the epithelial ovarian cancer cells

Note: A. Silencing the expression of TRPM3 in HEY and SKOV3 cells, the expression of 3-catenin was up-regulated, the expression of 3-catenin, and

Cyclin D1 were down-regulated. 3-actin served as a loading control; B. Grey intensity analysis of3-catenin, and Cyclin D1 protein expression by Imagel].

B-actin served as a loading control. (***P<0.001)
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