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Transient receptor potential cation channel subfamily C member 6 is involved in regulating cell cycle of
endometrial carcinoma cells
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[Abstract] Objective To study the expression of transient receptor potential cation channel subfamily C
member 6 (TRPC6) in endometrial carcinoma tissues and their role in regulating cell cycle of endometrial carcinoma cells.
Methods  Quantitative real-time PCR and Western blotting were used to examine the expression of TRPC6 in 30 normal
endometrial specimens, 30 atypical hyperplasia specimens and 32 endometrial carcinoma specimens. SKF96365 (an inhibitor
of TRPC6 channel) and RNA interference (RNAI) targeting TRPC6 by small interference RNA (siRNA) were used to block
TRPC6 so as to explore the role of TRPC6 in regulating the cell cycle of endometrial carcinoma cells HEC-1A. Results The
expression levels of TRPC6 mRNA and protein in endometrial carcinoma were significantly higher than those in the atypical
hyperplasia endometria and normal endometrial tissues (£<<0.01). SKF96365 retarded cell cycle at G,/M phase in a dose-
dependent manner and reduced HEC-1A cells of G,/G, phase. Transfection with target-TRPC6 siRNA retarded cell cycle of
HEC-1A cells at G,/M phase, and reduced HEC-1A cells of G/G, phase compared with negative control siRNA. Meanwhile,
transfection with target-TRPC6 siRNA increased phosphorylated cell division cycle 2 (pCDC2) protein expression in HEC-1A
cells. Conclusion The expression of TRPCG6 is elevated in endometrial carcinoma tissues. TRPC6 may influence cell cycle

through regulating pCDC2.
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1.1 awtsik U 2011451 A 2201546 A
TEW A N R EE B T ARG T 1Y 1 5 A i 28 5 4
GUbRAR 32 (9, FBFAFWE N 28~75 %, XA N
(55.1+£10.4) % [RIETHCE 5 F i UE VI Bk +
B IEE B N IR AR 30 6] (AR5 9 BLIE 52
R AR ) RS BRI AR 2 AR A 30 1) (RS
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1.2 miasffenid T E NBEYEA L HEC-1A
W ] 36 [ MR R SR O o0y, 859 T3 8% FBS
i) DMEM/F12 Y5381 .
1.2.1 TRPC6 [H#r 7|4 # 4 HEC-1A 4 il 53K
ANFHeRE 4 41, Horp 3 414352k 5. 10, 20 pmol/L
£ TRPC6 BH I 7] SKF96365 ( 3¢ [ Sigma 2 7 )
24 h, S5 —AH NI AAHFA TR DMSO(SKF96365
AR VR R
12.2 TRPC6 RNA T # % % % J§ i &
Lipofectamine 2000 ( 3¢ [# Invitrogen /A H] ) # 1E
9853 5% TRPC6 /T4 RNA (' small interfering
RNA, siRNA) FIFIHEXT R siRNA % HEC-1A 41
M, %YYJ53%S% 48 h, TRPC6 siRNA J£41k 5'-TTC
CCG CCA TGA GCC AGA-3' (IFE X 4% ) . 5-TCT
GGC TCA TGG CGG GAA-3" ([ X 4% ) , BHYEXS
I SiRNA 1 7% 4] &y 5'-UAA GGC UAU GAA GAG
AUA C-3' (IE X %% ) . 5-AUU CCG AUA CUU
CUC UAU G-3' ( Jz X4 ) .
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1.3 qRT-PCR # | TRPC6 mRNA # % & ffi Fii
TRIzol — AL UR RNA, FA 66 R T E
JLRNA MR 32 S sk ) & (42K Fermentas
o5w)) Ui A #RAE A ) cDNA L TRPC6 37 5 4 7
%) 4 5'-GCC AAT GAG CAT CTG GAA AT-3, F
W 51 ¥ %1 K 5“TGG AGT CAC ATC ATG GGA
GA-3'; GAPDH Li#5 1750 5-ATG GGG AAG
GTG AAG GTC G-3, M5 1¥F41h 5'-GGG GTC
ATT GAT GGC AAC AAT A-3'. 51¥yt4 i 4
T R AT R ARG L. qRT-PCR JWAR: I,
TS 14945 0.5 pL, cDNA BAA 1 uL, 10XPCR
2% vp W 5 pL, ANTP (4% 2.5 mmol/L) 4 pL, MgCl,
(25 mmol/L) 4 pL, Tag DNA B4 (5 UuL) 0.5 L,
PEGYRE (SYBR Green) 1 puL, FHKEEZKKME 40 pL.
2 W 4% F: 95 °C 3 min; 92 °C 1 min, 60 C 45 s,
72°C 45, 4 35 MEE
1.4 E @it kiem TRPC6 & Gty Fik 1ok
PRI 75 RSS2 2R 35 19 75 N B9 HEC-1A 4
S RN ] LS o B I = W T B ol o4
Mk . H SDS-PAGE 2B H, TEFTHE B
W8 %) PVDF I E. 2 5mA—3t (L5
% TRPC6 Hifk, 3¢ [ Sigma /A7) Fl —4Hi (HRP
PR i L AP £ s P IR, 36 [ Santa Cruz 24
A BEATIEE, ARG SR AL 2R 5O KR (R
E Amersham A /] ) 3. WEEEHIRICHNS R
Pifk GAPDH, i #[F . HHH A B &,
FH Imagel 353 B 45 25407 K BEAH, ¥ TRPC6 5
GAPDH JK JEAE %) LLAE A 24 TRPC6 2 11 A AH X 3R
LY/ & O
1.5 mhe B 20 % e B B4R % & G gt ml 7
TH AR AL, P =X A8 A A A 0 40 B ST 30, R 4R
P15 B 300 v A 0 A4 it 0 54 FE I B 11 2 (el division
cycle 2, CDC2) Fl#k 2 1k 240 i 43 4 J5 101 2 11 2
( phosphorylated cell division cycle 2, pCDC2) 1
Fik (J7EE[A TRPCG6 4K Ak Ay ) .
1.6 %itsas® %I SPSS 14.0 /#1751
ST SRR IERS MR TR X £s 38, 24
(] LU AR FH B R 28 2500, P A] BL R ST
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1 TRPC6 mRNA MEAZE 3 M FEHE
AARRRIZE

AR E R PCR K TRPC6 mRNA Y15 ;B:
JE EIIE LA I TRPC6 25 11 ) 22 15 . TRPCG6 : I i 52 1A HL 437 [
BTl E A C R 5L 63 GAPDH : HHhiE —3- BB A0 5
NES: IE% 15 N IRZE L, AHS : A MR Az 58y Py R4 25
ECS: T N4, “P<0.01

2.2 SKF96365 2+ & MR A ag=irm k1
AL, AR SKF96365 1EH 24 h 5, 781K
P v v = ) G R e R e
Gy/M I, FBLH G/M B0 tL 3. Gy G,
YL Eb B L

£ 1 FREIRE SKF96365 JtF 5 X I 20 i EHA K 250
(%), n=3,x%s

SKF96365
(umolL ) G,/M G,/G,
0 (X B 15.28+3.98 63.10+3.02
5 21.35+4.48" 60.64+1.77
10 29.884+5.12744 48.13+2.1274%
20 39.164+5217444% 423843167044

“P<0.01 5 0 pmol/L 4 (X IR ) Heds; “4P<<0.01 5
5 umol/L 41 [L#¢; 24 P<<0.01 5 10 pmol/L 41 14

2.3 4 TRPC6 siRNA *F T & A B & 2m i ) 1A
% tm e JA) BA AR % & & #9 % TRPC6 siRNA ¥4
Y7 N R 40 I 48 h S, TRPC6 25 [ 5% 3k & 1
i FEAR, S X B 1 (36.74£7.45) %, U6 T4 4%
A, 5 B P % IR siRNA %% 4% 41 6 Lk, TRPC6
siRNA % Yy 20 5 PN 5 96 20 B Gy/M 0] 21 fil L
) % n[(29.334+2.75) % vs (14.82+1.98) %,
P<0.01], Go/G, 1 41 g e 151 vk /[ (48.15+3.24) %
vs (53.141+4.44) %, P<<0.05] . TRPC6 siRNA %% Yt
HEC-1A 41l 48 h J&, 40 EIAHCEH pCDC2 %
KA, T CDC2 MR B EAL (F 2)

siRNA X R M,(X10%)

CDC i — |
pCDC2+-_ P34
GAPDH - A

B2 TRPC6 siRNA F34F 5 K R4 i E HAtE <
FH CDC2 # pCDC2 KIS
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/NTHERNA; CDC2: 47324 i iR 1 2; pCDC2: MR {1k 4t
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F qRT-PCR AR FNEE 5T BRI A I 1 5 P
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