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 E.BHH HHEsmaALHE SW620 Mk i TMEMI6A mRNA 5 & g K- Fw %, Ak Bt RiuA
4 S 2m B SW620 4 3 41, 4 ) 2 3R BR AR ) & 42 (50 pmol/L) & & #) & 48 (100 pmol/L) , A& = F & B R (DMSO) £ %4 = & st
MELE L 3% A% 48.72 hy MTT A2 ) 4m e 44 38 78 1 0L, 7 X 40 Je AL & 4m JEL B B0 49 2 A & 08 =t L, RT-PCR #= Western blot 4 #|
#l TMEMI6A # mRNA K- Ff & GRF, HEXHRA zEs L7, ALK RAN LR F 5 244, B HILERA SNK %
B, R MIT4REF . HBRAILARZpH SW620 #3878, & A F 4% SW620 4 A o9 4 5 45 B sk # & K. 422 48 h,
A A TP RAERE R (1=15.35,.P<<0.01); X ¥ 72 h, A THARHFWAKLA T Hp B AE R H R (1=22.32,P<
0.0, AXwmietnERIF: 5xRBaA b, AN FTHARRZFH SW620 s e dr 4l £ G /G HA SH(F=6 782. 1,
1509.3,P<C0.01),G, /M H s tmpg bl £ F R tit FEN(F=1.37,P>0.05), &AM FTHLEZE AT ELF A% FEL
(F=545.3,P<C0.01), LM b4, % & A %44 3H-TdR.3H-Leucine ¥ A % & 48.72 h 3§ 98 24& F *F BB 41 (P<<0. 05),
HERARA 54 TR 48.72 h /& TMEMI6A mRNA A8 xF &%k # 4 % %4 0.63£0.01 f2 0. 62420.01; M & A T4 %M T M
48.72 h TMEMI16A mRNA A st A& ik %4 %] % 0.5820.01 #= 0. 50£0. 01,3 4& T = & = B 2849 0. 85+E0. 01 (F=7. 645, P<<
0.05), BN FM4H T 48.72 h & TMEMI6A & GAaxt KL F 4 5124 0.6840.14 #2 0. 6550, 12; M S A T4 HH T
i 48.72 h TMEM16 & & ARt &35 8 4 %) 4 0.6440.15 2 0. 63+£0. 11,4 T = & s- B 20649 1. 2840. 06(F=4. 508, P<C0.05), 4
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Tannic acid inhibits the proliferation of SW620 cell lines by downregulating TMEM16A expression
Li Shangkun' , Fu Zhongxue*” ,Wen Kunming® ,Wu Xingye*
(1. Department o f Anesthesiology ;2. Department o f Gastrointestinal Surgery ,the First Af filiated Hospital of
Chongqing Medical University ,Chongging 400016 ,China)

Abstract: Objective To investigate the effects of Tannic acid on the proliferation of human colon cancer SW620 cell line and
the mRNA and protein levels of TMEMI16A. Methods Human colon cancer cell line SW620 were divided into the low dose(50
pmol/L) s high dose(100 pmol/L) , they were cultured for 48 h or 72 h separately. Control groups were cultured in the medium with
DMSO. The proliferation of SW620 cell line was detected by the MTT assay at different time points(48 h or 72 h). The cell cycle
and apoptosis in the Tannic acid -treated groups were detected by flow cytometry. RT-PCR and Western blotting were used to de-
termine the mRNA and protein levels of TMEMI6A separately. All data were analyzed using the one-way analysis of variance
(ANOVA),SNK test by the SPSS software. Results Compared with the control group, the proliferation of SW620 cell line was
significantly inhibited after the treatment by Tannic acid at the concentration of 50 pmol/L and 100 pmol/L for 48 h or 72 h(:=
15.35,P<C0.01;t=22. 32, P<C0. 01). Determined by flow cytometry, after treated with Tannic acid, the numbers of SW620 cells
were inhibited in the G, /G, phase and the S phase(F=6 782.1,1 509. 3,P<C0. 01) ,and the numbers of SW620 cells in G, /M phase
were not varied in each group(F=1. 37,P>>0. 05) ,and increased apoptotic rate when compared with control group(F=545. 3, P<C
0.01). The value of 3H-TdR and 3H-Leucine incorporation of SW620 cells treated with Tannic acid(100 pmol/L) 48 h and 72 h
separately, were obviously decreased as compared with that of control group(P<C0. 05). In the low dose treated groups(50 pmol/
L) .the mRNA levels in 48 h group and 72 h group were(0. 63340, 009) and(0.62140.011),and in the high dose treated groups
(100 pmol/L) , the mRNA levels in 48 h group(0. 64=0. 15) and 72 h group(0. 634=0. 11) , were lower than the control group(F=
7.645,P<C0. 05). After treating SW620 with Tannic acid for 48 h and 72 h,in the low dose groups, the protein expression of
TMEMI16A were(0. 6840. 14) and(0. 6540. 12) ,and in the high dose groups.the protein expression of TMEMI16A were(0. 64+
0.15) and(0. 63=+0.11) were decreased when compared with the control group(1. 2840. 06) (F=4. 508, P< 0. 05). Conclusion
Tannic acid arrested SW620 at G,-S phase and decrease the mRNA and protein expression of TMEMI16A.
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REAE AL S Ho Bl 16 25 1 96 B L BRI AR 8
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L1 kR A5 40 SW620 W (& A [ B2 Bt F i A
o2 28 A 2 T 5 B BRI T A 56 [ Acros Organices 2%
A, TMEMI6A #1 B-actin 5| ¥ B REEAY LEARAA .
TMEMI16A i H 3% E Abcam 4\ @) (Cat: ab53212) , MTT
WHN W B Sigma-Aldrich 24 ] ,3H-TdR F1 3H-Leucine (i {k 46
JiE =950, HUR PR MR B 369 X1 010 Ba/L) 1 F b 51 5 fE WF
FERT .
1.2 Fik
1.2.1 AR S5404] SW620 41 B T & 10 % /4 I3
1X10°U/L H &£ M 100 mg/L 4% 2 ) RPMI-1640 15 3 i
H1,37 C.5% CO, BEFRA PSR . BUHUE KW SW620 41
Fif, R A0 VR B 22X 10" /mL, 4% A AL 0. 1 mL £:50 T 96 1L
Y3 AR . B SL A5 R B AL SR T 3R IR (DMSOD) 4k
B, LA K 2 IR SCHERT S 15 7 8 AR A 0 R 41 (50 pmol/L/L) 55
L (100 pmol/L/L) 43 HIF T 48,72 h A& 3 N E L.
1.2.2 MTT i BOs 804 K0 A 45 SW620 4i it
il A% 210" /mL 40 M B 4% 08 0. 1 mL/FLER T 96 FLAN N
WM E 37 CL5% CO, B RM R REFF 24 h, & 4140 i 5
551 R e 70 AR R R T 90 48,72 hJF L AL MTT (5
mg/mL)20 pL,37 C M H 4 h, 35 & LWL A 200 pl. DM-
SO PR35 # k% 5 min J5 B B S 8 46 D0 A _F 0 9% K 490
nm B E . B 3 AN FL ST 85 B S AN R,
0 A i 38 = (1— FH 2541 OD fi/5¢ 41 OD fE) X 100%.,
1.2.3  Jt X 4 e A0 00 40 e 0 M2 R T % Al i A2 S L 37
‘CHy3% 24 b, B 4140 M0 5 77 Gt SR S R T 700 48,72 h s
W 4 i L 5 < 10° AN /mL 41 i B, B R £k % vl il (PBS)
PRI 3 WKL T 70 Z Y 4 C R A L FE 2 I E WL A
50 pg/mL WAL BE (PD ¥ .4 C [ 5E 30 min J& . _EHLKG I 240
R R S B TR 9ok MR MK R 488 nm, & ok K
K KT 630 nm, S HIAF B, 5 Annexin V/PI XYL
A0, 32 46 I 291 e R T 3R, SR Cell Quest 8450 M 32 56 B3
1.2.4 3H-TdR fl 3H-Leucine # Ak % M4 MTT &0
W IR foc A 25 4 A0 B B Ol 100 pmol/ L, 55 82 R 1 700 42 4 2
F BRI, & 5 20 B 4R I RPMI-1640 85 35 i Hh Bf 9%
2 h J5 4R T 9 RPMI-1640 532 W5 5% 12 h, 4k 5 % 4l
A 3H-TdR #1 3H-Leucine 10 pL. 435 T 48.72 h fj PBS %
e LW, R E 10 min, JG/K £ BE [E % 10 min, & 50 0. 1
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mol/L 1) NaOH 200 p L, RHT )5 1 5, U H W5 3H 1 U 58
B BA®R 3L EL LR 3K,
1.2.5 RNA 28 M RT-PCR #i  # M Invitrogen 2\ & Tr-
izol IR 70 W] F5 4R B4 4H 40 M 2 RNA, 3% BGR 50 B Wl 45 . Bk AT
RT-PCR £ . £ BASCHR[3 ]G i TMEMI6A 591751« I i
5'-TCG GCC CGG TGA CTA CGT GTA CAT C-3', Fiff 5'-
3GC TCT GTC TGC GCA GCT TCA GGT A-3'. pactin 3]
Y. i 5'-ACC CCG TGC TGC TGA CCG AG-3', F i
5'-TCC CGG CCA GCC AGG TCC A-3', ZEP & F K .04
‘C 45 5,60 C 45 $,72 CHEMH 1 min, ¥ 3% 40 P, PCR 7=
WAT 1.5 % Bt e B (0. 0326 18 4k 2 58 HL Ik, i J5 2R J] Bio-Rad
Imaging Densitometer Quantity One-4. 1. 0 2 & H 30
K.
1.2.6 HEHEEELEH FBEEE I (Western Blot) g1 32
A EE N BCA BRI EAWwE., BALHES
FLEFE 50 pg. 4 10%SDS BN M Bt M st Ik i ik e . # B &
PVDF Ji§,5% RIS W3 Ky £ i4] 1 h, —Hi (TMEMI6A $ifk 1 :
100004 CHEH 2%, TBST VEARE 10 2040/ K . 18 3 WL E | T
JFHE 9t 2 h, TBST Btk 10 4080 /W, ¥k 3 W, R ECL
b2 & J6 1 B0, B )5 SR A Quantity one {4 X 4% 5 2 47
30T,
1.3 geitseab s B SPSS17. 0 e it 8k #4743 #7 . 1 1
TERLRH s Fon . 24 BRI B 5 2540, 4 1)
PR ] SNK 255 LA P<<0. 05 NS A G it 7E Y.
2 & ®
2.1 BEBR XS5 W 40 M SW620 4 ity 5 5 4 0 ) 7
MTT 258 5 B R 4 PR AR W 540 ) SW620 YIS FH . = fl &
41 %F SW620 41 (41 il /8 T LRI s 4l K. AbEE 48 h, A
T2 O AR AR R 2 3 AR AR B (¢=15. 35, P<C0. 01) ; 4b B 72
b g 70 4[] RE BGRB8 (r=22. 32, P<
0.0, W 1,

%1 AERESE AL E SW620 45 A [E B 18 /5 1

EEMEHR(Y,7E5,7=6)

R E (pmol/L) 48 h 72 h
BRI 2 11.47+1.57 29,5241, 05
B e M B AL 28.12+2. 14 53.36+2. 40
t 15.35 22.32
P <0.01 <0.01

2.2 BEERNT L e A0 SW620 41 i JE 359 R R T Y 5
IEFAEE B G /Gy & A A 22 5 (P<<0. 05) , %5 A X 4]
(DMSO) < #EER % 7] 5 2H (48 h) << BEBR K HI R 41 (72 h) << #%
T 1 %) e 21 (48 h) < BRTR R A i 41 (72 ho 5 40 48 R S
K IA 25 (P<<0. 05) , R 28 (4 B 4 (DMSO) << # R 1% 71
Y72 h) <EFEMRAGHI R (48 h) << BRI 41 (48 hh <
BRIR R M i 41 (72 b s AL T 48 M B Go /M 45 41 1L 4 2 5%
EHITFEX(P>0.05) R T-RE AR Y HEHRIT¥E X
(P<C0.05) , 25 [ % BEZH (DMSO) << BEBRAIE ) 4 (48 h) << #%
FR AR HE 20 (72 h) << BRER = Al 41 (48 h) << R & ) i 4
(72 by, W% 2,
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BEBR Y (pmol /L) Go /Gy Go/M i JAT %
25 1 X B 41 (DMSO) 48.20+0. 16 11.5240.17 23.7740. 38 1.5640. 08
R AIG R 4 (48 h) 60. 2040. 20 16.59-+0. 28 23.8640.27 3.304+0.21
BERRAGHI B 4172 b 62.12-+0.13 13.60+0.15 23.99+0. 40 3.84740.19
BRTR i 1) 2 (48 h) 65.36+0. 42 19.31+0. 28 24.07+0. 48 5.49+0. 22
B R 472 b 71.4140. 23 20.3240. 26 24.2140. 24 8.2010.46
F 6 782.1 1509.3 1.37 545. 3
P <0.01 <<0. 01 0.272 <<0.01
2.3 BRI 25 Wi AN SW620 3H-TdR FI 3H-Leucine $ ERAGITH#E L (P<<0.0D), ¥R & =4l A 451w i

AR AR MTT B85 5, 28 @ Al m A #1798 A s
. 4R R .3H-TdR 8 A& & 44 22 57 (P<<0.05) . A #E
T% = R 420 (72 h) << BEFR i A 3= 20 (48 h) <T =5 [ 4] A (48
h)<<Z X 4] (72 h) ;s 3H-Leucine B A RS A Y H £ 7
(P<C0.05), HEEMBE R RFH(72 < BRERN U8 hH<
25 6 BRAL (48 h)<a8 (X BRA1(72 by, L3k 3,

x3 RENEFEME SW620 3H-TdR #1 3H-Leucine
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it 3H-TdR
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25 U0 HRAL(48 h) 3 953.054138. 95 1 011. 047105, 92
25 XA (72

IR 25 70 1 2H (48 h)
BRI (72 D

F 1 394. 62

4 435.554175. 30 1 288.09+133. 38

1 662. 204116. 20 474, 5574, 52
254, 7953, 57 261. 0250, 48
144, 94

P <0.01 <20.01
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Ji - TMEMI6A mRNA A % % ik & 43 51 5 0. 64 £ 0. 01 0
0.6140.02, 525 X BRZHAY 0. 8640. 01 LA, 2% A G it
BSL(P<C0.01) . B 5 0 B 41\ 45 1 9 40 L SW620 R T
i 48.72 h J5 , TMEM16A mRNA #fXf % ik 4> %] b 0. 59+
0.03,0.5340.02, 525 (XTI 0. 8640. 01 HLE. 2 RA
Biitap B L (P<<0.01), Wk 4.1,
x4 £ TMEMI6A mRNA BREE R (T+s)

4157 LRGN & 4 BRI = 7 2 2
75 0 B 0.855 0+0.029 6 0.855 0+0.029 6
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72 h4l 0. 606 840,009 6 0.529 740.029 6
F 222.537 163. 484

P <0.01 <0.01
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0.05,0.670. 05, fH 25 (Xt ALY 1. 29 0. 03 I & &A1

SW620 ¥R Tl 48.72 h 5, TMEMI6A 25 [ i A X} 38 ik &
TH B ZES .53 0. 6540, 06,0, 5840, 05, {H L1 23 11 4 1]
I E AR 22 5 G4 L(P<<0. 0D, W3R 5. 2.
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207 IG5 7 4
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