22 B85 3 M FEXEFFFRE Vol.22,No. 3
2016 42 A Chinese Journal of Experimental Traditional Medical Formulae Feb. ,2016

P AT N R A M ECOT706 MY 5H -5 I T By R i

i, Fape', T2, EwA, KRG, kL, FAE
(1. TAEHXF $_—EK, X AE 050000; 2. T HFEFTE—ER, T F4£ 052300)

[(FZE] B RITEF AT (icariin, ICA) XF & 4 7 40 g ECO706 14 5 (9 52w, WA HAE UL . 75 3% - 1CA (40,160,
640 nmol-L ") fE ] EC9706 41 i 48 h J=, )i J CCK8 il ECO706 4 i+ 5% ; v il Hoechest33342 Y & F1 5% 3% 1 1 5% K M 41
FRLPR T 5 7 FH 33 5 S - 3R G WS I (RT-PCR) ¥ 4G B bk I 40 B 9% -2 (Bel-2) , Bel-2 #H¢ X 2 [ (Bax) mRNA ik ; b H 6 s
E 3 LA Bax, Bel-2 AR FI KI5, 4558 ICA Be . F M| ECO706 48 Ji1 34 78 ; ICA 1EJI] ECO706 41 Jifd ) ¥ 40 Jf 4 1208 25 % ok
2 RN IR A5 IR R Bax BRI R IKWD T Bel-2 R RIAM L . 4518 1CA B2 1 3 W0 £ 45 9 ECO706 21 M3 58 , F W 1=
YEFMLE AT 65 L8 Bax 2 (M, T & Bel-2 2 H AR A
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Effect of Icariin on Proliferation and Apoptosis of Esophageal Cancer Cells EC9706

JI Xin', LI Wei-hao', WANG Chong', YUE Xiao-le' , ZHAO Dan-dan', ZHANG Yan-hua®, LI Yong-jun'®
(1. The Second Hospital of Hebei Medical University, Shijiazhang, 050000, China;
2. Xinji First Hospital, Xinji 052300, China)

[ Abstract | Objective; To investigate the effect of icariin (ICA) on the proliferation of esophageal
cancer cells EC9706 and identify its mechanism of action. Method; EC9706 cells were stimulated by different
concentrations of ICA for 48 h, then CCKS8 assay was performed to detect the proliferation of EC9706 cells;
Hoechst33342 staining and fluorescence microscope were used to detect cells apoptosis; reverse transcription-
polymerase charin reaction ( RT-PCR) was used to detect B-cell lymphoma/leukemia2 ( Bel-2) and Bel-2
associated xprotein (Bax) mRNA expression, Western blot was used to detect Bax and Bcl-2 protein expression.
Result: ICA could significantly inhibit proliferation of EC9706 cells. Cell apoptosis morphological changes were
found in EC9706 cells after ICA treatment. Western blot results showed Bax protein expression was decreased,
while Bel-2 protein expression was increased. Conclusion: ICA could significantly inhibit the proliferation of
human esophageal cancer EC9706 cells, and the mechanism of apoptosis may be associated with up-regulating the
expression of Bax protein and down-regulating the expression of Bel-2 protein.

[ Key words | icariin; esophageal cancel; EC9706 cells
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HFEENAMRR, =it 5 R T (R Ak
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BUMRERT R, BRI TR E AN EE
T AR I BEG E , AW 98 B 7800 22 R 0 1 X
NE B85 ECI706 21 M P i A < 34 5 5% ) S FLAL
il PRZ P F A H AR N B IR T 25 iy T REE
1 #ra
1.1 gffitk AN B840k ECO706, 14 A I
WA TRARAF .

L2 Wl EEEH (E£E Sigma AW, iS5
2012ETO1 ), RPMI1640 ( 3 [# Gibco 72w, #it &
20131112) , DU B J 4 4 v ik % ( CCKS, 5 [# Sigma
2y, A5 1502P229 ) , B ik I 44 M 983 -2 ( Bel-2) FiI
Bel-2 A 568 1 (Bax) Uik (b ot WA ) A R 2
AL S XW101502) , RNA #2£BUR 1 & ( K41k
BHECA R | ik 5 AXF39386) , I 41 ( DDP, 5% &
il 254 PR A A L4t 1104015)
1.3 {44 IX71 U8 BB (0 AR BARE B
F]) ,MCO-20AIC % CO, K54 (HAR =¥ A A,
TE2000 #4 & 5256 W 6 % ( H A Je B¢ 28 7)) , Light
Cycler 480 Il %! PCR X (i +-% KA A]) o
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2.1 4ijE¥;3E EC9706 40 M T 37 C 5% CO,
WM b %, XA & 10% it 4 i iE m
RPMI1640 355 e 1 1%,
2.2 CCKS U & 20 4 i 52 4k T X oA K
(1) EC9706 4 fifs , ¥z 8h T 96 fLIGF i , & fL 200 pL,
37 C 5% CO, 53 24 h J5 , B # TC I3 RPMI1640
IR 524 h S 1) 2% AL o AR BE A R 2k B 43 S
37 40,160,640 nmol - L ™' 1) ICA ;& B 25 {4l (fUn
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A RPMI1640 15 5% % ) , W41 ( DDP, 28 Jif 42 ¥ & 10
mg-L™ ")V, FEFLMA 20 pL CCK8,37 CHFHE 1
h JG 2 k5 3%, 490 nm 4h I 2% FL KOG A, TH
2 A

HILIMHIEL = (A — A ) /Ay X 100%
2.3 Hoechst33342 Ju s, HUXH A4 K ECO706 21
Mi4Rh T 6 fLEEFR M T, AL 1 mL, KRV EE ICA
(40,160,640 nmol-L) 2H , %5 141 (fU A RPMI1640
B0 B4 (DDP, 28 i Bk B 10 mg- L") 414k
FH 48 h J5 8% 1/10 40 855 3% FE AR B9 Hoechst33342
TR A M 35 5797 ,37 C 1557 10 ~ 20 min, B 2
b 22 W (PBS) Pk 40 M J5 5¢ 't Sk fl B O 45 4 e
2.4 AHM LR R RE L O AR AL DN E IBORT AR K
EC9706 g% Fh T 6 FLEE R b , B fL 1 mL AN [E] ¥k
B ICA (40,160,640 nmol - L") 41, 25 (4 41 ({2 A
RPMI1640 1% % %), JIii 411 ( DDP, & J& & % B 10
mg-L™" ) 4IVE ] 48 h J , WS 4L, i A 500 wL FH
B e B g Bk (JC-1) TAEW,37 C 5% CO, W&
15 ~20 min J5 YA, A 500 L 974022 vh ik &
TR T 20 5 7 ' S A O 5 R AR B L o7 AR 4K
2.5 kG- A EE N (RT-PCR) &l Bel-2,
Bax mRNA  HUXF 804 K EC9706 4i fg 42 Fh T 6
FLES M P, AL 1 mL, R [F # B ICA (40,160,640
nmol - L") 41, %5 (41 (LN A RPMI1640 15 5 ) |
JGE471 ( DDP, ¢ i B ik 10 mg-L™") 4L/ ] 48 h J5
AR 20 B, B2 B4 L 8 RNA, 4 1 ¢DNA, L) ¢cDNA
o #E MR B 17 PCR, 51 ¥ J¥ %1 Bel2 L iiF 5'-
AACTCGAGTGACAAGCCCGATG-3', F It H 5'-
GTACCACCAGTTGGTTGTCTTTGA-3"; Bax I Ji% 5'-
GTGTGTGGAGAGCGTCAACC-3', F W 5'-
AAAAGCCACCCCACTTCTCT-3"; ) & B-actin I i
5'-CCTAGAAGCATTTGCGGTGG-3', T i 5'-
GAGCTACGAGCTGCTGCCTGACG-3", 7 Jj 1A % «
B cDNA 1 pL, E¥E54 (10 wmol-L™") 1 pL, Fif
5191 (10 pmol - L™") 1 pL, 10 x Buffer 2% mr i 2.5
pL,2.5 mmol« L™" i 48 8% B8 A% 1F = B R (ANTP) 2
pL,0.5 U- uL ™" Ex-Tag i 0.5 L, %7K 3] 25 pl,
2R 254295 C 5 min;95 °C 30 5,50 C 40 s;72 C
45 $,30 NMEH ;72 C 10 min, 774 28 35 R B 68 I
MK, Z DI HE BRI R G R s A 45 2
2.6 GRFENE i ( Western blot) #: il Bel-2, Bax 4
X RE BOSEUE K B ECO706 4 L #2: Fh T 6
FLE M, AL 1 mL, KRR ¥k ICA (40,160,640
nmol - L™") 41, %5 (4 ({L /i A RPMI1640 $5 3% i) 41,
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PP <0.05K 2 R A 501128 X,

3 #R

3.1 CCK8 &l ICA X &4 & 4 ig EC9706 &

AISEIE SRR ICA X645 98 41 i EC9706 ) 3%

B A AR A de KA 3R 5k 67.4% , 55 A

A it 7 3 L (P <0.05) , H B & 45 25 W

JEE BT, HAm VR @ i e, WL 1
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A. RPMI1640 41 ;B. ICA 40 nmol- L
ICA 640 nmol + L™" #1; E. DDP 4 (& 2 ~3 [dl). 5 A 4 L&
Y'P<0.05

B 1 ICAXEERE ECIT06 £ i i 2 A9 5 M
Fig.1 Effect of ICA on inhibitory rate of EC9706 cells

3.2 ICA X} ECO706 #H iy 2 me 525 4L AH L
i, ICA YEF EC9706 41l i J , 45 S 56 41 Yo (0 S e 1
IR B B 5, X R B ICA AT DL S04 A 4 8 T
Bt , T 51 40 i 08 12, B A ICA 5 & 0 38 i,
EC9706 4 il 8 -k 2 ™, WLIE 2,

3.3 ICA X EC9706 4 fifg £ hr {4 fi i 4y 28 1k (1) 52
M 525 LA L 2 TCA AR HTJ 3B 43 40 i A 4% (5,
Bt (U TS 40 M) H B, I SC 40 i AL T O T B B
ICA X} EC9706 41 g5 B AR J 148 , HLBE % ICA
B N, ECO706 4 g g T- AR Wb i, DL
Kl 3,

3.4 ICA X EC9706 4 it 5 172 AH 5¢ K ¥ Bax, Bel-2
mRNA [ 54 ICA {E F] EC9706 41 il 5 , Bel-2
mRNA & & [ X, Bax mRNA & & F+ &, A [ W
ICAHZIfH S HARBYAES T 2R L (P<
0.05), WK 4,%1,

3.5 ICA X EC9706 41 g 8 T 1 3¢ [ F Bax, Bel-2

B2 ICA 3 EC9706 IS0 (Hoechst33342, x400)
Fig.2 Effect of ICA on EC9706 cells ( Hoechst33342, x400)
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D E

B3 ICA Xt EC9706 48 Bl £k #5 f4 B% FE i 2= 4k (9 3% Wi ( BH 25 15 ot ¢
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Fig.3 Effect of ICA on mitochondria membrane potential changes

in EC9706 cells( JC-1, x400)
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Fig.4 Effect of ICA on Bcl-2 and Bax mRNA of EC9706 cells
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%1 ICA 3t EC9706 #f ffi Bax, Bcl-2 mRNA FiAHEM (x5,
n=5)

Table 1 Effect of Bcl-2 and Bax mRNA expressions in EC9706 cells
after treatment by ICA (x +s,n=5)

451 7 Bax/B-actin Bcl-2/B-actin
25 - 0.332%0.018 0.798 +0. 032
ICA 40 nmol-L ™! 0.421 £0.009"  0.570 £0.021"
160 nmol -1, 7" 0.523 £0.012" 0.512 £0.017"
640 nmol L~ 0.660 £0.034"  0.493 +0.011"
DDP 10 mg-L " 0.548 +0.024"  0.509 £0.009"

H5EAA LR P<0.05(£2),

3k K P FEAIL, Bax 26 (4 Rk K7 Fh i, R [l ik
ICA HZZA S EZ AR ARIT¥E X
(P<0.05) WL 5,32,
eSS SRR === 1:1-2(24 kDa)
e S a— o — 5o (2] kDa)
I ;i 12 Do
A B C D E

E 5 ICA 3 EC9706 4Hfa Bel-2,Bax & A RiAH M
Fig.5 Effect of ICA on Bcl-2 and Bax protein expression in EC9706

cells

* 2 ICA 3t EC9706 4fiffl Bel-2,Bax EHRIEMZEM (x£s,n=5)
Table 2  Effect of ICA on Bcl-2 and Bax protein expression in
EC9706 cells (x +s5,n=5)

451 F 4 Bax/B-actin Bel-2/B-actin
=] - 0.21 £0. 005 0.46 +0.007
ICA 40 nmol-L ™" 0.37 0. 008" 0.27 +0. 002"
160 nmol-L " 0.42 +0. 002" 0.16 0. 004"
640 nmol-L "' 0.46 +0.004" 0.09 +0.002"
DDP 10 mg-L~! 0. 44 0. 005" 0.11 £0.003"
4 itig
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