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Inhibitory Effect of Down-Regulation of Notchl on Tetrastigma Hemsleyani Radix
Flavone on Migration and Invasion of Esophageal Cancer EC9706 Cells

ZHANG Sheng-qiang, ZHANG Hong-yan, HUANG Jian-wei,
LIU Gui-ting, GAO Ke-feng, QI Bao-lin, LI Yang”
(Hongqi Hospital, Mudanjiang Medical University, Mudanjiang 157011, China)

[ Abstract | Objective: To investigate the effect of Tetrastigma Hemsleyani Radix flavone ( THRF) on
proliferation, migration, invasion and Notchl in esophageal cancer ( EC) 9706 cells, and discuss its possible anti-
esophageal cancer mechanism. Method: The EC9706 cells were cultured in vitro and treated with THRF with
different concentrations (0.5 ~20 g+L~"), with no THRF in blank group, and with MW 167 in positive control
group. The 50% inhibitory concentration ( IC,,) was measured by cell counting kit-8 ( CCK-8). The effect of
THRF on adhesion rate was detected by the cell adhesion assay. The cell migration ability were evaluated by the
wound healing assay. The cell invasion ability were evaluated by the transwell chamber assay. The expression of
Notchl and Notchl mRNA expressions were detected by immunocytochemical analysis and Real-time PCR assay.
Result; THRF can significantly increase the inhibition rate of EC9706 cells, with statistically significant difference
compared with blank group (P < 0.05, P <0.01). THRF can significantly inhibit the adhesion rate, the
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migration ability, the invasion cells, Notchl positive cell rate and Notchl mRNA expressions, with statistically

significant difference compared with blank group (P <0.05, P <0.01).

Conclusion: THRF can inhibit the

EC9706 cells viability, migration and invasion ability, its mechanism for anti-esophageal cancer may be correlated

with down-regulation of Notchl.
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®1 Z=HFEF ECI706 HAIEEMIN (¥ +5,n=6)
Table 1 Effect of Tetrastigma Hemsleyani Radix flavone on proliferations of EC9706 cells(x +5,n =6)
- %Eﬁ—%ml 24 h 48 h 72 h
JE/g- L A Mk 2/ % A 2/ % A M2/ %
4= - 0. 688 = 0. 065 0 0.723 +0. 089 0 0.781 +0. 153 0
= 0.5 0.555+0.053 19.33 +1.48 0.593 £0.051 17.98 +1.76 0.567 £0.127  27.40 £2.15
1 0.422 £0.047" 38.62 +3.26 0.391 £0.070" 45.92 £3.51 0.406 £0.095" 48.02 =3.56
5 0.405 £0.036" 41.14 £4.95 0.323 £0.046" 55.13 £5.75 0.320 £0.056" 59.03 =3.88
10 0.317 £0.024% 53.87 +5.33 0.283 +0.038% 60.86 +6.41 0.297 £0.048% 61.97 £4.16
20 0.161 £0.019% 76.59 +6.67 0.149 £0.013% 79.39 +8.94 0.125 £0. 023> 83.99 +5.84

W HE a4 P<0.05,2P<0.01,

F2 Z=HHEmM ECI706 4/ Fi Mt F1 89
Table 2

M (x+s,n=3)
Effect of Tetrastigma Hemsleyani Radix flavone on

adhesion of different concentrations of EC9706 cells(x +s,n=3)
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Table 3

HW (3 £s,n=3)
Effect of Tetrastigma Hemsleyani Radix flavone on

migration rate of EC9706 cells(x +s,n=3)

213 KRR /gL Rk R/ % 15 R /g L TR R %
gE| - 100. 00 +0. 00 = H - 100. 00 = 0. 00
MW167% 100 39.00 £5.77% MW 167 100 29.82 +4.56%
=M 1 62.59 £6.95" = B 1 63.29 =11.55"

5 49.67 +6. 062 5 35.42 £8.63%

H 5 EARE P<0.05,2P<0.01;) MWI167 41 % K
pwmol - L™" (3 ~6 [[]),

A B
C D

=0 R (1 g L)

A.Z5 4B, MWI167 (100 pmol-L ™" ) 41 ;C.
5D, = (S g LD A (E 2 ~3 /)
E1 =mEHEMIT ECI706 4 %R & & 9 5 0m (25 W5, x
100)

Fig.1 Effect of Tetrastigma Hemsleyani Radix flavone on wound

healing of EC9706 cells(inverted microscope, x 100)

EC9706 40l 12 22 40 i %, H B Wk EEAR #i bk (P <

0.01),=mHFEEMHYE MWI167 4 i 2% 5 L4
eEE Y, WK 2,%K 4,

3.5 =B XT EC9706 4 jE Notchl 323k 5%
W S5 4, =0 R R EC9706

A B
C D

(MR E, x

B2 =mE&EHEEIT ECI706 41K 5ME
100)
Fig.2 Effect of Tetrastigma Hemsleyani Radix flavone on invasion

in vitro of EC9706 cells( Giemsa, x 100)

F4 =HBSEmM3 ECIT06 HKEEEE DK
Table 4
invasion of EC9706 cells(x +s,n =3)

B (x+s,n=3)

Effect of Tetrastigma Hemsleyani Radix flavone on

2531 Bt /g L" 2 25 2 i B/ A~
25 - 157 16
MW167% 100 37 6%
= 1 49 +4%

5 40 =77

Y H Notchl FH M 40 M 2%, H 5 vk BEAR #i % (P <
0.05,P <0.01), =35 & W4 5 MW167 21 4%k 2%
SRS FE L, WK 3,%k5,
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3 =ZHBHHEMI ECI706 4 A Notchl B B ik BRI (H ¢, x400)
Fig.3 Effect of Tetrastigma Hemsleyani Radix flavone on Notchl mRNA expression of EC9706 cells( Immunocytochemistry, x 400 )
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Table 5 Effect of Tetrastigma Hemsleyani Radix flavone on

positive cell ratio of EC9706 cells cells(x +s,n=3)

2 57 RIF R SE /gL B 240 %/ %
25 - 41.01 +7.26
MW167% 100 15.00 +2. 897
= W 9 1 34.98 £5.25"
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KW 525 AR, =k A AT S R AR
EC9706 4il Jifi Notchl mRNA 3 ik /K P, H 5 1 B 4K
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HIkEES LG IT2E X, Wk 6,

K6 =HZFTEmX ECI706 4 Notchl mRNA RiEM N (x =5,
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Table 6 Effect of Radix Tetrastigma Hemsleyani flavone on Notchl
mRNA expression of EC9706 cells(x +s,n=3)
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