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1
1.1 SMMC-7721
N N N N 12
6
;HYCLONE DMEM
N Hyclone Thermo Fish—
er ;0.002 5 Hyclone N (MTT)
PBS ; (7Zs3 )
; ANNEXIN VKFLUOR647
(CAT NO. KGAV11320ASSAYS) .
Fluo3 (CAT NO. KGAF0234)
; CO, (MCO475 )
; Olym-
pus o
1.2
1.2.1 SMMC-7721 10%
37 C.5%
CO,. o
1.2.2 ;
(0.03 mg/ml );
(10 mg/ml) . (20 mg/ml)
(40 mg/ml) - 1 g/
ml. (3500 r/
min 10 min 2 ;13000 r/min 10 min 1 ) 0.22
wm NaHCO, (pH
7.0 ) o
1.2.3 MIT
96 (NEST)
MTT MTT (50
mg MTT 10 ml ) 0.22 pm (mill-
pore) o
48 h MTT 20 pl/ 4 h

DMSO 150 pl/ 5 min 450 nm
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0 (%) =(
ob - oD )/ OD x100%
1.2.4
1x10° /ml 2 ml/ 6
24 h PBS
24 h PBS
48 h PBS
3 0.3% ( EDTA) 5
min 2 ml 2 000
r/min 5 min 2% BSA  PBS
2 000 r/min 5 min
. 500 pl  Binding buffer o
5 wl Annexin V-Kfluor 647 7-AAD o
5 ~15 min
650 nm 665 nm Annexin V-Kfluor
647 FLA 546 nm
647 nm 7-AAD  FL3 o
1.2.5
PBS
3 min
o 1 x10°
/ml 0.5 ml/ 6 24 h
PBS
24 h PBS
48 h. Fluo3 2.5 ul1
mmol /L Fluo3 +996. 5 pul 1640 1 ml2.5 wmol/
L Fluo3 I pl F427 o
Hank’s 3 200 wl/ Fluo-
3 37 C 30 min. Fluo3
Hank s 3 1640 37 C
30 mino, 506 nm
1.3 SPSS 24.0
X Es ANOVA (
) P <0.05 o
2
2.1 MTT
SMMC721 48 h
SMMC-721 (P<
0.001); NN (10 mg/ml.
20 mg/ml.40 mg/ml)
SMMC7721

(P <0.001) . 1.
1 SMMC3721
(n=3 x=s)
F P
a 46.532 +2.561 201.943 <0.001

b 77.165 +2.882

c 74.243 +4.344

d 56.133 +4.162
a~b -30.632 <0.001
a~c -27.710 <0.001
a~d -9.600 <0.001
b~c 2.923 0.05
b~d 21.032 <0.001
c~d 18.110 <0.001

X~y LSD
2.2
0. 026;
0. 820;
0.276;
0.202;
0.096( 1).
SMMC-721
2.3
o 2,

3

10-12
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Tube:N
Population #Events %Parent %Total
All Events 10.000 #HH# 100.0
P1 9.095 91.0 91.0
Q1 179 2.0 1.8
Q2 157 1.7 1.6
Q3 8.677 954  86.8
Q4 82 0.9 0.8

Tube:3
Population #Events %Parent %Total
All Events 10.000 #H#H# 100.0
P1 8.661 86.6 86.6
Q1 316 3.6 32
Q2 6.004 69.3 60.0
Q3 1.245 144 12.4
Q4 1.096 12.7 11.0

Tube:1
Population #Events %Parent %Total
All Events 10.000 #H# - 100.0
P1 9.340 934 934
QI 3.494 374 349
Q2 2.340 25.1 234
Q3 3.272 350 327
Q4 234 2.5 23

Tube:7
Population #Events %Parent %Total
All Events 10.000 ###H# - 100.0
P1 8.265 82.6 82.6
Q1 1.873 227 18.7
Q2 1.351 16.3 135
Q3 4.720 57.1 472
Q4 321 39 3.2

Tube:Tube_003
Population #Events %Parent %Total
All Events 10.000 #H#H# - 100.0
P1 8.719 872 87.2
Q1 793 9.4 7.9
Q2 704 8.1 7.0
Q3 7.090 81.3 70.9
Q4 132 1.5 13
;G ;D:
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Influence of Jiawei Xiaoyaosan on hepatoma cell apoptosis and calcium
Wang Kun Wang Yaoyao Yang Mao et al
(Dept of Pathology The First Affiliated Hospital of Guiyang College
of Traditional Chinese Medicine Guiyang 550001)

Abstract Objective To probe the inhibitory effect of human hepatocarcinoma cell line SMMC-7721 and the influ—
ence of intracellular free Ca®* levels induced by Jiawei Xiaoyaosan so as to reveal the pathogenesis of Chinese
medicine treatment of liver cancer. Methods Determined by MTT method was used to determine the high medium
and low dose Jiawei Xiaoyaosan for liver cancer SMMC —7721 cell growth inhibition. The rate of apoptosis of liver
cancer SMMC-721 cell were examined by flow cytometry. The fluorescent intensity of intracellular free Ca’" was
observed by laser scanning confocal microscopy. Results Jiawei Xiaoyaosan had an inhibitory effect on the growth
of liver cancer SMMC-7721 cells and the inhibition rate increased with the increase of drug concentration. The ap—
optotic rate of Jiawei Xiaoyaosan was 0. 276 in the high 0.202 in the medium and 0. 096 in the low dose groups.

When adding different doses of Jiawei Xiaoyaosan the fluorescence intensity of calcium ions was different. The flu—
orescence enhancement was not obvious at low and medium doses while the intracellular fluorescence intensity was
significantly enhanced at high doses. Conclusion Jiawei Xiaoyaosan can inhibit the proliferation of cancer cells
and promote their apoptosis and can cause changes in intracellular Ca’* at the same time. This may be one of the
mechanisms of Jiawei Xiaoyaosan to induce apoptosis of liver cancer SMMC-7721 cells.

Key words Jiawei Xiaoyaosan;hepatoma SMMC-7721 cell;cell growth inhibition rate ;apoptosis; intracellular free
CaZ+



