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Apoptosis of human cholangiocarcinoma cell line induced by somatostatin analogue and

its effect on intracellular free calcium in vitro
CHEN Hua, HE Zhen-ping MA Kuansheng, WANG Shu-guang (Department of Hepatobiliaty Surgery, Southwest Hospital, Third Miltary Medical University,

Chonging 430038, China)

Abstract Objective To investigate whether apoptosis induced by somatostatin analogue (SMS201-995 SMS) will inhibit the growth of human

cholangiocarcinoma and the relationship between apoptosis and intracellular free calcium in vitro. Methods MMT assay, Annexin V-FITC and laser

scanning confocal microscopy were performed to identify the inhibitory effect of SMS on cell proliferation and the induction of apoptosis in human

cholangiocarcinoma SK-ChA-1 cells. Results SMS significantly reduced the growth of SK-ChA-1 cells and increased the number of cells with an-
nexin V-labeling. Meanwhile the intracellular free calcium concentration was increased. Conclusion SMS can inhibit the proliferation activity by

inducing the apoptoss mediated by increase of intracellular free calcium in SK-ChA-1 cell line.

Key words: somatostatin; human cholangocarcinoma cell line; apoptoss; intracellular free calcium

. Fluo-3/Am

2+ 2+

SK-ChA-1 Ca (Ca 1)

b o

L1 RI A Am e A

SK-ChA-1
»  Knuth A . SMS201-995(SMS)  Suter
. MMT Sigma o Fluo-3/ Am, AnnexinV-FITC

. 25 ml , 10%
DMEM /FI12(V:V, 1* D . 37 C 5% €O,

95% CO» ,2~34d 1 . 90%
1962—-), . c
. 6 .
: (023)68754000- 73075
5 2002:01-11; :2002-04-01

0.15% /0 05% EDTA (V*#V, 1:3)
1.2 WL e

1.2.1 MTT SK-ChA-1,
5¢ 10* cdVml. 9 |
, 10011 ) , 90 1
01md/LPBS 100 3 , 90 1 ,

SMS 10#1(SMS 0 1 mol/L PBS ), SMS

100 ne/ ml; 5 37 C. 5% €O,
24.48.72.92 h MTT 101, 4 h,
s 100 1 DMSO, 10 min
490 mm s (0D ).
1.2.2 Annexin V
12 , s SMS
100 ng/ ml, 0.6.12.24 h, 3 . , PBS
1, 195 #1 s 5 #1 Annexin V-
FITC s 10min, PBS 190 #1
. 10 #1 PI20 g/ mD) .
1.2.3 [ Ca® i) Fluo-3/ Am
488 nm 525 nm, 488
nm , I.D. Q(Ton Domain Quantify)

Mi-
cwsoft Excel 5. 0 . :
s . N 10% DM EM ,



589

5% 10%dVml. 2 ml 6
, 24 h SMS (100 ng/ ml) . 0.6
12.24 h . Fluo-3/ Am
N . . DMEM/ F12
3 .0 5 mol/ L Fluo-3/ AM DME/ F12
,37°C 60 min. @ )

1.3 %itsam

2
2.1 SMS st 12 5% 2m JEAK S A K 09 % vf

1 . » SMS » SK-ChA-1
1 SMS (xts)
Tab 1 Effects of SMS (100 ng/ mD on growth of SK-Ch- Al cells(x *-s)
Gowp %4 h 4 h 72h 96h
Cortol 0.367+0.021 0.5% +0.015 0.754+0.013 0.85740.011

SMS(100 ng/m1) 0.20540.037*  0.48+0.016 * 0.617+0.@4 ™ 0.71640.016 **

*, PO 05 **,P<QO0l vs control

2.2 SMS i 5 19 m e B T

Annexin V-FITC Pl s 1, SMS
(2540 7%, SMS 6 h
(2245 2) %, ;12 h (39%
7. D%, 24 h (5849 6)%. ,» MS
SK-ChA-1
20417 IMM. 002 2K0417 TMM. 004
10 0!
P01 107
= =
A 107 g .. Ao
o 1 * 0
() e y (e n
10100 100 0100 100 100 10
FLI-H FILL-TE
2RO4T L TV 003 20411 IMM. 008
10°y 0"
o 3 107
SECE I G104
T RE
1 1 - L
1 [T T I TR TV 0
FLI-H
1 SMS SK-ChA-1 Annexin V-FITC

Fig1 Annexin V-FITC assay on SK- ChA-1 cells with SMS treatment
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