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[ Abstract] Objective To clone cDNA of trichosanthin (TCS) and purify TCS, and to study its influence on

apoptosis and growth inhibition of colorectal carcinoma LoVo cells in vitro.  Methods MTT assay was

adopted to measure the growth inhibition ratio of LoVo cells treated with TCS, and apoptosis was assayed by
agarose gel eletrophoresis.  Results The results showed that the higher concentration of TCS and the
longer testing time, the stronger growth inhibition of LoVo cells. DNA agarose gel eletrophoresis showed a
gradient, which confirmed that TCS could induce the apoptosis of LoVo cells.  Conclusions TCS can inhibit
the growth of LoVo cells in vitro and induce its apoptosis. Our study provides evidence for the application of
TCS in clinical treatment of human colorectal carcinoma.
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pBR322, DH50 A A& = 4 15 ¢ )t 44 B} Hoechst
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CIDR
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Northern blot # il Bel-2 1 Bax & E #Y &R ik
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BOR. diECRR T RERERMER. ATHTE
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OYMT . KBRS IR B 5 o M34858 (il 5L [H i % 1
BRITHIAAZE 2 S BRAE . 43 2 428 2 A B G
663 fifly ALy G, ix s 7R G 3R ST 2 SL R
Ak As . TCS K cDNA fi 3% 4~ 0] 128 HE 4 5a B if

JiA% 338 #o Mk pET28a Hr. &% b 41 T K IS 1Y
BL21(DE3) # #k L 1 mmol/L IPTG i S U 4 i
W, #5477 SDS-PAGE HLIK » 7% Hy 17 52 5 e £, w] UL %%
SN2 AE A X 43 T 25 000 &b A B Al UL i) 2% 45
AR/ — (& 2)
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B 1 XR7EHZ RNA FEETERIEERIKE
Fig 1 Electrophoretic analysis of total RNA by
a denaturing formaldehyde agarose/EB gel

1 and 2:Total RNA of two repetitions
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TCS £ SDS-PAGE 3 i F8 ik 43 #7
Fig 2 SDS-PAGE of expression and
purification of TCS in E. coli
Samples were separated on a 12% SDS-PAGE gel and stained
with Coomassie Brilliant Blue. M: Molecular mass protein markers;
Lanes 1-2:Cell lysates respectively from E. coli strain BL.21 (DE3)/
pET28a and BL21 (DE3)/pET28a-TCS without IPTG induction;
Lane 3-5:Cell lysates from E. coli BL21 (DE3)/pET 28a-TCS, with
0.2, 0.4, 0. 6 mmol/L IPTG induction; Lane 6; Purified TCS by

immobilized metal affinity chromatography from E. coli.
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R IR, TCS X LoVo 4 Ji 44 &b A= 4 i 410 il 52 20 v
JEE 0 ] A 1 2

TCS 5| EMAA T AW Y )5 X mgl
2 e 0 B B 52 B AN M AZ S BB R B 5y, T
LoVo 4% 20 pg/mL TCS 4B 24 h J5 . K# 4>
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Fig 3 Cytotoxic analysis of to LoVo by the MTT method

4 TCS3|EH LoVo AIATZHEEME(X100)
Fig 4 The nuclei of the apoptotic cells (LoVo) induced
by the TCS stained by Hoechst 33258 (X 100)

A': The untreated control LoVo cells; B:LoVo cells

incubated with 20 pg/mL TCS for 24 h

TCS Ab3E 3 6 BT S M B9 52 M 5 %R 20
pg/mL TCSAL B Lo Vo 2l g A [F] B[] J5 o X6 H: e £

E W)

JTEE R IR o PR T R AR 20 M PN R S R A R
VI BEHHOE - V) Wi A% /MR Z (8] Y Linker DNA, S5
B L VK I 23 IR/ NZY AT 180~200 bp B E A%
(1) DNA BETE 457 107 240 M 0 1 B 78 %) AR fL RRAIE
NGRS R U S TR - N 7 Nl 6] B 2
DNA 8l U) I BLG & A T 52 56 20 40 A% /) A 2Z 18] )
4 DNA ¥ A TORRIFE k2, H 2 9 i —
FE B ) AR g M . Lo Vo 41 43 3 48 20 pg/mL 1y
TCS 5% 12.24.48 h, $2HL DNA J5 #F 47 BE it i Uk
SR WoR HHF TCS W EIF S W A WHE ST
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Fig 5 Electrophoresis pattern of DNA fragments of
LoVo cells treated with TCS
M:Marker DL2000; Lane 1:Contro 0 pg/mL TCS for 24 h;
Lane 2-4:20 pg/mL respectively for 12. 24 and 48 hours

Northern blot 1 Western blot #& il T-f8 £ &
EfMEBEEBRIE TEHKE N 40 mg/L 1) MAP30 4t
PRR Bl A AL B (A 4 3 i TCS G i Bel-2 & A
B ZIA T F 8 Bax B[R ) 2K ik (B 6A), Western
blot #t — 4 ] & MAP30 4b# X%} LoVo 21 fid Bel-2
Ml Bax 85 H R IB WM, 45t 40 mg/L TCS AL # )5
Bel-2 F FI 3235 LU BH X BR41 A 8 % B F% . Bax
1 B G Ak B[R] B 5 A BT 4G i (&L 6B) .
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Fig 6 Analysis of apotosis-related genes and pretein by Northern blot and Western blot

The mRNASs and proteins expression of Bel-2 and Ps; was detected by Northern blot (A) and Western blot (B) at indicated times

in presence of 40 mg/L TCS treatment. B-actin served as the internal control.
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