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Abstract: In order to unravel the mechanism of the inhibition of colorectal cancer by 6-shogoal, the apoptosis of colon cancer cells HT29
induced by different concentrations of 6-shogoal, as'well as its relationship with different expression of VEGFR2 (vascular endothelial cell
receptor2) was investigated. The HT29 cells were treated with different concentrations of 6-shogoal (0, 10, 20 and 40 uM) cultured in vitro. The
cell morphology changes were observed by the contrast inverted fluorescence microscope, and the cell inhibition rate was determined by CCK8
method. Annexin V-FITC/ PI flow cytometry was used to detect the changes of apoptosis rate and apoptosis cycle. Finally, the expression of
VEGFR2 protein was detected by Western-blot. The results showed that as compared with the control group, 6-shogoal could induce HT29
apoptosis in a concentration dependent manner. The number of cell cycle GO/G1 cells decreased from 49.48% to 24.39% and 17.18%, while the
number of G2/M cells increased from 3.44% to 34.78% and 49.54%.Thus,the cell cycle was blocked in G2/M stage to inhibit the cell
proliferation. Besides, it also inhibited the expression of VEGFR2 to different extents (p<0.05).Therefore, it can be concluded that 6-shogoal can
induce HT29 apoptosis and inhibit the proliferation of tumor cells, which may be related to different degrees of inhibition of VEGFR2.
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Tris-H &R KGR . . TBST. TEMED ¥
HT3£E Sigma Ad; WPt (HFHERMEFZ).
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B, BRI KB RN PR 1 min A 47,
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E 1 BRIETAELIRE 6-EWGEFT HT29 24 h GRS
T
Fig.1 Morphological changes of HT29 intervened under
different concentrations of 6-shogoal by microscope after 24 h

( x4s, n=3)
2.2 CCKS8 A0 24 4 T T J 20 fe 30 ) 2 & AL
30' kkk

20+

I /%

Control 10uM 20pM 40puM
6-Z AR
B2 CCK8 SEMMINEIRE 6-F/GE*S HT29 HEIERENIHTIBIE
Fig.2 CCK8 assay.was used to detect the proliferation of HT29

at different concentrations of 6-shogoal (24 h) ( x3s, n=3)

72 HxdEBLaAnLL, *p<0.05, **p<0.01, ***p<0.001.

ANF S R REF TR AR A AR E 1~4 h, JF
FIBEARGIIAE 490 nm Kbt CRKPOCEAE, JHt
AR g (E 2) SR, SRR
ZUMHEL, HT29-6 2246 ZH 41 B A7 1) 2 ) 2 T,
JEHAE HT29-6 SR EEIL F] 40 uM IR 2 A7 3541
FIRTF R oA, (p<0.05); FFitHHH 6-Z20mxt
HT29 ZHfff¥) ICsp 9 18.7 umol/L.
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A AT T2 L R T4 0, AR SRS R I AT LA
Mg (] 3), Hohae RIRFI R IR LT 4H %
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FEFERE N (p<0,05 s ARTATHIE 3 6- 22471 n] A5 5 HT29
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Fig.3 Annexin V-FITC/pl flow cytometry was used to detect the
apoptosis of human HT29 induced by 6-shogoal ( xs, n=3)
E: HafmeaAntt, *p<0.05, **p<0.01, ***p<0.001.
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24 20 f B T B HAS R A &AM 6-3% 0 By

% HT29 5 40 o 36 78 Bl 3 o R

AVEALERT IR T RIS, 6- LB A
S5 ELIMRZH SW4B0 KAIHT:, FSE GO/GL ]
(4 AR b R P R, T G2/M BT i i £ Bk 21 v
B 40 NG Ve R I PRI AT G2/M 33, BT i
AN . [ R AT R T 6- SR B
BGC-823 4y - S HALHI S h s AN FIVR L 6-
LG AR B A 24 h 5, BEZVRIREER N, B
BGC-823 £l i) FH A T2 th RIS 3, X
HUAHEE, ZRAAG R ARSI %)
AR (HT29) 735 FIRR4u R G, 4k 1 foss,
ATLASER) HT29-6 22 4aM 4H K& 2k f K-
1, R G T S AR AR R bl R A B SR AR AL
S AP IR AR LL, For GO/GL HIfI4H A% h 49.48%
T B&F) 24.39%F1 17.18% (p<0.05), 1fi G2/M HAKIZH
Mo 3.44%34 %) 34.78%F1 49.54% (p<0.05), #2
7N HT29 44 FHISAE G2/M 3]
=1 WA RERNR TSN EIRE -2 HEESA

HT29 AT 4RRaE EAZE (L
Table 1 The cell cycle changes of apoptosis induced by different
concentrations of 6-shogoal in human HT29 were detected by
cell cycle detection kit ( x#s, n=3)

6-E MBI
G0/G1/% S/% G2/M 1%
JEl (uM)
0 49484046  47.082029  3.4440.73
10 37.6440.67* 384741.34*  23,8940.85*
20 24.3940.99% . “40.831.12%1:34:7840.82*
40 17.1841.12% 33.2841.46*  49.54:4.23*

E: HatEBaARi, *p<0.05, *%p<0.01, ***p<0.001.
2.5 6= )&y B L F A2 F 9| VEGFR2 1y & ik

P92 XNt ORI 7T DA BR SR 45 L
JE4RM VEGERL A1 VEGFR2 2232 B i % B0 DUAR B
BG5S P B KR T (VEGR)RIA T, 204
VEGF #%{A& (VEGFR1. VEGFR2) FikTle&, 1
VEGFR1 1 VEGFR2 1] AN [FIFE L 472 rm vgd B 2
MK R2ERET), ST TURER G B
T A AR iR 4 22 IR PRSI P AR I IR
M2 o RN E A AR M E B S0 AN IR FEE FrO o TR 5
S5 E4ni SWAS0 T 5 VEGFR2 &R A RIRIER
ma —CH R, R IR R VT DU 5 N 45 0 4 i bk
SWA480 KA., FHili SW480 4iiffi kA G2/M HiRH

it 1 VEGFR2 2 [ 1) 31 b 251094 E (388 imm o 2>
T HEWTIHAE F B AT AE S5 80 VEGFR2 ik A5 9%,

ARG RERUE 4 (a b)) Fis, 29T 4 4H
4ifL 24 h )5, SEAMEXTERALELE, Western-blot #6301
A1V P 1) 6- 2475 6 VEGFR2 FiA /K LI A R F
FERFIG (p<0.05), $EIR 6-ZJMs S HT29 YA T3k
PR RIS, W RS AN RIREEEH] VEGFR2 £
Ko

a 6-Z N (UM)
0 10 20 40

b
I
X
®
z
a0
HE
o
s
Q
53]
=
Control 10pM 20pM 40uM
6-Z M)
&4 Western-blot MMARLKRE 6-ZIGET HT29 1 VEGFR2
FIEHIEZ T

Fig.4 The effect of 6-shogoal on the expression of VEGFR2 in
HT29 was detected by Western-blot ( x3s, n=3)
A Harmindgr, *p<0.05, **p<0.01, ***p<0.001.

3 #ip

31 ZHAEIT R 2 A0 A AN Ay ok B e AN AT Sk
AHERFT, RHURNSR . SRS A
BALBTHR B ARG EERERDLM, e
K, MM TR AZ B ORRMIT TAEEOGE, H
AR I EAZ AN (P8 Tk FE 32 A DU YRR A
TR (BIETZAEN ST WERT IR (B8hkiftk
A5 HHETIRE (2 B RIEENF). P SE
BRI, AT RS 2 B
e BEMREE, UAEHFAS AR EMIER K E
FGys RGP,

32 VEGFR2 (IfiLE AN R4t R F-32 44 2), XK
FLK-1, —fBAFEAE T ML Ak BV A B 454k . VEGFR2
A5 VEGF-C. VEGF-D %545 & 1k M Pk ELE N
B A BRAN A P S AR PR T R A, R B A Sk
EE AU FET e, B RO AR IE R ThRE
4, Do A, I A K DR TR A A KA R 73
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