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A e AR T B 0 SW1463 28 Ak 45 1 Toll #E32 1k K
H 2 G 5 TR T 1) 52 il

wEe', RIFR, BERS, TR, BAR’
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[(HZE] BHEIHIEE AR M B SW1463 4 il 58 1= 552 4K (Fas ) (19 21 11 235 K43 W 19 5 3% I 1 Toll #
Z A& 2(TLR2) , Toll H:ZZ 4K 4 (TLR4) , FH 40/ K -10(1L-10) , FE H P C-Raf % AL £ K -8, (TGF-, ) W, #R 1 84 7= FE A
T X P R A0 B G N o T S R FE R ZE IR AR A Y 7 R R S, T RS 4L, B 3R i 80,120,160,200 mg- L4,
YER T E e 40 ML SW1463 20 ML 24 h J5 , R H %P5 B I 5 9% W BFF I 22 (enzymelLinked immunosorbent assay , ELISA ) 5 I A [w] 5T
R B A 7 R AR X TL-10 7K - (9 5% 0 , 5% 85 11 %0 3% B 35 5 ( Western blot) 4l Fas, TLR2, TLR4 , C-Raf, TGF-8, % [ 3 ik %I
B A SW1463 By EH . &R ELISA /I &3, 525 4 e, FEAR A IL-10 /K F K& 25 W W BE 1 7 8 3R 56
FEA(F =23.11,P <0.01) , Western blot 53 IR, 525 H A b, FEAR Il 41 Bl & 2459 ¥k B2 (1) 7=, TLR2, TLR4, C-Raf & 4 %
KB FERBEAL(P <0.01) ;Fas, TGF-B, A RE I RFEML (P <0.05) , 5% B A MM H SW1463 4 g i) 15 F 5 % 1 A LI
A5 T M Fas/FasL il &4 ¢, i 15 Toll #5244 TLR2, TLR4 1 R 5 NI, S BUAASC K + TGF-8, MR35 T8, i 1 75 4
JL 98 T, B e i s AR .
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[ Abstract | Objective; To Study the effect of Guizhou zedoary oil on death factor receptor ( FAS) protein
expression, Toll like receptor 2 ( TLR2 ), Toll like receptor 4 ( TLR4) and interleukin-10 (IL-10), C-Raf,
transforming growth factor beta 1 (TGF-B,) in rectal cancer cells SW1463, and investigate the immune effect of
Guizhou zedoary oil on tumor cells. Method: Guizhou zedoary oil extracted by steam distillation was divided into
80, 120, 160, 200 mg-L ~'groups, and another blank group was also set up. After 24 h treatment on rectal cancer
cell SW1463, enzyme linked immunosorbent assay ( ELISA) was used to detect the different doses of Guizhou
zedoary oil on the expression of IL-10; and Western blot method was used to detect Fas, TLR2, TLR4, C-Raf and

TGF-B, protein expression levels and investigate its inhibitory effect on rectal cancer cells SW1463 proliferation.
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Result; ELISA results showed that as compared with blank control group, IL-10 expression was down-regulated
with the increase of concentration in Guizhou zedoary oil groups (F =23.11, P <0.01). Western blot results
showed that the protein expression levels of TLR2, TLR4 and C-Raf were significantly decreased with the increase
of drug concentration (P <0.01), and the protein expression levels of Fas and TGF-8, were also decreased (P <
0.05). Conclusion: The immune mechanism of Guizhou zedoary oil in inhibiting SW1463 cells may be associated
with down-regulation of Fas/Fasl. pathway, down-regulation of Toll like receptor TLR2 and TLR4 protein

expression, leading to the down-reulation of relate factor TGF-8,, so that cell apoptosis is achieved to enhance the

immune function.
[ Key words ]
(TGF-8,)
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& (IL)-10, 9% KA C-Raf, #:4k4= K ] -8, (TGF-
B,) % B F 7% 20 ffl SW1463 [y % 3k, 8 15 H X
SW1463 4i it I8 T (1 G 2 V5 AL
1
L1 259 73R U520 5] Fh i A
i, 38 S 2 AR Rl A PR 2 F) AR B SO R TR B
Tl - 2 LRI 28 R (AR 2K, 28308 ST B 24
6 i ) 3 AT 25 05 A2 45 0 Ry TP R Curcuma
Kwangsiensis (MR 25, K ZZ R BRI AR E L

- 138 -

Guizhou zedoary oil; SW1463; Toll receptor; Fas; transforming growth factor beta 1

T, B L BLEE-80 i, Bl 10 g- L I, -
80 C it LLr-AF .

1.2 4if AN 4 bk SW1463 SR T 36 [
ATCC 4% , 45 CCL-234,

L3 K MR (£ E Gibeo 24 H, #it 5
1618862) ; DMEM & ## 5% 3% 2 ( 32 [E Hyclone 2\ &,
fit*5 AAG203799) ;IL-10 [ JX 4 73 i 4 ( ELISA ) i
Moa (R DR R AW RAA RN, #itS
L150724650) ; BCA % 1 & ik %1 &, ECL fk2: % %
RA & (2 FmHRAA, #5555 H
100121506,00101510) ; BRAR Fig b5 1c 1L F- 30 5 A 928 K
BE(Ig6) (H+L) (bt el Ad, #ts
109525 ) 5 H- s -3 -5 2 i &0 1 ( GAPDH)) 1 £ v [
HLIK ( Proteintech 23 &, #t 5 10494-1-AP) ; TLR2 %
Z kUi, TLR4 e 2 5o B Bt ik (3R 30 Pl 1 A
A, 54 5k 286379, 11CM248 ) ; Fas #l TGF-g,
B 2 F BB AR (£ Santa A W, S 4 B
D0214 ,#A087 ) ; C-Raf % £ 75 B LK ( 35 [H Assay
Biotech /Al , fit 2 210879 ) ; SDS-PAGE % Jiz il £ it
#| & (Solarbio 23 &, L 20150811) ,

1.4 Y% ELx800-MV AIff#5 Y ( 2% [H Bio-Tek 2%
Al ) KI-210A B4R 35 s (22 a7 R fd e 7 % H A TR
/NHE] ) ,2001HY-6003 % CO, 15 5% 46 ( 3¢ B Thermo
Forma /3 7)) ,011007 B8 ¥ T AF & (95 M i b % &
A B2 7)), ChemiDoc ™ XRS + I 25 [ 4k e 1A% A AN
Image Lab [& 1% 53 #f & 4t ( 3¢ [E Bio-Rad 24 H] ),
DYY-7C A AL JKA R e JEAX (AL 578 — AT ) o

2 FHiE

2.1 4iffa¥s 3 ¥ SWI463 41l & F 37 C 5%
CO, AR BT , & 10% Gibeo fify 4 1L %5 (FBS) &
1% 75 -5 5 IR A1) DMEM 85 32 i AL AR 15 9%, o
%5 FH 40 i 24 Ak 5 B K00

2.2 IL-10 kP & &2 80 A KK
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SW 1463 4 Jl 11 £k JF il £ B 5. 4 M 2, 18 4% 48
SRR 1 x 10° A/mL, R F 25 em x25 em B IR
o, 10% FBS 2 3 mL, 1 4 Jf 16 RS 80% B, AR
5k 240 e 400 ) 2% S 6 245 S A 4 S H5Om ) R A A B
PEAT AR A, 25 A (O & I B 35 38 ) , 3R (80,
120,160,200 mg-L ") 4, 258 1E JH 24 h J5 , e840
ML A RIPA 20 Jfd 22 f 9 (i A A 1% PMSF)
VKB 24 f# 30 min, 7 4 °C L 12 000 - min ' &[>
20 minlC | ¥ W, BCA ¥ W & 4 1k FE . i MR
ELISA 2 7 &5 vd B 45 18 & ) ik & F 96 fL#k I,
37 CHFHE 2 h, Ke I A 100 wL 37 CHEF 1 h, K
# B 100 mL 37 CHEE 0.5 h, ¥ 90 pL.37 CF i}
I A AL W 50 WL 22 55 64,450 nm 40 5E
JCRE AR bR v it Ze 55 FE A TL-10 |1 3Rk 1
oA E 3 AR AL,

2.3 B Y E ki ( Western blot) £ ] Fas,
TLR2,TLR4,C-Raf , TGF-8, & (1% ik UK 4E 259 kb
BE 24 h J5 (040 M, 852 £R 2% v (PBS) WEI& 2 IR,
FH RIPA M 2L f W42 BU 40 L S &, 4 C,
12 000 remin " Z.0> 15 min, /N0 W EL F 3, B BCA
0 AR vk B BRI AR 1 RE A 30 g, 4T SDS-
PAGE Mk, %% % PVDF JJ,3% BSA &1 1 h )5,
A —$i (1:100) F1PZ GAPDH(1:10 000)4 °C 7%
Ui E R, TBST vk 3 Yk, J5 A 36 MR 3 4801k il
FRIC Zht, WiRMEE 1 h, TBST 3% 3 &k, & Em A
ECL fk2% % Y6 5], #£ ChemiDoc™ XRS + #E & i 1%
A F 8, 31 Bio-Rad Tmage Lab B8 53 #7 2% 457
TR AR

2.4 geitsEdiik R SPSS 19,0 B AF #4743,
Bl x £s 2o IR 25 5 O BCR IR R O 2247
Br,P <0.05 FEFAHGI=E L,

3 #R

3.1 SRR X B i 40 B TL-10 K P 1 5%
MMIA2VER 24 h )5, 525 A LR, 3R (80,
120, 160, 200 mg - L™") #H th 1L-10 B & F& {%
(P<0.05,P<0.01), HE BRI, WHEK1,
3.2 FROR WX B g A i b TLR2, TLR4 45 1 &3k
s dE S 25 PE I 24 h s, 5 A R, 3
A (80,120,160 ,200 mg-L ") 20 TLR2 , TLR4 7% [
FIKH AR (P <0.05,P <0.01) . Kl FA M
vk OB TE E, F SW1463 41 M (1 FE FH R o, X
TLR2,TLR4 & [1 3% 35 19 52 i LA Wk BE AR A1k . O
Kl1,%2,

3.3 AR E A Fas, TGF-B, & 113Kk

F1 FHAM SW1463 41 IL-10 7k F R M (¥ £5,n=3)
Table 1 Effect of zedoary oil on IL-10 level in SW1463 cells(x + s,

n=3)
21 5 A R B /mg - L IL-10/ng-L ™!
Z5 - 636.40 + 16.81
FEAR 80 524.69 £3.69"
120 534.35 +20.57"
160 484.51 £19.00%
200 408.89 £45.75"

SR EAEP<0.05,7P<0.01(F2~4[),

TLR4 “- S s 56 kDa
e [

A B C D E
A.ZS 4B ~E. AR (80,120,160,200 mg-L ") 41 (& 2,3 [[)
B 1 FHARMIEM SWI1463 )5 TLR2, TLR4 B | KL Bk
Fig. 1  Electrophoresis of TLR2, TLR4 protein expression after

treatment by zedoary oil

%2 FHAMI SW1463 4 TLR2, TLR4 EA R LW M (& =5,
n=3)
Table 2 Effect of zedoary oil on TLR2 and TLR4 protein

expression in SW1463 cells(x +s,n =3)

13 B e TLR2 TLR4
/mg-L~! /GAPDH /GAPDH
25 - 1.34 0. 11 4.81 £0.83
FEAR 80 1.03 £0.15% 3.31£0.30"
120 0.59 +0.26" 2.80 £0.26
160 0.48 +0.24% 1.94 +0.28"
200 0.39 +0.21% 1.48 +0.39"
s dE S 25 PE I 24 h s, 5 A R, 3

AR (160,200 mg-L~") 20 Fas Fil TGF-B8, & [1£ &
Wl BEAIR (P <0.05) , WK 2,% 3,
3.4 FEARMMX B A C-Raf R A RIB W
W ARG AER 24 h e, 5 A4, AR
(120,160,200 mg-L ") 4] C-Raf % [15%35 i # 1%
flk(P<0.01), WK 3,%k4,
4 itig

WFoR 4 KR, 259 1E F 40 ) 24 h J5 , TLR2 Al
TLR4 & [ 2 A FEAR, 5 ekl — 3% 38R 36
AR EA g smE . B T TLR2, TLR4 /)3 7%
7 S0 B4 S RS AR R A BT 5T e, Toll £E

A B (9 AR PO AR D AR N BT 9T TGF-
- 139 -



5524 B S W FEXEAFFEHRE Vol. 24 ,No. 5
2018 4 3 H Chinese Journal of Experimental Traditional Medical Formulae Mar. ,2018

'APDH
-
TGF-g, - | 25kDa

GAPDH NN 36 D2

A B C D E
B2 FZARMIER SWI1463 Hff1j5 Fas, TGF-B, B A KK Ak
Fig.2 Electrophoresis of TGF-8, protein expression after treatment

by zedoary oil

*£3 FAMIT SW1463 44 Fas, TGF-B, EAREHZHIM (& £,
n=3)

Table 3 Effect of zedoary oil on Fas and TGF-B, protein expression
in SW1463 cells(x +s,n=3)

15 ﬁﬁ‘iﬂ(ﬂﬁ] Fas TGF-B,
/mg- L~ /GAPDH /GAPDH
2 - 2.75+1.38 1.33 £0. 41
FA 30 2.53+1.35 1.12 £0.20
120 1.99 £0.93 0.80 +0. 19
160 1.58 £1.02" 0.46 +0. 14"
200 1.25 £0.96" 0.32+0.16"

GAPDH 36 kDa

A B C D E
B3 HAMIER SW1463 /5 C-Raf BB FRILAX

Fig.3 Electrophoresis of C-Raf protein expression after treatment

by zedoary oil

x4 FHAMI SWI1463 Hffy C-Raf EFRIEMEIT (v 5,0 =3)
Table 4 Effect of zedoary oil on C-Raf protein expression in

SW1463 cells(x +s,n=3)

2157 SR /mg- L' C-Raf/GAPDH
EgE| - 0.71 £0. 09
HA M 80 0.57 +0. 18

120 0.39 +0.06%
160 0.26 £0.09%
200 0.15 £0.03%

B, 1F TLRs HA7 # 2 3% X' TLR4 2 15 i i 1) [

HREEMKEME R, IERN AN TLR4 5 Fas B K

(FasL) ik f7 76 1E M 5 7E " TLR2, TLR4 [d] i 7

CRC _I- Bz 4f i v £2 7 = 2235, T4 Ak 38 g o, TLR2

[y ek e R BRSOk P, 6F TLR2 A

TLR4 5& 1 B BF 525 22, (H R HB Jm BR T 6 4 A 1 90 2
- 140 -

AU KR A b A B AN e D
B o AT L P AR O B 55 A 0 0 A0 M 22 2
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BF5E IL-10 5 Toll £ 3% {4 % L, K [d 19 TLRs %t
IL-10 &k Rl AR EEER " IL-10 & —
Fh Z2 T RE B9 S0 8 1 R, B A — A B A ol
T4 M, O 20 S 2 KD T RE R I R 00 e e D
T S A R 5 A S 20 M A BT D S T RE L M

R A 35020 i G 28 7 5T, A v P PR T 40
F W05 240 B T NKC 44 i 7 358 P 5% i) s 922 % 14 4 i 2
BV 200 i PR 7 10 77 A A AR S A T SW1463 B
P A TL-10 K, & B3R AR I X 15 1 Je 4n i b
IL-10 A5 F#AR/E . C-Raf (Raf-1) g — Ff 22 2 J5i 7%
63 B (MAPK) 7, & B9800 £ B MAPK {5
3 S 3 A, 1 3 0 I JE 0 O R s B, C-
Raf J& 06 A1 /b g — Ff i, 512 MAPK 35 1A 528
TR KA 5 0 2 U 5 500 0 S0 P 34 3 5 R
i, C-Raf 1 BEL 0 V17 i [ i 400 441 Jd o8 40 L 1 A A7 A
MAEH R . BT, % Raf #3697 0259 E 4 BF
FU ARG T E T C-Raf & R K, BB
FEFARIMXT C-Raf & A HAMHIMEH, BRIP LA
THE MAPK 3 # oA — 52 iR

FEAR T PP R R F T &5 R A
TR EE L, 8 A 0k 24 B o R0 I DR A T Y R 4
AT, AR — A 25 BRI Pk A Y,
TIF 5 4 77 35 A 8 23 08 T 09 3R B0 107 2 5 Sy
oA F) T 85 7 3R 0 I & S I B AL A 9 B IR
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