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HT CD14,TL-18 F3%k K SGC-7901 4 I 1= 25 45 1
T AL T By iR T AL

KRR, TR AR, KA
(FEFEHXF,®mT 530011)

[(FE] B WS R 5t A E B 40 7901 #5 JA 1 J% CD14 ZEH R SR E IR F o (TNF-a) K [ 41 A %
1B(TL-18) FIK AR o J5 3% 2R FINLTE 25 327 7 i, % B 37 16 20 1008 VA 97 2043 30 3 A IR AR FR 43 %0 (5% ,10% ,15% ,20%
30% ) V& PALIE T B 2 10 T A S0 955 35 50 B IR A0 S SGC-7901, 7 F IO FFY {8 G w R £ R i S B (R (MITT 8 ) 4630 410
Fbo B 5 3 K 40 LS4 AT 400 PR T S8 4 AR LB, S 2 4 4K Real-time PCR 47 AR 4G CD14, TNF-a, IL-18 25 [1 X mRNA ik 1%
Olo GESR: GXHRALILEL,IGYT 4 SGC-7901 4 Ml 77 1 R B . T [ (P <0.05) s 5 %5 BAH L8 VA Y7 40 S A A fe i 2> .G,/ G, 1
MNLIE 2, B 5259 B ik BE A R K (P <0.05) o Ry W B T 9E CD14, TNF-a, IL-18 4 H & mRNA %3k 3 {2 #F 240
M T (P <0.05) , Lhrr il s B W W o 8518 78 $ Ak 18 77 v Bl 4 455 CD14, TNF-, IL-18 £ 3k , /- 3 SGC-7901 4 i S 191,
P55 I T, R BT TR B A AU
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Effect of Qingre Huashi Dectction on Regulating SGC-7901 Cell Apoptosis
by Mediating CD-14 and IL-18 for Prevention and Treatment of Colon Cancer

ZHANG Bao-jing, CHEN Yuan-neng” , ZHANG Tao
( Guangxi University of Traditional Chinese Medicine, Nanning 530011, China)

[ Abstract | Objective; To investigate the intervention effect and potential mechanism of Qingre Huashi
decoction (QHD) for preventing the onset of colon cancer by observing SGC-7901 cell proliferation and apoptosis
along with the expression of CD14 gene, tumor necrosis factor alpha and interleukin 1 beta. Method: SGC-7901
cells were divided into control group, intervention group. In vitro, the control group was offered fetal calf serum.
The intervention group was fed with serum containing QHD for 5%, 10% , 15% , 20% , 30% . The
multiplication, proliferation and apoptosis of SGC-7901 cell were detected by MTT and flow cytometry respectively.
The expression of CD14 , TNF-a and IL-18 gene was assayed by immunohistochemistry and real-time PCR. Result;
Compared with control group, the survival of SGC-7901 cell was decreased in QHD group (P <0.05). In QHD
group, the cells in G,/G, phase were increased but the S phase cell was on the decline. Those changes were
correlated with the culturing content. There is a significant difference between QHD group and control group in
those changes as mentioned above (P <0.05). Especially, the effect of middle concentration serum containing
QHD on inducing cell apoptosis and down regulating the expression of CD14, TNF-«, IL-18 was obvious (P <
0.05). Conclusion: QHD exerts a distinct effect on preventing the onset of colon cancer by mediating SGC-7901
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cell S time, cell composition and regulating the expression of CD14, TNF-a and IL-18 and inducing cell apoptosis.
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18; apoptosis

B N UL A S R 2 — | 7 SR R
FEDR R e ) A & BL AR AT R AR
R, HETIA 5 T IRAT B (HP) B BRI 0%
FEMURNIEIN FA X B AR E 1B 58
K, U OC T HP ARy 1 268U I 115 2
2N, N AR 2 35 44 R R 2 3 N 57 43 Bt B B R D
BRI N HP e 1 LR DLW R b A
D RE I N AR , e R >R FH ¥ PR 77 B AT BT a4t HP
AR, HE T AT R T B 36 . R ik — 2P 48 R LB
6 IR 0 AT RE AL, PR R T I E 25 A U i W
%57 SGC-7901 4fi Jfg 4% 5, 4 1= M AH K B K CD14,
TNF-a Je TL-18 323516 B0, 0 T #0188 28 J7 25 By
BN B AL
1 ##

L1 Zfakk sesh¥ A8 IR 4 i kk SGC-7901 %
7V BE R R A B A S rhuG U 5 SPE 2 SD PR R
B, (200 £20) o, W 1 P8 BERFR 2 3 #5253 by
B Al IE S SCXK (H:)2009-0002,

L2 250 Kafon W HER )7 (QHD) 4l #2756
g JIEFN 3 g, AR 45 ¢, HIRE9 ¢, K9 g, /L
BE12 g, HEE 1.8 g W% 4.5 g, IRET I g,
FEA4S o, W12 g, BT 12 ¢, WA PPEZY
KA — B BE B 2 be, 287 P BE 25 R 2y
B R G AR A b B R R SR S E AT A 2 bR
o JHZRRKFUR QHD 259, e A e il 2B 25 1 g
mL ™ 259, i e RS 4 CARAEASH . DMEM 5%
FW . E W B A4 I FBS ( Hyclone ) . MTT
(Amresco) , I F VN (DMSO) (¥ Kt £
N E R AL #HE S 4 ) 8 SH30022, SV30087, 0793-
250,D8779) , B5.LoAE LR RNA 42 B0l & (db stk
2w, 45 DP419 ), 31 5% 5 i 57 & (RevertAid
First Strand ¢cDNA Synthesis Kit) , ( | ¥ 4= % B 4 2
AL A5 081243) 51 ( iAW R AW S
M425086/M425087) , Alexa Fluor 488 annexinV/Dead
Cell Apoptosis Kit with Alexa Fluor 488 annexin V and
PI for Flow Cytometry ( B T FH Ot 52 %6 .0, 41t %5
MANO0002108 ) , Cycle TEST PLUS DNA Reagent Kit
(3£ [ BD 2w, b5 340242) , f e A0 & ()
MR HF A A, it S 070611 ), FS Universal SYBR
Grenn Mas (J7"JH R WF 2 7] 415 40288)

Qingre Huashi decoction; human gastric cancer cell SGC-7901; CD14; TNF-o; IL-

1.3 ¥ %%  Axiovert200 AU 3| & AH 25 B 4% (12 H
Zeiss /> 7] ) , Bio-Rad I 4> [ Bl bR 7500 575 )
PCR %, 5810R 7Y & # Ik & &5 .0 AL (35 K 18 =
Eppenndorf Centrifuge /% 7 ) , HEPA FILTER-CO, 4
FRAH \SZ-93 T [ Bl XU 4l K ZE 48 2% (¥R b 5
AARALES ) ,PTC-220 RIZE il PCR ¥ 384 (£ H
MJ 2 &l ), Power/Pac300 ! Bio-Rad Hi Jk 1X . Gel
doc2000 #Y 5 i BiAR 53 B £ 58 (55 [ Bio-Rad A H]) ,
LXJ-1IB BUIE 3 K 25 & 3 0 #L (B =38,
FACSCalibur %40 i 37 X7 M AL (S€ [ BD 22 +))
2 Hik
2.1 FZimiEdls 20 AR IBITHS T QHD,
M A 2 TR LG SR AT A, 5 QHD AR AGR &, KR
18.73 grkg U X B T AR ALK, ig, 1
W/, ESET dy RIREGZ5 2 h )5, FH 10% 7K & &
5 (3 mL-kg™") bR, BE 32 30 kB, 238 F#FE 2
h,F 4 °C,3 000 r-min~",Z.0> 15 min J5E 103, [F
FiLE IR 4], 56 °C,30 min K 3% 4bFH, 0.22 wm 3§
B DR BRI, 8 T - 20 CLRAF#H o
2.2 MTT kil A H R SGC-7901 41 jid 1 5E
N E B SGC-7901 4 i 45 # T % 10% a4 1l 7
() DMEM K32, & F &% 5% CO,,37 CHKE 546
HEE SR, UG T SO K B 4R, 0. 25% [kl
Ak, -l DMEM 5% 77 & i 5 40 A 2, 200 pnL/4L,
PL4 x10° A~/FL 0 % BE R T 96 FLARCR , 4k 88 5%
24 h, MRS W PSR 5 1 F5 W, 05 VR n O X & %
SCHRLS TS FEME B . QHD 443 B AR & 6 28 1l 1%
() DMEM 5% 5 200 wl # 8K 5% ,10% ,15% ,
20% ,30% [ QHD & 24 IfiL 7 , FA M X 18 41 23 551 A
TG A 13 ) DMEM 1 5% B 200 pL ., f B R
5% ,10% ,15% ,20% ,30% ()25 11 I3 , XF B 2H 0 &
10% fi5 45 1L 1) DMEM 85 529, 4% 5 A~ 5 1L,
kL7 24, 48, 72 h J5 B ALINA MTT B (5 g-
L7')20 wl,37 CHEHE 4 h J5, 1 mL 3 5 #5700
W - BfL b Y B 3R W, B4 B A DMSO 200 L,
FAIR % P PR Y 10 min J5, B4 H 3 B A5 X
570 nm M 5E S FLWEE (A) o
PRI R = (A g = Apn ) /Agyq, X 100%
2.3 BN AR I A 1 R SGC-7901 41 it 1t
KT BT X8 KW 4 i, | DMEM B 5
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T A0 M=, 2 mL/ AL, A 3 x 10 A~/ L ) 25
R T 6 fLih R 24 h R a2y, BRI,
L 0 75 222 SCHR (5 ] i AR A& B, 16 97 4145 5
INAK & a4 1 /9 DMEM 35523 2 mL LA & 5%
15% ,25% QHD £ 25103 , B x5 B2l 20 51 i AR
IR I ) DMEM 3552 55 2 mL DA K& 5% ,15%
25% () 25 LW, X Bk & 10% AR A4 I3
DMEM £3589, k223535 24 h )5, 9 0. 25% 1
ANFr EDTA () JBE B Ak, W 2 4 A, b 3t =2 20 P SRS
W, H FACSCalibur S8 3+ 5443 Br PT 926 H J5 Bl |
21t A 30 0 40 O TR

2.4 RPEAAL R SGC-7901 4 iy CD14, TNF-a
KAL-1B FEHRIE M4 R b PETR] 2.3, 1 4
FE 204k SABC ¥4 CD14, TNF-o & 1L-18 & 1%

Ik, A% i BRI B BEAT R, e LA D
PBS A8 —$1 Ry 1M X B, SR Image pro plus 4.0
A AT MG A3 AT, TR PR 3k A T AR, 45 SR DA
“am’” IR

2.5 B¢ % PCR Kl SGC-7901 4fi ffi CD14,
TNF-a,IL-18 mRNA ik 27 41 S ab 3R] 2. 3,
I 52 B %€ )% 2 J PCR 7% (Real-time PCR) , L) B-
actin P2 K ill CD14, TNF-a, IL-18 mRNA %3k,
F A i B R U B B R AT R A, A5 AR SO0 MR S
fH i % 6 & = PCR U M X Ff # 1F ABI
Prism7000SDS #f/f 52 i 7 A8 3 B 2 i+ 5 =18,
H G F N 5 B-actin () mRNA ik WA E R B A3
BRI AR A Rk &, 5IFFI Wk 1,

®1 BHERMNSEENSIWFT

A Forward (5'3") Reverse (5'-3") 84 P Ex/bp
CD14 TACAGGGATCCGGGTGGTAA GCCGAGGCAAGAACAAAGAA 142
TNF-a CACGCTCTTCTGCCTGCT GCTTGTCACTCGGGGTTC 128
IL-18 ACTTGAATGCAGTGCGCCTC GGGCCCGGTTATCAAAAATC 118
B-actin ACACTGTGCCCATCTACG TGTCACGCATTTCC 153

2.6 GiilapabI R A SPSS 11.5 for £, 905 -

Bl DL v+ s FoR, ) HL R B IR E O 2208,

TFEFFHH LSD &, 77 2 A 55 i | Tambane’S T2 <

M, P <0.05 A ST £

3 OGR ®

3.1 XF AN EBRE SGC-7901 A s s iy g A

[l A L2 %0 QHD % 24 1fiL 3% 55 SGC-7901 4 fifg 3 ] . '

WEE 24,48 ,72 h,10% QHD & 245 i35 24 h &
N 56.77% > H0 40 il 20 & 25 0 KRR o AR
16. 88% ,{H J& 48, 72 h J5 & A B &8 0y M il /5 H
A RE 5 25 W Y 254K 3h ) 2 A G R B 0 S8 0 R
HIc24 h, WET,

3.2 Xf SGC-7901 4t ffd i WA 0y 5z me - i 4 FCM 5
BT, QHD Y497 41 SGC-7901 41 L (¥ S #4141 it Uk
D Go/Gy WA 2, H 5 25 W vk BE (5% 25 13 1k
TR 80 A R ARV (P <0.05) , 5 X B4 LA
Giits 2w (P<0.05), Wk?2,KE 2,

3.3 X} SGC-7901 Ay Ty 52 o U =X 4
ORI, QHD &7 41 T 1t SGC-7901 #fijifg 24 h )5,
LA M PR T R A B2 1 5 (P < 0..05) {0 557
ToARSCE, Horp DUl s aOR A (P <0.05) . iX
U], QHD vl A M IH T, Wk 2,

3.4 X SGC-7901 #fffi CD14,TNF-o, IL-1B % M
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A. 5% QHD & 2541 ;B. 10% QHD 4 25 i35 41 ;
C. 15% QHD % 25134 ¢ ;D. 20% QHD & 25 1M 75 4 5
E. 30% QHD 5 25 L% 41
E1 QHD &#MmiExt ABE SGC-7901
MABEEA M (x+s,n=5)

F2 FHRNLERAI SGC-7901 4 e F HI

MBATHFIME(x£5,n=5) %
20 51 RPN MM T R G,/G, G,/M S
/%
X} 1 - 9.28£0.91  62.20 13.26 24.54
QHD % 24 Il 5 12.53 £1.19"  69.06" 13.26  17.68%
15 13.72 £0.81%  67.61% 13.53 18.86"
25 10.46 £1.07"  64.617 15.65 19.74"

W 5 BA A" P <0.05,”P<0.01(£3~4 ),
mRNA FiE M QHD & 34Y7 41 CD14, TNF-«
J IL-18 5 F & mRNA £k 8 TR, 5 X8
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A. 5% QHD F25MiE 4 ;B. 15% QHD & 251 {& 4 ;C. 25% QHD & 251441 ;D. X M2l
2 BRUEFEAMFEXN AT E SGC-7901 4K FHA K #I0

HHBAGIFER (P <0.05,P <0.01),4%3A
Sre A JC W 2E e 4R R 8 R L A7 /E CD14,

TNF-a,IL-18 # 1 J mRNA & 35 )45 5, QHD 7]
AET PR A5, AR RO . LR 3 ~ 4

®3 BERAEFTABE SGC-7901 HAE CD14, TNF-a,IL-18 BEEFEM B (X £5,n=5) pm’
4151 W5 % CD14/ x 10° TNF-a/ x 10 1L-18/ x 10°
pogiist - 5429.13 £233.19 4917.25 +239. 14 5017.29 +184.37
QHD & 24 1fiL ¥ 5 3 846.35 £125.61" 3 787.44 +137.31% 4 081.75 +105.91"
15 3416.71 £203. 117 3517.31 +239. 15 3915.47 +212.36"
25 4168.27 +161.25" 4193.16 +125.53" 4 408.36 +119. 617
F4 RAAORABE SGC1901 45 CD14, L 52 L 1) 96 A5 4Tl e R 0 S R
TNF-a, IL-1f mRNA RAMBI (c 200 =5) P — S R RS T, 2 B 2 PR
4151 Mﬁ;:\& CDI14 mRNA TNF-a mRNA IL-18 mRNA Ej%ﬁﬁﬁa&jﬁﬁ%ﬁ%& ,ﬂﬁﬁﬁﬁijf,biﬁé%éﬂ
Bt HEUB S b i B DNA RS IC Jk PR 7 5 R A2 5
pogiist - 2.97 £0.13 2.01 £0.12 2.24 +0.21 %gggfﬁ%ﬁﬂqj@ﬁdzfm VA T R ST B e 4

QHD % 25 I3 5 1.59 £0. 11" 1.62 0. 14" 1.79 £0. 117
15 1.35£0.17% 1.44 £0.27" 1.58 £0. 15%

25 1.76 £0.24% 1.71 £0. 16> 1.81 +0. 13"

4 itig

PSP EA IR S T L 4 B Im R 9L, ik
P PRI )y AR E T N EE e T
M. 256 M, 228 50 AL BB A K T FA
BEZ R PR R LY 285 o O7 i R T A )
PR B0 25 1003 B i6 98 04 R REHIL 1) Sz AL
S5 R R WVE AL W2 J7 AT LA ) SGC-7901 4 Jifg 384
B, T HAR A S 1,155 T A0 M UE T, 4R v RABIR T
A BT R E

B SRR G R B SE N R R EY],
HRAEW R ZFIENRZMRR, G T 1 F 25N
PRt . CD14 JE LT 5q13. 1, H Rk 1 7= )
CD14 J35 AW 4 Ui g 22U 455 LPS 5
LPS/LPS-binding protain( LBP) & & ¥y, /1 % LPS B
B AN B, AE LPS 4 58 RE Sz N R AR .
YERA T N3 R 1Y R SO 10 d5 B 2 1945 5
% CD14/Toll-like receptor 4 ( TLR4) {2 A J 4%
NF-«B i fb , {2 iF 4 5E A+ 4 TNF-a, IL-18 K 1 B

KB CD14 3[4 5 5 9 5y B M6 . Macn 2501
i 3 A ) B e A I P TL-18, TNF-o & BE 15 98 A
LT X 2 A A PR 3k KT X B B T OE
O REZE, PR 7T IA R 3K 2 A4S 48 A AT Be A A T
B R AE Wb B . ARTF R R B, W RAIE T T
i SGC-7901 4l 24 h J& , H CD14, TNF-o % IL-18
R mRNA FRH 2 TR, 5 AFER
FxSR, LIRS A Mg A R 5 T AR R OE
FHOG, $5 R T A 25 07 25 W] LA #2 CD14, TNF-a,
IL-13 &3k, KA 5 98 0 R0 o

g b, DR IV PR T B R B A
A BN, LML AT g S i A & CD14, TNF-a,
IL-18 BL[H #35, T 1 SGC-7901 Zifitg S 7,75 5 41 ity
AT, NI R B R B, N — 8
CD14/TLR4-NF-«B i f# i BEVE b A 5 B e A 2, DU
T3 ME , 435 7K - B B A v R RS A T, #R T
PARIE 7 25 T 100 98 09 FE AL 5 A R0 8,
B 25 ' i B VA AT RE AR R — A 4k LI
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