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[ Abstract | Objective: To investigate the inhibitory effect and mechanisms of Shenqi Yiliu decoction
(Yi Liu decoction) medicated serum on proliferation and metastasis of gastric cancer cell line MKN-45. Method :
Methyl thiazolyl tetrazolium ( MTT) was employed to test the viability of gastric cancer cell lines MKN-45. Tran-
swell test and scratch test were used to detect the invasion and metastasis abilities. Real-time PCR technique was
used to detect the expression of cyclooxygenase-2 ( COX-2) and phosphatase and tensin homolog deleted on
chromosome ten (PTEN) mRNA. Immunocytochemical technique was used to test the protein expressions of COX-2
and PTEN. Result; After MKN-45 cell were treated by high-dose Shenqi Yiliu decoction medicated serum (2.8
g'mL™") for 24 h, 48 h and 72 h, the proliferation inhibition rates were 31.25% , 33.09% and 34.50% ,
respectively. After MKN-45 cell were treated by high-dose Shenqgi Yiliu decoction medicated serum for 48 h, the
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abilities of invasion metastasis and migration decreased by 36.18% , 49.46% and 36.46% , respectively, the
expressions of COX-2 mRNA decreased by 90% , and the expression of PTEN increased by 89.72% . Compared

with blank group, COX-2 protein expression was weakened in Shenqgi Yiliu decoction medicated serum. PTEN

protein expression was increased (P <0.05). Conclusion: Shenqi Yiliu decoction medicated serum inhibits the

proliferation of MKN-45 cells and weakens the ability of invasion and metastasis by affecting the mRNA and protein

expressions of COX-2 and PTEN.
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( H A& Olympus 23 % ) ; iMark %Y i #r /¢, CFX96 I
PCR X ( £ [# Bio-Rad A 7))

2 Fik

2.1 Z5WiMiE e K KRB BEAL o 25 H T 4
A o BRI EA(ESSES 0.7,
1.4,2.8 g-mL™") 4l 15 B, k. b 550540
AN 2,4 R, A2 E N 1 mL-100 g7 -
(2.d) ig 7T d, FARK ig 2 h BUL, 53 B BT o
2.2 ML IR MKN-4S 46 M3 #0855 55, R
DMEM #5523 [ & 10% KiG M4 i, & B R
(100 U-mL™") ], b 2 ~3 d 4 ¥ 1 ¥k, B £ 4n
ML F LA 325 .

2.3 MTT JAG 00 20 3 78 W 5% 4 i %5 B o 1 x
10°4~/mL,100 pL/ LR T 96 fLAR , A 24115 8 5
flo WAFER BRI S 0l (PBS) B %L, 24,48,
72 h J5, A MTT 20 L, 85 3% 4 h J5, i A — F 3k
AR 150 L, I HS W G JBE A TSR 3R

2.4 Trans-well /NFiERG AR ZZRE )1 TR0
M5B R S x10° 4~/mL, Boyden chamber /)N85 41 B
J& A 24 fLb . 5 L A4 fl 2 300 L, i
BEJS AR FRMR B R 5% ,10% ,15% (1 25 ) 1ML 335 .
T EMSE 2RI 200 wL, 1} 5% 48 ho B/ E [
LA iR gL BEAILTT A O BT Y 41 B A

2.5 )R SIS R ) 4 A A A g ] 2 i 2 B
N6 x 10°4/mL, 350 F 6 FLA T, 40 i % 5 35 90%
Ja L BALRIRE 6 A HAEAMAETME IR ?2 d,
IC5R 0,48 h YRR 98, B LI & 4 4b SR FEIME
2.6 Real-time PCR £l 40 ffd COX-2,PTEN mRNA
Tik JAEEANME R 6 x 10" A~/mL, 5T 6 L
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W RNA W& JE , JH Takara 398 5% 5% 3805 €50 5% 3% &
cDNA, SIYFHhE Ay TR (RE) ARAF G
W, W3 1, H CFX96 Real-time ¢ 5% PCR {3 14,
PCR #8254 :95 C 10 5,95 °C 10 5,60 C 20 s,40
AEER o AR AR I, BRI 7 R S R I
2O A B

*1 5|#MF5
Table 1 PCR reaction primer sequences
ElR7] 5 (53" B /bp
B-actin GGAGATTACTGCCCTGGCTCCTA 150
GACTCATCGTACTCCTGCTTGCTG
COX-2 GCCTGAATGTGCCATAAGACTG 140
AAACCCACAGTGCTTGACACA
PTEN GACTCTGGAATATCCCTGGACA 106

AGGTTTGCTGCATCGACATCTG

2.7 AR I 40 i COX-2, PTEN 7K {1 %34
RN L R 6 x 10* A~/ mL #5368 7 BT 24 L
Wb, AL 500 WL 4% 20 Ji A 5 I 3% 9 15 37 2 50
WL, 4 413 3 A fL. 5 20 MO e W 36 3% U5, 6

K2 SEHNEH LB MKN4S S aEMNE M (x+s,n=8)

JeR & F 4% 2 R P p %, 0. 1% Triton X-
100 R F ,3% H,0, EiRkFFE 30 min, I A 5%
BSA #f [ # % # 20 min, Bl A Rabbit Anti-collagen
Type [l (1:100) ,4 CH¢F L&, WA ¥ = bric il
Pt 1g,37 C 20 min; il SABC,37 °C 20 min,
DAB 5, 5 KR 4y, R R L BE o1k, KR ¥ 5
B RE CBE K, W AGE W] HhE . SR 3
B . fdiH] Leica Qwin F G2 & AHXT RO EE 1A

2.8 GiiteeJrik: SR SPSS 19.0 Geit B, %
HHx x5 RoRTHRFR, G 7 22 55 ME R g 45 2R, 4
LG AR T ¢ K B, P < 0.05 5 22 5% F 481t 2%
3 #R

3.1 M XTS5 5E A
WFRFEA IR, S Mg Mg ar A W2 R
(P <0.01), HrZ i 7 iln & 20 48 h w41 il
22 1t 058 At s i) B 5, )k 2H DU S, v ) o
P10 ot 230 52 I )R A P ARG e 7R B 2 (] — B[R] B 1Y
P00 74 238 2 ok RO PR . LR 2

Table 2 Effect of Shengi Yiliu decoction medicated serum on proliferation of MKN-45 cells(x +s,n=8)

- 25 49y 13 ke 24 h 48 h 72 h
/Y A il %/ % A ik =R/ % A i =/ %
S A R SR Ak - 1.43 +0.03 - 1.42 +0.02 - 1.43 £0.02 -
25 [ 134 10 1.34 £0.05 0.03 1.41 +£0.02 0.01 1.42 +0.01 0. 00
S 7 5 1.14 £0. 03" 22.22 1.03 +0.01" 28.16 1.11 £0.04" 19. 17
10 1.04 £0. 04" 29. 86 1.01 £0.02" 27.46 0.94 £0. 02" 31. 69
15 0.98 +0.23" 31.25 0.96 +0. 02" 33.09 0.92 +0.01" 34.50

T SRR i P <0.01,

3.2 B IEMIE T MG X MKN-45 40 i {2 22 5 % e
TR 558 AR IR A L ER, B R R I
T 1048 h J5 , 41 2 b /N 1 B s > (P <0.05)
1RBHESIBEAR, WK 3, K1,

3.3 SRR Iy i vE X MKN-45 41 g 5T #% fiE 1 1
MW S e IR R R, G T 48 h
Ja AT A% BE 7955 (P < 0.05) , Z F A J7 %
hoE R R RIR B RS . R 3K 2,

®3 SEMEFMFEXN MKN4S FREEZRBRIBEAHUHME (v £5,0=6)

Table 3 Effect of Shenqi Yiliu decoction medicated serum on invasion and migration of MKN-45 cells(x +5,n=6)

25 51 Y MG/ % RIS REMER/ % HRAME A HBEMEE/ %2 RIEEE/mm TG R %
SEA I R I - 43.00 +0. 00 - 62.22 0. 00 - 0. 96 0. 00 -
25 [ 135 10 43.00 4. 15 - 61.33 £4.90 - 0.92 +0.03 -
Z AN T 5 32.89 £9.07" 23.51 50.24 +4.73Y 19.25 0.79 £0.01Y 17.71
10 32.89 +6.73" 23.51 43.33 +3.01" 30. 36 0.70 £0.02" 27.08
15 27.44 +7.38" 36. 18 31.44 +2.87" 49. 46 0.61 +0.01" 36. 46

S A R P <0.05(% 4,5 ),

3.4 BTICHE 7 LTS X 408 COX-2, PTEN mRNA
FIEMEEm 558 R SR A A, S R U Il
HA ) COX-2 mRNA FiEH#FFEAL(P <0.05),
PTEN mRNA ik & THE (P <0.05), WLFE4,

3.5 ZICHE J5 ML XF 4R COX-2, PTEN & 3%

K e SR AR AN COX2 HHRBE

SR FHPEFI B, 25 Wy v 4L 40 i COX-2 H H KRB B

A, S 5 PH R sl B P o 50 4 0 5 ik 4 20 i 4 R
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H(K2~4)

1 SEMEHIFEX MKN-45 i MEE B2 M (450 %E
Peft,, x400)

Fig.1 Effect of Shenqi Yiliu decoction medicated serum in vitro

invasion of MKN-45 cells( crystal violet staining solution, x 400 )

B2 SEMEAMFEY MKN45 40 i %R X 88

B0 ( x400)
Fig.2 Effect of Shenqi Yiliu decoction medicated serum on scratch

area of MKN-45 cells( x400)

x4 BEMEHMEST MKN-45 41f COX-2, PTEN mRNA %%
BIRME (x £5,n=6)

Table 4
expression of COX-2 and PTEN mRNA expressions in MKN-45 cells
(x+s,n=6)

Effect of Shenqi Yiliu decoction medicated serum on

215 259 175 W BE /% COX-2 PTEN

St AR g Ak - 1.00+0.00  1.00 0. 00

25 L - 1.01 £0.26  0.62 +0.24

Z I 5 0.53 £0.03" 2.51 £0.23"
10 0.19 20.04" 5.84 £0.94"
15 0.10 0.01" 11.25 £1.26"

LD PTEN 48 & (L B0ik, 5255 BHPE s 1, 259 1
W4 PTEN 3 H & (3% i 22 T, 5% 9 FH P s BH 1
G SRR W], 5 o8 A IR S AL LR, 2 AR 7 I
EH COX2 EHRE B FZREM (P <0.05), PTEN
HEHFRIEEFEHMR(P <0.05) . WE3,4,%5,
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HEHAL, x400)
Fig.3 Expression of COX-2 in MKN-45 cells after intervention of

/& COX-2 7£ MKN-45 48 fl 1 i) 3 3% (f2

Shenqi Yiliu decoction medicated serum ( IHC, x400)

B4 SRMEHTMET]
B AL, x400)
Fig.4 Expression of PTEN in MKN-45 cells after intervention of

J& PTEN 7 MKN-45 40 Bl f i R 5% (0

Shengi Yiliu decoction medicated serum ( THC, x400)

RS5 SEMEFS MFEX MKN45 1 COX-2,PTEN EH RiAH
M (x+s,n=6)

Table 5 Effect of Shenqi Yiliu decoction medicated serum on COX-
2 and PTEN protein expressions in MKN-45 cells(x +5,n=6)

215 2599 1175 W BE/ % PTEN COX-2
56 4 B R Ak - 0.22 0. 12 1.02 £0.01
25 L - 0.20 +0. 01 0.99 +0.02
Z IR 7 5 0.45+0.02"  0.78 £0.03"
10 0.69 £0.04"”  0.57 +0.01"
15 0.89 £0.03"”  0.23+0.01"
4 itig

B ) AR R 2 B DR RS B0 S R i

T 40 i DR -5 0 e 1 R 2 WL 2 L T T A
b H 40 M B R T 2 B B S R E Y .
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WFF & B2 BTN 7 259 1038 T LA ) 8 98 240

14 58 % {5 22 5 B, T BB COX-2 i1 3 3k &, Wl

555 R 400 0 19 42 22 BiE 1 TH 5 PTEN (9 6 ik i, 3
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