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Abstract

AIM: To investigate the effect of Ezhu on the
expression of cyclooxygenase-1 (COX-1),
cyclooxygenase-2 (COX-2), vascular endothelial
growth factor (VEGF) and prostaglandin
E, (PGE,) in human gastric cancer cell line
SGC7901.

METHODS: The MTT method was used to ob-

serve the suppression of the human gastric can-
cer (SGC7901) cells treated with Ezhu. By draw-
ing the suppression rate curves, we selected
the appropriate Ezhu concentration at the 25%
proliferation suppression rate as experimental
concentration. Reverse transcription-polymerase
chain reaction (RT-PCR) and Western blot were
adopted, respectively, to examine the expression
of COX gene and protein. Furthermore, ELISA
method was used to detect the variation of the
VEGF and PEG, expression in culture medium.

RESULTS: Ezhu definitely inhibited the pro-
liferation of human gastric cancer cells in a
concentration dependent manner. Electropho-
resis of the RT-PCR products demonstrated the
expression of COX-1 and COX-2 gene in the
human gastric cancer cells. Gray scale analysis
showed that both Ezhu and celecoxib inhib-
ited the expression of COX-1 and COX-2 gene,
and the inhibitory action of Ezhu was greater
than celecoxib. However, Western blot clearly
showed that a specific protein strip was ob-
served in COX-1 group at the 70 kDa, while in
COX-2 group at the 80 kDa. Gray scale analysis
confirmed than both Ezhu and celecoxib had ap-
parent suppression on COX-2 protein, but had
no effect on COX-1. Moreover, the suppression
function of Ezhu surpassed celecoxib. Ezhu and
celecoxib obviously degraded the content of
VEGEF in gastric cancer cells. In comparison with
those in the control group, the results are statisti-
cally significant (91.0 £ 18.2, 127.8 +12.1 ng/L vs
162.0 £15.1 ng/L, P < 0.01). The level of PGE, in
the cells treated with celecoxib was lower than
the control group with no statistical significance.
Nevertheless, Ezhu decreased the level of PGE,
significantly (67.5 + 6.9 ng/L vs 78.7 + 5.6 ng/L,
P <0.01).

CONCLUSION: Ezhu can inhibit COX-2 and
its downstream expression of PGE,, and down-
regulates VEGF expression, so as to suppress the
proliferation of gastric cancer cells.
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1.1 #4 NBEAISGCT7901 4 i [H 25 Rl K24
PR 2 B S50 B AR AE . FEORPEIOE T
B B 25 B S S PR, celecoxib(FERE A~
AVE/R K2y #2545 5] . RPMI 16401557
FhiGibcoA A A=, COXBIMIE H Rl Tk
W TRREAR MRS A WA F, AN ME bt Y
ZEF A A AL, DMSO( HIEEEAR) BT 75k 4
Kt 7 AT PR A w427, MRNA tripurefilif
A7) % HiRoche Diagnostics 2y 7] 24E 1, COXPiAA
tiSanta Cruz/s#)4E/, 100 bp DNA ladderl¥ [
KIEFREY) THEARAF, 100 bpik Fladdert
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Ve AR AR SO AT FRA 7 A 7. PGE Rl 77
#rtHZE[EBPBA H) A4

1.2 7k FH2.5 g/LIEER AR b8 )2 R 7R 40 i
SGC7901, il # P ai s, LAAEFLT X 10*4M41
N 196 FLIE IR B (FFFL100 pL), F3 Al AN IH]
WEEFEA, BA37C COMA T 5724 h. &
JaRFLIMAMTTH (S ¢/L)20 uL, T-37°C4k4k:
FE4 h, ZRER. WAL IR R B, A
100 uL DMSOE#% 10 min, 7EBFEEGREK 4>
BTG T8 A so0nm PIE. BASUINER FEHAS 040 i 11
EMEROEEINIES
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70°CiE K5 minja, SZRPE Tk, IIAS uL
S22 vh Y, 40 MU/L rRNasediil7#1 uL,
10 mmol/L dNTP 1.25 pL, 200 kU/LM-MLVi¥
Mkl pL, JEAMIZK 225 pLa kG, Ra
37°C 1 h; 80°C 5 minZ¢ 1L MY, -20 CIRAT. 514
FF#ICOX-24: COX-2 F: 5' ATC TAC CCT CCT
CAA GTC CC 3'; COX-2 R: 5' TAC CAG AAG
GGC AGG ATA CAG 3'. ¥4 i BEHK J& 4807 bp;
S 4)COX-14: COX-1 F: 5' CCG GAT GCC
AGT CAG GAT GAT G3'; COX-1 R: 5' CTA
GAC AGC CAG ATG CTG ACT G3'. § 4 } Bt
K H529 bp. RIVAKZ: 10X reaction Buffer
2.5 pL, 25 mmol/L MgCl,2.0 pL, 10 mmol/L
dNTP 0.5 pL, 20 mmol/L_ R34 %04 uL,
cDNA 2 uL, KTaqfiff0.3 pL, #MIN/KZ25 uL.
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BRI 24 9B 1 h; IBlot washiiyk2
K, %10 min; JIACOX-15(COX-2[1—4i,
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R, BER10 ming MBI AR L I — P
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WY M1 2 10 000; HIBlot washiRyE3¥k, BEIK
10 min; JOAL @ TR IGHE, 7625 CiRHS5 min.
RYAHILE: i = i -1 DRy LI an: e s e 3iidn
BARGARG I AT HE 73 H7.
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T2 G B 51 256 kg 25 % Ief 1) 25 103 B A Sk T 24
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SIS AL L 14529529 bp(FF A COX-147
BV A, INACOX-25 1) 1 & 43 w] W1
429807 bp(FFErCOX-247 B My, Hr 5
PELF(K12). BB 40 e hH COX-1 mRNA,
COX-2 mRNAKIE. X &4 BT K% 53 bt
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mRNABJAHIHITER, FAXCOX-21 41
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B 2 COX-1 mRNARICOX-2 mRNAZEA BEMIRDH
TIK. 1-3: COX—1 mRNA; 5-7: COX-2 mRNA; 1, 5:
SGC790140l; 2, 6: FERE M, 3, 7: FARL; 4: 100 bp
DNA ladder.
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B R~ bR A — AN SR A — T g 1)
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N5 T BEERN SR, B 5 mnR
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