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ABSTRACT Objective: To investigate the effects of the enthanol and nanxing extract from Rhizome Pinelliae Preparata on hypoxia-
inducible -1 alpha protein expression and aggressive influence in human gastric cancer cells BGC823. Methods: CoCl, (chlorinated cob-
alt) was used to induce BCG823 cytopathic hypoxia approach, which leads the increasing the expression of hypoxia-inducible -1 alpha.
The cell viability was detected by MTT chromatometry and cell growth curve was generated; Transwell small room was used to detect
cells attack ability, RT-PCR, Western blotting was use to detect hypoxia-inducible-1 alpha mRNA expression and protein level. Results:
The extraction of enthanol and nanxing can inhibit the proliferation of cells BGC823 human cancer;.The enthanol and nanxing extract
can inhibit the aggressive ability of cells BGC823 human cancer cells, the cause of which may be the decreasing of the expression of
HIF-1 alpha mRNA and protein. Conclusion Enthanol extract from Rhizome Pinelliae Preparata can inhibit the BGC823 cells proliferat-
ion and Restrain BGC823 human cancer cells aggressie influence by lowering hypoxia-inducible - 1 alpha mRNAand the protein
expression.

Key words: Raw Pinellia; Nanxing Gastric cancer; Attack; HIF-1a

Chinese Library Classification(CLC): R734.2 Document code: A

Article ID:1673-6273 2011 10-1861-04

[4]O
4[1]O [5-6]
N —-la HIF-la Semenza  Wang 1992 o
[2-3]O [x]O
N BGC823
BGC823
. 9 3
1
1982-
E-mail: czzyk@smmu.edu.cn 1.1
A E-mail: czzyk@smmu.edu.cn I.1.1 100g

( 2011-03-07 2011-03-31) o



- 1862 -

www.shengwuyixue.com Progressin Modern Biomedicine Vol1ll NO.10 MAY.2011

1.1.2 .0.25%

PAA 3-(4,5-dimethylthiazol-2-
yl)-2,5-diphenyltetrazolium bromide, MTT
BGC-823
Conrning
Reverse Transcriptase M-MLV (RNase Inhibitor,Oligo d T 18,
dNTP Mixture  RealTime PCR TaKaRa

RPMI 1640

Sigma

Trizol  Invitrogen

pierce N
ECM554

Sigma o

santacruz

Chemicon o
1.1.3 .

N Thermo

PCR  Real time PCR TaKaRa
TANON
Olympus o

1.2
1.2.1
1640+10%FBS
5%CO,
122 N

RPMI
100wmol/L 37C

100g

N

0.05v/V,0.1v/V,0.15v/V,0.2v/V,0.25v/V
RPMI 4
24
mRNA
1.2.3 BGC823 BGC823
1 1000xg S
RPMI 1640
/mL,

10%FBS
5x10*

100p1

MTT

96 5
24
15mg/ml MTT
4
100rpm
570nm,
HIF-1a mRNA BGC823

mRNA o

20

150ul  DMSO 37°C
1.2.4 Realtime-PCR
24
Total RNA
RNA o
Oligo(dT)18 Primer
GenBank
HIF-1a

Trizol

lpg
RNA M-MLV
cDNA,
NM 0011101.3 PCR
mRNA GenBank NM_001530.3 o
o HIF-1a-Forward primer: 5’-GCGCGAAC-
GACAAGAAAAAGATAA-3’HIF-1a-Reverse primer: 5’ - CAC-
ACGCAAATAGCTGATGGTAAG-3’ B -actin-Forward primer:
5’-CCTGTACGCCAACACAGTGC-3’ B -actin-Reverse primer:
5’-ATACTCCTGCTTGCTGATCC-3’" PCR
191bp  211bp, PCR PCR
SYBR

B -actin

PCR

B -actin mRNA

Ct . Ct

Ct  Thermal Cycler DICE Real Time System analysis software
AACt
2ACt =2Ctm-Ctn
2AACt=2ACt1-ACt2 o
1.2.5 Western blot HIF-1a BGC823
24 o
BCA
5 Western blot 10%
4% 10ul - 80V
120V o
5% TBST 4°C
. ECL PVDF 1
X L
GAPDH GAPDH sc -48166
1:500 HIF-la sc-13515 1:5000,
TotalLab v1.10
1.2.6 BGC823
RPMI 1640
I1x10°  /mL  200ul Transwell
500pl 500l 10%FBS  RPMI 1640
6 37C 5% CO, 24 h,
Transwell
o / (Lysis Buffer/DyeSolu-
tion) 4X 175
CyQuant GR 225wl
75pl 15
480nm, 520nm,
1.3
o (ANCOVA) LSD
SAS9.1.3 SPSS 13.0
LSD P  P<0.05
P<<0.01 o
2
2.1 BGC-823
MTT
BGC
1, P<<0.01
P<<0.01 , 1, N BGC
BGC823 IC50 % = 1-
oD / oD x100% ICs=lg-1[Xm-i
(£ P-0.5)] 3 7.930%.



www.shengwuyixue.com Progress in Modern Biomedicine Vol11 NO.10 MAY.2011

- 1863 -

1 N BGC OD xt s
Table 1 Effects of water extract of Raw Pinellia and Nan Sing on
proliferation of BGC cell line OD x s

Group N OD Value Inhibition%
Control 5 0.850+ 0.036 0.000

0.01v/V 5 0.809+ 0.007 4.81% 3.26
0.02v/V 5 0.741£ 0.017** 12.76 4.04
0.05v/V 5 0.555+ 0.056*4 3473+ 532
0.1v/V 5 0.394+ 0.028*4 53.62+ 4.32
0.2v/V 5 0.162+ 0.037*4 80.86% 4.75

*P<<0.05 vs control group, 4P<<0.05 vs 0.01v/V group
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Figure 1 Effects of water extract of Raw Pinellia and Nan Sing on

inhibition of BGC cell line
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Table 2 Expression of HIF-1a mRNA in BGC823 cells

HIF-1a/actin

Group
Control group 0.014+ 0.003
Hypoxia group 074+ 0.016*
Hypoxia+IC50 group 0.048% 0.009*

* P<<0.05 vs control group, *P<<0.05 vs hypoxia group

Bypoxia+ICS0 group

Control group Hypoxia group

2 BGC823 HIF-1a mRNA
Figure 2 Expression of HIF-1ae mRNA in BGC823 cells
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2.3 Western—blotting
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Fig.3 Expression of HIF-1« protein in BGC823 cells
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P<0.05 48
P<0.05 . 3 4,
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Table 3 Cell number counted by transwell chamber model

Group HIF-1a/actin
Control group 0.014+ 0.003
Hypoxia group 074+ 0.016*

Hypoxia+IC50 group 0.048+ 0.009*

* P<<0.05 vs control group, * P<<0.05 vs hypoxia group

10%FBS 200x

C +IC50

4 0%FBS;
A: B
Fig.4 Cell invasion assay was assessed by using transwell chamber model
(left, 0%FBS;right,10%FBS) amplification: 200x;
A :Control group;B:Hypoxia group; C :Hypoxia+IC50 group
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