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Abgract :Objective  To clone E. coli PNP gene, construct its eukaryotic expresson vector and obtain
positive M KN-45 cell clones expressing E. coli PNP gene stably. Methods PCR amplification was per-
formed using primers based on E. coli PNP gene sequence from Genbank , E. coli genomic DNA as tem-
plate . PCR product was inserted into pMD-18T. After the sequencing was confirmed , the gene was sub-
cloned to pcDNA3. 1 to construct recombinant eukaryotic expresson vector pcDNA3. 1-EPNP. The re-
combinant plasmid was transected into M KN-45 cells by lipofectamin method. Results PCR yielded a
fragment of 716bp and EPNP was verified by sequence analysis. Enzyme digestion analysis showed that
the target gene was sub cloned into recombinant vector. Resistant clones M KN-45 expressed high a
mounts of EPNP mRNA and showed a strong sensitivity to MePdR. Conclusion The eukaryotic expres-
son plasmid containing E. coli PNP gene was success ully constructed. The positive M KN-45 cell clones
expressng E.coli PNP gene stably were obtained , which haslaid a solid ground for further study of gas
tric cancer gene therapy with PNP/ MepdR suicide gene system.
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1 pcDNA 3.1-EPNP
1.1 JM109 JM109 pcDNA 3.1 , LB
pcDNA 3.1 Invitrogen 37 18h,
pMD-18T pcDNA 3.1-EPNP  pcDNA 3.1,
1.2 Bam HI  Hind A260nm Lipofectamin™
111 TADNA TagDNA DL 2000 Reagent M KN-45
Marker ; DNA 1.7 RT-PCR EPNP M KN-45
Kit PCR Kit Promega ;Lipo- 418 M KN-45
fectamin™ Reagent Geneticin ( G418 Sulfate) 6 , pcDNA 3.1-EPNP
MePdR  Invitrogen JIPTG X-gal (M KN-45/ pcDNA 3.1-EPNP) pcD-
NA 3.1 (M KN-45/ pcDNA 3.1) RNA ,
RT-PCR , EPNP GAPDH mR-
1.3 Cen- NA
Bank EPNP 1.8 MTT MePdR ECPNP
1 pcDNA 3.1-EPNP
5 Hind 111 Bam HI pcDNA 3.1 1 x 10%/ 96
5" 3 ATCATAAGCTTA TGGCTACCCCA 24h MePdR
CACATTAATGS ‘5ATATGGA TCCT 107 2.5x107 5x107 16° 10°mol/L |,
TACTCTTTATCGCCCAG3’ : 3 ,
JM109 DNA : [3] 72h MTT 20! (34 ¢/ ml) ,4h
PCR: 94 5min ,94  ,60 DMSO , 0mn 490nm
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72 10min 11 PCR 1.0% A/ A %100 %
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2.2 pcDNA 3.1-EPNP
: , 4 :
Hind 111 BamHI MePdR
, 716bp , . ,MePdR pcDNA 3.1-EPNP
pcDNA 3.1,
pcDNA 3.1-ECPNP, 2 -
4 MePdR(0 10°moal/L)
1 2 3 M 72
Group Survival rate( %)
0 1077 2.5x10°7 5x10°7 10°° 10°°
M KN-45 100 100  98.2 98.9 100 100
M KN-45/ pcDNA3. 1 100 99.0  97.6 100 98.5 99.1
M KN-45/ pcDNA3. 1- EPNP 100 65.7  23.8 3.4 86 23
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The Enhanced Effect of Heparanase Gene Expression on the Invasive Ability of Colorectal
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Abgract :Objective This study wasinvested the effectsof heparanase gene on the invasive ability of colo-
rectal cancer cells. Methods
HT29. The cell growth kinetics and the ability of invading in vitro were detected by MTT and invading

Heparanase gene was transected to human colorecta cancer cell lines

chamber. Tumorigencity and orthotopic implantation of histologically intact tumor in nude micesileocecal
junction indicated the invasive ability of colorectal cancer transformed cell by the exogenous expression of
heparanase gene. Results After being trandected with this gene, the growth velocity of these transect-
ed cells was sgnificantly rapider than the parenta cell line. The Boyden invason chamber test were dis
played the invasive ahility of transfected cell (45.5 +0.501) was stronger than no-transfected cell (29.3 +
0.062) and blank-transfected cell (30.1 + 0.247) . There was significantly difference (P < 0.01) among
three kinds of cells. In the same time, the entity neoplasm with the transected cell (12 mm x9 mm x 10
mm) is larger than the control group (6 mm x 8 mm x 6 mm). The incidences of the liver metastases
(71.43 %) is higher than the control group(14.29 %). The rate of tumorigencity and metastasis in nude
mice was significantly different than before thanected (P<0.01) . Condusion It suggests that human ex-
ogenous heparanase gene can fadlitate to enhance the growth, invason and metastassin cdl line HT29.
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