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Effects of huTNF-« and hIL-2 gene transfection on the expression of MDR1 and LRP genes in lung cancer
cell lines SU Lei™ LI Zejian DING Fang ZHANG Heng ZHANG Zhiyong GE Feng LUO Aiping WANG Xi-
ugin  LIU Zhihua WU Min. * Department of Thoracic Surgery Peking Union Hospital Beijing 100730 P. R. Chi-
na

Abstract
MDR1 and LRP genes in lung cancer cell lines. Methods

transfected into A549 GLC-82 H446 and H460 cells with lipofectinmin. Positive clones were screened out by

Objective To study the effects of huTNF-a and hIL-2 gene transfection on the expression of

huTNF-a and hIL-2 gene plasmids were constructed and

G418. The expressions of MDR1 and LRP genes were detected at mRNA level by reverse transcription-polymerase
chain reaction RT-PCR in the non-transfected cells and the cloned cells. Results
A549 GLC-82 H446 and H460 cell lines LRP gene was positive in A5S49 GLC-82 and H460 cell lines The
transfected cell lines expressed both huTNF-a and hIL-2 gene and the A549 H446 and H460 cell lines transfected

with hIL-2 gene had no MDRI expression at mRNA level compared with the non-transfected ones. Conclusion

MDRI1 gene was positive in

MDR1 and LRP genes are expressed in lung cancer cell lines which indicates the presence of intrinsic drug resist-
ance before any form of therapy. MDRI1 gene is not expressed in hlL-2 transfected cell lines which demonstrates that
hIL-2 gene modulates the MDR1 gene expression at mRNA level and may reverse the multidrug resistance of lung
cancer.
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A549 GLC-82 H446 Regent
H460 P-gp MDR1 1.6.1 A549 GLC-82
lung resistance related protein LRP H446 H460 M199 RPMI-
1640 +10% +100 U/ml 0.1g/L
-o. huTNF-o 2 hIL-2 5% CO, 37C 4 ~6
MDR1 LRP 24
1 3x10°/ 40% ~ 60%
1.1 A549 GLC-82 1.6.2
DNA A Lipofectinmin
H446 H460 B 30 min A B
15 min pcDNA3. 1
1.2 HuTNF-a hIL-2 HuTNF-a hIL-2 1.6.3 A B
24
huTNF-o hIL-2 DNA - I ml 48 ~72 h
20°C huTNF-a hIL-2 DNA 1.6.4 G418 GIBCOBRL 24
3414.6 mg/L. 3228.0 mg/L 800 mg/L. G418
1.3 RNA Trizol G418 8 400 mg/L
RNA
RNA A260/280 > 1.8 RNA -80C 1.6.5
RNA 5 pg 200
DNA ¢cDNA -20C 3~4
1.4 Primer3 5% CO, 37°C 6 ~8 G418
huTNF-o hIL-2 ~ MDR1 LRP 400 mg/L RNA RT-PCR
GAPDH B-actin
huTNF-a  Forward 5" -CCTGGAAAGGATCCCATGAGC-3' 1.7 huTNF-o  hIL-2 1.3
Reverse 5" -GGAAAGTCTAGATGTTCGTCC-3 702bp  52°C
hIL-2 Forward 5" -CAAGTACTCGGGCAAAGAGG-3’ A549 GLC-82 H446 HA460
Reverse 5/ -CTTCCTGGGCTGCTTATCTG3' 250bp  55°C
MDRI Forward 5" -ACTGAGCCTGGAGGTGAAGA3! RNA huTNF-a  hIL-2
P Pt 3 CATCATICCCACTGENCTCLS, RT-PCR
CAPDH  Fomand 8 ACCACACTCCATCOCKTEACE T 1.8 MDRI LRP
Reverse 5 -TCCACCACCCTGTTGCTGTA-3" 500 bp 1.3 A549
B-actin Forward 5’ -ACACTGTGCCCATCTACGACC-3'
Reverse 5'-AGGGGCCGGACTCGTCATAGA-3' 242 bp GLC-82 H446 H460 RNA MDRI1
1.5 MDR1 LRP huTNF-oa hIL-2 LRP RT-PCR MDR1 LRP
PCR 10 x PCR 2.5 pl 50 mmol/L
MgCl, 0.75 pl 2.5 mmol/L dNTP 2 pl 2 pmol/L GAP- )
DH 1 pl 10 pmol/L 2l ¢cDNA 1 pl Tag
5U0/ul 0.25 pl H,0 15.5 ul 25 ul PCR 2.1 MDRI LRP
94°C 2 min 94°C 30s MDR1  A549 GLC-82 H446 H460
huTNF-o 52°C hIL-2 55°C MDR1 LRP 58°C 30 s H446
72°C 1 min 30 72°C 10 GLC-82 1
min MDR1 LRP LRP A549 GLC-82 H460
1.5% 0.5% EB D MUIB D D D H446
Analytist "Www.lungca.org
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Fig 3  hu-TNF gene expression in the transfected lung cancer cell lines
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Fig S LRP gene expression in the IL-2 transfected lung cancer cell lines
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Fig 6 MDRI gene expression in the IL-2 transfected lung cancer cell lines
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