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Suppression subtractive hybridization identified genes differentially expressed in

a human lung adenocarcinoma multidrug resistance cell line
CHEN Jie, QIAN Gursheng, HUANG Gui-jun, XIONG Wei LI Jing (Institute of Respiratory Diseases, Xingiao Hospitak Third Military Medical University,
Chongging 400037 China)

Abstract: Objective To clone and screen multidrug resistance related gene of human adenocarcinoma cell. Methods — Suppression subtrac-
tive hybridization (SSH) was performed on human adenocarcinoma multidrug resistance cell line (SPG-A-1/CDDP, as tester, which was established
from cell line SPC-A-1 under the inducement of cisplatin) and human adenocarcinoma cell line (SPG-A-1, as diver). After the construction of sub-
tracted ¢cDNA library, dot blot was used to screen the subtracted ¢DNA library with forward- and reverse-subtracted ¢DNA probes. The differentially
expressed ¢DNA fragments in SPG-A-1/ CDDP was sequenced and analyzed in Genebank with Blast search. Results A subtracted ¢DNA library of
high quality was constructed. Twenty-three differentially expressed ¢cDNA fragments in SPC-A-1/ CDDP were identified. Two of them were novel ¢D-
NA sequences and the others shared 96% ~ 100% homology with the known sequence. Conclusion The novel cDNA sequences might be the hu-
man lung adenocarcinoma multidug resistance related genes. SSH is an effective appmach to identify differentially expressed genes.
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Fig1 Results of total RNA and mRNA on a formaldehyde
denaturing agarose’ EtBr gel
Lane 1:SPC-A-1 cell nRNA; Lane 2: SPC-A-1/ CDDP cell mRNA;
Lane 3: SPC-A-1 cell total RNA; Lane 4: SPC-A-1/ CDDP cell total
RNA; M: M arker
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Fig2 Results of the ligation efficiency analysis
Lane 1: Temphte: adaptor 2R-ligated; prmers: G3PDH 3
and 5’; lare 2: Teamplate: adaptor 2R-ligated, primers;
G3PDH 3 and PCR primer 1; Lane 3: Templte; adaptor 1-
ligated primers: G3PDH 3’ and 5°; lane 4. Template:
adaptor I-ligated primers: G3PDH 3 and PCR primer 1;
M: X 174 DNA/ Hae TTl digest size markers
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Fig 4 Results of differential screening
a: Dot blots hybridized with ¢cDNA probes made from forward-subtracted ¢DNA; b: Dot blots hybridized with cDNA probes made from reverse- sub-
tracted ANA. Al A3, A4, A8 B2, B3, C1, C2, C6, D1, D2, D12 El, E2, E3, F3 G2 G3 G6 H1, H2, H3 H4 were the positive clones; HI1:

Negative hybridization control (¢cDNA 1R); H12: Negative hybridiztion conrol (¢cDNA 2R)
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