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Adaptor I: 5-GTAATACGACTCACTATAGGGCTCGAGCGGCCGC CC GGGC AGGT-3

3- CCCG TCCA-5

Adaptor 2: 5-TGTAGCGTGAAGACGACAGAAAGGGCGTGG TG CGG AGGG CGGT-3
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KB Jy o W B IR s = B e sk ) B R ok, R .
(RESEPHIIR ARG — 3, LIRUE & — e
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Abstract

human renal cell carcinoma ( RCC) with technique

To construct a eDNA subtractive library of

called suppression subtractive hybridization. The
library only contains the differently expressing cDNAs
Poly (A)* RNA

were isolated from cell lines of RCC and normal

between RCC and normal kidney.
kidney respectively. Moreover, singlestrand ¢cDNAs
and double-strand ¢DNAs were synthesized in turn.
After enzyme restriction, c¢DNAs between 400 ~
600 bp were obtained. RCC c¢DNAs then were
divided into two groups and ligated to the specific
After RCC
¢DNAs hybridized with normal kidney ¢DNA twice
then with

adaptor | and adaptor 2 respectively

and underwent two times of nested PCR,
arms of T/ A plasmid vectors to set up the subtractive
library. Amplification of the library was carried out
with the E. coli strain Top 10F . Human RCC sub-
tretive library with high subtractive efficiency was set
up sucessfully. The amplified library contains 6 500
positive clones. Random analysis of 350 clones with
enzyme restriction shows that all plasmids in the
clones contain 400~ 600 bp inserts. The constructed
¢DNA subtractive library of human RCC is a highly
efficient one and lays solid foundation for screening
and cloning new and specific oncogenes or tumor sup-
pressor genes of RCC.

Key words kidney neoplasms carcinoma, suppres-

sion subtractive hybridization, library





