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Cloning Full L ength d NA Representing D ifference Products
without Screening thelL ibrary’

U Yan-hui, XU Yun-jian, GU Xue-oong,L U Tian-yun, ZHU Yu-xian"
(N ational L aboratory o Protein Engineering and P lant Genetic Engineering, Peking U niversity, B eijing 100871, China)

Abstract Cloning of a full length NA representing a difference product w as accomplished by
the use of a two-step polymerase chain reaction (PCR). Amplification of sequences up and dow n
stream of the difference product was achieved via both the internal primers and the different
adapter sequences attached to each end of the dMNA. Amplification of a full-length MNA was
then achieved by using gene-ecific primersobtained from the first-step PCR.
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6 NA
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er Tester DNA : [5] - Northern [10] -
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First strand cDNA synthesis using mRNA isolated from

tester producing cells with the modified oligo dT primer

5' GAGCTAGTCTCTCGAGGACACTCTCGAGACAT
CACCGTCCTTTTTTTTTTTTTTT 3'

v

conventional second strand synthesis, adapters added to
blunt-ended cDNA

5" GACTACTGGCGCTCTCACCGCACG 3'

3 AGAGTGGCGTGC §'

—IN\ N[ [—
adapters sequences at 3' end is cleaved away by Xhol

AN NN [H

4th difference product (200-400bp)

ARNNSNNN

v

Sequence analysis & primer design
5'GGTTCTAGTTCCTTTAACGAGGCAC 3'
3' CCAAGATCAAGGAAATTGCTCCGTG 5'

PCR1, with primers 1&4, sequences upstream of the internal primer amplified

HNNNNNNNN

PCR2, with primers 2&3, sequences down-stream of the internal primer amplified

AN N]

v

PCR3, with primers 5&6, full length cDNA amplified

N N

Fig 1 Schematic diagran of ©NA walking
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