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Isolation and analysis of developmental control gene
with gene trap method

LRI E RAREEETHERRESEEENRTE FAREE
Institute of Molecular Embryology and Genetics, Kumamoto University School of
Medicine. Kimi ARAKI

We have developed a new gene trap vector, pU-san. This vector contains $-geo, which has
both B-galactosidase and neomycin phosphotransferase activities, as main element. But, the
most remarkable feature of this vector is that JoxP sites are placed at both ends of the p-geo.
The loxP sequence s originally derived from bacteriophage P1 and target of Cre
recombinase. In other words, Cre recombinase catalyzes conservative site specific
recombination at JoxP sites to excise the intervening gene. Therefore, by eliminating the
long PB-geo sequence from the trap vector, we can easily perform plasmid rescue to obtain
trapped gene. We introduced the pU-san trap vector into ES cells, and picked up about 120
colonies in total. Then, the clones were examined the change of the B-geo expression
during in vitro differentiation by formation embroid body. By difference of the expression

pattern, the clones were classified into several groups, indicating that various genes have
been trapped. We have chosen several clones for identification of the trapped gene, and
performed elimination the B-geo sequence by Cre transient expression successfully. Now
we are trying the plasmid rescue from the genomic DNA of the [3-geo deleted clones.
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