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Development of screening system for bone forming reagents by using TALEN genome
engineering technique

Nishimura, Riko

2,800,000

TALEN
Venus
Cas9 PITCh RNA
EGFP
lox

In order to develop effective screening system for bone forming reagents, we
attempted to generate cell lines knock-ined both Venus and luciferase genes by using the Golden Gate
TALEN %enome engineering technique. Althou?h the Golden Gate TALEN genome engineering technique is_much
more effective and useful than conventional TALEN system, selection of positive clone cells was still
complicate. We, therefore, attempted to optimize a new genome engineering technique, PITCh method, which
would be very powerful for knock-in of interested genes into to mammalian cells. First, we used
Cas9-based PITCh technique, allowing us to generate guide RNA construct easily. Second, we designed and
generated a PITCh donor vector, in which we introduced CLuc luciferase, Puromycin resistant genes with
EGFP expression cassette. This optimization seems very effective and helpful for selection of the
positive clone cells.
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