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In order to archive our final purpose, "Establish the direct conversion system of
keratinocytes from dermal fibroblasts in human™, first, we tried to establish the "better" detection
system for keratinocytes differentiation in human. For this purpose, keratin 14 (K14) gene that is one of
major genetic markers for epidermal keratinocytes was selected and we tried to detect the on/off of this
gene by visually.

With using transcription activator-like effector nucleases (TALENs), one of engineered nucleases, gene
targeting for eGFP_gene knock-in into the downstream of K14 gene in human iPS cells was performed. After
antibiotics selection, colonies were picked up and checked transgene existences, and revealed several
clones were succeeded to be targeted. Then, we differentiated these hiPS cells (K14-eGFP hiPSCs) into
epidermal keratinocytes with our-established protocols and confirmed that this system works well.
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