Generation of targeted overexpressing models by CRISPR/Cas9 and need of
careful validation of your knock-in line obtained by nuclease genome editing
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Introduction:

Clustered regularly interspaced short palindromic repeats (CRISPR)/CRISPR-associated (Cas) protein 9 system has been described as a robust
and multiplexable genome editing tool, enabling researchers to precisely manipulate specific genomic elements, and facilitating the
elucidation of target gene function in biology and diseases. It opens new possibilities for gene modifications and will likely start a new era for
genetics. However, CRISPR/Cas9 gene editing is a very young method. The range of possibilities for genome modification and at the opposite
the technical limits & bias of CRISPR/Cas9 still need to be better assessed.
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Conclusions & recommendations Proposed mechanism
Injection of a circular DNA template with both Cas9 and Integration of the transgene by homologous recombination (HR)
a target specific gRNA is a powerful method for followed by multiple integration of the vector by one crossing over.
generation of overexpressing models.
Transgene will be integrated in multiple copies, all in the
same orientation and at the target locus. 55538?0231 CRISPR circular HR vector ﬁ,‘?fj:{;”i's‘frfgriﬁ‘;ﬂi‘Cii‘fo”r‘j’se“e”t‘s’
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Models obtained by CRISPR/Cas9 by homologous l CRISPR/Casd mediated
recombination should be carefully validated. The
number of copies integrated at the locus should by S
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vector backbone.
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