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CRISPR-Cas9-mediated cell lines hold great promise to transform therapeutics in various disease areas. Next-generation 
sequencing (NGS) is a powerful analytical tool with applications designed throughout the CRISPR-Cas9 work�ow from 

discovery, through screening, and to validation of CRISPR-Cas9 e�ects. Here we will review contemporary work�ows for 
CRISPR-Cas9 knockout libraries and brie�y highlight how NGS and advanced informatics facilitates drug target identi�cation. 
We will also detail various routes for optimizing and screening CRISPR-Cas9 pools and isolates for on- and o�-target activity. 
Moving beyond screening and lead identi�cation, we will review novel unguided NGS approaches to demonstrate on-target 


