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Introduction

Using Cas9 to Introduce DSBs

Viability and Expression Analysis

Screen Workflow and Analysis

the frequency of repair outcomes:
o Deletions
o Insertions
o Gene Conversion
o Gene Correction

+ Assess repair pathway modulation in the context of different
Cas9-induced lesions

Factors
» Overexpressed cDNA library of 64 DNA-repair factors

= Endo/Exonucleases
= Helicases

= Others

A

Recombination

= Nucleic Acid Binding Proteins

= Histone/Chromatin Modifiers

TdT is a polymerase physiologically expressed

during V(D)J recombination

WT Cas9

Deletions

Fold change over control
Fold change over control

Insertions

0.0
Control TdT

Control  TdT

* Decrease in deletions

» Strong enhancement of insertions

Rad52 is a single stranded DNA binding
protein promoting strand annealing

Fold change over control

Gene Correction
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Focused Overexpression Screen Results and Conclusions
Goal . .
+ Identify factors that modulate repair pathway choice and alter TdT Rad52 53BP1 Dominant Negative

Dominant Negative version of 53BP1 (53BP1-DN)
prevents inhibition of end resection

Gene Correction
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* Increase in gene correction
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* Increase in gene correction




