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Introducing short inserts with HDR and a Minimizing background TurboGFP expression

Abstract

synthetic DNA donor oligonucleotide from the donor plasmid

Since the donor plasmid homology arm

CRISPR-Cas9 is increasingly becoming the most widely used genome engineering tool due to its ease of use and ability to cause insertion site 1. Design synthetic DNA SEC61p target should localize to ER/Golgi
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Cas9 programmed with dual synthetic RNAs Using HDR to generate a 10 nt insertion
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k j k Homology arm length nt) 30-40 nt in length. ND = none detected. j When selecting a crRNA target site, balance location, functionality, and specificity
e Test 3-5 (or more) crRNAs as close as possible to the desired insertion site

Optimize transfections to improve DSB efficiency
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Disrupt the CRISPR site in the donor DNA to prevent ongoing Cas9 cleavage of the HDR-modified locus
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crRNAs for HDR applications
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Cut and insertion sites within ~10 bp if possible

MRNA Design and amplify homology arms
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e Assess efficiency of the corresponding crRNAs (ability to create indels) ——
e Analyze crRNA for potential off-targets (may be a trade-off with efficiency in some cases) :
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