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Developing screening methods to quickly evaluate gene editing
efficiency becomes important as CoverCress continues to edit
more and more genes to improve traits. We have worked to develop
a protoplast-based method to simultaneously test the CRISPR-Cas9
editing efficiency of gRNA combinations and determine the effects
those edits have on target gene expression. We focused our efforts
on editing WRKY33 and WRKY6, genes encoding transcription
factors that control many agronomic traits, with the long term goal

of creating allelic series for these genes. Protoplasts were

transformed with CRISPR-Cas9 constructs targeting these genes. Enzyme digestion Subsequent Transformation \ |
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for gRNAs targeting WRKY6 and 18.41% for WRKY33. We observed

that editing using these gRNAs caused an increase in WRKY33

expression by quantitative PCR, and possibly WRKY6 as well.
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