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* 10% gel indicates gRNA2 monomer distribution * 10% gel indicates gRNA3 monomer distribution * RNP formation is impacted by both guide and
mainly in F7-F8 (Lane 9-10)-third peak in SEC » F7-F9 (Lane 9-11) show predominantly gRNA3 peak protein secondary structures

* 4% gel fractions F3-F6 (Lane 5-8) indicate RNP2 - in 4% gel * Protein truncation and aggregation can complicate
the second peak in SEC « 4% gel fractions F5-F6 (Lane7-8) indicate RNP3 - RNP formation

 The first peak might be protein aggregation/some the first peak in SEC * Multiple stoichiometries of RNP can be formed

higher order structures based on the nature of guide and protein
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o Longer guides in CRISPR application tend to show enhanced editing efficiency and seem to show an impact of guide secondary

structure on RNP complexation
o There is a specific effect on RNP due to dimer/monomer distribution seen in these gRNAs
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