A Two guides per gene:
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B. Repair plasmid G2A: C. D.
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Repair plasmid G2G: —) —)

Repair plasmids Linearize
in a 50:50 ratio

Combine Cas9/guide and repair plasmids
Transfect parasites

Extract genomic DNA from uncloned parasites
Determine G2/A2 ratio by sequencing

E PCR with MiSeq adapter primers: .’
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. Adapter ligation: G Indexing:

'—. » ([ [ w7z
/In_dex 2 ‘ Inde-x_2\
H. Sequencing: P5 P7

Reads GAP45 ARO CDPK1 S9C TRP ISP3
Expt. 1 2267 2012 43 1452 2327 660
Expt. 2 2184 2003 8 1809 2003 573

Expt. 3 2403




