45|

OUTF1
- INF1
->
vet-2 promoter =
INR J (_J V V V vet-2 locus
OUTR1
flag, Donor Plasmid
Xmal Xmal
Mutation in PAM site
Z N N
N 7 N
1249 bp 1162 bp

pie-1 promoter

g

pie-1locus ya N
7 N
769 bp 812 bp

N
4

gfp
Donor Plasmid
Nhel Nhel
Mutation in PAM site

ATG  STF PAM
I AJ
- \ &
smo-1 locus N A N \ S1R
1\ \
L\ \
[ \
(/ 'ﬂaﬁ. PAM \
. 1
Donor Plasmid Nhel Nhel | .
P NV N
N 842 bp [T 475 bp 4
-=- <
ac-—"""" N\\“.
< 7
Stop codon

5 mTCCTCTACCTACACTCTAATCCGAAAACAAACACCCATCA TCGGTTT 3
3" ATCAGGAGATGGATGTGAGATTAGGCTTTTGTTTGTGGGTAGTTAGGGAAAAGGTGACTCTATGAGCCAAA 5

Target sequence

Figure S3. HR donor plasmids used in Co-CRISPR experiments. (A) Schematic of the
flag::vet-2 donor plasmid. The flag coding sequence was inserted immediately after the
vet-2 start codon and flanked by ~1200 bp homology arms. (B) Schematic of the pie-1::gfp
donor plasmid. (C) Schematic of the smo-1::flag donor plasmid. The donor plasmid includes
flag coding sequence immediately before the smo-1 stop codon and asymmetrical homolo-
gy arms (~800 bp and ~500 bp) flanking the target site, and the Cas9/sgRNA target
sequence is located in the 3’UTR of smo-1. The PAM sites mutated in each donor indicate
the locations of the Cas9/sgRNA target sites.
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