Primer design strategy for Clstn3 KO Primer design strategy for off-target effects

A exon2 sgRNA 66 PAM B
5...... CATGGATCGAGGCAGAGTACCAGGGCATTGTCATGGAGAAT

Forward primer

Probe Forward primer Reverse primer
GACAACACGGTCCTGTTGAACCCACCACTCTTTGCCTTGGATAAA N -
N T NS
Probe exon3 Predicted off-target site

GATGCTCCACTGCGCTATGCAG... 7 GTGAGATCTGCGGCTTC

sgRNA 21 PAM
CGGCTCCATGGATCTGGGGTACCCTTCGAGGCTGTGATCCTG...... 3

Reverse primer

Potential genome editing pattern

C sg66 v Fﬂ D sg21 v Iﬂ
5 TCGAGGCAGAGTACCAGGGCATTGTCATGGAGAAT 3 5 GGCTCCATGGATCTGGGGTACCCTTCGAGGCTGTGAT 3
r1: TCGAGGCAGAGTACCAGGGCATTGT...ATGGAGAAT r1: GGCTCCATGGATCTGGGGTACCC...TCGAGGCTGTGAT
r2: TCGAGGCAGAGTACCAGGGCATTG.....ATGGAGAAT r2: GGCTCCATGGATCTGGGGTACCCT.....GAGGCTGTGAT
r3: TCGAGGCAGAGTACCAGGGCATT........ ATGGAGAAT r3: GGCTCCATGGATCTGGGGTACCC........ GAGGCTGTGAT

Sg66 potential off-target effects

E Sg66 predicted off-target sites
No. [Chromosome | Strand | Position Pattern Type
chr7 1 143748794 | AGAGTACCAGGGCATTGGCA | Intergenic
2 chr2 -1 167750018 | AGGGAACCAGGGCATTGTCT | Intergenic
3 chr13 -1 34933982 | TTAGAACCATGGCATTGTCA | Intergenic
F Off-target site 1, chr7 v Y Off-target site 2, chr2 Off-target site3, chr13 v

ACAGAAGAGTACCAGGGCATTGGCAGAGCA CCCTCAGACAAT GCCCT GGTTCCCT GATCT GGT CAT TAGAACCATGGCAT TGTCAGGGCA

ottt ol Dt nabhatihe

Sg21 potential off-target effects

G Sg21 predicted off target sites
No. [Chromosome | Strand | Position Pattern Type
chr17 1 26570165 | TGGATCTGGGCTACCCTTTG | Intergenic
2 chr5 -1 119991690 | GGGAGCTGGTGTACCCTTCC | Intergenic
3 chr13 1 51347015 | AGGATCTAGAGTACCCTTCA | Intergenic
H Off-target site 1, chr17 y Off-target site 2, chr2 y Off-target site 3, chr13 y

CAGGTTGGATCTGGGCTACCCTTTGCAGCA TGITAGGGAGCTGGTGTACCCTTCCTAGGT  TTCTCAGGATCTAGAGTACCCTTCACAGCC
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