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Fig. S1 sgRNA sequences, electroporation parameters, and off-target analysis for RNP-CRISPR editing in mouse intestinal organoids.
A Electroporation parameters and sgRNA sequences for Kiss1 knockout optimization. The table lists the ten tested 4D-Nucleofector™ pulse codes, the sgRNA sequence targeting the murine Kiss1 locus, and the corresponding gene editing outcomes (indel percentage and knockout efficiency) as determined by ICE analysis. B Sequences and editing efficiency of sgRNAs targeting the murine Apc locus. The table shows the four designed sgRNA sequences (sgAPC-1 to sgAPC-4), the electroporation program used (EH-100), and the resulting indel and knockout efficiencies from ICE analysis. C Validation of on-target specificity for sgAPC-4. Next-generation sequencing (NGS) analysis of editing efficiency at the 10 top-ranked in silico predicted off-target sites for sgAPC-4. No significant indel activity was detected at any off-target locus (n=3 independent experiments). Data are presented as mean ± SD. D List of predicted off-target sites and validation primers. The genomic coordinates, sequences, and PCR primers used to amplify the 10 potential off-target sites analyzed in (C) are provided.

image1.png
A c
sgAPC-4
. . mmm sgCtr
Electroporation parameters and sgRNA sequences for CRISPR/Cas9-mediated
knockout at the murine KissI locus. OT-10
Indels% (ICE KO Effici ICE K
sgRNAs Sequences Pluse els% ( clenf:y ( oT-9
analysis) analysis) OT-8
DS-138 93 86
EH-100 91 87 oT-7
DS-130 90 84 oT-6
DN-100 88 83 oT-5
sgKiss1 | taggtcgtcgecatgecege DS-137 87 81
BEICRIOBCCRECCEe | TN 138 85 80 0T-4
EW-113 81 74 OoT-3
EN-150 76 70 oT-2
CM-150 58 54 OT-1
EO-100 51 45 I T T
Q \a) Q
B Q N R
Editing frequency in editing window(%)
Sequences of sgRNAs used for CRISPR/Cas9-mediated KO at the murine Apc locus.
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SgAPC-1 GCGCAGGAAGGCGUACAUAG | EH-100 94 94
SgAPC-2 UGUACGCCUUCCUGCGCUCG | EH-100 76 76
sgAPC-3 CGCAGGAAGGCGUACAUAGG | EH-100 90 89
sgAPC-4 GACCGGCCCCGAGCGCAGGA | EH-100 99 99
D
No. Target (5’-3%) PCR primers for HTS
CTCGGACCAGAGCGGTGAG
APC-sgd-OT-1 GGCCGGTCCCGAGCGCAGGGCGG
.GAGGCCTAAAGGACGCCG
'TAGGGATCCATGACCGTCCC
APC-sg4-OT-2 GACCGTCCCCCAGGGCAGGAGGG
ATCAGAAACGGCCTCACACG
GTCTCCATAGCTCCACGGAC
APC-sg4-OT-3 GGCCATCCCCGAGAGCAGGATGG
CTGCAGACAAATGTGAGCCC
CCCAATCGGCGTCACTGT
APC-sgd-OT-4 GACCGGACCGGAGGGCGGGACGG
GACTTGGAGTAGCATGGTGTGA
' TCTCCCTTCAACCAACCAGA
APC-sgd-OT-5 GCGCGGCCCCGAGCGAGGGAAGG
'TCGCGCAAGAGGGCGT
AGGGTCCCGTGAAGTTAGGG
APC-sg4-0T-6 GACAGGCCCAGAGGGAAGGAGGG
'TCAAGGCAAAGACACAGCGA
TAACGCTGGCCGACAACA
APC-sgd-OT-7 GCCCAGCCCCGTGCGCAGGCCGG
AAGAGGATTCCCATAGCCTGC
CATGAACGGCAAAGAAGGTGC
APC-sg4-OT-8 GACCGACCCAGAGCGCAGCCGGG
AAAACGCGGCTTGAGACCC
ACTGGCATGACAACTCACTT
APC-sg4-OT-9 GACCCGCCGGGAGCGCAGGCAGG
' TGGATCGACACCAAGATCGC
CTGGTTTGACTTGGACTGGC
APC-sg4-OT-10 GTGCGGCCCCGAGGGCGGGAAGG
GAGTCATGTGACCGGGTTGC





