INDEL— % a CAGCT CATCGAAATGTGATGCGCCGTTG|TCCTATCCA CGCAAATCGAGGACATGTACATGAAA
1 1000 [CAGCT AT TGTGATGCGCCGTTGI|GTCCTATCCACACACGCAAATCGAGGACATGTACATGAA
1 1000 [CAGCT AT TGTGATGCG VGTTGIT‘W TATC ACGCAAATCGAGGACATGTACATGAA

-25 514 [CAGCTCAAGT - == ---------------------- | TCCTAT CACGCAAATCGAGGACATGTACATGAAA
1 486 |cCAGCT ATCGAAATGTGATGCG ‘GTTGIT‘ CTATCCACACACGCAAATCGAGGACATGTACATGAA
0 1000 |cAGCT ATC TGTGATGCGCCGTTG|TCCTATCCACACAC ATCGAGGACATGTACATGAAA
0 1000 |cAGCTC AT TGTGATGCGCCGTTG|TCCTATCCA AATCGAGGACATGTACATGAAA
-2 1000 [cAGcTC AT CGC i1 C Cf AAATCGAGGACATGTACATGAAA
1 1000 |[CAGCT CATCGAAATGTGATGCG ‘GTTGIT“TAT AAATCGAGGACATGTACATGAA
0 1000 |cAGCT ATCGAAATGTGATGCGCCGTTG|TCCTAT AAATCGAGGACATGTACATGAAA
-1 1000 [cAGCTC AT CGCCGTT-|TCCTATCCA AAATCGAGGACATGTACATGAAA
1 532 |cAGCT AT CGC GTTGIT‘,‘, A AAATCGAGGACATGTACATGAA
-5 369 [caGcT AT GCCGTTG| ATCGAGGACATGTACATGAAA
2 9.9 [caGccT AT GccGTTG (g AAATCGAGGACATGTACATGA
0 1000 |cAGCT AT CGCCGTTG|TCC ATCGAGGACATGTACATGAAA
1 639 |cAGcT ATC y GCCGTTGI[grccTAT : \CGCAAATCGAGGACATGTACATGAA
-5 361 [cAGCT ATCGAAATGTGATGCGCCGTTG|----- TCCACACACGCAAATCGAGGACATGTACATGAAA

Figure S1. Representative output of DECODRE analysis of an RNP ASK-1 cell. Indel type and editing frequency
are indicated (left part of the ouput) as well as the aligned sequences of the wild-type and edited samples (right
part of the output). The sgRNA including the PAM sequences (red and green bar) highlights the exact target
sequence and Cas9 cut site.
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Figure S2. Alignment of the sequences (77 bp insert) that were preferentially incorporated in place
of the target region. [A] Blue bars denote control sequence (6 samples); red bars denote the 77 bp insert
(31 samples). [B] Alignment of the 77 bp insert with a homologous region, the hnRNP R (heterogeneous
nuclear ribonucleoprotein R) of A. salmon. The 77 bp insert has high homology (80%) to the hnRNP R.



Fragments of the sgRNA (green block) and a PAM site (red block) were found flanking the region,
suggesting the hnRNP R is an off-target site for the sgRNA, and that a DSB would have occurred in this
site leading to the insertion of the 77 bp insert. However, the same insert was found in some control
samples, which leads to the conclusion that the insert was not the result of a CRISPR/Cas9-induced
mutation

Table S1. Complementary oligonucleotides of respective sgRNA used in cloning of px458 and px459

Target | sgRNA Sequence Complementary oligonucleotides with Bbsl sites
Gene (highlight)
cr2 AACGGCGCAUCACAUUUCGA F: CACCAACGGCGCATCACATTTCGA

R: AAACTCGAAATGTGATGCGCCGTT
UGCGUGUGUGGAUAGGACAA F: CACCTGCGTGTGTGGATAGGACAA
R: AAACTTGTCCTATCCACACACGCA
CUCGAUUUGCGUGUGUGGAU F: CACCCTCGATTTGCGTGTGTGGAT
R: AAACATCCACACACGCAAATCGAG

mmp9 CAAACUUCUUCAAGUAGCUC F: CACCCAAACTTCTTCAAGTAGCTC
R: AAACGAGCTACTTGAAGAAGTTTG
ACCGCAGCGAGGUGCCUUCA F: CACCACCGCAGCGAGGTGCCTTCA
R: AAACTGAAGGCACCTCGCTGCGGT
ACAUCAGGGACACCGCAGCG F: CACCACATCAGGGACACCGCAGCG

R: AAACCGCTGCGGTGTCCCTGATGT




