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Supplementary Figures:
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[bookmark: _Hlk118642136][bookmark: _Hlk118642122]Supplementary Fig. 1 MYC mRNA abundance in tilapia OmB cells. (a) Semi-quantitative cDNA agarose gel indicating increased myca mRNA abundance after exposure of OmB cells to 650 mOsmol/kg hyperosmolality for 6h. mRNA was isolated from both iso- (Iso) and hyperosmotically (Hyp) grown OmB cells using PureLink RNA mini kit (Invitrogen, 12183020 ), reverse transcribed into cDNA using Verso cDNA Synthesis Kit (ThermoFisher, AB1453A), and PCR amplified for 35 cycles using Mastercycler (Eppendorf, 6333000022). (b) MYC binding motifs (purple-colored) identified with the Geneious “Find Motifs” function (Geneious 2022.0.1, Biomatters) annotated to the O. mossambicus IMPA1.1 5’ regulatory region (proximal promoter).
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Supplementary Fig. 2 Sequence confirmation of sgRNAs targeting Oreochromis mossambicus MYC (myca). (a) The myca targeted sequence (test amplicon region) was compared between O. mossambicus and O. niloticus by aligning the PCR-amplified sequence covering all sgRNA target sequences with the O. niloticus reference sequence. The pairwise identity between the two sequences is 96.9 %. (b-d) sgRNA coding sequence validation after cloning into TU6 gRNA expression vector to confirm 100% match of sgRNAs to corresponding O. mossambicus myca locus. (b) sgRNA1 (248fw) (c) sgRNA2 (rk#3), and (d) sgRNA3 (rk#4).
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[bookmark: _Hlk118642150]Supplementary Fig. 3 Relative contribution of each genotype present in the sgRNA1-colony#3 ko cell pool after the first round of limiting dilution. (a) TIDE analysis result with significant indels shown as red bars (p-value < 0.001). (b) Corresponding ICE analysis result showing high agreement with the TIDE data. In addition, ICE analysis also provides the knockout score, which is the same as the Indel frequency (83%). Matching scores for indel frequency and knockout score indicate that all three types of indels present in this cell population (-1del, -5del.1, -5del.2, and -10del) all cause frameshift mutations. The R-square value refers to quality of the sequence reads from Sanger sequencing with a value above 0.9 considered acceptable. 









Supplementary Table:

[bookmark: _Hlk99211160]Supplementary Table 1. Sequences of primers used in this study. The bold nucleotides indicate sgRNA targets (5’3’)

	Primer Purpose
	Primer Name
	Primer Sequence

	sgRNA oligo annealing
	myca_sgRNA1(248fw)Target
	CGATGGTGACCGAGTTCCTCGGTTTTAGAG

	
	myca_sgRNA1(248fw)Compl
	CTAGCTCTAAAACCGAGGAACTCGGTCACCAT

	
	myca_sgRNA2(rk#3)Target
	CGCTCGCCAAACTTGGATTCCGGTTTTAGAG

	
	myca_sgRNA2(rk#3)Compl
	CTAGCTCTAAAACCGGAATCCAAGTTTGGCGAG

	
	myca_sgRNA3(rk#4)Target
	CGCATGCCGCGGAATCCAAGTTGTTTTAGAG

	
	myca_sgRNA3(rk#4)Compl
	CTAGCTCTAAAACAACTTGGATTCCGCGGCATG

	Genotyping
	myca_TideF1
	TGGAGGGAGTTGACCATGAAAG

	
	myca_TideR2
	CTCGGACACCACCTTCTTCA

	
	sgRNA_segP1 (for sequencing)
	GTATACTATGTGCCGAATTTCC

	myca mRNA detection
	myca_qPCR_F
	TGTCACTGCCGCACTGGAAT

	
	myca_qPCR_R
	CAAACTTGGATTCCGCGGCA

	myc2 mRNA detection
	myc2_qPCR_F
	GTGTTCCTGGGTGAGAAGCA

	
	myc2_qPCR_R
	TGTCCACTGTCACCACATCG
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e 5% CABCTGGABATGEGTBACCGAGTTC-| TCEBGGATBACGTGBTCAACCAGAGCATCATCTABCBACTCCRATTACTCC
5 - 9% CAGCTGGAGATGGTGACCGA TCBBGGATBACGTGGETCAACCAGAGCATCATCTGCBACTCCBATTACTCC
TCGEGGATBEACGTGETCAACCAGAGCATCATCTGCBACTCCBATTACTCC
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The contributions show the inferred sequences present in your edited population and their relative proportions (in contrast to the Indel plot (indel
Distribution tab that does not specify sequence contributians). Cut stes are represented by black vertical dotted lines, and the wild-type sequence
is marked by a“+* symbol on the far left.
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