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Supplementary Figure S1. Genotyping confirmation indicates successful genomic integration in
heterozygote RedEfish. (A) PCR products generated from heterozygote (+/-) F3 RedEfish and
Casper (WT) fin clips. Plasmid sequence used for positive control of mScarlet cassette. (B)
Sanger sequencing confirmed no insertions or deletions 5’ of the mScarlet coding sequence
(Kozak seq.) and in the first exon of ttpa.
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Supplementary Figure S2. RFP expression confirmation in 3 days post-fertilization (dpf) c269,
Casper and RedEfish. Anti-acetylated tubulin was used as a control for the assay. c269 embryos
express red fluorescent protein (RFP) in their mid- and hindbrain indicated with *. Casper embryos
do not express RFP, however, autofluorescence and non-specific binding of the antibody is found
just posterior of the yolk sac at 3 dpf. RedEfish (noted here as mScarlet F3) express RFP in the
pectoral fins, mid- and hindbrain, down the trunk and partially in the yolk syncytium (*) at 3 dpf.
Figure panels were generated with the BZ-x700 microscope, processed with BZ-X Analyzer
Software with image adjustments equally applied across all images in Adobe Photoshop. All
images are taken at 10x magnification at the same exposure protocol. This figure was created
with Adobe Photoshop, v21.2.1.
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