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3' base calls NTATAGCNTC CRWRTACGMCTTATTCMGCHCAGCCCACATCTCMCGCTCTC}\TMTGCTGCTCG
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5' base calls .. MmMGAmeMGCmMTMCmCTATACCATACRWATA
Composite w AATTTAAGATGTGGGCTGAAGCTTGAATAACTTCGTATAGCATACATTATACGAAGTTATTCAAGCTTCAGCCCACATCTCAGGGGTCTGATAATGCTGCTGG ..
Expected .. AATTTAAGATGTGGGCTGAAGC TG EE AN C e e A C A ARG - - - -~~~ === === === CAGGGGTCTGATAATGCTGCTGG .
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Base calls MmMCAmTGGGCTGMGCmMTMCmGTATAGCATACATTATACGMGFTATCTGCAMILILATMTGCTGAAl:lml\:MGCTTGMTMCTTCGTATATGTCTGATMTCCTGCTGG
Expected MmMGANmNM(x“"WWAmTCNAT AATGCTGCTGG ..
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Base calls w AATTTAAGATGTGGGCTGAAGCTTGAATAACTTCGTATAGCATACATTATACGAAGTTATCTGCATACATACATTCATCTTGAAGGGGTCTGATAATGCTGCTGG ..
Expected . AATTTAAGATGTGGGCTGAAGC Ty C A EERGCA ~ ~ ~ = = = = = = = = = GGGGTCTGATARTGCTGCTGG ..
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aldhla2tpitdo AATTTAAGATGTGGGCTGAAGCTTGAATAACTTCGTATAGCATACATTATACGAAGTTATCTGCAAGGGTCTGATAATGCTGCTGG
expected .. AATTTAAGATGTGGGCTGAAGCT EgaataacttogtatagcatacattatacqaaqttatetgcaAGGGGTCTGATAATGCTGCTGE .
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N 367 bp sg1 loxP

327 bp wild type ‘--.--m-.g

R(9x10) F1 tail clips - R(13x14) F1 tail clips

Supplementary Figure 9. Germline-transmitted integrations of the loxP site into intron 7 of
aldhla2. a. All three batches of 20 embryos from R(3x4) family were positive by 5’ and 3’
nested PCR. Sequencing of these PCR fragments revealed an addition of 17 base pairs
immediately 3’ of the loxP site, at the 5’ end of the HDR template oligo (See Figure 4). Analysis
at the single F1 embryo level was not performed. b. All three batches of 20 embryos from
R(7x8) family were positive by 5’ and 3’ nested PCR, and 4/20 embryos contained a larger band
by flanking PCR. Sequencing revealed an addition of 46 base pairs within the 5 homology arm,
encompassing partial sequence duplication. c. All three batches of 20 embryos from R(11x12)
pair were positive by 5" and 3’ nested PCR, and 4/8 embryos contained a larger band by flanking
PCR. Sequencing revealed an addition of 19 base pairs 3’ of the loxP site (within the 5’
homology arm). d. All three batches of 20 embryos from R(13x14) pair were positive by 5’ and
3’ nested PCR, and 1/8 embryos contained a larger band by flanking PCR. Sequencing revealed
presence of almost perfect integration of the loxP site, with a single nucleotide substitution
within the 5" homology arm. e. Tail clips of adult F1s from R(9x10) and R(13x14) families leading
to establishment of in aldh1a2""% and aldh1a2*"*° loxP integration lines.
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