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Supp. Table 1. Primers used in the present study.

SIZE sequences

For indel detection F1/R1, 2kb F1: 5’- agccctaaattcaagecctgtg-3°

R1: 5’- agaagcctgtcccctaaacta-3’

Pseq: 5’- ggggagtgaaccagcagacg-3’
For Rosa-EGFP ki detection F2/R2,0.8 kb | F2: 5’- ctccecagcaggcagaagt-3’

R2: 5’- aaggtgagaaacaggcagaaatagt-3’
For Rosa-Cre reporter Ki detection | F3/R3, 1.5 kb | F3: 5’-agaagcctgtccectaaacta-3’

R3: 5’-cggcggceggtcacgaactce-3°
5’-GSP 5'-gattacgccaagctttcaggttcagggggaggtgtgggaggtt-3’
3’-GSPs 5’-gattacgccaagcttggctgtgcetctggggcteceggttectca-3’

5’- gattacgccaagcttattcttcgggccatcctgtattgctgttag-3’
For Realtime-PCR F4/R4,66 bp | F4: 5’- agaagaggctgtgctctgg -3’

R4: 5’- cagtcaagtgtcgtcccact -3’

F5/R5, 79 bp

F5: 5’- aggctggcctcaactttgta -3’
R5: 5’- acagccagtcaagtgtcgtc-3’
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Supp. Table 2. Weight comparison of rbRosa26-GFP and rbRosa26-Cre-reporter knock-in rabbits (F1
generation) with their age matched controls.

Weight (kg) = SD (n)

Age rbRosa26-GFP Ki rbRosa26-Cre reporter Ki WT
5 months 3.27+£0.26 (9) 3.29+0.07 (4)
4 months 2.70 £ 0.04 (5) 2.79+£0.10 (4)
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Supp. Fig. 1. Off target analysis of in founder rabbits. (A) Only one off target match is identified to be
within an exon region of a gene. It is in the 3° UTR of Has2 gene. Red characters are the seed + PAM

sequence in the sgRNA. (B) T7 endonuclease | assay revealed gene editing events in the on target region

but none at the off target region in all founder animals examined. wt: wild type. M: NEB 100 bp DNA

Ladder marker. On target: samples are from the on target region (i.e. rbRosa26). Off target: samples are

from the off target regions (3° UTR of Has2) from founder #1 to #4. #1 and #2: breeding founders of
rbRosa26-GFP knock-in rabbits. #3 and #4: breeding founders of rbRosa26-Cre-reporter knock-in rabbits.

A. Off target match identified on the 3’ UTR of Has2

Gene HAS2

137491005 AATTTTATCARAAATATTTTAT TTACRARAARATCAATTATACTATACATCCTATACTGG
137491065 AAGTACATTGAATAATTGCTARAATARATACAGGCAATTRATTCAACTTTTTATAAGAAT

137491245 GATCCGTGAGAGTCTGAGTTTAAGAATCTTATGTACCTTT TGTAATCTGAAGGTAGAATG

137491305 TGCAGCTTTTTCTTAGGCAGGATAGATATAACATAGATGTCTACATGGARAGGARAGCAGA

137491365 AGGGCAGGAAGCCCACATTTTAACATTTCTCTACACGTCTCTGCTTCAGRACRAGGCTTT

TTCATGCATTCTGATGATGCTTTGTAACACAGGTCTACACAGCACCAGCTATA

137491485 AGGCAAGATTGAATGTTTACARAGTCAAATTGGATAATTGAGGT CCCATAGTAAGTARAG

CCAGTTTTCTATGTGCCAATT CTTGACATACTTACTTAACC

B. T7 endonuclease | assay

#1

Potential off target

H#1 #2 #3 #4 wt

™M
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Supp. Fig. 2. Donor DNA sequence and annotation

rbRosa26-EGFP donor DNA sequence:

5'-
acaatgcccatgecttcaactgtgtgtgtgtttttttttttataagacttttacaagtctgatgggaaagacaccccaaggacagtattcttcagag
cttcggtgttcagagagagctctcagacagttgectttctatataatacaaattctcaatcccacatccagagacgataaattcacagtgtgtgtgt
Homologous Arm
ggcatccccaggggeaagegetageattctgeatcttttcaagtgetgtgtctgtActgecagagtagetgeagtgaggtgctaggcectgttttect
gacagaaatggttacaacttcatagaaactatgcttttttggecctcagtttttcaccaactgaaatatttteatttttccaaaaacaggeagtggg
aoaacattgaaaagcaaggattttgtttaattcttttttgagactctctttttaaaaactttttaaaaatactttaaaaaatgcttttaaattgcttttt

tgaacaagaaaaatttgtgtgatagtatgaatctaagttacactccttaaggacatggtgatttaattctttgggtctaggeacagctgggagttt

aataaatgttgcttttgtgaaattggtttgtgaatagtcatttaaacccacaaaacatagaaggaaggttcagctcatggaggaacttggagtc

atacttaagtcgectgatattctattcatagatgaaactcgggectcatggtctegalcleldpelo e [ e palclciclec]or.te] palcy [a(er)
GGGTTTCCTTGATGATGTCATACTTATCCTGTCCCTT TTCCACAGCTCGCGGTTGAGGACAAACTCTTCGCGGT

appreestcyclelclery[ecrt el P [MeTMAAGCTTGGTACCGCGGGCCCGGGATCCACCGGTCGCCAC
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ATTTGTAGAGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTG
TTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCA
TTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAAGGCGTAAATTGTAAGCGTTAATAT
TTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTTAACCAATAGGCCGAAATCGGCAAAATCCCTTA
TAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTGTTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGT
GGACTCCAACGTCAAAGGGCGAAAAACCGTCTATCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAG
TTTTTTGGGGTCGAGGTGCCGTAAAGCACTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTGACGGGG
AAAGCCGGCGAACGTGGCGAGAAAGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGT
AGCGGTCACGCTGCGCGTAACCACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCAGGTGGCACTTT
TCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAAT
AACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTCCTGAGGCGGAAAGAACCAGCTGTGGAATGTGTG
TCAGTTAGGGTGTGGAAAGTCCCCAGGCTCCCCAGCAGGCAGAAGTATGCAAAGCATGCGGTAcctgttctaaccatce
actgtaatcttctgtgcttgacttccttgagcttttttgtcttaaataaaccagctacctetgtttgtgaactcctgeatactgtttcttagaggacaga
aattcattatattagacgtttgtacttgaatgaacaagttaggatgetttaaaaaaatctatacatttgagaagtcagagttacaccaagagegt
aggagaggcagagagagagaggtctcccgtcetgetggttcactccccagttggecgeaagggcetggagetgcaccagtcagaagecagaage
tttttccaggtctctgatgtgggtgcatgggcacaaggacttgcactgtcttctactgctttcctaggecataggagagetggattggaagtggag
gaaccgggactcgaactgttgtacatagggatgtcagtattgcaggcageagctttacccactaacccacagtgctggecctgactcttgttaag

Homologous Arm
ttaccaatccaggagtgtggtacttgactgtgcaggttgag-3’

rbRosa26-cre-reporter donor DNA sequence:

5'-

acaatgcccatgcecttcaactgtgtgtgtgtttttttttttataagacttttagaagtctgatgggaaagacaccccaaggacagtattcttcagag
Homologous Arm
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cttcggtgttcagagagagctctcagacagttgecttictgtgtagtgcaggttctcagtcccacatccagagacgataaattcacagtgtgtgtgt
ggcatccccaggggcaagcegctagceattctgeatcttttcaagtgcetgtgtctgtActgcagagtagetgecagtgaggtgcetaggcectgttttect
gacagaaatggttacaacttcatagaaactatgcttttttggccctcagtttttcaccaactgaaatattttcatttttccaaaaacaggcagtggg
aoaacattgaaaagcaaggattttgtitaatictittttgagactctctttttaaaaactttttaaaaatactttaaaaaatgcttttaaattgettttt
tgoacaagaaaaattigtgtgatagtatgaatctaagttacactccttaaggacatggtgaotttaatictttgggtctaggcacagetgggagttt
aataaatgttgcttttgtgaaattggtttgtgaatagtcatttaoacccacaaaacatagaaggaaggttcagctcatggaggaacttggagtc
atacttaagtcgcectgatattctattcatagatgaaactcgggcectcatggtctcgaGGCTAGCAGATCTAATTGGCGGAAGGCCGTC

AAGGCCTAGGCGCGCCTCAGTACTGCCTGCAGGIenlen [cle.{ecy o plclclcleclontcpte e entcicic e el | (€]

ATGATGTCATACTTATCCTGTCCCTTTTTTTTCCACAGCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGTRY

LoxP
GAATFCCTCGATCGAGGGACCTAATAAC1TCGTATAGCATACATFATACGAAGTI’.;TATFAAGG GTTCCGCAAGCT

IRIO eV 8o ATGGTGAGCAAGGGCGAGGAGGTCATCAAAGAGTTCATGCGCTTCAAGGTGCGCATGGAGGGCTC
TdTomato cDNA
CATGAACGGCCACGAGTTCGAGATCGAGGGCGAGGGCGAGGGCCGCCCCTACGAGGGCACCCAGACCGCCAAG

CTGAAGGTGACCAAGGGCGGCCCCCTGCCCTTCGCCTGGGACATCCTGTCCCCCCAGTTCATGTACGGCTCCAAGG

CGTACGTGAAGCACCCCGCCGACATCCCCGATTACAAGAAGCTGTCCTTCCCCGAGGGCTTCAAGTGGGAGCGCG

GATGAACTTCGAGGACGGCGGTCTGGTGACCGTGACCCAGGACTCCTCCCTGCAGGACGGCACGCTGATCTACA

AGGTGAAGATGCGCGGCACCAACTTCCCCCCCGACGGCCCCGTAATGCAGAAGAAGACCATGGGCTGGGAGGCC

CCACCGAGCGCCTGTACCCCCGCGACGGCGTGCTGAAGGGCGAGATCCACCAGGCCCTGAAGCTGAAGGACGG

CGGCCACTACCTGGTGGAGTTCAAGACCATCTACATGGCCAAGAAGCCCGTGCAACTGCCCGGCTACTACTACG

GGACACCAAGCTGGACATCACCTCCCACAACGAGGACTACACCATCGTGGAACAGTACGAGCGCTCCGAGGGCCG

ICCACCACCTGTTCCTGGGGCATGGCACCGGCAGCACCGGCAGCGGCAGCTCCGGCACCGCCTCCTCCGAGGACAA

CAACATGGCCGTCATCAAAGAGTTCATGCGCTTCAAGGTGCGCATGGAGGGCTCCATGAACGGCCACGAGTTCGA

GATCGAGGGCGAGGGCGAGGGCCGCCCCTACGAGGGCACCCAGACCGCCAAGCTGAAGGTGACCAAGGGCGG(

CCCCTGCCCTTCGCCTGGGACATCCTGTCCCCCCAGTTCATGTACGGCTCCAAGGCGTACGTGAAGCACCCCGCCG

IACATCCCCGATTACAAGAAGCTGTCCTTCCCCGAGGGCTTCAAGTGGGAGCGCGTGATGAACTTCGAGGACGGCG
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GTCTGGTGACCGTGACCCAGGACTCCTCCCTGCAGGACGGCACGCTGATCTACAAGGTGAAGATGCGCGGCACCA

ACTTCCCCCCCGACGGCCCCGTAATGCAGAAGAAGACCATGGGCTGGGAGGCCTCCACCGAGCGCCTGTACCCCC

GCGACGGCGTGCTGAAGGGCGAGATCCACCAGGCCCTGAAGCTGAAGGACGGCGGCCACTACCTGGTGGAGTTC

AAGACCATCTACATGGCCAAGAAGCCCGTGCAACTGCCCGGCTACTACTACGTGGACACCAAGCTGGACATCACCT,

CCCACAACGAGGACTACACCATCGTGGAACAGTACGAGCGCTCCGAGGGCCGCCACCACCTGTTCCTGTACGGCA

LLElertecrclg pey PV PCIGCGGCCGCGACTCTAGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTG
CTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTGTTAACTTGTTTATTG
CAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTT

LoxP2272
GTG G'I'I'I'GTCCAAACTCATCAATGGATCCA%ACTI’CGTATAGGATAC TTTATACGAAGTTATTTGGTACCAAACCA

CAACTAGAATGCAGTGAAAAAAATGCTTTATTTGTGAAATTTGTGATGCTATTGCTTTATTTGTAACCATTATAAGC
TGCAATAAACAAGTTAACAACAACAATTGCATTCATTTTATGTTTCAGGTTCAGGGGGAGGTGTGGGAGGTTTTT

AAAGCAAGTAAAACCTCTACAAATGTGGTATGGCTGATTATGATCTAGAGTCGCGGCCGCTTTACTIGTACAGETC

LoxP
GTGGATCTATAACTTCGTATAATGTATGCTATACGAAGTTATCCTGC

|

ATCGACCTAGACTAGCTAGAACTAGTATAACTTCGTATAAAGTATCCTATACGAAGTIATCCTGCAGGGGATTTAA

LoxP2272
TTAACTGGCCTCATGGGCCTTCCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAACATG




67

68

69

70

71

GTCATAGCTGTTTGCATGCCGGTAcctgttctaaccatcactgtaatctictgtgcettgacttccttgagcttttttgtcttaaataaaccage
Homologous Arm
tacctctgtttgtgaactcctgcatactgtttcttagaggacagaaattcattatattaaacgtttgtacttgaatgaacaagttaggatgctttaaa
aaaatctatacatttgaaaagtcagagttacaccaagagcgtaggagaggcagagagagagaggtctcccgtctgetggttcactcecccagtt
ggccgcaagggcetggagcetgcaccagtcagaagecagaagcttittccaggtctctgatgtgggtgeatgggecacaaggacttgeactgtcttc

tactgctttectaggecataggagagcetggattggaagtggaggaaccgggactcgaactgttgtacatagggatgtcagtattgcaggeage

agctttacccactaacccacagtgetggecctgactcttgttaagttaccaatccaggagtgtggtacttgactgtgeaggttgag-3'

Homologous Arm _ dTomato cDNARSplicing Acceptor EENGERNYPIP]

26 bp sequence ( 5’-ggagcatgcagctttttcttggattt-3")were deleted to destroy sgRNA target.



