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1. Schematic representation of the locus

1.1. Overview 

             5’: 4.4 kb      FA: 0.5 kb   3’: 2.9 kb 

Legend: 
5’: 5’ homology arm; FA: floxed fragment; 3’: 3’ homology arm 
This schematic representation is not on scale 
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1.2. Strategy chosen: flox of exon 3 

Nr1i3 gene (also named CARa) is a member of the nuclear receptor family. Additional information on 
this gene can be accessed at  
http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=42884 

Strategy used to generate the conditional knock out model 

Nr1i3_strat.gcc
(9917 bp)

NeoR5' arm: 4.4kb FA: 0.6kb 3' arm: 2.9kb

exon1 exon2

LoxP>

exon3

LoxP>

FRT> FRT> exon4
exon5

exon6
exon7

exon8

Nr1i3_Strategy 
(9917 bp) 

http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=42884
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2. Construct used for homologous recombinaison in ES: Nr1i3 project:

2.1. Legend
loxP sites are indicated in green ; FRT sites are indicated in purple; Mus musculus sequences are 
indicated in uppercase ; exogenous sequences are marked in lowercase. 
The targeting vector was generated in 129Sv/Pas and was not fully sequenced. Regions sequenced 
are indicated in bolds. 

2.2. Map of targeting vector plasmid 

Nr1i3_construct
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2.3. 5’ homology arm (4.4 kb) 
CGAGAGTCCTATTCGTTGCTCTACCATATCTGCCTTCCTGTTTCTGGCTTCTTGAATGTTGCAATGTCTAATTAG
ATTTTTTTTTAATTTTCTCCTGGCTAATTCTTCATTCTCTTTTTAAAAAATAAACTCAGTTGCCACTTGTCCAAG
AAGGAAACGGAAAAGATCATCACTTTGTCACATCAATACTTGAAAGGCTAAGGCAAGTGGTTCTCTGAGTTCGAA
GCCAGCCTGGTCTACAAAGTGAGTTCTAGGGTAGCCAGGGCCACACAGAAAAACAAACAAAAGAACAACAACTCA
GAATAAAAAACAAAAGAAGAAGGGTAGAAGGATGTGCTGGGGAGATCGCTCAGCAGTTCCAAAGGTCCCAAGTTC
AATTTCTAGCACCCACATGGCAACTCATGACCATCTGTAGCTCCAGTTCTAGGGGATCCAATAAACTTTTCTGGC
TTCTATAGGCTAAGCTCTCTCTCTCTCTCTCTCTCTCTCTCTCTCTCACACACACACACACACACACACACATAC
ACACACACTACACAGAGACATATTCAGGCAAAGCACTATTATAAACATAAAATACAAATAATTTAAGGAAGAGGA
GGAAAAGGAAGAAAGGGGATGTGGAGGGACGGCTCCCTGGCTAAGAGAACTTCCTTTTCTTGGAGGAGGATCCAA
GTCTGATTCCTGGCATCCTCTTCTGACCTCAGCAGGCACAAATATGGCATACATTAACACAAACACATACATATG
CATACATTTATATTTTAAAATTCTTTTTAAAAATGGAAAGAAAAACAAAAGAAGTATTTGTTTCTAGGTGGAAAG
ATTATTCAGTGAAGAATTAGCAAATTCTCAGAGAGACCTGCAGTAAAAGAGCTTCTTTCTACCTAGGGAAACCAA
ATCTTTGAGTTTCTTCCAGTTTGTGAGAGATCAAAATTTACCCAACATAGATTTATCTAATGTAATTCCTATCTG
CAGAACATCCAAATACTTTGGAAATTATTTTTTGTGGTTGTAGCTGTTTGAATGTAAACATATATTCAAAAAAAA
CTCTTCATGGTGATGTAGCATTGGGCAAGCTATGAGGATACCTACTTCTGGTTATTTACTAAAAGTTGATAGCCA
GGCAGTGGTGGCACACACCTTTAATCCCAGCACTTGGGAGGCAGAGGCAGGTGGAATTCTGAGTTTGAGGCCAGC
CTGGTCTACAGAGTGGGTTCAAGGTCAGCCAGGGCTACACAGAGAAACCCTGTCTCAAAAAGAAGGAGGAGGAGG
AGGAAAGAGGAAGAGGAGGAAGAAGATCTTTTGTTTTGAGATAGCATGCAGTGAAAATTTCGGTTTCTTTAGCAA
CTCAGTTGTGTCACATGATGTCTTTCTGGAAGCTGTCTTGTGAGCAGACATGTGCTGTTTATCACAATAGAAAGC
AAACTAGAATAGAATTGGTACCAGAAGTAGGGTATTGCTGTGAATGGCCTGGCCATGTTAGAGAGAGGAATGAAG
AAAGATGGCTTTGGGCTAGAAAAGCTACTGAGTGCTCCAAGCTTACTGATTGGCTGTTGTGGGAGGTTAGAAGGT
GAGAGCATCGCAGATGATGAAGGCCATAATTACAGAGGGAACCAAGGACTATCAGTGTAGTGGAAAGTTCTCTGG
TGAGTCAGTTGTGTGGGATGGTGTTTTGCTGGGACAAATACCTGAAGGAGTGTTTTCCTGAAGTGGATACAGGTG
TGAAAGACTAAGGCAGACTCATGAAGGAGTGTTTCACTGAAGCAGACGCAGGAGAGAGGATGTCCTGCTAAAGCA
AACACGTGAAAGGATACATGATTGATTCTTTGCTAGCGATGCACATGTATTGGTCCGCCTACATTGCATAGTTCA
GCTACATTTGTCCAGACTCCGTGGACTGGGGCTGATTGGATGCACATGCTGAGGCAAAACACATGCTGAGACAAG
GCACCTAGAGGACATGTAATGTTTGGAGGGTACCAATAGGACTCATGGAGTGATGGAGACAGAGCTTGGCTTGCT
GGTACAGCTAGCTGTGCAACGCTTGTGGGTCTTGCATCTTCCCTGATCTTTGCTTCCCCTGAGAGAGGCACACTG
GAGAACTTCTGCTGACTTGAGCCAAGGCTGAGGCCTGGCTGTCTCTGCTAGGTCCTGTCACTGCTGTTGCTATCC
AGACTCTACCGAACTGAATTGCTGGTAGATCCCTGGGGTGTTTCTGAGTGGTTTGAGCTGCTGCTGCTAATCTGT
GAACTGTACTGCTGATTTCCAGACAACACAGACAAGAGTTGCTCCAAAGAACTTTTCTAAACAGGTCCACTACCT
CTGTGTCCTTTCTTTCCCACTCCCTCTGGTGGGTGGTGGGCTGCAAGGGAGGTTAAAGTGTTTAAGAACCATCAT
TAGAAATAAGGTTATATATTAAAATTTAAAGTTATGTATCAGGACTCTTCATGTGATATTTTTATTAAGAATTTG
TAGTTTTGGTCAATTGGGTCTAAATAATAAGCTATGATTAACAAGAAACCACCACCCCTGATCTGGCACCAGGTA
TCAGGGTTGGAGCCTGGAGGGTTTGTGTTGTTTTTACATTCCTTTTTGAGCGAGAATAAGCCACTCTGTGCCAAT
AAGCCACAGAGTGTGTATAAAGGTCAGAGAACAACTTACAGGGGCCAATTCTCTCTGTCCATCATGTGGATTCTA
GGGATCAAAGAGGTCATCAGGCTTGGCAGCAAGTGCCTTTGCCTACCGAGTCTTTACACCAGCTCCACCGTGGTT
TTTGAGACAGTCTCTCACTGGACTGGATTTCAGCAAGAAAGCTAGGCTTGCCTTCTTGTCTCTGCCTCCTTGGCA
TTGGAATTATGAGTTGTTCCACCGTGCCATTTTTAAAAATGTAGGTTCTAGGAATTAAACTCGGCTCTCGGTGCT
TATATAGTGAGCACTTTACAGAGGGAGTCACCTTGCCAGCACCTAGAATTCACTTTTATTCATATCCCAGTCTCC
CCACGTAAGAAAGTGGGATCCCTTCTAGCATTACACCTAAGTTCTTAGTTGGATACTGAAGTCTTTTTTTAACAG
ATCTCTGGGGCTCAGAAGGCAAGAGCTCCTTGCAGAGGATTTAACCTCAATTCCTAGTACTCAACTTGCCAGCTC
ACAACTGCCTATAACTCTAGTCCCAGAAGATCAGACACTGTCCTCTGATCTCTGTGGGTACTAGGTATATACATT
ATTTTTTTTAAAAAAATCAATAAAAAATAAAAAAAAAGAAAAGAAAAAGAAAGAAAATCCTTTGGGAGCCTGGTA
TAATTGTTATAGCTATTTTTTTTTTTTTTACCATTTGCAAACTGCACGTGAAAAAGCTTGCCATCTCTCCCATTG
TTTCCTGGCTTATTCAGGATCCATGCAAAAAGGGGAGTGTAGATTTAGCCTAAAGCTCACCCACAGGGAAATCCT
CCAGGAGTCTAGTAAGCAGCAGCTTTTAATGAGTCATGAGGTCCTGGCCCCTCCCCATCTGCCACCAACCAACAC
TTCTCGGGCATGCTAGGAACCCCCACCCCACCCCACACCCACACCCAGGTCTTTGCCCTGGGTCCAGAGTCTGGG
TCCTACCTACATATGGCACCGAGGATACCTAGAGGCCCCATGCAAGAGAAGGCCCTTGTTTTCCAGGCACTGAGG
ACCGCAGTCCCTAATTCCTGGCAGTTCCTGAGATCTCAAGGAAAGCAGGGTCAGCGAGGAGGCCTGGGGAGAGGA
GGCATCCTACACCCGATCTTGTGGCCTGCTGCCTAAGGGAAACAGGTAGGTAATCCGTTGGAGGCCAGAGACAAA
AAGCAACATTTTTGCTTTTAATGTCCTCAGTGCTGGGGAGCCCGGTGTCAGGCTGGGCAGTCTTGGGAAGAGATT
CTGTAGAGGAGAGAGAAGAGAGTCCTATGGCCCAGTGCTGATTCTCAACTCCTCCCACATTCAGGAGACCATGAC
AGCTATGCTAACACTAGAAACCATGGCCAGTGAAGAAGAATATGGGCCGAGGAACTGTGTGGTGTGTGGAGACCG
GGCCACAGGCTATCATTTCCACGCCCTGACTTGTGAGGGCTGCAAGGGCTTCTTCAGGTGAATGCTTCCTCCCCA
ACAGAAACAACCCCGACATTTCTATCAGTCCACCTTTAAACACTGGTACACCTCCAAGTTATAATCCTCTTGCAG
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CTAAGCTGAACTGCCCAGTGTCTAGCACTCTCAATCTTGCTGACCACAACGCAGTGTGAAACTGGTGACCTAATG
ACAAGGCAGGTTAACCATTTGTCCCAGAGACAGAGCCTAAGAGTCAAGAACACTTGTGTAGCACACACTACCTGC
AAAGTACCGAGATCATTGCCACACGAGGGTTCCTGAGTAACCTTGTGTTCTCATGAAAACGCTCCAACTACCTCT
GAAGACCTTTG 

2.4. Floxed fragment (0.5 kb) 
ggccggccataacttcgtataatgtatgctatacgaagttatTTAATTAACGCACAGCTCAGATGAGTCTGTTGT
TAAATCGATCCGTCTTTTAGGCCGCGTCCTTTCGGGGTGCTCTTAGACCCACCTGCATGTTCTCTGCCATCTAAA
ACCATGCAGTGCCTGTCTCTATCTCACAGACGAACAGTCAGCAAAACCATTGGTCCCATCTGTCCGTTTGCTGGA
AGGTGTGAGGTCAGCAAGGCCCAGAGACGCCACTGTCCAGCCTGCAGGTTGCAGAAGTGTCTAAATGTTGGCATG
AGGAAAGACAGTGAGTTGGTCCCTACCGTTCCAGGAGTCCATTGGTGCTTCTCTGCTTTTGTTCAGGTTCCCACA
GCAGGCAGAGTGAGCTGTTGGAAACCAATCAGATTCTGCCTGTTTTCAAAACTTCTAATCTCTTGTTTTAAAAAG
CACTTATTTTTAATGTGTGTGTTCACCTGCATATATGTCTAAGTACCATGTGTGTGCCTGGTGCCCACAAAGGCT
AGAGAAGAGTGTTGGATCGCCTGGAACTTGcaccggtgataacttcgtataatgtatgctatacgaagttat 

2.5. PGK-Neo region 

gcggccgggaagttcctattctctagaaagtataggaacttcgcggccaattctaccgggtaggggaggcgcttt
tcccaaggcagtctggagcatgcgctttagcagccccgctggcacttggcgctacacaagtggcctctggcctcg
cacacattccacatccaccggtagcgccaaccggctccgttctttggtggccccttcgcgccaccttctactcct
cccctagtcaggaagttcccccccgccccgcagctcgcgtcgtgcaggacgtgacaaatggaagtagcacgtctc
actagtctcgtgcagatggacagcaccgctgagcaatggaagcgggtaggcctttggggcagcggccaatagcag
ctttgctccttcgctttctgggctcagaggctgggaaggggtgggtccgggggcgggctcaggggcgggctcagg
ggcggggcgggcgcgaaggtcctccggagcccggcattctgcacgcttcaaaagcgcacgtctgccgcgctgttc
tcctcttcctcatctccgggcctttcgacctgcagccaatatgggatcggccattgaacaagatggattgcacgc
aggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgc
cgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatga
actgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgt
cactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcc
tgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcga
ccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctgga
cgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatct
cgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactg
tggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcgg
cgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgcct
tcttgacgagttcttctgaggggatccgctgtaagtctgcagaaattgatgatctattaaacaataaagatgtcc
actaaaatggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaagg
attggagctacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttactattgc
tttatgataatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattcctcc
cactcatgatctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaa
gtactgtggtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagcctctgttccacatacacttc
attctcagtattgttttgccaagttctaattccatcagaagctcgataccgtcgaggaagttcctattctctaga
aagtataggaacttcccgcggatccatcgaccccctgcagg 

2.6. 3’ homology arm (2.9 kb) 

AGTTCCATATGAGTTGCCATATGGGTGCTGGGATTTTAACCCAGGTTCTCTGCAAGATCAAGTGTTTTTAACCCT
GAATTAAAAGTATCCCTCCAGTCTCTCCCCATCCCAATCTCTTTCAAGGTATATGCTTTCATGCATATCCTCTTC
CAGACTTTGTCTCTTAACCTCCCTTCAATACATCCCAGCCACACGGGCTCAGTGCTATCCTTGAGCGTGTGTATC
AAGCATACTGTTCCCCAAGGCTTTTCCCATTTGCCATCCCCTTGCCTGAAATGCCCTTCCCCTAGACATTCATAT
GGCTTGCTTCTTCTCTTCTGTCTCTTAAGTACATACAACCTGTCACCTCATAGGTACTTCTTAGTTATTGCTGCT
TTCTCTGTGACAGGTAACTGTGCTATGCTTCCAACAGATAACAAGGCTGGTCTCCCACAACTTAAGTTGTCGGAG
TCAGTCAGCTAGGAAACAGAATCACACTTCGGAATCAAGCCTGTCTGCCCCTCAAACTCCTGCTTTCCCTCCCAT
ACTGCTTTTCAACACAGAGCAGTGGAAAAGACTGTAGAAGCCAAATGACCCTGCCCAACCTATATCACTTATTGT
ACAACTGTGGAAGTGTTACTGGAGTCGGCTTCTGACACACACATGAGGTCTGAGTTAGAGTTGCTAGATCCACTG
ACATCTAGCCTCAGAGCCTTTGAAATCACGATTTATGCAGATACAAAGTGATGTTTCCAATATTAAGACCCTTCT
TCAATGTTTCCAAGGAGCCAAACATTCTATACCCTTCCCACTTTATTCTCCACCCTCCCCTTCTTTCCCATGGTG
CATTGCTTTCTGCTGAAGTGTATCACAGATGAATATGAGATCGACAGAAAGTGTGCAGGGATTCCCCTGCCATCA



Molecular Biology Data  
Nr1i3 conditional knock out model 
ICS reference DG1/K104

PHENOMIN - ICS Page 7 of 15 

Nr1i3 conditional knock out model 

18 Feb 20013 

GGAAACATTAATTCAATGAAGTCCCAAGGAAGCCTCAGAAACTCTTTCTTCCTTCCTCCTTCCTTATCTGGGGAG
GTGGAGTGGCCCCAACTGAAGGGATGGCTGAAAGGTGCTCGCTGCTGTTCTCAACAGCTTTGTCATCTCTCTTGC
CTGACACAGTGATACTGTCAGCAGAAGCCCTGGCATTGCGGCGAGCCAGACAGGCACAGCGGCGGGCAGAGAAAG
CATCTTTGCAACTGAATCAGCAGCAGAAAGAACTGGTCCAGATCCTCCTCGGGGCCCACACTCGCCATGTGGGCC
CCATGTTTGACCAGTTTGTGCAGTTCAAGGTGAGAACTTAACCAGGATGTGACCTGGGTACCTGAGGAGGTAACC
CACAGAAGAAGGCTATGCCCTGATGGAGAACAGATCTCCAGAATCCCACGATGGGCAGGTTCCTCAGCAAAAAAC
CTTTCTTAGATAAGCCTGGTGAGCCCTCAAGGGCAGCCAAGGCTGGGGCCTCTTACTAAAGCTCTGAACTCTACA
GCCTCCAGCCTATCTGTTCATGCATCACCGGCCTTTCCAGCCTCGGGGCCCCGTGTTGCCTCTGCTCACACACTT
TGCAGATATCAACACGTTTATGGTGCAACAGATCATCAAGTTCACCAAGGATCTGCCGCTCTTCCGGTGAGTAGC
ACATGGCCTTTCAGGAAGCAAGTGCTCGCTCGGTAAGTCAGACCGGTCTCCGATTAAAGACTGGTATGACATCCT
TTAGCCTTCTGAGTGCTAGGGTCTTACATTTGCAGTGTGCCGATTGGACCTTTTTTTTGATGGATAGACCTAAGT
CTAAAGTGCCCTTGTTTTCTACCCGACACAGGTCCCTAACCATGGAGGACCAGATCTCCCTTCTCAAGGGAGCGG
CTGTGGAAATATTGCATATCTCACTCAACACTACGTTCTGTCTTCAAACAGAGAATTTCTTCTGTGGGCCTCTTT
GCTACAAGATGGAGGACGCAGTCCATGGTGAGATGGTAGAACGGTCCAGGGTATGTATCTCAGTGGTATGAGGTG
TGGAGCAATGGCCAGGAGGCTCCTCAGTCTACCATCTCTCACAGCAGGGTTCCAGTACGAGTTTTTGGAGTCGAT
CCTCCACTTCCATAAAAACCTGAAAGGACTGCATCTCCAGGAGCCTGAGTATGTGCTCATGGCTGCCACGGCCCT
CTTCTCCCCTGGTGAGGATCATCCCAAAGCTGAGGAACTCTGGCCCCTTCCACCTCTACCCAACTCTCGGTCCCT
TTAATCCTTCCCTGACCTTCTAGCTTTCAAGCCTAAGCAAGGGTCTATCTATACCATCCCCAGCCCCTATACAAT
GTGAGGCCCCCATCTGTGGCCCCTGCCACCTTGCCCTTCCCAGTCTCCTCTCTCAGACAGACCCGGAGTTACCCA
AAGAGAAGAGATAGATCAGCTACAAGAGGAGATGGCGCTGATTCTGAACAACCACATTATGGAACAACAGTCTCG
GCTCCAAAGTCGGTAGGGAGGAAGGAGGCAGCGGATTCGGAGGCTGCGCCGGGGGTAGGAAGGGATCTGTGAAAC
ACTGAGCTCCGGATGGATGCATTTTACTGTTGTTTCCTTTGGGAAACCAGGTACTTAGGAATCTAGACCTTCCCT
CGGACCACCCCATCCATCGCACACAGTATCCAGATTGCTCAGACTGCTGTGTTGTCTCCCTTTTCCAAGTTGTTG
GCTCCTGTTGTTGTTTTCAGTCAGTAGAGATGCAAAGTCGTAGCTCATGGCCTGGGTGTGACAGCTTTCCTGAGA
CTGGTGACATTCCTTACCTCTCACCTCTCCGACTTTTCCAAACTAAAGTCAAAATTTCAAAGTCTTGTTCATTCT
TTTGGCCCGCTCCTCTCCTTTGGGTCAATTCCTTGAAGTTTTAGGTCCCCTTGAAATTAGGATCCGTCACACTTT
CACGGACAGAGCCTAGTTCAACAGTGCAGGCTCAGACATCTATGCCACCTTCGCTCTGCTCATTCCCTAATGAAT
CCGTTTGCTACGAGGGAGATG 

2.7. Vector backbone sequence 

ggccactgaggccgcgatcgcaagcttatcgataccgtcgacctcgagggggggcccggtacccaattcgcccta
tagtgagtcgtattacgcgcgctcactggccgtcgttttacaacgtcgtgactgggaaaaccctggcgttaccca
acttaatcgccttgcagcacatccccctttcgccagctggcgtaatagcgaagaggcccgcaccgatcgcccttc
ccaacagttgcgcagcctgaatggcgaatgggacgcgccctgtagcggcgcattaagcgcggcgggtgtggtggt
tacgcgcagcgtgaccgctacacttgccagcgccctagcgcccgctcctttcgctttcttcccttcctttctcgc
cacgttcgccggctttccccgtcaagctctaaatcgggggctccctttagggttccgatttagtgctttacggca
cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgccctgatagacggtttttcgccc
tttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggt
ctattcttttgatttataagggattttgccgatttcggcctattggttaaaaaatgagctgatttaacaaaaatt
taacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttttcggggaaatgtgcgcggaacccct
atttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataa
tattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttattcccttttttgcggcattttgcctt
cctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttac
atcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcact
tttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgccgcatacac
tattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaa
ttatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaag
gagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaa
gccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggc
gaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctg
cgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggat
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctc
atgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttct
tgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttg
ccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtcctt
ctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctg
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ttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag
gcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgaga
tacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggc
agggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggttt
cgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagcctatggaaaaacgccagcaac
gcggcctttttacggttcctggccttttgctggccttttgctcacatgttctttcctgcgttatcccctgattct
gtggataaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcgagtca
gtgagcgaggaagcggaagagcgcccaatacgcaaaccgcctctccccgcgcgttggccgattcattaatgcagc
tggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagctcactcattag
gcaccccaggctttacactttatgcttccggctcgtatgttgtgtggaattgtgagcggataacaatttcacaca
ggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagctcgcg
gccgcggcgcgcc 
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PCR Screening Strategy

Wildtype Allele
(WT)

NeoTargeting Vector
(HR)

FRT
LoxP

NeoTargeted Allele
(TA)

ErNf 3’ external PCR

3. ES cell lines targeted and validation data:

3.1. ES cell lines targeted 

The targeting vector was electroporated in P1 ES cells [MCI-129Sv/Pas background] 

Number of clones screened:  ~400     
Number of positives: 7     

Reference of clone used to generate the mouse line: 
• clone K104-168

3.2. PCR data on positive clone 

3.2.1. PCR screening strategy 

5’: 4.4 kb      FA: 0.56 kb  3’: 2.9 kb 

 

Primers used for PCR validation of ES clone 

PCR Primer 
Name Primer sequences PCR product 

size (kb) 

3' external 
Nf AGGGGCTCGCGCCAGCCGAACTGTT 

3.8 
Er CACAACCGCCTTCTAGAACTGGATC 
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3.2.2. Picture of PCR on positive clone 

   3’ external PCR ladder 

   Clone 168 

3.8kb 
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3.3. Southern data on positive clone 

3.3.1. Neo Southern strategy 

5’: 4.4 kb      FA: 0.56 kb   3’: 2.9 kb 

Digestions used to validate the 5’ and 3’ insertion 

Probe Name Genomic DNA 
digest 

WT allele 
(kb) 

Targeted Allele 
(kb) 

Neo 

5’ arm first digest AflII / 12.8 
5’ arm second digest EcoRV / 8.8 
3’ arm first digest SpeI / 9.0 
3’ arm second digest EcoRI / 9.7 

Four different digests are used to validate correct HR event. Two digests validate the 5’ insertion, 2 
other digests validate the 3’ insertion 
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3.3.2. Picture of Neo Southern 

Neo southern blot: 5’ and 3’ arm validation    ladder 

 A       B   C     D 

A: AflII (12.8kb) 
B: EcoRV (8.8kb) 
C: SpeI (9.0kb) 
D: EcoRI (9.7kb) 

17kb 
15kb 

6kb 

8kb 

10kb 

5kb 

4kb 

3kb 

3.5kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 

2.5kb 

8kb 

10kb 
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4. Data on conditional and knock-out animals
Both conditional and knock-out mouse models were backcrossed in C57BL/6J background. 

4.1. Genotyping protocol and data 

4.1.1. Genotyping strategy 
The map below describes the position of the primers used for genotyping for each possible allele. 

Sequence of primers used for genotyping 
Position Primers Sequence 
Ef 3 TCACCTGCATATATGTCTAAGTACC 
Er 4 CCTTGAAAGAGATTGGGATGGGGAG 
Lf 1 ATCATTGCCACACGAGGGTTCC 
Lr 2 AACATGCAGGTGGGTCTAAGAGCAC 

Genotyping Strategy

Wildtype Allele
(WT)

FRT
LoxP

Conditional Allele
(In vivo FLP Deletion)

(cKO)

Knock-Out Allele
Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

(KO)
primer

Lf Lr

Lf Lr Ef Er

Ef Er

ErLf

E
Targeted exon(s)

E
Targeted exon(s)
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PCR fragments expected size (bp): 
Region analyzed Primers 

used 
Position on 
the primer 

(see the map 
above) 

Conditional 
allele (cKO) 

Knock-Out 
allele (KO) 

WT allele 
(WT) 

Presence of the distal 
5’loxP 

1-2 Lf / Lr 211 --- 161 

Excision of the selection 
marker 

3-4 Ef / Er 317 --- 207 

Total Excision (excision of 
the floxed exon(s), i.e. 
knock out) 

1-4 Lf / Er ---* 309 ---* 

* This PCR product will not be observed using our PCR genotyping conditions (see description below)
--- No Amplicon should be obtained 

4.1.2. PCR protocol 
This section describes the composition of the mix and cycling conditions used for genotyping. 

Reagents: Volume: 
- FastStart PCR Master (Roche) 7.5µl 
- DNA (50ng/µl)  1.5µl 
- 5’ primer (100 µM)  0.06µl 
- 3’ primer (100 µM)  0.06µl 
- Sterile H2O  up to 15 µl 

Cycling conditions: 
Temp  Time #Cycles 

95°C 4min 1 

94°C 30s 
62°C 30s 34 
72°C 1min 

72°C 7min 1 

20°C 5 min 1 

NB: These PCR conditions have been optimized for high-throughput genotyping. Adaptation to 
small-scale may be required. 
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4.1.3. Picture of genotyping with various alleles 

Representative genotyping picture 

4.2. Evaluation of lethality of homozygote KO (KO/KO) 

Males knock-out heterozygotes (KO/WT) were crossed with females knock-out heterozygotes 
(KO/WT). Offspring was genotyped to evaluate the ratio of the different genotypes. Results are 
provided in the table below. 

Genotype WT/WT KO/Wt KO/KO Total

Number of pups obtained 19 27 15 61

Experimental Ratio 31% 44% 25% 100%

Theoretical Ratio 25% 50% 25% 100%
Theoretical Ratio if KO/KO 
are not viable 33% 66% 0% 100%

The Nr1i3 knock-out homozygotes are viable. 

Legend: 
• >13% Homozygous = Viable
• >0% and ≤13% = Subviable
0% = Lethal 

cKO/WT KO/WT WT/WT 
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