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1. Schematic representation of the locus

1.1. Overview 

 5’: 3.7 kb      FA: 1.2 kb    3’: 2.7 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 exons 3-4 

Nr1i2 gene (also named PXR) 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=40490 

Strategy used to generate the conditional knock out model 

Nr1i2_Strategy
(9756 bp)

NeoR5' Arm: 3.7 kb 3'Arm: 2.7 kbFloxed Arm:1.2 kb

LoxP>

Exon 3 Exon 4

LoxP> FRT> LoxP> FRT>

Exon 5 Exon 6 Exon 7

http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=40490
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2. Construct used for homologous recombination in ES cells: Nr1i2 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 (on knock-out animals) are indicated in bolds. 

2.2. Map of targeting vector plasmid 

Nr1i2_Construct
(16187 bp)

NeoR

 3.7 kb

2.7 kb

1.2 kb

LoxP>

Exon 3

Exon 4
LoxP>

FRT>

LoxP>

FRT>Exon 5Exon 6

Exon 7
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2.3. 5’ homology arm (3.7 kb) 
GAACACCAATGGCTTATGCTCTAAGATCAAGAATTGGCAAATGGGACCTCATAAAATTGCAAAGCTTCTGTAAGG
CAAAAGACACTGTCAATAGGACAAAATGGTAGCCAACAAATTGAGAAAAGATCTTTACCAATTCTACACCCGATA
GAGGGCTGATATCCAATATATACAAAGAATTCAAGAAGTTAGACTCCAGAGAACCAAATAATCATACTAAAAAAT
GGGGTACAGAGCTAAACAAAGAATTCTCAACTGATTAATACAGAATGGCTGAGAAGCACCTAAAGAAATATTCAA
CATCCTTAGTCATCAGGGAAATACAAATCAAAACAATCCTGAGATTCCACCTCATACCAGTCAGAATGGCTAAGA
TCAAAAACTCAGGTGACAGCAGATGCTAGCTAGGGAATTGCAAGCTGGTACAACCTTTTAACTTCTCATGACAAT
ACACTCCTATCTGGCCCTACAACACTGTCTGTCTCTCGCTTAATTCTCTCAGTAATCGCTCCCATTGCTCCAATG
CCTTCTAGGCCCCACATCCATGGGGACTTCAGCAGGTGATAGTAAATTGTGTGATAGACATATGAGCCACTCCCT
CAGGAACTGACATACCTCATGTGGCTTTAGGTTACACAGCCTTTGCCTCAGTGAGGCTTAATCTCTCTCCACTTG
CAGCTCACTCAGCTTGATCCCAGCTACTCACTCACAAATCCCACTGCCTCAAAAGCCAGAGTGTGAGAGGCTCTT
TCATTCCTTACATCTTTCTCCGTTCACTCGGATTGTGTTTCCTGAATATCACGGTTTCCTGTGCTGAGCCATTCT
TCAGGACTCTTAGCACTGAGTCATGGGATTTTTCTCTTCCTCTGTATTAAAGGTTGAACTCAAGAAGGTCTTCTA
TCACTCCTACCTGGCCTTTCCCCCCTTATAGTCTGGTTCGCTCCATGGCATCTGTCTTAGTCAGGGTTTCTATTC
CTGCACAAACATCATGACCAAGAAGCAAGTTGGGGAGGAAAGGGTTTATTTGGCTTACACTTCCATACTGCTGTT
CATCACCAAGGAAGTCAGGATTGGAACTCAAGCAGGTCAGGAAGCAGGAGCTGATGCAGAAGTCATGGAGGGATG
CTCTTTACTGGCTTGCCTCACCTGGCTTGCTCAGCCTGCTCTCTTATAGAACCCAAGACTACCAGCCCAGAGATG
CCACCCACAAGGGGACCTCCCCCCCCACTTGATCACTAATTGAGAAAATGCCCCACAGCTAGATCTCATGGAGGC
ACTTCCCCAACTGAAGTTCCTTTCTCTTTGATAACTCCAGCCTGTGTCAAGTTGACACAAAACTACCCAGTACAG
TGTCTCAGTTTGGGATCCCAGGAATAGCTCTTCTCTTTCTCATATGTCTTTCCAGGTGTAAGGATGACAAGCCAA
GCATCCATTCCTTCCTTACTTTGTCCACATTTCCTACCCATTGGGGTGGACAATGTTAAGGTGCACCTGTATGTC
TTTCCCAGTGTACTTCCTCCCTTTTCAATAGGGCTCTGCTGGTCAATCATCAGTTTGCAGAGTGTCCCCATACTC
AGAGTGTCAGACCCCATTTACCAAGGGGATTTGTCACTCTGTGCCATGTAAAGAAAAATGGCTCCCCTGGAGACC
TCCCCCAAGGATGCTCTATTCTCAGATGGCTCAGCCTGAGCTGTATCTCTTACTACGCTCATCAGGGGCCATGCC
GTTGCTCCTCCCACACACACTTTGGTTTTGTTGGTCCTTGCTCCAGTACCCAGGGGAGACTTGAACAACTGTCTG
CCTCAGGCCGAGACACGATTCCTCAGAGGGCTAGCTTGGTGAATGGGTGAGCTTCTTGGAGACACTTGGCTGAGG
AGTTAATTACAGGAGCGTGGATGACTTGGGCAGGGGCAACACTTAAAGGTCCTCCTGAAGCACTAGGATGACGCA
CGGGAGCAGAGTCAATGAGGTTTCCATGCAGTTTGCCATTAGCCCCCAGCAGAGTCTCCTCTCTCCCAGAAATTG
CTTATTGTTTATATAACTTTGGGTAGAAGAGTCTCTGGAGTCTTTAGTTTTGTGAGCTTAGTGAGTCTTTTGAGT
GCCCCCTTTGCCCACTTAGGGTAGAAGGTTCCAGCTTAATTTGGCAGCCCCACCACCACCCCGAGTTTTTGTTAG
CAATTAGTCTTTTGAATGGAAATGAATATTCAACCAAGGCCCCATCCTGCAATCCCAAAGATGTGGTGCTGGTCA
TCCTAGGGAGAGGTGCTCAGCCGGGTTTGTCCCTCACGGGAGAACTTACTGTACTTGATGATTCCAAAGTCCATG
CATCAAGCTCTGAGTTATGACCACCAGGTCAGTGTCCGCAGATCCCTGACTTTGGGGATAATGCGGTCATGAGGA
GCTGATCTCAGATCACTTGGGGCTAACTCTCCCAGGTTTGGTCCAAAGGCACATCAATCCAGGAGACACGGTCAT
TGACCGCATGGGCTACAGTGGGGTAACACACATCAGCAGTGCCAGGCCGCGTCCAGTCACAAGTCACCAAACACT
TGGATCACCTCATGGGACAGTAAGGGAATGGTGGGGCCGACTGAAATGAGGAATCTGAGATCTCCTGAGCTGACG
AGCCTGCATTTTTCTCTTCTGCCAGCCCAAGAGCTCTGGTTGCAGTCTGGCTCCACTGGGAAGAGGATCGTGTCA
GGAAAGCCAGATAGTAAAAAGGATGCTTATCCCAGGGGCAGAAAACATCTGGTCCAGAAGAAACCACCTTATCAT
GTAGGCTAGAGCTGATTTCAGCCTTCTCCTGAATCAGTAGCAAAGAACATCAGCTAAATTGCTGAGCTGAGCACG
TACCAAAAACCCACACATGAAGGCAGGTTCTCTGGCTCTTCAAGCCAGAAAACCTGGCTTCTATATGGACTGCCC
CCCCCAAGGGGGGGGAATCCTTCCCGTTTGGGTGCCACCCTGGCACACCAGGAGGGAGGTGGGGCATTCGTGCTT
GGGACCTTGGCTTCTTATCAAGGAAACTTGTCACTTACTCAGCAAAGTTTCTCACTTACCTGGAGGACAGGTGAT
GATTGGTCTCTGTCACTGTGCCAGGGGGTGACAGATGAATATCACAGGGTGGGTTTTGAAAACCAGGTCTTTAAA
GCTATATTAAAACATGTAGGCCAGCGTCTGATTCATGGCATGCTTCTGATGAACACCAGCCCCCTTTAGCCACCA
GGGGTCTCTTATCCAGGTCCCTGAAGATGAGAGTGTGACACCCATGGGAATACTCCCAGGCTGATGGACAGACAG
CCTGAGCCCGAAAGCTTCAGAGCTCAGGCCTGCCAGGCACAGTGAGCTCAGTCTCGGGTCCGGAGCTCCCAGCAT
CCCTCTGTTCTGTTTCCATCCTTCCAAGCCAGCTTCCCTTATTTTCCACACTGTTGGACAGGTCAGAGGCCAGAG
CCAAGGCATCACTTGGGTCACTCCAGATGTGGAGATAGATGTAGGACAACCAAGCTTGGGCAGCAATGGGAAACT
CAGGATGGCTGAGCTGTAAAGACTGGTCTGACTGAGATTTCTGACATCACTTATAGCCTGCCTCTCTACAAAGGC
CAGTGGCCCTTCAGAACCCTTCAGGCTGGTGACAAAGAAGCTATACCCCACTCCAAGAAAAAACCACCCCAAAAC
AAAACCATACACTCTATTCTACAGAACTCCCAACCTCCTCATCCCAATCAGAGCT 

2.4. Floxed fragment (1.2 kb) 
ggccgggatggccataacttcgtataatgtatgctatacgaagttatGGAGAGCAAGGGCTTTCTTAATATGTTA
AGAAGCTGCTGGGGGGCGGGGGGCGGTGAGAGCAAAGCATTCAGGGTACAGATTTTCTCTGGCTTCCTTTGTCAA
GGAGAAACACATAGAAACCCATCCATGGGTACCACGAATAACAAGGCTCCGAGGAAGGATGGGAGGTATTTAAGC
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AAAAGGCCTGGAGCCTAGACTTGTTCTAGGTAGAGACTCTCGGGGGCTGTAGGTGCCCGTGAAAAGCACCAGTCT
CATTTTCTGCAGAAATATCTCAGAAAGTCACCTCCTCTTTTTGAGTCCTTGACCTTAAAGTAGAGCGTCAATCTA
CACCTGCCTCATAAAATCCCTGGTGTGTGCTACCTGCTGCTGGCAGGGTCTGGAGTCCTGGCTCTGGAGCTGAGT
GCCTGATGCTCTCTTTTATCCCACAGAAGGGCCATGAAACGCAATGTCCGGCTGAGGTGCCCCTTCCGCAAGGGA
ACCTGCGAGATCACCCGGAAGACACGACGGCAGTGCCAGGCCTGCCGTTTGCGCAAGTGCCTGGAGAGTGGCATG
AAGAAAGAGAGTGAGTGGCTGCGGGGTAGGAGGCTCAGGCTTGGTGGACTGGGCGGTTGCCAGAGAGCTGAGGCA
CCAGTGCACCACAGCGCCTAAGCGCATGCGCATTTGTGAGCCTGTGGGACTTTGGTGATACCAGGTACTAGTTCT
CATTATGGGAAGTGTGGTGGGAGATGCAGGTCAGGGCTATGTCCTCTCTTTTTTCTCAGCTATCCCTGCATGATT
CCTTTTGTCCACAGTCATTACTGTAGTCCTGGTGGTGTATGGAGGTTGGGGGAGGGGGATGACCCCGCCGGGGCA
CATATGCCGAGTCCTCTTTGTTAACACGCAGTGATCATGTCCGATGCCGCTGTGGAGCAGAGGCGGGCCTTGATC
AAGAGGAAGAAGAGGGAAAAGATTGAGGCTCCACCGCCTGGAGGGCAGGGGCTGACGGAAGAACAGCAGGCGCTG
ATCCAGGAGCTGATGGACGCTCAGATGCAAACCTTTGACACAACTTTCTCCCACTTCAAGGATTTCCGGGTAGGG
AGCTTAGAGCTGTGACCACATCCATGGCTATGCTAGCTCCTCAAAGTCCGAGTCACTTTCCCAGGGTTTCTAGTA
GTCAGGGCCTGTGTGGCCATCGCGGACTAATGGCCataacttcgtataatgtatgctatacgaagttat 

2.5. PGK-Neo region 
gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggcccctgcaggtca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgcgctttagcagccccgctgggcacttg
gcgctacacaagtggcctctggcctcgcacacattccacatccaccggtagcgccaaccggctccgttctttggt
ggccccttcgcgccaccttatactcctcccctagtcaggaagttcccccccgccccgcagctcgcgtcgtgcagg
acgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggta
ggcctttggggcagcggccaatagcagctttgctccttcgctttctgggctcagaggctgggaaggggtgggtcc
gggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtcctattgtgagcgctcacaatcccggca
ttctcgcaagcttcaaaagcgcacgtctgccgcgctattgtgagcgctcacaattccgggcctttcgagaaggag
ccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggccgcttgggtggagaggctattcg
gctatgactgggcacaacagacaatcggctgctctgatgccgccgtgttccggctgtcagcgcaggggcgcccgg
ttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgcggctatcgtggctgg
ccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggcg
aagtgccggggcaggatctcctgtcatctcaccttgctcctgccgagaaagtatccatcatggctgatgcaatgc
ggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgcgccagccgaactgt
tcgccaggctcaaggcgcgcatgcccgacggcgatgatctcgtcgtgacccatggcgatgcctgcttgccgaata
tcatggtggaaaatggccgcttttctggattcatcgactgtggccggctgggtgtggcggaccgctatcaggaca
tagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttcctcgtgctttacggta
tcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacgagttcttctgaggggatcgatccgtcc
tgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatact
ttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtg
ggattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatc
ataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatgatctatagatctatagatctc
tcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttc
atagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaa
ttccatcagaagctgactctagatctggatccataacttcgtataatgtatgctatacgaagttatctcgaggaa
gttcctattctctagaaagtataggaacttcgagct 

2.6. 3’ homology arm (2.7 kb) 
GGCCAGCTAGGCCGGGCATCAGGATACCCAGACAACTTGCTAGAAAAGCATCCTGCTCCCAACCTCAAACTCTGG
GATGGGAAATCTTTTGATGATTGCCCAGCTGACTGTCCTCAGTGGATAGGAACTGAGTTAAGATTAAGCAATGGC
AGGCATGTTGCCCACACTGTGATGTGAGGACAGCCAAGAGGAGAAGGGGTACGGACTTCCTGTTGGCTAGCTCTG
TCTTTGCTCCCAGTGCCACCCACCCTCCTCCACTCCCCTAGAATGGTAACAAGTAGCTTAGGTGACAGGACTAGC
AAAGAAGAATGGTCTAGCCTCAGAATGTGTATTTCCATCTACAGCTACCAAACAGAGGGATGCTCAGGGTACACC
TTGAAAAGGCTGTCCTTACCCTTTTCACACTGGCCACACAGGGATATGACTATATTAATTCATAGAACATCACGT
GTCAGGAGACACACCCGTGATCGTGACTGCAGCTGGTCACCTGGAGCCTATGCGGGGATTTGTCTATGACAACAC
ACCTCCCCTCCTCTCTTTGCCTCCTGCCCTTCATCCCAGCTGCCTGCAGTGTTCCACAGTGGCTGTGAGCTTCCA
GAGTTTCTGCAGGCCTCACTGTTGGAAGACCCTGCCACATGGAGTCAAATCATGAAAGACAGGGTTCCAATGAAG
ATCTCTCTGCAGCTGCGCGGAGAAGACGGCAGCATCTGGAACTACCAACCCCCTTCCAAGAGCGACGGGAAAGAG
ATCATCCCTCTTCTGCCACACCTGGCCGATGTGTCAACCTACATGTTCAAGGGCGTCATCAACTTCGCCAAAGTC
ATATCCTACTTTAGGTAGGTCTTGAGGGCCGAGTGGATAGGTGTAGAAAGGAAGAGGAAATGGTCAAAGGTTGCA
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GAGAATCTGCAATGAATCCCCCATGAACTTGGGAGGAACTGATGCCAAAAGACCCTCTCTTGTCCCTGCCCCTGG
GGGACCATTGCTACTGGAGGATCAGCTCCTCTCCCTGTAGGGTTCAGTGGCTTTGTTGCTGTGGGCTTGACAGCC
TGCCCATTTTGGAATGGGAACTGATCATGCCAATGCTGTAGGGCTGATGTGTGGAATAATGAAACATCTGAAGAA
GATTGGTATATTGCTGGTCATCAGACCTTCCCAAGTTCCACAAGGATAGAAACCGTGACTGGGAAATTTCAGAGT
AAAAGTTAAGTTGGCAGGAGAAGGAAGAGGTCCACAGGGAGAAGAAGAAGGGACAGATTTCTAGGTGTCTGCCAT
TAAGTAGGCCATGGGGAGCATGGATGGTCCTGTAATCTAACAGACCCCATCTCCCCAGAGCTGGACATAGAATCA
ACAACAGTGACAAATGGTGTCAGCAAGAGACCCAGGAACCTGCTGGAGTGATGGGAACCACTCCTGCATAAGATG
TAGTCTGTGGTGCTAGGGGTAATGCTAGGTGTATTTGTACCTAAGCCTTCCATCTTGCCTTGCCTGACCTTGCCA
GGTAGGGCTAAATCACACACGCAGGGAGCACATTGTCAGTGGATCGCAGATAATAGGAGTGGAACATGAAGCTGT
CATCACTGGAGAGAAAAAGTGGGGGAACACGTATATGTAACATTTAACACCAGGTAGCTGATATTTCCAGCTCAA
GACACGATATGTGTAGAAGGCTTCTGCTCTGTAGAAACACTTTCTGGGAAGGGAAGACACTACTTGACCTGAAAA
CTCATCAGGGTTTACTTCAAGGGGCAATCATTCCAGATAGGCTTATGAGGCTAACAAGGGAGAACCAAGACATTA
AGTGTTGGTTAGAGGCTGTGTAGGGTGTCAGAAGAGATGGGTGCCCAGGCTGTAAGGGGTCTCCACAAAGCTAAG
GAAGAATGAAGAAGTCCCGGAGGTAGTGGGAGAGAAGATCTTGGTGGGCAAAGTAACCTGATGGCTTGGATTATG
AGGGGGAGAAACTGGGGATGGCCTGGAAGGAACTGCATCCTCAGAAGGAGGCTGCCCCATCTCTTCTGTCCTCCA
ATTTTTGGCTTATGAGCTAGGGACTGTTGCCAGCCTCTGGGCAGCCTACCTAGGGGCTGTCAACCCTACCTAGGG
GCTGTCAACCCCTCCTGTCCTTGCTGCCAGGGACCTGCCTATTGAGGACCAGATCTCCCTGCTGAAGGGGGCCAC
TTTTGAGATGTGCATCCTGAGGTTCAACACGATGTTCGACACGGAAACGGGAACCTGGGAGTGCGGCCGGCTGGC
TTACTGCTTCGAAGACCCTAATGGTGCCCAAAGAGATGCCTGGCAGAGGGAGGGAGATGATAGCCAAGAGAGAGA
GATTGGGGGATGGAGGGAAAGAGTTCGGTAAGGGACGCCTGGGTTCTTGGGTCAGGTTCCTGAGGTTCTGGCTGT
CTACCCTATACTCACCCCACAGGTGGCTTCCAGAAACTTCTGTTGGATCCATTGATGAAATTCCACTGCATGCTG
AAGAAGCTACAGCTGCATAAGGAGGAGTATGTGCTGATGCAGGCCATCTCCCTCTTCTCCCCAGGTGATGGCTTT
CCCCCAGCTGCTGGATATCTCCGGTGATCTGTTAGGAGGCAGCAGCCCCCTTTTCTGTCCGCCCCAGGGAAGGTC
TCAGTCATTGGCCTTGCTTTCCACTACACAGGCAGACTGCAGAGT 

2.7. Vector backbone sequence 

atatatggagttccgcgttacataacttacggtaaatggcccgcctggctgaccgcccaacgacccccgcccatt
gacgtcaataatgacgtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggaggagtattt
acggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccccctattgacgtcaatgacgg
taaatggcccgcctggcattatgcccagtacatgaccttacgggactttcctacttggcagtacatctacgtatt
agtcatcgctattaccatggttcgaggtgagccccacgttctgcttcactctccccatctcccccccctccccac
ccccaattttgtatttatttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgcca
ggcggggcggggcggggcgaggggcggggcggggcgaggcggagaggtgcggcggcagccaatcagagcggcgcg
ctccgaaagtttccttttatggcgaggcggcggcggcggcggccctataaaaagcgaagcgcgcggcgggcggga
gtcgctgcgttgccttcgccccgtgccccgctccgcgccgcctcgcgccgcccgccccggctctgactgaccgcg
ttactcccacaggtgagcgggcgggacggcccttctcctccgggctgtaattagcgcttggtttaatgacggctc
gtttcttttctgtggctgcgtgaaagccttaaagggctccgggagggccctttgtgcgggggggagcggctcggg
gggtgcgtgcgtgtgtgtgtgcgtggggagcgccgcgtgcggcccgcgctgcccggcggctgtgagcgctgcggg
cgcggcgcggggctttgtgcgctccgcgtgtgcgcgaggggagcgcggccgggggcggtgccccgcggtgcgggg
gggctgcgaggggaacaaaggctgcgtgcggggtgtgtgcgtgggggggtgagcagggggtgtgggcgcggcggt
cgggctgtaacccccccctgcacccccctccccgagttgctgagcacggcccggcttcgggtgcggggctccgtg
cggggcgtggcgcggggctcgccgtgccgggcggggggtggcggcaggtgggggtgccgggcggggcggggccgc
ctcgggccggggagggctcgggggaggggcgcggcggccccggagcgccggcggctgtcgaggcgcggcgagccg
cagccattgccttttatggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctggcggagccgaaa
tctgggaggcgccgccgcaccccctctagcgggcgcgggcgaagcggtgcggcgccggcaggaaggaaatgggcg
gggagggccttcgtgcgtcgccgcgccgccgtccccttctccatctccagcctcggggctgccgcagggggacgg
ctgccttcgggggggacggggcagggcggggttcggcttctggcgtgtgaccggcggctctagagcctctgctaa
ccatgttcatgccttcttctttttcctacagctcctgggcaacgtgctggttgttgtgctgtctcatcattttgg
caaagaattcacctgccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgc
agagtatgccggtgtctcttatcagaccgtttcccgcgtggtgaaccaggccagccacgtttctgcgaaaacgcg
ggaaaaagtggaagcggcgatggcggagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaaca
gtcgttgctgattggcgttgccacctccagtctggccctgcacgcgccgtcgcaaattgtcgcggcgattaaatc
tcgcgccgatcaactgggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagcctgtaaagcggc
ggtgcacaatcttctcgcgcaacgcgtcagtgggctgatcattaactatccgctggatgaccaggatgccattgc
tgtggaagctgcctgcactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattat
tttctcccatgaagacggtacgcgactgggcgtggagcatctggtcgcattgggtcaccagcaaatcgcgctgtt
agcgggcccattaagttctgtctcggcgcgtctgcgtctggctggctggcataaatatctcactcgcaatcaaat
tcagccgatagcggaacgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatga
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gggcatcgttcccactgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgcgccattaccgagtc
cgggctgcgcgttggtgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgcc
gtcaaccaccatcaaacaggattttcgcctgctggggcaaaccagcgtggaccgcttgctgcaactctctcaggg
ccaggcggtgaagggcaatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcccaatacgca
aaccgcctctccccgcgcgttggccgattcattaatgcagctggcacgacaggtttcccgactggaaagcgggca
gtgagaattcactcctcaggtgcaggctgcctatcagaaggtggtggctggtgtggccaatgccctggctcacaa
ataccactgagatctttttccctctgccaaaaattatggggacatcatgaagccccttgagcatctgacttctgg
ctaataaaggaaatttattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgg
gagggcaaatcatttaaaacatcagaatgagtatttggtttagagtttggcaacatatgccatatgctggctgcc
atgaacaaaggtggctataaagaggtcatcagtatatgaaacagccccctgctgtccattccttattccatagaa
aagccttgacttgaggttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaatttt
ccttacatgttttactagccagatttttcctcctctcctgactactcccagtcatagctgtccctcttctcttat
gaagatccctcgacccgagaattcggcttaaagcttatcgatgataagctgtcaaacatgagaattcttgaagac
gaaagggcctcgtgatacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggca
cttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatga
gacaataaccctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgccc
ttattcccttttttgcggcattttgccttcctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctg
aagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgcc
ccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccg
ggcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagc
atcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaact
tacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgcc
ttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatgg
caacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatgg
aggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggag
ccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatct
acacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagc
attggtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaagga
tctaggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcag
accccgtagaaaagatcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaa
aaccaccgctaccagcggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttca
gcagagcgcagataccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcac
cgcctacatacctcgctctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggt
tggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagct
tggagcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaaggga
gaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacg
cctggtatctttatagtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcagggg
ggcggagcctatggaaaaacgccagcaacgcggcctttttacggttcctggccttttgctggccttttgctcaca
tgttctttcctgcgttatcccctgattctgtggataaccgtattaccgcctttgagtgagctgataccgctcgcc
gcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgcggtattttctcctta
cgcatctgtgcggtatttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaagcc
agtatacactccgctatcgctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgcgcc
ctgacgggcttgtctgctcccggcatccgcttacagacaagctgtgaccgtctccgggagctgcatgtgtcagag
gttttcaccgtcatcaccgaaacgcgcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcaca
gatgtctgcctgttcatccgcgtccagctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcg
ggccatgttaagggcggttttttcctgtttggtcactgatgcctccgtgtaagggggatttctgttcatgggggt
aatgataccgatgaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacg
ttgtgagggtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgctt
cgttaatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgca
gggcgctgacttccgcgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgc
agacgttttgcagcagcagtcgcttcacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaacc
ccgccagcctagccgggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgcccga
gatgcgccgcgtgcggctgctggagatggcggacgcgatggatatgttctgccaaggcgtttaaacttaattaag
tcgacggccggccctcgaggcc 
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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: 1      

Reference of clone used to generate the mouse line: 
• clone K177P1-27

3.2. Southern data on positive clone 

3.2.1. Neo Southern strategy 

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 PshAI / 13.3 
5’ second digest ScaI / 8.9 
3’ arm first digest SpeI / 8.8 
3’ arm second digest HindIII / 4.8 

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

  5’: 3.7 kb      FA: 1.2 kb   3’: 2.7 kb 
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3.2.2. Picture of Neo Southern 

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

 A    B   C   D 

A: PshAI 13.3kb 
B: ScaI   8.9kb 
C: SpeI  8.8kb 
D: HindIII  4.8kb 

10kb 

8kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 
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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 
Primers Sequence 
Lf CCCTTCAGAACCCTTCAGGCTG 
Lr AATACCTCCCATCCTTCCTCGGAG 
Ef CTTAGAGCTGTGACCACATCCATGG 
Er TATCCACTGAGGACAGTCAGCTGG 

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 

661-664 Lf / Lr 352 --- 306 

Excision of the selection 
marker 

665-666 Ef / Er 268 --- 187 

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

661-666 Lf / Er 1555* 338 1392* 

* 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: 
-10x Buffer (Roche) 2.5µl 
-dNTPs 10mM (Amersham Biosciences) 0.5µl 
-Taq DNA Polymerase (Roche)  0.2µl 
-DNA (50ng/µl)  3µl 
-5’ primer (100 µM) 0.125µl 
-3’ primer (100 µM) 0.125µl 
-Sterile H2O  up to 25 µl 

Cycling conditions: 
Temp  Time #Cycles 
94°C  3min 1 

94°C 1min 
62°C 1min 2 
72°C 1min 

94°C 30s 
62°C 30s 30 
72°C 30s 

72°C 3min 1 
4°C ∞ 

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 

 Picture of genotyping with conditional knock-out (cKO) allele
Data not shown 

 Picture of genotyping with knock-out (KO) allele

Analysis of PCR products pattern was not done by gel electrophoresis but using LabChip® 90 
microfluidic apparatus. PCR products were run on the HT DNA 5K LabChip® 90 Assay Kit. 

Representative genotyping picture 

Note that as this technology is more sensitive than gel analysis, non specific signals and/or primer 
dimers may be visible on the picture. 

WT/WT KO/WT KO/KO
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4.2. PCR data on mouse DNA 

4.2.1. PCR strategy for validation at the mouse level 

             

Primers used for PCR validation of ES clone 

PCR Primer 
Name Primer sequences PCR product 

size 

5' external 
Pcr5F ttcattctccgctccatttg Wt: 6.8kb 

KO: 5.8kb Pcr5R ccattctaggggagtggagg 

3' external 
Pcr3F tgaacaccagccccctttag Wt: 4.4kb 

KO: 3.4kb Pcr3R gagcaaaggaaagttcagtccag 

PCR 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

E
Targeted exon(s)

E
Targeted exon(s)

5’Arm      Floxed Arm     3’Arm 
Pcr5F 

Pcr5F 

Pcr3F 

Pcr3F 

Pcr5R 

Pcr5R 

Pcr3R 

Pcr3R 
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4.2.2. Picture of PCR 

   5’ and 3’ external PCR ladder 

5’ external PCR 

3’ external PCR 

WT     KO 

WT     KO 

Wt: 6.8kb 
KO: 5.8kb 

Wt: 4.4kb 
KO: 3.4kb
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4.3. 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 20 44 27 91

Experimental Ratio 22,0% 48,4% 29,7% 100%

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

Homozygote Viability Viable

The Nr1i2 knock-out homozygotes are viable. 

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