
Molecular Biology Data  
Nr1c1 conditional knock out model 
ICS reference K127/EUMO19

PHENOMIN - ICS Page 1 of 16 

Nr1c1 conditional knock out model 

14 Apr 2011 

Table of contents 

Table of contents ................................................................................................................... 1 
1. Schematic representation of the locus ............................................................................ 2

1.1. Overview ................................................................................................................. 2 
1.2. Strategy chosen: Flox exon 4 .................................................................................. 3 

2. Construct used for homologous recombinaison in ES: Nr1c1 project.............................. 4
2.1. Legend ....................................................................................................................... 4 
2.2. Map of targeting vector plasmid .................................................................................. 4 
2.3. 5’ homology arm (4.5 kb) ............................................................................................ 5 
2.4. Floxed fragment (0.7 kb) ............................................................................................. 6 
2.5. PGK-Neo region ......................................................................................................... 6 
2.6. 3’ homology arm (3.2 kb) ............................................................................................ 6 
2.7. Vector backbone sequence ........................................................................................ 7 

3. ES cell lines targeted and validation data: ...................................................................... 9
3.1. ES cell lines targeted ............................................................................................... 9 
3.2. Southern data on positive clone .............................................................................. 9 

4. Genotyping protocol and data on conditional and knock-out animals ............................14
4.1. Genotyping strategy ...............................................................................................14 
4.2. PCR protocol ..........................................................................................................15 
4.3. Picture of genotyping with various alleles ...............................................................16 

For any question, please contact: 

Mouse Clinical Institute – Institut Clinique de la Souris (ICS) 
1 rue Laurent Fries, BP 10142 
67404 Illkirch Cedex France 
Email: ics@igbmc.fr 
Web site: http://www.phenomin.fr/en-us/

This protocol has been prepared by Alban Roudaut, Engineer 
This protocol has been validated by Sylvie Jacquot, Ph.D., Project Manager 

mailto:ics@igbmc.fr
http://www.phenomin.fr/en-us/


Molecular Biology Data  
Nr1c1 conditional knock out model 
ICS reference K127/EUMO19

PHENOMIN - ICS Page 2 of 16 

Nr1c1 conditional knock out model 

14 Apr 2011 

1. Schematic representation of the locus

1.1. Overview 

             5’: 4.5 kb      FA: 0.7 kb   3’: 3.2 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 exon 4 

Nr1c1 gene (also named PPARa) 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=25000  

Strategy used to generate the conditional knock out model 

Nr1c1_strategy.gcc
(10270 bp)

NeoR5' arm: 4.5kb FA: 0.7kb 3' arm: 3.2kb

LoxP>

exon4

LoxP>FRT> FRT>
exon5

http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=25000
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2. Construct used for homologous recombinaison in ES: Nr1c1 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 

Nr1c1_construct
(13208 bp)

3.2kb

0.7kb

4.5kb

NeoR

loxP>

exon4
loxP>

FRT>

FRT>
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2.3. 5’ homology arm (4.5 kb) 

GGAGTATATTAGGTTGCCTTACACGATTGGAGGCTGGGTGGTACCCAGTGGCTTTCCCCATGCTCATGAGCCAAA
AAACCCAATTCCAGCTCAGTCTAGGGACCCCAAAGTCTCAAAACATAGAGGATCAATCAATCTTAGTCCAAGGCT
GCAGACCTGGCCACTGCTTGGACAGCACTAGTGTATGTAGCTGGAAGCCTGAAATAACTGTCTGGTTTCCACTGG
TGGTGGCGGCAGCCACAATTGTACTTGCTCAGAAAAAGGGGCGCTTGCACACACTGGCCAGTATCTCTCCTTCTT
TGCCTTTATCCCATCTGGGCCCCTGGCTCATGAGATGATGCTGCCTGTACTTAGGGCCAGTCTTTCTCCCTTAGT
GGTCCTTCCACATGTCAACCCTAATAGACACACCCAGATGTGTTCTTCACTAGTCAACCTCTTAGTCAACTCTCA
GCACAAAAGGATTGACAATGAAGACGGCCACAGTATCTTTCAAAGAAGGTGCTAGTTCCATCTAACCTGTTGAAC
GTATGCGTAGGAAGCTATCCCTAATGCTTCTTTATTGCTACTATAATATTTAGGGAATCTGTAATGCTTCTGTTA
GTCCTGCCTTAGCTTCATTTCTGTTGATGTGATAAAACACGCTGACAAAGCCACTGAGGGGAGAATGTATTGTTT
AAGTTATGGTTCCAAGTCACAGCCCATCACAGCGGTGATGTCGGCAAGAGAAGCTGAAGGGAGTTGGTCGTATCA
CATCAATTACAGGAAGGGAGAACAATGGGTGTTAGTGTTCAGCTCATTTTTCTTTGATGGAGAATCTCTCCAATT
TTTTTATTTGCCTGAGTGTACGTCTGCATATGGTGTGTGTGTGCAGTGCCTGTACCAGCCAGAAGAGGGCATTGT
ATCTCTTGTGGCTAGAGTTACAGACAGTTGTGAGCAGCCATGTAAGGTGGTGGGAATTGAACTCCAGTCCTCTGG
AAGAGCATCCAGGGCTCTTAACTTGAGCCCTCTCTCCAGCTTCCACTTTCTCTACTCTTACATAATTCAGGATCC
CCTGTGTAGGACATGGTGCTGCCCACAGTGGGTGGATCTTCCTACCCTCAGTTAACATGGATTGGTGTTATTCTG
TAGGTATACCATGTTTCCTTTCTTATTCATCCATTGTAGGACACCAAGGTCGACTCCGCATCTCAGCTATTGTGA
ATAGTGATATGTGGAGTGCAGGCATCTCGTCAGCAGATCGATTTCGGTTCCTATGGATATGTTTTCAGAAGGATG
GTGGGGTTGTTTCAGTCCATGGTTGTTTCACCTTTTATTATCAGAGAAAGCTCTATACAATTTCCCACAACAGCT
GTGCTAATTTTCATTCCCATTGACCCTGTGCAATGGTCTCCTCTGCATCCTTGTGACACCTGCCACTCATAGTGT
GTGTGTGTGTGTGTGTGTGTGTGTGTACAGGTGCACACATGTGCCTTTTGATAGTTTCTATTGCTGTGTTTTCCA
GTCTGACAACCTTTTCTTCTGTAGTGTTTAATCTCCCTGGTTTGTTTTTTCACACCACGTATTGTAGTTTTTAGC
ACTAGCACCGTGATCTGTCCATTCTTTTCACCCTCATTTCTATACAACACACCCAGTCTTCTGTCTCCCATCTTG
GAGTCTGATCAGAATAACTCTTTAATGCCTTGGCTACAAATTCTATCATCTGTGTCATTTCTGGGTTTCTTTCAT
TTATTTCTCTTCTCATCAGGAGCCAAAATTTCTGTTCCTGTGCCTTGTAATTTTTGTTTTATTGACTGGCACTTG
CTGTGAGCTCTGTGGTGTGGTGGGCTCTGCATTCCACTAGGCATGCCCAGGCTTTACTCAGAGATGCAATTAGGT
GACGGCGAAATGTCTGATCCTTTCCGGTCCCGCTTCTTGCTTTGTTAGATGGAACCATCTTACTTTTACTTGAGA
GGTGATTTCCTCAGTACTAAAGCAGTAAGTGCCTTGAGTGCTGCCCTTGATGCCCTGCACAGTCAGGAGCATCCA
TTGGGCAGGGCAGAGACAGGAATGTGCTTGGTCCTGGGAGTACAGTTCCCTGGGACCATCCTGGGGTGGCCTCTA
TAGTTGCCTTTTTGTTTTGTTGTAGTGTTTTCTTTAATTTGGGGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGT
GTGTGTGTGTGTGTATGAGTGTGTAAGTATGTGTGTGGGGTGTCAGAAGACAACCTTCGTGTGTCTCTTTTCCTG
CTTGGGTTTCTGGAATACAGAAAGTCCTTTTTTCCTACCACTGAACCATTTCACCAATCTGTTGGGTTTCTTGAT
CTTACTCTGTTCAGGTCTTCCTCTGTTGTAGCTCAGGCTGTCCTGGAACTCACTGCGTAGTTCAGGCTAGCCTCC
AACAATCACACATCAATCTTGGCTACTTCCAGCTCTTAGCAACTAAGTATGAAGCTCCTAGAGCCAAGGAGATGG
TTCTGTGGGTCAAAGAGCTTGCCGTGTAAGCGTGAAAACCTGAGTTCCAAACCCAAAAATGTGTTTGAAAGACAA
GGAAGGCAAATGCAGTGGCGTGGGATTGAGATGGCAGTGCCTTGTGCAGAGAAGGCCAGCCAACACAAGGGCCTC
CAAGAAGCTCTCACTCTAGCTACTCCGGTGCACAGACCATGAGCAACAGAAAAGAGGCCTGGTCTCAAACAAGGT
AGAAGCTGGCAGCCGATGTCCAAGTTGTCTTCTAACCTCCACTTCCATGCCACTGCATGTACACGATAACACTTG
TACACAGAACAGTGTGCACACAACAGTGCACACAGACATACACATTATACACACAATTTTATAGAAGAAGAAGAA
GAGAGAAGAGAGAAGAGAGAAGAGAGAAGAAGAAGAGAAAAGGAGAAGAAAGGAGAAGGAGAAGGAGAAGGAGAA
GAAGGAAGGAGAAGAAGGAGAAGAAGAAGGAGGAGGAGGAGGAGGAGGAGGAGGAGGAGGAGGAGGANAANAAGA
AGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGA
AGAAGAAGAAGGGAGAAGAAGGGAGAAGAAGGGAGAAGAAGGAGAAGAAGGAGAAGAAGGAGAAGAAGGAGAAGA
AGGGAGAAGAGAGGAAGAAGGAGAAGAAGAGGGGAGAAGAAGGGAGAAGAAGGGAGAAGAAGAAGAAGAAGAAGA
AGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAGAAAGGAGAAG
AAGAAGAAAGGAGAAGGAGGAGAAGAAGAAGAAAAGAAGAAGAAGAATAGAACTTCTGTAACTGCTCATGTTGTT
TATTTTTGTTCAGATCTGTTCCTGAATCAGCTGGGGAAGTAAGCAGAGATGCGATTTTTCTCATGACTGTTTGGC
TTTAAATGTGGCTGTCTCTTTCTGCATGCACACTGGCCAGGAGTGACAGCAGCCACTCCACAACCCTGCTGGCAC
TTCCATCGCAAGTTTTGGAGAAGTTTAGTTTAATCGGTACGCAGTGATAGTCTCTGTGGCTTTAACTCAAAGTCT
GGTAAGGACAGTGACACTGAGTGTCACTCCATACACGCACTCACCATCTGCCTTCGTGGGTGAAGTATTTATTCA
GGTCTATTGATGACTTTTTAAAAAGGGTATGTTTATTCATTATGTATACAATGGTCTGTCTGCATGTACATCTGA
AAACCAGAAGAGGGAACCAGATCATACTATAGATGGTTATGCGCTACTATGTGGTTGCTAGGAATTGAACTCAGA
ATCTCTGGAAAGAGCATCCAGTGTTCTTAACCTCTGAGCCATCTCTCCAGGCCTCTGTTGATGTTTTTTTATCTG
TGTTGTTTTCTATTGGTTAATTTTAAGACTTCACCGCATCTTTTAGACACTAGACTTTTATTGGGTGGATTTTTA
GATTTATCTTCTCCCAGGCTCTGCCCTTTCTCTTTTTCCCTGTCTTTCCTTTCCTCTCCTTTTTCAATTCTCTTT
CTCTGTCTTATTCTCAGCATGTTTTTTTTTCTCCCCTCTCAACACACACTCTTTTGGTTTTCCTTCACTTTTCTC
TCCTATTTCTCTACATATTCTCCTGCCTCTTCTGCCTCCATCTCTGCCTCCATCTGTCTCTGTCTCTGACTCGGT
CTCTGTCTCACTCTATAGCCCAGGCTGGTCTTAAGCTCACAATCCTCTTACCTTAGCTATTGGATTTTAGGGTTG
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AAACCATTTGTCAGAACACTTGTGGGTATGACTAGTCTATTGAAACAGTGACAACAAAATTGGAAAGCAGCCAGC
TCTGTGTTGAGCCCATGGCACGGGAGGCTGGGGCCCCCGTGGAGGTCCTGTAATATGGCCTCTGAAGAACTGGAG
ATAGGGTATGAGTCAGGAGACAGGCTAGCACACGTGAGCCTCAAGAATGGTGGCACCATGATAAGTAACCATGGG
CA 

2.4. Floxed fragment (0.7 kb) 

ggccggccataacttcgtataatgtatgctatacgaagttatttaattaaGTGTACAGCCAGGGGCGGGGCTGAC
TCAAGAGAGGCACCTGCTCACATCACACATCCCCCTCTTACGAAAAGGTATCTTCCCAAAGATCTGATTCTGTCA
TGGGTGGTAACACCCCAGGTTTCACATACTTTCCTCTTCCATCTGTAGACACCCTCTCTCCAGCTTCCAGCCCTT
CCTCAGTCAGCTGCCCCGTGATCCCCGCCAGCACGGACGAGTCCCCCGGCAGTGCCCTGAACATCGAGTGTCGAA
TATGTGGGGACAAGGCCTCAGGGTACCACTACGGAGTTCACGCATGTGAAGGCTGTAAGGTAAGGAGGCCCTGGG
GGGGAGGGGGAGGTGGCCACACAGCTCGACGCCTTTGCTCCTCTACGAGACGGCTGTCAGCACTCCTAGGCCTAC
AGAAGGAGCAGAGAACTGGCTTCTGTGGCAGGTTGACTCCCCTTCTGACAGTCTAGGGCAGGTTGCTTTGCTGTA
CTTTGTAGACATCTGAGAGGCGCATATTCTTTAAACCAAAATGAACAAGGAAACAAAAAGAGCAGTCCATTTAAA
AATGACTCTTCCCATGGTACGAAGTATAGcaccggtgataacttcgtataatgtatgctatacgaagttatgcgg
ccgg 

2.5. PGK-Neo region 

gaagttcctattctctagaaagtataggaacttcgcggccaattctaccgggtaggggaggcgcttttcccaagg
cagtctggagcatgcgctttagcagccccgctggcacttggcgctacacaagtggcctctggcctcgcacacatt
ccacatccaccggtagcgccaaccggctccgttctttggtggccccttcgcgccaccttctactcctcccctagt
caggaagttcccccccgccccgcagctcgcgtcgtgcaggacgtgacaaatggaagtagcacgtctcactagtct
cgtgcagatggacagcaccgctgagcaatggaagcgggtaggcctttggggcagcggccaatagcagctttgctc
cttcgctttctgggctcagaggctgggaaggggtgggtccgggggcgggctcaggggcgggctcaggggcggggc
gggcgcgaaggtcctccggagcccggcattctgcacgcttcaaaagcgcacgtctgccgcgctgttctcctcttc
ctcatctccgggcctttcgacctgcagccaatatgggatcggccattgaacaagatggattgcacgcaggttctc
cggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctctgatgccgccgtgt
tccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcagg
acgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaag
cgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcaccttgctcctgccgaga
aagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgcccattcgaccaccaag
cgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctggacgaagagc
atcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgaggatctcgtcgtga
cccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcatcgactgtggccggc
tgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagcttggcggcgaatggg
ctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagcgcatcgccttctatcgccttcttgacg
agttcttctgaggggatccgctgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaat
ggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagc
tacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttactattgctttatgat
aatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatg
atctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtg
gtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcag
tattgttttgccaagttctaattccatcagaagctcgataccgtcgaggaagttcctattctctagaaagtatag
gaacttcccgcggatccatcgaccccctgcagg 

2.6. 3’ homology arm (3.2 kb) 

ACTACGCACTTTACCTCAGGACCACCCCAGAAGCCAGCTAGAGCAGAGGTGACCATGTAGAGGAATGTGTTTACC
TGTGACCTCAGGACCTCTCCAGAGGCCAGCTAGGGCAGAGGTTACCATGTGTTGAGCAAAGGTGTTCTGTCCCTA
GCTCTGAGTCCACGGTACCTAGCTCCTGTAACTGACCTCCAGCCAGTCACTTCTGGCACAGACTGACACCCTCCT
AACCCCCTGCACCCTCCTGTTGTAGCTTTCTCCCCAGTGAGAGTCAACTTGACCTCTAGACAGGCATGAGCCCGC
CCTCGTGTACAAAAAGTGAATCCCCTTCTGCTGCACGGACATTTTCAAGTTTGTCAGTTCATGGACACCACGTAT
GGAAAATTGAGAAATGTACATACTCACTTAAAATCCAAAGGCTTCCTTCCTAGTACCTCCTGGAAGTGTCCAGGG
TCTGAGGAAATAGTCTAGACTTTCCGGTACCTTCTTGAAGAAGTGTTGCCATCTCTCTTTGGTGGGCCTGGTCTT
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ACAAGCCTAGTGCGTGGTAACAGTGAGCCCAGATCAAAGGTCTGACGCTCCCTGGCATTTAGAGCCCTTGCTTCT
CGCTCTTCCTCTCCATCCCATAGGTCCTTCTGACATCCTACCTCACACACCTAGGTGAGGAACCTCCCCCTTCTG
GTCCTCCAGCCCCCAAGAAAGCCTTGAGAGCCCACTATCTCAGGCTAGAGGAAGAAGCAAAAGCAAAGAACCCAA
AAAGCCAAAATAAACCCCTTCCTGAGTTTTCTATCTGTGTAGCCCTTTGGGATGGGGCCCTCCATCAAGGCCATG
TCTAATCATCCTGGCTTTTTTTGAGCTCAAGCTCTGTTCTTCCTGGGTATAGCCTTGACGCTGCTATAAAGCAAG
AGTTGTTGTTTCAGAATAGCCATTTTCCTCTCGTTATAACGTTTTCTCTTAGGGACTTGGTGTTGTCTTCCCCGG
GCTGGTAGGGTCTTTCTAAGATCGCTCTGAACTCTGCCTTAGCACATCAGTTTCCGTTTTCAATGTAGAGACATA
CATTTCCTATTTGCCCCAGTTAGACGGGACTTTTCTAGAACTTCAACACATAGTTTCTTAGAGATGGTAGGACTG
GGCTGTGGCTCAGCTGGGAGAGAACTTGCCTAGCATGCATGAAGCCCCGGGTTGGCTCCTCAGAACCCCATAAAG
CCAGGCATGGTGGTGCTTAGCCAAGTGTGTCCAGCACTCGAGAGGTGGAAGCAGGAAGGTCAAGAGTTCAAGCCC
GTCTTTGGCCGCCAGAGCAAGCTCTTTGCCTGGCTGGGCTCCGTGAGGCCCCGTTTCAGAACAAACCAGTCAGTC
AATTGAATCCATGAGAAAGCTGCGCGAAGCCCGTCTGGAGGCTTACCCAGAGTCCACGTTCTTTATTTAAATTAT
GTGTTGACGTCACAGGGCTTCTTTCGGCGAACTATTCGGCTGAAGCTGGTGTACGACAAGTGTGATCGGAGCTGC
AAGATTCAGAAGAAGAACCGGAACAAATGCCAGTACTGCCGTTTTCACAAGTGCCTGTCTGTCGGGATGTCACAC
AATGGTAGGTAAGGCTGCTGGGCAAACTGTGTCAGTCCATGCCTCAGTTTCCCCTCCGTGATCAGTCAGAGCAGC
TGTATTGTGATTGGGTGTGCTGTGCTGTGTAACTATCTCCAGCAGCTGGTATATTCAGCAGAGCACTTGAAACTC
TTATGGTGAGACATGGCTGTCAACTTGGAGGTCACTGGAGTGGCAAGATGTCACATAACCACTCTCAAATGTGTG
TTGGTTCAAATATTGTACCATACTGTGAGTTTCCATTTTTTCAGTCATACTATAATTTAGAACATGGTTCCCAGT
GAAGATAATTCATTCATTCATCCATTTAGCTTTTGAGATGGGGACTTCAAAACCTATCTCTATATCTATCATCTA
CCTATCTATCATCTATCTTTCCTATCATCTATCTACCTGTCTGCCTAACATCAGCCTTTTAATCATCTATCTATA
TAGATAGCTATCTATCTATGTACTTATTTATCTATTATCTGTCTGTCTGTCTGTCTATGGTTGGTTTGTTTTGTT
TTGTTTTATTGTGAGACAGTCTAACTATATAACTGAGGGTGATCTTGAACTCTTGGTATGGAAATCACTATGTAA
ACCGGGCTGGCCTTGAACTCAAAGAGACCCACTTGCCTCTGCCTCCATGGAGTGCTGGGATCACGGACATAGTGC
TACATGCCTATAAGCCCAGCACTCAGCCTGCTGATGCAAGAAGATTTTTGAAATTTCATGGCCAGCCTGGGCTAC
ATTGGAAGACCCTGTCTTTAAAAAAAAAAATTAGTGCTGGGGATGTCCCTCAGCTGGTAGAATGCTAACCTGCAG
TGCATGAGGCACTGGGTTCATGAAGCTACGTGGTCCCAGCACCACAGAGACCTAGCCTGTAGCCTGAGCACTGGA
GGGGCTGAGGCAAGCTGCTCAGGAGTTCAAGGCTATCCTGTATTCTATAGTTACTTGGAAGTGAGCATGACCCAC
TATATGAGACCGTCTCAAAAAATACACAGACAGATAGACAGACAGATGATTAGTAGGCAAGTGGTATATAAATAG
GTACATAGCTAGCTAGCTATATAGGTAGATGATTACTAGGGAGATGTTAGGCAGACAGATAGATGATAGATAGAT
GATAGATAGATAGATAGATAGATAGATAGATAGATAGATAGACAGATACATACATACATACATACATACATACAT
ACATACATACATAGACAGAAGAGAGATGCATGGATAGATAGATATAGATTGATGGTAATAGGTTGATAGGTAGGT
AGGTAGATGGATATGAGATAGCTAGATAGCTATGATATATAGATAGATACACAGATACATAGATAGATACATAGA
TAGATGCATAGATAGATGCATAGATAGATACATAGATAGATACATAGATGCATAGATAGATACATAGATAGATGC
ATAGATAGCTGCATAGATAGATACATAGATACATAGATGAAAGAAATGATAACTTACTTTCATTCCCTTCTCCTT
GGCCAATGGCCTACCTGGGGACAGTAAGCCATCCCATTGATAAGTTGTGTAGTTGGTTTTCGGTCTCTGTAGTAG
AAAGTTTGATGGTCATGAGGAATGGGTTGGTT 

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
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cgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggat
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctc
atgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttct
tgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttg
ccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtcctt
ctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcctg
ttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag
gcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgaga
tacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggc
agggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggttt
cgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagcctatggaaaaacgccagcaac
gcggcctttttacggttcctggccttttgctggccttttgctcacatgttctttcctgcgttatcccctgattct
gtggataaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccgagcgcagcgagtca
gtgagcgaggaagcggaagagcgcccaatacgcaaaccgcctctccccgcgcgttggccgattcattaatgcagc
tggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagctcactcattag
gcaccccaggctttacactttatgcttccggctcgtatgttgtgtggaattgtgagcggataacaatttcacaca
ggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagctcgcg
gccgcggcgcgcc 
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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: 2     

Reference of clone used to generate the mouse line: 
• clone K127-289

3.2. Southern data on positive clone 

3.2.1.  Neo Southern strategy 

  5’: 4.5 kb      FA: 0.7 kb  3’: 3.2 kb 

Digestions used to validate the 5’ and 3’ insertion 

Probe Name Genomic DNA 
digest 

WT allele 
(kb) 

Targeted Allele 
(kb) 

Neo 
5’ arm digest SexAI / 13.1 
3’ arm first digest XcmI / 10.0 
3’ arm second digest NdeI / 12.2 

Four different digests are used to validate correct HR event. One digest validates the 5’ insertion, 2 
other digests validate the 3’ insertion 
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3.2.2. Picture of Neo Southern 
Neo southern blot: 5’ arm validation    Ladder 

Neo southern blot: 3’ arm first digest validation   Ladder 

Clone 
289 

10kb 

8kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 

SexAI : 13.1kb 

10kb 

8kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 

Clone 
289 

XcmI : 10.0kb 
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Neo southern blot: 3’ arm second digest validation    Ladder 

10kb 

8kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 

Clone 
289 

NdeI: 12.2kb 



Molecular Biology Data  
Nr1c1 conditional knock out model 
ICS reference K127/EUMO19

PHENOMIN - ICS Page 12 of 16 

Nr1c1 conditional knock out model 

14 Apr 2011 

3.2.3. External probes Southern 

 5’: 4.5 kb   FA: 0.7 kb   3’: 3.2 kb 

Digestions used to validate with 5’ and 3’ probes 

Probe Name Genomic DNA 
digest 

WT allele 
(kb) 

Targeted Allele 
(kb) 

5’ external 5’ digest NsiI 9.0 11.0 

3’ external 
3’ first digest HindIII 11.6 13.7 
3’ second digest NdeI 9.9 12.0 

Primers for probe synthesis: 

5’ probe 
AATGTTAGACAGGAATGGCAATGCC 
CTCTGTGTACAGCTGTCTTTTGAAC 

3’ probe 
CTACTGCCCTTGGTACCTTGAAATG 
CCTACCGTCTTTGTTACCTTCTTGC 

S S outhern outhern S S creening creening S S trategy trategy 

Wildtype Allele 
(WT) 

Targeting Vector 
(HR) 

Targeted Allele 
(TA) 

Neo Neo 

Neo Neo 

FRT 
LoxP 

Exon 

Exon 

Exon 

3’external probe 

3’ digests 

3’ digests 

5’external probe 

5’ digest 

5’ digest 
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3.2.4. Pictures of Southern with 5’ and 3’ external probes 

Southern blot with external 5’ probe Ladder 

Southern blot with external 3’ probe Ladder 
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4. Genotyping protocol and data on conditional and knock-out animals
Both conditional and knock-out mouse models were backcrossed in C57BL/6J background. 

4.1. 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 821 CTGTACTTTGTAGACATCTGAGAGGCG 
Er 823 TAGGTACCGTGGACTCAGAGCTAG 
Lf 824 AAAGCAGCCAGCTCTGTGTTGAGC 
Lr 825 GGGAAGATACCTTTTCGTAAGAGGGG 

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)



Molecular Biology Data  
Nr1c1 conditional knock out model 
ICS reference K127/EUMO19

PHENOMIN - ICS Page 15 of 16 

Nr1c1 conditional knock out model 

14 Apr 2011 

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 loxP 821-823 Lf / Lr 296 --- 246 
Excision of the selection 
marker 

824-825 Ef / Er 390 --- 280 

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

821-825 Lf / Er 1074* 445 914 

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

4.2. 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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4.3. Picture of genotyping with various alleles 

Representative genotyping picture 

WT/WT cKO/WT KO/WT 
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