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1. Schematic representation of the locus

1.1. Overview 

 5’: 3.93.7 kb    FA: 0.7kb      3’: 1.1 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 7 

Cops2 gene (also named Trip15) 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=39262 

Strategy used to generate the conditional knock out model 

Cops2_Strategy
(7800 bp)

5' Arm: 3.9kb 3' Arm: 1.1kbFA: 0.7kb NeoR

Ex5 Ex6
LoxP>

Ex7

LoxP> FRT> LoxP> FRT>

Ex8
Ex9

http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=39262
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2. Construct used for homologous recombination in ES cells: Cops2 project 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 sequenced.  

2.1. Map of targeting vector plasmid 

Cops2_Construct.gcc
(14267 bp)

NeoR

3.9kb

1.1kb

0.66kb

Ex5

Ex6

LoxP>

Ex7LoxP>

FRT>

LoxP>

Ex8Ex9
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2.2. 5’ homology arm (3.9 kb) 

GCCCAAACTAGCTGTGTGACCAAGGGTACCACTGGGCTCCTGACCCTCCCCTTTCTGCCTCCCAAATGCTGATGG

ACAGGTGCCATCATGCCTGCTAAGTCGTCATTTTATTTTAAAGAAAGGCCAATTTACTAATTACTAGTGTGCTTC

AAAAGTATTTTTATTGATTCTGGTACTAATTAGCATTTAAAAGTAATATATCCAAGTTAATCTCTTTAAATAGTA

TCTTCAGAGACTTAAATACTACCTGTAAATAACTTGGGCAGACGTTTTTATTTTTTTCAGACTCCTTGCACCTGT

TGTTATAGCTGTTTTTGGTTTTGTTTTGTTTTTTGGTGGTTTTTTTTTTTTTTTTTTTTTTTTTGGATGAAGTTG

TGTCTGCATTTAAACTTGGGGCATTGAGCACTTTAGACAAATGTTTCCATTGAAATTGCACGTGCACACACACAC

ATTGGGAATGTGAAATGTGAACATGAGTCACAAGTTGTGATGTTAGATTAAAGTCCTTGAGAAGAACTTGTCCTG

TGCCAGACTCAGTAGGTGCTCTATACATGATTCTATCAAGGATGCATGGTGATAGCTGATAAAGGGAAAGAGGAA

AGGGGGAAATGGCTTCTTCTAGAATGTGGTAGCTAACTAACAAAGGTAATGATGATTTTATGTATTCATCCTATT

TATTTATTTTATTTATTTTTAAGCTTTGTTACCCTCTGGTGTTTGAACACAGAATGTTCTCTGTATCATTTAGTA

TCTGTTTTTGTAATCCTAACAAGCATTCTCAGAATCAGCCTCATCACACACATATACACACACCCATACTCACCC

ATGTACGCACGCACATATGCACATCTGGGAATAAGGGAAAGGAAACCTTGTCACTTAGTGGCAATAACTCTAGAG

CATCCTCCTGCTGTGTAATGAGTTTGAGGCCAGCCTGGCTGGTGGCACATGTTAACCTTGGGAACAAGGTAAGTT

TGAGACCAGCCTGGACTACATGAGATACTGTATCTAAATAAATAACACTAAATTATGTGGAAACATATTTTCTGT

TATTTGCAAACAAGTATCATAAAAACATATTTGGTACTGTGTTTATAAATGTTATTTCAAAAATGCTAGGGGACT

AGAATTGAATAATTTTAAAACTTGAAGGTTGTATTCTTCTGTGTGTTAATTTGAAACTTTTGCGTTTTGAAGAAA

AAGTAGCTATTGTGTGGGTAGCACTCTAACTCCATACCATCAGGAACCCTGAGTAAGTAGGCAGCCTTCCTGAGA

GTCTCAGACTCTCCGAGAGTTCAGGATCCAGACACCAAAAACAAAGCTACAAATAGAGGAGGATGAGCAGAGACT

CTTGAGATGGTGTAAAACAATGACCTTTATGGGGAAAGTGTCACTCTAATTAGTGATTAACCAACAGCCAAAATC

ACACAAAAAAAAAGTAGAACTGTTCTAAAACATACATGGGATGTGGTGGCTTACACCTGTACTCCCAGCACTGAG

GAGGGTAAGATAGACCACCACAAAGAGTTCCAGGCCCACTAGCTCTACGGAGTAAGACACTGTCTCAAAATAAAA

GACAAAACCATTTTGCTAGGAAGGGTGCATTCGCCCTCGCCCTCGCCATTCACCCCCCTCCTCTTCCTATTTAGT

GAAGGTCCAGCATATCGTTCTGATGATATAAAATAAGTGGTCATATTGGGAAGGAGCTGACTGTTAGGGCAGTAG

AATTTATGACCATATATAGTTTACATGATAAGATATATTCCTTGGTTTTACACAACAAACAAAAATATCTTGGCA

CTTATAAATGTGATCTCTTAATGTTTTTGACTATAGTAGACATTTGGTAAGAAATAAATAGTGTATCTTACATGT

ATTAAAGTTCAAAGATGCACTTTTAGTTTGTTCAAATTAACTTTATTAACAGGTACAAATTTGCTGTTTACAATT

ATAGAATTCTGATTTTTTATGTCAGATGGATTTACTGCAGGAATTTTATGAAACAACACTGGAAGCTTTGAAAGA

TGCTAAGAATGATAGACTGTGGTTTAAGACAAACACAAAGGTAACAATTGCATTTGTCCTTTGGAAGAGTGGGTG

GGTACCTGGAGTGATATGCTCCAAGTCTATGTACCTCCTCCTAAAGGCTTTTCATCTTAATTAATTTTTTTTACA

GCTTGGAAAATTATATTTAGAACGAGAAGAATATGGAAAGCTTCAAAAAATTTTACGACAGTTACATCAGTCTTG

TCAGGTAACATTCCCTTACCTTTTCCTGAATATAAACATGAAATAATAGTATTCAGCTTACTTAGGCATGTTTGT

GTGAAAGTATCTATCCCAAAAATAAAATTTAAAGAAGTAAGTTTTTAAAGGATCATGATCATGAGTTCAAGTCCA

GCCTTTTTTTATAATGACGCTTTGCTTGGAGGTGAGGCTGACTTTCTGAGTCATTTGTTAGATCAGTGGCTCTCA

GCCTTCTTAATGCTGTGACCCTTTAATATAGTTCTTCATGTTGTGGTGACCCCAGCCATAAAATTATTCTTTTTA

AAGATTAATGTATTTTATTCAGAGTGTTCTGCATATATATCTGTGTGTTAGAAGAAGGCACCAGATCTCATCATA

GATGGTTGTAAGCCACCATGTGGTTGCTGGGAATTGAACTCAGGCCCTCTGGAAGAGCAATCAGTGCTCTCCAGC

CCCATACATTTATTTTTATTGCTACTTTGTAACTGTAATTTTGCTACTGTTGTGCATCATAATGTAAATATTTGA

TATGCAGTATTATCTAATAGCAGCCCCTGTGAAACGATTGTTTGCCCTCTCAGGGGATTGTGACCCACAAACTGA

GAACCACTGGTCAAAATGCTGGATTCAATTCTTACCCATTATGGTATGAGGTGTAGTTGTCAGTGAGCGAATAAG

CCCCTTATAATATGTAGTAAATATGTACTACCTAGAAATAATGCAATATAGAGTTAAGCCTTGGTATTTACTTAT

TTGCTTTGGGAATATGGGGAATAGTTTTATACATATAAATAACAAAGATACTATATATTCTAATATATGGTATAT

CTTTTTGTATATCATTTGTAGCATTATTCTCAGATAAAATTTGGAGTGATAGTGTCTATGTCTGCAATCCAATAT

AGCCATGTTAGGTGTTGCATATTTTAATATGCGAGGCATTATGTTGAGACATGTGCATGGTAAGCTGGTTATGAT

TTATTGGTGGATAACTAAACTACCGTTTAAGGTCAAGGACTTTATGAACAATACATTTGCTTAGTGTGTATATTT

TTTTTAAATATTTATAGCTATGTGGCTATAGGCCATAAACTAACTAAGGCTCAAATTTGCAAGCATATTCTGGGT

TGCTATGTAATCTTCCTGACATAAGAATGGCTGAGATGAGAAAGTGTAGCATATTTTTATCTCCTTAGGTGCATT

CAGGAAGTGGGTTTCCATTGGCTAGATGATCTAAACCAATTGTGAAGGAAGAACATTAGTGTACTTCCTAGCTGA

AAATATAAAACTGCGTTGATTTTTAAATTACATTTAAGTGTGGGCACGGTATACACACATGTACATACCACAAAG

TGCATGTTGAGGTCAGAGGACAACTTGTGGGAATCACTTCTCTCCTTGACACTGTGGAAGATAGATGGCTTGACA

GCAAGGGTCTTCCAACGTCAAATTTTAGTACATGGGACTGGAGAGATGGTTCAGTAAGTAAGAGCACTTTGTTAA

GTGAGTACAAACTTAGTTCCACATCACCTACTGGTGACAGTCAGCATGGCCATGCATGTCTGGCCAATGCTGGGT

TGGGGTGTGGCCACCAGGCTAACTGAATAATCGGTG 

2.3. Floxed fragment (0.71.0 kb) 

gccgggatggccataacttcgtataatgtatgctatacgaagttatCACTTCAACTTCCCTGAGAGTTCCTGCTT

CAAGAGATGAGGCAGACAGTGTTTCCTGACCTACACACAGGAATGCACAAGCATACACATATGCAACACACAGAG

GTCTTCTTAATGAATGTCATTTTCTTTAAAAGTATTTTATACACAGGAAAACTTCTAGCCCCTTTTCCCTATCCA

GGTTCCTTTGGTCACTCTACAGTCAGCCATGATGCAGTAAAATCTATGATGCATATAACACAGAGATACAAGGCT
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CCCAAGTTAATGCTAATAAAAATCTCTCAGTTGCCCCTGCATTTTGTCTTGACTGAAATATTTGTTTTCCTAGAC

TGATGATGGAGAAGATGACCTGAAAAAAGGTACCCAGTTATTAGAAATCTATGCTTTGGAAATTCAAATGTACAC

TGCACAGAAGAACAACAAAAAGCTTAAAGCACTCTATGAGCAATCACTTCACATCAAGTCTGCCATCCCTCACCC

ACTAATCATGGGTGTCATCAGAGGTAAGTTTGGATGTAGTCAGGAGTCATTGCATGAGACTGAGTGGCTCTAAGG

TTGTTTCTGTTTTACTGGCAGTAAATGGTAAAGGTTGAAAGTCATAAAGGGGTCTGTggcctgtgtggccatcgc

ggactaatggccataacttcgtataatgtatgctatacgaagttat 

2.4. 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

gttcctattctctagaaagtataggaacttcaaggtcctcgctctgtgtccgttgagctggccagctaggcc 

2.5. 3’ homology arm (1.1 kb) 

TAGAAAGTAGCATGTGGCCAGGTGTGGTGGCACACGCCTTTAATCCCAGCACTCGGGAGGCAGAGGCAGGCCCAT

TTCTGAGTTCGAGGCCAGCCTGGTCTACAGAGTGAGTTCCAGGACCGCCAGGGCTATACAGAGAAACCCTGTCTC

GAAAAACTAAAAATAATAATAATAACAATAATATTTTTTTTTAAGTAACATGTGGTTTTTTTGTTTTGTTTTGTT

TTTGTCTTGAGAAGGTCACAGTAGGGGGCTGGAGAGATGGCTCAGCAGTTAAGAGCACTGACTGCTCTTCCAGAG

GTCCTGAGTTCAATTCCCAGCAACCACATGGTGGCTCACAACCATCTGTAATGGGATTCAATGCCCTCTTCTGGA

ATGTCTGAAGAGAGCAATGGTGTACTCATATAAATAAATCTTTTTTTAAAAAAAGGAAGGAGAAGAAGGTCTCAG

TAATAGAGATACTAATTAGGAAAGTCCCGTTATGAGTGTACCTCTCCTGAGTTTGTAATAACATAAAGAATTACT

TCTTATTCAGTAGAAACTGTAAAGATTTGCAGTAGGTTATTCAGTGAGCTTTCCTTATAGAATGAAGATATAGAC

GCTAGGTATACCCTGGAGTTGCACCTTGGGACTATACTAGGCTACTGCCATGCAGGACATACCGTTAAAAGCCAT

TGCAGTAGCCTTCATTTGTTCTTCATCAATTAATCTTCTGTTTTATTGTTTACAGAATGCGGTGGTAAGATGCAC

TTGAGAGAAGGTGAATTTGAAAAGGCACACACTGATTTTTTTGAAGCCTTCAAGAATTATGATGAATCAGGAAGC

CCAAGACGAACCACTTGTTTAAAATATTTGGTTTTAGCAAATATGCTAATGAAATCAGGAATAAATCCGTTTGAC

TCACAAGAGGTCTGTCTGCTCTTTTCACTTCTCTTATTAGCTAATTGGCTTTCTGGACAAGAGGTACTCTGTTAG

AATGTATGTGTAATTTATTTTTGTTTTGTTTTTGTTAGGCCAAGCCGTATAAAAATGATCCAGAAATTCTAGCAA

TGACAAATTTAGTAAGGTAAGATTTATGTTTCCCTAAGGCAAACCCTTTTAAAGCAGCTCACAGAAGGGCATGAC

AGAC 

2.6. Vector backbone sequence 

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccg

cgttacataacttacggtaaatggcccgcctggctgaccgcccaacgacccccgcccattgacgtcaataatgac

gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggaggagtatttacggtaaactgccca
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cttggcagtacatcaagtgtatcatatgccaagtacgccccctattgacgtcaatgacggtaaatggcccgcctg

gcattatgcccagtacatgaccttacgggactttcctacttggcagtacatctacgtattagtcatcgctattac

catggttcgaggtgagccccacgttctgcttcactctccccatctcccccccctccccacccccaattttgtatt

tatttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgccaggcggggcggggcgg

ggcgaggggcggggcggggcgaggcggagaggtgcggcggcagccaatcagagcggcgcgctccgaaagtttcct

tttatggcgaggcggcggcggcggcggccctataaaaagcgaagcgcgcggcgggcgggagtcgctgcgttgcct

tcgccccgtgccccgctccgcgccgcctcgcgccgcccgccccggctctgactgaccgcgttactcccacaggtg

agcgggcgggacggcccttctcctccgggctgtaattagcgcttggtttaatgacggctcgtttcttttctgtgg

ctgcgtgaaagccttaaagggctccgggagggccctttgtgcgggggggagcggctcggggggtgcgtgcgtgtg

tgtgtgcgtggggagcgccgcgtgcggcccgcgctgcccggcggctgtgagcgctgcgggcgcggcgcggggctt

tgtgcgctccgcgtgtgcgcgaggggagcgcggccgggggcggtgccccgcggtgcgggggggctgcgaggggaa

caaaggctgcgtgcggggtgtgtgcgtgggggggtgagcagggggtgtgggcgcggcggtcgggctgtaaccccc

ccctgcacccccctccccgagttgctgagcacggcccggcttcgggtgcggggctccgtgcggggcgtggcgcgg

ggctcgccgtgccgggcggggggtggcggcaggtgggggtgccgggcggggcggggccgcctcgggccggggagg

gctcgggggaggggcgcggcggccccggagcgccggcggctgtcgaggcgcggcgagccgcagccattgcctttt

atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctggcggagccgaaatctgggaggcgccgc

cgcaccccctctagcgggcgcgggcgaagcggtgcggcgccggcaggaaggaaatgggcggggagggccttcgtg

cgtcgccgcgccgccgtccccttctccatctccagcctcggggctgccgcagggggacggctgccttcggggggg

acggggcagggcggggttcggcttctggcgtgtgaccggcggctctagagcctctgctaaccatgttcatgcctt

cttctttttcctacagctcctgggcaacgtgctggttgttgtgctgtctcatcattttggcaaagaattcacctg

ccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccggtgt

ctcttatcagaccgtttcccgcgtggtgaaccaggccagccacgtttctgcgaaaacgcgggaaaaagtggaagc

ggcgatggcggagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaacagtcgttgctgattgg

cgttgccacctccagtctggccctgcacgcgccgtcgcaaattgtcgcggcgattaaatctcgcgccgatcaact

gggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagcctgtaaagcggcggtgcacaatcttct

cgcgcaacgcgtcagtgggctgatcattaactatccgctggatgaccaggatgccattgctgtggaagctgcctg

cactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttctcccatgaaga

cggtacgcgactgggcgtggagcatctggtcgcattgggtcaccagcaaatcgcgctgttagcgggcccattaag

ttctgtctcggcgcgtctgcgtctggctggctggcataaatatctcactcgcaatcaaattcagccgatagcgga

acgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcccac

tgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgcgccattaccgagtccgggctgcgcgttgg

tgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgccgtcaaccaccatcaa

acaggattttcgcctgctggggcaaaccagcgtggaccgcttgctgcaactctctcagggccaggcggtgaaggg

caatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcccaatacgcaaaccgcctctccccg

cgcgttggccgattcattaatgcagctggcacgacaggtttcccgactggaaagcgggcagtgagaattcactcc

tcaggtgcaggctgcctatcagaaggtggtggctggtgtggccaatgccctggctcacaaataccactgagatct

ttttccctctgccaaaaattatggggacatcatgaagccccttgagcatctgacttctggctaataaaggaaatt

tattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatcattt

aaaacatcagaatgagtatttggtttagagtttggcaacatatgccatatgctggctgccatgaacaaaggtggc

tataaagaggtcatcagtatatgaaacagccccctgctgtccattccttattccatagaaaagccttgacttgag

gttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaattttccttacatgttttac

tagccagatttttcctcctctcctgactactcccagtcatagctgtccctcttctcttatgaagatccctcgacc

cgagaattcggcttaaagcttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcgtga

tacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaaatg

tgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgat

aaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttattcccttttttg

cggcattttgccttcctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtg

cacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttc

caatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcg

gtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggca

tgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacga

tcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaac

cggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgca

aactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttg

caggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggt

ctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtc

aggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcag

accaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcc

tttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaaga

tcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccag
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cggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagatac

caaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcg

ctctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgat

agttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacct

acaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggt

atccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttata

gtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagcctatgga

aaaacgccagcaacgcggcctttttacggttcctggccttttgctggccttttgctcacatgttctttcctgcgt

tatcccctgattctgtggataaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccg

agcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgcggtattttctccttacgcatctgtgcggta

tttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactccgct

atcgctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgcgccctgacgggcttgtct

gctcccggcatccgcttacagacaagctgtgaccgtctccgggagctgcatgtgtcagaggttttcaccgtcatc

accgaaacgcgcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgcctgttc

atccgcgtccagctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggccatgttaagggc

ggttttttcctgtttggtcactgatgcctccgtgtaagggggatttctgttcatgggggtaatgataccgatgaa

acgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaaca

actggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgcttcgttaatacagatgt

aggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggcgctgacttccg

cgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagca

gcagtcgcttcacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaaccccgccagcctagccg

ggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgcccgagatgcgccgcgtgcg

gctgctggagatggcggacgcgatggatatgttctgccaaggcgtttaaacttaattaagtcgacggccggccct

cgaggcc
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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:  372     
Number of positives: 2 

Reference of clone used to generate the mouse line: 

 clone DG30-184

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 AflII / 9.4 

5’ second digest ScaI / 7.7 

3’ arm first digest EcoNI / 7.3 

3’ arm second digest HincII / 6.9 

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

5’: 3.9 kb  FA: 0.7 kb  3’: 1.1 kb 
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3.2.2. Picture of Neo Southern 

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

A: AflII 9.4Kb 
B: ScaI 7.7Kb 
C: EcoNI   7.3Kb 

D: HincII    6.9Kb 

10kb 

8kb 

6kb 

5kb 

4kb 

3.5kb 

3kb 

       A    B    C   D 
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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 

Lf 990 ACCTACTGGTGACAGTCAGCATGG 

Lr 991 CTTGTGCATTCCTGTGTGTAGGTCAG 

Ef 73 CACTTCACATCAAGTCTGCCATCCC 

Er 74 TTTTTAGTTTTTCGAGACAGGGTTT 

Er2 2625 CTCGAACTCAGAAATGGGCCTGC 

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

Ef Er1

Lf

E

Targeted exon(s)

E

Targeted exon(s)

Er2

Er1 Er2

Er1 Er2
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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 

990-991 Lf / Lr 212 --- 165 

Excision of the selection 
marker 

73-74 Ef / Er1 464 --- 325 

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

990-2625 Lf / Er2 970* 295 784* 

* 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: 
-10x Buffer (Roche) 2.5µl 
-dNTPs 10mM (Amersham Biosciences) 0.5µl 
-Taq DNA Polymerase (Roche)  0.2µl 
-DNA (50ng/µl)  3µl 

-5’ primer (100 M) 0.125µl 

-3’ primer (100 M) 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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4.3. 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 


