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1. Schematic representation of the locus

1.1. Overview

& Overview Targeting Strategy
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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 4-5-6
Nr2c2 gene (also named TR4) is a member of the nuclear receptor family. Additional

information on this gene can be accessed at:
http://www.informatics.jax.org/javawi2/serviet/WIFetch?page=markerDetail &key=45359

Strategy used to generate the conditional knock out model

LoxP> FRT>

Exon 5

LoxP> FRT>

Exon 4 Exon 6
5'Arm: 1.3 kb Floxed Arm: 5.0 Kb NeoR 3'Arm: 2.0 kb
Nr2c2_Strategy
(10521 bp)
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2. Construct used for homologous recombination in ES cells: Nr2c2 project

2.1. Legend

loxP sites are indicated in green ; 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.

2.2. Map of targeting vector plasmid

Nr2c2_Construct
(16958 bp)

LoxP>

FRT>

2.0 kb LoxP> FRTy

" Exon 6
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2.3. 5 homology arm (1.3 kb)

GGCCCTCGAGGCCCAAGTGTTGCCACTTAATAGTTTCCGGCCAGACATATGAATAAAATTGAGGTGCTGCGGGGT
CTAAGAAAACCTCTTCTTAGCCTCCCTGCGTGCTTGTACCTATTTCAAAGCTTGCTTCTGTTGTTTCATGGTCTT
TTGTGGACGCTAGTCAAGGATAATGTGACTTGCGAACACACCAAGCTCAAGGTCATGCTCTGTGTTTTCTTAGTG
TTCCTCATAGAATAAATGATATGCACATAAAAGCCCAATGTGGTGTTGCACACCTGTAGTCCCAGCCCTTCAGAG
TCTGAGGGAAAAGAATTATGAGTTCAAGGAAGAAAAGACTTTCAGTTTTCAAGGAATTGGGGTCAGGCCTTCTGC
TGTGTCACTACATTCCACAGTCTTAATATCTTCTCTCCAAGTGCTAGGCCTCTTTTGGCCTGACCACACAACAGT
AAAGTTAGATGTAGCCTCAAAGAGATCTCAGACTCAGAAAATGGAGTGGGTTGGTGAAGAATCACAATGGAGAGC
CAAGTGAATTCAGCCACCCAAGACAGACTCCTTACAGGACCTTCCCTAAAAAACTATCACTTCTTTAAAGCAACC
ATCTCCAGATTTTTGAAGAGTTAATGCTGTCTTTTTTGACTATTGAGAGGATGGGGTGCTTTTTATTGTTTTGTT
TTGTTTTGTTTGAGACAGGGTTTCTGTATTTAGCCCTGGCTATTCTGGAACTAGCTTTATAGACCAGGCTGGCCT
TGAACTCAGGATCGCCCAACTCCCCCTCCCAAGTGCTAGGATTAAAGGCATGTCCCACCAGTATCCACTCCACCC
CCTCTTAAAAAATGTCTAAGCCTATCTATTTTTATGATTATCTTCAAAAAGGGCCTTTTAATTCTAAAAATACTA
AAGAAAGGATCCTAGAATAAAAGTAATTTTTGAAAAAAATAATTTCTGAAAAGCTCACTATATATTTATCTTACT
TATTGTTTTGATAAGATACCAGTCAAAGTAATTATGGCAGCAGAAACAGAAGGCCATATTGCATCCAGTCCAGAA
GCAGAACAGATTGATTGCTGGTGCTTAGCTCATTTTCTCCCTTTTATTCTATTCAGTCCAGAGTTCCATTTCATG
GAATGGCACCACTTGCATTCAGGGTGGGTCTTCCCTGCATTGTCCAATTTTTCTGGAAAGACTCACATAGGCAGC
TAGATGTGTTTCCTTAGTGCTTCTAAATCCCGTCAAGTTGACAGTAGAGATTAGCCATCACAACTGGTGCAGTAT
ATCTTAGGCCGGGATGGCC

2.4. Floxed fragment (5.0 kb)

GACCTGCAGataacttcgtataatgtatgctatacgaagttatGACAGGTCTAAACAGGTCTAAAGACACACCAA
GCAAAGGGGCTTCTATGTTATATCTTGTAGATTGTAACAGACCAGCAGACAGGACAAAAGATCCAGATAGTCACC
GCAGTGGATGCCTCTGGATCCTCTAAACAGCAGTTCATCCTAACCAGCCCAGATGGAGCTGGAACTGGGAAGGTG
ATCCTGGCTTCTCCGGAAACATCCAGTGCCAAGCAGCTCATATTCACCACCTCGGACAACCTTGTCCCTGGCAGG
ATCCAGGTAAGGCCCATTGACAGGTGGTTGTTTCCAGACGAGGTACTGAACCACTTCTCAGCTCAGTTTTGCCTT
GCCTTTGGGAATTTACAAGCATGGTGGGATTGCTGCCTTAGCTAAATTAAAAACCAGTAAATTGAACGGCCACAC
CCAGAAGACAAGCAGGAACAGTAAGAAGGGATAAAAGCTAATCCAAGGAAAAGACACTGGCATAGGCAAGGTTAT
GAGGCCACTGGAGAATTGTTCTTAAAGGGCCGCATGGTGGAAACCATTAGCCTCAGATATCTTTAAGGCACCCTC
TGGAGCTGACCACTCTTACCTCAGTCTCATGTAGGTGGCCAACCTAGGTCCAGTTCTTCATTTTGATATGACATA
TTTTCCAGAAACTATTCTGTACTTCTGTCTCCTGCTCTGTCTTACCTATTTCTATTCTGAGAGGGAGGAGCAAGA
TGAGCAAGATGGGATTGGGAGCAGCCACATTCAATCAATAAGGGCAGCCACAATAAACAAATAAACAAACAAATA
AATAAAGATGCTGAGGGGAAAGCAGGGCCAATTGTAAGGTTGGAGGCTCTATGCCAGCGCCTCAGAGTAGTCAGG
AACAAGTATGTTTTGACATAGTCTATGTTAAATTTTTTTTGACTTATTTTTGAGACAGGGTCTTTATATAGCCCT
GCCTGTCTTGGAACTCATTATGTAGACCATGTTGGCCTCGAAGTCACAGAGATCTGCCTGTTTCTGCCTCCCGAA
TGCTGGGATTAAAGGTATATGCCACCATATCTGGCTTGATTTTTGTTTTTTAATTTGTGAATTGTCCATAATGTA
AAATTTACCATCTTAATCATTATTGTAGCCCCATCTGTAAATCTTTTCATCTTCCCAAACTGAAACACTGTACCT
ATTTGGGCTCTCACACATAAGCCACGGTGAAAAGATGGGAGAAGTCAGTGTTCTATTCCCTTTCCCTCAAGCCCT
GCTCAATTTCCTGCTCGCACCTCACCCACTCCCAGCCCATGGGAGTGTTTGTGTGTTCAAGTGCATATTTTTAGT
AAGTTTAGATGCTTGTAGAAACTTGAGAGGTGTTCAGTCACCTAGAGTTAGAGTTGTAAGCAGTTGTGAACTCCC
CAAATTTGAGTGCTGAGAACTGAATTTGAGTCTTCCACAAGAACATTATGAACTCTTAACTTCAAAGACATCTCT
TCAGACTCTATATCTGTTTAAAATATTTTTGATGCATTTATATATTTATGACATTTTATATTACATATATGGCAA
ATTTATATTTTGTATTTTACATATGAATGCATACATGGTACAGCATATGTGTGGAGGCCAGGGGGCATCTTACAA
GAGTTGGCTCCTCGCATGTGGGTTCATGGGATTGAACTCAGATTGTCAGGGTTAGCAGCGGGTGCCTCTTCCCAC
TGAGACTTTTTGCTGGCTCTACATCTTATTTTTTGATATGTCTCTCAAAACTAATTTGGAGAGGCTGCCTGCCTG
ACCAGTAAGCCTGGTGATCCAAGGTCTTACTGGCCTTGTGCTTACACAGCAAGGTCTTTACTGACTGACCCATCC
GCCAGCCCTTGTTTTTATCCTTTCATCTATTGGTTGATACCTGGTTAGTCCCACTGTTTGGCTATTACTGATGTG
TGGAGCATTCTTTCTACTATAGAGAGAAACTTCAGAACCTCCTTTTTCCCTTGATGAGCTAGACTTAGACAGCCA
GTGTGTTCTGCTTTCAGAAAGTTCTCTGAGAGAGCTAGCAGTACAGCTAACCAGCATTATCTATCTTATTCTCCT
TCTCCTAAAGTGTGTTCTGATCTTTTGATGTTCAACTATCCATTTTGTTAAAAAGCACAGGTTTGTGAAAGACTG
GCTTCTGATGTTGTCATTTCACAGGTGGTTTTTACCTGATTTCTGTATACGGCCCAATCGTGTGAGATTCGTTTG
AAGGTCTATTGTGTGCTCAAATTAAGTACATTTTAAAAATAACCATTCTTTAAAATTTCTTAGCTTGATATCAGT
TGTTTTCTCCTAGATGGATAGCACTGTTTGTAATCTAGAGAGTTACCTACAAGTGAGAGGAAATAGCAGGCTTCT
GTTGTCAGCTGTACTAGTTCATCTCTCCATTACCAGGTGCTTCAACAAACAGTCCAATCAGGAAAGTCTGGGTGT
GACAAACATGCCAGGTTGTATATTTCCATGTTGTTCGATGGGATGAGAAACATAGCTGAAGAACCTTACCTATTC
TTTACCTTAGAGAATCTATATGTGATCCCTATGTGGCCTCCAGTTTTGGTGATAGTCACAGGATAGAGTAATCAT
TGACATGTGCAGGCCAGTGGGGAAGCAGAATTACCTGGCTGTTGAATGAAGAAGCTGTTGGTTAAAGTAATCCTA
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GTTCTACCTAGAGTTCTTTTAGTTTAGATGCCTAAGACAGGGGGATGCACAACTAGATGTTACTTTACTTAGTTA
TCTAGCTTTTAATTGGCACTGTTTGTTTGCCAACATCTTAGATCGTCACGGATTCTGCTTCTGTGGAGCGTTTGC
TGGGGAAGGCAGACGTCCAGCGGCCCCAGGTGGTGGAGTACTGTGTGGTCTGTGGCGACAAAGCCTCTGGTATGT
GACTCCGGCTTCTGGCACGTATCAAGGAGCAACATGACCTTTTATAGGGTAGGAAAGTGGTTAGTTGAGAAAGAA
CATTTTATGTAGGTTTCAAACATGAACCTCACATAATAAGCAAAGTAGTTGTCAGATTATTCAAATTGATAGGAA
AAGTCAAGAAACTCTGAGATTTGTTTCCAATTGTTTATATGCTATTAAGTAAAAAAATTTTTCTCATCTTGTTTA
TATCACCCAAGGTGTGTTATGTATATAATTCCCCCGATCCAAATTGTCTCACTTTTCTTTTTATCCTTTTACTAA
ACCCTGTGTGATAAGCTTCTATGATGGAGTAGGAACCATGCTGTGCCCCTTGGAAAAGTGTACGCAGACGTGCAT
GCATGCCTCTCTCTCTCTCTCTCTCTCTGTGTGTGAGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTACTCTTAGT
GGAGACCCAAGGCCTCTGGTGAGTTATTTAAATCTGTGTTTCTGGTGTCCTTCAAGGAGAGCCCAAAGGCTTCCG
CAGTTAGTGCTCTGATGGAGACAGGAGGCTTGCTAGCACTGGGGAGCCATAGAAGGTAAGCAAAGCAGTAAGGCA
GGCAGTGGGAATGAAGAAGCTCAGCTCAGGGATCTGGGGCATAGACCTGAGTTCTGAAGCAGCTTTTTTCCACTC
ACAGGAAGTCTGGAGGGTTTGTTGTCCTGGATTTCATTTTGTCCTTTTGAAAAAGGGGTTTGACCAAATCTAGGA
GGATGCTTCAGAAGGAAGCATCTTCAGAAGCTTTGTTTTTTTTTTTTTTTTTCCTTTAAGCTGGTTTTACCATTT
CTCTGCCATTGGTACCTGCTTCTGATCCTACCTTGTCTTGGTAAAGCCAGTCCATCCTACCACTTAAAGGCCCAT
CTTCCCCTGGAAGCAGGTAGACAGCGCTGTCACTGGTTCTGATTGTGTTTCTCCAGGCTGTCCAGACATCTTGTA
CATTTTCCTATAATCGAAATGGACTTTCTCATTGGAGTGTTTGAGCAAAATCTATGTCTGCTAAACAAGGAGACA
CACTGCAGATGTTCGAATACATGAAGTAGGGACAGAAACAGCCAAAAACTGCCTGGTTTCCTTGTTGCTCAGGGT
TCTTCTGAGCTTCAAGGAAAGGCCTCATCACATAGCCTTATAGTGCCACTGTTTCCAGCTCTTAGAAGTCACCCA
GATAGCAAATTTAAGGAGACATTACAAAAAAAGGTCAAGGCAGTATTGACATGGGGTCAATTCAGTACCATAGTG
CTTCAAAGGAAAATGAGATCCTCCAAATTAATCTCTAGTCAGTGTGAACAGTGATGCTGTGAAGTTTCCTAACAG
TTGAGCTGTGTAGGCTTGGGTTCTGGAAGCAAGAGAAGTCCAGAAAGTATAAGGTTATGATATACAGTAGCACTT
TATCAGCTAAGAAGGATGAGCTGAGGTCATTAGCTAAATAAAGACCGAGTAAGTGAGCAGAGAAATGAGCTGTGA
TTTGTAGCCATGTTCCTGGAAGGGCCTCAAGGGGGTGCTTAGAGACAAGGACTTTGACTCAGAAAGTAAGCAAGA
ATATAGGAATGATAGACTGTTTAGTCTGGCAGTAAGAGTAGACACCAAGCTGCTTCTATAGCCAAGTATGCAGAC
TGGAGGAGAGTTGCCTGAACTGCTCTGTGTGTTGGGATGGTTGTGTGCCAAGAGCAGTCACATCATATATGAGCT
TTGGGTTTCCATCATGACCTTACAAGGTTTCTGTAGAGATATGGACATATGAGGTAGACATAGTGTTGGGCTGTC
ATTAACCCCTGTGGTGACAGCACCTGACAGTGCACCCAGTGAGAACAGGGCTGGGACAGTTCACCTCTGCTCATG
AGGAGCCAAATCATGTGCTCATTCACTTCCCTTCAGGCCGGCACTATGGGGCTGTCAGTTGTGAAGGTTGCAAAG
GTTTCTTCAAAAGGAGCGTGAGGAAGAATCTGACCTACAGCTGTCGGAGCAGCCAAGACTGCATCATCAACAAGC
ACCACCGTAACCGCTGCCAGTTCTGCCGGCTGAAGAAGTGCCTGGAGATGGGCATGAAAATGGAGTGTGAGTAGC
AGGGCCGGCCTGTGTGGCCATCGCGGACTAATGGCCataacttecgtataatgtatgectatacgaagttat

2.5. PGK-Neo region

gctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggceccecctgcaggtceca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgecgetttagcagececcgetgggcacttyg
gcgctacacaagtggcctctggecctcgcacacattccacatccaccggtaggcgeccaaccggcteegttetttgg
tggccccecttcgcecgeccaccttectactectececctagtcaggaagttececececececcgeccecgecagectecgegtegtgeag
gacgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggt
aggcctttggggcagcggccaatagcagcectttgctecttegetttectgggctcagaggectgggaaggggtgggte
cgggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtectattgtgagecgectcacaatcececcgge
attctcgcaagcttcaaaagcgcacgtctgccgecgctattgtgagecgectcacaattccgggectttcgagaagga
gccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggeccgecttgggtggagaggetatte
ggctatgactgggcacaacagacaatcggctgctctgatgccgeccgtgtteccggetgtcagegcaggggcgcccyg
gttctttttgtcaagaccgacctgtccggtgececctgaatgaactgcaggacgaggcagecgcggcectategtggetyg
gccacgacgggcgttceccttgcgcagectgtgctcgacgttgtcactgaagcgggaagggactggctgctattggge
gaagtgccggggcaggatctcctgtcatctcaccttgectecctgeccgagaaagtatccatcatggectgatgcaatyg
cggcggctgcatacgcttgatccggctacctgeccattcgaccaccaagcgaaacatcgcatcgagecgagecacgt
actcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgecgccageccgaactyg
ttcgccaggctcaaggcgcgcatgecccgacggcgaggatctegtegtgaccecatggecgatgectgecttgecgaat
atcatggtggaaaatggccgcttttctggattcatcgactgtggeccggctgggtgtggecggaccgctatcaggac
atagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcecttectegtgetttacggt
atcgccgctcceccgattcgcagecgecatcecgecttcectatcecgecttettgacgagttettctgaggggatcgateceget
gtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatactt
tgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtgg
gattagataaatgcctgctctttactgaaggctctttactattgectttatgataatgtttcatagttggatatca
taatttaaacaagcaaaaccaaattaagggccagctcattcctcecccactcatgatctatagatctatagatctcet
cgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttca
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tagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaat
tccatcagaagctgactctagatctggatccataacttcgtataatgtatgctatacgaagttatctcgag
aaggtcctcgcectctgtgteccgttgaget

2.6. 3’ homology arm (2.0 kb)

GGCCAGCTAGGCCGTAGGGGAGGGGGTGGTGGAAATACTCAGAAAGCTTTTTGTGCTTTACCTAAATTCTGGGCA
CCGGTAGTCCAGAGCTGACACTACTGGGTTTTGACAGTATACATGGTATATACGAAAGTCCCTTTCCCAATCAAT
CAGAAAACAGAAGGTCCTCGCTCTGTGTCCGTTGAGCTGGCCAGCTAGGCCGACAGGAGGAATGGAGATTAGGTA
ACGACAGCTTCAGAGTAAAGCTGAGACCAAGGCTAAAGAGTTACCAGAAACAGTTCCTTTCTCAATCCCTGGGCC
TCGTCTGTGACCCATCCAAGTGGAAGCAGCCACAAAAGGGTTGAAACCCTCCTCTCAGTAGTATTCTGAAACTAG
TCTTTCATTCACAAGGACCATTCATTGAATCAGTTTCTAACGGTGAAATCTTAAGAACCAGGTCCCAAAATAGGC
AACACAGAAAAGTCACTGTGAGCAAGCTGTGCTTAAGTGTACAGTAAGGATGGAAAGGAACAGAGTCAGGCCTAC
AACAGGCTAATAGTGCCTCATGGCTCCTAGGAAGACTAGAGCCAGTGGATTTCATTATTGTTTCCTATTCTAGGA
CTAGGACAATACAAAATTCACTGGGGAACAAGAAGTATGCTTGCAACCTGTACAACCACAGTCAGTATAATATAT
ACATGTCTAGCTTAGGGTAGGTCTGCACTGTCATACTTACAGGTTGTCCTTAGTTGTAAGCAGTGATGGGACTAA
ACTTGGTCAATCACAAGCATAGTTGCAAACTCACAGTCCAACTGCATTTCAACTTAGTAGTAAGGCATCTGGACC
CAAGGCTTGGTCTCTTGCTTTTAAGAACAGTTTGTGCAGAACTCGGGAGGCAGAGGCAGGCGGATTTCTGAGCTC
GAGAACAGCCTGGTCTACAGAGTGAGTTCCAGGACAGCCAGGGATACACAGAGAAACCCTGTCTCGAAAAACAAA
ACAAAACAAGAACAGTTTGTGGGCTGGGGAGATGGCTCGATGTGTAAAGTGTCTACTGTATTAGCATGAAGATGT
GAATTCAGATTTCAGGCACCTGTGTAAGAGCTGGGTGGTGTTACTAATGTGTGTAGTTGTAGCACTAGGGGTGAA
GACAGGTAGATCAGCAGAGCTTGCTGGCCATGCCAACCTAGCCAATCAGTGATCTCCATGATCACTGAAAGACCC
TAAATCAAAACAAAGGAGAAAAACAGTAATAGAAAATCCTCAATGTTGATCTCTGGCCTCTGTATATACATAAAC
TGTACACCCCACCCCCCCAAGATCTAGATTTTCTTCAGTTGCTTGTGACAAACATATATCATTTAAAATTTTATT
TTAGTTTTAATTATGTATGTGTATGTGTCTATGTATACTGTGTACATATGAATGTATGCACCTATCAAGGGCCTT
AGATCTCCCTAGTGCTGTAGTTGCAGGCAGTTGTAAGCTGTCTAAAGTGAGTGCTGGGAACTGAACTCTGGTCCC
CTTTAAGAGTAATATATTCTTAACTTCTGAGCTTTCTCCAGCCCCTATATGCCCATGCTTAAGCTTGGTTGCTGG
GAAAGAAATTGCTGTATGTAGCTAACAGCCTCCAGTTTGCTGAAGCTCTTCAGACTGAATGAAGTTGGACTCTAG
CAATTTGTGGCATGGTATAATCTATATGAAGGATCCACTTGAAGATTGACATTTCTTATCCTGGGCTGAGCCCAG
CTGGTTAGTGACAGAAGTTTAAAAACAAAACAAAACAAAACAAAAAAAAAACCCAAACAGTAGAATATATTGGCC
TCCTTAGGTCACATCAGAGTGGCAGTTTCTGAGCAAGCATCACCTGCCATCTTGAGCCTTTGTATGCCTTTGCTT
TGGGGTTGTTGATTTTGACTCTTTGCATTGATTGGAAAGCCCATGGTGACCAAATGCCAGAGTTACAGATTTGCT
AAGAAACAACTTCAGCATGTTACAGTGTTTATTCATTTGATTCTTTTTCTCTAAATGTGAATATGTTGTCATTTA
AGCTGTACAGAGGCCTCAGTGGCC

2.7. Vector backbone sequence

actagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgecgttacataactt
acggtaaatggcccgcecctggctgaccgecccaacgacccccgeccattgacgtcaataatgacgtatgtteccata
gtaacgccaatagggactttccattgacgtcaatgggtggagtatttacggtaaactgcccacttggcagtacat
caagtgtatcatatgccaagtacgccccecctattgacgtcaatgacggtaaatggecccgectggecattatgeccag
tacatgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattaccatggtcgaggtyg
agccccacgttctgcttcactctccecccatctecceccecceccecectecccacccecccaattttgtatttatttattttttaa
ttattttgtgcagcgatgggggcggggggggggggggcgcgcgccaggcggggcggggcggggcgaggggcggygyg
cggggcgaggcggagaggtgcggcggcagccaatcagagcggcgecgcteccgaaagtttecttttatggecgaggeg
gcggcggcggcggccctataaaaagcgaagcgcgcggcgggcgggagtegetgegttgecttegeeccegtgecce
gctccgcgcecgcectcecgcecgecgeccgecccecggetcectgactgaccgegttacteccacaggtgagecgggecgggacgyg
cccttctecteccgggcectgtaattagecgettggtttaatgacggectegtttettttetgtggetgegtgaaagect
taaagggctccgggagggecctttgtgecgggggggageggcteggggggtgegtgegtgtgtgtgtgegtgggga
gcgccgcgtgcggceccgcgctgeccggcggctgtgagecgetgecgggecgeggegecggggetttgtgegeteecgegt
gtgcgcgaggggagcgcggecgggggcggtgececcgeggtgecgggggggctgcgaggggaacaaaggctgegtge
ggggtgtgtgcgtgggggggtgagcagggggtgtgggcgcggcggtcgggctgtaacccecccectgcaccecect
ccccgagttgcectgagcacggceccggcecttegggtgeggggectecgtacggggegtggegeggggectecgeecgtgecg
ggcggggggtggcggcaggtgggggtgccgggecggggeggggecgectecgggeceggggagggetcgggggagggy
cgcggcggcccccggagecgccggcggctgtcgaggecgecggcgagecgecagecattgecttttatggtaategtge
gagagggcgcagggacttcctttgtcccaaatctgtgcggageccgaaatctgggaggcgeccgecgcacceccectet
agcgggcgcggggcgaagcggtgcggcgcecggcaggaaggaaatgggcggggagggecttegtgegtegecgege
cgccgtceccectteteccteteccagectecggggetgtecgeggggggacggetgecttcgggggggacggggcagyg
gcggggttcggcttctggecgtgtgaccggecggctctagagectctgctaaccatgttcatgecttettettttte
ctacagctcctgggcaacgtgctggttattgtgctgtctcatcattttggcaaagaattcacctgccagaccatg
Ccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccggtgtctcecttatcag
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accgtttcccgecgtggtgaaccaggccagccacgtttetgcgaaaacgcgggaaaaagtggaagcggcgatggeg
gagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaacagtcgttgetgattggegttgecacce
tccagtctggccctgcacgcgeccgtcecgcaaattgtcgeggcecgattaaatctecgegecgatcaactgggtgecage
gtggtggtgtcgatggtagaacgaagcggcgtcgaagecctgtaaagcggecggtgcacaatcttectecgegecaacgce
gtcagtgggctgatcattaactatccgctggatgaccaggatgccattgctgtggaagctgectgcactaatgtt
ccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttectcecccatgaagacggtacgecga
ctgggcgtggagcatctggtcgcattgggtcaccagcaaatcgecgctgttagecgggeccattaagttetgtecteg
gcgcgtctgegtctggctggctggcataaatatctcactcecgcaatcaaattcageccgatagcggaacgggaaggce
gactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcccactgecgatgcetyg
gttgccaacgatcagatggcgctgggcgcaatgcgecgeccattaccgagtccgggectgegegttggtgecggatatce
tcggtagtgggatacgacgataccgaagacagctcatgttatatcccgceccgttaaccaccatcaaacaggatttt
cgcctgctggggcaaaccagcgtggaccgcttgetgcaactcectectcagggccaggcggtgaagggcaatcagetyg
ttgcccgtctcactggtgaaaagaaaaaccaccctggcgcecccaatacgcaaaccgcectectecececgegegttggece
gattcattaatgcagctggcacgacaggtttcccgactggaaagcgggcagtgagaattcactecctcaggtgcag
gctgcctatcagaaggtggtggctggtgtggccaatgeccctggectcacaaataccactgagatcttttteecctet
gccaaaaattatggggacatcatgaagccccttgagcatctgacttctggctaataaaggaaatttattttecatt
gcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatcatttaaaacatcag
aatgagtatttggtttagagtttggcaacatatgcccatatgctggctgccatgaacaaaggttggctataaaga
ggtcatcagtatatgaaacagccccctgctgtccattecttattccatagaaaagecttgacttgaggttagatt
ttttttatattttgttttgtgttatttttttctttaacatccctaaaattttecttacatgttttactageccaga
tttttcctectcectectgactactcecccagtcatagetgtecctettectecttatggagatececctecgacccgagaatt
cggcttaacttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcgtgatacgectatt
tttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaaatgtgcgcggaac
ccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcecttca
ataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgecceccttattececcttttttgeggecattttyg
ccttcecctgtttttgetcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtggg
ttacatcgaactggatctcaacagcggtaagatccttgagagttttecgecccgaagaacgtttteccaatgatgag
cacttttaaagttctgctatgtggcgcggtattatccecgtgttgacgeccgggcaagagcaactcggtecgecgeat
acactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaag
agaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggacc
gaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgceccttgatcgttgggaaccggagctgaa
tgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaac
tggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccact
tctgcgctcggecectteecggetggetggtttattgctgataaatctggageccggtgagegtgggtctegeggtat
cattgcagcactggggccagatggtaagccctceccecgtatcgtagttatctacacgacggggagtcaggcaactat
ggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagttta
ctcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataa
tctcatgaccaaaatcccttaacgtgagttttecgttccactgagecgtcagacccecgtagaaaagatcaaaggatce
ttcttgagatcctttttttctgcgecgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagecggtggtttyg
tttgccggatcaagagctaccaactcttttteccgaaggtaactggcttcagcagagcgcagataccaaatactgt
ccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgectacatacctecgectectgetaat
cctgttaccagtggctgctgccagtggcgataagtcgtgtettaccgggttggactcaagacgatagttaccgga
taaggcgcagcggtcgggctgaacggggggttcgtgcacacagecccagecttggagcgaacgacctacaccgaact
gagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtateccggtaag
cggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtectgtcgg
gtttcgccacctctgacttgagecgtcgatttttgtgatgectecgtcaggggggcggagectatggaaaaacgecag
caacgcggcctttttacggttcctggecttttgectggecttttgetcacatgttetttectgegttateccectga
ttctgtggataaccgtattaccgcecctttgagtgagctgataccgectcgeccgcageccgaacgaccgagcgcagega
gtcagtgagcgaggaagcggaagagcgcctgatgcggtattttctecttacgcatctgtgeggtatttcacaccyg
catatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactccgcectatcegetacgt
gactgggtcatggctgcgccccgacacccgccaacacccgctgacgecgecctgacgggecttgtetgetececcggea
tccgcttacagacaagctgtgaccgtcecteccgggagectgcatgtgtcagaggttttcaccgtcatcaccgaaacgce
gcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgectgttcatececgegtee
agctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggccatgttaagggeggttttttee
tgtttggtcactgatgcctcecgtgtaagggggatttctgttcatgggggtaatgataccgatgaaacgagagagg
atgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaacaactggcggta
tggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgcttegttaatacagatgtaggtgttecca
cagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggcgctgacttcececgecgtttcecaga
ctttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagcagcagtcgett
cacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaaccccgccagcecctagecgggtectcaac
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gacaggagcacgatcatgcgcacccgtggccaggacccaacgctgecccgagatgecgecgcegtgeggetgetggag
atggcggacgcgatggatatgttctgccaagtcagcgtttaaacttaattaagtcgacggec
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ics

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:
e clone DG3-133
3.2. Southern data on positive clone

3.2.1. Neo Southern strategy

Southern Screening Strategy

<

5 1.31.3 kb

44

FA: 5.0 kb

Targeting Vector

3.20kb !
3’ arm: first digest

Targeted Allele

) FRT
) LoxP

L~

mm Neo probe

Digestions used to validate the 5’ and 3’ insertion

Probe Name G_enomic DNA WT allele | Targeted Allele
digest (kb) (kb)
5" arm first digest Afl 11 / 115
Neo 5 arm second digest Xho | / 8.6
3’ arm first digest Ase | / 5.6
3’ arm second digest Sspl / 10.2

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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3.2.1. Picture of Neo Southern

Neo southern blot: 5’ and 3’ arm validation ladder
1000
/ 8000
10kb > / g%g
e
w o> — / 4000
—_ /
6kb > — g()“ég
5kb > pre— B (]
. . st | 9000
3.5kb > ——— 1%0
oy w— 1000
2.5kb > g 750
2kb > S — Sm
A: 5" arm first digest (Afl II)
B: 5" arm second digest (Xho I)
C: 3 arm first digest (Ase 1)
D: 3’ arm second digest (Sspl)
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4. Data on conditional and knock-out animals: Genotyping protocol and data:
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.

& Genotyping Strategy
-
Targeted exon(s)
| : //
Wildtype Allele — p— ////
(WT) Lf Er
Conditional Allele //
(In vivo FLP Deletion) — //
(cKO) H
Knock-Out Allele I » //// } FRT
Conditional after inducible Cre Deletion ? ? / } LOX P
Constitutive after in vivo Cre Deletion —_ p ri mer
Sequence of primers used for genotyping
Position Primers | Sequence
Lf 13 GTTTCCTTAGTGCTTCTAAATCCCG
Lr 14 CCCTTTGCTTGGGGTGTCTTTAGAC
Ef 308 GGAAGAATCTGACCTACAGCTGTCG
Er 410 CGTTACCTAATCTCCATTCCTCCTGTC
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PCR fragments expected size (bp):

Region analyzed Primers Position on | Conditional Knock-Out WT allele

used the primer | allele (cKO) | allele (KO) (wt)

(see the map
above)

Presence of the distal 13-14 Lf/Lr 217 163
5’loxP
Excision of the selection 308-410 Ef / Er 508 375
marker
Total Excision (excision of 13-410 Lf/Er 5348* 433 5161*
the floxed exon(s), i.e.
knock out)

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

4.2. Pictures of genotyping with various alleles

Analysis of PCR products pattern was done by gel electrophoresis (3% gel was used).

Representative genotyping picture for wt/wt and cKO/wt mice

A:Distal 5’LoxP
B:Excision of marker

508bp
375bp

217bp
163bp

oy

wit/wt cKO/wt
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Representative genotyping picture for wt/wt and KO/wt mice

| wt/wt | KO/t |

A:Distal 5’LoxP
B:Excision of marker
C: Total Excision

<4 433b
37sbp — P

163bp —>

Representative genotyping picture for wt/wt and KO/KO mice

| wt/wt |KO/KO|

A:Distal 5’LoxP
B:Excision of marker
C: Total Excision

<— 433bp
375bp —>

163bp —
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