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1. Schematic representation of the locus

1.1. Overview
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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 1-2

NrOb2 gene (also named SHP) is a member of the nuclear receptor family. Additional information on
this gene can be accessed at

http://www.informatics.jax.org/searches/accession_report.cqi?id=MG1:1346344

Strategy used to generate the conditional knock out model

LoxP Exonl Exon2 LoxP FRT LoxP FRT

< S D
5'arm: 1.7 Kb Floxed arm: 3.5 Kb NeoR 3'arm:1.0 Kb
NrOb2_strategy
(8396 bp)
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2. Construct used for homologous recombination in ES cells: NrOb2 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

NrOb2_construct

(14764 bp)

Q»LOXP>

FRT>
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2.3. 5 homology arm (1.7 kb)

GCGAGCAGGTGGGATATCTCAGACTTGCAACCCTAGCACTTGGGAGGTTGAAACATTGCAGTGCAAATGTAAGGC
TAGCCTGGGCTACAAGCGCGACATCACAAACAAAACAAGCAATGATGAGAGGAAGAGCAAAAAGCATCATCCTTC
CTGTGCCAGTTCTCAGGACAAGGTGCAAGCAGCCCACTGAGCCCCATCAGTCCGTGAGCTCTGTGTTTGTTCTCT
CACCGTGACTGCTCCTTTCCATCAGGGACCGTCTGCTCTCTTCCAGCGGAGGCCTGGGCTGAGGGTATATGCTAT
AGTGAAAGCAGTGTGCCTGCTTGTCATTGGGAATGAAGACAATCAGGTGCCAGTCTCATAGTCTCTGCAGGGCTT
TGCTCTATCCTCACATCAGCACCACAGGAAGACCTTACAGTCTCAGCTAAGACACCAAGACTCAGCTGGGGGGTG
GGGAGTGGCAAAGCCTTTAACTCAAGTACTAGGGAGGCAGAAGCAGGCATTCGAAGCCAACCTGATCTACAGAGC
AATTTCTTAGGACAGCCAGAGCTACCCAGAGAAACCCTGGCTGGAAAAAAAAATTTTTAAAAAAGGGAGAGAGAT
AAAGGCTCCCTGACCACTGGAGACAAGCTGACAGTCACACACTAGAACTGGGAAGCATGGAGCCTAAACCAGGTG
CCAGGGCAGAGGATGCCAGACCTCTTTATCCACAGCACCAGGTTGCCCAAGACTGTGGCAACAGGGAGCCTGCTA
GGCAAGGCTAGCCAAGGTCAGGAACCAGACACAACTGAGGCCCTCCCATGTCCTTTGTCCCTTACCTCTGACCAC
TAGAGACAAATGTCCAGGACAGAGGAGCCATGTGCTAGCAGAGATGTGGTTCTACCCATACTGTAGGTGGGCCAT
ACTTGCAGACCAGGTTGGGGGGGGGGCGGGGTGCCTGTTAGCCACCAGTTCTGAGAAATTCACACTTTGGCTGCA
GAATTGATCCAAGGGGACAAACAAAGATGACTTTGAGGTCCGACACACCTGTGCTCCATCCCTTCCCGTTGGAGT
GACTTTGAGTAGGTCACTTCACTTCTTGGAGTGTCACAGAGTAAGAATGTAGTCTCATTGGAAAGTCTTCAGGGT
TACAATGGAAAGGGACCCACAACAAAGCGGGGTCCTTAGTAAATGTCGGCCATGTATTCCCACGGTTTTGCAAGG
GCAGACCCAGCCTCTCTGACGCTATAGGAATGCTGACTTGGGGGAAGGGGCTCTGAATGATCTTCCTCCCACAGG
GGCCCCTGGATTGGAGTCCCAGGAGGGCGGCCTCTGAGACTGTACAGTGAGCAAAGTCCCCCAGGGACCTGGCTC
CCTTCCCTGTGGCCCGTTCCTTACCAACAACAGTAGAGAGCCCCAAGGTTAGGCAAACACAGCAGCGATAAGCCA
CTTCCAGGCTGGGTCATGTATTCAAGGCTTTAGCCAGCTTCCTGGCTGGCTCCTTGGCTCAGTGAGAACCCTGGT
CTTATGTGCATGGAAATGGGCATCAATAGAAACAGCAGTCCCAGGCACTGGCTGGTTGAGCGCCTGAGACCTTGG
TGCCCTGGTACAGCCTGGGTTAATGACCCTGTTTATGCACTTGAGTCATCCGATAAAGGGCATCCAGGCAGTGGG
CAGGTGGCCCTGTGCCCTGCAATGGCCACTTCATTGACTA

2.4. Floxed fragment (3.4 kb)

ggcctataggeccataacttcgtataatgtatgctatacgaagttatAAGTGATAGCAAGGCCACGTGGAGCTTCC
AGTGCCCCTCCCCCACCACTTCCCCATCAGTCCTGCCAGGGTCAGCGTGTATGCATTGTGTGTGTGTATGGTTTT
TTTTTTTTTTTTCCTTTCAATGAACATGACTTCTGGAGTCAAGGTTGTTTGGCCAGTCCCCTTCCCGCCCATCAA
GGATATAAATAGCACTCACAGTAGAGAGAGAGAGAGAGAGGGCCAGATAGCTGGGAAGAAACAGGAACAAGATAC
TAACCATGAGCTCCGGCCAGTCAGGGGTCTGCCCATGCCAGGGCTCTGCAGGTCGTCCGACTATTCTGTATGCAC
TTCTGAGCCCCAGCCCCAGGACCAGGCCCGTTGCACCTGCATCTCACAGCCACTGCCTGTGCCAGCAGCAGCGGC
CTGTGCGTCTGTGTGCTCCGCACCGCACCTGCAGGGAGGCCTTGGATGTCCTAGCCAAGACAGTAGCCTTCCTCA
GGAACCTGCCGTCCTTCTGCCACCTGCCCCATGAGGATCAGCGGCGGCTGCTAGAGTGCTGCTGGGGCCCTCTCT
TCCTGCTGGGGTTGGCCCAGGATGCTGTGACCTTCGAGGTGGCTGAGGCTCCGGTGCCCAGTATACTTAAGAAGA
TCCTGCTAGAGGAAGCCAGCAGCGGTACCCAGGGTGCCCAGCCATCAGACCGGCCACAACCCTCACTGGCTGCAG
TTCAGTGGCTGCAGCGCTGCCTGGAGTCTTTCTGGAGCCTTGAGCTGGGTCCCAAGGAGTATGCGTACCTGAAGG
GCACGATCCTCTTCAACCCAGGTGAGCTTCCAGACACTCCTGGATGGTGGTCAAGGTGGGAGGGGATGGGGCCCA
TCCAAGGAAAGTGCTTTCTTGGGGCTTGACACCCATTGTATCATTGGGTCCTTGTGAGCCTCAAATAGATGGCTC
ATAGGAGAGGCACAAAGAGGTTAAGCAACTATCCGAAGGCCACATAGCAAGGCAGAGGCAGAGGAGGGCTGGGAA
GGCAGAAGGCAGGCCAAGCTAGTGCAGAGACTGCTCTTTGCCACCGTGCCTGAGAAATGTGGCTTGAATCTTAGG
GAGAGTGGGTGGGTAGAGAGGGTGCCAGAGGGGGTGGCAGCAGACACAGCTGCATGATAGCCATATCTTCAGGGT
CAGGCTACATAGTGAGGCTCTAAAGGGTTCAGAGAGGCCACTCAGAAGGAGAAAGAGGGTTTGGGAGTGGGGCAC
TCCTTGTGAAGTCAAGCCAGGAGAAGAGAGGTGGAGTGATGGGGAGAACTGAGAGAGAGTCTCACCATGTCGCTC
TGGGTAGCCTAGAACTCACTATATAGACCAAGTTGGCCTGGGATGGGAGAATAGTCCTCATAGCTTTGAGGAAGA
CAAGAGACAGGCCTTGATAGTTAAAACATGTCACATAGCAGTAGCAGTCCCATAGCCCCGTTGCATTCACCATAT
GGTAGGACTCACTCAAAGGGCTTTTTAAAATATCAGTTTGGTTAAACCTCATAACAAGTGTGGGTAACAGGCGCT
GTCATTAGCCCCACTGGACAGATGAAGAAACGGAAGCACAAAGATTAAAGTACTCATTTAACAAAGGTCACTCAG
AAAGATTAAACTGCATATCCAAGGTCACTCAGCTAATAAGGGGCAGCCCCGACGTTCAAACCCAGGCAGCTTGGT
GCTGGTTTTGTTTGTTGGTTGCTTGGTTGTTTTTTGTTTTGTTTTGTCTGAGTTTTTGCTTTGTTTTATTTTAGT
TTGGCTTGGTTTTTGGTTTTAAGATTTATTTAGCCAAGTGATGATAACACATACCTTTAATTCCAGCATTGGTAG
GCAGAGGCACTCAGATCTCTGAGTTCAAGGCCAGCCAGAGAACTAGTTCCAGGACAGACAGGGCTACACAGAGAA
ACTCTGTCTCAAAAAAAAGAAAGAAAAGAAAAGAAAAGAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAA
AGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGAAAGGGAAAGGAAAGGAAGGAAAGAAAAGAAAA
GAAAAGAAAAGAAAAGAAAAGAAAAGAAAAGAAAAGAAAAGAAAAAGAAGAGGAAAAATAGGGCTGAAGAGATGA
CTCAGCGGTTAAGAGCATTAATTGCTCTTCCAGAGGTCCTGAGTTCAATTCCCAGCAACCACATGGTGGCTCACA
ATCATCTGTAATGGGACCTGATGCCCTCTTCTGGGATGTCTGAAGACAGCTACAGTGTACTTACATATAATGAAT
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AAATAAATCTTTTTTAAAAATCATTTTAAAAAAAGAACGAGAAAAAAATTCTTTGTAAATTATTTTATGTCTATG
AGTTCCTACATACATGCACACATACATACACACATACTTGTATTTTGTATGCATCATCTGTGTGGAAGATGTCAC
AAAGATGTCAGAAGAGGGTGTCAGATCCTCTGGAACTGAAGTTATAGGGAGTTGTAAACCACGATGTGGGTGCTG
GGAGCTGAACCCAGGTTCTGAGCAAAAGAACCTCTTAGCCACTGAGCCTTCTCTCCAGCCCATGTGTCTTAGTTA
TGATATCCTCATTATCTGTGTCCTCTCTATAAGTGGATGGATGGATGGATGGATGGATGGATAAAATGGTAAATA
ATGAAGGTGGCAGTGGGTGGACGCTCCAAGGTGGTAGAGTGAGCCAATGCATGTAACTCATTAGTGAAGGATCGC
CTCAGTGCTAGAGGGGAGGGAACTGCTGACACCCTCACACCCTGTGCTAGCCTCCACAGACCTAGCCACTTAGCA
GCTCTCTTCACCTTCTCTGCCACAGATGTGCCAGGCCTCCGTGCCTCCTGCCACATCGCACACCTGCAACAGGAG
GCTCACTGGGCACTGTGTGAAGTCTTGGAGCCCTGGTACCCAGCCAGCCAAGGCCGCCTGGCCCGAATCCTCCTC
ATGGCCTCTACCCTCAAGAACATTCCAGGCACCCTTCTGGTAGATCTCTTCTTCCGCCCTATCATGGGAGACGTT
GACATCACTGAACTCCTTGAAGACATGCTTTTGCTGAGGTGACCCGTGGAATGGAGTCTGGTGCCTCCAAAGGGG
AGCCTGAAAGGCAGCCCTCAACTCCCCTGGAGCTGCCCTCAGCTCAGCCACACCCCTAGCTCGGACTTCCTTGCT
TTGGATACAGTGTACACTACTAACTGTCCAGCAAGCCCTTGATGACTCCCCAAACCTCCAGGCCAAAATGTCTTT
CCCTGCCTGGGTAGGGATGGGAGCAGGAAGCTGTACTTTCAAGCCAGAATCCCTCCTGACTTTGTACAGAACTAA
ATTAAGTTATTGTTTTTTGTAATAAAACATATGACCTCCTGACACTGTAGTTGCTTGTGGAAAGGACCAACCAAT
CTCCAGGGTGCACCTTAGTCTTGGGCCTGTGTGGCCATCGCGGACTAATGGCCataacttecgtataatgtatgcet
atacgaagttat

2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggceccecctgcaggtceca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgecgectttagcagececcgectgggecacttyg
gcgctacacaagtggcctctggecctcgcacacattccacatccaccggtaggcgeccaaccggcteegttetttgg
tggccccecttcgcecgeccaccttectactectececctagtcaggaagtteccececececcgeccecgecagctecgegtegtgeag
gacgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggt
aggcctttggggcagcggccaatagcagcectttgctecttegetttectgggctcagaggectgggaaggggtgggte
cgggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtectattgtgagecgectcacaatecececgge
attctcgcaagcttcaaaagcgcacgtctgccgecgctattgtgagegectcacaattceccgggectttcgagaagga
gccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggecgettgggtggagaggetatte
ggctatgactgggcacaacagacaatcggctgctctgatgccgececgtgtteccggetgtcagegcaggggcgecccyg
gttctttttgtcaagaccgacctgtccggtgececctgaatgaactgcaggacgaggcagecgcecggctategtggetyg
gccacgacgggcgttcecttgcgcagectgtgctcgacgttgtcactgaagcgggaagggactggectgctattggge
gaagtgccggggcaggatctcctgtcatctcaccttgectecctgeccgagaaagtatccatcatggectgatgcaatyg
cggcggctgcatacgcttgatccggctacctgeccattcecgaccaccaagcgaaacatcgcatcgagecgagecacgt
actcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgecgccageccgaactyg
ttcgccaggctcaaggcgcgcatgcccgacggcgaggatctegtegtgacccatggecgatgectgecttgecgaat
atcatggtggaaaatggccgcttttctggattcatcgactgtggeccggectgggtgtggecggaccgectatcaggac
atagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcecttectegtgetttacggt
atcgccgctcecccgattcgcagecgecatcecgecttcectatecgecttettgacgagttettectgaggggatcgateceget
gtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatactt
tgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtgg
gattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatca
taatttaaacaagcaaaaccaaattaagggccagctcattcctcecccactcatgatctatagatctatagatctcet
cgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttca
tagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaat
tccatcagaagctgactctagatctggatccataacttegtataatgtatgectatacgaagttatetegaggaag
ttcctattctctagaaagtataggaacttcaaggtecctcecgetetgtgtecegttgagetggecagetaggee

2.6. 3’ homology arm (1.0 kb)

GGAGGGGACTCATGGGAAAGACCAACTCCCTGATGGCTTAGGCAGGGATGCTGATACCCGTGCTGGGGATTAAGG
TTCATTTTGCAACTGACTGTGAAGCCAGCAGAAAACATCCTCTCCCTCACTCCCTGTCACCTTCCTGCCTTTCTC
CCCAGCAGAGGCGTTTTTCTGACCTCGGTCTCCAGAGCGTCCATTGTCCGCTTCCAGGTTACAGTTCTCTGGAGG
CCGTCTCTTGCCTCAGAGAAATTGGGATTGCAGCTAGTCACAGAAATGCCCCATTCCCGAAACAGACAAGGCCAC
TTCACTTCCTAGAATTTTCTTTTCTTTTTTTTTTTAAAGATTTATTATTTATTATTATATGTAAGTACACTGTAG
CTGTCTTTAGACACACCAGAAGAGGGAGTCAGATCTCGTTACGGATGGTTGTAAGCCACCATGTGGTTGCCGGGA
TTTGAACTCAGGACCTTCAGAAGAGCAGTCGGGTGCTCTTACCTGTTGAGCCATCTCTCCAGCCCCCCTAGAATT
TTCTGATCCTCCGACTCCTCCTGTTCTAGCAACTGGCAGAAGAGACCGGTCCGTTAGGAACAGAGTAGCCAGTGC
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TGCCCCTGAAGCAGCTCGGAAGCAGAGGCAGGCAGAGGTTTAGCACACACCATGGTCACCCTCGTTGCTAAAGCC
TGAGAATACTGTGTCCTGAGCCCAGGAGTTCCCTTCCATTGCCCCTCTGCTCTGATGACCCAGTCCTGGGTCCCT
CCTCTCAGAGGGTCATCCCCATTGTCCTGGCCACCAGAGAGGCTGTGCTTGCTCAGTCCACACCCTCAGCCCTGC
TCCATTCAGAGCCTGACTAGGGTTTGTTTTGATTGGTTGATGTCCGTGCCTCACTGTTTGTTAAATATTCTGACC
CGGTCACCCTGGGTCAGGGTGACTGACCTGAAGGGTGAGCAGGAGGAAATGATAAGAGCAGTTGTCTACAGGGCT
TTCAG

2.7. Vector backbone sequence

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccg
cgttacataacttacggtaaatggcccgcecctggectgaccgcecccaacgacccceccgeccattgacgtcaataatgac
gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggtggagtatttacggtaaactgccca
cttggcagtacatcaagtgtatcatatgccaagtacgccccecctattgacgtcaatgacggtaaatggceccecgectyg
gcattatgcccagtacatgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattac
catggtcgaggtgagccccacgttctgcttcactcteccccatctecccececcececctecccacccecccaattttgtattt
atttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgccaggecggggcggggcgygy
gcgaggggcggggcggggcgaggcggagaggtgcggcggcagccaatcagagcggecgecgecteccgaaagtttectt
ttatggcgaggcggcggcggcggcggecctataaaaagcgaagcgcgcecggecgggcegggagtecgetgegttgectt
cgccccecgtgeccccgceteccgegecgectecgegecgeccgecccggectectgactgaccgegttactecccacaggtga
gcgggcgggacggcccttcectectececgggetgtaattagegettggtttaatgacggectegtttettttectgtgge
tgcgtgaaagccttaaagggctccgggagggecctttgtgegggggggageggectcggggggtgegtgegtgtgt
gtgtgcgtggggagcgccgecgtgcggecccgegetgecceggeggectgtgagegetgecgggegeggegeggggettt
gtgcgcectcegegtgtgegegaggggagegeggecgggggeggtgeccegeggtgegggggggctgegaggggaac
aaaggctgcgtgcggggtgtgtgegtgggggggtgagecagggggtgtgggecgeggeggtegggetgtaacceece
cctgcacccccecctecceccgagttgetgagcacggeccggettegggtgeggggectececgtacggggegtggegeggg
gctcgecgtgeccgggcggggggtggeggcaggtgggggtgcecgggeggggeggggccgectegggecggggagygg
ctcgggggaggggcgcggcggcccccggagegecggeggctgtcgaggegeggcgagecgecagecattgectttt
atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctgtgecggageccgaaatctgggaggecgecyg
ccgcaccccectctagecgggcgcggggcgaagcggtgecggecgecggcaggaaggaaatgggecggggagggectteg
tgcgtcgccgecgecgecgtecectteteecteteccagectecggggectgteccgecggggggacggctgecttecgggyg
gggacggggcagggcggggttcggcttctggecgtgtgaccggecggectctagagectcectgectaaccatgttcecatge
cttcttectttttecctacagctecctgggcaacgtgectggttattgtgetgtectcatcattttggcaaagaattecac
ctgccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgceccgg
tgtctcttatcagaccgtttcccgegtggtgaaccaggccagceccacgtttctgcgaaaacgcgggaaaaagtgga
agcggcgatggcggagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaacagtecgttgetgat
tggcgttgccacctccagtctggececctgecacgegecgtegcaaattgtecgeggecgattaaatectegegecgatca
actgggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagecctgtaaagcggcggtgcacaatcet
tctcgcgcaacgcgtcagtgggctgatcattaactatccgectggatgaccaggatgccattgectgtggaagetge
ctgcactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttctcecccatga
agacggtacgcgactgggcgtggagcatctggtcgcattgggtcaccagcaaatcgecgectgttagecgggececatt
aagttctgtctcggcgcgtctgecgtctggctggctggcataaatatctcactcgcaatcaaattcagecgatage
ggaacgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcce
cactgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgcgccattaccgagteccgggetgegegt
tggtgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgecgttaaccaccat
caaacaggattttcgcctgctggggcaaaccagcgtggaccgcttgcectgcaactectectcagggeccaggecggtgaa
gggcaatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcecccaatacgcaaaccgectectece
ccgcgcgttggceccgattcattaatgcagectggcacgacaggtttecccgactggaaagcgggcagtgagaattecac
tcctcaggtgcaggctgectatcagaaggtggtggctggtgtggeccaatgececctggectcacaaataccactgaga
tctttttcecctectgccaaaaattatggggacatcatgaageccccttgagcatctgacttectggectaataaaggaa
atttattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatca
tttaaaacatcagaatgagtatttggtttagagtttggcaacatatgcccatatgctggctgccatgaacaaagg
ttggctataaagaggtcatcagtatatgaaacagccccecctgctgtceccattecttatteccatagaaaagecttgac
ttgaggttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaattttccttacatgt
tttactagccagatttttcctectcectcecctgactactcccagtcatagetgtecctettectettatggagatecect
cgacccgagaattcggcttaacttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcg
tgatacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttecggggaa
atgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccct
gataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgeccttatteecetttt
ttgcggcattttgccttectgtttttgectcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgg
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gtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgtt
ttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaac
tcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatyg
gcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaa
cgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgecttgategttggg
aaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcecctgcagcaatggcaacaacgttge
gcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaag
ttgcaggaccacttctgcgctcggececcttcececggetggectggtttattgectgataaatctggageccggtgagegtyg
ggtctcgcggtatcattgcagcactggggccagatggtaagecccteccecgtatecgtagttatctacacgacgggga
gtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgt
cagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaaga
tcctttttgataatctcatgaccaaaatcccttaacgtgagttttecgttccactgagegtcagaccececgtagaaa
agatcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgecttgcaaacaaaaaaaccaccgctac
cagcggtggtttgtttgccggatcaagagctaccaactcecttttteccgaaggtaactggcttcagcagagcgcaga
taccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgectacatacc
tcgctctgctaatcectgttaccagtggctgetgeccagtggecgataagtegtgtcttaccgggttggactcaagac
gatagttaccggataaggcgcagcggtcgggctgaacggggggttcecgtgcacacagcecccagecttggagcgaacga
cctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcecccgaagggagaaaggcggaca
ggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatettt
atagtcctgtcgggtttcgeccacctctgacttgagegtcgatttttgtgatgectcgtcaggggggecggagectat
ggaaaaacgccagcaacgcggcctttttacggttcecctggecttttgectggecttttgectcacatgttetttectyg
cgttatcccecctgattctgtggataaccgtattaccgectttgagtgagetgataccgectecgecgcageccgaacga
ccgagcgcagcgagtcagtgagcgaggaagcggaagagcgectgatgecggtattttetecttacgecatetgtgeg
gtatttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaageccagtatacactcecce
gctatcgctacgtgactgggtcatggctgcgeccccgacacccgccaacacccgctgacgegecctgacgggettyg
tctgctccecggcateccgcttacagacaagctgtgaccgtcteccgggagetgcatgtgtcagaggttttecacecgte
atcaccgaaacgcgcgaggcagctgcggtaaagctcatcagegtggtecgtgaagcgattcacagatgtcectgectyg
ttcatccgecgtccagctecgttgagtttctccagaagegttaatgtctggecttectgataaagecgggecatgttaag
ggcggttttttcctgtttggtcactgatgeccteccgtgtaagggggatttctgttcatgggggtaatgataccgat
gaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaa
acaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgcttecgttaatacaga
tgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggegetgactt
ccgcgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgectcaggtecgcagacgttttgeca
gcagcagtcgcttcacgttcgectcgegtatcggtgattcattctgctaaccagtaaggcaaccececgeccagectag
ccgggtcctcaacgacaggagcacgatcatgcgcacccecgtggccaggacccaacgctgecccgagatgegeecgegt
gcggctgctggagatggcggacgcgatggatatgttctgeccaagtcagecgtttaaacttaattaagtcgacggec
taagtcgacggccggccctcgaggcec
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3. ES cell lines targeted and validation data:

3.1. ES cell lines targeted

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

Number of clones screened: ~ 400

Number of positive clones: 2

Reference of clone used to generate the mouse line:
e clone DG2-57

3.2. Southern data on positive clone

3.2.1.Neo Southern

Southern Screening Strategy

pp[Nec [ipp

FA: 3.4 kb 3:1.0kb

Targeting Vector i }

5 1.7 kb

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 BamHI / 7.5
Neo 5’ second digest Auvrll / 9.5
3’ arm first digest Aflll / 8.6
3’ arm second digest HindllI / 5.1

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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3.2.2.Picture of Neo Southern

Neo southern blot: 5’ and 3’ arm validation ladder
10000
% gﬁﬁ
S—
A—
10kb a: digestion BamHI (7.5kb) S— | 3500
b: digestion Avrll (9.5kb) = — 3000
c: digestion Aflll (8.6kb) s - 25(1()
8kb d: digestion Hindlll (5.1kb) s | 201100
o - 1000
6kb
- 750
5Kkb s |- 500
— OR
4kb - 250
3.5kb
3kb
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Molecular Biology Data
NrOb2 conditional knock out model- ics reference DG2/EUMO3

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.

Genotyping Strategy

Targeted exon(s) / /
Wildtype Allele — ////
(WT) Lf Er
Conditional Allele /

>

(In vivo FLP Deletion)
(cKO)

D ERT

Knock-Out Allele I

Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

(KO)

Lf Er

} LoxP
—sprimer

L~

Sequence of primers used for genotyping

Primers Sequence

Lf TTGAGTCATCCGATAAAGGGCATCC
Lr AACCTTGACTCCAGAAGTCACGTTC
Ef TAGTTGCTTGTGGAAAGGACCAACC
Er CTAGGAAGTGAAGTGGCCTTGTCTG

PCR fragments expected size (bp):
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Position on
: Primers the primer | Conditional | Knock-Out WT allele
Region analyzed used (see the map | allele (cKO) | allele (KO) (WT)
above)

P,resence of the distal 9-10 Lf/ Lr 291 241
5’loxP
Excision of the selection 11-12 Ef / Er 496 365
marker
Total Excision (of the floxed 9-12 Lf/ Er * 476 *
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

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

Reagents: Volumes:
-10x Buffer (Roche) 2.5l
-dNTPs 10mM (Amersham Biosciences) 0.5ul

-Taq DNA Polymerase (Roche) 0.2ul
-DNA (50ng/pl) 3ul

-5’ primer (100 uM) 0.125ul
-3’ primer (100 uM) 0.125ul
-Sterile H20 up to 25 yl

Cycling conditions:

Temp Time #Cycles
94°C 3min 1

94°C Imin

62°C Imin 2

72°C Imin

94°C 30s

62°C 30s 30

72°C 30s

72°C 3min 1

4°C 0

NB: These PCR conditions have been optimized for high-throughput genotyping. Adaptation to
small-scale may be required.
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Molecular Biology Data
NrOb2 conditional knock out model- ics reference DG2/EUMO3

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

Ladder
Distal 5'LoxF
Excision of
rarker

Total excision

(K0

Distal 5'LoxF

Excision of

rmarker
Total excision

(KO0

Distal 5'LoxF

Total excision

Excision of
(R

rnarker

WT/WT

KO/WT

KO/KO

T - — e e e e e e e s e )

4900 . I
29':":' . I
190 — E—

11|:":|__

700 —
G0 — —

3':":' — I

100 - —

- 43010
- 2900
- 1300

- 1100
- 700

L 5':":'

- 300

- 100

— —
1 | —1 | — | B

Note that as this technology is more sensitive than gel analysis, non specific signals and/or primer

dimers may be visible on the picture.
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4.2. PCR data on mouse DNA

4.2.1.PCR strategy for validation at the mouse level

k- Genotyping Strategy
-
Targeted exon(s)
Wildtype Allele g ////
(WT) 5Arm Floxed Arm 3Arm
PCISF —p «4— PersR
Pcr3F 9 4— Pcr3R
Targeted exon(s)

Conditional Allele [ > : ] » ////

(In vivo FLP Deletion) < > 5 < > //

(cKO)

Knock-Out Allele I » /// } FRT

Conditional after inducible Cre Deletion . " / } LOXP

o neu ‘ PersFE -9 4 Per5R .
Constitutive after in vivo Cre Deletion —_— prlmer
(KO) PeraF —p> < PR w
Primers used for PCR validation of ES clone

PCR Primer Primer sequences PCR product
Name size
Pcr5F  AACCCTTTTATTTTTGCATTTGGTC Wt: 5.2kb

5' external 5.
Pcr5SR TTCCCATGAGTCCCCTCCAG KO: 1.9kb
Pcr3F GCAATGGCCACTTCATTGAC Wt: 4.5kb
3' external e
Pcr3R  GGTGAGAAGGATCCAAACTGTG KO: 1.2kb
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4.2.2.Picture of PCR

5 external PCR

Wt: 5.2kb
KO: 1.9kb

3’ external PCR

Wt: 4.5kb
KO: 1.2kb
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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 11 17 4 32
Experimental Ratio 34,4% 53,1% 12,5% 100%
Theoretical Ratio 25% 50% 25% 100%
Theoretic?al Ratio if KO/KO 33% 66% 0% 100%
are not viable

The NrOb2 knock-out homozygotes seem subviable.

Legend:
e >13% Homozygous = Viable
e >0% and £13% = Subviable
e 0% = Lethal
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