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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 4

Ncor2 gene 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=40530

Strateqy used to generate the conditional knock out model
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2. Construct used for homologous recombination in ES cells: Ncor2 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.

2.2. Map of targeting vector plasmid
We use the nomenclature of the Ensembl reference: ENSMUST00000111398

K175-Ncor2
(14916 bp)
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2.3. 5 homology arm (3.8 kb)

CCAGGCAGATGTCTGTGGCTTCTTCCCCTTCATTCATTTTGCTCATCCACCCAGCCTCTGGCTGTTGTGTGTCCT
TCCCTCATTCCTGAATTCTTGCTCTTTGCCTCATTTGTGTCCTCTCCCCAGTATTTGGGGTCACTGGCTGACCCT
AGGCACCGCCCACTCTCCTGCTGGGCCATTGGTGACGCAGGATGCCGCTGGCCCAGACCCAGTAGTTACTGATCC
TGTGGCCTGATGGGATAGCTTACAGTTTGGAACATGTCTGTCCCCTGGTGGGGACTTGCTTGCTCTTTGGCCTCT
GTTCATCCCCAGGGTCTGTGGAGGGTTTCTCTCTGGGAGACTGTTGAGGCCTCATTACTTTTCTATGCTGGCTTG
GTGAAGCCTGGCATATGGAGCCCTTGGTCCTTTTCAGCCTTCCCCATAACCCCGCCCCAACCCTGCCCCACAGCC
CCTCCTCCACCCTCTTACCCAGGCTCCTCCAATAGCCCCGACCTTCCTGCAGCCTGCCCTCTCAGCCCACCCTCA
TTTCCCCAGACTTCCCCAAGGCCCTTCCTAGTCCCCCCACCCCCACTGTACCCCATCTCTTTCCTGTGGCCCAAG
GATAAGTAGAACACAGACTGGAAAAGACCACGCGCTTTCCCCCTTAACACTTGTGTCTTAGGAAAGAGAGGCCTG
AGAAGAGAAGCCATGGATCCATAGCAAGGTGACACCCCGTAGGGGGAGAGCCACTGTGTGTGTTCTAGCCCTGGT
GCGGACCAGCTCAGCCTGTGGTGTCCTGGGCCTGGGGAACATGATGGGCCACTTTTTTTTTTTTTTTAAGATGTA
TTTATTATTATATGAGCTGTCTTCAGACTCGCCAGAAGAGGGCGTCAGACCATGTGGTTGCTGGGATTTGAACTC
CAGACCTTCAGAAGAGCAGTCTTAACCCGCTGAGCCATCTCACCAGCTCTTCGGGTCTGGGCCACTTACATACTC
TAGCAGGTCTGTCTTCCCGGAAGCTCTGCCCTCTCAGTCAAGTGAGCCACTTATAAAATGGCTGGGGTTCTGCTG
AGGTGGCATCATGACGTGATCACTTGGGACGTGAGCCGGTTTCTGTGTGATGTGACAATAGGGACGGCAAGTATA
GAGGACCCCCCCCCCCCCTACAGCATCAGGCTGTCAATCCCCTCGTTTCACCAGGGGTAACATGCTGCCTATCAG
CACCAGTCTTCGCTCCCCAGACCCTCTGGTGTGTCTCCCTCCCCTGCCTGCATGCTGCTGGCAGTGGGGTGCAAG
AGCCACGTACCCGCAGGTCAGTGTCTGGCAAGGTGTGTGTCAGGGACGCCTGACAAAATTGGCTGTGCCTAACCT
TGGCCTTGGGCCTAGCTGGCTGACTCTTGGTTGAGGGATGGACCTGTGGGCTGTTGTTCAGTTGGTCACAAACTC
TGCTCTGCCACCCAGGGCTCAGCCTGCTCCTGTCTAATGGCACTGGATGCTGGCCGGGGCTGATGTCCTAGGTGT
GTGGGCACATCGTGGGGTCCTGTGCCCACCTGCTGTATACTGTCTTAGGGTCCTCATCTGTCTGTCCGTCCATTC
ATTAACTCTCTGGCTCGGTCATTGACCTGTTTGCTCATTCATCCACTCATTAGTGGATTCACTTGTCCATTTGCC
TGACAAATACAGGTTAGATTTGTCACATGCCTTGGAGACCGAGCTGTGAAGGCAGAGATGCCCCCTCTCTGGGGA
AGTCGACATTCTCTTGGGGTACAGTGGAACAAAGATGGGGCTAGAGGAGGCCATATTTAAGTGGAGAGACAAATA
TTGATGGTGGAGCTGGGACCCAAGAGGACAGACAGTGGGTGCATGGTGTCTGGATGCACAGCGTCACAGAAAACC
CTGACTTGAGGCTCTTTTGGAATGAACATTCCGTTCAGGGGTGACAGGGGTAGGCTGAACTCCGCCTCCGTGTGA
TTTTGTGTGGCTCTCTACGTCTTAGACTCGTGCTGGGGTACAGTGCATTTGTTTCTTGGGGCTCCCCTCTTGTTC
TGTTTGTAGTGGAAATATCCAGGGGCTGGGGTGGGCCTCTACCCCTGAGTCAGGTGTTATAATCAGTACGGGGCA
GGCTTGAAGCCTGTGTCCTGTGACTGTCTCCGTTCCCAGCGGAGGGGCCAGTTGAGCCTCACCTGTACTATTCTT
GCTGTGTGACCAGGAAGAGCTGTTCTTGCTCATCATTCTCTTGATGTTCAGATCGCCCATGATATCCTCCTTCTG
GAGCTGCTTTTTTTGGGGGGCAGGGGTTGTCACATTAGTCAGCTTGTGCAGAGGGCTTGGTTACGGCGACCTAAG
AATGGGATCATTTCTCTTGATGTCGTCCTTGCAGGGCCATCCTGGTATCCTTGTCCTTCTAGGTCGTGTTTTGCA
AAGTCTTGATTGCCCGCTCCTTCCCTTGCAGTTTGGTCTCTGAGGTTTTCCAGTTGCTTGCCGTCTAGGGTCAGG
ATCCGGCTGCTCCCCCCCAGCGCATATGACTGCTACCATTGGTTCTTTGCAGTGAGAACTGCTTTAAGACACAGA
GCCCGGGGCTGGAGAGAGGCCTCTGCTCAGCAGTTAAGAGCCTGCGCTGCTCTTTCAGAGGATCTGAGCTTGGTG
TCAAGCACTCTCGTCCAGCAATGCACAGCTGCTTCTGACTCCAGGGGATCCAGTGTCCTCATGTTCTCTCTGGCT
TATGTGGGCGCTGCACACATAAGACATACACACAGATACATAATTAAAGATAAAATGAAATCTACAACAAAATAA
AAAGGGCTAAAAAGGAGAGGAAAATATGCCAAAGGAAAACTAAGTGACCTATATAGGTCATGCTGTCCACAGCCA
TACACGAGTCAGACATTACTAATCGATTGCCGTGCATGTAAGCAAGCATCCAGGCTGACAGAACAGATTGATTGG
TCTGGCACAAGGCGGAAACCTGTCTTGTTTTTCTTATTAGAGATGGTGTGCACACTGACTCTCCTCTCCCACTTC
CCTCATTTTCCCCCAGCGATAAAGTGATCTTAGTCCTGGTGAAAAATGTAAGAATGCTTTATGCAGGGGTTTGTG
GGATCCAGGTTAGGGCTGAGGGTGTAGTGGGTAGTGAGGGCGCCCGGCACCGCAATGAGACTTCAAGGTTGGGGA
ATTTATCACCTATGTTGACTCCCTGGCACTCTTGCTGCAAGGGTAGGCTAAGGTTGAGGTCTACTTTATGCACCG
TGACGACCCAGGTGTGATGAGCAATCACATTGTTGTTCAAAGGGGGAGGGTGTAGCTTGCCTCTGCCTCTCCCCC
TCCCCACACTTCATAAAAGAAGCTAGCTGTTTTTCTCACGGTGGGCGGGGCACCTGAACAGCAGCTTGGCTGGGA
CCTGCGTTTACATAGCTCCATCTGCCCTGGCTACGTAGTGCACACCCCCCAACCCCCTTTCCTGTCTGAGCCTGA
CTCTTCACCGGGATACCTGTCCAAGGATACTTGGGTCTCTATTGAAGGCAGATACATTTCTGCTCCATGGGCCGC
TCCATGCTCAGCAGTGCCCTGCTAGGGCAGCTCCCAGCCCTATGTCTGTAGGCAGGGCCTGGGAGAGGTGATCCG
TTCTTCTCTCAAAACCTGCAGCAGGGTGGTGTGGGCAGGGGTGAAGGTGGGATAGGCAAGCCGACCCTCTAGCCT
GTAGCCTTAGGGGACCTGTGCTTAGACCCACTGCCCCTTCAGGTGCACCAGCTGGAGAGTGAGGCAATACAGGAA
CACCACAGGTCCCAGAGAAGCCCGAGTGGAGGTGTAGAGTCCAGTATTGTGGTTTATTACACTCTTCTACACCCC
CAGCAGGATCTTGTAGCTAGACAGG
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2.4. Floxed fragment (0.49 kb)

ggccgggatggccgacctgcagataacttcgtataatgtatgctatacgaagttatGCTCTAAGCATGGTGGGAC
CATGGTGGTGGCAATTGTAGCTTGAGGATATAGACTGGGAACCCATCTGAGCCTCTTGGTGCAGGGTGGCAAGGA
AGCTGTCGTTGTTCCTGTGCTCGCTCACTGTTCCCTTTCTTCTACAGGACGTGGGGCTGCTTGAGTACCAACACC
ACCCCCGTGACTACACCTCACACCTGTCACCCGGTTCCATCATCCAGCCACAGAGGAGGCGGCCCTCACTGCTGT
CAGAGTTCCAGCCTGGGAGTGAACGGTGAGGAGAAGTTGTGATGTCTTAGTCTAGGCTGTGGTGTCTCTGAGGTA
GATACCGAGGCTTTTTGGTGGGTAAAGCTGCAGGGGCCCAGACTTTAGCCCTTCCTAGTGCCACTTATTTCTGGT
GGCATCCTAGGGCCATGACAGGGCCGTGCTTTCCCAAGAGCAGGGACTTGTCGGCAGAGGAGGCAGCTATGACCA
TCTACCCAAGGTTGAGGAGAATGggccacacaggccatcgcggactaatggccataacttcgtataatgtatget
atacgaagttat

2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggecccctgcaggtca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgegetttagcagecccgetgggecacttg
gcgctacacaagtggcctctggectcgcacacattccacatccaccggtagcgccaaccggetecgttetttggt
ggccccttcgegecaccttatactcctcecccctagtcaggaagttcccecccecgeccecgecagetegegtegtgecagg
acgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggta
ggcctttggggcagcggccaatagcagetttgetecttegetttctgggectcagaggectgggaaggggtgggtec
gggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtectattgtgagecgectcacaatcccggea
ttctcgcaagcttcaaaagcgcacgtctgccgegetattgtgagcgctcacaattccgggectttcgagaaggag
ccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggecgettgggtggagaggctattcg
gctatgactgggcacaacagacaatcggctgctctgatgccgecgtgttccggetgtcagecgcaggggcgeccgg
ttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgeggctategtggetgg
ccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgctattgggeg
aagtgccggggcaggatctcctgtcatctcaccttgctcctgeccgagaaagtatccatcatggctgatgcaatgce
ggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggcetcegecgecagecgaactgt
tcgccaggcetcaaggcgcegcatgeccgacggcegatgatctcecgtegtgacccatggegatgectgettgecgaata
tcatggtggaaaatggccgcttttctggattcatcgactgtggeccggectgggtgtggecggaccgectatcaggaca
tagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttectecgtgetttacggta
tcgecgeteccgattcegecagegeategecttctatcgecttettgacgagttcttectgaggggatcgatecgtece
tgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatact
ttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtg
ggattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatc
ataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatgatctatagatctatagatctc
tcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttc
atagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaa
ttccatcagaagctgactctagatctggatccataacttcgtataatgtatgctatacgaagttatctecgaggaa
gttcctattctctagaaagtataggaacttcaaggtcctcgetcetgtgtecgttgagctggeccagctaggec

2.6. 3’ homology arm (1.9 kb)

GTTAAGAGCAGAAGGCTCACACCTCTCCGCCTGCTGGCTAGATCAGGTTTAACAGCAGGAGTGCTGTGATCAGCT
AGTGATGTCTGCCCAGGGAGAGTGAAAAGGAATAGTGTTGTGTATGCTGTTTTGTGCATAAACCTCATGGTGCTT
TTCAAGCCTGTGCTTTAAAACACCCAGGGGTTTGTTAAAATGTAGAGTCTTGGTCAGTAGCAGTGCAATGGGTCT
TACGGTTTGCATTTCTGGTTAGCTCAGGAGGGTCTGTGGGATCTTCAGGCTGCAATGAGTGGTTCAGGCTGGGTA
GTCACAACAAGGCCTCACGAGACAGAAGCATGTCCCCTCCTGTAGGGGGAAGACAGAGGAACCTTCTAACAAGGC
TCCTCATGAGAACCTGGCTAGGTGGACACCTGGAGTCTTGGTCCCAAGCTTCTGTCTCCTATGTGATGTGCATTC
CTGGCCTCTCACAGGTCTCAGGAGCTCCACCTGCGCCCTGAGTCCCGCACGTTCCTGCCTGAGCTGGGCAAGCCC
GACATAGAATTCACCGAGAGCAAGCGCCCCCGCCTGGAGCTACTACCCGATACCCTGCTGCGCCCATCACCCCTG
CTGGCCACTGGGCAGCCGAGTGGGTCTGAAGACCTTACCAAGGTATACCCCAGCCAGGCCTGTGGGCTCTATTTA
TTGCTGCTGTCACTGCTGCTATGGGCAGGAAAGGGCCTGGGGGCGGAGGCAGGGAAAGGCTGGGTGGAAGGAGGG
AGGGCAGCTCTGGTGTGGGTATGAGGGTGGGACTGAGCACTGGAGCTGCCACCAGGTAAGGAGAGAGGGTGTGGG
TGATGGAAAGAAGTGGGAAGGTATCTTTAGGTGGCAGGGAGTGTACAGACCCTGTGGCGGGACGCAGTGTGTGGC
TGTTATCACTGGCTGGTGTGACTGGGAAGTGCAGAGTGAGGGTCCTGCAAAAGCCTTGGAGTTGGGGTGGGGCTG
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GGCTGTACAGGTGACAGCTTGTGTGGAACAGTGGCTTGCAACTCCTCAGGCTTCATGTAGCAGACTGCACAGCCA
GGGCAGCCCCATGTTTGAGCAAGTATTCAGGAAGGCGACCCTAGAGTCCCTTCAGATGAGACAGAAAGGATGGCA
CAGTGCCTGGCATGTCAGGGTCTAGAGTTGAGGGCCTCAGGAAGATTGACAGACAGATCTGCTGCTGCCCAGGTC
TGAGTGGCTCCTTGGGTGCCAGGTAGGCTGGATGGGTCTATGTCTGTAGCCATGTGGGCCTGCCTGAGGAGCCCC
AGAGCAGTGTCAGGCCAAGCCCTGTTTCCACAGAGGCTGTCACTCGCCTTGTCTTGGCTTAGTCCCATGTGTTCA
CACACCCTGGTATACTAGAGAATGAACTCGGGACCTTGTCTACCCTAGGACAGTCCTCTGCCACCAAGCTGTATC
TTTAGACCTCTTTTAATATATATATATGTATGTATGTATGTACACACATATTACTTTTTCCCCCTAAATGGGGTC
TTGCTAAATTGATCAGGCTGGCCTTGAATGTACTCTGTAGTCTGGGCAGGCCTTGACATCAAAGCCTTGCATATA
GTTCTGCACAGCTCTGATGACAGGCTAGGACTCCGAGCCAGGCTTGCTCTAAGCCTTCAGTCTGTTCTCTAGCTC
TCCCTTTGTTCCAGCTGTGCTGTCCCAGGCTCGGGCCTCTCTGAGCCTAGCTTGCTCCTTGTTAGTCAGTAGCAG
ACCGACCTTAAGTGACCCAGGCTATCTGGAAAGAGGGTTTGGCTGTGAGCCTTGAATACACACCTTCAGGCTGGA
CCAGGTGACAAGACCAGACTCTGGTCTCCATAGGAGAGTAAAGATGCTGGCATGAGTTCTGGAATGTTCTTGGCG
TCTTAGAGCTATAGGAGTCCAGC

2.7. Vector backbone sequence

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagecccatatatggagttccg
cgttacataacttacggtaaatggcccgcctggctgaccgecccaacgacccccgeccattgacgtcaataatgac
gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggaggagtatttacggtaaactgccca
cttggcagtacatcaagtgtatcatatgccaagtacgccccctattgacgtcaatgacggtaaatggcccgectg
gcattatgcccagtacatgaccttacgggactttcctacttggcagtacatctacgtattagtcatcgctattac
catggttcgaggtgagccccacgttctgcttcactctccccatcteccccececctecccacccccaattttgtatt

tatttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgccaggcggggcygggcyyg
ggcgaggggcggggcggggcgaggcggagaggtgcggeggcagecaatcagagcggcgcgetccgaaagtttect
tttatggcgaggcggcggcggcggcggecctataaaaagcgaagcgcgecggcgggcgggagtegetgegttgect
tcgccccgtgecccegetecgegecgectegegecgeccgeccecggctectgactgaccgegttactecccacaggtg
agcgggcgggacggcccttctcctecgggectgtaattagegettggtttaatgacggectegtttecttttctgtgg
ctgcgtgaaagccttaaagggctccgggagggeccctttgtgecgggggggageggctecggggggtgegtgegtgtyg
tgtgtgcgtggggagegecgegtgcggeccgegetgeccggeggetgtgagegetgcgggegeggegeggggett
tgtgcgctecgegtgtgcgcgaggggagegcggccgggggcggtgcceccgeggtgcgggggggctgcgaggggaa
caaaggctgcgtgeggggtgtgtgcgtgggggggtyagcagggggtgtgggegeggcggtegggetgtaacceee
ccctgcacccccctccccgagttgetgagcacggeccggettegggtgecggggetecgtgecggggegtggegegg
ggctcgecgtgecgggeggggggtggeggcaggtgggggtgccgggcggggcggggcecgectegggecggggagy
gctcgggggaggggegecggeggeccecggagegecggeggetgtcgaggecgeggcgagecgecagecattgectttt
atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctggcggagccgaaatctgggaggcgecgce
cgcaccccctctagcgggcgcgggcgaageggtgcggecgeccggcaggaaggaaatgggcggggagggecttegtg
cgtcgccgegecgecgtecccttctecatctccagectecggggetgeccgcagggggacggetgecttcggggagyg
acggggcagggcggggttcggcttctggcgtgtgaccggecggctctagagectectgctaaccatgttcatgectt
cttctttttcctacagctcctgggcaacgtgctggttgttgtgectgtctecatcattttggcaaagaattcacctg
ccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccggtgt
ctcttatcagaccgtttcccgecgtggtgaaccaggccagccacgtttctgcgaaaacgcgggaaaaagtggaagce
ggcgatggcggagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaacagtcegttgetgattgg
cgttgccacctccagtctggccctgcacgecgecgtcgecaaattgtcgeggegattaaatctecgegecgatcaact
gggtgccagegtggtggtgtcgatggtagaacgaagcggcgtecgaagectgtaaagcggeggtgcacaatcttct
cgcgcaacgcgtcagtgggctgatcattaactatccgectggatgaccaggatgecattgectgtggaagetgectg
cactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttctcccatgaaga
cggtacgcgactgggcgtggagcatctggtcgecattgggtcaccagcaaatcgegetgttagcgggeccattaag
ttctgtctcggcgegtctgegtectggetggectggecataaatatctcactcgcaatcaaattcagecgatagegga
acgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcccac
tgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgegecattaccgagtccgggetgegegttgg
tgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgeccgtcaaccaccatcaa
acaggattttcgcctgctggggcaaaccagcgtggaccgcettgctgcaactctctcagggeccaggecggtgaaggg
caatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcccaatacgcaaaccgcctctcececyg
cgcgttggccgattcattaatgcagctggcacgacaggtttcccgactggaaagcgggcagtgagaattcactcc
tcaggtgcaggctgcctatcagaaggtggtggctggtgtggccaatgeccctggctcacaaataccactgagatct
ttttccctctgccaaaaattatggggacatcatgaagccccttgagcatctgacttctggctaataaaggaaatt
tattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatcattt
aaaacatcagaatgagtatttggtttagagtttggcaacatatgccatatgctggctgccatgaacaaaggtggce
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tataaagaggtcatcagtatatgaaacagccccctgctgtccattccttattccatagaaaagccttgacttgag
gttagattttttttatatttgttttgtgttatttttttctttaacatccctaaaattttccttacatgttttac
tagccagatttttcctcctctcctgactactcccagtcatagctgtccctcttctcttatgaagatccctcgacc
cgagaattcggcttaaagcttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcgtga
tacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaaatg
tgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgat
aaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttattceccttttttg
cggcattttgccttcctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtg
cacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttc
caatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcg
gtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggca
tgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacga
tcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaac
cggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgca
aactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttg
caggaccacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagecgtgggt
ctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtc
aggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcag
accaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcc
tttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaaga
tcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccag
cggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagatac
caaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcg
ctctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgat
agttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacct
acaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggt
atccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttata
gtcctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagecctatgga
aaaacgccagcaacgcggcctttttacggttcctggccttttgctggecttttgctcacatgttctttcctgegt
tatcccctgattctgtggataaccgtattaccgcctttgagtgagctgataccgctcgccgcagccgaacgaccg
agcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgecggtattttctccttacgcatctgtgcggta
tttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactccgct
atcgctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgcgeccctgacgggettgtct
gctcccggcatccgcttacagacaagctgtgaccgtctccgggagctgcatgtgtcagaggttttcaccgtcatc
accgaaacgcgcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgcctgttc
atccgcgtccagctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggccatgttaagggc
ggttttttcctgtttggtcactgatgcctccgtgtaagggggatttctgttcatgggggtaatgataccgatgaa
acgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaaca
actggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgcttcgttaatacagatgt
aggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggcgctgacttccg
cgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagca
gcagtcgcttcacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaaccccgccagcctagcecg
ggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgcccgagatgcgeccgegtgeg
gctgctggagatggcggacgcgatggatatgttctgccaaggcgtttaaacttaattaagtcgacggccggecct
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 positive: 2

Reference of clone used to generate the mouse line:
e clone K175-78

3.2. Southern data on positive clone

3.2.1.Neo Southern strategy

Southern Screening Strategy

Targeting Vector

P pp(NecTpp

5:3.8kb  FA:0.49 kb 3:1.9kb i

3 am: 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 Xmnl / 6.5
Neo 5’ second digest Scal / 9.5
3’ arm first digest Nhel / 9
3’ arm second digest Ndel / 7.4

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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3.3. Picture of Neo Southern

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

N BRI

a: Xmn [; b: Scal; c: Nhe I; d: Ndel
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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

41.1

.Genotyping strategy

The map below describes the position of the primers used for genotyping for each possible allele.

(WT)

(cKO)

(KO)

Wildtype Allele

Conditional Allele
(In vivo FLP Deletion)

¢ Genotyping Strategy

Targeted exon(s)

N

Knock-Out Allele I » //

Conditional after inducible Cre Deletion Lf Er
Constitutive after in vivo Cre Deletion

D FRT
} LoxP
—sprimer

Sequence of primers used for genotyping

Position Primers Sequence

Ef 637 CCAGACTTTAGCCCTTCCTAGTGC

Er 638 TCACTAGCTGATCACAGCACTCCTG

Lf 634 AACACCACAGGTCCCAGAGAAGC

Lr 635 CTACAATTGCCACCACCATGGTCC
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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 634-635 Lf/Lr 187 --- 140
5'loxP
Excision of the selection 637-638 Ef / Er 296 --- 215
marker
Total Excision (excision of 634-638 Lf/Er 837* 280 673*

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

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

Reagents:

-10x Buffer (Roche)

-dNTPs 10mM (Amersham Biosciences)

-Tag DNA Polymerase (Roche)

-DNA (50ng/ul)

-5’ primer (100 [CM)
-3’ primer (100 (M)

-Sterile H20

Cycling conditions:

Temp
94°C

94°C
62°C
72°C

94°C
62°C
72°C

72°C
4°C

Time
3min

Imin
Imin
Imin

30s
30s
30s

3min

0

Volume:

2.5l
0.5l

0.2ul

3ul

#Cycles

0.125ul
0.125pl
up to 25 pl

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

= =
% - = L - =]
o [=] w o [=] n
% = = & = 2
o ikt = o plt = G
= [ ] . o] o E
= i = B m =i Eo
5 & iz £X 0 iz ===
WT/WT KO/NWT
piy————— gyl
900 — - 4300
2900 - — - 2900
1900 - m——— - 1900
1100 — — - 1100
F00 — — =700
SO0 — e— - Ean
200 - ———— I 00
] |
I I
100 — e——— - 100
e ——— 1 ———F———— |

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. 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 53 81 22 156

Experimental Ratio 34,0% 51,9% 14,1% 100%
Theoretical Ratio 25% 50% 25% 100%
Theoretlgal Ratio if KO/KO 33% 66% 0% 100%
are not viable

Homozygote Viability Viable

The Ncor2 knock-out homozygotes are viable.

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