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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 exon 4

Nr6al gene (also named GCNF-1) 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=45353

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>

e > > L e,
5"Arm: 3.7kb FA: 1.0kb NeoR 3"Arm: 3.0kb
Nr6Al_Strategy
(9811 bp)
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2. Construct used for homologous recombination in ES cells: Nr6al 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

Nr6Al1_Construct

(16255 bp)
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2.3. 5 homology arm (3.7 kb)

CCACTTGTCTCCACTTGCCAAATGCTGGGATTAAAGTGGCTCCAGCTTTAGTCTTTTTTTTTTGGGGGGTGGGGG
GGACCGGTTTCGAGACAGGGTTCCTCTGTGTAGTCCTGGCTGTCCTGGAACTCACTCTTGTAGTCCAGGCTGGCC
TCGAACTGAGAAATCTGCCCGCCTCTGCCTCCCATGTCCTGGGATTAAAGGCGTGCGCCACCACTGCTCGGCTCA
GCTTTAGTCTTAAACATAAGGTCATTTATATTTTGAACTGCTCAATGCTTAATACTTTGCTCATTGGGATTTAGT
AGCCTCCTACTTATATGTACAGAAACATCATGCATACAAACATGTGTGCCTGCTTTAACTGAAGTATATTTGACA
ATATTTTATCTTTACTACCTTTGACACATTTTAGTGTGTGTGTGGGTGGTTTATGTGCATATTCATGTGTATGTG
TAAAGGCCAGAGGTCAACATTGGGTGTCTTTTTCACCATTTTCCACCCAATATTTTCTATTTATTATTTTTTAAA
AATCACAATGCTATGTGTTATAACTTGTAATTTTGAACCACTTTACTAAGTCATACTGTTTACCCACTTATACAT
TTATTCGAAAGTGTACAAGCTAGACCTGGTGTAGGATATTATCTCAACTTCTTGGGAGGCTGAGGCAGAGAGTTA
TACATATATCTGAGACTTGTCTGTTTTAACTTAATAAACAAACAAACAAACAAACAAGGGAGACCCTAGGTTCAA
ATTCCAGAACTAAAAACAAAATATACCTTTTCTAGAATGGACTTGGCACCAGATGTTACTGTTAATTCTTTGATT
GAAATTTGCCTGCAAAGTAACTTTGGTTAGATGTGATGTAACTAAAGGGACCTGTCACTTTTATGAAACAAGAGC
CAAAATATGTAACCTTCCCGTCAGATTAATGACCACACTTGCTTTTTTGTTGCTGTTAAATGATGTGAAGATGAA
TACATACATTTCAAGCAAATGCAGCATGGTGGTGCTCTAAAACAATGGCTGGGGACAATCTCCTAGCATTTTCAG
TGTTGTTGGGGGTTTTGTTTGTTTGTTTATTTTTCCTCTTCTTTTTTTTCACTTTGACATTTCTACATCTGAGTA
CTAATATGTGTCCATGGAGGTCTGGATCTTTTCTTAACTCTCTCTCTCTTTTTAATTTTTCAAGACAGGGTTTCT
CTGTTTAACCCTGGCTGTCCTAGAGCTCACTTTGTAGACCAGGCTGGCCTTGATCTCAGAAATCTGCCTGCCTCT
GCCTCCCGAGTGCTGAGATTAAAGGCGTACGCCACCATGCCCAGCCTTAACTCTCTTAGTAGGAGTTTGAAAAAG
CAACATTCAACATAACAGTATGTGTTCTTCATAGTAGATTAATTTCTTTTTTTCTTTTTTAATTTTTTATGTGAG
ATATATTTTTTAAAGATTTATTTATTTATTATATATAAGTACACTGTAGCTATCTTCAGACACACCAGAAGAGGG
CATCAGATCTCGTTACAGATGGTTGTGAGCCACCATGTGGTTGCTGGGATTTGAACTCAGGACCTTTGGAAGAAC
AGTCAGTGCTCTTAACCACTGAGCCATCTCTCCAGCCCCAGCAAAGTAATTTCTAACTATAGAAAAGTTCTTAAG
ATTGCTCTTAAGGTTTGCAAGACTATACAAAAGACTACATGTATAAAGGCCACATTTAGGATATTTTCCAGAAAT
TGTGGTTTTGTCCCATTTACCTTAATCCCTAAGCTTTCTTTTCACTGCTTCACAGCCATTCTTTGACATGGCTAC
CACCTATTTGCCTTGAGCAGTCTTGCCCCACTCTTGCATGCTGTGAGTAACTGGGGCTAATGTAACCTTTACTTA
CTGCTAGCTACCATAAATGACCAGAAACATTTTGGAAACAGCTAGACATGGTGGCACACGCTTATAATCCCAGCA
CTTGTATGGAGACATGTATGTATGTATGAAGACAGATGGATCAGAAGTTTAAAGACAGTCTCAGCTACGCGACAT
CCTGAGTCAACAAAACAACAGAAACAAAAAAGCAATTTTCAGATTAAGGTTATGGTCAGATCATGACTTTTCCAT
ATTAGGGTAATATACCCTTAGTGTCACGAGATGGTTCCCTGGAGCTCTTCTTGGTGAAGCTTAGTGAATTATTTG
GGTACTTTAGAAAGGAGTTTGACTCTTTCTCAGTAAACCCACATTGAAGAACGCTATTGAACACCACATCATGGC
AAAGGTTACTTCCAGCTACACCCTCTTCTCCACCTTTGCTTGTCTTGCTGGTAGGTTTTTACACTTTAAAAAATG
GCCAGTTCCTTTCCCAGAGACAGTGCTAACAAGTGGCAGAGCCTAGTTTTGGGCCCAGAGGCCTAAAGAGGCCTT
ATCCTGCCCTTGTTCTAGAGCTTTGTAAGCCAAGTGTTACCTTCCTTTCTTCCTGTACCTCAAGGCTTCCTGTGC
TGGGGGCCTTCAGGTAAGCTCTTCCCACCATATTGTCCATATCTAGCTCTTCACCAAATCCTAACAATTCCCTAC
TAAGCATGAAGTTCAATAGCTTATAATTCTGAACTGCCTTTCCATGGTGCTCCCTTCTCTTACTACTGGGACATG
GAACAAGACATGAGTTAAATGCTTGACTCCACTCCCCTTTCCTTTATTTAACGTATTTTTAAAATACTGAATTCA
GGTCCTGGCAAACCTTCAGTGATAACTCATGAGGCTTTTCATTCTCAATGTTCTTAGCGAATTTATTGATTTTTG
AATTTGAAATTTTTAAAGTTTATTGTGTGAGGTGTATGTCAGGGTCCTGTGCTTGTGGTGGCGAGGGACAGCTTT
TAGTAGTTGGCTTTGTCCATCCACCACAGCTTCTGATTGAACTCAGGTAAAAACTTGTGCTTTTACCTCCTGAGC
CACCTCACTGGCCTTAGGTGTGAAATGCTTTATCCATTCTCTCATTATTCTTTTTGGTGCATAGCTTGCTTTATC
TTTAGACTAGTGAAAGATTTTCATACTGTCTTGTTTTCCCTTTTGACATGGCATCATGTAGTTTGAATACCACAA
TAAAGCTCATCTTGTATGTTTTTTACTGGGATCAGCCAATTCCCCCAAAGTGTCATAGATCTGCTGATATACAGA
CCATTTTAAGTCTGAGCTCTTCCACTGCAAACATGCCATTTCTCTGATAAATTCCATTGCCCAGACTATTTTTCA
TCTATTGATATTTTTTTTTTTTGATAAATTTACTCATTCAAGGTTTCAGGGGCATGGGTTTTTTTGTTTGTTTGT
TTGCTTGCTTGTTTGTTTGGTTGGTTGGTTGGTTAGTTGGTTTTTCGAGACAGGGTTTCTCTAGAGCCCTGGCTG
TCCTGGAACTCACTCTGTAGACCAGGCTGGCCTCGAACTCAGAAATCCACCTGCCTCTGCCTCCCGTGTGCTGGG
ATTAAAGGCGTGCACCACCACGACCGGCTCAGGGGCATGTTTTGTTGTGAACTTAACTCTTCCTCAGCCGTGTCT
ACTGTTGAGCTTTGGTCTTGACTATAAAGTGCTTATTTGCCCATTTTTCTTAACACTGATTTAGGAATGACCCAG
AGGAAGAACACTGCATTACTAGATTAAAAGCATGGAGTTACAAAAGCAACTCTTTCCCAAAGGCTAATGGGTAGA
TGATTTGGAGAAGGCACTTCAGGTAGCCTGAGTTGT

2.4. Floxed fragment (1.0 kb)

ggccgggatggccataacttcgtataatgtatgctatacgaagttatGTCGGTGTTTGTGATTTACCTAGAGCAGG
GCTGAAGGTTTTGTGAACTGTGAGTTTAACACCATTGTTTTTACAGTGCTGACTTATCCATGTTTAGTTTCCGTC
CCAGATGATCGAGCTGAACAACGAACCTGTCTCATCTGTGGGGACCGCGCTACGGGCTTGCACTATGGGATCATC
TCCTGCGAGGGCTGCAAGGGGTTTTTCAAGAGGAGCATTTGCAACAAACGGGTGTATCGGTGCAGTCGTGACAAG
AACTGTGTCATGTCCCGGAAGCAGAGGAACAGATGTCAGTACTGCCGCCTGCTCAAGTGTCTCCAGATGGGCATG
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AACAGGAAGGGTGAGTTGGTGCTCAGGGCGCACTGCCTACCCCTCATCCCCTCACTCACCTGTAACTATTATACT
TTTCAGGAGTTTTTAACCATGTACTGTATACTCCACAAACTTTCAAGAAATGACAGGAATTTAATTGGAAAGGCA
TAAAGTAGGACTTGATGTCATTTTGTGTACTAAAAGCAGCATACTCAGCCAGGCGGTGGTGACAGTGCAAACCTT
TTGTCCCAGCCTCAGGAGGCAGAGGCAGGCAGATTTATGAGTTCAAGGCCAACCTGGTCTACAGAGTGAGTTCCA
GTTCAGTCAGAGCTACACAGAGAAACCCTGTCTCGAAAAAACAACAAAACCATAGCATACTCAGATACTGGGTCT
ATTATTGAGAAGTTTTCTGGGAGCTATTAGCCTGAGATACCATGACTAAACTGAATTGAATAAGCTTTGAAGGAC
TGAGTAGAGAAAGCAAAGTAGCCAGTTAGAAAGTTCTTAGAAATGCCCAGGAGAGGCCTGGAGAGAGCACATTCT
GCTCTTGGGAAGGACTCTGTTTCAGTTCCCAGCACCCACACACggcctgtgtggccatcgcggactaatggceccat
aacttcgtataatgtatgctatacgaagttat

2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggcccctgcaggtca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgcgetttagcagecccecgetgggeacttg
gcgctacacaagtggcctctggectcgcacacattccacatccaccggtagcgccaaccggeteecgttetttggt
ggccccttcgegcecaccttatactcctcecccctagtcaggaagttccceccccgeccecgecagetegegtegtgecagg
acgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggta
ggcctttggggcagcggccaatagcagcetttgetecttegetttctgggctcagaggectgggaaggggtgggtec
gggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtectattgtgagcgetcacaateccggea
ttctcgcaagcttcaaaagcgcacgtctgeccgegetattgtgagcgctcacaatteccgggectttcgagaaggag
ccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggecgecttgggtggagaggctattcg
gctatgactgggcacaacagacaatcggctgctctgatgccgecgtgttccggetgtcagecgcaggggcgecegg
ttctttttgtcaagaccgacctgtccggtgccctgaatgaactgcaggacgaggcagcgeggctategtggetgg
ccacgacgggcgttccttgcgcagctgtgctcgacgttgtcactgaagcgggaagggactggctgetattgggeg
aagtgccggggcaggatctcctgtcatctcaccttgctcctgecgagaaagtatccatcatggectgatgcaatgce
ggcggctgcatacgcttgatccggctacctgcccattcgaccaccaagcgaaacatcgcatcgagcgagcacgta
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgecgecagecgaactgt
tcgccaggcetcaaggcgcegcatgeccgacggcegatgatctcgtegtgacccatggegatgectgettgecgaata
tcatggtggaaaatggccgcttttctggattcatcgactgtggeccggetgggtgtggecggaccgectatcaggaca
tagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgettectegtgetttacggta
tcgccgetceccgattcegecagegecatcgecttctatcgecttettgacgagttcttctgaggggatcgatcecgtec
tgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatact
ttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtg
ggattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatc
ataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatgatctatagatctatagatctc
tcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttc
atagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaa
ttccatcagaagctgactctagatctggatccataacttcgtataatgtatgctatacgaagttatctegaggaa
gttcctattctctagaaagtataggaacttcgagctggccagctaggece

2.6. 3’ homology arm (3.0 kb)

GGGTCAGCTCAGAACTGACTGTGACTCCAGCTCCTCATACCTGTTTAGATCTCCTACCTTCTTCTCTTCTCCCTG
GACAATTGCTCTCACAGGCACATATCTCCTGCACAGACACATAACTTAAATTATTTTAAAATAAATATTTAAAAA
GAAAAATACTGGGATGGCTCAGTCAGTAAAGGTGCTTGCCACCAGGGCTCTTCACCTGAGTTTTATCCATAGGTC
CTCTATGGTTGTCCTCTGGCCTCCACAGGAGCACCTTGACATATATGTACCCCACACAAATAAATAAAAATTGTA
AACATTTATTTCATTTCATGGTATATGTGTACCTGAGTGTATGTGTTTCATGTGCACATAGGAAGGAACCTGTGA
GGTCAGAAAAGGTATCAGATCCTGTGGAACTACAGTTACAGACATATGTAAGTTACCATGTGGGTGCTGGGAACT
GAACCCAGATCCTCTGCAAAACCAGCCAGTGCTTATAACCACTGAGCCATCAAGGAGTCAGAAATGAAAAACCAG
AGAGTGGTGGCGCACACCTTTAATCCCAGTACTCAGAGAGGCAGAGGCAGGCGGATCTCTTGAGTTCAAGGCCAG
CCTGGTCTACAGAGTAAGTAATATGCCAGCCAGGGTTTCTTCACAGAGAAACCCCTCCCCTCCCCTCTCCCCCCC
CCCCAAAAAAANAAAAANAANAATNGAANTGATGAAAANCCAAACTGGAAATGAAAAAAATAATAGGTAAAAAAA
AAATGTTATTTTGAGAGCTTTACAATTATGAAGAAAAGTGAGAAAGTCCTGGCACCAAGCCATATTTAAGAAAGA
GCAAATCAACTCCTGACAGTTGTCTGCTGACCTTTGAAGATGTGCTGTGGCATGTGCACCACAAGCGTGTACGCG
CGCACACACACACACTAAATAGACCCCCCACACACACTCAAATAAAAGGAAAAAAAAGAAAGGTAAGACTTATTG
AAGAACATTTAGATAATGTAGTGCCTTACAGTTTATTCATAGAACTAAAAATTATTGAGCACTTACATGTGCTGT
AAACTGTTCTGTATTTTGTATTCTTCATCTGTTGGTCGCACACACTAATCCTATTGATTCTTAAACCCAGTTTAC
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ACATGCAGCTTAGGAGCAGAAAATCACTTAGTAATACTTAGCTTAATTATGATTATGATGTTATTTAATCATTTT
GAAGTTATAATGTGTTATTAAGCAGAGCTATGCCTAATCACAGAGGCAATATACTGTTCCACAAATCTCCTGTGT
GGTATAGCTATTTGCATATTAGAATATGTGTGTTGGCTGTATGTTAAACAAATACCATAGTAGGGCATTTGAAGT
GTTGCCAAGATTGTTCCCTGCCTGTCTTTGTAACTTCCCTGGCTAGAGGAAGGTCTCAGGGTCCAATGTTATGCC
GTTCCACATGTGCTCAAGTTTGCTCTTCTACCTAGAAGTCCATTATCTTCCCTACTATTACTTGTTTCATTCAGA
AACCCTGGTCAGTTACCAATTTCAGACCAGTATGTCCTTCAAACCCTGATTTGGCTTTATACTCCACTTTTCTCA
TCTTCCTTCACTGCCCAGGGCCTGTGAGTGCTAAATACCTCAAGCCTTGAGGTTATAGGATAGCTGCTGCTGCTG
CTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTGCTG
CTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCTTCCCCTTCCC
TTCCCCCTCCTCCTCCTTTTTTTTTTTTTGTTTTTGTTTTTGTTTTTCGAGACAGGGTTTCTCTGTATAGCCCTG
GCTGTCCTGGAACTCACTCTGTAGACCAGGCTGGCCTCAAACTCAGAAATCTGCCTTCCTCTGCCTCCCAAGTGC
TGGAATTAAAGGCATGTGCTGCCACTGCCCGGCTATAGGATACCTTCTTGACAACATAACATCTCTGAGAACCCT
AAGCTACAGCCCAGAGACTGTGACACATGGACACAGACTGTTTGCCTTCCCAGAAGCTGGTTTAGTAGCCTAGTG
AAGGCTGCTGAGGGGAACTACCACCTTCTGGTTGGTCTTAAGAACTAAATTACATGTGCCCTGGGACTATTTTGG
AAGTAAAAAAATACTCTGAAACTTTCATCGCTGGTGATAATAATTATTTTATTTATAACTCGAAAGTCATAGAAT
TGCATATTACAAAACAGGTGAATTTTAATGGCGATAAAGAGCTAATCAAACCACATATGTTGTGGTGGAGAGATA
TAGTCAACACTGAGGATGCAACTAGTATTAAAATGAATCACATAACCACACTGAGATGATAGGGGGAAGAGAGCT
GGCCTTGGAAAACAGTGTTTTAACTACATTTTGTAATGGTAAGGACAAAACAATTGTATACAAACAAAGCACTCA
GGTTTGTAAAATTGTTTCTCTCAAGGTTGTATGTAAGGAATTCTGTCTCTAATTGAATAGTTGGCCAAGCAAATA
AATACACTATTTGAGAAAGAGTCTTCAATCAAGAAAGGCTAGAATGAAAATTTGGGTTAGAATCAGTGGTATCAA
TATGGGTGTGATGGCTGGGTGGATGGATCATTAGGTAAGTAGGTAGGTAGGTAGGTAGGTAGGTAGGTAGGTAGG
TAGGTGGAGTGGGTGAGTACACATACATGTATTTCTAAACTCTAACCACTGTATGAGGCTACACTGCACACACAC
ACACACATGCTTGCGCGCACGCGCGCGCACACACACACACACACACACACAGAGGGGTGTGGGGGTGGGGAGAGC
AAGCAAGAGCACCCAGATCTTGTTTTAAGTGTCAGTAAAAAGAATGATGTCTCCATGGAAAACTAGTTGGATGCA
GGGCTAGAACAAGAAAAATAAAACCCTGGAGAGTTTTAGAGTGCCTAAAAATAGGAGGAGCTTGGAGAGATAATG
TGGTGG

2.7. Vector backbone sequence

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccg
cgttacataacttacggtaaatggcccgcctggctgaccgcccaacgacccccgcecccattgacgtcaataatgac
gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggaggagtatttacggtaaactgccca
cttggcagtacatcaagtgtatcatatgccaagtacgccccctattgacgtcaatgacggtaaatggcccgectg
gcattatgcccagtacatgaccttacgggactttcctacttggcagtacatctacgtattagtcatcgctattac
catggttcgaggtgagccccacgttctgcttcactctccccatctcccceccccteccccacccecccaattttgtatt

tatttattttttaattattttgtgcagcgatgggggcyggggyggggggggcgcgcgccaggcggggcygggcyy
ggcgaggggcggggcggggcgaggcggagaggtgcggcggcageccaatcagagcggecgegecteccgaaagtttect
tttatggcgaggcggcggcggcggcggecctataaaaagcgaagcgcgeggcgggcgggagtegetgegttgect
tcgccccgtgecccgectecgegecgectcegegecgeccgeccecggctectgactgaccgegttactcecccacaggtg
agcgggcgggacggcccttctectecgggectgtaattagecgettggtttaatgacggectegtttecttttctgtgg
ctgcgtgaaagccttaaagggctccgggagggecctttgtgecgggggggageggetcggggggtgegtgegtgtyg
tgtgtgcgtggggagcgecgegtgcggcccgegetgececggeggetgtgagegetgcgggegeggegeggggett
tgtgcgctccgegtgtgcgcgaggggagegeggccgggggcggtgcceccgeggtgcgggggggctgcgaggggaa
caaaggctgcgtgeggggtgtgtgcgtgggggggtgagcagggggtgtgggegeggcggtegggetgtaacceee
ccctgcacccccectcecccgagttgetgagcacggeccggettegggtgeggggetecgtgeggggegtggegegg
ggctcgecgtgccgggeggggggtygeggcaggtgggggtgccgggeggggeggggccgectegggccggggagy
gctcgggggaggggcgcggecggecccggagegecggeggetgtegaggecgecggecgagecgecagecattgectttt
atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctggcggagccgaaatctgggaggcgeccgce
cgcaccccctctagcgggcgcgggcgaageggtgcggegeccggcaggaaggaaatgggcggggagggecttegtg
cgtcgccgegecgecgtecectteteccatctccagectecggggetgecgcagggggacggetgecttcggggggyg
acggggcagggcggggttcggcettctggegtgtgaccggeggctctagagectectgctaaccatgttcatgectt
cttctttttcctacagctcctgggcaacgtgctggttgttgtgectgtctcatcattttggcaaagaattcacctg
ccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccggtgt
ctcttatcagaccgtttcccgegtggtgaaccaggccagccacgtttctgcgaaaacgcgggaaaaagtggaagce
ggcgatggcggagctgaattacattcccaaccgecgtggcacaacaactggcgggcaaacagtegttgetgattgg
cgttgccacctccagtctggeccctgcacgecgecgtcgecaaattgtecgeggegattaaatctcgegecgatcaact
gggtgccagegtggtggtgtcgatggtagaacgaagcggecgtcgaagectgtaaagcggeggtgcacaatcttct
cgcgcaacgcgtcagtgggctgatcattaactatccgectggatgaccaggatgccattgetgtggaagetgectg
cactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttctcccatgaaga
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cggtacgcgactgggcgtggagcatctggtcgecattgggtcaccagcaaatcgegetgttagecgggeccattaag
ttctgtctcggcgegtctgegtctggetggectggcataaatatctcactcgcaatcaaattcageccgatagegga
acgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcccac
tgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgegecattaccgagtecgggetgegegttgg
tgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgccgtcaaccaccatcaa
acaggattttcgcctgctggggcaaaccagcgtggaccgcttgctgcaactctctcagggccaggecggtgaaggg
caatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcccaatacgcaaaccgcctctcccecyg
cgcgttggcecgattcattaatgcagctggcacgacaggtttcccgactggaaagcgggcagtgagaattcactcce
tcaggtgcaggctgcctatcagaaggtggtggctggtgtggccaatgeccctggctcacaaataccactgagatct
ttttccctctgccaaaaattatggggacatcatgaagccccttgagcatctgacttctggctaataaaggaaatt
tattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatcattt
aaaacatcagaatgagtatttggtttagagtttggcaacatatgccatatgctggctgccatgaacaaaggtggce
tataaagaggtcatcagtatatgaaacagccccctgctgtccattecttattccatagaaaageccttgacttgag
gttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaattttccttacatgttttac
tagccagatttttcctcctctcctgactactcccagtcatagectgtecctcttectcttatgaagatccctegacce
cgagaattcggcttaaagcttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcgtga
tacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaaatg
tgcgcggaaccectatttgtttatttttctaaatacattcaaatatgtatccgectcatgagacaataaccctgat
aaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgcccttattcecttttttg
cggcattttgccttectgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtg
cacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttc
caatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcg
gtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggeca
tgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacga
tcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgecttgatcgttgggaac
cggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgea
aactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttg
caggaccacttctgcgctcggeccttccggetggetggtttattgectgataaatctggageccggtgagegtgggt
ctcgcggtatcattgcagcactggggccagatggtaageccctecccgtategtagttatctacacgacggggagtce
aggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcag
accaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcc
tttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaaga
tcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccag
cggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagatac
caaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgecctacatacctcg
ctctgctaatcctgttaccagtggctgctgccagtggcgataagtcegtgtcttaccgggttggactcaagacgat
agttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacct
acaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggt
atccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatctttata
gtcctgtcgggtttcgecacctctgacttgagecgtcgatttttgtgatgectegtcaggggggcggagectatgga
aaaacgccagcaacgcggcctttttacggttcctggecttttgectggecttttgetcacatgttctttectgegt
tatcccctgattctgtggataaccgtattaccgecctttgagtgagctgataccgctcgeccgcageccgaacgaccy
agcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgeggtattttctecttacgcatctgtgeggta
tttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactccget
atcgctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgecgeecctgacgggettgtet
gctcccggeatccgettacagacaagectgtgaccgtctecgggagctgcatgtgtcagaggttttcaccgtcatce
accgaaacgcgcgaggcagctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgectgttc
atccgcgtccagctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggccatgttaagggce
ggttttttcctgtttggtcactgatgcctecgtgtaagggggatttctgttcatgggggtaatgataccgatgaa
acgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaaca
actggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagecgettegttaatacagatgt
aggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggecgcetgacttecg
cgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcageca
gcagtcgcttcacgttcgctcgegtatcggtgattcattctgctaaccagtaaggcaaccccgecagectagecyg
ggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgecccgagatgecgecgegtgeg
gctgctggagatggcggacgcgatggatatgttctgccaaggegtttaaacttaattaagtcgacggcecggecct
cgaggc
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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: 744
Number of positives: 2

Reference of clone used to generate the mouse line:
e clone K61P1-213

3.2. PCR data on positive clone

3.2.1.PCR screening strategy

& PCR Screening Strategy

-
Wildtype Allele ///// ]
(WT)
Targeting Vector 3 ’ ’ ’ ’ }
(HR) |
‘ 5:3.7kb  FA:1.0kb 3:3.0kb
Targeted Allele 1 > o TEE ! //// :
(TA) /7
Nfp— — o —mim e «Er
3’ external PCR
b FRT
P LoxP

Primers used for PCR validation of ES clone

PCR Primer Primer sequences PCR product
Name size
Nf GAAGAACGAGATCAGCAGCCTCTGTTCC
3' external 3.3Kb
Er CCAGAGACGGACTGAAAGGTGACTG
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3.2.2.Picture of PCR on positive clone

3’ external PCR

A: WT clone

B: positive clone

ladder

SSERESTEE2225S
= OO OO0

N NS ——
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3.3. Southern data on positive clone

3.3.1.Neo Southern strategy

Southern Screening Strategy

Targeting Vector ! }

PP [[NEEp-p

5:3.7kb  FA:1.0kb 3 3.0kb

3’arm: first digest '

Targeted Allele &

5’ armm: second digest o

) FRT
) LoxP

L~

== 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 EcoRV / 8.0
Neo 5’ second digest Ndel / 9.4
3’ arm first digest Nhel / 7.2
3’ arm second digest Sacl / 8.0

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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3.3.2.Picture of Neo Southern

Neo southern blot: 5’ and 3’ arm validation ladder
10000
A B CD
'/ 8000
10kb  —»
w3 —{ 20
o = {0
5kb —> = i 3'3':]'0
&b —> s (— Z5(()
35kb  —p s | J00)
R s | 1500
—— | 1[}{}[]
A: EcoRV 8.0Kb
B: Ndel 9.4Kb s - 500
C: Nhel 7.2Kb
D: Sacl 8.0Kb il 250
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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

4.1.1.Genotyping strategy

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

(WT)

Condition

(cKO)

(KO)

Wildtype Allele

al Allele

(In vivo FLP Deletion)

Knock-Out Allele

Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

Genotyping Strategy

Targeted exon(s)
e //
— . //
Lf Lr Er
/
7 [
— /7
Lf
[ » // P FRT
— — /7 D LoxP
—sprimer

-~

Sequence of primers used for genotyping

Position Primers Sequence

Lf 67 TCCTCAGCCGTGTCTACTGTTGAGC
Lr 68 TGAGACAGGTTCGTTGTTCAGCTCG
Ef 622 TCTGGGAGCTATTAGCCTGAGATAC
Er 623 TGCAGGAGATATGTGCCTGTGAGAG
PHENOMIN-ICS

Page 13 of 16
Nr6al conditional knock out model

7/1/2019




s

Molecular Biology Data

Nr6al conditional knock out model-
ICS references K61/DG26/EUMO12

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 67-68 Lf/Lr 376 336
5’'loxP
Excision of the selection 622-623 Ef / Er 406 285
marker
Total Excision (excision of 67-623 Lf/Er 1372* 408 1203*

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)
-Taq DNA Polymerase (Roche)

-DNA (50ng/pl)

-5’ primer (100 uM)
-3’ primer (100 uM)

-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

#Cycles

1

30

Volume:

2.5l
0.5pl
0.2ul
3ul
0.125pl
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

= =
% = % =
g e 5 i
= = (=] = = L]
5 o ] i o = ]
= - i) = = i £ o=
E: 1z sz | 8BS | & =2 | 59
5 & =& = = & =& ==
WT/WT KO/WT
2000 - _— e e e e =
4900 - = 4900
2900 - = 2900
1900 - - 1900
1100 - - 1100
Foo- =700
soo-T — -0
] ]
T — — ] ] - 300
100 — m— =100

-} .l

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 21 29 0 50
Experimental Ratio 42% 58% 0% 100%
Theoretical Ratio 25% 50% 25% 100%
Theoretlgal Ratio if KO/KO 33% 66% 0% 100%
are not viable
The Nr6al knock-out homozygotes are not viable.
Legend:
e >13% Homozygous = Viable
e >0% and £13% = Subviable
e 0% = Lethal
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