oW1 | Molecular Biology Data
'CS Ncoab conditional knock out model- ics references DG31/Eumo16

Table of contents

TaDIE OF CONTENTS ...ttt b e bbbt ne e 1
1. Schematic representation Of the [OCUS...........ccoiiiiiiiiiiie e 2
1.1, OVEIVIBW .ottt bbb bbbttt s st e et b e bbbttt e bt e ne e e e 2
1.2.  Strategy chosen: fIoX OF 8X0N 8 ........ooiiiiiiii e 3
Strategy used to generate the conditional knock out model...........cccocvveiieieiieiecsicen, 3
2. Construct used for homologous recombination in ES cells: Ncoa6 project ....................... 4
2 I =T 1= o SO SPROPOSPRRSS 4
2.2.  Map of targeting VECLOr Plasmid..........ccccuoieiiiiiiieiseiee e 4
2.3. 57 homology arm (3.0 KD).....ooouiiiiiiiieiic s 5
2.4.  Floxed fragment (2.6 KD) .......ooeiiiiiii e 5
A T o €1 1 N\ = To I 1= o o] SO SOPSPRRS 6
2.6. 37 homology arm (2.4 KD).....oooveiieiiiieiiee e 6
2.7.  Vector baCKbONE SEQUENCE .......ccueeiiiie ettt sne s 7
3. EScell lines targeted and validation data: ............cccceveieiiiininiicee e, 10
3.1, EScCell NeStargeted .........ocveiieiiiieieee sttt 10
3.2.  Southern data 0N POSITIVE CIONE..........coiiiiiiieiciere s 10
4. Genotyping protocol and data on conditional and knock-out animals ................ccccue...... 12
4.1, GENOLYPING SIATEGY .. c.veiteiuieiieiieieitesie sttt ettt sttt b bbbt 12
R = 1 = 3 o (0 (0o o OSSP 13
4.3.  Picture of genotyping with various alleles ..., 14

For any question, please contact:

Mouse Clinical Institute — Institut Clinique de la Souris (ICS)
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1. Schematic representation of the locus

1.1. Overview
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1.2. Strategy chosen: flox of exon 8

Ncoa6 gene (also named RAP250) 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=49946

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>
Ex7 Ex8
< L - e < -
5'Arm: 3.0kb FA: 2.6kb NeoR 3'Arm: 2.4kb

Ncoa6_Strategy
(10090 bp)
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2. Construct used for homologous recombination in ES cells: Ncoa6 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.

2.2. Map of targeting vector plasmid

Ex7

Ex8

Ncoa6_Construct.gcs.gcc
(16528 bp) 2.6kb

NeoR
2.4kb LoxP>
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2.3. 5 homology arm (3.0 kb)

CCGAGGTGGTCTGACCACATCAAGACCTGTGGTACACACACAAGTGGATCTGAGATTCTCTTTATTGCAAACTTG
CTTTCTGAAATTAGGCCTTCCTAAAAGGATATAAACTTGAGTAAGATTATATCAGAGCATGGTTTCTGGTACTGT
AGCCATCAGTCACAGCAGATGTTAATGAGAGAAAGGCATAAATTGATACAGGCCTCACTTTGAAGTTCCTGTGAA
CTCTTGTCTTTTCCAAAGAGACAAGCCCGACACTGGAGGGAGGGAGACTTTTCTGCAAAGATTGTTACCCATTTC
CCTCAAAGGAAAAAAATTATTACCCATCTATCCTTAATTGGGACCCTACTCTTTGTTTTATTGTATTTCATATCA
ATTTGTTTGAGTATGAGAGAATTTAGCATACTCCTTTGGTGCCTGTGTTACAGTATATAAATATTGGGAGTCCAT
TGTACTACAGAGAAAAGTGAGCCCTCAAACCTTGCTATGATATGGCTCAGATCATATGTAGGGAGCAGATTGCCA
TTTTTTCCTTGGCATGTTCTAAGTGTAAATTTTTTAGTATTTCCTTTTCATTTTGACAGAGTTCATGTAAGGGAT
TGTGTTGTTTTTTTTAACCATCTTTCCCAACCTTATTATTAAAGATCCTACCAGTGTGACAGAGAGAGCTAAGCC
ACTGGGAACTCCATGCAGCTCATCCTTCCTTATCCATTCCATATCTCAGCACGAGTATAAATTTGCTAGGTAACC
GCCTTACTCATTGTTTTCTATTAAGGAATGCCTAAACGCCTCCCGCCTGGCTTCTCAGCAGGACAGGCCAATCCC
AACTTCATGCAAGGTCAGGTGCCTTCCACCACAGCAGCCACCCCTGGGAATTCAGGAGCCCTTCAGCTGCAAGCA
AATCAAAATGTCCAGCACGCAGGTTGGTTTGCTTTCGTTTAGTCATGTGTGTTGAGTGAGCGTTGCTTCGGCGGT
AAATTCCTTGAAAGACAATAGAGGTATAAAAATGAACAAGTCATGGTCTTTCTCTTCAATTTCAAACACATAGAT
ACACTTTAGGGGTGATGATTGAAATATGGAAAATAAGTTATTTCTCAAGAATCAAGAAACACCTTTGGAAAGGAA
ATGAAACTTTAGTTAGAACAGGAGTCACATATGCACACACTTTCTTTCTATAAAGGGCCGATAGTAAATAGCTTA
GATCATTTGAACTGTATTGCAACTATTGAGTCTGCTTAGTGAGGCAATAGTGCTCCCACTCCTTTCCTGTTTCCA
AACCAGCATGGCCTGCCTTGCTGACCGGAGATTAGAGCATGTGGAGGCAAAAGACGTTTCTGGGAAAGGAAACCA
TAAATTCATGGGTATGTAGATATATGGCATGTTTGAACATCTTCAACTCTTAAAATCTCTATATAGTACATATTA
GCTTCATTTATGCTGAATGCCTAAATTCTGATATGCAGTGTGGCTTTTTTCCAATTTAATCAGTACCAATAGTAT
AGTATATATAAGAAAGTTTGGAAAGGAAATAACATATAGTAGATTGGTTAATAAGTACTCTTCGAAGCAGCTTTT
AAAGCCCAAATTTCATGTTGCTGGGTTTCTTTTGTTTGCTTAGGAATTAAGTGACTAATCTTTTTGCCCTTTCTC
ATTGAAGTAGTTTACACTAAGTTAGCTTAAAATTTCCTGAACTTCCAATGTTCGTTATAAATTGCTTAAAGAATG
GGAAAAAAATCTAGAGCTCACAAGATGTTTCAGCAGGTTAAAGTGTTTGTTCTGGCCTTCCTTGCCAATGGGAAT
ATTTGCCTACACTTTCATCACATGCACACACAATAATAAGTAAAAATTTAATTTTTTAAGAAATAAAAATGAGAG
ACAAGTGATGGCTTACTCCAATTTCAGGGGATTCCACAGGCACCAAGCATATATGTGGTGTACAGACATATATAG
GCAAAATACCTGTACACATAAAATAAAAATAATTTTTTTAAAAATGTATAATTCTTCCACCCTAGCACAGCTATT
TACTTTTTAAAGGAAGACTTCCATGTTTATCTGTTGTTTTCATTTCTCCATCTGGTCTGTTTAAAGCAGTTCTCC
TCTCGTCTATCATTTTCTGTTGTTACCTGTCTTAATGTTCTGTTAACTTTTAATACTTCCTGAAAAAATTAGTTT
TTAATCTCTTGCCTCTTAAACCGTTTTATTGATACTAAATCAGCACTAGATTTAGTATCAATAACTGAATAATCC
TAACTGCTATTGGATACTGAAATAATTGTTGCTTGGATGACTGTATACTTGTATTTATAGTGTTTATGGAGTTCA
AGTTTGACTTTATGAGGCTGGTTTAGAAAGCCTTTCTGAAACTCAGGAAGAAGTGTGATGTGTAACCAGTGGGCA
GTTTATGCTTCTCTCTCAAGCTAGAGCATGGACTGGTCTGTAACTTCATTAGATTGCCACTTTATAGCTCCTATT
TAAAGTTATAAAAAAAAAATCAGAGCTAGGACAAGGTTCGATAGTTAAAGAGCTTGCTGTGAAAGCATGAGAACC
ACAGTTTGGATTCCAAGAAGCCACATAAGCTGAGAGAGTGTGGCAGCTACCCACAATCCCAGGGGTTGGGAAATA
GAGACCTGCACAGACCACACATATTCAAATGTGCATAACACGTACACACCATGCATGTATACATATATACACCAA
AAATGACAGGAACATGCATTCAAGGTATATATAGCTCAGTAGTAGAGTACCTTCCCAGCTTATAAGAGGCCTTAA
ATTCATCGGTTTTATTTTTGGTGTTTTGAGATAGGATCTTACCATGTAGTTTAGGCTGCCCTTGAATTTATGACA
GTTCTATTGCCTCAGCTTTCCAGGTGCTAGCATTACAGACATCGGCCACTATGCCCAGCTGAGAAAACTTTCAAG
TCAAGCATAGTGGTACAGTTCAAGGCAGTGGAGCACACAGTT

2.4. Floxed fragment (2.6 kb)

ggccgggatggccataacttcgtataatgtatgctatacgaagttatTCAGAGCAGCCTGCTAATATCGATGTCC
TGTCGCAACAGAACAGACAAAATAAGCCAGATGGTTTCTCAGTTGAAGTGGGTGGGGTAGATTGTGAATTTAACT
CCAGTAGACTTCATTCTAAGTATATAGAAGGTTGTGGGTTCGATGTTCAATGCCACAGTAAGATTTGGAGATAAA
GCAAGTAGCTATAGGAAAATTCCAAGGCTCTAACAATAAACAATTCATCTGGCCAGACAGTACCAACAGTGCCTT
TGGTTGAAAGAGAACTTAGAACAAGTCCCATATGGTCCAGTAGGGACTGTCACAGAGTAGGATCACTAAACTTTC
AGCATCTTCCTGTTTCTAGGTCTCTTAAGCAGAGGTACCCTGTCCTTAGGCTATACTGTAACTATCTTCTTTAAA
GCACAGCATCCAGATCTCACACACATAGTCTTTGAAAGGCATAATTACTTTTCAAAGAAGCATTTTTGAAATGTC
TTTTCTGTGTTCCTGAGTTTTTTCTAGAGGACACTGGTACATTCTTTGTTTCCCTTGTTTACTCATAATGAGGCT
CATTTTCTAGCCCATGATGGTTTTTAAGTTTTATTCACAGTAAGGTAGTTACAAACTATGCTATAAAACTGATAA
TACTTCATTTAATATGAAAGTAAACTTTATTTTCTAATGTTGTCTTTAAGTTACTATGTAAAATAAAGACATGTT
TTTCTTAGTGTATGAAAATGTAAGCAATTACCCCCACCCTATATCATACCTCCAGAGTCTAAAATACTCACAGAA
AGTGTGTTAAACATGTGCATTTATGTTGGTTATTATGTATATGTATGATAGGTGCCTTTCTAAGTAATGTAATTG
GAGTACCTTAATATGATGATAATTTTTTGTTCTTTGGTTTTGTTTCTTAAGGTGGTCAAGGAGCTGGTCCTCCTC
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AAAACCAGATGCAGGTGTCTCACGGGCCACCAAATATGATGCAACCCAGCCTCATGGGAATTCATGGCAACATAA
ACAACCAGCAGGCTGGTAGCTCTGGGGTTCCTCAGGTGACCCTGGGCAACATGCAAGGCCAGCCCCAGCAAGGLCC
CACCATCTCAGCTGATGGGCATGCACCAACAGATTGTGCCCTCACAGGGCCAAATGGCCCAGCAACAAGGAACTT
TGAACCCTCAAAATCCTATGATCCTTTCAAGGGCCCAGCTTATGCCACAGGGCCAGATGATGGTGAACGCTCAAA
ACCAAAATCTTGGACCTTCACCCCAAAGGATGACCCCACCCAAGCAGATGCTTCCCCAGCAGGGCCCACAAATGA
TGGCACCACATAACCAGATGATGGGGCCTCAGGGGCAAGTTTTGCTCCAGCAGAACCCAATGATAGAGCAAATAA
TGACCAATCAGATGCAGGGGAATAAGGCGCAATTTAACTCTCAGAACCAATCCAATGTCATGCCGGGACCAGCAC
AAATAATGAGGGGACCAACTCCGAATATGCAAGGAAACATGGTGCAATTCACAGGACAGATGTCAGGACAGATGC
TGCCTCAGCAAGGACCTGTGAACAACAGTCCATCTCAGGTTATGGGGATTCAGGGGCAGGTTCTGCGGCCACCAG
GACCCAGTCCACACATGGCCCAGCAACATAATGATCCAGTTACCACAGCAAATAATGATGTCAACCTGTCTCAGA
TGATGCCTGATGTCAGCATGCAGCAAGCCAGCATGGTCCCCCCACATGTGCAGAGCATGCAGGGAAACAGTGCTT
CGGGAAGCCACTTCTCGGGCCATGGAGTGTCTTTCAATGCACCATTTGGTGGTGCACCCAATGGAAGTCAGATGT
CTTGTGGTCAAAATCCAGGCTTTCCCGTCAATAAAGATGTAACGTTAACGAGCCCATTGTTGGTCAACTTACTAC
AGAGTGACATTTCTGCAGGCCATTTTGGTGTAAACAATAAACAAAATAATACCAATGCAAATAAACCGAAGAAGA
AGAAACCGCCTCGGAAGAAGAAAAATTGTCACCAAGATCTAAAGTAAGTTATGATCAGTTTACCTCAAATGTGAC
TCAGTTGTTTCTGTGTGGATATTTGTTGACAGATTTTTGTTTTGTTTAAGATTTATTATTTATTTTATGTATATG
AGTACACTATATATAGCTGTCTTCAGACATACTAGAAGAAGGCATCGGATCCCATTACAGATGGTTGTGAGCCAC
CATGTGGGTGCTGGAAACTGAACTCAGGACCTCTGGAAGAGCAGTCAGTGCTCTGAACCACTGAGCCATCTCTTC
AGCCCTTTGTTTTGTTTTTAAGACAGGATTTCACTGTGTAGCCTTGGCTGTCCTGCAACTCACTCTGTAGACAGG
TTGGTCTCAAAGTCACAGGAGATCTGTCTGCCTCTGTCTCTTGAGTGCTGGGATTAAAGGTGTGCACTACTCCCT
TAGCCTGAAAAGTGACCAGTGATATCCCACTGCCATTCTATAGAGCACAGggcctgtgtggccatcgecggactaa
tggccataacttcgtataatgtatgctatacgaagttat

2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcecctgcaggattcgagggeccctgecaggtceca
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgecgectttagcagececcgectgggecacttyg
gcgctacacaagtggcctctggcecctcgcacacattccacatccaccggtaggecgeccaaccggctecgttetttgg
tggccceccttcecgegcecaccttcectactectececctagtcaggaagtteccecececcecgeccecgcagectegegtegtgecag
gacgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggt
aggcctttggggcagcggccaatagcagctttgetecttegetttetgggectcagaggctgggaaggggtgggte
cgggggcgggctcaggggcgggttcaggggcggggcgggcecgcgaaggtectattgtgagecgectcacaatecececgge
attctcgcaagcttcaaaagcgcacgtctgccgcecgctattgtgagecgctcacaatteccgggectttcgagaagga
gccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggecgettgggtggagaggctatte
ggctatgactgggcacaacagacaatcggctgctctgatgccgeccgtgtteccggetgtcagegcaggggcgeccyg
gttctttttgtcaagaccgacctgtccggtgeccctgaatgaactgcaggacgaggcagcgecggctategtggetyg
gccacgacgggcgttcecttgcgcagectgtgectcgacgttgtcactgaagcgggaagggactggectgctattggge
gaagtgccggggcaggatctcctgtcatctcaccttgetectgeccgagaaagtatccatcatggectgatgcaatyg
cggcggctgcatacgcttgatccggctacctgcecccattcgaccaccaagcgaaacatcgcatcgagcgagcacgt
actcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgecgccagecgaactyg
ttcgccaggctcaaggecgegecatgeccgacggcgaggatctecgtegtgacccatggegatgectgettgecgaat
atcatggtggaaaatggccgcttttctggattcatcgactgtggeccggectgggtgtggecggaccgectatcaggac
atagcgttggctacccgtgatattgctgaagagcttggcggcgaatgggctgaccgcttectegtgetttacggt
atcgccgctcecccgattcecgcagegcatcecgecttectatecgecttettgacgagttecttctgaggggatcgateecget
gtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatactt
tgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtgg
gattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatca
taatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatgatctatagatctatagatctcet
cgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagtttca
tagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgccaagttctaat
tccatcagaagctgactctagatctggatccataacttcgtataatgtatgctatacgaagttatctcgaggaag
ttcctattctctagaaagtataggaacttcaaggtcecctegetectgtgteccgttgagetggeccagetaggcee

2.6. 3’ homology arm (2.74 kb)

ACTTGAATGTTATGCTGGCTGTTGGGGTATTCGGGGAATGTGTTTGCTGAAGCAAAACTGATCGTGAAGACACCC
TGCATCTAGCCAATAGGGGAAAAAATTTTTACATGTGTGCTTTTTCTCTAAAAATCTCTTACCGTCCCTAAAAGC
TTCAATCAGTTTCCCTTATGTAAAAGTTCCCCAGAGGAGCTCTTTCATAAAACACAACAGGAAGGATAATTAACA
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ATTATGTTTCATATCCTAAAACTACATATTAAGTTATGTTTCTGATTTTTGGCTAAGTGTTTGTGGTAGATTTTC
AGTCTTTAATCATTAAAATGAGTTCAGAGACATTATCAACAGGGACTAGTGACTGGTGACTACAAAACAGTTTGA
GATAAATTGCTAGGCCAATTATGGTGGCTCACACTTGTTATCTCAACACTCAGGGAGCTGAGACAGGAGCCTAGC
TTGAGCTACCTAGGGAGACCTCAGAGAGAAGGGGAAAGATGGAATGGGGGAACTAGAGACAGAAAGAAAACTCCA
ACAGGGGAGCTTTGTCTAAATGAGCTTAAATGTTCAAACTAACTCCAGCTGCCTTTATCCAGGCTTTTCTACAAC
GTGCTTTGGTTTTAGTCTATCACAGTAACTTGCTACTTCTTGAGTCTTAAATATTAAACGTCAGTCACTATATAT
TAACAGCATATATTTTCCTGAATTCAGACTTATTTTCCTTATACCTCAGTTAAATTCTTGCTGTTATCAAGTTGT
CTGGCTTACCCCACCCCACCCCTACCCCTAATGTGAGTGCACTGCAGCTGTCTCAGACACACCAGAAGAGGGCAT
CGGATCCCATTACAGATGGCTGTGAGCTACCTCTGGAAGAACAGCCAGTGCTCTTAACCACTGATCCATCTCTCC
AGCCCTATTAACCTGTCTAAATAACATTTTTTTTAAAGATTTTTATTTATTATTATATGTAAGTACACTGTAGCT
GTCTTCAGACACACCAGAAGAGGAAGTCAGATCTTGTTACGGATGGTTGTGAGCCACCATGTGGTTGCTGGGATT
TGAACTCTGGACCTTCGGAAGAGCAGTCGGGTGCTCTTACCCACTGAGCCATTTCACCAGCCCTAAATAACATTT
TTTATGGTAGTAATTATCTTATTCCCCTCAGTATGCTAGAAATAAAATTATACTTATTCATTTGCCATTAGTATG
TTTTTGCTGTCTTCACCAGCCTTCTGGTGAATTGTTGATTCAACACACTTCTAAAAGGGTCTTAAACAGCATCAG
GCAGGGCTCCTAAGAAAGAGAGGCTTAGGAGGAAGCTAACCTACCTCCAGTTCTACCATTATCTTACCATGAAAC
CTGTCTTAGACTATTAGTGTTTCTTTCATTGTTTTAGCTATAAAAAATTTTTAAGTGAAGGATACCACAAAATCT
TCATTTATAATTTGAAATAACTGGAAAGTTATATAAGGAACAAATTGGCATAGTGATTTGGTTGTCCTTAGGACC
TGTTAAATGCTTGGGGGGGGGTCTCTTATTGTTTATGTGTGGGTATTTTGGCTGCGTGTGTCTGTACACCACATG
CTTCTGTATCTGATGCTACCGGAGGCTAGATAAGAGTGTCAGGTCTCCTGGATCTACAGTGACAGGTGGTTATGA
GCTGCCATGGTGATGCTAGGAATTGAACCTGGATCCTCTGGAAGAGCAGCTATAGCTCATAACCTCTGAGCCATC
TCTCCAGTCTTATGCTGCTGCTGCTGGTGCTGTTTTTTAAAGGAATTTGATGGTTTATAAAACTATACAGAGTGT
TATGGGACAAAATACTGTTTACAAGGGGGTGACCATAATCAAATCAAAGGGAAATTAGTTTAGGAAAGGAAGATA
CAAATGGGAATAAAAAATAAACCAAATGAGGAATATAAGCACACTGGATCCTCAAAAATGTGGGCATGAGTAGGA
AAAAAAGAATGTTTTCATTTTTTTCTTTCCCACTAGAATTCTTTTTTTATTTTTTATTTTTTGGTTTTTGTTTGT
TTGTTTGGTTGGTTGTTTTTTTGAGACAGGGTTTCTCTGTATAGCCCTGGCTGTCCTGGAACTCAGTTTGTAGAC
CAGGCTGGTCTCGAACTCAGAAATCTGCCTGCCTCTGCCTCCCGAGTGCTGGAATTAAAGGCGTGTGCCACCACG
CCCGGCTTCCCACTAGAATTCTAAGTTACAGAAAGAATCCAATGGTTAATGTCTCCAAGTCTTCGTTCCACAGCA
AAGCTAAGTAGCTTTGTTGTGGTATTTTCCACCTTTATTGTTTGAGTACCGTCTCCATCCAGTTGGCAGACATGT
AAAGTTACCTTAGGCTGCTGAATCCCTGGCATCTGGGTTGCATTAATAGCTACACTGGAGTCGGTATCACAGGAG
TGACACTGGAGAG

2.7. Vector backbone sequence

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagecccatatatggagttceceg
cgttacataacttacggtaaatggcccgecctggctgaccgecccaacgaccceccecgeccattgacgtcaataatgac
gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggtggagtatttacggtaaactgeccca
cttggcagtacatcaagtgtatcatatgccaagtacgccccecctattgacgtcaatgacggtaaatggcccgectyg
gcattatgcccagtacatgaccttatgggactttcctacttggcagtacatctacgtattagtcatcgctattac
catggtcgaggtgagccccacgttcectgcttcactcteccccatectececececcececctecccaccecccaattttgtattt
atttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgccaggcggggcggggcgygy
gcgaggggcggggcggggcgaggcggagaggtgcggcggcagccaatcagagcggecgegecteccgaaagtttectt
ttatggcgaggcggcggcggcggcggccctataaaaagcgaagcgcgcggcgggcecgggagtegetgegttgectt
cgccceccecgtgcecccecgcetcececgcecgecgectecgecgecgeccgeccecggectectgactgaccgegttacteccacaggtga
gcgggcgggacggcccttcectecteccgggectgtaattagegettggtttaatgacggectegtttettttectgtgge
tgcgtgaaagccttaaagggctccgggagggcecctttgtgegggggggageggectcggggggtgegtgegtgtgt
gtgtgcgtggggagcgccgecgtgeggeccgegetgecececggeggetgtgagegetgegggegeggegeggggettt
gtgcgctcecgecgtgtgecgcgaggggagegecggecgggggcggtgececcgeggtgecgggggggctgcgaggggaac
aaaggctgcgtgcggggtgtgtgcgtgggggggtgagcagggggtgtgggegeggeggtcgggetgtaaccecce
cctgcacccceccectecceccecgagttgectgagecacggeccggettecgggtgeggggetecgtacggggegtggecgeggg
gctcgecgtgecgggcggggggtggeggcaggtgggggtgcegggeggggeggggccgectegggecggggagygyg
ctcgggggaggggcgcggcggcccccggagegecggeggectgtcgaggegeggecgagecgecagecattgeetttt
atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctgtgcggageccgaaatctgggaggcgccg
ccgcaccccectctagecgggcgcggggcgaagcecggtgcggcgecggcaggaaggaaatgggcggggagggectteg
tgcgtcgcecgegecgecgtececctteteecctetecagecteggggectgtecgeggggggacggectgecttegggg
gggacggggcagggcggggttcggcttctggecgtgtgaccggecggectctagagectcectgectaaccatgttcatge
cttcttctttttecctacagctecctgggcaacgtgectggttattgtgetgtectcatcattttggcaaagaattecac
ctgccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccgg
tgtctcttatcagaccgtttcccgegtggtgaaccaggccagccacgtttectgcgaaaacgcgggaaaaagtgga
agcggcgatggcggagctgaattacattcccaaccgecgtggcacaacaactggcgggcaaacagtcecgttgectgat
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tggcgttgccacctccagtctggeccctgcacgecgecgtecgcaaattgtcgecggecgattaaatctecgegecgatceca
actgggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagcctgtaaagcggecggtgcacaatcet
tctcgcgcaacgcgtcagtgggctgatcattaactatccgectggatgaccaggatgeccattgectgtggaagetge
ctgcactaatgttccggcgttatttcttgatgtctctgaccagacacccatcaacagtattattttectecccatga
agacggtacgcgactgggcgtggagcatctggtcgcattgggtcaccagcaaatcgecgectgttagecgggeccatt
aagttctgtctcggcgcgtctgecgtctggectggctggcataaatatctcactcgcaatcaaattcagecgatage
ggaacgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcce
cactgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgcgccattaccgagtccgggetgegegt
tggtgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatcccgecgttaaccaccat
caaacaggattttcgcctgctggggcaaaccagcgtggaccgecttgectgcaactcectcectcagggeccaggecggtgaa
gggcaatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgceccaatacgcaaaccgectetece
ccgcgcgttggccgattcattaatgcagectggcacgacaggtttcecccgactggaaagcgggcagtgagaattcac
tcctcaggtgcaggctgectatcagaaggtggtggctggtgtggeccaatgececctggetcacaaataccactgaga
tctttttcectcectgeccaaaaattatggggacatcatgaagecceccttgagcatctgacttctggctaataaaggaa
atttattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatca
tttaaaacatcagaatgagtatttggtttagagtttggcaacatatgcccatatgctggctgccatgaacaaagg
ttggctataaagaggtcatcagtatatgaaacagccccecctgctgtceccattecttattccatagaaaagecttgac
ttgaggttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaattttecttacatgt
tttactagccagatttttcctcecctectectgactactecccagtcatagetgteectettetettatggagatecect
cgacccgagaattcggcttaacttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcectcg
tgatacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaa
atgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccct
gataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgececcttattcecectttt
ttgcggcattttgccttcecctgtttttgectcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgg
gtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgtt
ttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcecegtgttgacgeccgggcaagagcaac
tcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatg
gcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaa
cgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgecttgatcgttggg
aaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttge
gcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaag
ttgcaggaccacttctgcgctcggeccttececggectggectggtttattgetgataaatctggageccggtgagegtyg
ggtctcgcggtatcattgcagcactggggccagatggtaagecccteccecgtatecgtagttatctacacgacgggga
gtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgt
cagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaaga
tcctttttgataatctcatgaccaaaatcccttaacgtgagttttecgtteccactgagecgtcagaccccgtagaaa
agatcaaaggatcttcttgagatcctttttttctgecgegtaatctgctgecttgcaaacaaaaaaaccaccgctac
cagcggtggtttgtttgccggatcaagagctaccaactcttttteccgaaggtaactggecttcagcagagcgcaga
taccaaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcecctacatacc
tcgctctgctaatcctgttaccagtggectgectgccagtggcgataagtecgtgtettaccgggttggactcaagac
gatagttaccggataaggcgcagcggtcgggctgaacggggggttcecgtgcacacagcecccagecttggagcgaacga
cctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcecccgaagggagaaaggcggaca
ggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatettt
atagtcctgtcgggtttcgccacctctgacttgagecgtcgatttttgtgatgectecgtcaggggggecggagectat
ggaaaaacgccagcaacgcggcectttttacggttecctggecttttgectggecttttgectcacatgttetttectyg
cgttatcccecctgattctgtggataaccgtattaccgectttgagtgagetgataccgectecgecgcagecgaacga
ccgagcgcagcgagtcagtgagcgaggaagcggaagagcgcectgatgecggtattttetecttacgecatetgtgeg
gtatttcacaccgcatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtatacactcce
gctatcgctacgtgactgggtcatggctgcgccccgacacccgccaacaccecgectgacgecgecctgacgggettyg
tctgctcccggcatcecgettacagacaagctgtgaccgtctecgggagectgecatgtgtcagaggttttcacecgtce
atcaccgaaacgcgcgaggcagctgcggtaaagctcatcagegtggtecgtgaagcgattcacagatgtcectgectyg
ttcatccgcgtccagctecgttgagtttcteccagaagegttaatgtctggettectgataaagecgggecatgttaag
ggcggttttttcctgtttggtcactgatgeccteccgtgtaagggggatttctgttcatgggggtaatgataccgat
gaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaa
acaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcecgcecttcgttaatacaga
tgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggegetgactt
ccgcgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtecgcagacgttttgeca
gcagcagtcgcttcacgttcgectcgegtatcggtgattcattctgctaaccagtaaggcaaccececgecagcectag
ccgggtcctcaacgacaggagcacgatcatgcgcacccecgtggccaggacccaacgctgeccgagatgegecgegt
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gcggctgctggagatggcggacgcgatggatatgttctgccaagtcagecgtttaaacttaattaagtcgacggec
ggccctcgaggcec
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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: ~ 480
Number of positives: 1

Reference of clone used to generate the mouse line:
e clone DG31-165

3.2. Southern data on positive clone

3.2.1.Neo Southern strategy

Southern Screening Strategy

PP TREGTTIp:p

3:2.4kb

Targeting Vector I }

5:3.0kb  FA:2.6 kb

3’ arm: first digest

Targeted Allele

== Neo probe P FRT
) LoxP
Digestions used to validate the 5’ and 3’ insertion \J\{L
Probe Name G_enomic DNA WT allele | Targeted Allele

digest (kb) (kb)

5" arm first digest Asel / 10.5

Neo 5’ second digest Avrll / 9.3

3’ arm first digest Kpnl / 9.0

3’ arm second digest Apal / 10.6

3’ arm third digest Nhel / 6.4

Four different digests are used to validate correct HR event. Two digests validate the 5’ insertion, 3
other digests validate the 3’ insertion
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3.2.2.Picture of Neo Southern

Neo southern blot: 5’ arm validation ladder
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= i
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Neo southern blot: 3’ arm validation ladder
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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/6NTac 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 i — i p— ia
(WT) Lf Lr Er
Conditional Allele //
(In vivo FLP Deletion) — //
(cKO) H
Knock-Out Allele i » ///// P FRT
Conditional after inducible Cre Deletion ? 4; } LOX P
Eonsti;utive after in vivo Cre Deletion s p ri mer
© L{VL

Sequence of primers used for genotyping

Position Primers Sequence

Ef 78 GTAGACAGGTTGGTCTCAAAGTCAC

Er 79 ATAAGGGAAACTGATTGAAGCTTTT

Lf 76 TCTTACCATGTAGTTTAGGCTGCCC

Lr 77 CTGTGGCATTGAACATCGAACCCAC
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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 76-77 Lf/Lr 363 317
5’loxP
Excision of the selection 78-79 Ef/ Er 440 303
marker
Total Excision (excision of 76-79 Lf/Er 2987* 446 2803*
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. 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/pul)

-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

1min
1min
1min

30s
30s
30s

3min

[~}

#Cycles

30

Volume:
2.5ul

0.5ul

0.2ul

3ul
0.125ul
0.125ul

up to 25 yl

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

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 picture of genotyping with conditional knock-out (cKO) allele
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=  Picture of genotyping with knock-out (KO) allele
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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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