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1. Schematic representation of the locus

1.1. Overview
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1.2. Strategy chosen by MRL: flox of exons 4-7

Nr1h3 gene (also named LXRalpha) 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=45355

Strategy used to generate the conditional knock out model

LoxP> Loxp> FRT>FRT>

exon6
exonl exon2 exon3 |exon4 exon5 | exon

»
5'Arm: 4.8 kb FA: 2.4 kb NeoR 3' Arm:1.4 kb
Nrlh3_Strategy

(10872 bp)
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2. Construct used for homologous recombination in ES cells: Nr1h3 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
are indicated in bolds.

2.2. Map of targeting vector plasmid

Nr1lh3_Construct.gcc

(13781 bp) exon2

exon3

FRT> exon5
exon7 exon6

The sequencing of the exons from the targeting vector shows 1 mutation.
e In exon 3, an A>G mutation was detected. This mutation does not modify the Nr1h3
protein as GAA and GAG codons encode the same amino acid.
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2.3. 5 homology arm (4.8 kb)

CCTTGAAATGAGGTGTGTCAGGGACATCTCTGAGGACCTATGATGCTGCAACTTGAGCAAGGGGAGAGAGCTGGA
CACTTGCACTTGACAGGTGCTGGGACTGAGCTGTCCCCGTCTCTGTGGCTGCTGTCCTTGGTTTCTACTTTCCCA
GAGGGGCAGGTCTTTGTGGAAATTGAGGAAGGAACCCATGAGAAGAATGGAGAGCCTTGTGCTTATGATTCATAA
GTGTCCAGACCAGGGTGGAGGCCTTGTGAGGGGATGACCTTATGATGAGAAGGAACAAGAGCAAAAGCCAGAGGC
AGAAGCTGAAGATGGGGGCTGCCAGAGGGGCTTTTTCTGAATGTGAGAAATGAATACATGGGCAGATTTTGCAAC
ACCCCCACAGCCTGCTGCCTTCTTGCACGTGTTCCCAGTCTCTGCCTGTTCCCTTGGCTCACCCTGCGCTTCCTC
TCATCTCTCACCAAGCCCCTTTCTACTTCAGTTTTCTCATCCTTCCCCCATCCTGTCCCTTCTGTCCCGCCCCCA
CAACCATGTTCACCCTTCCCTGTTTCCTCTGTTTTCTTCCCTCATGCCCTGTTCATCTCTCTTCTGGTCCCTCTG
GCTGCTTGTTTGGCCCTTGTCCTGTGCTTTAATGTGGACCCATGGGAATTGGAGTTCACAGCAAAACAGGAAGAG
CCTGTGAGCAGGAAACTGGGAATGGGGCATGGGATGAATGGCCAGCAGTAACCTCAACGCCTGCTTCTCACATCT
GAATTGAAGCATCTGCAGCCCACCAACCCTGCTGACCACCAGCCCTGCTGACCACCGATCTTGGCTTCTTCCATC
TCAGTACTTCTCCTTCAGACTGGAGAATGTTCTGGACTCAGACACAGGAAGAAAAGAGCCCGGAGAAAAGACATC
TGAATTCTGATCTCAGTTTGGCCAATGTGTGGTCTTGGGCAAGCTTACAAACAGCAGTGTGCGCTGTAAAACAGA
GCCGTTTACTCTTTAGTAAAAGGCGAAAGATTTTAGAGCCGTTTACTCTTGGCGCTCCCTCAGGAACCAGGAGAT
AATGAGAGATTTGTATATGGCAACAAAGATTCAGAAAGTTGACAAAGCTTCAAGGTTCAAGGTTATGGGAAGACA
AACCACTAAAGGAACTGGGAGTGGACAGATAATCCCCGCCCATCCTTGGACATTACTGTGACACACTGTGTTGAT
CTTTATTCTCACATTGATCATATGTGGCAAAACTATCATCATCGTCGTCATCGTCCCCATCTTAAAGAAAAAGAG
AGGTTCAGAGACATTAAAGAAAAAGAGAGGTTCAGAGACATTAAAGAAAAAGAGAGGTTCAGAGACATTAAAGAA
AAAGAGAGGTTCAGAGACATTAAAGAAAAAGAGAGGTTCAGAGACATTAACTTGCTCAGTCAAGATGGCCTAGTT
GGATGGGGCAAAGTTCAGCACAGAAGTGCTTTCCTAGCCTAGGTTATAGCCCTCCCTGCGTTGTAACTGTAACAC
GGAGGTTTGAACCCAGAACCCTAAAGAGAAATGATTGTGGTGAATTGGAATGAATGCAAGCTAACAAGTGTGGAA
CAGAAGAGAGAGCCATTTGTTTGTTTGTTTGTTTGTTTACTTATTCAACAAAAAGAAACATAGTCTCCTCTCTAA
ACCAGCTGCTGATCCCCTTGGGAGATTAAATCAGAAAGGCATGATGTATTCCTTCAGGGCTAAATCTCTTGTCCC
AGGAAGCAAGGCAGGAAAGCTATGGCTTTAGAGTCAGTAGATCTTGACACCATCTCAGATGGGGCTGTTCCGTAG
ATGAGGTTGCCTTCTTATCTATGGGGGGGGGGGTGTCTATTCTGGACTGGCCCCTGGGTTGCTAATGTCTGCTTC
TCTCACTCCTCCCCCAGGCCTCTTTTTATTGGCCTCTTCCTTTCTCTGTCCCCCTCAGGGCATCCACACACAAAC
TCACTGGAAGGCCCAGCACCTGCCTGTCTTCACCCTTGGAGTTCTACTGGCTTGGCTCAGTCCTGGGGCTAGTGG
GGAGAGCTTGGCGCCTTCCCAGAGGCAGGGGAGGAGGGAGGCTGGGAACACAGGCTGGGGCTTGGTGTCGCAATT
CCGGGCCGTGCCGGGACCTTTGCTCCGCGAGGTGTCTTTGGGAGGAGGGGGGAGGGAACGCTGACTCTGGAGGCT
GCTGGGATTAGGGTGGGGGTGACTGAGAAGCAGTCCTTCTGTCAGAGCAAAGAGCCTCCAGGGTGAGGAGAGGAA
GGAGAGAGATGGAACTAGACCGGTCTGCGGGGAAACGCGACAGTTTTGGTAGAGGGTAGGGGACAGGGTGGCGCC
GGCTAAGAGGGTGGCCGGCCGGGGAGGAGTTAGTCTGGTGGGGAAGCTACCTCGTGGGCGGGGGCCTAATGAAGC
TAAGAGTCTTGGGTCGCCAGTAGGAAGGACCCCTTGGCAGTCCCTCCCCTTGGCCTTTTCCTACATTACTGCTTC
TCCCTGCTGGCCCCTGTGCGCTCAGCTCTTGTCACTGGCTGCCCGCTGCGGCCTCGAAGGCCAGGTACTGCAACA
CCCTCTTCTCCCAGCAAGGGGGCTCCAGAGACTACGCAGCCGGGAAGTCTGGTGGCCTGGGGATTCGGCGAGTCT
GCTCAGTGGCTGGGGGGCTCTATCCTTGCATCTGGGTGGGGAGGGATGTGATGGGAGGATGTTCTAGAAGTGAGG
AATATCTAACGGGACATCTGGGCGGGGATAGAGTTTTACTAAGTCTCAGAAGAACTGGAGGGGTTCTGGGAGAGG
AGGCCCGCTACTGGTGAGATTCTTGAGACAAGAACTTAATACTAGGACTTCAGTAACGGCAGGGAAAAGATTATA
ATAAACAGACCCATAGAGTGAGCTTCGATCCAGTCTTGTGGTTCTGCCAACTTTGGCTTGCCCTAATGTCAGACC
AGATGGAAGGACCCTCCACTCAGCCTGGAGACAGGCGCAGAAAAGGATAGAACAAAGCTGAGAACGCAAACAAGT
CAGGATTCTACTCTTGGCTGGACCACCTCCACCTGTCTGTCTATAGGCAGTTTCCTTAATCTCTTTGAACCTTAA
TTTGCTTATCTTTAAAATGAATTTAAGAATAGGCCTGACAGGGTGGAGGTTGTAGAGTTCAATGGCCAACCATTT
GCCTAGCCTGCCTGAAGTGTCCTGGGTTCAATCTTTAGAACTGGGAAAAAATTTATATATATAAATGAATGGGAG
AGAGAGAGAGAGAGAGACTCCTGAATTCAGCCAGGTTGGTGCTGCATGCCTTTAATCCTGGCATTCGGGAGGCAG
AGGTAAGTGGATTTGAGTTTGAGGCTAGCCTGGTTTACACAGAGAGAATTCAAGGACAGCCAGTACTACATAGAG
AAACCCTGTCTCGAAAAACAAACCAACCAATCAAACAAAGAAATCCGGACTTCATAGGGATATAGTAAAGAAGGC
TTCATAGGCTAATCTATGAGAAGTAAATGTCAGTCGATGCTGTGAGGACAGAAAAAAGGCACAGGGCACAGAAGG
GAGCCCAGGCCTAGTTCTGGAAATGTGTAACCTGGCTTGTTCCTGCAGGACAGTGTCTTGGTAATGTCCAGGGCT
CCAGGAAGAGATGTCCTTGTGGCTGGAGGCCTCAATGCCTGATGTTTCTCCTGGTAAGCTGTTTTATTCAAACCT
TCTCCCCGGAGCCCAGGTCTCTGGCTCCTCTCCTACCTCAGGAATCAGCCCCCTCCCCTCACTGCATCCAGCACC
CCTTAGAAGCACTGCCAGATCTAAGTGTTGCTCAAACCCTTTCCCCTGGTTCTAGTGCTTGGTCAGTGAAGTCCT
CAGTCTGGGCTTGCTTTTCTGGGAAAGCTGACACGTCTCATGCTTAGACAGCTCTGGCTTTGAGAGTTCTGTCCG
CTCTATGAAGTGGATGCCCTCCATCATCCCCCCAGGGGGCAAAGGCTAGCACCTTTAAGATCATTTAAGATCTTG
ATGTACTAGTTGGGCAGTGGTGGTACACGCCTTTAATCCCAGCACTTAGGAAGCAGAGGCAGTTGGATCTCTGTG
AGTTCAAGGTCAGCCTGAACTACCCAGAGAAACCTTATTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGT
GTGTGTGTGCGCGCGCGCTTGTGTAGGGTGTCTTGATATGCAAAGGGCTGCAACCAACACCAGTCTTCAATCCTA
CGGAGTACTGGAATCTGAAATCATGAGCTGTGGCTTAGCTACCTTCTTTTTCTGTTTGTTCTTTGTTTGCTTTGA
GACAGGGTTTTTCTGTGTAGAGTGGCTGTCCTAGAACTTACTCTGTAGACCAGGCTGGCCTCAAATGTAGAGATC
CACCTGCTTCTGTCTCTCAAGTGCTCGGATTAAAGGTGTGCACCACCACACCTGGCTAGCTTGCTTGCCTTCTAA
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GGGTAGAGTTGAGTTTGTAGTTTCCCAGCCAAGACACTTGGGGATGGAGTCTAGATAGGACCTGAACCCACACCC
ATTCTCCCGTGCTTCTCTTGGGCTCAGATTCTGCAACGGAGTTGTGGAAGACAGAACCTCAAGATGCAGGAGACC
AGGGAGGCAACACTTGCATCCTCAGGGAGGAGGCCAGGATGCCCCAGTCAACTGGGGTTGCTTTAGGGATAGGGT
TGGAGTCAGCAGAGCCTACAGCCCTGCTCCCCAGGGCAGAGACCCTCCCAGAGCCGACAGGTAAGAGTCACCTGG
ATTTGGAGAAGGTAAAGTCTCCCTAGATAGGGGAGAGAAACTCTGGGGCTCTTTGCTTTCTAACGTCACAATTAA
ATCTGAATGCTCTGGGTCAGCTAGACACGGATGACTTTGGTATGAATTGTGTCCATATCTTAGGCGTTTCTTAGC

2.4. Floxed fragment (2.4 kb)

ggcgcgccgecccgggecggecggecataacttegtataatgtatgetatacgaagttatttaattaaCTCAACCTC
CCTTCTTGTGAATTGAAATTAATCCTATGATCATCTTAAGGATCGATGCTTATAAAGAGCTCATGTAGAACTTAG
GACATAATAGTCCTCCGTAAAGGACAGAAATTGTTATAACAGATTAGCCAGGCACTGTGGCACGTCTTGGTAATT
CCAGTTACCCTGGAGGCTGAGACAAGATCACTTGAGTCCAGGAGTTCAAAGGCTACATATTATGAATCAGAGAGG
AGGGGAGGGGGAGAGAATAGCATTCAGTGGAGGGAAGGAAATGGAGAATGCCTAGCTAGGAGCGATCAGTGGAGG
GAGAACATTAAATCTTGTGTCTCTATCCAGAGCTTCGTCCACAAAAGCGGAAAAAGGGCCCAGCCCCCAAAATGC
TGGGGAACGAGCTGTGCAGTGTCTGTGGGGACAAAGCCTCTGGCTTCCATTACAACGTGCTGAGCTGCGAGGGCT
GCAAGGGATTCTTCCGCCGCAGTGTCATCAAGGGAGCACGCTATGTCTGCCACAGCGGTGGCCACTGCCCCATGG
ACACCTACATGCGGCGGAAATGCCAGGAGTGTCGACTTCGCAAATGCCGCCAGGCAGGCATGAGGGAGGAGTGTA
AGTGTCCAGGGCAGGAACTGGGAAGAGTTGACTGGGAAAAATACTGGTGCCCTGCTGTGAAGACAGACAGATGCT
TACACTTGCAGAGATCTCCTGAGTGTGGATTAAAACTTCCTTATCTGGGTAGAGTGGCACATGCTTTTAGTCCCA
ACACTCAGGAGGCAGAGATGGATCTCTGTGAGTTCAAGGCCAGCCCTTGGTCTACATAGTGAGTTCCAGGACAGC
CAAGAGCTACGTAGTGAGACTCTGTACTGGAAATAAACCAGTAAATAAATAAATGAATAAATAAATAAATAAATC
CTCCTTGCTGTCACATACCCTGTACTGGAAATAAACCAGTAAATAAATAAATAAATAAATAAATAAATAAATAAA
TAAATAAACAAATAAATAAACAAATAAATAAATAAATAAATCCTCCTTGCTGTCACATACCCTGTACTGGAAATA
AACCAGTAAATAAATAAATAAATAAATAAATAGATAAATAAATAAATAAATCCTCCTTGCTGTCACATACCCTGT
ACTGGAAATAAACCAGGAAATAAATAAATAAATAAATAAATAAATAAATAAATCCTCCTTGCTGTCACATACCCT
GTACTGGAAATAAACCAGTAAGTAAGTAAGTAAGTAAGTAAGTAAGTAAGTAAATAAATAAATAAATAAATAAAT
AAATCCTCCTTGCTGTCACATACCCTGTACTGGAAATAAACCAGTAAATAAATAAATAAATAAATAAATAAATAA
ATCCTCCTTGCTGTCACATACATTTTGTTTCTGAAGCATCAACCCACCCTTGGCTCACTTCCCACCTCACATCTG
GCCCTGTCTTTAGGTGTGCTGTCAGAAGAACAGATCCGCTTGAAGAAACTGAAGCGGCAAGAAGAGGAACAGGCT
CAAGCCACTTCGGTGTCCCCAAGGGTGTCCTCACCTCCTCAAGTCCTGCCACAGCTCAGCCCAGAGCAGCTGGGC
ATGATCGAGAAGCTGGTGGCTGCCCAGCAACAGTGTAACAGGCGCTCCTTCTCAGACCGCCTGCGCGTCACGGTA
CTTGACCCGGGGAGAGGTGGCTGCACCTGAAGCCCCCAGCCAACCTCTCGACTCACAGCACTTTACCTTTTTCTC
CCCCGCCCACCTTGGGTAGCCTTGGCCCATTGCACCCGACCCTCAGAGCCGGGAAGCCCGACAACAGCGCTTTGC
CCACTTTACTGAGCTGGCCATCGTGTCCGTGCAGGAGATTGTTGACTTTGCCAAACAGCTCCCTGGCTTCCTACA
GCTCAGCAGGGAGGACCAGATCGCCTTGCTGAAGACCTCTGCAATCGAGGTGGCTGGAAAGGGAGTGGGGTGAAG
GGAGAGACAGAGTAGGATTATCAGTAGGGGACCTCCAGATATCCAGCTTGGAGAGTCCAAGCCACAGGGAAAGGG
ACTCAACCTCCTCTCAAGAGCCACGTACCAAGACCAGCCCCTCCGTCCCTGTCTGAAAGATGCTGCTTGTGTGCA
GGTCATGCTTCTGGAGACGTCACGGAGGTACAACCCCGGCAGTGAGAGCATCACCTTCCTCAAGGACTTCAGTTA
CAACCGGGAAGACTTTGCCAAAGCAGGTGAGATCTGACATGGCCAGGGGACTGGCACGTTCCACCATGGGGCCCA
TCATAATTAGAAAGCCACGGGCCTGGGGTTCAGGTGCTTATACAATGAAGATGAACTTGTGTTTTCAAGAGAGGA
GTTTGGAATGTTGATCAGCCATGGAAGCATCTGAGGAGTTGATGCAACAAGCGTCTCCTTGGTGGAGACCAGGCA
AGGCAGAGCAGTGGCCTTCATTCTTGCTTTAGcaccggtgataacttcgtataatgtatgctatacgaagttatG
CGGCCGG

2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgcggccaattctaccgggtaggggaggecgecttttecccaagg
cagtctggagcatgcgctttagcagcccececgetggcacttggecgectacacaagtggectectggectcecgcacacatt
ccacatccaccggtagcgccaaccggctecgttetttggtggececttecgegeccaccttectactectecectagt
caggaagttcccccceccecgeccecgcagcectegegtegtgcaggacgtgacaaatggaagtagcacgtcectcactagtet
cgtgcagatggacagcaccgctgagcaatggaagcgggtaggcctttggggcagecggccaatagcagetttgetce
cttcgctttctgggetcagaggetgggaaggggtgggtecgggggcgggctcaggggecgggcetcaggggegggge
gggcgcgaaggtcctccggagecccggcattctgcacgecttcaaaagecgcacgtectgecgegetgttectectette
ctcatctccgggcectttcgacctgcagccaatatgggatcggccattgaacaagatggattgcacgcaggttetce
cggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctectgatgecgeecgtgt
tccggctgtcagcgcaggggcecgceccggttetttttgtcaagaccgacctgtecggtgecctgaatgaactgcagg
acgaggcagcgcggctatcgtggctggccacgacgggcgttecttgegcagectgtgetecgacgttgtcactgaag
cgggaagggactggctgctattgggcgaagtgccggggcaggatctectgtcatectcaccttgectectgecgaga
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aagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggectacctgeccattcgaccaccaag
cgaaacatcgcatcgagcgagcacgtactcggatggaagccggtecttgtcgatcaggatgatctggacgaagagce
atcaggggctcgcgccagccgaactgttcgccaggctcaaggecgegcatgecccgacggcgaggatectegtegtga
cccatggcgatgcecctgecttgeccgaatatcatggtggaaaatggceccgettttectggattcatcgactgtggecgge
tgggtgtggcggaccgctatcaggacatagcgttggctaccecgtgatattgctgaagagecttggecggecgaatggg
ctgaccgcttcctcecgtgetttacggtatcgecgetceccgattcgcagegcatcgecttcectatecgecttettgacyg
agttcttctgaggggatccgctgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaat
ggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagc
tacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttactattgetttatgat
aatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatg
atctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtyg
gtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagcctctgttccacatacacttcattcectcag
tattgttttgccaagttctaattccatcagaagctcgataccgtcgaggaagttecctattctctagaaagtatag
gaacttcccgcggatccatcgacccececctgcaggagaggatgtgctactectgcactgag

2.6. 3’ homology arm (1.7 kb)

CTTGTGCTCAGCATTTAAAAATACTGTGTAGCAGGCTGGTGAGATGGCTCAGCAGTTAAGAGCACTGGCTGCTCT
TCCAGAGGTCATGAGTTCAATTTCCAGCAACCACATGGTGGTTCACAACCATCTATATATAGGGGCATCTGATGC
CCTTTTCAGGCATATATATATATATACACACACACACACACACACATATGTATATATCACAGTACTCATACATTA
AATAAAATTTTAAAAATATATTGTGTAGCTAGAAAAAAGTTTTGAAAACCATTCTATCAGGCCTTTTAACAGACA
AAAGGCAAGTAAGCCTTTTCAGACAATGCTCTATAGAGATATGCAGGCTTACTTGACCCATAATCTCTTTCTGTC
CCTTTTCCTGATGAGCTATAGAACTAGAGCTAACACATGACACACAGGCAGACCAGGAGAGCGTGTGTCTCCTCT
AGAATGAGTTCTAACTGGTGCTGGGGCCTGATGCTTGCTCGGGGCCAAGCAGCCGAGCGTCTCTCATATAGCTGT
TAGCGATGTTTGTGAGACTGGAGCTGGGAGAGGACAGACGTCTGTGTGAGACTGAGGAGTTTGGCAGCCGAGAGA
GCAGGCTGTGAACTGTAGCTAATGTGGCTCTGTTCTTAGCGCTGATAGATCCTGAGTTCCAGGGCTGAGTCCAGA
AAGCTTTCACTGGTATTTGGTGGCTCAGACCAACCCATGAGCCTCTTGTCCCAATATGGGCTTTCTAGGAAAGCC
TTTCTTAATTGCAGAGAAGGGACAAGGCTCAGTCAGACCATCTTGTGTTTCTTTGTTTTTCTGAATGTCTACGTA
CCTGGTGGGCTATGCGATGGCTCTTTCCAACCTCAAAGCCCAGCCCTGTCCCCCTTTTCTGCCAAGCACCTTTCC
CTCAAAAAACTGGTTGCCATCTTAGGCTCTTTTAACCCTTACCTCTGTCAGAACACCCTCTCTCTTGGACCCTTC
CTGTTTCTTCAGCACTCGTGGACTTTGTTATCTGAATCTGTACCTATTTATAAGATGTGTTTATTTAAGCAATCT
TGATTTCATTGAGTTTTCCATTTCTCATTTTATCAGTGTGTTCTTGGGGAAAAAGGAACAGCAGGCTCTTTTTTA
TTTTTTCTTCTCCTTTTAACCATCTTTTCTTTCTTTCTTCCTTCCTTCCTTCCTTTTTTTAATTTTTTCTTCTCC
TTTTAACCATCTTTTCTTTCTTTCTTCCTTCCTTCCTTCTTTTTTTTTTTTTTAAGATTTCTTTATTTTACTTAT
GAGTCCACTGTAGCTGTCTTCAGACACACCAGAAGAAGGTATCAGATCCTGTTACAGATGGTTGTAAGCCACCAT
GTGGTTGATGGGAATTGAACTCAGGACCTCTGGAAAAGCAATCAGTGCTCTTAACCACTGAGCCATCTCTCCAGC
CCCATCTTTTCTTTTTTTTTAACAATTT

2.7. Vector backbone sequence

gtctactttgttctctcaatctctgggccactgaggeccgecgatcgcaagecttatcgataccgtecgacctecgaggyg
ggggcccggtacccaattcgceccctatagtgagtegtattacgecgegectcactggecgtegttttacaacgtegtyg
actgggaaaaccctggcgttacccaacttaatcgecttgcagcacatcceccececctttecgeccagetggegtaatageg
aagaggcccgcaccgatcgeccttcecccaacagttgegcagectgaatggcgaatgggacgecgcecctgtageggeg
cattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgeccagecgecctagegeececgetectt
tcgctttcttececcttectttetegecacgttecgecggetttececegtcaagectctaaatecgggggecteectttag
ggttccgatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggeccat
cgccctgatagacggtttttcecgecctttgacgttggagtccacgttctttaatagtggactcttgttccaaactyg
gaacaacactcaaccctatctcggtctattcttttgatttataagggattttgeccgatttcggectattggttaa
aaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttt
tcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatcecgectcatgagaca
ataaccctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgeeccttat
tcececttttttgecggecattttgecttectgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaaga
tcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttecgecccga
agaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatccecgtattgacgeccgggeca
agagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatct
tacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttact
tctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgecttga
tcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcecctgtagcaatggcaac
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aacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggce
ggataaagttgcaggaccacttctgcgctcggcecccttecggetggectggtttattgectgataaatctggagecgyg
tgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctecececgtatecgtagttatctacac
gacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattyg
gtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatcta
ggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttcgttccactgagecgtcagacce
cgtagaaaagatcaaaggatcttcttgagatcctttttttectgecgecgtaatctgectgecttgcaaacaaaaaaacc
accgctaccagcggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggettcagecag
agcgcagataccaaatactgtccttctagtgtageccgtagttaggccaccacttcaagaactctgtagcaccgec
tacatacctcgctctgctaatcctgttaccagtggctgectgeccagtggecgataagtecgtgtecttaccgggttgga
ctcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggttcgtgcacacagcecccagettgga
gcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaa
ggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcectyg
gtatctttatagtcctgtcgggtttcgeccacctctgacttgagegtcgatttttgtgatgectecgtcaggggggeg
gagcctatggaaaaacgccagcaacgcggcectttttacggttecctggecttttgectggecttttgectcacatgtt
ctttcctgegttatccectgattctgtggataaccgtattacecgectttgagtgagetgataccgectecgeecgeag
ccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgecccaatacgcaaaccgectecteececege
gcgttggccgattcattaatgcagctggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaat
taatgtgagttagctcactcattaggcaccccaggctttacactttatgectteccggectegtatgttgtgtggaat
tgtgagcggataacaatttcacacaggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcacta
aagggaacaaaagctggagctcgcggccgcggcgcgcce
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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: 372x2
Number of positive: 4

Reference of clone used to generate the mouse line:
e clone K98P1-247

3.2. PCR data on positive clone

3.2.1.PCR screening strategy

& PCR Screening Strategy

-
Wildtype Allele ////f/
{(WT)
Targeting Vector ! } }
{(HR) :
5:4.8kb FA:2.4kb
Targeted Allele ,//
(TA) Lf» —«Lr //
loxP PCR
NfF» - — — — — —— —— — —— _ &«FEr
3 external PCR
P FRT
) LoxP

L~

Primers used for PCR validation of ES clone

PCR Primer Primer sequences PCR product
Name size
Nf AGGGGCTCGCGCCAGCCGAACTGTT
3' external TA: 2.3 kb
Er GCTCCTGGGAGGGTCTGATAACACT
Lf GTCCATATCTTAGGCGTTTCTTAGC WT: 188 bp
LoxP :
Lr CTGGAATTACCAAGACGTGCCACAG TA: 254 bp
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3.2.2.Picture of PCR on positive clone

3’ external PCR ladder

A: WT clone
B: positive clone

LoxP PCR

A: WT clone
B: positive clone
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3.3. Southern data on positive clone

3.3.1.Neo Southern strategy

Targeting Vector ! }

5:4.8kb FA:2.4kb 3@ 1.4 kb

1
___________________________ Farm:firstdigest ' _ _

Targeted Allele

== Neo probe ) FRT
) LoxP

L~

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 PshAl / 10.7
Neo 5’ second digest Sspl / 14.0
3’ arm first digest Nhel / 13.2
3’ arm second digest Apal / 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

A B CD 8[110

10kb
8kb

6kb

5kb

4kb
3.5kb

BAMEINRE

3kb

A: PshAl 10.7Kb
B: Sspl 14.0Kb
C: Nhel 13.2Kb
D: Apal 8.0Kb

LT LT

!

o b 250
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4. Data on conditional and knock-out animals: Genotyping protocol and data:

Both conditional and knock-out mouse models were backcrossed in C57BL/6J background.

4.1. Genotyping strategy

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

Genotyping Strategy

Targeted exon(s)

Wildtype Allele

(WT)

Conditional Allele //
(In vivo FLP Deletion) — //
(cKO) H
Knock-Out Allele [ » 7 // } FRT
Conditional after inducible Cre Deletion ? 4; // } LOX P
Constitutive after in vivo Cre Deletion —_ p ri mer
" w
Sequence of primers used for genotyping
Position Primers | Sequence
Ef 563 GTCTCCTTGGTGGAGACCAGG
Er 565 ATGCCTGAAAAGGGCATCAGATGCC
Lf 319 GGATTTGGAGAAGGTAAAGTCTCCC
Lr 320 TGGACTCAAGTGATCTTGTCTCAGC
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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 319-320 Lf/Lr 416 350
5’loxP
Excision of the selection 563-565 Ef / Er 343 242
marker
Total Excision (excision of 319-565 Lf/Er 2957* 456 2781*
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 genotyping picture

Distal 5'LoxP
Total excision
Distal 5'LoxF
Meo excision
Total excision
(R

Distal 5'LoxF
MHeo excision
Total excision
(RO

Meo excision
(R

Ladder

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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