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1. Schematic representation of the locus
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This schematic representation is not on scale
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1.2. Strategy chosen: flox of exon 3

Med1 gene (also named TRAP220) is a member of the nuclear receptor family. Additional information
on this gene can be accessed at
http://www.informatics.jax.org/marker/MG1:1100846

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>

| [ —_— -l
5'" Arm:3.6kb FA: 0.8kb NeoR 3'"Arm: 3.5kb

Med1l Strategy.gcc
(9958 bp)
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2. _Construct used for homologous recombination in ES cells: Med1 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

This plasmid came from Deltagen and the extremities are not clearly defined (a difference of some
nucleotides can exist). A theoretical map of targeting vector plasmid was established thanks to the
collected information.

Medl_Theoretical Construct.gcc

(16415 bp)

2.3. Theoretical 5 homology arm (3.7 kb)

GTACTCCTTCAAGTCACTCAGCCACAGTCAAAGGACAGGGATCCACTTGGTGTTGGTTCTCTTAGGTTTAACTTT
TCTATATATAAATTACACTTTAATGAGACTATTTCGTCCTCCCTATAATTTCAACATTTTTATTACCATTTATCT
GGCCAATCATCAGAATATTGGCTAGTGGAAGAACTAAATTTGTTAATAATTAATAAGGAACTATATCTTATAGCC
AAGGGGTGTAATTATTTCAGTGGTTGAGTGTTTGCCTAGCATGTATAAGACACAGTCATTCACTAGCATCGGAGG
AAGAATAAACCAGAGCCAAAGCCCCTGGACGTCAGGCTCCATGGCAGTGCTTGCCACTATGTGACTTTGAGCAAA
TTCTGTAATTGTAATCTCTGTGAGTTTGTTTGCTCATAGAAGCAGATGATGCTAGTCTGCTTATCTAAGATGTTT
TGCTTTGCTTTGCTTTGCTTTGCTTTGCTTGAGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTG
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TGTGTGGTCTGCATGGTCTGCATAGGTGCCTTTGTACCCTGTGTGTTCCTGGTGCTGTGGGAGGCATGAGATCCC
TTGGAACTTGAGTCACAGATGGTTGTGAGCCCCTGTGTGGGTGCTGGGAGTTGATTCTGAGTCCTCCAGACCAAC
CAGTTATCCACTGCTGAGCATCTCTCCAGCTCCTTTTCCAAATAGTTTAGTTGTAAAGATCAAATGAGACAGACA
TGAAGAACCTGGCAGTGGTGGCACACGCCTTTTTTTTTTTTTTTTTTTTTTTTAATTTATTTATTTATTACATGT
AAGTACACTGTAACTGTCTTCAGACCCTCCAGAAGAGGGAGTCAGATCTCATTACGGATGGTTGTGAGCCACCAT
GTGGTTGCTGGGATTTGAACTTCGGACCTTCAGAAGAGCAGTCGGGTGCTCTTACCCACTGAGCCATCTCACCAG
CCCCCGTGGCGCACGCCTTTAATCCCAGCACTCTGAGTTGGAGGCCAGCCTGGCCTACAGTGTGAGTTCCAGCAC
AGCCAGGGCTACCCAGAGAAACCCTGTCTTGAAAAAAACAAACAGAAAAGGGGGGGGGGCTAGATAATGGAGGGT
GACCTTGAAATGACCTTTATCTCCATATCCTTCTTCCACCAAAAGCCCTGAGATTACAGGCAAAGGCCACTCTGA
CTGGTCACTGTTTGCTGGAGATTGAAGTTGGGGCTTGGTGCATGCCGGGCCATTGCCCTCCATTCTGAAACTATG
GATTCTATCAGTAAATGCATGTGCATCCTCCTTTAGTTTGCAACTAAAAAAGTACTTTTAGTTTTTATTTTGTTG
TTGTTCAATAGTTTACTGTTTTGAGGCAGGCTGTTACATATTCCAAACTGTTTTCAACCCTGTAATTCTCCTGCC
TCTGTCTCCTGAGTGCTGGCATTTGAAGCTTGCATCACTCTTCCATTACACTTTTTTAAGTACATTTATTTACCT
TTAATACAGAGGCTTATTGTATAGCCTATGTGGGTGCAGTGAACTAAACTCAGGTCTTCTAGAACAACAAGCACT
CATGATTGCTGATCCATCTCTCTCCAGCCCACCCTCTTCTGTTATAAAAAGAAGAATTTTTTTTTTAAAGATTCA
ATGTCATTATTTATTTGTTGCTCTTAAAGACTCATTTTTGACTGGACTCAGACTTAGAAGTAGAAGCTCTCAGCG
AGGACAGCCTACGTCTCTTGGCAATCTGTTCCTGGCGCTTTTCTTTGGCTTCCTTCATTCTCTTGGCCAAAAGTT
TAGCATATTCTGCAGCCTCCTCCTTGTTCTTCTTAGTGCGTTGTTTCTTCAGAGCAATACATCGGAGTTTGTGTT
GCAGGACGCATGGAGTAACAAGATGCTGAATCTTGGGTGCTTTGGTCCTGGGCTTCTTACCTTCTTTGTTTAAGG
GCTTCCTGACAACATACTGGCTGACATCATCTTCTTTAGAGAGATTAAAAAGCTTTCGGATTCTACTAGCTCTTT
TAGGTCCCAACCGAGGAGGCACAGTCGTGTCTGTCAGTCCAGGAATATCCTTCTCTCCTTTCTTTACAATAACCA
AGTTGAGAACACTGAGATTAGCATCCACGATGCATCCGCGAACAGACTTGCGCTTCCTCTCTCCAGTTCTCCTTG
GTCTGTAACAGGGATGCCCCCTATTCAACAGCAGGCGCACTCTGCCATGGGTCAGAGCACCGTGCTTCATGGGAA
AACCTTGCTTGTCATTCCCACCACTGATCCGGACCACATAACCCTTCCACTCTTCACCAAGAGCATTAGCGGCTA
CTTCCGTGGCCATGTGCTTCTCATAGAAGATGTGGAGCTTGCGCTCGTCAACCACCTCGATGACAGCCGGTGGCG
GGAAAGGAGATGTTCAGTTTCATCTTGACACAGCTGACCGCCTGGGAGGCGTCACGAAAAAGAGGCCAAAAAGAG
GATTTTTAAAATAATTACTTCATGTGTGTCTATCTGTTCATCAGTTTTTGGAGACAGTTTCTTTGTGTTGACTTG
GCTGTCTTAGAACTCAATTTGTAGATTAGGCTGGCTTGGAATTTACAGAGATCCTCCTGCCTCTGCCTGCTGAGT
GAGAGCTGGGATTAAAGGCATGGCCACTACGACATTTTTTTTTTTTTTCTAAAGGTTTACTTATTTTACTTTGTA
TGTATGGGTGTTTTGTCTCTGTATGTATTTGGACCATGTCTGTACCTTGAGGCCCCAGAGGTCAGAACAGGGCAT
CTGTTGAATCCCATGATACTGGAGTTACAGGTGATTGTGAGCAGCCCTTGGGGATGCTGGGAATCAAAATTGGGT
ACTCTGCAAGGGTAACAAGTACTTTGTTTTATTGTTGTTGGTTGGTTGGTTGGTTGGTTGGTTTTTCGAGACAGG
GTTTCTCTGTGTAGCCCTGGCTGTCCTGGAACTCACTCTGTAGACCAGGCTGGCCTGGAACTCAGAAATCCGCCT
GCCTCTGCCTCCTGAGTGCTGGGATTAAAGGCATGCACCACCACCGTCCGGCTTGATAGTTGGATTCTTAAAAGT
TCTAAACTTCCCCCAAGTTTAGCTTAGATGCTAGAATTCCTTTTTACTATCATATCATATTGGTATGGATATATT
CACTTATATGAACTTTTCTTCCTTTAGGTAGATGAACAGAATAACGGTCTATAGGCTCTTTGGGCTTGGTGCTAT
ACAACTCAAATCTCAGAAAGATGGCCATTCTAGGCTATAAGAGGAGTTCCAGATCCTGTCTTAAGAAAGCTAAAA
TAGAGATGCCCATTGGACAGGCAAACTTTATATGCCCCAGTACAGGGGAACGCCAGGGCCAAAAAATGGGAATGG
GTGGGTAGGGGAGTCAGGGGGGGATGGGGAGGGTGTGGGGGACTTTTGGGATAGCATTGGAAATGTAATTGAGGA
AGATACGTAATTAAAAAAAAAAAAAGAAAGAAAGCTAAAATAGTTCGGGCTGGTGGGATGGCCCACTGGCTAAGG
ACTTGCTGCCAAGAGTTGTGGCCTGAGTTTGATATCTAGAACTCATGTTGTGGGACGCCGTGACAGTTTACTCTG
ACCTCCAT

2.4. Theoretical floxed fragment (0.8kb)

ggccgggatggccataacttcgtataatgtatgectatacgaagttatGTGCCCATGCTCCTTTGTCTCATGCATA
CAAATAAGTGTTAGGAAACAATCCCCCATACAAAAGACAACTGTTCTTAGGAAGTGGAGGCCAGAGGATCAGATC
CAAGGTCATCCCTGGCTGGCTTGGAGCCTTGTCTCAGCGAAAGGAAAGAATCTGTAGTCTAATTGTACTTTAGTT
CTATTAGTAATTTGACATCTGTTTACCTGAGACATTGCTATGGTTGATATTTTTACTTAATTCATTCTGTAATTT
GATACAGGAGAAGAGGGTCGTAATGAGTTCTGGAGGGCATCAGCATTTGGTCAGCTGTTTGGAGACATTGCAGAA
GGCTCTCAAAGGTTTGTATAAACCTTTATAATATATTGATCTTAATACTCACATTAAGGATTTTTATGAGAAGGC
CAACTTATAAATTCAATAGAAATATAAATTAAGGTAGATGATGACTTTCTATGCTAGATGTTGCTTTTGTTTTCA
TTTATGGAGTTGAACTCAATTTGTTCCTGAAACTTGTTCCTGAATTTGTAAATTTTTTATTGACTTGTTTGCTTT
ATGATTTGCATGTGTGCGTATATGTGTTGTATGCAAATGTGCATGTGTAACAAAGCTCATGGAGGTTAGAAATCG
CTTATGAGTCAGCTTTTTCTACTGTACAGTCTGGGACTTGAACggcctgtgtggccatcgecggactaatggeccat
aacttcgtataatgtatgctatacgaagttat
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2.5. PGK-Neo region

gaagttcctattctctagaaagtataggaacttcgctagctcataaaaaatttatttgctttcaggaaaattttt
ctgtataatagattcataaatttgagagaggaggcgcgccgaattcctgcaggattcgagggceccecctgcaggtcea
attctaccgggtaggggaggcgcttttcccaaggcagtctggagcatgecgetttagcagecececcgetgggecacttyg
gcgctacacaagtggcctctggcecctcgcacacattccacatccaccggtagecgccaaccggetececgttetttggt
ggccccttcgcecgeccaccttatactceccteccececctagtcaggaagttcccececececgeccecgcagetecgegtegtgecagg
acgtgacaaatggaagtagcacgtctcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggta
ggcctttggggcagcggccaatagcagctttgetecttegetttetgggectcagaggectgggaaggggtgggtee
gggggcgggctcaggggcgggttcaggggcggggcgggcgcgaaggtecctattgtgagegectcacaateccecggea
ttctcgcaagcttcaaaagcgcacgtctgcecgecgctattgtgagegetcacaattececgggectttcgagaaggag
ccaatatgggatcggccattgaacaagatggattgcacgcaggttctccggeccgecttgggtggagaggctatteg
gctatgactgggcacaacagacaatcggctgctctgatgccgeccgtgtteccggectgtcagecgcaggggcgecccgyg
ttctttttgtcaagaccgacctgtccggtgeccctgaatgaactgcaggacgaggcagcgcggctategtggetgyg
ccacgacgggcgtteccttgecgcagetgtgctcgacgttgtcactgaagecgggaagggactggetgectattgggeg
aagtgccggggcaggatctcctgtcatctcaccttgctectgeccgagaaagtatccatcatggectgatgcaatge
ggcggctgcatacgcttgatccggctacctgeccattcgaccaccaagcgaaacatcgcatcgagecgagcacgta
ctcggatggaagccggtcttgtcgatcaggatgatctggacgaagagcatcaggggctcgecgeccageccgaactgt
tcgccaggctcaaggcgcgcatgecccgacggcgatgatectegtecgtgacccatggecgatgectgettgecgaata
tcatggtggaaaatggccgcttttectggattcatcgactgtggeccggectgggtgtggecggaccgectatcaggaca
tagcgttggctaccecgtgatattgctgaagagecttggcggcgaatgggcectgaccgecttectegtgetttacggta
tcgccgcectecceccgattcecgcagegecatcecgecttcectatecgecttettgacgagttettectgaggggatcgatececgtece
tgtaagtctgcagaaattgatgatctattaaacaataaagatgtccactaaaatggaagtttttcctgtcatact
ttgttaagaagggtgagaacagagtacctacattttgaatggaaggattggagctacgggggtgggggtggggtyg
ggattagataaatgcctgctctttactgaaggctctttactattgctttatgataatgtttcatagttggatatce
ataatttaaacaagcaaaaccaaattaagggccagctcattcctcccactcatgatctatagatctatagatcte
tcgtgggatcattgtttttctcttgattcccactttgtggttctaagtactgtggtttccaaatgtgtcagttte
atagcctgaagaacgagatcagcagcctctgttccacatacacttcattctcagtattgttttgeccaagttctaa
ttccatcagaagctgactctagatctggatccataacttcgtataatgtatgectatacgaagttatctecgaggaa
gttcctattctctagaaagtataggaacttcgagctggccagctaggcec

2.6. Theoretical 3’ homology arm (3.5 kb)

TCAGTCTGTCAGGCCTGCAAGGTAAGTGCTTCTTTCCAATTCCAAAATGATCTACCTCATTTTGAATCATTTATT
ATGAATCATTTATTTTTGAGACTGGGTTTCACTCTGTAGCCCTGGTTGGCCTGAACTCTACTGTGTAGACCTTAA
ATTCACAGAGAGCTGCCTGCCTCTGCCTCCCAAGCCAAGGGACCATGGGGTTAAAGGTATGCGCCACCAAGCCTG
GCTTGAAACAATGAATTATTACTTACTCTGGGCTTTTGAGATAGGGTCTTAGTATTTCAGGTCAATCTCCTTGTC
TATCCTTTGATCTGAAGATCTTCCTACCGCATCCTCCTGAGTGCTGGGATTGTAGGTGTGTGCTCTAATACAGGA
GTATACCTTTGTTTATGATGCTTGGCTGCTATGTGCAGGGCCATCAGTTCTGGTGGGGAGGGGGAGAAGGAATAA
TACTATATCTATACTACCTTTTTGTTTTATTTTTTAATCTGTTTAGATTGATTTATTGTATATGTGTGAATATTT
TGCCTGCATATATATGTATGTGAACTATATGAATATAGTGACAATGGAGGTCAGAAGAGAGAGAGTCAGATTCCC
TGGAACTGGCATTACAGATGGCTGGGAACCATCATGTGGGTACCTGGAGCTGATCCTGGGTCATTTGCAAGAGCA
ACAAGTGCTCTTAATTCTTGCGCACGCTCCACTGGCCAGGAAGAACGACGCTGCAACAGGATCCTTCTGCACATG
CTTATTGGGAGAGCTTGATTGTAGAGGCGAAAAGACCCCAAGCCAGAACTGGTGCTGCTTTTATAGGCCTAGGAG
GGGCGTGTCTCACACCCGGATTGGTTATGCACTAAGCCTCATTTGCATGTTCCTCATCTGATTGGCTACTCTCTC
TCAGTACCTTACAGAACCTCATTATCATACCTCATTTGCATGTCTCACATCTGATTGGTTATACTCTCAGTACCT
TACAGAACCTCATTATCATGCCTGGGCCAGGCAGTGTCTTTGCAAAAAACTTTACTGCATATGTACACATTGGTT
GTTTGTCCAATCTTATGCGTGGTGGCCAGCAGTAGTCAGTGCCACTCAGCAACGGCACATGTGGCTTCCCACACT
TAATTGCTGAGTCACAACTCCAGCCACTCCCATCCTGAGTTTGAGACAGGGTTGTATAGTATCCAGGCAGGCCAA
AACCTCCTTATGTAGCCAAAGATGGCCTGATCACCTTTGCTTTCTTCAGTGCTGGCACTCTATGGATGATGCCAT
CATGGTCCTCCACTGCTTATTCAGCCATCTGTTCATAGACCCGTGGATTGATTTTGTTTGGTGCCAGAAGTCAAA
CCCAGGACAGCACACATGCTAGGCACGCACTCTTATTGCGCCTCAGCTTCCTTGCTGCCATCTTCATTCTTTTGT
TTGTTTGTTAGTTTTTGTTGTTTTGTTTTTGTTTCAGAGACAGGGTTTCTCTGTATAGCCCTGACTATCCTGGAA
CTTACTTTGTAGACCAGGCTGGCCTTGAACTCAGAAATCCGCCTGCCTCTGCCTCCCGAGTGCTGGGATTAAAGG
CGTGCGCCACCATGCCCGGCTCCTATCTTTGACTTTTATGAGTACTGTGAGAATCCTTTTTTTGTTGTTTGGGGA
GCTACCAGTTGAACTAAGGGGAGTTCACAGCATGTAAAGTACATGTTCTTGAAACTGAATCCAATCCTTTGGGGG
CCTGGAGGGATGGCTCTGTGGTTAAGAACTCTGGCCTGTCTTTTACAGGACTTGAGTTCAATTCCTAGCACCCAC
ATGACAGCTCACAACTGTGTGTAACTCCAGTTCCAGGGGACTTAGCATCTTCACACAGACATACATGCAGGCAAA
ACACCAATGCAATAAAAAATAGTACAGCCTGGGCTCCCTTGTGTTCTCATCGTTACCCTTCTCACTCTAGCATTG
ACAGCCTAGGAGTCAACCCAAGAGGGGCACCATTCTGCCTGGCCAGCTTTGTATTAGTTCCATATGCTTTCTCTT
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AGTTAAAGTGACCTTGACCCACATAGGTAATAATAAAAAAGGAGAAAAACATAGTTTGGTAGTATTTCTGTTCCC
TTTTTTTTTTTTTTTGTCTTTTTTTGAGGCAGAGTCTCATAGACTAGTCTGACTTGGGAATTATTATATAATGCA
GACCAGGACTGGCATAACAGGTGTCCATTGCCATGCCTGGTATTCATATTTTTTTGTCTCTCTGTATCTTGTGTT
TTAAGGCAGGGTTTCACTATGTGGCTAAGCTAAGGCTGACCTTGAACTCCTGATCCTTCTGCCTCTGACCACCCC
CCCCCCCCCAAAGTGTTAGCTATCATTATACAGGTATGTGCTAGCACACCTGGCTTGACTCTATAATTTTTTGTT
TGTTTTTTCTTTAGCTATCTATCTATCTATTTTTTTAAATTGTGACAGAATTTCTTTGTGTAACCCTGGCTGTCC
TGGAATTCACTCTATAGACCAGGCTGACCTCAAACTCACCAAAATCCATCTCCCTCTGCCTCCCAAGTGCTGGGA
TCAGAGGTGTATAGTTCAGACTCAGGCCTGCCTCTGCCTCTATAGTGCTGAGATTAAAAGCATGCATTACCAGTG
CAGGCTCCATAATTATCAAATATATCTTTTATCTTGGTCACTTTTATTTCTGTGACAAAATTCTTAATCAGGACA
ATTTAAGGATGAAGGTTTGACTTTTTGCGGAGGGTATAAGTCGGAGGGTATAAGTTGGAGGGTATAAGTCTACCG
TGTGGGGAAAGCATGGCGGTCAGAATGTCAGGTCACAGTGAACCGATGTCAGATGAATGCTGGCACTCATGTGCT
CCTCGGTCCTTGTACTTAGTCCTAACCACCCATATTCAGAGTGGGTCGCTTCAGTTAGACCTCTTTAGAAACACC
CTCAAGGACATCTACAGCAGCATGTCTCCTTGGTACTTCTACGTCCAGTCCAACTGACAATGAAGGTTAAGTACC
ACAATCTTAATATCCTCTTACCACTTGTCACCGTGTCCTTTACCTGACTACTGGGTCACAGCCAAGCCTCAATAA
ACTTGCTGCAGATTATAGGTGTCTGAACTATTGAATATGTTTATGGCTTTGGATGGGTAGATATACTCCTTCTTT
TGGAATATTCTTTATGAATTTCTCCCCCCAATCCCCATTATCTTTTTACAGTAACATCTTTGCCAGCAATGACTG
ATCGTTTGGAATCTATAGCCAGACAGAATGGGTATGTAATTTTATCTGTGGGCAAAAATGTACAACACAGTGCTA
ATTTTGGGGAGCTTTCTCACGTGTCTTGTATTAATCTTTGTTTTGATTTGTTCCTGCTAGACTGGGCTCTCACCT
CAGTGCCAGTGGCACTGAGTGTTACATCACGTCAGATATGTTCTATGTGGAAGTGCAGTTAGATCCTGCAGGACA
GCTTTGTGATGTCAAAGTGGCTCACCATGGGGAGAATCCTGTGG

2.7. Theoretical vector backbone sequence

ggcctcagtggccactagttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttecg
cgttacataacttacggtaaatggcccgecctggctgaccgeccaacgacccecccecgeccattgacgtcaataatgac
gtatgttcccatagtaacgccaatagggactttccattgacgtcaatgggaggagtatttacggtaaactgeccca
cttggcagtacatcaagtgtatcatatgccaagtacgccccecctattgacgtcaatgacggtaaatggcccgectg
gcattatgcccagtacatgaccttacgggactttcctacttggcagtacatctacgtattagtcatcgctattac
catggttcgaggtgagccccacgttctgettcactctcececccatcteecececececectecccaccecccaattttgtatt
tatttattttttaattattttgtgcagcgatgggggcggggggggggggggcgcgcgeccaggecggggcggggcygyg
ggcgaggggcggggcggggcgaggcggagaggtgcggcggcagccaatcagagcggecgegctecgaaagtttect
tttatggcgaggcggcggcggcggcggccctataaaaagcgaagcgcgcggecgggecgggagtecgetgegttgect
tcgcccecegtgecccgcecteecgegecgectegegecgeccgeccecggctectgactgacecgegttacteccacaggtg
agcgggcgggacggcccttcectectceccgggectgtaattagegettggtttaatgacggetegtttettttetgtgg
ctgcgtgaaagccttaaagggctccgggagggecctttgtgecgggggggagcecggetecggggggtgegtgegtgtg
tgtgtgcgtggggagcgecgegtgcggeccgegetgecceggeggctgtgagegetgegggecgeggecgeggggett
tgtgcgctcegegtgtgegegaggggagcgeggcecgggggeggtgeccegeggtgecgggggggctgegaggggaa
caaaggctgcgtgcggggtgtgtgcgtgggggggtgagecagggggtgtgggcgecggecggtcgggectgtaaccecee
ccctgcaccccececctecccgagttgetgagcacggeccggcttegggtgeggggecteegtgeggggegtggegegg
ggctcgccgtgeccgggcggggggtggeggecaggtgggggtgecgggeggggcggggecgectegggecggggagg
gctcgggggaggggcgcggcggccccggagcgecggecggectgtcgaggecgecggcgagccgcagecattgeetttt
atggtaatcgtgcgagagggcgcagggacttcctttgtcccaaatctggcggageccgaaatctgggaggcgecgce
cgcaccccctectagegggegcecgggcgaagecggtgeggecgecggcaggaaggaaatgggeggggagggecttegtg
cgtcgccgcecgcecgcecgtececceccttetecatcectecagecteggggectgecgcagggggacggcetgecttcggggggg
acggggcagggcggggttcggecttctggecgtgtgaccggecggctctagagectectgctaaccatgttecatgectt
cttctttttcctacagctecctgggcaacgtgectggttgttgtgectgtectcatcattttggcaaagaattcacctyg
ccagaccatgccaaaaaagaagagaaaggtcatgaaaccagtaacgttatacgatgtcgcagagtatgccggtgt
ctcttatcagaccgtttcececgegtggtgaaccaggccagccacgtttectgecgaaaacgecgggaaaaagtggaage
ggcgatggcggagctgaattacattcccaaccgcgtggcacaacaactggcgggcaaacagtcgttgectgattgg
cgttgccacctccagtctggeccctgcacgecgecgtecgcaaattgtecgeggegattaaatctecgegecgatcaact
gggtgccagcgtggtggtgtcgatggtagaacgaagcggcgtcgaagcecctgtaaagcggecggtgcacaatettet
cgcgcaacgcgtcagtgggctgatcattaactatccgectggatgaccaggatgccattgectgtggaagctgectyg
cactaatgttccggcgttatttcttgatgtcectctgaccagacacccatcaacagtattattttctecccatgaaga
cggtacgcgactgggcgtggagcatctggtcecgcattgggtcaccagcaaatcgecgectgttagegggeccattaag
ttctgtctecggcgecgtectgegtetggetggetggcataaatatctcactecgcaatcaaattcagecgatagecgga
acgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaaatgctgaatgagggcatcgttcccac
tgcgatgctggttgccaacgatcagatggcgctgggcgcaatgcgcgccattaccgagteccgggetgegegttgg
tgcggatatctcggtagtgggatacgacgataccgaagacagctcatgttatatccecgecgtcaaccaccatcaa
acaggattttcgcctgctggggcaaaccagcgtggaccgcttgectgcaactctctcagggeccaggecggtgaaggyg
caatcagctgttgcccgtctcactggtgaaaagaaaaaccaccctggcgcecccaatacgcaaaccgectectececg
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cgcgttggccgattcattaatgcagctggcacgacaggtttcccgactggaaagecgggcagtgagaattcactee
tcaggtgcaggctgcctatcagaaggtggtggctggtgtggccaatgccctggctcacaaataccactgagatcect
ttttccecctectgccaaaaattatggggacatcatgaageccccttgagcatctgacttectggctaataaaggaaatt
tattttcattgcaatagtgtgttggaattttttgtgtctctcactcggaaggacatatgggagggcaaatcattt
aaaacatcagaatgagtatttggtttagagtttggcaacatatgccatatgctggctgccatgaacaaaggtggce
tataaagaggtcatcagtatatgaaacagccccctgctgtccattcecttattccatagaaaagecttgacttgag
gttagattttttttatattttgttttgtgttatttttttctttaacatccctaaaatttteccttacatgttttac
tagccagatttttcctcctctectgactactcecccagtcatagectgtecctettetecttatgaagatececctegacce
cgagaattcggcttaaagcttatcgatgataagctgtcaaacatgagaattcttgaagacgaaagggcctcgtga
tacgcctatttttataggttaatgtcatgataataatggtttcttagacgtcaggtggcacttttcggggaaatg
tgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgectcatgagacaataaccctgat
aaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgecceccttattcececttttttyg
cggcattttgccttectgtttttgectcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtyg
cacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttecgecccgaagaacgtttte
caatgatgagcacttttaaagttctgctatgtggcgcggtattatccecgtgttgacgeccgggcaagagcaactecg
gtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggceca
tgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacga
tcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcecgecttgatcgttgggaac
cggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcecgceca
aactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttyg
caggaccacttctgcgctcggcecccttececggetggectggtttattgectgataaatctggagecggtgagegtgggt
ctcgcggtatcattgcagcactggggccagatggtaagecctececgtatecgtagttatcectacacgacggggagte
aggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcag
accaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcc
tttttgataatctcatgaccaaaatcccttaacgtgagttttecgttccactgagegtcagacceccgtagaaaaga
tcaaaggatcttcttgagatcctttttttctgecgegtaatctgectgettgcaaacaaaaaaaccaccgctaccag
cggtggtttgtttgccggatcaagagctaccaactctttttccgaaggtaactggecttcagcagagecgcagatac
caaatactgtccttctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgectacataccteg
ctctgctaatcctgttaccagtggctgctgeccagtggcgataagtecgtgtettaccgggttggactcaagacgat
agttaccggataaggcgcagcggtcgggctgaacggggggttcecgtgcacacagcccagecttggagcgaacgacct
acaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggt
atccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgecctggtatectttata
gtcctgtcgggtttcgccacctcectgacttgagecgtecgatttttgtgatgectecgtcaggggggcggagectatgga
aaaacgccagcaacgcggcctttttacggttecctggecttttgetggecttttgectcacatgttctttectgegt
tatcccecctgattctgtggataaccgtattaccgectttgagtgagctgataccgectcgeccgcagecgaacgaccyg
agcgcagcgagtcagtgagcgaggaagcggaagagcgcctgatgecggtattttctecttacgecatectgtgeggta
tttcacaccgcatatggtgcactctcagtacaatctgctctgatgeccgcatagttaageccagtatacactececget
atcgctacgtgactgggtcatggctgcgccccgacacccgccaacacccgctgacgecgecctgacgggettgtet
gctcccggcatccgcttacagacaagctgtgaccgtcecteccgggagetgcatgtgtcagaggttttcaccgtecate
accgaaacgcgcgaggcagctgcggtaaagctcatcagecgtggtcgtgaagcgattcacagatgtectgectgtte
atccgcgtccagctcgttgagtttctccagaagecgttaatgtectggcttctgataaagecgggeccatgttaaggge
ggttttttcctgtttggtcactgatgccteccgtgtaagggggatttctgttcatgggggtaatgataccgatgaa
acgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaaca
actggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagecgecttecgttaatacagatgt
aggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggtgcagggecgctgacttecyg
cgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagcea
gcagtcgcttcacgttcgctcgecgtatcggtgattcattctgctaaccagtaaggcaaccccgeccagectagecyg
ggtcctcaacgacaggagcacgatcatgcgcacccgtggccaggacccaacgctgecccgagatgecgecgegtgeg
gctgctggagatggcggacgcgatggatatgttctgccaaggecgtttaaacttaattaagtcgacggeccggecct
cgaggcc
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3. Data on conditional and knock-out animals

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

3.1. Genotyping protocol and data

3.1.1.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 ey — — 7/
(WT) Lf Lr Er
Conditional Allele /

(In vivo FLP Deletion)
(cKO)

Knock-Out Allele [

Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

(KO)

Lf Er

D FRT
D LoxP
—sprimer

Sequence of primers used for genotyping

Primers Sequence

Lf TTGCTGCCAAGAGTTGTGGCCTGAG

Lr ATGCCCTCCAGAACTCATTACGACC

Ef CATGGAGGTTAGAAATCGCTTATGAG

Er ATTGTTTCAAGCCAGGCTTGGTGGC
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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 80-81 Lf/Lr 421 374
5’loxP
Excision of the selection 82-83 Ef / Er 414 298
marker
Total Excision (excision of 80-83 Lf/Er 1152* 417 989*

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

3.1.2.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 puM)
-3’ primer (100 puM)
-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

1

30

Volume:

2.5l
0.5ul
0.2ul
3ul
0.125ul
0.125ul

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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3.1.3.Picture of genotyping with conditional knock-out (cKO) allele

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

Representative genotyping picture

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

Representative genotyping picture
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3.2. 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 32 27 1 60

Experimental Ratio 53,3% 45,0% 1,7% 100%
Theoretical Ratio 25% 50% 25% 100%
sz\cl)ir:;:gal Ratio if L-/L- are 33% 66% 0% 100%

The Med1 knock-out homozygotes seem subviable but the number of pups obtained is not enough.

Legend:

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