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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

PHENOMIN - ICS Page 2 of 17 1/7/2020
Ncoa3 conditional knock out model




oW1 Molecular Biology Data
'CS Ncoa3 conditional knock out model- ics references k285/Eumo23

1.2. Strategy chosen: flox of exons 10-11

Ncoa3 gene (also named Src3) is a member of the nuclear receptor coactivator family. Additional

information on this gene can be accessed at
http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=36790

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>

Ex12 Ex13 Ex14 Ex15

Ex10 Ex11

Ex6 Ex7 Ex8 EX9

- > < > — > -

5'Arm: 4.2kb FA: 2.1lkb NeoR 3'Arm: 3.9kb

Ncoa3_Strategy.gcc
(12179 bp)
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2. Construct used for homologous recombination in ES cells: Ncoa3 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

Ex5

Ex15
-CAACAGCAGCAG

Ncoa3_Construct.gcc
(15045 bp)

x11

FRT>

The sequencing of the exons from the targeting vector shows 2 variations against C57BL/6J strain.
The C>T located in the exon 11 and the missing CAACAGCAGCAG sequence located in the exon 14
are found in 129Sv/Pas strain.
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2.3. 5’ homology arm (4.2 kb)

TGAGGGTGTTGGCAGGGTTGCTTTCTCCTGAGTCCTCTCTCCTTGGCTCGCTATGTGTCTTAATAAGGCCTTTTT
CCCTGAGCATGCCTCCCCTGTGTATTTTTAATCTGTCCTTATAAGGATACCAGTTGTATTGGATAGGGTCCTCTT
TAATACTATTGACCCTTTAAATGCTCTATTTTGCCAGTATAACCCTAACCTGAACCCTAACCCAAACCCTGGCAA
AAATGGGGGGGAGGGGGTTTAATGCTTTTGTGGGGTTATGATTTTCATAATATTATTAACACATTCCACTGTAGG
CACTGGATGGTTTCCTGTTTGTGGTGAATCGAGATGGAAACATTGTATTCGTGTCAGAAAATGTCACACAGTATC
TGCAGTACAAGCAGGAGGACCTGGTTAACACAAGTGTCTACAGCATCTTACATGAGCAAGACCGGAAGGATTTTC
TTAAACACTTACCAAAATCCACAGGTGGGCTCTTCTTTGTGTTTGGTTTTCTCAAGGAAAGACAGGGTCCTACTG
TGTGGTCCAGGCTAGCTTTGAATCTGTGGTCCTACCCTACTGTGTGGTCCAGACTAGCTTTGAATCTATGATCAT
CTATTTTTGTCTTGTCTCACATTGCTGGGATTATAGGTATGTGCTGCCATGCCTGACTACAGGCTTGCATATAAA
CATGTTTTCTAGATATATATTTAATTTTTCTTAGTTATTTCTTCAGAGATTGGATGTGCTTTCTAGGAAGCCAGA
AAATGAGACTTAATAAGTGATTGCCAGCAAAATTTTCAGTTTGGCTTCAGTGTACTCAAAAGTTTTCCATGGTGC
CCAAATGTTCAGTAGACTTTTGATGAGGCTGAACTTACTCAGATATCTTGATACTGTCATTCTGAAATGTTAGGT
GTCACCACATGGGTGTTGTGTAGTAAGAAAAGATAGCTGGACCCTGTTCTTCTGCTCTAGGTAAGGTCTCATGTA
TTGCCCCAGGGTGTGCCACAGTCCTCTTTTTCAGCCCCTTTAGTAGCTGGGCCAGCAGCTTGCCCTGCCACACTC
ACTTTATAGCATGAGTTCTAAAAGATTTTACATATATATATGAAAACCCTTACATGTATGTATGAATGTGAATGT
ATGCCATGTGTTACTGCAGTGTCATGGGGGCCAGAAGAGGACATTATCTGAAGCAGGAGTTGAAGGTGCTTATGA
GCTGCCTGACTCTGGTCCTCGGGAAGAGCCAACTAAGTGCTCTTAACCAGTGAGCCGCCCTTGCAGCCCCTAGCT
TGAATTTTTAAAAATTCTGTATATATAATGAAAAGTTTGCTTGCATGCATGTATGTGCATGAGGTGTGCACCAAA
GGCCAGCCGAGTGCATTAGATTCCGTGCAACTGGAGTTGTGGATGACTGTACCACCTGGGAACTAAACCCAGGTC
CTCCGCAAAGAGCAAGGCCCAACGCTAGCTTGAACTCTTTTAATTAATTTTGACAGAGCTTTACTTGATTTATAA
AGAATAATTTCAATTTGTTTTCAAATTTTAATTTGTTTTTCAAAGTTAATGGAGTTTCTTGGACTAATGAGAACC
AGAGACAAAAAAGCCATACATTTAATTGTCGTATGTTGATGAAAACACACGACATTTTGGAAGACGTGAATGCCA
GTCCCGAAACACGCCAGAGATATGAAACAATGCAGTGCTTTGCCCTGTCTCAGCCTCGCGCTATGCTGGAAGAAG
GAGAAGGTGAGAGGCGGGTCCACTGTGCTGATCCTAACCTTTCTTACTGATGTTGTATTCCTGCTCGCCCGTTAG
TCACAGCTAAAGCCACTGTAATCCGACCTGGTGACCTTTCGTTGTAGACTTGCAGTGCTGTATGATCTGCGTGGC
TCGCCGCGTGACTGCGCCATTCCCATCCAGTCCTGAGAGCTTTATTACCAGACATGACCTTTCCGGTAAGACCAG
TCTTCACTGGGAAACGTTATAAAGTGTTCTTATTCCTCTGGTTCTGCGTGTGCATGAGTGTGTGCACTGCTGGTT
CTGTGAGTTCACAAGTGTGTGCACTTTTGACAAGGTCACTCTTCTTCCACCTGGGGCTCCTGGCATGGAACAGAG
GTCCTCAGCAAGCACCTTACACGCTGAGCTCCATTTCTCAGCCCGGTCTTACACGCTGGGCCTCGCCACCTAGGT
CTCCTCCTGTGTGCTCAGAGTGAATCTGGCTCTCTGTAGCTCCAGACATACATTTCTATTTGTTACGTGATCTGT
CGGAATCAGCCTCTTCTTGAGTGTTTGCTCTCTCACTTTCTGTGTCTCTCTGATTTGGCAGTCTTATTTTCTCCT
CTAAGTAAACGCTAAGTATAGTCAAATACCCTTCCTAGCACCAGCGCATTATAAAAGGCTCATCCGGTGCAGAGG
GGTGCAGAGGCGTGCTTCTTACAAGGAGCTTTGCTTACAGCTAGTTGGAGAGCAGCCACCAGCTGTGTGTGAAGG
ACAGAAGGCAGAGCTGAGATTGTCTCCTTTATGTCATTCTCAAATGCGAGTCAGTTAAGCAGCAGTAGGCTCTTC
TGGACAGGGTTAGAATCTTCTGTTTTTATCTTTAATAGGAAAGGTTGTCAATATAGATACAAACTCACTTAGATC
TTCCATGAGGCCTGGCTTTGAAGACATAATCCGAAGATGTATCCAGAGGTTCTTCAGTCTGAATGATGGGCAGTC
ATGGTCCCAGAAGCGTCACTATCAAGAAGGTGAGGGAGGCGTTTGGGGTGGATCTTGGTGCTGATGTTGATGGTG
CTGTAAAGCACTCACTGTGTGCTCAGTCCTCGTCCTGCTCTTTGGTGGTTGTGGGAGAGGGAGTGGTTTCTGAGC
GTAGCTGTTCTATACTTTTGTGTATTTCCGCGTAATTTAACACAATTTTGTACTCGAAGCGTGATTCCTCCTCGT
CTGTTCCTGTCTGCCTTGGTCTAGTCTCAGATGCTAGTGACAGTGTGCTTCCCCCTCCGTAGCTTATGTTCATGG
CCACGCAGAGACCCCCGTGTATCGTTTCTCCTTGGCTGATGGAACTATTGTGAGTGCGCAGACAAAAAGCAAACT
CTTCCGCAATCCTGTAACGAATGATCGTCACGGCTTCATCTCGACCCACTTTCTTCAGAGGTGATGACACTAAAG
CACCCTTGTCCCCACGATGCTTTGCGGTTGATTTGCAGGGAGAAAAGTCAGGGAAGCTGTTGGATTTCGTGAAGT
GAATTTAGGTTCTTAAGAGTATGTTTTCTTTAAGGTTATATTTTTATTTAAAAATTAGTATTTTCTACTAAATAA
CTGCTTCCCGATTAAGGCCAGGGTATGTGTGTGTGGGGGGGCTGAGGTGAGGGTGGTGGATGGGAGAGTAGTGGA
CTTGTTACCTTTCACTTCTAGTGTTACATTTACATTGCTTCCAGGGACTGGAGTTTGAATAGAAGGTAGAATACA
AATGTAATTACTAGCTACTAAAAGGTAGTAATTACTGATGTTACTAATGGTGAACAAACTGCATAGGAAGAGGTT
CATTCATTGACTGTCTTAAGGCCAAGCCCCAGATATGGTCGGCTGTAATGAGGCCTTGGAGGCTCCATAGCACAT
GTCTGTCAGAGCCACTCAGCACTGATGTCACTCATTTAGATCTTGTGGCTCATCTAAACTGTTAGGGATGCAGCT
TAGCTGGTAAAATACCTTCCTTGCATGATGCCCCAGGTTCAGTTCCCAGCACAGTATAAACTGAGTTTGGGAAAA
ACTCCTGTGGTTTTTCCCCAGGACTTGAGAGATAGAGGCAAAAAAAATCTTCATAGTGACTTCGAAGCTCATCTC
AAAACAAAGAACAAACAAATAAACAGCAACCAACCAAAAAAAAAAAAACCAAAACAAACAAATACCATATTTGAC
ATCTGGTGGTGTGACCTGTTACCCTAGCTACATGGGAGGCTGAGGCAGCAGCAGGACCTCAAGTTCTGGGCCTGG
CTGAGTTAATGAATGAGTTCAAGACCAGACTCGGTAACTTTGTGAGATGAGACCCTGTCTCAAAATATCAATGGG
CTTTGGAGTAGAGCTCAGTACTGGAGAGCTTGCTTAGCGTGCAGGAGACTCCGCATCCCCAGTATATCAAAACAG
GAAAAGGAGGGGCTAGAGAAATGGCTCAGTTACTAAGGACACCTGTTCTTAAGACCTGAGTCATAGC
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2.4. Floxed fragment (2.1 kb)

ggccggccataacttecgtataatgtatgctatacgaagttatttaattaaACCCATACGCTGACCTACAACTCTC
TAACTCTGATTCCAGGGGATCCAATGCCGCCTTCTGACCCCCACAAACAGTAGGCATGCATATGGCAAACACACA
CACACACACACACACACAGACAAAATACCAGTGTACACGAAATATGTCTATAAGCTAGAAAAGCAAGGCAGAGTA
TTGCTGGGTTGGCTTGGTGTAGCCCCAGAATTGGGTTTCCCACTTGGTACTGGAGTGACGCCTAGTGTCTGCTCC
TGGACAGCTCCTTCCCGCTCTCTTCCTTCCCTTGCTGGCTTTTAAAGGAAAACTTGCGTGTGTTTGTTTGCAGAG
AACAGAATGGATACAGACCAAACCCAAATCCCGCAGGACAAGGCATCCGACCTCCTGCAGCAGGGTGTGGCGTGA
GCATGTCTCCAAATCAGAATGTACAGATGATGGGCAGCCGGACCTATGGCGTGCCAGACCCCAGCAACACAGGGC
AGATGGGTGGAGCTAGGTACGGGGCTTCTAGTAGCGTAGCCTCACTGACGCCAGGACAAAGCCTACAGTCGCCAT
CTTCCTATCAGAACAGCAGCTATGGGCTCAGCATGAGCAGTCCCCCCCACGGCAGTCCTGGTCTTGGCCCCAACC
AGCAGAACATCATGATTTCCCCTCGGAATCGTGGCAGCCCAAAGATGGCCTCCCACCAGTTCTCTCCTGCTGCAG
GTATCCACAGCTGCGTTTTCCTTTGCTTCTCTTTTCTTTCCTCACCAGTGTCTTTGGTAATAGGAAAAGAGGTTG
TGTCTGACCATCTCTCACGACCTTTCTCCATATGCAGGTGCACACTCACCCATGGGACCTTCTGGCAACACAGGG
AGCCACAGCTTTTCTAGCAGCTCCCTCAGTGCCTTGCAAGCCATCAGTGAAGGCGTGGGGACCTCTCTTTTATCT
ACTCTGTCCTCACCAGGCCCCAAACTGGATAATTCTCCCAATATGAATATAAGCCAGCCAAGTAAAGTGAGTGGT
CAGGACTCTAAGAGCCCCCTAGGCTTATACTGTGAACAGAATCCAGTGGAGAGTTCAGTGTGTCAGTCAAACAGC
AGAGATCACCCAAGTGAAAAAGAAAGCAAGGAGAGCAGTGGGGAGGTGTCAGAGACGCCCAGGGGACCTCTGGAA
AGCAAAGGCCACAAGAAACTGCTGCAGTTACTCACGTGCTCCTCCGACGACCGAGGCCATTCCTCCTTGACCAAC
TCTCCCCTGGATCCAAACTGCAAAGACTCTTCCGTTAGTGTCACCAGCCCCTCTGGAGTGTCCTCCTCAACATCA
GGGACAGTGTCTTCCACCTCCAATGTGCATGGGTCTCTGTTGCAAGAGAAACACCGGATTTTGCACAAGTTGCTG
CAGAATGGCAACTCCCCAGCGGAGGTCGCCAAGATCACTGCAGAGGCCACTGGGAAGGACACGAGCAGCACTGTT
TCCTGTGGAGAGGGGACAACCAGGCAGGAGCAGCTGAGTCCTAAGAAGAAGGAGAATAATGCTCTGCTTAGATAC
CTGCTGGACAGGGATGACCCCAGTGATGTGCTTGCCAAAGAGCTGCAGCCCCAGGCCGACAGTGGGGACAGTAAA
CTGAGTCAGTGCAGCTGCTCCACCAATCCCAGCTCTGGCCAAGAGAAAGACCCCAAAATTAAGACCGAGACGAAC
GAGGAGGTAAGGTACTCTCTGTTCCAGCCCTTCATTGGTTTCTTCATTTCTGTGTTATAAACATTGCCTTGTTAT
ACATTACAATTGTTAATAACTAACATAAATGGTTAGTTTTTAATTGAAGGATAACCTTGAGGTTTCATTCACTAT
ATAGTTACTGTGTATAGTTTGAGTGTGTGTGTGTGCGCGAGAGAGAATGTGTGTGTGTGTGTGTGTATGTGTGTG
TTTGAGAGAGAGAGAGAGACAGACAGACAGACAGACAGACAGTTTGTGTGTGTGAGGGGGTGGTGGGACTGAAGG
TTGAACTCcaccggtgataacttcgtataatgtatgctatacgaagttat

2.5. PGK-Neo region

gcggccgggaagttcectattctctagaaagtataggaacttcgecggccaattctaccgggtaggggaggegettt
tcccaaggcagtctggagcatgcgcectttagcageccccecgectggcacttggecgectacacaagtggectectggecteg
cacacattccacatccaccggtagcgccaaccggctececgttetttggtggeccececttegegecaccttetactect
cccctagtcaggaagttcecccecceccecceccecgecccecgcagcectecgegtegtgcaggacgtgacaaatggaagtagcacgtetce
actagtctcgtgcagatggacagcaccgctgagcaatggaagcgggtaggectttggggcageggeccaatageag
ctttgctccecttcecgectttectgggetcagaggctgggaaggggtgggteccgggggcecgggctcaggggecgggctcagg
ggcggggcgggcgcgaaggtcecctceccggageccggcattectgcacgecttcaaaagecgcacgtectgeecgegetgtte
tcctettectcatctecgggectttecgacctgcageccaatatgggatcggeccattgaacaagatggattgcacgce
aggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctectgatge
cgccgtgttcececggctgtcagegcaggggegeccggttetttttgtcaagaccgacctgtecggtgecctgaatga
actgcaggacgaggcagcgcggctatcgtggctggeccacgacgggecgttecttgegecagectgtgetecgacgttgt
cactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctectgtcatctcaccttgetece
tgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggectacctgeccattega
ccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaageccggtcttgtcgatcaggatgatctgga
cgaagagcatcaggggctcgcgccagceccgaactgttegeccaggctcaaggegegecatgeccgacggcgaggatet
cgtcgtgacccatggcgatgcectgettgeccgaatatcatggtggaaaatggeccgettttectggattcatcgactg
tggccggctgggtgtggcggaccgctatcaggacatagecgttggectacccgtgatattgectgaagagettggegyg
cgaatgggctgaccgcttcctecgtgcectttacggtatcgecgectecccgattcgcagecgecatecgecttetategect
tcttgacgagttcttctgaggggatccgectgtaagtctgcagaaattgatgatctattaaacaataaagatgtcecce
actaaaatggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaagg
attggagctacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttactattge
tttatgataatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattcctcecc
cactcatgatctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaa
gtactgtggtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagecctctgttccacatacactte
attctcagtattgttttgccaagttctaattccatcagaagctcgataccgtcgagataacttcgtataatgtat
gctatacgaagttatgaattcgaagttcctattctctagaaagtataggaacttceccgecggatccatcgaccece

tgcagg
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2.6. 3’ homology arm (3.9 kb)

AAGATGTCATGTTTGCTCTGCAAAGATCTTTACATGCTGAACCATTCTACTGGCCCTATAAATAAGTTTTTAGTG
GCCAGTTAGAAGTATTTTCATGGAAGTGGCTACGTTGGAATAAGCAGTTTAGGTTGTTAAGGACATGGTAGATGT
TATTGGGAAAAGTTTGAATTTATCAGCATCATTTCCCCCCCCTCAAGAGTGAGAGTTCGCCTGGCAGTGGTGGCA
CACGCCTTTGATCCCAGCACTTGGGAGGCAGAGGCAGGTGGATTTCTGAGTTCAAGGCCAGCTTGGTCTACAGAG
TGAGAGTTCTAAGACAGCCAGGGCTATATATATAGAGAAAGCCTGTCTTGAAAAACGAAAGAGAGAGAGAGAGAG
GGAGAGAGAGAGAGAGAGAGCGAGCACCTTTTTCATGCATATTGCATGTTGTACAAATGCATCTTACTAAGAGTA
AGCACTCTTCTAGCAAGAACAAGAAAGACTAGTGTTTCATAGGATAGGGCACAGACCTCTCTTCACCATATCCAA
GCTGGGTCCCTTGCTGTGTGCCTGTGAATACCTTGTTAAACACCACTTACCAATACATTTTCAGAAAAGTTACTC
ATAGGTGGAGGTTTCTGCCAGCTAAGGATGAATCCTCCCTAGCCACTTGTCCTGGGAAATAGTGGCAGAGCAAAA
AGTGCAGTGTGGGCCAGCAGAGCCCAGGGATTTATCGAAATGGCTATCCTTGCAGTGAAGGTGGAGATAGTGTGT
GTGTGTGTGTGTATGTGTGTGTCCCAAGACAGCAGCCTCTGTCCTGGTCATTGTTATCTCTGGTAATGGCTTGTG
GGTTGCTGCTTGGGTTTGTTTGTTTTTCCAGAGCTGAGGACAGAACTCAGGGCCTTGTGCTTGCTTGCTAGGCAA
TCACTCTACCACTGAGCTAAATCCCCAACCCTTATTTTTGTTTTTGTTTGTTTGCTTGCTTTGTTGTTGGTCTGT
TTTCTTTGGAAAGGGAGAGTCTCACTGTCTGTCTCTGGCTGTCCCGGAACTTAGTTTGCTGGGATTCAATGTGCG
CACTACCAGTCGTTCTTTTTTTTTTTTTTTGGCTGATGCCTTGATAGCTGCATCTGGTGTTACATACAGAATAAT
TTAAAAGGTTCATTTTCAGGTATCGGGAGACCTGGATAATCTAGATGCCATTCTTGGAGATTTGACCAGTTCTGA
CTTCTACAACAATCCTACAAATGGCGGTCACCCAGGGGCCAAACAGCAGATGTTTGCAGGACCGAGTTCTCTGGG
TAAGGAAAACCAGAGTTTTTCTTTTTTGAAAGGTGAGGTTGGGTGGGGCTTTGTGAGGAGCCGAGGTTGCTCAGA
GACAGACGTCCCAATGCAGGTGCTCCTCACTCGGTACAGTCGCATGTTCGCTTCCACCACGACCAGGAAGCAGCT
GGAGGCCAGGCTGGCCTCTGCCTCCAAGTGCTGGGATCACCATGCCCGGCTCAGTAATTATTTATTTTTTTTTTT
TTTTTTAAATTAAGTATAATACTTTTGGAAACAAGACGTTCTTTATTTTCAAGATTTATTTATTTATTATATCTA
AGTACACTGTAGCTGTCTTCAGTCACTGCAGAAGAGGGCGCTAGATCTCGTTACAGATGGTTGTGAGCCACCATG
TGGTTGCTGGGATTTGAACTCTGGACCTTCGGAAGAGCAGTCGGGTGCTCTTACCCACTGAGCCATCTCACCAGC
CCCGGCTCAGTAATTATGATTCTTAGAGAACACATACCTGGGCCTTGGGGTAGACTTCTTCTTAAACATGGAGAA
TTGGGTTAAATGACCCAAACTGGATTAAATATGTCATTTTTGGTCCTTAAAGAAGGTCCTTGTATTTAACCCTGA
GAGGTGCCTCTTCTCATTGTTTTGGTCTTTGCAGGAACCCTTCTCTCCCCCTTCTTTGTTTCTTTCTATCTTTTG
CATCAGACTCCTCTCCTCCCCTCTCTTTCTTTGAGAAAGGGTAACCCTGGCCTTGAAATCACCAAGATTCATTTG
CCTCTGCCTTCTGAGTGCTGGACTAAAGGCATGGCCTCCACACTTACTTAATTCCTTCCTTCCTTCCTTCCTTCC
CTCCCTCCCCCCCTCCCTCCCTCCATTTTTTTGCAACAGGGTCTCATTACCTTCAGTTTTACTGTTTCCTAAACT
GACTGGTCAGATTAGTCAAAGAGGTTGGGAAGAAACTGTGCACTTATTTGATTGGAAGGCAGCTTAACTTTTTGT
TTTTATTGTAAAATTGTAAGTAGAGAATCTACTTCATAAGTGCGTACGTGGAAGCATCTCTAGGAATTAAAAGCA
TCTGTCCATTTTCTGTCTCCATCTCCCTCCTTCCTTTGTGTTGTTGGGCATCTGCATTCAGAGTCTCATGCTCCT
TCAACATGGCCTACTGAGCCTCAGTGCTCAGCCTTGCCGTGGCATTCTGAGATAGGCATTGGACATGACCGTATT
CGGCTACAGCTGAATGCTAGCTAGCACTTTGGCCAACATACAGACTTTTGTTTGTACTTTATTTGGAATTTGGGT
TTTTTCTTTTCTTTTTGACATAAATATTTATTTTGTAGAAGAAAATGGTAGTGTTTGTTTTTATGAGAAAGGCTT
TTTGTAGGGGGCTTAGTGTTTGATAGTTGCCCTTGATTATACTAATGTGGCAAGCTTCTGTGTTTTCAACAGGTT
TGCGAAGTCCACAGCCTGTGCAGTCTGTTCGTCCTCCATATAACCGAGCGGTGTCTCTGGATAGCCCTGTGTCTG
TTGGCTCAGGTCCGCCAGTGAAGAATGTCAGTGCTTTCCCTGGGTTACCAAAACAGCCCATACTGGCTGGGAATC
CAAGAATGATGGATAGTCAGGAGAATTACGGTGCCAACATGGGTAGGTCATGTCTAAGTGTGGTCATTTCCTTAA
ACATGGAACTCAAGTAACAGCCTTAATATTTTAATTTATTATTACTATATTTTTAATATAGTGCTCCTTCCATTG
AACCATGGTGTCTTTTAAATATCCCGTTGGTTCAGAACACCTTTCTAACCTGTAACAAATACGTGAGAGTAGAGG
CTTCTAGATACTGTCTTTGTAGGTGACAGCCCTACTCTCAGGGTGACAGTCCTGGCTACTGTAGTAAATAATGGT
TCTCCCAGTGCACGAAGGGCTTTTGTGTGATGTGCTGGGTCAGACCTGATGAGCCCTCCCTAATTTTAGGCCCAA
ACAGAAATGTTCCTGTGAATCCGACTTCCTCCCCCGGAGACTGGGGCTTAGCTAACTCAAGGGCCAGCAGAATGG
AGCCTCTGGCATCAAGTCCCCTGGGAAGAACTGGAGCCGATTACAGTGCCACTTTACCCAGACCTGCCATGGGGG
GCTCTGTGCCTACCTTGCCACTTCGTTCTAATCGACTGCCAGGTGCAAGACCATCGTTGCAGCAACAGCAGCAGC
AACAGCAGCAACAGCAACAACAACAGCAGCAACAGCAGCAGCAGCAACAGCAGCAGATGcttcaaatgAGTAAGC
TGTCCCTTTCAATAAAAAATGGAAATCCCCTTTTTCGGCATAGGGGCAGGGTTGAACACAGGGTTTCTCTGTGTA
GCACTGGCTGACCTGAAATTCACTCTGTAGACCAGGCTGACCTTGAGAACTCAGAGATCCACCTGCCTCTGCCTT
GTGAGTGTTGGAATTAAAGGTGTGTGCCACCACCTGGCTGAAAATTTTGATTTGCTCCCCCAGGAACTGGTGAGA
TTCCCATGGGAATGGGAGTCAATCCCTATAGCCCAGCAGTGCAGTCTAACCAACCAGGTTCCTGGCCAGAGGGCA
TGCTCTCTATGGAACAAGGTCCTCACGGGTCTCAAAATAGGTAGGGTTTTATTTTGGGATGTGGGAATGCTTGCA
CTGGA

2.7. Vector backbone sequence

ctcgagggggggcccggtacccaattcgecctatagtgagtecgtattacgecgecgectcactggecgtegttttaca
acgtcgtgactgggaaaaccctggcgttacccaacttaatcgceccttgcagcacatcceccecectttegeccagetggeg
taatagcgaagaggcccgcaccgatcgcececcttcecccaacagttgegcagectgaatggcgaatgggacgcgecctyg
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tagcggcgcattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgeccagegceccecctagecgcec
cgctcctttcgetttetteccttectttetegecacgttecgecggectttececcgtcaagetctaaatecgggggcet
ccctttagggttccgatttagtgectttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtag
tgggccatcgccctgatagacggtttttegecctttgacgttggagtccacgttetttaatagtggactecttgtt
ccaaactggaacaacactcaaccctatctcggtctattecttttgatttataagggattttgeccgatttecggecta
ttggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgcttacaatttaggt
ggcacttttcggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatceccgete
atgagacaataaccctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgte
gcccttattceccttttttgeggcattttgecttectgtttttgetcacccagaaacgctggtgaaagtaaaagat
gctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagtttt
cgccccgaagaacgttttccaatgatgagcacttttaaagttctgectatgtggegecggtattateccegtattgac
gccgggcaagagcaactcggtcgceccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaa
aagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggcec
aacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaact
cgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgectgtageca
atggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaacaattaatagactgg
atggaggcggataaagttgcaggaccacttctgecgectcecggecccttecggetggectggtttattgectgataaatcet
ggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagecctececgtatecgtagtt
atctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgatt
aagcattggtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaa
aggatctaggtgaagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttegttccactgageg
tcagaccccgtagaaaagatcaaaggatcttcttgagatecctttttttetgecgegtaatctgetgecttgcaaaca
aaaaaaccaccgctaccagcggtggtttgtttgeccggatcaagagctaccaactcttttteccgaaggtaactgge
ttcagcagagcgcagataccaaatactgtccttctagtgtageccgtagttaggccaccacttcaagaactctgta
gcaccgcctacatacctcgctctgctaatcctgttaccagtggectgectgeccagtggecgataagtecgtgtecttace
gggttggactcaagacgatagttaccggataaggcgcagcggtcgggctgaacggggggttecgtgcacacagecce
agcttggagcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttecccgaa
gggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagecttccaggggga
aacgcctggtatctttatagtcctgtcgggtttcgeccacctectgacttgagegtcgatttttgtgatgetecgtca
ggggggcggagcctatggaaaaacgccagcaacgcggcectttttacggttecctggecttttgetggecttttget
cacatgttctttcctgegttatceccectgattctgtggataaccgtattaccgectttgagtgagetgataccget
cgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgeccaatacgcaaaccgcect
ctccceccecgcecgegttggecgattcattaatgcagetggcacgacaggttteccgactggaaagcgggcagtgagege
aacgcaattaatgtgagttagctcactcattaggcaccccaggctttacactttatgecttcecggetegtatgttyg
tgtggaattgtgagcggataacaatttcacacaggaaacagctatgaccatgattacgccaagcgcgcaattaac
cctcactaaagggaacaaaagctggagctcgcggccgcggcgcgec
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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: 240
Number of positive: 2

Reference of clone used to generate the mouse line:
clone K285-70

3.2. PCR data on positive clone:

3.2.1.PCR screening strategy

& PCR Screening Strategy

Wildtype Allele [ ///l/ |
(WT)
Targeting Vector ' }} ’ ’
(HR) 5:42kb FA:2.1kb 3:3.9kb
Targeted Allele J ,m, ) | : / ,/
(TA) LF»—wLr /
loxP PCR
Nl — e <«Er
3’ external PCR

Primers used for PCR validation of ES clone

) FRT
) LoxP

Primer PCR
PCR Primer sequences \-/N’L product
Name .
size
Lf  CAGCAGCAGGACCTCAAGTTCTG WT: 0.31Kb
LoxP - 0.
Lr  GGTCAGAAGGCGGCATTGGATCC TA: 0.36kb
3' Nf AGGGGCTCGCGCCAGCCGAACTGTT T AE.2Kb
external | Er  GCACAAGAAGGCCCAAGATGCACTC o
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3.2.2.Picture of PCR on positive clone
3’ external PCR (5.2kb) ladder

A: WT clone
B: clone #70

LoxP PCR (WT: 0.31kb/TA: 0.36kb)
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3.3. Southern data on positive clone:

3.3.1.Neo Southern strategy

& Southern Screening Strategy

Targeting Vector | } }
‘ 5:42kb  FA: 2.1kb 3:3.9 kb

\\W7

e

//

Targeted Allele |

5'arm digest

== 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 digest EcoRl / 8.9
Neo 3’ arm first digest Aflll / 10.9
3’ arm second digest Sacl / 9.1

Three different digests are used to validate correct HR event. One digest validates 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

DL I
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3.3.3.External probes Southern

] Southern Screening Strategy

Targeting Vector ; ’ ’ ’
Targeted Allele I >
e j______ _ _Sdigests
Wildtype Allele  mm .
ONT) J J
e Scigests
mm 5 external probe ) FRT
) LoxP
Digestion used to validate with 5’
Probe Name Genomic DNA WT allele | Targeted Allele
digest (kb) (kb)
5'external |5’digest EcoRI 11.9 8.9
Primers for probe synthesis:
5’ probe
TGAGACGTTGTAATGTTAGCACAGG
AACACCCTCATCTTGGGCTCCAGTC
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3.3.4.Picture of Southern with external 5’ probe

5’ external probe ladder
10000
/ 8000
="
A
<«——11.9kb —_— 4 90
10kb  —> 6 okb — | 3000
8kb  —» et £ g%g
W s | 1500
5k —p o 1000
s = 750
4kb —> d B Sm
35kh  —p
N
kb
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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/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) Lf Lr Er

Conditional Allele //
(In vivo FLP Deletion) — //
(cKO) H
/ D FRT
Knock-OutAllele I 7 /
Conditional after inducible Cre Deletion ? » ? // } LOXP
Constitutive after in vivo Cre Deletion — .
(KO) primer
Sequence of primers used for genotyping
Position | Primers Sequence
Ef 2042 GCCAAGAGAAAGACCCCAAAATTAAGACC
Er 2043 CCACTTCCATGAAAATACTTCTAACTGGCC
Lf 2039 CTCAGTACTGGAGAGCTTGCTTAGC
Lf 2040 CAGCAGCAGGACCTCAAGTTCTG
Lr 2041 GGTCAGAAGGCGGCATTGGATCC
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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 loxP | 2040-2041 | Lf/Lr 361 311
Excision of the selection 2042-2043 | Ef/ Er 581 450
marker
Excision of the floxed 2039-2043 | Lf/Er 2397* 365 2216*
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:

- FastStart PCR Master (Roche)

- DNA (50ng/ul)

- 5" primer (100 pM)
- 3 primer (100 pM)

- Sterile H20

Cycling conditions:

Temp
95°C
94°C
62°C
72°C
72°C

20°C

Time
4min
30s
30s
1min

7min

5 min

#Cycles

34

1

1

Volume:
7.5l

1.5ul
0.06pl
0.06pl

up to 15 pl

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

=  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
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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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