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1. Schematic representation of the locus

1.1. Overview

& Overview Targeting Strategy
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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 exons 5 and 6

Nr3c2 gene (also named MR) 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=15265

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> FRT>
exon5 exon6
= P ' “—> = |
5 Arm: 4.1 kb FA: 2.3 kb NeoR 3"Am: 3.2 kb

Nr3c2_Strategy.gcc

(11741 bp)
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2. _Construct used for homologous recombination in ES cells: Nr3c2 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

Nr3c2_Construct.gcc
(14584 bp)
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2.3. 5 homology arm (4.1 kb)

TACAATTACACTTGGCCTGTGGACCAATTGTAACAACAACAATGATAATAATTAATAATAATAATAATAATATAA
TCCTATACAGACAGCATCTCTAGTATCTTCTGCCAAGCCCTTAATTTTCAAGAGATCCCAATTTCTAACTCGGAA
GAAAGCAGAAGTGATAAGTAAGGTACTTGGAGAGTCTGTGTATGCCAGCGCCTCACTGGAGGTGATGGTAAAAAA
GAATGGATTCTCTTCCCAGGGGCCATCACTGAGGCAATGTAGACTTCTGTCGGAAGGGTGCTCAGCGTTCTCATC
TCCCTCAGAGGTTGAATACACCAAAGAGGATATCGTGTCACACAGGGAAGTAGCCCCAGTCTGTGTGGAGTACCA
CAAAGGTGCTTCCAGTTTGATGTTCTGATTATTGGTCAGGGACGGAAGCAGGGCCTCCCATTGCCAGATCTCGTG
GAGAGAATCTATGGAGTTCTGTTTGCTAGCTGAGCCAGGAGATAGAAGGTGCCAAGGTATTGCCAGTAAGGCCTT
GGTACCGGAGGGCAACCCCTGAGCACACACTGCATTCTGTAAAATCCAATATGGATAAATGAAATTCCTCTTTCA
AGTGAATCTGAGTGGGGGTGAGAGACATTTACATCCATGTGTATGAAACACACGGGGGAGGGGGAGGGAGGGAGG
GAGGGAGGGAGGGAGGGAGGGAGGGAGGGAGAAAGAGAGAATGAGTGCATTGCTGTTGCTGGCAGGACAGAGTGT
GGCTCTGACCACCTGTGACTCTGAGTTCCCAAGCCCACTGACTGCTGATTCTACAGAATTTAAGAAGGAACCCTA
TGCAAATAGCCTGGTTCACTTTGAATAGGAGAATCACGCTCACTGAGGATCTTTAGCTAAAGCTGTCCCTGTGTA
ATGAGCAGACATCTTAATTACCCACTTGGATTTGAAGCTGGTGCCCCTCCTAAAACATTAAAAATGATAATAAGA
TGATAAAGAGGAGGATTAGAAGAGAGACCACGCAGCACAGAAGTGAGAGTCGGAGTCATGGCTGGACACAAATGT
TCTCTCTGTGCTTGCTAGCTCTGGAAGCCTCCTTCAGCACCTCAACTTTTTCACCTGAAAAAAAAAATGTCAGCA
ATAATAATAGTCACAGGTGGGTCCTGGTGAACACTGGATTTCTGGAAATATACAAGTCTGCTGAACTGTGTCCAG
ACACTAGATACTCAATAACTGTAACTCATTATTTCAATTTTTAAGTGTAGTAAGTTCACAAACGGATCATTACAC
AGTAGAAATTTTTCTTAGGAATAATTAGTGACTCAAAAATTTTATCTAAAAATCTCAGAAGTTTGTCTACATTTT
GTACAGGGACATAAACTGAGGCTTCATGTGTTGATACACTGTGAAATTAATGTTTAAAATGAAACAAAAATATTC
AATAAATATGTGTCAAGAGTTCACTTGTTATCATCATGGTACACAGGATGGTATCGTAAGAGTGTAAGATATCTT
CCCCATGTTCCCTGGGCTTTCAGAGAGATGCTGCACACGTGCATGCATGTGGCTGAAGAATCCACACCCCGAGGA
CATTGATAGCCTAAAACCGTCGGCAAATATGGACTATCTCTCAATGCCAAGCATCCTGGTGTGTTTACAAAGCAT
TACATGATGTTCAGTGAAATGCTAGATGCAGTGCTGAAACCTGTATACTCATGCTACAGGTGACAGACTGGAGAA
GACAGTCACTGTTCTATGATACTCATGACACTGATCTGAAATCAGACAGGAGAAATCAACACAACAAAATAGACC
TGGATATTAAGCAACTGTACACTTGATACTTAATTTTCAAGCAAATATCGTTTTAATAAGACGTGAAAGCGTCAG
CTATCACTGTTTCTGTCAGTCAGAATCTGCCCAGCATCCATCAGAGTCTCATCTTAGGAAGCACAAGCAAACCTT
AATGAGCTCATTCCTGGTTTTGTTTTCTACTGTTGGAGACAGTATCTCCCTACCGTCCAGCTTAGCCTTGAAATT
ACTCTGATGCCCAGACTGGCCTTGAATTAAAACTGTTTCTCTTGCCACCACCTCTGAAATTCTGAGACTGTAGAT
GTATAGTACCACACAGTGTCTAGAATATTTGTGCACACATGCACAGGTATGTGCACACATCAGTGCACATATGTA
TGGAAGCCAGAGATCTACGTGATGTGGGCCACACTACGTGTTCTCTTCCTTATCTCTTGAATCGGACCTCTCACA
GAGGCCCCACCACCCCCACCGTGTTTCAGGTAAACAACCTGAAGCTCAGAAAAGTTTCTATGTCTCAGAAGCTTT
AGGGATCTAACCTCCCAAAGGACCAGTGACTGCCCTGAAGGACCTGGCATTTGCAATTATTTAGCTGTTCAGTTT
TTCTATGGATCTGGTTGGCCAGTCGCTTTTCTGATATATTCTTGTGTGTTTTCATTCACACATCACCTTGAAGCA
TCCTGATTACCTCCACTACCGGGTCAGCAGCATGTGGATAAGAGACTGGTCCTCATTCAAATGGTGCTGAAAGTC
ATAGTCAGAATCCCCTGCCTCGGATCCTCTACCAACAGCAGGAGTCTATTAATAAATGACTATTTGCGACTTTAA
CACTGTGCACCCCAGTCCCACTCATCTCCCAGTCCCTCCGTACCCACCCTCAGCCCTTGCAACCTCCTCCCAAAA
GAAAACAAGACATTTTTAAAAATTAAAATTAAAAATGTGAAAACATCTCACCACGGAAGCTGCAGCGTGTCATGG
TGTGTCTCACAGTATGTGCTTTTTGTCTACGCGTCTTTGCTTAGAAATGCTCATTGCAATGGATTGTTGGTCTGG
TTCAAGGCTTCTGGCTTCCGTTATACCATCAATACTGGATTCTCACCAGACTCCTCGCTGATATCCTGTTGTTGC
CCTGTGTCATGGAGATCCTGCAGGTTTGGATCTGTAGAGCCATCCCCTTCACACACGCCAGCAGTTCATAGATGA
GGTGGATGTTGGGGTGGGATCAACTCAAAGCCTGGATCTGAGCCTGTGTGGTAGCTGAATTGGTCAGCCTGCCAG
CTTTCTCATGCTTCCCAGGCAAGGGGTGGGGTCAGCTCTCCCAGGCACATGCCATCAAGGCCAGCTCTCCTGTAC
CCATGCCACCAGGGCCAGCTTCCTGCACTGTCCAGGTGAGGGACAGAGCCGGCTCACCTGGGTGCCACAGCTGGT
GATGGGCAGGGTGAACTTAGCTCAGCCCACAGACATCAACAGGGCCATAGACAGCAGCCCAGACTATGAAGTCTT
ATGGCCTTTGGTGGTAACATGGGCCACAGACATCTACATAGACCCTGCTCTCTTGGTCTTCTGTTATCCCAGTCA
CATTGGTTAAAGGCCATGTAACAGATGTGATAAGCCTGTTCTTGGACGATGGCTTCGCTTTTAGCTGAATTGTCA
TTTTTTCTGTGGTCAACAAGATAAATATTAGTAGCTATAACTGTTATTGTAAATGATTATCCATACATCATGTTT
ACTAGTGTGGCACAGACCTAGTCTGTGTTCAGTGTCCGGTAAAGCTGGGATGCATGTTCCGATTAAGGAGAAGCT
ATGTCTGGTTCATGTAGAAGTTCTAAATGAATTGAAAGTGTTATAATAGTAAAATTAGTAATTAGCACAGCCATC
AGCTCAGCTTGGTTCTTCTGAGCTTTCTTTTGCTACCCAGTTACCTTTGCATTCGCCTCTGCCAGATCCCAAGAT
GTTAGCATTTGAAGCAATTGCTGTCCCTCCAAACACCATTTCCTGTGATTGGACAAACTCTGAAGTGCTATTCTA
AAATGAGAATCATAATAATTACTTCCCAAAATAATTGTTTAATTGGGGGTTTTGTGCAAGCCATTTAGAACCTGC
TTGGTATTAAGCATTCCATTTATTTCTTCTATTTTTATTTTTGTTGTGGGCCCCACTTGTATCGGCAATACAGTT
TAGTGTCCTTTTCTGTGAACTATCCTCTCTGTTTTGAGAACAGGAAGAGATTCAAGTCATTCTGCAAATGTCTGC
AGGTTTCTTTGGGTAGAAGGGGAGACCTGTGCCATATATCAAAAGCAAAAAGCAGGGGCTAGCCTGTTTCAC
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2.4. Floxed fragment (2.3 kb)

ggccggccataacttcgtataatgtatgctatacgaagttatttaattaaATAGTACTGACCTGGGAGCTTGGCC
ATTTACCTTAAACTATTTTGAAAGTAATCCTTTTGTACAGGAGTTTCTTAGGAGAGAGCCTTCCTTGATTGCAAC
TCAATGGCTTGTGGAAGTCAGTTGTCCCCATGCAATGTGTTCGAAATGATATGTGCGTTTGCCCTTATCCTTTCT
GATTTTTGCATTTCACAGCTCGAAAGTCAAAGAAGCTGGGGAAGTTAAAAGGCCTTCACGAGGAGCAGCCACAGC
AGCCCCCACCGCCACCACCCCAGAGCCCAGAAGAGGGGACCACATACATTGCTCCTACCAAGGAGCCATCAGTGA
ACTCTGCGCTGGTCCCGCAGCTCGCCTCGATCACGCGTGCGCTCACGCCATCCCCGTCCATGATCCTGGAGAACA
TCGAGCCCGAGATCGTGTATGCAGGCTACGACAATTCCAAGCCTGACACCGCCGAGAGCCTGCTCTCCACGCTCA
ACCGCCTGGCGGGCAAGCAGATGATCCAAGTCGTGAAGTGGGCCAAGGTACTTCCAGGTAGGACCGCGGGCTGCT
CAGGCTCCGCCTGACAGCGGGCCCTGTTGTCCGCTTTGCATAGCATCCTGGCATGAGTACCGAAGACTCATGGCG
GCAGAGTGGTGGCAGAAGTGGTGGTTCATTTCTTTCCTTCCAAGAATGCAGGCTTATAGTTCCGTTGTTCTTAAG
GCAGACACATGGATGGTTGCAAAAGAAAGGGATTACTTTGTCCCCAAGTAGTAATAGGTAAAACACATTCTGTTA
GTAAAGTCACATTGAGCTGGCTCTTGGCAGGACAGCACCTAGGTTTAATCGAAGCCTGGCAGGGGTTAGATAAGA
CACTCTAATCAACTCTTCTGGTTAATAAATAAATAAATCCTGCTTGGGACTCAAGAGATGGTGGGGAAAGTACCT
TCATACAAACTGAGTTTGGATCCTCAGAACTGACAATTACATTACATATGGTCCCCATCTCAGAGAAGTGGCAGG
CCTGTAAACCCCACCACTGGAGAGAGACAGAGACAGAGACAGAAGGATCCCTGGACTCAGGCCAGACAGCCTAGC
TCCACGTTCTGAGAAAGACCCGGCCTCAAAAGATAAAGTAGACAATGATAGACAAGCCACGCCCACATATGGCTT
CTCCATACTGCACCCACATGTCCGCACCTATACCTGTGCATGCACATGCATACACTTGCACATATGTCACAGGCA
AACAGAATCCTTCCCTGCCCTTAGCACCCACAAAGCACTCTCGAACTCTCTACCGGTGTTTATTTTCTGCCAGGC
AGGATTTTGTTAATGAGATCCTGTTAGCCTACAGAAACATCATGTAGAAATGTTTTCACATTGCCCTGGTCCATG
AGTTACCTGTGGTCAACCTGCAGCCTGAAGGAAAAATATGGGGGCTTCATCCCAGAAAATAGCATGACACTGCTG
GAAATAAGGAATGAGAAAAGCACAGCGGGGCCGAGCATAGATGCCCACCCTGCTGCAGAACACTGTCAACAGCTG
GTATCCCAGGCAACGGGGACCACAGAGTCAAAAAGACTAAAGTGGTCCTGCTCTTGCAGACATGCAGATGGTGAC
AGTTAACCCCCCCACCCACCCATCCAAGTCAGTGCTGTTGATTGTGTGGGATGAAGCAAGTGTCACAGGTGACTG
CAGTGTCTTCCAGCGTGCAGAACCTCAATGGACTCTTCCGTGTCATTTGTCCCAGCAGCTCCCCCACACACACAC
CAACCCCTCCGCACCAAGCATTTAGTGTGAATTTAAAATGAAGTCTGTGCAGAGCCAGGCGCACAGCCCCATAGA
TGTCTGTGGAATTGATTTGAGTCTGTTAGAGAAAGGTAGTGAAAGCCGACTTCTTCCTGGAATGTACTCACATGC
TAAGTGTCTTTCGGTGATTAATTGTTCTGTTCTCTAGGATTTAAAAACTTGCCTCTTGAGGACCAAATTACCCTC
ATCCAGTATTCTTGGATGTGTCTATCATCGTTTGCCTTGAGTTGGAGATCGTACAAACATACGAACAGCCAATTT
CTCTATTTTGCACCAGACCTAGTTTTTAATGAGTAAGTACCTATTAATTAGCCCTCATAAAACAAACTGCAGAAT
TATTTGTTATGCTGTTTTTAAAAATTATCTCTAAGCCAGATGTACAAGTGTGAAAGAATCTACTGAAACGAGCAT
TTTTAAGAGTTTAAATTATATTGAATTTTGAAAAGTTAAAAATCAGTCATTACAATGCTTTAACATACACAAGTC
TATCAATAACAAATCAGTATATGTAACTGTTACATCATGTATGTGGGAACTGTCCCAAGAGAGAGAGcaccggtg
ataacttcgtataatgtatgctatacgaagttat

2.5. PGK-Neo region

gcggecgggaagttecctattectctagaaagtataggaacttcgeggecaattctaccgggtaggggaggegettt
tcccaaggcagtctggagcatgcgctttagcagecccgetggcacttggegectacacaagtggectcetggectcg
cacacattccacatccaccggtagcgccaaccggctccgttctttggtggecccttcgegecaccttctactect
cccctagtcaggaagttcccccccgecccgecagetcecgegtegtgcaggacgtgacaaatggaagtagcacgtcte
actagtctcgtgcagatggacagcaccgctgagcaatggaagcgggtaggcctttggggcagcggccaatageag
ctttgctccttcgetttctgggctcagaggctgggaaggggtgggteccgggggcgggetcaggggecgggetcagg
ggcggggcgggcgcgaaggtectceccggageccggcattctgcacgcttcaaaagcgcacgtctgecgegetgttce
tcctcttectcatctecgggectttegacctgcagccaatatgggatcggecattgaacaagatggattgcacgce
aggttctccggccgettgggtggagaggctattcggetatgactgggcacaacagacaatcggectgetctgatgce
cgccgtgttccggetgtcagcgcaggggcgeccggttetttttgtcaagaccgacctgteccggtgecctgaatga
actgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagectgtgctcgacgttgt
cactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctectgtcatctcaccttgetcce
tgccgagaaagtatccatcatggctgatgcaatgcggcggcetgcatacgcttgatecggctacctgeccattega
ccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctgga
cgaagagcatcaggggctcgcgccagccgaactgttcgeccaggctcaaggecgcgcatgeccgacggcgaggatct
cgtcgtgacccatggcgatgcctgcttgeccgaatatcatggtggaaaatggecgettttctggattcatcgactg
tggccggetgggtgtggeggaccgctatcaggacatagegttggctaccegtgatattgetgaagagettggegg
cgaatgggctgaccgcttcctcgtgctttacggtatcgecgetcecccgattegcagegecatcgecttctategect
tcttgacgagttcttctgaggggatccgctgtaagtctgcagaaattgatgatctattaaacaataaagatgtcc
actaaaatggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaagg
attggagctacgggggtgggggtggggtgggattagataaatgecctgctectttactgaaggctctttactattgce
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tttatgataatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattcctcc
cactcatgatctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaa
gtactgtggtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagcctctgttccacatacacttc
attctcagtattgttttgccaagttctaattccatcagaagctcgataccgtcgaggaagttcctattctctaga
aagtataggaacttcccgcggatccatcgaccccctgcagg

2.6. 3’ homology arm (3.2 kb)

GATCCAGTTGGCACCGAGAACTCGCCTGGTCCAATGCCATGATTAATAGAAAGCGATCTCTTTCGTATCTGCTCC
AGTTGGAAAGAAGCTCATTTCTAGGAAATGTGAATATTTAAAGTGCCGTTTCCGAGCGCATCACAGAATGGGTCT
TTTGTTAACTGTACACAGCTGCTCAATGTGTTTTCCTGACAATCATAATTACCCTTCCTTTCGATCATAAAAGAA
GCCAGAACCTTATTCTGCAGTGAAACATTTCTTGTTTTATGATGTGTTTTAAAAGACTGAACAAATTTTAGTAGA
TTCTTCTCTTTGGCTATGAATGCTTTCCTATTTTGAGTTTACATTTTATTAGTGTTTGCATTTCACATTAGCACA
TTTCTTGTATGTTTATATTCCACAGTGCCTCTTTGTAATTGTTGGGTCAAAAAAATATTTAAAAGAGAGCACCGG
AATTATGATAGCAACTCCAGCCACCCTCTAACAGATGGTTCTGTCTAGAGACGTGAATATGGAGGCTTCTAGAAT
GAGGGTATCAGATGACAAATGGGCGGATGGTGAAGGAAAGGAACATTGTGCCAGGATACCACAATAACCCCTGTG
GTCATCTGCCAGGAACCCCAGCTCATATGGTTTACTGCCACAGTCATTTTCTTCCAAGGAAAGTGTAAAACTATC
ACAGGGTCTTGAGACAACTCCACTCTGGCAAGGGCTCAGAATAATGCTATCGTGGTATAAATTTTCCTCAAAAGT
AAAGCCAAAGAACTGGCATGCACATTTCAAAGTTACTTGGTTTTCCTCAATAATCAGCTGGCATTGCTAAACAGT
AAGTAACAGGAAGTATCAGAATCTCCTGGTGCCACCGGAAGGTTCTGTGCATTTGATTTCTGTTTGAACAGAAGA
TCAATGTGATCTGTCTAATCTTCCTAAGTATATGTATCGTGTTTTCATAAAGTGTGAATGTGAATACTCTAACAT
CTGAGATATTTTATAGCCATCATTATTTTGTAGACTCCCCCTCCAGTCCTTTTCACCCCCTCTCCTGCTGACATT
CCAAATACTTGGAGGACCCTGCCCCAATTCTAGCACCTGCAGTCTATGAGCTTACCTGTATTCTAGACAACCTTG
TCAGAATGCAATCATGCAGTATTTGTCCTTTCGTGCCTGGCTTATTTTCATTAAACATAATAATGTCCACGTTTA
CCCACCCCGAAGCATGTCTTCAGTTTGCATGCCTTTTCATGGCTGAGCAGTATTCCCTTATTTATATGTAGTTTG
TCCTCATTATTTATATATTCTCTCCCTGAGAATTTGACTGTTGGTGGTTACATCTGGTTTTAATCTCACTACAAA
TGCACACAGTAACTTATCCATCATTATGGCACATGTAGAATGCAAAATAAATGTCACTATCGAGGGCACATTGCA
TCAGGGAGCAAAGCAGGCTGTGCTCTGCCTTTTTGAGACTGTGCACAAGCCTCTTATATGATTTCTTGTCTTTGC
TACATTGTCTGCACTTTTATGCTTTTCTTGGTAATGTCCCTGTTCAAAATAGGCAGAGCGCGCAGGGCTGCTGTG
CAGCCCAGTGCCTCTGAGCTCAGCAAGGCTGGAATGGTGCCACGTCGAGAGGAAAAGCCTCATCACACAGCCGTG
AGCTATCTTGATGTTGCTGTGAGTTCTGTGTTGATTCGGCAGTGGATATTAAATAATGCATCTGATCAGAAATAC
ACGCCGAACAAGACTACCTATAGAACAGCCAAGAAACAGAGTGCCCAGAGGCACAGTGGGTCCTCACCTTCAGGT
GCCCCTTGGGAAATGGCTCAGTATTCACTGAGTAGGTGTTTGCCTTGCATTCATAGAGCATAGCTGTAGAAAACC
CAGAAAGCTGAGTGTGTCTGCATGTGGCTGCCTGGCCACCTTTGAGTACAGTGGGTGTGCGAATACCTCTCAGAT
AGCTGTATTAGTTATTTTACTGTGGCTGGGATCAAACCTTCAGACAACAGCACCCGAAGAAAAAGTTCATTTTTG
GCTTAGGATTCCAGAGGGACAGAGTTGACATGTCAGGAAAGGCCTGGTGCCAAGAGAAAGAAGCTGCCTGACGCT
TCATCTAAATGCAGGCAACAGATGGGTTAAGAAACAGGTGGGGGAGTGGGTGGGCAGGGGAGTGGGGGTGGGTGG
GTATGGGGGACTTTTGGTATAGCATTGGAAATGTAAATGAGCTAAATACCTAATAAAAAATGGGGAAAAAACCAA
AAAAAAAAAAAAAACAAACAAACAAACAAAAAAAGAAACAGGAGGTTAGGTCAGGCTATAAAACCTCCAATCCCT
CCCCTCCTGGCATACTTCCTCCAGCAAGGTGTGGTCGCATAACTTTCCAAACCGTGACAGCAACTAGTGACCAAA
TAGCAAAACAGATGAGCCTCTGGGGGACACTTCTCATTCACATCCCCACGTTCTTTTCAATTCGGATGGATGCAT
ACCTGTAGTAGACCCTCCAGGCATATGCTAATTCTGCATTGCACTTTCTGAAAAATTCCAAGCTGTGTACACAGA
AGTTGCAACATTTTTACAACCTGCCAGCTGAAAACAGGTTCCAATTTCTCCATATTCATGCCAATAATTTTTCCT
TTGAATGTTCATCCTTTACGACCATTCCTTATAGTTGGGCATTGCGTGTCTCTGGGGACTAGTAATATTGGGCAA
TCTTGACAGGCCACTGATCTATTTTCTTTGGAGAAATGACAGCTCAGGGTCTTTTCCCATTGTTAGTTTAAGTTA
ATCATCGTGTTGCTCTTTGGCTCTGGTCCTTCACCTACTTTGGATATAAAATCTAAGTGATTTGTAATTCCTTAC
TCCCAGTTGTTACAGTCTCTTTGTTTCCACTTTTTGAAATTACAAAGTGTTTTGTTTTTTGTTTTGTTTTCATTT
GTTTGTGGGTTTGTTGTTGTTGTTGTTGTATTTGTTTGTTTGTTTGAGATAGAGTTCACATAGCCCAGGCTAACC
TTAAACTCACTGTGAGCCTTCCATGACCTTGAACTCCTGATCCTATTGCCTCTACATCCTGAGTGCTGGGGTTGT
AGACAGACCACCAGTTTATGCAAAGGATTCAGGACTTCATGCACACTAGGCAAAGCATCTAGAACTGAACCACAC
ACCCAGCTCTTAGTAGTATTTTAT

2.7. Vector backbone sequence

ggccactgaggccgcgatcgcaagcttatcgataccgtcgacctcgagggggggcccggtacccaattcgeccta
tagtgagtcgtattacgcgcgctcactggccgtegttttacaacgtcgtgactgggaaaaccctggegttaccca
acttaatcgccttgcagcacatccccctttcgeccagctggegtaatagcgaagaggeccgcaccgatcgecctte
ccaacagttgcgcagcctgaatggcgaatgggacgcgccctgtagecggegcattaagecgecggegggtgtggtggt
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tacgcgcagcgtgaccgctacacttgccagecgeecctagegececgetectttegetttetteccttectttcetege
cacgttcgccggcetttcccecgtcaagetctaaatcgggggeteccctttagggttecgatttagtgetttacggea
cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgecctgatagacggtttttcegecce
tttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctceggt
ctattcttttgatttataagggattttgccgatttcggcctattggttaaaaaatgagctgatttaacaaaaatt
taacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttttcggggaaatgtgcgecggaacccct
atttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataa
tattgaaaaaggaagagtatgagtattcaacatttccgtgtcgecccttattcccttttttgecggeattttgectt
cctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttac
atcgaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgttttccaatgatgagcact
tttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcgecgcatacac
tattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaa
ttatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaag
gagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaa
gccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggce
gaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctg
cgctcggcecctteccggetggectggtttattgectgataaatctggagecggtgagegtgggtetegeggtateatt
gcagcactggggccagatggtaagccctceccgtatcgtagttatctacacgacggggagtcaggcaactatggat
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatcte
atgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttct
tgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttg
ccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtectt
ctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcectg
ttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag
gcgcagcggtcgggctgaacggggggttcgtgcacacagecccagettggagcgaacgacctacaccgaactgaga
tacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatcecggtaageggce
agggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatctttatagtecctgtegggttt
cgccacctctgacttgagcgtcgatttttgtgatgectcgtcaggggggcggagectatggaaaaacgccagcaac
gcggectttttacggttcctggecttttgetggecttttgectecacatgttetttectgegttateccecctgattct
gtggataaccgtattaccgcctttgagtgagctgataccgctcgeccgcagccgaacgaccgagcgcagegagtca
gtgagcgaggaagcggaagagcgcccaatacgcaaaccgcectctcceccgegegttggecgattcattaatgcagce
tggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagctcactcattag
gcaccccaggctttacactttatgcttccggctcgtatgttgtgtggaattgtgagcggataacaatttcacaca
ggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagctcgeg

gccgeggegegec
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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: 372
Number of positives: 3

Reference of clone used to generate the mouse line:
e clone K179-30

3.2. PCR data on positive clone

3.2.1.PCR screening strategy

& PCR Screening Strategy

Wildtype Allele ////// ]
(WT)
Targeting Vector 3 } ’ ’ } }
(HR) : 5:4.1kb FA:2.3 kb 3:3.2kb
Targeted Allele 1 > : ,/,/ .
(TA) N ’
- 3 extema PCR O
P FRT
) LoxP
Primers used for PCR validation of ES clone w
PCR Primer Primer sequences PCR product
Name size
Nf CACGAGTTAACTTCATGTGTGAACC
3' external 4.0Kb
Er AGGGGCTCGCGCCAGCCGAACTGTT
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3.2.1.Picture of PCR on positive clone

3’ external PCR

A: WT clone
B: positive clone 4kb
3kb
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3.3. Southern data on positive clone

3.3.1.Neo Southern strategy

) Southern Screening Strategy

Targeting Vector ! } }}} }

5:4.1kb FA:2.3kb 3:3.2kb

)
3’ arm: first digest '

3 arm:second digest 7

Targeted Allele

5" arm: first digest

== Neo probe } FRT
) LoxP

L~

Digestions used to validate the insertion

Probe Name G_enomic DNA WT allele | Targeted Allele
digest (kb) (kb)
3’ arm first digest Kpnl / 12.4
Neo 3’ arm second digest Afl I / 8.7
3’ arm third digest Hind IlI / 14
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3.3.2.Picture of Neo Southern

Neo southern blot: 3’ arm validation ladder
A: K 12.4kb 10300
: Kpn .
B: Aflll 8.7kb |/ Emu
C: Hindlll 14kb - — / gagg
o > @ —/, 4000
3500
8kb —p - __ f: 300[:'
s |~ 25()()
6Kb e AL
5kb  ed e B
&b —» '
—
35kb  —p
kb —p w1 500
- 250
rA B C
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model

3.3.3.External Southern strategy

& Southern Screening Strategy

-
| > b 44
Targeting Vector 5 4.1 kb EA: 2.3 kb 3:3.2kb
(HR)
_B
Targeted Allele |
(L2) f

Wildtype Allele  mmm

W) J J J

mmm 5’ external probe
=== 3’ external probe

Digestions used to validate with 5’ probe

D FRT
) LoxP

L~

Probe Name Genomic DNA WT allele | Targeted Allele
digest (kb) (kb)

5 oxt | first digest Nco | 15.6 9.6

extemnal fsecond digest Sap | 12.7 8.9
Primers for the 5’probe synthesis:
CAGAACTGTGGCCTAGTCCACTTCCA
GCATCTCCCACTACAGTTTCAGGTGT
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3.3.4.Picture of Southern with external 5’

5’ external probe

ladder

10000
l/ 8000
[e— /
=/ o
: Wt clone —_—
g \[;\cl)tsitlive clone 10K E : %gﬂg
8kb s == J0()
{500
6kb w— | 1000
= {50
5kb
s - 500
4kb — — 250
3.5kb
3kb
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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

Wildtype Allele
(WT)

Targeted Allele
(TA)

Conditional Allele
(In vivo FLP Deletion)

(cKO)

Knock-Out Allele

Genotyping Strategy

Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

(KO)

> 7
- — //
/
—> > «— _>»4_ ////
Lf Lr If Ir
// D FRT
| 7 [
?»‘”— “ P LoxP
—sprimer

Sequence of primers used for genotyping

Position Primers Sequence

Lf 783 CCACTTGTATCGGCAATACAGTTTAGTGTC
Lr 785 CACATTGCATGGGGACAACTGACTTC

Ef 786 GGAGATCGTACAAACATACGAACAGC

Er 788 CTGTGATGCGCTCGGAAACGG
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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 783-785 Lf/Lr 358 308
5'loxP
Excision of the selection 786-788 Ef / Er 565 464
marker
Total Excision (excision of 783-788 Lf/Er 2812* 454 2652*
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/ul)

-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

0

#Cycles
1

30

Volume:
2.5ul

0.5ul

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

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 &'LaoxF
Total excision
L An)

Distal 5'LoxP
Distal &'LaoxF
Total excision

D2t181;120
(ko

Ladder
Excision of
rmarker
Excision af
marker
10;Ex ...
Excision of
rmarker

WT/WT cKO/MNWT KO/WT
gpo————— 1 ———F———— L} 1 e —— 3 5333

4300 -
200 — ——

_— - 24900

— =700
E010) — e— — —— =11

——

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 24 33 1 58

Experimental Ratio 41,4% 56,9% 1,7% 100%
Theoretical Ratio 25% 50% 25% 100%
Z?eeggit\i/(i:zl)liatio if KO/KO 33% 66% 0% 100%

The Nr3c2al knock-out homozygotes are subviable.

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