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1. Schematic representation of the locus

1.1. Overview

ﬂ. Overview Targeting Strategy
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Targeting Vector
(HR) 5:4.5kb FA: 1.0 kb 3:3.8kb
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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:

Nr3bl gene (also named ERR1) is a member of the nuclear receptor family. Additional information on
this gene can be accessed at
http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=43302

1.2.1.Relevant informations

This section provides additional information that can be useful for the comprehension of the strategy.

1.2.1.1. Know transcripts

Ensembl data (in Feb 2012) indicate that 5 splice variants are known for this gene (see below).

Nr3bl conditional knock out model

Name Transcript ID Length Protein ID Length Biotype CCDS
(bp) (aa)
Esrra-001 ENSMUST00000025906 2242 ENSMUSP00000025906 422 Protein coding® CCDS29509
Esrra-002 ENSMUSTO00000172975 358 ENSMUSP00000133916 103 Protein coding?® -
Esrra-005 ENSMUSTO00000173635 727 ENSMUSP00000134587 161 Protein coding?* -
Esrra-004 ENSMUSTO00000173308 654 No protein product - Processed -
transcript?
Esrra-003 ENSMUSTO00000145192 641 No protein product - Retained intron® -
1 A protein coding transcript is a spiced mMRNA that leads to a protein product.
2 Noncoding transcript that does not contain an open reading frame (ORF).
8 Noncoding transcript containing intronic sequence.
1.2.1.2. Splice variants and exons nomenclature
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1.2.2.Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>

Ex1 Ex1b Ex2
- B — - |
5" Arm: 4.5 Kb FA: 1.0 kb NeoR 3" Arm: 3.8 kb

Nr3bl1_Strategy
(11361 bp)
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2. Construct used for homologous recombinaison in ES: Nr3b1l 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

Nr3b1l_Construct
(14235 bp)
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2.3. 5" homology arm (4.5kb)

TAGAGTCCCCAATCCCAGTCCAGTCTCCCTGCTCCCTCCAGCTCCCTGAATTCCTTGGCTACCTTACCTGTGTGT
GACCCGCAGCCGGTGCCCAAACACGCAAACCATCGCCGCAGCTCGGTCAGATCCAGCCTGTACGGAGATGTTCGT
GACCTATGGAGCACGGCCACGATGTCCACAGCGAATGTGTCGGTATCCGACGTCTGCGAGGACTTCGACGAAGAG
GGCAAATCTGTAAGAAACAGGATTCGCAAGTACAGCCAGACCATTTCTATTAGGGACAGCCTCAACCTCGAGCCA
GAGGAGATCCAGCAGCAAGCACGTCGAGAGCTTGAACTGTGCCATGGCAGGTCCTTGGAGCATGGGGAGGACCAC
GAAGAATCTGAGACCTCCTTAGGTCAGTATAGCCTCGCCGAGGCGATGGGTGTGCCATAAGGGTGGGGCTAGCCC
GGGTCTTAAAGTGCCTTCCTGCAAAATGGGGGTAAGCCCATAGAAACCCAAGTTTCTAGGATTTCTTAGGAGAGG
GCTCAGGCGAGAACCGTTCACGCTTTAACTCAGACATTCTCTGAGCTCCCCCTACCGGGCAGGCGTCCTACTACG
AGGAACCCGGGAAACGCACAGGCAAGCAGGTCAATGAAGACCTAGTCAGTTTTTTGTTTGTTTTTITTTGTTTTIGT
TTTGTTTTGTTTTGCTTTTTATCTTAATGTGGTGCTGGGGGTCGAACCGAGTACATCACTCTTGGTAGGAAAATT
CTTTACCACTAAGCATATTTCGAGCCCTCCCTCACCTGTGCGTTTAATTTCATCACTGCACCAGCTGAAAGGACA
GAATTCCTTCCCTGGCTGGGATCTGGCTGTTTGGAAGTCTCTCTTTTGGTCAATAGTTACTTTATTGTTGCTTTG
TATTTCTTTTTGGAATGAGAGTCTCACTGTATAGCCCAAGATGACCTTGGATCTTGGTATCTTCCTGAGTGTTGG
GGTTACACACAGTATGCCAAGCACTGTTTGAGATGTGTATGTGTCCATCCTCTGTCCCGTCCGTTTCCACCTTCA
TCAAGCAATGAGTACTGATAAGAACCCAGTATTCAGGAAGCTGTGAATTCAAAGCTAGCCCGGTCTAGATACCAA
GTTCCAGGATAGTTAGGTCCACACTGTGGGAACATGTCTAAACAAACAAGAGTGATACAGATATAACAATTGATT
TATATTAAACTTGTTACATAAGCATAGGACTTCTTGTACTGTGACCTTTGCATGGCACAACTGCCATAAGAGACT
GTTCTGGACTGAGGAACATAGCTTACTGGTAGAGTTCTTTCGTAGTTTATACAATGCCCTGCATTCAGTTCCCAA
CAATACACTTTCAGAGGGCACACAATTCTCACAAGAGGGAATTCCTATGAATGACTCCAAGTCTCACACAGCGGG
ACAGTTGGTTCTGGATCTCAGCCGGGTGGGATTCTAAAGCCTAGGGCTGAAACCAGTGTCCCCTATGACCTTTGA
TGCAGGGTGTAGCTGCAGCTATTCCCTGAACCCCACTCCCACCATGACCCAGGAGCCTGACCAAGACCGATTTCT
CTCTTCATTTCTCCAGCATCGTCTACTTCAGAATCACTAATATTCAGCCTATGGAAGCCACATCGAACCTACTGG
ACAGAGCAGCAGAACAGGGTTGGAGGATACTACTGGGGAGACTACTGGGGTTGAGTAGTGGGCAGCAGCAGATGG
GCAGGTTTCAGGAAAGTGGGGCAGGCAAGCTGGGGAGGTCATGTGGGGACCACTTCAGCTTTCCATGGAACTGGT
TGAGTCTCTTGTTGCTTTTCCAGCTGCCTCTGCCTCTGATGGAGCTCATGGAGACTGAAGTTCTGGATATTCTCA
AAAAAGCCCTCATCAGTGAGCACTCCACCCCCACCCCCACCCCAGCTTCCACAAAAGATCCTGGTGGCTTTGGCA
GGGCTTGGGGCTGTGGAGTTTCAGGATATGTAGTCTTGTCAGATCCCCTTAGCACTCACAAGGATGCCCTAAAAA
TTAAAAGTCAAGAGAGTAGGCACAGGCCGACTCAATGGAGTGAGTGACTCAGAGGACTTAAAATAAGCCCCTTTC
TAGCAAGTCTGTTTTCTCTGCTTGTTCAGTGGAGTGACAGCCTTTGGGTAGCTTTGCTTCACTCCCAGGTGTGGG
AGCTGTGACACATCGGGATTTTTTTTGGGTAAATGTACTGGATATTGGATTATCTGCGTAACCTTCTGCTCATGG
TATATGAGCACATAGAGGGAAGAAAGGGCCAGATAACTAGTTAGAGTGAGCGGCTCAGGAGGAGGTTGGGTCTCA
CTGCCTCTGTTCAGGCTTGCAGCAACTTCTTCAGCCTTCTTCCCCTCCATTCTTCACATCGCACCTAGGAGACCC
AAAATTCCCCAAACTAACACAGATCCAAATCCAGCACTAAATGCCACCTCAAATCACCTGTGGTTCCTCAAATGG
GGGAAGCCCTTTGCTGCTGTTCATGGCCCTGAGCTCAGCTCTTCCCTCTCCCTAGCATATAGGTCCACGATTGGC
AGGAACCACTTCATGACTAAAGAGCTGCAGGGATACATCGAAGGGATCAGGAAGCGCAGGAACAAGAGGCTGTAC
TTTTTGGATCAGTGAACCTCCAGCTCAAGTGGCCGACGAGACGTCCGCTCCGTGTCCTTTCCGGTCCCTCGAACC
CAAGCTCAACCTCATCTGCATGGAATTTGAATCCTAGAGAAATTAAAGAGTCTATGCATGGTCCCAGAGTCAGTG
CGTGGCTGCTTGCGTGAGGCGGACGCACGTGGCCCCGCCTTTCCCCGTGACCTTCATTCGGTCACCGCAGTGACC
TTGAGTTTTGTCCGCTCGTGTCTCACCTCTGCCTTTGAGGAACTCGCAAACCAGGGCTACTTGCATGTTTTAGGT
CTGCTTCTCCACTTGAGGGTCCTCAGGGGTGCTGATCTACCAAATCTGTCAAGTGTCCCATCAACATAATGGGGT
GGGGTGGGGAGCAGCACCCTGTTAGGCCCCACCCCTTATGCATATGCAGTTACATAAACCCGCCTTTCATTTACA
TACACGTTCAACGCCCTCACAGAGTGAGTTCACTGAACAGCTACGCCCACTCTTATAAGGCAGAGCACCGCCCTC
CTTCGTGATGCAAGGGTGCTCCGGCTTCTCTCCCGCACCAGTTCCTAGTCTTCGCTCCTCCCCTAGGTTCAGGCC
CCGCCCACAGGAGGCCGCGCACGCGTGTGTATCGACAAGGCCTGCCCGCTGTCCTCCGGGTACGCAGGCGCCGCL
GCCTCCCTCGGATATTAGCATAGGGCACCTGGCCCCACCCCCTGTTTTGCATGCGCAGGCCGGCCCCGCCTCCGL
TGTCAGCTGGAGGAAGCGGAGTAGGAAGCAGCCGCGATGTCCTTTTGTGTCCTACAAGCAGCCAGCGGCGCCGCC
GAGTGAGGGGGGACGCAGCGCGGCGGGGCGGTGCGGCCGGAGGAGGCGGCCCCCGCTCACCCCGGLCGCTCCGGGEE
CGCTCGGCCCCCATGCCTGCCCGCCAGCCCTGCCGGAGCCCAAGGTCCGGGGGCGGAGGGGAAGGCGGCCGCGEEG
GGTGGGCGGGCGCGGCGGGGGCCATGTGCAAGCGCGGGCGGGGGGCGEGCTGCGGGCGGGETCGCGCCTGGTGCG
TCGGCCGGGTCAGGACTGGCTTCAGGTCCTGGCCTCCAGTTAGCCTCGGGCCTTGGAGCCAGTCCCCGGGCAGCG
TTCAGATCGATCCTTGAGCATTGCGGGAGTCCTCGGGGTGGGCTGGAATTGAAAGGGTCCCTTGAGGCCACGTGG
GGGCGCTTGCAGGGGCTTTGGGCCACCCTCCTCTCTGGGTCATAGGTCATCGTAGCGCGAGGGAGAACTTCTTCC
TTGTCGCCTCTTCTTACTTCCTGATAACCTGATAGAAGTCCCCCGCGGGCAATGGGGGGAGGGGCAGATTAGTAAC
TTCAGGCAACTTCCCATAGGTGTGCGCAGGTTAATGGGGGGTGGGGGGCGGCCCTGGAGGTCGCGAGAGGTGGTG
AACTCTGCGGTAGCTGGAGTGTAAGAATGAACCTTGCAGGTTTGGGGTGCAAAAGAGGTGGAGCCGCGCCCTGCA
CGGCGTGGCTGGACTGGGCTTGCTAAAGCTGCAGGGGGTGGCGTGTCAGAGGTGAGAGACTCCCTTACAAGAGTG
TGGTGAGGGATTAGAAGACTTGAGTGTGAGTTTGCTTATTGAGTGTGCTCTTTTGCTGGGAGTATGTGAGAACTT
GGGACTGGTTAAAGGCCATGTGTGAGTGGAAGGTTCCCAGGAGAGTGTGAGCATGTGTGGACATGTGGAAACTCC
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TGAGAGAGTGGCCATATCCTTTGCCTCCGCCCCCCTTGGCCCCCCTTAGCCCCCTCCCGGTTCCTCAGTATGCTC
TTGAATACTTGAGAGTACCTCCTGGAGTACATCTGGAGAAAACTGAGGAGAGGATCATGCTTATGCTCGGGGTTG
A

2.4. Floxed fragment (1.0kb)

ggcgcgccgeccgggcggcecggccataacttcgtataatgtatgectatacgaagttatttaattaaGAGTTGCCT
GCAGGTTGAGGTTAGCCTGCTTCCTGGCTTGGGTGGGAGCTAGACTTGCCAAGCCGCTCCCAGGTTCCCAAGAGG
AAGACCTGCTGTCAGTTACTGGCCTCAGAGGCTCTGGAGACTCTGTTCCCATGGCGACAGCTGGGGGCCCTCTTC
ATGGGCAGCCCTTCCTTGGACTCTGCCTCCTCCTTCTCCTTGGCTGAGCCTGGAAGCCTGGCTTAGTCCCAGTGT
TGCCCAACCTATGTGGCAGGGTGCCTCCCTGTGACCCTGATGGTCTTTCCCTGCAGGTGACCAGCACCATGTCCA
GCCAGGTGGTGGGCATCGAGCCTCTCTACATCAAGGCAGAGCCAGCCAGTCCTGACAGTCCAAAGGGTTCCTCAG
AGACTGAGACTGAACCCCCGGTGACCCTGGCCTCTGGTCCAGCTCCAGCCCGCTGCCTTCCAGGGCACAAGGAGG
AGGAGGATGGGGAGGGGGCAGGGTCTGGTGAGCAGGGCAGTGGGAAGCTAGTGCTCAGCTCTCTACCCAAACGCC
TCTGCCTGGTCTGTGGGGATGTGGCCTCTGGCTACCACTACGGTGTGGCATCCTGTGAGGCCTGCAAAGCCTTCT
TCAAGAGGACCATCCAGGGTGAGCCCCTACCCCCACCCCCTGCTTCTGTGCCCTTTGCCCTGTACCCTTTGGGCC
TGGCACTAATTGGTACAGTGCTGCATGCAGGAGGCCCTGAGCCTGTCTGTTGCTGCTTGAGTCAGCAATATGAAG
TTTGAATTTCCTTGTTCTTCCTGGGACATCATTTTATTTAAGGGCTATAGCTGAGGTTAGTAGAATGCTTGCCTA
GTTTACAGGAGGCTCTAGGTTCTGTCCTTAGCACCATATAAGTCAGGTGTGGTGTTGGGTACCTAAAATCTCcacc
ggtgataacttcgtataatgtatgctatacgaagttat

2.5. PGK-Neo region

gcggccgg gcggccaattctaccgggtaggggaggcgcttt
tcccaaggcagtctggagcatgcgctttagcagccccgctgggcacttggcgctacacaagtggcctctggecte
gcacacattccacatccaccggtaggcgccaaccggctccgttctttggtggccccttcgecgccaccttctactc
ctcccctagtcaggaagttcccccccgeccccgcagctcgecgtcgtgcaggacgtgacaaatggaagtagcacgtc
tcactagtctcgtgcagatggacagcaccgctgagcaatggaagcgggtaggcctttggggcagcggccaatage
agctttgctccttcgctttctgggctcagaggctgggaaggggtgggtccgggggcgggctcaggggcgggctca
ggggcggggcgggcgcecccgaaggtcctccggaggcccggcattctgcacgcttcaaaagcgcacgtctgecgege
tgttctcctcttcctcatctccgggcctttcgacctgcagccaatatgggatcggeccattgaacaagatggattg
cacgcaggttctccggccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctct
gatgccgccgtgttccggctgtcagcgcaggggcgcccggttctttttgtcaagaccgacctgtccggtgecctg
aatgaactgcaggacgaggcagcgcggctatcgtggctggccacgacgggcgttccttgcgcagctgtgctcgac
gttgtcactgaagcgggaagggactggctgctattgggcgaagtgccggggcaggatctcctgtcatctcacctt
gctcctgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggctacctgeccca
ttcgaccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgat
ctggacgaagagcatcaggggctcgcgccagccgaactgttcgccaggctcaaggcgcgcatgcccgacggcgag
gatctcgtcgtgacccatggcgatgcctgcttgccgaatatcatggtggaaaatggccgcttttctggattcate
gactgtggccggctgggtgtggcggaccgctatcaggacatagcgttggctacccgtgatattgctgaagagett
ggcggcgaatgggctgaccgcttcctcgtgctttacggtatcgccgctcccgattcgcagecgcatecgecttctat
cgccttcttgacgagttcttctgaggggatccgctgtaagtctgcagaaattgatgatctattaaacaataaaga
tgtccactaaaatggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatg
gaaggattggagctacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttact
attgctttatgataatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcatt
cctcccactcatgatctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggt
tctaagtactgtggtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagcctctgttccacatac
acttcattctcagtattgttttgccaagttctaattccatcagaagctcgataccgtcgagataacttcgtataa
tgtatgctatacgaagttatgaattc ccgcggatccatcga
ccccctgcagg

2.6. 3’ homology arm (3.8kb)

CAGCACTTTGGAATGGAACTAGGAGCATCAGAGATTCAAGGTCATCATTGACTACATAGTAAGCTGAAGGACAAC
TTGGGCTCTGTGAAAGCCTGCTCCCTCCCCTCAAAAGGGTGGGGTGAAGCTGGGCAGTGGTGGCTCATACCTTTA
ATCCTTGCACTGGTGAGGCAGAGGCAGGTGGATCTGTGAGTTTGAGGCCAGCCTGGTCTACAGAGTGAGTTCCAG
GACAGTCAAGGCTACACAAACTCTGTCTTGAAGGAAAAAAAAAGTAGAAGAAAGAAAAAGCTACTAGTATAGGTC
ACTGATGGATTGGAATGGGATATGAGCCAGGATGCAGGTGCCTGCACCTGTTATAAAGCTTCGCTCCTGACTTTC
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CTGTTGCCTCTAGTAGCTGCCTGTAAATCACCTCGCACAGCACAGAATCACTCTTCATGACTCCCCCAAAGCACC
ACACTACTAACTCTAGGCACAGTTTATGGGTAATGATACAGGTTTGTTAGGTTTTAGCATCCAGCAGGCTTCCTC
ACTCTTTAGCCACTGATTTTTTTCTCTCTCTCTCACCCAGGAGAGCAGTGACGACGACATTGAGACGAACATTCT
CTGGGGCAGGCCTATTGTTCTTAAGCAACCACTGGTTACGTTGAGGCTATAATATCATTTTATATATATAGACAT
ATACATATGTATGTATATGTATATATTGAGACCTTTTCTTATTATGTAGTTGGCCTGGAATTTCCTGTGTCTTCC
AAGCCTAACCCCTCCATCCCTTTGCCTCAGCCCCCATGAGTGCTGTGGTTACAGGCAGATACCACTGCAGCTGAC
TTGTAAAAATGTCCTTAGCATGAATTTATTTTGTGTGTGGGGTATGTATTTGCACCCACTGTATGCATGTAAAGG
TCAGAGGATAAACTATGGGAGCAGGCTCTTGATGTCTACCATGAAGGACCTGGGGATTGAACTCAGTCATCAGGT
TTGGCAGCAAGTGCCTTTACCTACTGAATCATCTTGCCAGGCATCAACTGGTTTCAGAACACTTTTTTTTTTCTT
GAGTGTTTATCCTGTGGTAGGTACTGCTCCTTTTACTTTCAGGATTTCACCCCCTTATTGCAACCCCACGAGAAG
GGGTCCGTGTCGAGAGCTGATGCACAGGGAGGCATTTGTAGCTCCTCAGATCTCTCTAGAAAATGACAGCCCTTG
TGTTTGGTGCAGGTCCAGAGCTGAGCTCTTAAACTGCAGACTGCTGCCTCTGTGTATCACCAGTGACCTGGACTT
TGGACCACTGGTAGTGATATTCCAGAGAGTTGTTTTATGGAGTTTTTGATGTTGTCTTGAGATAGGGTCTCATTG
TTTAGCCAGGGCTGTCCTAGAACTCACTCTATAGACCTGACTGGCCTTGAATTCACAGAGCTCTGTCTGCTTCTG
CCTACGGAGTGCTTGTGAGTTTTCACTTAACTGAAGTACACTGATCTAAAACTGCTCCTTGCTGGCCAGAGCCAG
GTGCCTCCCGTACACCTTCATTCTGACTGTAGGCCAAATCTAACTGCTGGAAACTACCTTTATTTATTCTTTTCT
TTTTCTTTCCCTCCCTCCCCTTTTCTCTCCCCTCCCCTCCCATCCTCCCTCTTCTTTCCTTTCTCTTTCTTTTTT
TCTTTTTTCTTTTTTCTTTTTTTTTGTTCTTTTGTTTTTTCGAGACAGGGTTTCTCTCTCTAGCCCTGGCTGTCC
TGGAACTCACTCTGTAGACCAGGCTGGCCTCGAACTCAGAAATCCGCCTGCCTCTGCCTCCCAAGTGCTGGGATT
AAAGGCGTGCGCCATCACTGCCCGGCTCTTTCTCTTTCTTTCCTTCTCTCTCTCTCTCTCTCTCTCTCTCTTTCT
TTCTTTCTTTCTTTCTGAGACAGGATGTCACTATAGAACTTTTTCTGTCCGTCCTGGAACTCACTATGTAGACTG
GGCTGGACTCCAAATCACAAAGATCTATTTGCTCCTGCCTCTCCAGTGCTGGGATTAAAGGCCTGAGCTGTCATG
CCTGGCTCTATTCATTTTTTTTTTTTTTCAACTGGCTTTCAAAGTACGATTTTAGGAGTGGGTTAGGGAGGGAGA
TTGTTAGTGATGGAACTCAGGGCCTCATGAATGCTGCTAAGCACATACTATACCAGTGTGTTACACTGTAGCCTC
AAGTCTATGTTTTTTATCATGCCAACTTTGCAGGTAGGGAAACTGAGTGCTCGCAGGTATTAGGACTAGGAAGTA
CAGTGGGGTGGTGGTTGGTGGATGTCTTTAATTCTAGCACTCAAGAGGGAGCGGCAGGCAGATCTCTATGAGTTC
AAGGCCAGCCTGGTCTACAGGCTGAGTTTCAGGACAGCTATAGTCACGTGCCTCCAGACCAGGGGAGACAATGTC
TTGCTATATAGCTCATATATGCAATATTAGTATTGAATATGTACTTGAGCTGAGTAGAGCAGGACAGAGAAATCC
TATCTTTTTTGGTTTTTCGAGACAGGGTTTTTCTGTGTAGCCCTGGCTGTTCTGGAACTCACTTTGTAGACCAGG
CTGGCCTCGAACTCAAAAATCCGCCTGCCTCTGCCTCCCGAGTGCTGGGATTAAAGGCGTGTGCCACCACTTCCC
GGCTGAGAAACCCTATCTTGAAAAAACAAACAAAAAGAATAGGAACCACATAAGGTCACAGTTGATAATCCGGAG
ACAGAGGCAGGTGGAATTCTCTAAGCTTGAGGCTAGCCTGATCTACAGGCTAGCTAGAGTATAGAGAGAGACCCA
GGTCTCAAAACAAACATCTAAGTAAGTAAATAAAGCAGAGATGATAAGTCCCCACTGCCTTTACTTTTCTTTCTT
AAGTGGGGTTATGCCCAGGCTGGATTTCATCTTGAGATTTCCTTTCCTTGGGCTTCCAAGTGTTGGAATTACAGG
TGTGTGCTGCAGGTCCCACGTGTCCTGGCTGCAGGTCCCAGGTGTCCTGGCTGCAGGTCCCAGGTGTCCTGCCTC
TTTCCTACTCTAGCCTGTGTTCCCACCCAACTGGGCCGGCAGGCTGGGGAGGTGAAACTGACTTGGTCAGAACTGG
CCGGTTTGATTTGTAGCATGTGTTGGAAGGCAGAGAGCAGGGTGTGTGCTAAGGGCCGGTCAGGACTGGGGCTGG
AGGGTTTCTCTGGGGAGGCATCTTGAGCTGAGCATAGCAGCCTTGTGGACAGAGGAGGAGAGAAGCATGAAAAGG
CCTGCTGGCTCCTTGTGTGTTTTGGTCTTTGGGACAGCCCTGTGAGGCTGAGGGGGCCAACCTACTGCACTAGGC
CTTGTGGCTGGCCTTGGGAAACTGGAACTGACCCTAAATAAGTTGAGAGAGAACACACAGGGTAAACTGTTCACA
ATAGCATCTGTCTAATCCCAGCATCTGGGAGGCTGAGGCAAGAGGACTGTGAGTTCAAGGCAAACCTGGGGTACA
TATTGAATACATATGGACTATATAGCAAGACACTGTCTCCCCTGGTGTGGTGGTACATGCTTGTGATTTTAGCAT
TTGTAGGTGGAGGCAGGAGGACCAAGGTCATCCTCCACTATATAGTGATTCAAAAAAAAAAAAAAAGGAAAAGGA
AAAGGGGGGTGGGGTGGGCACTTTTGGTGTTTGCTGCCCAAGCAAGAGGACCTGAATTGGATGCTTGGTATTCAC
ATAAAAGGCAGCTCAGTTGGGAGGCAGTGACAGAATCTGGGCCACTCTAGTTGAGTTGGTGAGCTCCAGGTTCAG
TGGGAACCTTGTTTGAAACTATAAGGTGAAGTCAGGCATGCTGGGCACACCTTTACCCCAATGCTTAGGAGA

2.7. Vector backbone sequence

ggccactgaggccgcgatcgcaagcttatcgataccgtcgacctcgagggggggcccggtacccaattcgeccta
tagtgagtcgtattacgcgcgctcactggeccgtegttttacaacgtcgtgactgggaaaaccctggegttaccca
acttaatcgccttgcagcacatccccctttcgccagctggegtaatagcgaagaggecccgcaccgatcegeccttce
ccaacagttgcgcagcctgaatggcgaatgggacgcgccctgtagcggcgcattaagcgeggegggtgtggtggt
tacgcgcagcgtgaccgctacacttgccagcgecctagegeccgetectttegetttetteccttectttetege
cacgttcgccggctttccccgtcaagctctaaatcgggggctecctttagggttecgatttagtgetttacggea
cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgeecctgatagacggtttttegecce
tttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatcteggt
ctattcttttgatttataagggattttgccgatttcggcctattggttaaaaaatgagctgatttaacaaaaatt
taacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttttcggggaaatgtgcgecggaaccect
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atttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataa
tattgaaaaaggaagagtatgagtattcaacatttccgtgtcgecccttatteccttttttgecggeattttgectt
cctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttac
atcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcact
tttaaagttctgctatgtggcgcggtattatcccgtattgacgccgggcaagagcaactcggtcegecgeatacac
tattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaa
ttatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaag
gagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaa
gccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactggce
gaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctg
cgctcggcccttecggetggectggtttattgectgataaatctggagecggtgagegtgggtetegeggtatcatt
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggat
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatctc
atgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttct
tgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttg
ccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtectt
ctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgcctacatacctcgctctgctaatcectg
ttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag
gcgcagcggtcgggcetgaacggggggttecgtgcacacagecccagettggagcgaacgacctacaccgaactgaga
tacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatcecggtaageggce
agggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtectgtegggttt
cgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagectatggaaaaacgccagcaac
gcggectttttacggttecctggecttttgetggecttttgectecacatgttetttectgegttatecccctgattct
gtggataaccgtattaccgcctttgagtgagctgataccgctcgeccgcagccgaacgaccgagcgcagegagtca
gtgagcgaggaagcggaagagcgcccaatacgcaaaccgcectctccececgegegttggecgattcattaatgcagce
tggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagctcactcattag
gcaccccaggctttacactttatgcttccggctegtatgttgtgtggaattgtgagcggataacaatttcacaca
ggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagctcgeg

gccgcggegegcec
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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: 2

Reference of clone used to generate the mouse line:

e clone K167-227

3.2. PCR on positive clone:

3.2.1.PCR screening strategy

& PCR Screening Strategy

Wildtype Allele

(WT)

Targeting Vector

(HR)

Targeted Allele

(TA)

7 [/

Lf o — LT
loxP PCR

P FRT
D LoxP

L~

Primers used for PCR validation of ES clone

Primer . PCR product

PCR Name Primer sequences size (kb)
loxP Lf AGGATCATGCTTATGCTCGGGGTTG WT: 0.18
oX

Lr CCCATGGCGACAGCTGGGGGCCCTC TA: 0.25

Nf AGGGGCTCGCGCCAGCCGAACTGTT

3' external TA:5.1
Er GTTATGTATCGGATAGTGGTAAGGC
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3.2.2.Picture of PCR on positive clone

LoxP PCR (WT: 0.18kb / TA: 0.25kb)

0.5kb

0.4kb

0.3kb

0.2kb

3’ external PCR (5.1kb)

8kb
6kb

5kb
4kb

3.5kb
3kb

il

Ladder
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3.3. Southern data on positive clone:

3.3.1

.External probes Southern

Southern Screening Strategy

(HR)

Targeting Vector : ’ } }

5:45kb  FA:1.0kb

- >

Targeted Allele
(TA) l o sdgess_
Wildtype Allele  me .
(WT) J
e Sdgests
== 5' external probe P FRT
} LoxP
Digestion used to validate with 5’
Probe Name Genomic DNA WT allele | Targeted Allele
digest (kb) (kb)
5 external 5'first digest BamHI 10.7 7.7
X 5’ second digest Pacl/Hincll 11.3 5.8

Primers for probe synthesis:

5’ probe

CACGCCAGGGCTTTCGCTCTTGCTG
GCAGAGACAAGAGTCTGAATACCTG
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3.3.2.Picture of Southern with external 5’ probe

5’ external probe

10kb

8kb

6kb
5kb

4kb
3.5kb

e Rl
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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)
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

— primer

~

Sequence of primers used for genotyping

Position Primers Sequence

Ef 2097 CCCTGCTTCTGTGCCCTTTGC

Er 2098 CCACCACTGCCCAGCTTCAC

Lf 2095 GCCCCCCTTGGCCCCCCTTAGCCCCCTCCC

Lr 2101 GCTCTGCCTTGATGTAGAGAGGC
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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 | 2095-2101 | Lf/Lr 539 - 473
Excision of the selection 2097-2098 | Ef/Er 506 396
marker
Excision of the floxed 2095-2098 | Lf/Er 1341~ 386 1165*

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 uM)
- 3’ primer (100 uM)

- Sterile H20

Cycling conditions:

Temp
95°C
94°C
62°C
72°C
72°C

20°C

Time
4min
30s
30s

Imin

7min

5 min

#Cycles

1

34

1

1

Volume:

7.5ul
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

m - m -
“ & = = W E = =
o o y— = o O — —
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a [Tty — o o .= — o o
= m = mnoa - o m = mnoa o
® 2w g% 52 2o 2% FE
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WT/WT KO/WT
7o - | O S I I I - 000
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1900 - m——— = 1900
1100 = e—— = 1100
00— e— = Fan
SO0 - — ey — -Log
I —_
00 - e——— =300
100 - — - 100

— I -
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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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