oW1 Molecular Biology Data
'CS Nr5al conditional knock out model- ics references K168/DG22

Table of contents

QLI o] (=0 o] o] (Y o (= 1
1. Schematic representation Of the IOCUS............uuuiiiiiiiiiiiiiiiii e 2
1oL, OVBIVIBW .o 2
1.2.  Strategy chosen: floX Of @XON 7 ......coooiiiiiii e 3
2. Construct used for homologous recombination in ES cells: Nr5al project...................... 4
20 R = o =T oo SR 4
2.2.  Map of targeting VECtor plasmid ..............iiiiiiiiiiiiicc e 4
2.3. 5 homology arm (3.7KD).......ccouiiiiiiiiiii 4
2.4.  Floxed fragment (2.0KD) .......oooiiiiiiiiiii 5
A T = €1 (G N [T I (=T [T o PSSP 6
2.6. 3 homology arm (3.1KD)....ccuuiiiiii e 6
2.7.  Vector backbOne SEQUENCE ...........ccoiiiiiiiiiiiiiiiee e 7
3. ES cell lines targeted and validation data: .............cooiiieiiiiiiiiii e 9
3.1, ES cCell iNEStargeted........uuuuiiii e e e e e e e e e e eaeees 9
3.2.  Southern data 0N POSItIVE CIONE .........uuiiiiiiiiiiiiiiiiiiiiiiieeie bbb eeeeeee 9
4. Genotyping protocol and data on conditional and knock-out animals ...............cccceeee..... 13
4.1, GEeNOtYPING SLFALEOY ....ceeviiiiiie i e e it ieeiei e e e e e e e ettt ee e e e e e e e e e e ettt e s e eeaeeeesstaaaaeeaaeeeennes 13
4.2, PCR PIOTOCOL. ...ttt 14
4.3. Picture of genotyping with various alleles .................uuuiiiiiiiiiiiiiiiiiiiiis 15

For any question, please contact:

Mouse Clinical Institute — Institut Clinique de la Souris (ICS)
1 rue Laurent Fries, BP 10142

67404 llikirch Cedex France

Email: ics@igbmc.fr

Web site: http://www.phenomin.fr/en-us//

This protocol has been prepared by Claudia Caradec, Engineer
This protocol has been validated by Sylvie Jacquot, Ph.D., Project Manager

PHENOMIN-ICS Page 1 of 15 1/7/2020
Nr5a1 conditional knock out model



mailto:ics@igbmc.fr
http://www-mci.u-strasbg.fr/

oW1 Molecular Biology Data
‘CS Nr5al conditional knock out model- ics references k168/DG22

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
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1.2. Strategy chosen: flox of exon 7

Nr5al gene (also named SF1) 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=43304

Strategy used to generate the conditional knock out model

LoxP> LoxP> FRT> LoxP> FRT>

5' Arm: 3.7kb FA: 2.0kb NeoR 3" Arm: 3.1kb
Nr5al_Strategy
(10884 bp)
PHENOMIN-ICS Page 3 of 15 1/7/2020

Nr5a1 conditional knock out model



http://www.informatics.jax.org/javawi2/servlet/WIFetch?page=markerDetail&key=43304

oW1 Molecular Biology Data
'CS Nr5al conditional knock out model- ics references K168/DG22

2. _Construct used for homologous recombination in ES cells: Nr5al 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

Nr5al_Construct

(13726 bp)

FRT> FRT>

2.3. 5 homology arm (3.7kb)

GAGACCATAAGGTAGACAGGGGATGAACTGTGCATGGCCTTGGTTATTGGGTACCTTGAGCCTTGCTCTGAAATG
GCTCCCACTCTGGGAATAACATGACCACCTCACGTCTGCATATCACCATCTAAGGCCCTTCCAGCTGCAGCCTGG
GGTAGGATAGTAGGTTGATAGCCCAAGCCCTGCAGCAGGCAACACCTGTAGCTGGGTGATGATAGATGGCCTTCT
GACTCTGAAATGCAGGACTCCTCGTCAAAGCTGAGCTTTCAGGAACTAGAACTCAAGACAGGGCTGTCCACCTGT
CCACAGATGTCTAGTCAGCCTGCTTATGGCATCCTCAGCATCACCGCCCTGGGCTGGGCAGCCTCAACCCCAGGC
AGTAACTGTCACCCACCCCCACCCTGTCCCTCTCCACACACCTCTTTCTCGCTTGTCTCTGCAGAAGGGTGCCAT
TTGGCGTCTAAATAGCATCTCAGGCAGCTCAGAGGCAGGTAAGGAGGCTTAATTAAAATTAGTGCCTCTCTCCTG
GCAATCGCAGTGTTTATGAAGATGGGCCCGGCCGGCATTGTTCCGCCGAGGACTTAATCGAAGCTTAATGGATTG
ACCTAACATTCGATTTCCTGATTCCCATTGAGGCGCACGGCAGCATTCCCTTAAGCGTTTGCAATTTACCCACCG
CTCCAAGCCAACAAAAGACGGACTGAATAGCAGAGCCACTCGAGGGGCCATTGTGCGCGGGGGCGCCTGCCTGAG
TCACTGCTATTGGGACAACATTCTTTATGCCTCGCTGGAATGAAAGGATTATTCAAATATTCAATTAAACCGTGA
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AAAGGGGGCTTTTCTGAGATCCCGGGGGCCCCCAGCTCATGGAGCTAGCGGCTGCTTCCAGGGTGGGGTGCCATC
TCCCACCCTTCTGCCTCCAGGGATGTGGGCAGTACTGTCCATTCTGCAGGCCCAGGTCCCAGGCTGGTACTCAGC
AAGGGTCCCTGTCCTGACCTGCCCCATCTTATAGAAGATAGGTTCCGGGGTGGCCTCTGGTTGCAGAGCTGGGGT
GTGGGCCCCTTGGCATGTGAAGGGAGAATCTCCAGGTTGGGGACGAAGCCTGTTCCTGGCTCTGAGAGCAAAGGT
TACCGCACTCAGTGTGATGTGGCTGTATTCCATCCCTTAGACTGGGTGAGAAGAGAGGTAAACTGATCTAAGGTT
TCCAGGTGAGGGAAAAGTTAGGTGTGAGGTCAGATCCAGGGTGGGATCTTAGACTAACCCCATAGGTTGCAGAGA
ACCTGATTCGGAAGCCTTCCAGCTCTGGGAATCTCAGCCCCGCCCTGCCCGCCCGCAGCAGGAAGTCCTGCAGCT
CCTAGAATCAGACAGGCTTGGGTCTGAATCCTTCCCTGATACCTGTGAGTGGTCTAGGCACACTCTTGCAGAATG
CACTTCTTGCAGTCTAGATATCTGAAGGGATGACCCAGGCTGGTGCCATGAAACGGATCCCAGCTCTGGTCTATG
GCTGCTGTGGGTGTCCACCCACCTTATAGCTGCCGCCATGCTCCAGGACCATGGAGGTCTTAATATGTGGGAACT
GAGAGTCCAGAACCTTCTTAGAGAGGGGCTGTCCCTGAAAGTTGTCCTTGCCCTGCGCCCTCCCCCTTCTACCCC
ACTGTCATCCTGAGTCCCTGATGCTTGTTGCTGAGAACAGTAAATCCTGGTAAAGCCAGAAGCCGAGGCCCTGGT
GTCTCCATCCCTTCCATCTGAGCAGCATCCTGGCCCATCCTCCTCCACCTCATCTCTTTCCTCTGAGCCCCTTTA
CTGGGTAGCCTTGAGGCAGACCCCATCTTTCTCCTGTTAAGAATGTCAGAATAACCCAGGAACAGTGTGGAGATG
CTGGCTGATGATACAGGGATGGGAAAGGGGTTGGGGTAAGGACAGATGGGATCAGTAGGCATCTCTTGCTTCCAG
GAGACCAGCTTGGTGGAATGACTTCCTGTGATCACCTTTAAATGTACCTGGAGCCAGCCAGGCTAGAGAGCCGGG
TTGCTCTGTACAGTTGGGTAGGCTTCACTGTACAGGGGGACTGAGGCAAGGAAGGACTGGGCTGGAATCTCAGAG
TGTGCCTCTAGACAAAGGGAGCTCTTTTTTTTTTTTTTTTTTTCTAAAAGGCATAAAGATGTCTGTGAACCGGTG
GCAATCCCAGGGAAGGGAGGAGGAAAATGACCCTAGCTCACTTATTGGAGGGTGATGGGAGCCAGGGTAGAAGCC
AGCAGCTGCCAAATCCTGCCATACGACTCAGGCCCAGCTCCGGTTTCCCTAAATCCATCTCTGGACAACACAGGC
CTCAGCGGGTATGCTGGGCGCGGCGGAGGATCAGGGTTGCCAGGCACCTCAGCTTTCCTAGCGCAGTGGGTGTTA
AGAGGGATTAGAGGGCCAAGAGCGCATGCTGGACCAACTCCCCCACAGTAGAAAGACTGGGGGTACCTACCCCAA
GGGAGGAAAGCAGATGAGTGACCCATCTTGTGAACCTCTGGAAATGGCAGCCCAGCAGACACTAGGGTAGGCTCC
GAGGGCTGGGGGGGCTGATGTTAAACTCCTAAGCAGGACATGAGCTGATAGAGGCTGAGAGCTGTGACAGGGGTT
TGGTGACAAGGGAGGGACCCAGACACCCTGTTTCCAGCCCCTTTCCCTGAAGAAGGTGACCTTTTATGCAGAACA
GGCAGGGACTTTTCCACAAGGCAGCTCACTCCTAACCAACTCCAATGGCGTCTTTTGTGTCTGAGGCAGGACTAA
GGCCCAAGGATGCACTGATCACCACACTCCAGCCCCAGTCACATTTGGTCCACACTGAGCCACCTGCTCCTCTCT
CTCTCATTGGGAGCTGGCCTTCCATGTCTATCTGCAGCTTCGTGGCGACCATTGTTCTCACACAGCATGTCTGTA
TGGAGAGGGCTAGTGAGCCAGGCTGCCTGCCTGCTCACCCGCCCGCCTTCTTTCCACCCTCCCCCAACCCTCTCT
TTTCATTTTTTGATAGTATAGGGGATAGAACCAGGGCCCATGAGTGCCAGGCCAACAGTGTGCTCTAAGCTACAC
TTTACTTCAGTGCCATTTTACATTTATGGAAATGGCTTTGCCTTGCAAACCTTCAGTTCTTCCCACTCTCTCTTA
CCTGGCACTCTGTCCTGCTTTTCAACATGGCTCCACGTGCTCCGGGTATAACCATTCCCCAACTTCCCAGACATA
ACCGCATACACGCACCCATGACCCTTCTCTTCATGAACAGTGCTGCCAAGAAGCTGACCCCAGAATCCTATAACT
GAGCCTCTTTCCAGGTATGCCCAGAGTGCTCATGGGTCTGACACCCTAAGACAGGTGCTTTGGACAGTGATGTTG
ATGGTGGTGTCTATCAGGGAAGGGGTGATGGCTATAGAAAGGCTTTGATATGCTTTCTCACAAGTCGGTATCTTA
CATCCCGGTAGAGACAAGTGCACCCCATTTCATAGATGAGGAAATAGAGAGGTGTAAACACCACACTAGCAATAC
ATCTGCTGATGCTCCGGATGGTCTTGATTGTCAAGTATCCATGGTGACAACAGCAATGATGACTGGGCCAGTGAT
ATGGTTTAGCGGTTGGTGATGGTGGCGGCCATACTGATAGACAGGGATTTTCTAGGTGCAGTGGCACATGCATTA
GTCCACTTGGGAGGCAGAGAGAAGCAAGTGGGTCCAGACCAGCCA

2.4. Floxed fragment (2.0kb)

ggccggccataacttcgtataatgtatgectatacgaagttatttaattaaGGGAGAATAGTGAGATCCGGTCTGG
AAAAGGAAAGAAAATAAACAAACAAAACAAAGACAAAGAAAGCACAGGGAGATGCCTGGGGACAATATGCAGAGT
GATGTCAGTGACGGGTGGCCACAGGGTGGAGGTGGGGAGGCTGCCATTGAGAGGCTCATAGCAGTCTCTGCACCC
ACAGGCTGGTATCCTCTGGGAATGTGGTATGGTGCTGGTAATACTGGTGACTGTGTCAGCCCAACTTTGTTGGTA
GCACAGTGACAAGAGGGTGATGGGCTGCTCCCGTTGCAGATGTGAAATTCCTGAACAACCACAGCCTCGTAAAGG
ACGCCCAGGAAAAGGCCAACGCTGCCCTGTTGGATTACACCTTGTGTCACTACCCACACTGCGGGGACAAATTCC
AGCAGTTGCTATTGTGCCTGGTGGAGGTGCGGGCCCTGAGCATGCAGGCCAAGGAGTACCTGTACCACAAGCATT
TGGGCAACGAGATGCCCCGCAACAACCTTCTCATTGAGATGCTGCAGGCCAAGCAGACTTGAGCCTGGGTGCCAG
GCAGCGGGCAATAGGCAGGGATGCCACTGCCTCCAAAAGACTCCTTGCATTAGGTGATCCAGGAGCCCTGTCACT
AAGCCCCTGCCCCTGAGCTCCAGAGCTGTGTGTTTGGGCAAGGATGGGCGGGGATTGGCCGGGGCAGGTTGCCTT
TACTAGCCATTGGCCTGTGTCCGCCACTTGGAGTGCCCCAAAGGGGGCTTCTAACCATTCCTTCCTCCATCAGCC
CCCAGCTTTTTTTCCTGGTATCTGAGGTCCCAGGAGGAGGCTCAGGATTCCCTGGTGGGTCTGGATGTCCCTTGG
GTCAGAGGTCATCCTTTCCCTCTCTCCTGTTATCAGAGGCAAAGGAAGGTCTACAGGCATCAATGAGGGCAAAGG
AGGGGGTCTCCAGACTCCACTGAAGCAGGAAGTCCACTGTTGTAAACTGAGTTTGCTAAATTGGGTCCCCAGAGG
ATACCATGAGAGTGGGTAGGGCAAAAAGAGCCCTTTCCGCCCTCTACCCATCTAATTCTGATCCTCTACCTGTAG
GAGGACTTTGGTGTGATCATCCTTCTCCCAGGGCCCGGCTACCCAGGGAGGAGGAGTCTGGTGTAGCCAACATTC
CTGCCCTAACCCTGCCCATCACCAGCTGGCTGGGCTGGTATTTATCTGCAAGGTTGAAGTCACTGGGATTCTTTT
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CCTTTCACCTAGATAGTCCTTGGAAAGTGTGTGAGAGAGAAGTGGGCAGGAGACAGACTGGGGACTGAGCTGGGA
TATGGGGACTAGCATCAAAGCTTTCTCCTGACATCTCTTTCCAAGAGTCGGGGTGGCATCTGTACCCCACCTCAC
CCCCGAGAAGTGCTATTGCTTGCCCTCTGCCTCAGCCCCACTAGGGGAACAACAGGAGGCCTGCTGGGGCTTAGA
GTCCGTGCAGGTGGGGATATGGGTAAATCTAGGAGAACTCACAGATCTTTATATGAGGACAGTGCTGAGGACTTT
CTCATGGCTCCATCCTTTTGGTCCCTCGCCACTACCCTTGAAGCTGGCTTCAGTTCCCTGGCTGCTGCTTTGCCT
CCTGAAAGCCACTCTGTAGGACCAAGCACTCGGGGGAGAGGCCTAAGCCATCCTCTGTTCCAGACTGGACATCCA
CTGTCTTTCCTGCTTTCGCGTCAGATTTACAGCTTATGCTAGGCCCACCCAACTGGACAAGGCTGTCTCCTGTCT
TCTACTACCCTGGCTCAGCCCCCACCTCTGCCCCTGAAATGCGTGCTCCCACCAAGGCCAGAGACCCACAGCCCC
AAGACAAGAAGTGCCCTTATAAACCCCTGCAGCCCTGCAGCCCTGAAATAAATTTTGCAATTAGTTTCCAGTAGC
ATTTGTGAATTTGCATTCTGAATCGAGGTGTAGTCCCTGGGGTAGGTTCTGGGTcaccggtgataacttecgtata
atgtatgctatacgaagttat

2.5. PGK-Neo region

gcggccgggaagttcecctattcectectagaaagtataggaacttcgeggeccaattctaccgggtaggggaggegettt
tcccaaggcagtctggagcatgegetttagcageececegectggcacttggecgectacacaagtggectectggecteg
cacacattccacatccaccggtagcgccaaccggctececgttetttggtggeccececttegegecaccttetactect
cccctagtcaggaagttcecceccecceccecceccecgecccecgcagectecgegtegtgcaggacgtgacaaatggaagtagcacgtetce
actagtctcgtgcagatggacagcaccgctgagcaatggaagcgggtaggcecctttggggcagcggceccaatagcag
ctttgctccecttcecgectttectgggetcagaggctgggaaggggtgggteccgggggecgggctcaggggcecgggctcagg
ggcggggcgggcgcgaaggtcctceccggageccggcattcectgecacgettcaaaagecgcacgtectgecgegetgtte
tcctettectcatctecgggectttecgacctgcageccaatatgggatcggeccattgaacaagatggattgcacge
aggttctccggceccgcttgggtggagaggctattcggctatgactgggcacaacagacaatcggctgctcectgatge
cgccgtgttcececggctgtcagegcaggggecgeccggttectttttgtcaagaccgacctgteccggtgecctgaatga
actgcaggacgaggcagcgcggctatcgtggctggccacgacgggecgttecttgecgcagetgtgectcgacgttgt
cactgaagcgggaagggactggctgctattgggcgaagtgeccggggcaggatctectgtcatectcaccttgectee
tgccgagaaagtatccatcatggctgatgcaatgcggcggctgcatacgcttgatccggectacctgeccattega
ccaccaagcgaaacatcgcatcgagcgagcacgtactcggatggaagccggtcttgtcgatcaggatgatctgga
cgaagagcatcaggggctcgcgccagceccgaactgttegecaggctcaaggegegecatgeccgacggcgaggatcect
cgtcgtgacccatggcgatgcectgettgeccgaatatcatggtggaaaatggececgettttectggattcatcgactg
tggccggctgggtgtggcggaccgctatcaggacatagegttggectaccecgtgatattgectgaagagecttggegg
cgaatgggctgaccgcttcctecgtgectttacggtatcgecgetecccgattcgcagecgecatecgecttetategect
tcttgacgagttcttctgaggggatccgectgtaagtctgcagaaattgatgatctattaaacaataaagatgtcce
actaaaatggaagtttttcctgtcatactttgttaagaagggtgagaacagagtacctacattttgaatggaagg
attggagctacgggggtgggggtggggtgggattagataaatgcctgctctttactgaaggctctttactattge
tttatgataatgtttcatagttggatatcataatttaaacaagcaaaaccaaattaagggccagctcattecctece
cactcatgatctatagatctatagatctctcgtgggatcattgtttttctcttgattcccactttgtggttctaa
gtactgtggtttccaaatgtgtcagtttcatagcctgaagaacgagatcagcagecctctgttccacatacactte
attctcagtattgttttgccaagttctaattccatcagaagctcgataccgtcgagataacttcgtataatgtat
gctatacgaagttatgaattcgaagttcctattctctagaaagtataggaacttcccgecggatccatcgaccccce

tgcagg

2.6. 3’ homology arm (3.1kb)

GGTGGTGAGGGTTTGCCTGCCACCAAAACGTGTTCAGCTCAAACCTCTGGGAAGGGGCACTGTTGAAATGGCTCA
GAAGGTAAAGGTGCTTGCAGGCCTGGTGAAGGAGAGAACAGACTCCCAGAAGTTGTCGTCTGACCTACGTGCAAC
ACACACACACACACACACACACACACACACACACTTAGAACCTGCACAAGACCAAGCCACTCAACATTCCAGCGG
AACTCACGTATCCCCTACTCTTACTGTCAATGGCTTCTGGGGGCAAGAGAGTCAGATGTCTTCAGGGATGTGATT
CTAACCCATTCTCCAGTGCTCCATTGGAAGGCCCTGCAGCCATGTACACACAGGCTTCACTAAATGGACTCAGCA
GATTAAGAACATGACTTAAGGAAGTTGGGAGGGGGGGATATGGAGAGAGTCCTGGAAACTGAGCAGTGGGAGATG
GATTCTATCTAAATACAGTGTATATATCTGAGTGTCTACATACATATCATACACATTGAAGATATTTTTAAAAAT
GAGGCGGGAGACAGTTGGAGAGCCCAGGGTGGGGAGACAGCAGGTGCTACTAGGCTTTGGGCCCCACCCCAAGCC
TGGGGCTCAAGTATACACAAACCCTGGGAGATACTGTGACTTCTGGGGTCTCCTCTCAACTCACCTGGTCATACC
AGTTCTGCCCCATACTGAAAGTGCATCCATTTCATGAACACCTCGCAAACACCCTCCCTCAGCTCCAGCAGAGGA
GGGGGGGTTGGGGGGGTGTTCAGTGTGGGGATCCAGATTCCAACCTGGCTCTCCCTTTCTACCGTCCTCAGTCCC
CACCCTTGCCGACGAAGCCTGCTAGGTGGCAGCACTGAGCTTGATCAACACCTGAGTGTTCCAGCACCTCAGGTC
CCCTTGGATCTGCTCTCCCAGGCCATCTTTGTAGGTTCTCCACATTCGCGCAGCTGAGGCGGTGCTCAACCACTG
CCCCACCCACTGTAACCAATGCGACTAACCTAGGGCCACACTTGGTCCACCCAGGGTTTCTAAAACAATTAGAAA
AAGGGTACCTCCTTTAGGGGGAGGTGGCAGAAAAATGTTCTTCTCCTGCTTTGTCCCAAGGCAATGCCCAGGCTT
AAAGAAAACGGTCTTAATTAACCAGATGATACGATGTGGCCCCTTATGTAATTGAACCACAAATAAGAAAGTCGT
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TGATTCAGCTCACAGGAGAAGGGTCAAATTGGGTTTTTAAGGATGCCTAGGAATTTACCAGCTTAACAGAAACAA
AGACAGCCCAGATAGAACAGTGTGGCAATAAAAAGAAAGAGGGTGGCGCCAGCTGACTGCGTGTGGCTGGAGCAT
AGAGGGTGTGGGAGGAAGAAGAGATATGTAGGATGGAAAGGCCTGGAAAGAGCCCCTTAGTCCTGCCCCCTGATC
CCCAAACCTTTATGACTGGAACAGGGGCCTTCTGCAAGGGAAGGGATTCAGAGCGCATGGAAATGCAGCTAGCTA
TGGGCCACCAAGGGCCTGGTTCTTTCTACCTCCTCACACACCCCCTGGGCCCCGAGTCATGGGCCATGGGTCCTG
CCAGGGCTGAGCATGTATGCTGCTGATACTTAACAAAGTCCACCTGCTCCAGAGGGAATGGACAACTGGCCCAGC
CTTTCCTCCTCCTGGGCCTGCGTTCCCAGTGAAAGGCAGGGGCTCTGCTGTCTTCTCTCTTGTGAATCTCTGGCC
TCTCCACCCAGGCAGAGCCTTCAATGCCTTGAACACAGCTTCCTCTGCCTACAGCCCTACATGTCTCAGGTCATA
GCTGACCTTCTCTGCGTATTTACTGGGTGCAGGGTAGTTGCTGTGCCCCAAACTAGCATAGGACTGTATCATAAG
GTCTTCTGAGAGAGAGCCTGTTATCCCCCATTCTGCAAATGACAGACAGGGAGGGCTTCAAGTTCTTCCACATCG
TAGGTCCCCAGAAACAAATGCCTGGAGACCTGGACTTGCATAGGTGAGCCAATGCTCTCCAGGAATTGTGTCCCA
GTTGCAACCCACATAGGGTTCAGGGAGGAAGCCACCAAAGCCCAGGGACTGTCTGTGCCTCTCTGGCTCTTGGGG
GTTCCTCACTCACCCTGCCCTTTTGTCTCACTTGTCCTGTGCACACCCTGACCCAGCTCTGTAGCCCCAAAGGAG
GCAGGCTGGATGGTGTTGGGGATCCGACTGGTGGCTGCACGGTGAGGTAGTGCCCTGGCCTGTTTTCAGTTGACT
TCCATGCCGGTTCCTCCTCAGTGAGACAACCAATCCCTCACTCCTGAGTGAAGCCCAGCTACCTGTGAGCAGCCA
TGCCTCACACCTCCAGAAATCAGTGCCCAGGTGCCCACACCTGCTGCTCATGAGCTTAGACTGGCAGCAGGGAAG
CCCCAGGCCTGTGCCTACACAGTTAGGACTAAGTCAATCTCCCAGCAGAGTGGGGATCTATAGCCTCAGGCCAGG
GACACTGCCACTGCTGAATAGGCTGACTGCTGGGCAGAAGAGATGACTCAGGGACTAAAAGCACTTGCCACAAAC
CCGGATGACTTAAACTTTATGCCCAGAGCCTACATGGTGAAAGGGGAGAATTGAGTCATGTAAGCTGTTCCCTGA
CCTCCACATCCCAGCACATGCACACACACAAGACAATTTTTTTTTAAGTGCTAACAAAAACTAGCAAGCCTAGTG
GCAAGGCAGAATCCCAAAGTCAAACTGACAGCTTCTCTGCTCCCGCTCCTCTCAGACGGCCCTGTCCATCTACCC
CTTCCTGGCCAGGAAGACAACCTCTCCGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGTGT
GTGTGTGTTGGGGGTGGCATAGGCAGAAAGCTTCAACACCTGGTTTATTATCAGGCACTGATGGGCGCCTCTGGA
AAGTGGAAGGAACTAAGACAAACAGAAGGACCAGCCGGTCTGGTCCAGAGCTGCTTTTCTCTCACGTGGAGCTGC
CTGCTGTACATTTCAGTCTGGGTTTCCGTTGATGAGCTGAGGTCTTCTGGCCACTGAGCTCCTGA

2.7. Vector backbone sequence

ggccactgaggccgcgatcgcaagcttatcgataccgtcgacctcgagggggggceccggtacccaattegeccta
tagtgagtcgtattacgcgcgctcactggcecgtecgttttacaacgtcgtgactgggaaaaccctggegttaccceca
acttaatcgccttgcagcacatcccectttcecgeccagectggecgtaatagcgaagaggcceccgcaccgatecgecctte
ccaacagttgcgcagcctgaatggcgaatgggacgcgccecctgtagecggegecattaagcgecggegggtgtggtggt
tacgcgcagcgtgaccgctacacttgccagegceccctagegeccgetectttegetttetteecttectttetege
cacgttcgccggcectttcecececcecgtcaagctctaaatcgggggetececctttagggttecgatttagtgectttacggea
cctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgceccctgatagacggtttttegecce
tttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctecggt
ctattcttttgatttataagggattttgccgatttcggecctattggttaaaaaatgagctgatttaacaaaaatt
taacgcgaattttaacaaaatattaacgcttacaatttaggtggcacttttcggggaaatgtgcgcggaacccct
atttgtttatttttctaaatacattcaaatatgtatccgctcatgagacaataaccctgataaatgcttcaataa
tattgaaaaaggaagagtatgagtattcaacatttccgtgtcgecceccttattcececcttttttgecggecattttgectt
cctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttac
atcgaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgttttccaatgatgagecact
tttaaagttctgctatgtggcgcggtattatcccgtattgacgeccgggcaagagcaactcggtecgeecgecatacac
tattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaagagaa
ttatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaag
gagctaaccgcttttttgcacaacatgggggatcatgtaactcgceccttgatcgttgggaaccggagctgaatgaa
gccataccaaacgacgagcgtgacaccacgatgcctgtagcaatggcaacaacgttgcgcaaactattaactgge
gaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctyg
cgctcggcecceccttecggcectggetggtttattgectgataaatctggageccggtgagegtgggtectegeggtatecatt
gcagcactggggccagatggtaagccctceccgtatcecgtagttatctacacgacggggagtcaggcaactatggat
gaacgaaatagacagatcgctgagataggtgcctcactgattaagcattggtaactgtcagaccaagtttactca
tatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtgaagatcctttttgataatcte
atgaccaaaatcccttaacgtgagttttecgttccactgagcgtcagacceccgtagaaaagatcaaaggatettet
tgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagecggtggtttgtttyg
ccggatcaagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtectt
ctagtgtagccgtagttaggccaccacttcaagaactctgtagcaccgectacatacctcecgectcectgetaatectg
ttaccagtggctgctgccagtggcgataagtcgtgtecttaccgggttggactcaagacgatagttaccggataag
gcgcagcggtcgggctgaacggggggttcgtgcacacagcecccagcttggagcgaacgacctacaccgaactgaga
tacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagecggce

PHENOMIN-ICS Page 7 of 15 1/7/2020
Nr5a1 conditional knock out model




Cs

Molecular Biology Data
Nr5al conditional knock out model- ics references kK168/DG22

agggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatectttatagtecctgtegggttt
cgccacctctgacttgagcgtcgatttttgtgatgctecgtcaggggggcggagecctatggaaaaacgccagcaac
gcggcctttttacggttcecctggecttttgetggecttttgctcacatgttectttectgegttatececcectgattet
gtggataaccgtattaccgcctttgagtgagctgataccgctcgeccgcageccgaacgaccgagcgcagcgagtcea
gtgagcgaggaagcggaagagcgcccaatacgcaaaccgcecctctcececececgegegttggecgattcattaatgecage
tggcacgacaggtttcccgactggaaagcgggcagtgagcgcaacgcaattaatgtgagttagectcactcattag
gcaccccaggctttacactttatgecttcecggetecgtatgttgtgtggaattgtgagcggataacaatttcacaca
ggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagectcgcg

gccgcggcgegec
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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: ~ 400
Number of positives: 4

Reference of clone used to generate the mouse line:
e clone K168P1-67

3.2. Southern data on positive clone

3.2.1.Neo Southern strategy

“ Southern Screening Strategy

Targeting Vector ! 2 pp Fea T pp

5:3.7kb  FA:2.0kb 3:3.1kb

Targeted Allele 3 /L.
/ - /

5' arm digest

== Neo probe } FRT
) LoxP

Digestion used to validate the insertion L/NL

Probe Name Genomic DNA WT allele | Targeted Allele
digest (kh) (kh)
Neo 5" arm digest Auvrll / 10.3
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3.2.2.Picture of Neo Southern

Neo southern blot validation: Avrll digest ladder
10000
/ 8000
Se—
10kb > — / %ﬁ
ghb  —> u— 4 3500
=rm
6kb —
g s [ 2000
5kb —> — — 1500
K > — - 1000
3.5kb > ——— 750
3k %
W - 250
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3.2.3.External probes Southern

& Southern Screening Strategy

Targeting Vector : } :
(HR) 5:3.7kb  FA:2.0kb 3:2.7kb
Targeted Allele \H j> _/

_ 9 first digest

_._%seconddigest _ _.

|
Wildtype Allele | 7/

) i J i /

_._Y firstdigest ~ 3’ digest

_._Sseconddigest _ _

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

Digestions used to validate with 5’ and 3’ probes

D FRT
) LoxP

L~

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

5 ext | 5" arm first digest Avrll 8.3 10.3
extemnal 5 arm second digest AfllI 9.2 11.2

3' external |3 arm digest Xball 10.0 6.5

Primers for probe synthesis:

5’ probe

CCTAACTCCCTGAACTACAGGGACCC

CAGGCTGAGAGTCCCAGGCCCTTGTC

3’ probe

GAGGAAAACCCTGCACATACGTGCC

CCGCAAGCACAACCGTCTGCGAGAAC
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3.2.4. Picture of Southern with external probes

ladder

Southern blot with external 5’ probe

10kb

8kb

6kb

5kb

4kb
3.5kb

3kb

Southern blot with external 3’ probe

10kb

8kb

6kb

5kb

4kb

3.5kb

3kb
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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

N

~
>,

(In vivo FLP Deletion)
(cKO)

Knock-Out Allele [

Conditional after inducible Cre Deletion
Constitutive after in vivo Cre Deletion

(KO)

D FRT
o= / P Loxp
—sprimer

Sequence of primers used for genotyping

Primers Sequence

Lf GTGGCACATGCATTAGTCCACTTGG

Lr GAGACTGCTATGAGCCTCTCAATGG

Ef CTGTCTCCTGTCTTCTACTACCCTG

Er AGCCATTTCAACAGTGCCCCTTCC
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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 762-763 Lf/Lr 277 228
5’loxP
Excision of the selection 764-766 Ef / Er 397 289
marker
Total Excision (excision of 762-766 Lf/Er 2246* 240 2086*
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
o0

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

Presence ofthe distal

loxP
Presence ofthe distal

Excision ofthe
selaction rmarker
loxP

Excision of the
selection marker

Ladder

WT/WT cKO/WT

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