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Annotated sequence of a floxed allele near Exon 4 of Insr (WT intron, Cloning remnant, loxP, Exon4)
TCTCAAAAACAAGCTAAAAGGCTCCTGAAGAATGACACCCAAAGTTGACCTCTGATCTCCATAAAGGTGTGT
ATGTACCCCCAACACACACACACACACACACACACACACACACACACGCCTACACATCACATGCATATGAA
CATAAAGTTCTATCATGTGATCAATGATTCTATCAACCGTGCCTAGAGACTCCAAGACAAACTTTATAGGACT
AGTCGACCTGCAGCCAAGCTA IS C 1 TCAGACCTAATAACTTCGTATAGCAT
ACATTATACGAAGTTATATTAAGGGTTATTGAATATGATCGGAATTCCTCGAGTECTAGTGAGGTGACAGGGTT
GGTAAAATGTGGACTTCAGTTTGATCTCTAGCACCCTICCCANACETCECACATCETEGGICTGTGCTTGTTA
TACCAGCACTGGAGAGGTGTGGTGCTGTCAGATCTGCCCTGTGCAGGGAATGAAGGAAGTTTTTTATACCA
GGAAAGGAATTTTGTGTGTTTGTGTGTATGCAGCTATTTGTGAGTGGGTGTAGGGAGATCAGAGGACAACC
TCAGATATTATTCTCAGAATTTCACCTACTTTCTTTGTGATAGGGTCTCCCAGTGACCCTGAGCCTGACCTAT
TAGGCTAGGCTACCTGATCAGCAAACCCCAGGATTCTCTCTCCTTCCTCAGTACTACTCTTACCAATATCTAA
CAGTGTTTGATATTTCCAAGAAAACCTTTCATTGCGTATGTATTTATTTTTTATGCGTGTGTGTGTGTGTGTGT
GTGTGTGTGTGTGTGCGTGCAAGCGCACGCGCGCACAGGGTTAGTATGTGGTGCTCAGTTCTCAGAACTT
GCTTTCCTTCTTTCACTTTGTTGGGCCCAGGGATTGAACTCAGGTTAGCAGGCTTGGCTGCAAGCAGGTAC
CTTTACCCTATGAGCTGTCTTTCCAGCCAATGCCTGACATTTTTAGGTGGGCTATAGGGGTTCAACTGAGGT
TCTCATATTTATGAGGTGAATATTCCATGGTCTGAACACTCCCTTAAACCCTGGGCAATGAATTTTAAGGGGA
TAATTGGCCATTTAAAAACTGTAGGAGAAGGTTGACAATGCCTGGGAATAATTTTGATTGTGGCAATTTAGAG
ATGAGATGGTGTTGGTACTGAGCACCAGTTGGGAATCTGGCTCTGCATCGTATACTGCCCAAGGTTGCCTC
ATGACCACTGTGAAGACATATTTGGTGTCAAATATTTGGAATACTATATCAGTGAACTTTCTCTTGCTGTGATA
AAACACTCTGACCAAAGGCAGCTTAGGGGAGGACAAGGTTTGTTTCAGCTTATACTGCTTGGTTACATTCT
GTCACAGAGTGAAGTCAAATAGAAACATAAAGCAGAAACCACAAAACAGAGTTTCTCAACCTTCCTAGCAC
GAACCTTTTATACAGATCCTCATGTTGTAATGACCTATAACCATAAAATTATTTATCTGCTACTTCATAAGTGTA
GTTTTGCTACTGTTATGAGTCATAATGTTAATATCTGATAGGTAGGATCTCTGATATGTGACCAACAGAGGGG
TAGCAGTGCTCAGGCTGAAAACCACTGCCATAGAGCAGTGATGCTAGTTGACTCTGTTTCTAGCTCATGTG
CAGCTAGCTTTCTCAGATAGACCAGGCCCACCTGCCTTGGAAATGGCCACCCACAGTGGGCTGGACCCTC
CCCCATCAATCAACAATCGAGATAACTCCCCACAGTATAGTCATGGACCAATCTGATTTAGGCAATTCCTCAA
CTGAGATCCCCCTCATGATGACTCTAGGCTATATCCTGCTGACAGTTAAAAGTTAGCTAGCTCAACTGCTGA
GCTCAGCACATCCACTTTAGAGTAACAGACTGAGGTTGCCACTGGGTTCCTGTGAAGAGTGCTGTATTCCA
AATGACGGGGTGAGGGAACCCTGTGCACCTCATTGATCTCTTTGCCTGTGCTCCACTCTCAGCTTGATGTG
CACCCCATGTCTGGGACCCTGCCCTAAGGTCTGCCAAATCCTCGAAGGTGAGAAGACCATTGATTCTGTG
ACATCTGCCCAGGAGCTCCGAGGCTGCACTGTGATCAACGGTAGCCTGATCATCAACATCCGAGGGGGCA
GTGAGTATTTTGGAGCATCCCCCACTTCCTATGAGCTGTGAGCAGGGAAGCTCGAGATAACTTCGTATAGC
ATACATTATACGAAGTTATTGCACAGCTCAGGGTATTCCACACATTCCCCTCTTAACTTTCACGGCCAAATTT
ACTTTGTTCCTGTGGTCTCAGCTATTCAGGAGGCTGAGGCAGGAGGATTGCTTTAATCTAGCAAGTTCAGT
CTAGCCTAGATGACATAATCTTGTCCAAAGAAATAAAACAACATAACATGCAAAGTGACACATCCTTTAGTGG
CCCCCAAATGAGAGACTTATACCAGGAGTTGCCTTAAAATCCAAAATGAAAATTTTATGGCTCTACCTCTGCC
TGAAATTCTTATTTTGCAATCTGCAGCAGGAATCTCTATTCTTTATATTTTTATGTGTATGAGTGTTTTGTCTGG
GTATATGTATATACATGGTGTATATGAGGTGTCCACAAAAAAAGAGGGTATATAATACCCTGGAACTGCAGTTA
GAGATGACTGTGAGTTACCATGTGGATGTGGGGACTGAACCCAGGCCCTCTGTGATAGCACCTGATTCTC
GTAATTAATTCT
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PCR primers

The primers shown in Fig 1B. Desighed by PMID 9844629
Forward primer GATGTGCACCCCATGTCTG
Reverse primer CTGAATAGCTGAGACCACAG
Product sizes
wt allele = 279 bp
floxed allele = 319 bp

The primers shown in Fig 3A. New PCR primer that give 3 distinct products
Forward primer ACCGTGCCTAGAGACTCCAAGAC
Reverse primer CTGAATAGCTGAGACCACAG
Product sizes
wt allele = 1983 bp
floxed allele = 2150 bp
recombined allele = 209 bp

dgPCR Primers for estimating relative ectopic recombination (shown in Fig 4A)

Primers only amplify wt allele (product = 92 bp)
ACAAACTTTATAGGACTAGTGAGGT

Primers only amplify floxed allele (product = 182 bp)

Primers only amplify recombined allele (product = 209 bp)
ACCGTGCCTAGAGACTCCAAGAC
CTGAATAGCTGAGACCACAG

Housekeeping gene 1: Ccr5
CAGGCAACAGAGACTCTTGG, TCATGTTCTCCTGTGGATCG

Housekeeping gene 2: l110rb
ATGATTCCACCCCCTGAGA, GAGCTGTGAAAGTCAGGTTCG
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gPCR Primers for assessing Insr mRNA

Insr: TGTGACATCTGCCCAGGAGCT, GCATAGGAGCGGCGGATCTTTAG

Sdha: CCTAAACATGCAGAAGTCGATGC, GCCTTCTTGCAATACACTCCCC

Rpl13a: CTCAAGGTTGTTCGGCTGAA, CTGTCACTGCCTGGTACTTCCA

Antibodies for FACSorting

Marker

NK1.1

CD3

CD19

CD4

CD8a

Fixable viability Dye

Fluorochrome Company

PE
BV605
APC
eF450
PE-Cy7
eF780

BD
BioLegend
BD
eBioscience
eBioscience
eBioscience

Catalogue
557391
100237
550992
48-0041-82
25-0081-82
65-0865-14

Clone
PK136
17A2
1D3
GK1.5
53-6.7




