NIH-0001 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note

5X GoTaq Buffer 10 1 94C 15"

10 mM dNTPs 3.5 2 65C 30" Decrease 1C/cycle
10mM dNTPs 1 3 72C 40" Goto 1, 10 cycles
Primer 20 uM 1 4 94C 15"

Primer 20 uM 1 5 55C 30"

5 U/ul Tag polymerase 0.5 6 72C 40" Go to 4, 30 cycles
Water 28

Total mix volume 45

Tail lysate (1:20 dilution) 5

Total reaction volume 50

Primer Sequences (5’ to 3'):

Mutant PCR: Primer 0001-5' and Primer LTR-rev, 166 bp

Recommended Wt PCR: Primer 0001-5' and Primer 0001-3', 138 bp

Primer 0001-5'

CAGTTCTGAAGGCTGAAAGTCTCC

Primer LTR-rev

ATAAACCCTCTTGCAGTTGCATC

Primer 0001-3'

AAGGATGTCCACATGTGGGAAAGG

Mutant PCR
Well Sample [ Genotype MK 1 2 3 4 5 MK
1 165 het
2 176 het
4 ES DNA het
5 wt lysate wit
6 water no amp
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MNote: Fxpectedband size denoted by arrow adjacent to 100bp ladder/marker.
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L E X
VICTR40 Omnibank Vector
Sall 5158* Sacl 5962
Kpnl 5968 K
pnl 7061
Sacl 178 . Sacl 4805 X
Kpni 111 | BOMTS4* o oean Notl 5689 Sacl 7128

LTR SA BGEO pA PGK BTKso LTR

Total Size: 7,540 nucleotides
Non-Cutters: Apal, Sacll, Xhol, Xmnl

* Unique sites
o Frt

TGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAG
GAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACA
CGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGG
GTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCG
AGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCC
TTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGG
ACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCT
TACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCC
TGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCA
GCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTA
TTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACA
GGTGGGGTCTTTCATTCCCCCCTTTTTCTGGAGACTAAATAAAATCTTTTATTT
TATCTATGGCTCGTACTCTATAGGCTTCAGCTGGTGATATTGTTGAGTCAAAA
CTAGAGCCTGGACCACTGATATCCTGTCTTTAACAAATTGGACTAATCGATAC
CGTCGATCGACCTCGACAGATCTGTAGGGCGCAGTAGTCCAGGGTTTCCTTG
ATGATGTCATACTTATCCTGTCCCTTTTTTTTCCACAGCTCGCGGTTGAGGACA
AACTCTTCGCGGTCTTTCCAGTGGGGATCGACGGTATCGATAAGCTTGATGAT
CTGTGACATGGCGGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCT
GGCGTTACCCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCG
TAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTG
AATGGCGAATGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAA
GCTGGCTGGAGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAAC
TGGCAGATGCACGGTTACGATGCGCCCATCTACACCAACGTGACCTATCCCA
TTACGGTCAATCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACTCG
CTCACATTTAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTA



TTTTTGATGGCGTTAACTCGGCGTTTCATCTGTGGTGCAACGGGCGCTGGGTC
GGTTACGGCCAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTT
ACGCGCCGGAGAAAACCGCCTCGCGGTGATGGTGCTGCGCTGGAGTGACGGC
AGTTATCTGGAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACG
TCTCGTTGCTGCATAAACCGACTACACAAATCAGCGATTTCCATGTTGCCACT
CGCTTTAATGATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTG
CGGCGAGTTGCGTGACTACCTACGGGTAACAGTTTCTTTATGGCAGGGTGAA
ACGCAGGTCGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGC
GTGGTGGTTATGCCGATCGCGTCACACTACGTCTGAACGTCGAAAACCCGAA
ACTGTGGAGCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCAC
ACCGCCGACGGCACGCTGATTGAAGCAGAAGCCTGCGATGTCGGTTTCCGCG
AGGTGCGGATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGAT
TCGAGGCGTTAACCGTCACGAGCATCATCCTCTGCATGGTCAGGTCATGGAT
GAGCAGACGATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTAACG
CCGTGCGCTGTTCGCATTATCCGAACCATCCGCTGTGGTACACGCTGTGCGAC
CGCTACGGCCTGTATGTGGTGGATGAAGCCAATATTGAAACCCACGGCATGG
TGCCAATGAATCGTCTGACCGATGATCCGCGCTGGCTACCGGCGATGAGCGA
ACGCGTAACGCGAATGGTGCAGCGCGATCGTAATCACCCGAGTGTGATCATC
TGGTCGCTGGGGAATGAATCAGGCCACGGCGCTAATCACGACGCGCTGTATC
GCTGGATCAAATCTGTCGATCCTTCCCGCCCGGTGCAGTATGAAGGCGGCGG
AGCCGACACCACGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGAT
GAAGACCAGCCCTTCCCGGCTGTGCCGAAATGGTCCATCAAAAAATGGCTTT
CGCTACCTGGAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGAT
GGGTAACAGTCTTGGCGGTTTCGCTAAATACTGGCAGGCGTTTCGTCAGTATC
CCCGTTTACAGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAA
ATATGATGAAAACGGCAACCCGTGGTCGGCTTACGGCGGTGATTTTGGCGAT
ACGCCGAACGATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCA
CGCCGCATCCAGCGCTGACGGAAGCAAAACACCAGCAGCAGTTTTTCCAGTT
CCGTTTATCCGGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCAT
AGCGATAACGAGCTCCTGCACTGGATGGTGGCGCTGGATGGTAAGCCGCTGG
CAAGCGGTGAAGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGA
ACTGCCTGAACTACCGCAGCCGGAGAGCGCCGGGCAACTCTGGCTCACAGTA
CGCGTAGTGCAACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGC
GCCTGGCAGCAGTGGCGTCTGGCGGAAAACCTCAGTGTGACGCTCCCCGCCG
CGTCCCACGCCATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGA
GCTGGGTAATAAGCGTTGGCAATTTAACCGCCAGTCAGGCTTTCTTTCACAGA
TGTGGATTGGCGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCAC
CCGTGCACCGCTGGATAACGACATTGGCGTAAGTGAAGCGACCCGCATTGAC
CCTAACGCCTGGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGCCGAA
GCAGCGTTGTTGCAGTGCACGGCAGATACACTTGCTGATGCGGTGCTGATTA
CGACCGCTCACGCGTGGCAGCATCAGGGGAAAACCTTATTTATCAGCCGGAA
AACCTACCGGATTGATGGTAGTGGTCAAATGGCGATTACCGTTGATGTTGAA
GTGGCGAGCGATACACCGCATCCGGCGCGGATTGGCCTGAACTGCCAGCTGG
CGCAGGTAGCAGAGCGGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACT
ATCCCGACCGCCTTACTGCCGCCTGTTTTGACCGCTGGGATCTGCCATTGTCA
GACATGTATACCCCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGA



CGCGCGAATTGAATTATGGCCCACACCAGTGGCGCGGCGACTTCCAGTTCAA
CATCAGCCGCTACAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTG
CTGCACGCGGAAGAAGGCACATGGCTGAATATCGACGGTTTCCATATGGGGA
TTGGTGGCGACGACTCCTGGAGCCCGTCAGTATCGGCGGAATTCCAGCTGAG
CGCCGGTCGCTACCATTACCAGTTGGTCTGGTGTCAGGGGATCCCCCGGGCT
GCAGCCAATATGGGATCGGCCATTGAACAAGATGGATTGCACGCAGGTTCTC
CGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAAT
CGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTT
CTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGG
CAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCT
CGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCG
GGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCAT
GGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTC
GACCACCAAGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCC
GGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAG
CCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGT
CGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGC
TTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGA
CATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCT
GACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGC
CTTCTATCGCCTTCTTGACGAGTTCTTCTGAGGGGATCAATTCTCTAGAGCTC
GCTGATCAGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCT
CCCCCGTACCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAA
TAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGG
GGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAG
GCATGCTGGGGATGCGGTGGGCTCTATGGCTTCTGAGGCGGAAAGAACCAGC
TGGGGCTCGATCCTCTAGAGTCGAAGCTTTCGGAAGTTCCTATTCGGAAGTTC
CTATTCTCTAGAAAGTATAGGAACTTCTCGATATGGTCGACCTGCAGGAATTC
TACCGGGTAGGGGAGGCGCTTTTCCCAAGGCAGTCTGGAGCATGCGCTTTAG
CAGCCCCGCTGGGCACTTGGCGCTACACAAGTGGCCTCTGGCCTCGCACACA
TTCCACATCCACCGGTAGGCGCCAACCGGCTCCGTTCTTTGGTGGCCCCTTCG
CGCCACCTTCTACTCCTCCCCTAGTCAGGAAGTTCCCCCCCGCCCCGCAGCTC
GCGTCGTGCAGGACGTGACAAATGGAAGTAGCACGTCTCACTAGTCTCGTGC
AGATGGACAGCACCGCTGAGCAATGGAAGCGGGTAGGCCTTTGGGGCAGCG
GCCAATAGCAGCTTTGCTCCTTCGCTTTCTGGGCTCAGAGGCTGGGAAGGGGT
GGGTCCGGGGGCGGGCTCAGGGGCGGGCTCAGGGGCGGGGCGGGCGCCLCGA
AGGTCCTCCGGAGGCCCGGCATTCTGCACGCTTCAAAAGCGCACGTCTGCCG
CGCTGTTCTCCTCTTCCTCATCTCCGGGCCTTTCGACCTGCAGGCGGCCGCGA
ATTCACTAGTGATTGCAGCGTACGGATCCGCCGCCGCCATGGCTCCGGTAGG
TCCAGAGTCTTCAGAGATCAAGTCCCACCTTCCAAGTCCTGGCATCTCACGAC
GTCTGGGGAGCTACCTGCATTAAGTCAGAACTGAGGTGGGTTTGGGCTGAGG
TAGAGCCTGGGCAGAGGCCATAATTACTTCTTGTGGAACTCTCAAAGGTCGG
ACAGGAAGCATGGCTGGTTCCATATATCTACTGCCTCGAATCGATGAATTCG
AGCTCGGTACCCGGGGATCGAAGTTCCTATTCGGAAGTTCCTATTCTCTAGAA
AGTATAGGAACTTCTCGACCTGCAGGCATGCAAGCTTCGACCTCGACGTCGA
GAAGGAGTGAGGGCTGGATAAAGGGAGGATCGAGGCGGGGTCGAACGAGGA



GGTTCAAGGGGGAGAGACGGGGCGGATGGAGGAAGAGGAGGCGGAGGCTTA
GGGTGTACAAAGGGCTTGACCCAGGGAGGGGGGTCAAAAGCCAAGGCTTCC
CAGGTCACGATGTAGGGGACCTGGTCTGGGTGTCCATGCGGGCCAGGTGAAA
AGACCTTGATCTTAACCTGGGTGATGAGGTCTCGGTTAAAGGTGCCGTCTCGC
GGCCATCCGACGTTAAAGGTTGGCCATTCTGCAGAGCAGAAGGTAACCCAAC
GTCTCTTCTTGACATCTACCGACTGGTTGTGAGCGATCCGCTCGACATCTTTC
CAGTGACCTAAGGTCAAACTTAAGGGAGTGGTAACAGTCTGGCCCATATTTT
CAGACAAATACAGAAACACAGTCAGACAGAGACAACACAGAACGATGCTGC
AGCAGACAAGACGCGCGGCGCGGCTTCGGTCCCAAACCGAAAGCAAAAATT
CAGACGGAGGCGGGAACTGTTTTAGGTTCTCGTCTCCTACCAGAACCACATA
TCCCTCCTCTAAGGGGGGTGCACCAAAGAGTCCAAAACGATCGGGATTTTTG
GACTCAGGTCGGGCCACAAAAACGGCCCCCGAAGTCCCTGGGACGTCTCCCA
GGGTTGCGGCCGGGTGTTCCGAACTCGTCAGTTCCACCACGGGTCCGCCAGA
TACAGAGCTAGTTAGCTAACTAGTACCGACGCAGGCGCATAAAATCAGTCAT
AGACACTAGACAATCGGACAGACACAGATAAGTTGCTGGCCAGCTTACCTCC
CGGTGGTGGGTCGGTGGTCCCTGGGCAGGGGTCTCCCGATCCCGGACGAGCC
CCCAAATGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCT
CCCAAGGAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTG
GATACACGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGT
GAGGGGTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAG
AAGCGAGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCA
GGTCCTTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGG
GCTGGACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAA
CTGCTTACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTT
GGCCCTGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCAT
ATTCAGCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTT
ATGTATTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAAC
CTACAGGTGGGGTCTTTCA
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