NIH-0920 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note

5X GoTaq Buffer 10 1 94C 15"

25mM MgCI2 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 0920-5' and Primer LTR-rev, 163 bp

Recommended Wt PCR: Primer 0920-5' and Primer 0920-3', 115 bp

Primer 0920-5' GGCATATATGTGCAGGCAGAATGC
Primer LTR-rev ATAAACCCTCTTGCAGTTGCATC
Primer 0920-3' TCTAGAAATGAGTCTGAACCGGAC
Mutant PCR
Well Sample [ Genotype MK 1 2 3 4 5 6 7 MK
1 228 het
2 235 het
3 236 het
4 239 het
5 ES DNA het
6 wt lysate wit
7 water no amp
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L EX
VICTR 22 Omnibank Vector
Xbal 290 Xbal S416 Kpnl 8151
BglII 778* Sacl 5424 SacllI 6593* Sacl 8218
Sacl 178
Xbal 5702 | Sacl 6992
Kpl’lI 111 KpnI 1365 SacI 3461 XbaI 8330

LTR SA IRES BGEO pA PGK PUROSD LTR

Total Size: 8630 nucleotides
Non-Cutters:
* Unique sites

Location of components in VICTR 22:

LTR (viral long terminal repeat): 1-590, 8014-8630
SA (splice acceptor): 783-912

IRES: 909-1493

Bgeo: 1522-5416

pA: 5421-5706

lox p sites: 5726-5796, 7045-7121

PGK promoter: 5840-6356

PURO SD: 6379-7026

>VICTR 22
TGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAG
GAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACA
CGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGG
GTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCG
AGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCC
TTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGG
ACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCT
TACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCC
TGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCA
GCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTA
TTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACA
GGTGGGGTCTTTCATTCCCCCCTTTTTCTGGAGACTAAATAAAATCTTTTATTT
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TATCTATGGCTCGTACTCTATAGGCTTCAGCTGGTGATATTGTTGAGTCAAAA
CTAGAGCCTGGACCACTGATATCCTGTCTTTAACAAATTGGACTAATCGATAC
CGTCGACCTCGAGGCTAGAACTAGTGGATCCCCCGGGCTGCAGATCTGTAGG
GCGCAGTAGTCCAGGGTTTCCTTGATGATGTCATACTTATCCTGTCCCTTTTTT
TTCCACAGCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGTGGGGATC
GACGGTATCGATAAGCTTCGAGCGGGATCAATTCCGCCCCCCCCCTAACGTT
ACTGGCCGAAGCCGCTTGGAATAAGGCCGGTGTGCGTTTGTCTATATGTTATT
TTCCACCATATTGCCGTCTTTTGGCAATGTGAGGGCCCGGAAACCTGGCCCTG
TCTTCTTGACGAGCATTCCTAGGGGTCTTTCCCCTCTCGCCAAAGGAATGCAA
GGTCTGTTGAATGTCGTGAAGGAAGCAGTTCCTCTGGAAGCTTCTTGAAGAC
AAACAACGTCTGTAGCGACCCTTTGCAGGCAGCGGAACCCCCCACCTGGCGA
CAGGTGCCTCTGCGGCCAAAAGCCACGTGTATAAGATACACCTGCAAAGGCG
GCACAACCCCAGTGCCACGTTGTGAGTTGGATAGTTGTGGAAAGAGTCAAAT
GGCTCTCCTCAAGCGTATTCAACAAGGGGCTGAAGGATGCCCAGAAGGTACC
CCATTGTATGGGATCTGATCTGGGGCCTCGGTGCACATGCTTTACATGTGTTT
AGTCGAGGTTAAAAAAACGTCTAGGCCCCCCGAACCACGGGGACGTGGTTTT
CCTTTGAAAAACACGATAATACCATGGGAATTAGCTTGATGATCTGTGACAT
GGCGGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACC
CAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGA
AGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAA
TGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTGG
AGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAACTGGCAGATG
CACGGTTACGATGCGCCCATCTACACCAACGTGACCTATCCCATTACGGTCA
ATCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACTCGCTCACATTT
AATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGATG
GCGTTAACTCGGCGTTTCATCTGTGGTGCAACGGGCGCTGGGTCGGTTACGGC
CAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTTACGCGCCGG
AGAAAACCGCCTCGCGGTGATGGTGCTGCGCTGGAGTGACGGCAGTTATCTG
GAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACGTCTCGTTGC
TGCATAAACCGACTACACAAATCAGCGATTTCCATGTTGCCACTCGCTTTAAT
GATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTGCGGCGAGT
TGCGTGACTACCTACGGGTAACAGTTTCTTTATGGCAGGGTGAAACGCAGGT
CGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGCGTGGTGGT
TATGCCGATCGCGTCACACTACGTCTGAACGTCGAAAACCCGAAACTGTGGA
GCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCACACCGCCGA
CGGCACGCTGATTGAAGCAGAAGCCTGCGATGTCGGTTTCCGCGAGGTGCGG
ATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGATTCGAGGCG
TTAACCGTCACGAGCATCATCCTCTGCATGGTCAGGTCATGGATGAGCAGAC
GATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTAACGCCGTGCGC
TGTTCGCATTATCCGAACCATCCGCTGTGGTACACGCTGTGCGACCGCTACGG
CCTGTATGTGGTGGATGAAGCCAATATTGAAACCCACGGCATGGTGCCAATG
AATCGTCTGACCGATGATCCGCGCTGGCTACCGGCGATGAGCGAACGCGTAA
CGCGAATGGTGCAGCGCGATCGTAATCACCCGAGTGTGATCATCTGGTCGCT
GGGGAATGAATCAGGCCACGGCGCTAATCACGACGCGCTGTATCGCTGGATC
AAATCTGTCGATCCTTCCCGCCCGGTGCAGTATGAAGGCGGCGGAGCCGACA
CCACGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGATGAAGACCA
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GCCCTTCCCGGCTGTGCCGAAATGGTCCATCAAAAAATGGCTTTCGCTACCTG
GAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGATGGGTAACAG
TCTTGGCGGTTTCGCTAAATACTGGCAGGCGTTTCGTCAGTATCCCCGTTTAC
AGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAAATATGATGA
AAACGGCAACCCGTGGTCGGCTTACGGCGGTGATTTTGGCGATACGCCGAAC
GATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCACGCCGCATCC
AGCGCTGACGGAAGCAAAACACCAGCAGCAGTTTTTCCAGTTCCGTTTATCC
GGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCATAGCGATAACG
AGCTCCTGCACTGGATGGTGGCGCTGGATGGTAAGCCGCTGGCAAGCGGTGA
AGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGAACTGCCTGAA
CTACCGCAGCCGGAGAGCGCCGGGCAACTCTGGCTCACAGTACGCGTAGTGC
AACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGCGCCTGGCAGC
AGTGGCGTCTGGCGGAAAACCTCAGTGTGACGCTCCCCGCCGCGTCCCACGC
CATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGAGCTGGGTAAT
AAGCGTTGGCAATTTAACCGCCAGTCAGGCTTTCTTTCACAGATGTGGATTGG
CGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCACCCGTGCACCG
CTGGATAACGACATTGGCGTAAGTGAAGCGACCCGCATTGACCCTAACGCCT
GGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGCCGAAGCAGCGTTGTT
GCAGTGCACGGCAGATACACTTGCTGATGCGGTGCTGATTACGACCGCTCAC
GCGTGGCAGCATCAGGGGAAAACCTTATTTATCAGCCGGAAAACCTACCGGA
TTGATGGTAGTGGTCAAATGGCGATTACCGTTGATGTTGAAGTGGCGAGCGA
TACACCGCATCCGGCGCGGATTGGCCTGAACTGCCAGCTGGCGCAGGTAGCA
GAGCGGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACTATCCCGACCGCC
TTACTGCCGCCTGTTTTGACCGCTGGGATCTGCCATTGTCAGACATGTATACC
CCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGACGCGCGAATTGA
ATTATGGCCCACACCAGTGGCGCGGCGACTTCCAGTTCAACATCAGCCGCTA
CAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTGCTGCACGCGGAA
GAAGGCACATGGCTGAATATCGACGGTTTCCATATGGGGATTGGTGGCGACG
ACTCCTGGAGCCCGTCAGTATCGGCGGAATTCCAGCTGAGCGCCGGTCGCTA
CCATTACCAGTTGGTCTGGTGTCAGGGGATCCCCCGGGCTGCAGCCAATATG
GGATCGGCCATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCTTGGG
TGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCTCTGA
TGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTCAAGA
CCGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGGCTATC
GTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGTCACTG
AAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGATCTCCT
GTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATGCAATGC
GGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCAAGCGAA
ACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTCGATCAG
GATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGTTCGCCA
GGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCATGGCGA
TGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGATTCATCG
ACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTTGGCTAC
CCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTCCTCGTG
CTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCGCCTTCTT
GACGAGTTCTTCTGAGGGGATCAATTCTCTAGAGCTCGCTGATCAGCCTCGAC
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TGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTACCTTCCTT
GACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATT
GCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGC
AGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATG
CGGTGGGCTCTATGGCTTCTGAGGCGGAAAGAACCAGCTGGGGCTCGATCCT
CTAGAGTCGAGGCTAGAACTAGTGGATCCGGAACCCTTAATATAACTTCGTA
TAATGTATGCTATACGAAGTTATTAGGTCCCTCGACCTGCAGGAATTTCGAGG
TCGAGACGGTATCGATAAGCTTGATATCGAATTAATTCTACCGGGTAGGGGA
GGCGCTTTTCCCAAGGCAGTCTGGAGCATGCGCTTTAGCAGCCCCGCTGGGC
ACTTGGCGCTACACAAGTGGCCTCTGGCCTCGCACACATTCCACATCCACCG
GTAGGCGCCAACCGGCTCCGTTCTTTGGTGGCCCCTTCGCGCCACCTTCTACT
CCTCCCCTAGTCAGGAAGTTCCCCCCCGCCCCGCAGCTCGCGTCGTGCAGGA
CGTGACAAATGGAAGTAGCACGTCTCACTAGTCTCGTGCAGATGGACAGCAC
CGCTGAGCAATGGAAGCGGGTAGGCCTTTGGGGCAGCGGCCAATAGCAGCTT
TGCTCCTTCGCTTTCTGGGCTCAGAGGCTGGGAAGGGGTGGGTCCGGGGGCG
GGCTCAGGGGCGGGCTCAGGGGCGGGGCGGGCGCCCGAAGGTCCTCCGGAG
GCCCGGCATTCTGCACGCTTCAAAAGCGCACGTCTGCCGCGCTGTTCTCCTCT
TCCTCATCTCCGGGCCTTTCGACCTGCAGGAATTCGATATCAAGCTTACCATG
ACCGAGTACAAGCCCACGGTGCGCCTCGCCACCCGCGACGACGTCCCCCGGG
CCGTACGCACCCTCGCCGCCGCGTTCGCCGACTACCCCGCCACGCGCCACAC
CGTCGATCCGGACCGCCACATCGAGCGGGTCACCGAGCTGCAAGAACTCTTC
CTCACGCGCGTCGGGCTCGACATCGGCAAGGTGTGGGTCGCGGACGACGGCG
CCGCGGTGGCGGTCTGGACCACGCCGGAGAGCGTCGAAGCGGGGGCGGTGT
TCGCCGAGATCGGCCCGCGCATGGCCGAGTTGAGCGGTTCCCGGCTGGCCGC
GCAGCAACAGATGGAAGGCCTCCTGGCGCCGCACCGGCCCAAGGAGCCCGC
GTGGTTCCTGGCCACCGTCGGCGTCTCGCCCGACCACCAGGGCAAGGGTCTG
GGCAGCGCCGTCGTGCTCCCCGGAGTGGAGGCGGCCGAGCGCGCCGGGAETG
CCCGCCTTCCTGGAGACCTCCGCGCCCCGCAACCTCCCCTTCTACGAGCGGCT
CGGCTTCACCGTCACCGCCGACGTCGAGGTGCCCGAAGGACCGCGCACCTGG
TGCATGACCCGCAAGCCCGGTGCCTGACTAGCTAGGGAGCTCGTCTGTAAAA
CGACGGCCAGTCAGGTAAGTCTCGAAATTCGATATCAAGCTGATCCGGAACC
CTTAATATAACTTCGTATAATGTATGCTATACGAAGTTATTAGGTCCCTCGAC
CTGCAGCCCAAGCTAGCTTATCGATACCGTCGACCTCGACCTCGAGAAGGAG
TGAGGGCTGGATAAAGGGAGGATCGAGGCGGGGTCGAACGAGGAGGTTCAA
GGGGGAGAGACGGGGCGGATGGAGGAAGAGGAGGCGGAGGCTTAGGGTGT
ACAAAGGGCTTGACCCAGGGAGGGGGGTCAAAAGCCAAGGCTTCCCAGGTC
ACGATGTAGGGGACCTGGTCTGGGTGTCCATGCGGGCCAGGTGAAAAGACCT
TGATCTTAACCTGGGTGATGAGGTCTCGGTTAAAGGTGCCGTCTCGCGGCCAT
CCGACGTTAAAGGTTGGCCATTCTGCAGAGCAGAAGGTAACCCAACGTCTCT
TCTTGACATCTACCGACTGGTTGTGAGCGATCCGCTCGACATCTTTCCAGTGA
CCTAAGGTCAAACTTAAGGGAGTGGTAACAGTCTGGCCCATATTTTCAGACA
AATACAGAAACACAGTCAGACAGAGACAACACAGAACGATGCTGCAGCAGA
CAAGACGCGCGGCGCGGCTTCGGTCCCAAACCGAAAGCAAAAATTCAGACG
GAGGCGGGAACTGTTTTAGGTTCTCGTCTCCTACCAGAACCACATATCCCTCC
TCTAAGGGGGGTGCACCAAAGAGTCCAAAACGATCGGGATTTTTGGACTCAG
GTCGGGCCACAAAAACGGCCCCCGAAGTCCCTGGGACGTCTCCCAGGGTTGC
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GGCCGGGTGTTCCGAACTCGTCAGTTCCACCACGGGTCCGCCAGATACAGAG
CTAGTTAGCTAACTAGTACCGACGCAGGCGCATAAAATCAGTCATAGACACT
AGACAATCGGACAGACACAGATAAGTTGCTGGCCAGCTTACCTCCCGGTGGT
GGGTCGGTGGTCCCTGGGCAGGGGTCTCCCGATCCCGGACGAGCCCCCAAAT
GAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAGG
AACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACAC
GGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGGG
TTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCGA
GAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCCT
TGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGGA
CCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCTT
ACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCCT
GAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCAG
CTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTAT
TTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACAG
GTGGGGTCTTTCA
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