
NIH-1010 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note
5X GoTaq Buffer 10 1 94C 15"
25mM MgCl2 3.5 2 65C 30" Decrease 1C/cycle
10mM dNTPs 1 3 72C 40" Go to 1, 10 cycles
Primer 20 uM 1 4 94C 15"
Primer 20 uM 1 5 55C 30"
5 U/ul Taq 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 1010-5' and Primer LTR-rev, 159 bp
Recommended Wt PCR: Primer 1010-5' and Primer 1010-3', 134 bp
Primer LTR-rev ATAAACCCTCTTGCAGTTGCATC
Primer 1010-5' GGTGAATCTCTGTGAGTTTGAAGC
Primer 1010-3' TTACAGACAGCCACTCACAAGACG

Mutant PCR
Well Sample Genotype MK      1             2          3     MK

1 ES DNA het
2 wt lysate wt 
3 water no amp



QC Expression



QC Image



VICTR45 Omnibank Vector 
 

KpnI 111 
SacI 178 

KpnI 4724 
SacI 4791 

 SacI 3624 

BglII  754* 
KpnI 3630 

  LTR           SA  NEO  pA    histone    PGK  BTK SD           LTR 

BamHI 3383* 

HindIII  847* 

SacI 1692 
SacI 1912 

SacI 2462 

Total Size:  5203 nucleotides 
Non-Cutters: BclI, NdeI, SfiI XhoI 
* Unique sites 
  
Location of components in VICTR 45: 
LTR (viral long terminal repeat):  1-590, 4614-5203 
SA (splice acceptor):  755-847 
NEO:  867-1684 
pA:  1688-1874 
pA (histone):  1875-2718 
frt sites:  2760-2807, 3640-3687 
PGK promoter:  2832-3348 
BTK exon:  3383-3607 

 
 
TGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAG
GAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACA
CGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGG
GTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCG
AGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCC
TTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGG
ACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCT
TACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCC
TGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCA
GCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTA
TTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACA
GGTGGGGTCTTTCATTCCCCCCTTTTTCTGGAGACTAAATAAAATCTTTTATTT
TATCTATGGCTCGTACTCTATAGGCTTCAGCTGGTGATATTGTTGAGTCAAAA
CTAGAGCCTGGACCACTGATATCCTGTCTTTAACAAATTGGACTAATCGATAC
CGTCGATCGACCTCGACAGATCTTAAGCCAGTTTTCGTACCCTTGACTGCGTT
TCATCGATTCGCTACTAACATTGCCTTTTCCTCCTTCCCTCCCACAGGTGGAA
GAGCAAGCTTTGATGAGCCGCCACCATGGGATCGGCCATTGAACAAGATGGA
TTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTG
GGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCG



CAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGA
ACTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCT
TGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTAT
TGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGA
GAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCG
GCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTA
CTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCA
GGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGAC
GGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGG
TGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCG
GATCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTG
GCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGAT
TCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGGGGATCA
ATTCTCTAGAGCTCGGGAGGTACTTGGAGCGGCCGCAATAAAATATCTTTATT
TTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGATAGTACTAACATACGC
TCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCC
AGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAGGCCGGCCCGCGTCTC
TGTGATATAACCCCCGCGAGCTCCCAAAAAGGCTCTTTTCAGAGCCACCCAC
TGAATCAGATAAAGAGTTGTGTCACGGTAGCCGGTCTTGGTGGCCTTTCCTGG
CCCTGCCCCAAAAGTAAGAGTGTCGTGTCCTCTGCTTCCTTGCCCATCCTGCC
CGTGGTTCCCCCTGGTAGTTAGTCTGTTGTCGCTCTTTGGTTCATGCCCTGCCT
CGGCGGAGCGGATACGCGGTTCTCGCTGACCGTCCCAAGCATTTAGCCCCTA
TCTGCCCACACCCTTGTCCTACACAACACTGTCCCTCACTCAGCGTCCACCCG
CCTGACCCTTCCCAGGACTAAGACTCAACTAGGACGTCTAGGCCAATCTAGA
CATAAGTCGCAGTCAGCCGCGCTCTCGTCCGGCCCTTGGGGAATGTCTAGGA
GGAGGAGGTGTCCCGCGAGGACTGGACGCGGCCGGCTCTAGGGATCATGGG
GGACTGGGGCTGGGACTGTGGCTGTGGCTGGGCGGTGCTGCACAAACACTAG
ATTAGTTCTGCCCTGGGACTTTGGGCGGCGGGCGGGGGCGCGCGAGCTCCTC
TTGGGCAGAGCCGGGACCCGCCCTCTACGGGCAGCTGCCAGACGTGGCTCCA
CCCTCGCAGAACGTTGGCAAGTGGACCGGGCGCGGGGCTGGACGTGGGGGG
CGGGTGGGGGCGGGTCAGGTGGCGTGGCGGGCCCGAGCCAATGGGCAAGGT
CGGGGCCGGTGACGCCACGGCCAATGGCGCGGCAGCGCGGGAGTTTCAAGT
CGCTGTCTCCGCCCCGCCGCGGGGAAGACTGCGCCTATAGGCCGGCCGTTTA
AACCAATCGAATTCCCGCGGCTAGACCCAGCTTTCGGAAGTTCCTATTCGGA
AGTTCCTATTCTCTAGAAAGTATAGGAACTTCTCGATATGGTCGATCGACCTG
CAGGAATTCTACCGGGTAGGGGAGGCGCTTTTCCCAAGGCAGTCTGGAGCAT
GCGCTTTAGCAGCCCCGCTGGGCACTTGGCGCTACACAAGTGGCCTCTGGCC
TCGCACACATTCCACATCCACCGGTAGGCGCCAACCGGCTCCGTTCTTTGGTG
GCCCCTTCGCGCCACCTTCTACTCCTCCCCTAGTCAGGAAGTTCCCCCCCGCC
CCGCAGCTCGCGTCGTGCAGGACGTGACAAATGGAAGTAGCACGTCTCACTA
GTCTCGTGCAGATGGACAGCACCGCTGAGCAATGGAAGCGGGTAGGCCTTTG
GGGCAGCGGCCAATAGCAGCTTTGCTCCTTCGCTTTCTGGGCTCAGAGGCTGG
GAAGGGGTGGGTCCGGGGGCGGGCTCAGGGGCGGGCTCAGGGGCGGGGCGG
GCGCCCGAAGGTCCTCCGGAGGCCCGGCATTCTGCACGCTTCAAAAGCGCAC
GTCTGCCGCGCTGTTCTCCTCTTCCTCATCTCCGGGCCTTTCGACCTGCAGGC
GGCCGCGAATTCACTAGTGATTGCAGCGTACGGATCCGCCGCCGCCATGGCT



CCGGTAGGTCCAGAGTCTTCAGAGATCAAGTCCCACCTTCCAAGTCCTGGCA
TCTCACGACGTCTGGGGAGCTACCTGCATTAAGTCAGAACTGAGGTGGGTTT
GGGCTGAGGTAGAGCCTGGGCAGAGGCCATAATTACTTCTTGTGGAACTCTC
AAAGGTCGGACAGGAAGCATGGCTGGTTCCATATATCTACTGCCTCGAATCG
ATGAATTCGAGCTCGGTACCCGGGGATCGAAGTTCCTATTCGGAAGTTCCTAT
TCTCTAGAAAGTATAGGAACTTCTCGACCTGCAGGCATGCAAGCTGGGGGGG
TCGACGTCGAGAAGGAGTGAGGGCTGGATAAAGGGAGGATCGAGGCGGGGT
CGAACGAGGAGGTTCAAGGGGGAGAGACGGGGCGGATGGAGGAAGAGGAG
GCGGAGGCTTAGGGTGTACAAAGGGCTTGACCCAGGGAGGGGGGTCAAAAG
CCAAGGCTTCCCAGGTCACGATGTAGGGGACCTGGTCTGGGTGTCCATGCGG
GCCAGGTGAAAAGACCTTGATCTTAACCTGGGTGATGAGGTCTCGGTTAAAG
GTGCCGTCTCGCGGCCATCCGACGTTAAAGGTTGGCCATTCTGCAGAGCAGA
AGGTAACCCAACGTCTCTTCTTGACATCTACCGACTGGTTGTGAGCGATCCGC
TCGACATCTTTCCAGTGACCTAAGGTCAAACTTAAGGGAGTGGTAACAGTCT
GGCCCATATTTTCAGACAAATACAGAAACACAGTCAGACAGAGACAACACA
GAACGATGCTGCAGCAGACAAGACGCGCGGCGCGGCTTCGGTCCCAAACCG
AAAGCAAAAATTCAGACGGAGGCGGGAACTGTTTTAGGTTCTCGTCTCCTAC
CAGAACCACATATCCCTCCTCTAAGGGGGGTGCACCAAAGAGTCCAAAACGA
TCGGGATTTTTGGACTCAGGTCGGGCCACAAAAACGGCCCCCGAAGTCCCTG
GGACGTCTCCCAGGGTTGCGGCCGGGTGTTCCGAACTCGTCAGTTCCACCAC
GGGTCCGCCAGATACAGAGCTAGTTAGCTAACTAGTACCGACGCAGGCGCAT
AAAATCAGTCATAGACACTAGACAATCGGACAGACACAGATAAGTTGCTGGC
CAGCTTACCTCCCGGTGGTGGGTCGGTGGTCCCTGGGCAGGGGTCTCCCGAT
CCCGGACGAGCCCCCAAATGAAAGACCCCCGCTGACGGGTAGTCAATCACTC
AGAGGAGACCCTCCCAAGGAACAGCGAGACCACAAGTCGGATGCAACTGCA
AGAGGGTTTATTGGATACACGGGTACCCGGGCGACTCAGTCAATCGGAGGAC
TGGCGCGCCGAGTGAGGGGTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGA
AGCGCGCGAACAGAAGCGAGAAGCGAACTGATTGGTTAGTTCAAATAAGGC
ACAGGGTCATTTCAGGTCCTTGGGGCACCCTGGAAACATCTGATGGTTCTCTA
GAAACTGCTGAGGGCTGGACCGCATCTGGGGACCATCTGTTCTTGGCCCTGA
GCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCAGCTG
TTCCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCTTACCACAGATATC
CTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTC
TCTATTCTCAGTTATGTATTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCT
AGCTTGCCAAACCTACAGGTGGGGTCTTTCA 
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