NIH-0976 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note
10X Sigma Buffer 5 1 94C 15"
25mM MgCI2 3.5 2 65C 30" Decrease 1C/cycle
10mM dNTPs 2 3 72C 40" Goto 1, 10 cycles
Primer 20 uM 1.5 4 94C 15"
Primer 20 uM 15 5 55C 30"
5 U/ul Tag polymerase 0.5 6 72C 40" Go to 4, 30 cycles
Water 31
Total mix volume 45
Tail lysate (1:20 dilution) 5
Total reaction volume 50
Primer Sequences (5’ to 3'):
Mutant PCR: Primer LTR-2 and Primer 0976-3', 204 bp
Recommended Wt PCR: Primer 0976-5' and Primer 0976-3', 202 bp
Primer LTR-2 AAATGGCGTTACTTAAGCTAGCTTGC
Primer 0976-3' TGGCCTTAATCCATATGCCCTCTC
Primer 0976-5' TCATGGGTAGCTAGTAAAAGGATGG
Mutant PCR

Well Sample [ Genotype
1 92 het
2 93 het
3 94 het
4 102 het
5 104 het
6 109 het
7 het het
8 water no amp
9 wt lysate wit
10 water no amp

MK1 2 34 567 8 9 10
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RT-PCR WT Expression

mouse random primed ¢cDINA with Primers: 1,2

1 * 3 4 5 6 7

hMonse cDIN A Tissues

1)
2)
3)
4)
3)
6)
7
8)
9)

Brain

Thymus

apleen

Lung

Kidney

Liver

Testis

Bone

ormall Intestine & Colon

10y Skin Fibroblast

11y Heart

10y Adipose

13y Tail

143 (- Control

15y (+) Control- ES cell cDNA

165 (+) Control- Genomic/T exl DA
17 100 bp ladder/marker

E 9 10 11 1t 1% 14 15

03/25/2002
Note: Exzpected band size denoted by arrow adjacent to 100bp ladder/marker.
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L E X
VICTR 37 Omnibank Vector
Notl 6257+
Sacl 178 BglIl 754+ Sacl 6530  Kpnl 7629
e Sac13410 213373 | Kpnl 6536 | sac1 7696

Kpnl 111 Kpnl 1341

LTR  sames BGEO pA PGK Brksp LTR

Total Size: 8108 nucleotides
Non-Cutters: Sacll, Dral, Xhol
* Unique sites

Location of components in VICTR 37:

LTR (viral long terminal repeat): 1-590, 7519-8108
SA (splice acceptor): 759-888

IRES: 885-1469

Bgeo: 1471-5365

pA: 5370-5655

frt sites: 5670-5717, 6546-6593

PGK promoter: 5738-6254

BTK exon: 6289-6514

>VICTR 37
TGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAG
GAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACA
CGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGG
GTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCG
AGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCC
TTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGG
ACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCT
TACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCC
TGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCA
GCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTA
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TTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACA
GGTGGGGTCTTTCATTCCCCCCTTTTTCTGGAGACTAAATAAAATCTTTTATTT
TATCTATGGCTCGTACTCTATAGGCTTCAGCTGGTGATATTGTTGAGTCAAAA
CTAGAGCCTGGACCACTGATATCCTGTCTTTAACAAATTGGACTAATCGATAC
CGTCGATCGACCTCGACAGATCTGTAGGGCGCAGTAGTCCAGGGTTTCCTTG
ATGATGTCATACTTATCCTGTCCCTTTTTTTTCCACAGCTCGCGGTTGAGGACA
AACTCTTCGCGGTCTTTCCAGTGGGGATCGACGGTATCGATAAGCTTCGAGCG
GGATCAATTCCGCCCCCCCCCTAACGTTACTGGCCGAAGCCGCTTGGAATAA
GGCCGGTGTGCGTTTGTCTATATGTTATTTTCCACCATATTGCCGTCTTTTGGC
AATGTGAGGGCCCGGAAACCTGGCCCTGTCTTCTTGACGAGCATTCCTAGGG
GTCTTTCCCCTCTCGCCAAAGGAATGCAAGGTCTGTTGAATGTCGTGAAGGA
AGCAGTTCCTCTGGAAGCTTCTTGAAGACAAACAACGTCTGTAGCGACCCTTT
GCAGGCAGCGGAACCCCCCACCTGGCGACAGGTGCCTCTGCGGCCAAAAGCC
ACGTGTATAAGATACACCTGCAAAGGCGGCACAACCCCAGTGCCACGTTGTG
AGTTGGATAGTTGTGGAAAGAGTCAAATGGCTCTCCTCAAGCGTATTCAACA
AGGGGCTGAAGGATGCCCAGAAGGTACCCCATTGTATGGGATCTGATCTGGG
GCCTCGGTGCACATGCTTTACATGTGTTTAGTCGAGGTTAAAAAAACGTCTAG
GCCCCCCGAACCACGGGGACGTGGTTTTCCTTTGAAAAACACGATAATACCA
TGGGGGATCCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTAC
CCAACTTAATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCG
AAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGA
ATGGCGCTTTGCCTGGTTTCCGGCACCAGAAGCGGTGCCGGAAAGCTGGCTG
GAGTGCGATCTTCCTGAGGCCGATACTGTCGTCGTCCCCTCAAACTGGCAGAT
GCACGGTTACGATGCGCCCATCTACACCAACGTGACCTATCCCATTACGGTC
AATCCGCCGTTTGTTCCCACGGAGAATCCGACGGGTTGTTACTCGCTCACATT
TAATGTTGATGAAAGCTGGCTACAGGAAGGCCAGACGCGAATTATTTTTGAT
GGCGTTAACTCGGCGTTTCATCTGTGGTGCAACGGGCGCTGGGTCGGTTACG
GCCAGGACAGTCGTTTGCCGTCTGAATTTGACCTGAGCGCATTTTTACGCGCC
GGAGAAAACCGCCTCGCGGTGATGGTGCTGCGCTGGAGTGACGGCAGTTATC
TGGAAGATCAGGATATGTGGCGGATGAGCGGCATTTTCCGTGACGTCTCGTT
GCTGCATAAACCGACTACACAAATCAGCGATTTCCATGTTGCCACTCGCTTTA
ATGATGATTTCAGCCGCGCTGTACTGGAGGCTGAAGTTCAGATGTGCGGCGA
GTTGCGTGACTACCTACGGGTAACAGTTTCTTTATGGCAGGGTGAAACGCAG
GTCGCCAGCGGCACCGCGCCTTTCGGCGGTGAAATTATCGATGAGCGTGGTG
GTTATGCCGATCGCGTCACACTACGTCTGAACGTCGAAAACCCGAAACTGTG
GAGCGCCGAAATCCCGAATCTCTATCGTGCGGTGGTTGAACTGCACACCGCC
GACGGCACGCTGATTGAAGCAGAAGCCTGCGATGTCGGTTTCCGCGAGGTGC
GGATTGAAAATGGTCTGCTGCTGCTGAACGGCAAGCCGTTGCTGATTCGAGG
CGTTAACCGTCACGAGCATCATCCTCTGCATGGTCAGGTCATGGATGAGCAG
ACGATGGTGCAGGATATCCTGCTGATGAAGCAGAACAACTTTAACGCCGTGC
GCTGTTCGCATTATCCGAACCATCCGCTGTGGTACACGCTGTGCGACCGCTAC
GGCCTGTATGTGGTGGATGAAGCCAATATTGAAACCCACGGCATGGTGCCAA
TGAATCGTCTGACCGATGATCCGCGCTGGCTACCGGCGATGAGCGAACGCGT
AACGCGAATGGTGCAGCGCGATCGTAATCACCCGAGTGTGATCATCTGGTCG
CTGGGGAATGAATCAGGCCACGGCGCTAATCACGACGCGCTGTATCGCTGGA
TCAAATCTGTCGATCCTTCCCGCCCGGTGCAGTATGAAGGCGGCGGAGCCGA
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CACCACGGCCACCGATATTATTTGCCCGATGTACGCGCGCGTGGATGAAGAC
CAGCCCTTCCCGGCTGTGCCGAAATGGTCCATCAAAAAATGGCTTTCGCTACC
TGGAGAGACGCGCCCGCTGATCCTTTGCGAATACGCCCACGCGATGGGTAAC
AGTCTTGGCGGTTTCGCTAAATACTGGCAGGCGTTTCGTCAGTATCCCCGTTT
ACAGGGCGGCTTCGTCTGGGACTGGGTGGATCAGTCGCTGATTAAATATGAT
GAAAACGGCAACCCGTGGTCGGCTTACGGCGGTGATTTTGGCGATACGCCGA
ACGATCGCCAGTTCTGTATGAACGGTCTGGTCTTTGCCGACCGCACGCCGCAT
CCAGCGCTGACGGAAGCAAAACACCAGCAGCAGTTTTTCCAGTTCCGTTTAT
CCGGGCAAACCATCGAAGTGACCAGCGAATACCTGTTCCGTCATAGCGATAA
CGAGCTCCTGCACTGGATGGTGGCGCTGGATGGTAAGCCGCTGGCAAGCGGT
GAAGTGCCTCTGGATGTCGCTCCACAAGGTAAACAGTTGATTGAACTGCCTG
AACTACCGCAGCCGGAGAGCGCCGGGCAACTCTGGCTCACAGTACGCGTAGT
GCAACCGAACGCGACCGCATGGTCAGAAGCCGGGCACATCAGCGCCTGGCA
GCAGTGGCGTCTGGCGGAAAACCTCAGTGTGACGCTCCCCGCCGCGTCCCAC
GCCATCCCGCATCTGACCACCAGCGAAATGGATTTTTGCATCGAGCTGGGTA
ATAAGCGTTGGCAATTTAACCGCCAGTCAGGCTTTCTTTCACAGATGTGGATT
GGCGATAAAAAACAACTGCTGACGCCGCTGCGCGATCAGTTCACCCGTGCAC
CGCTGGATAACGACATTGGCGTAAGTGAAGCGACCCGCATTGACCCTAACGC
CTGGGTCGAACGCTGGAAGGCGGCGGGCCATTACCAGGCCGAAGCAGCGTT
GTTGCAGTGCACGGCAGATACACTTGCTGATGCGGTGCTGATTACGACCGCT
CACGCGTGGCAGCATCAGGGGAAAACCTTATTTATCAGCCGGAAAACCTACC
GGATTGATGGTAGTGGTCAAATGGCGATTACCGTTGATGTTGAAGTGGCGAG
CGATACACCGCATCCGGCGCGGATTGGCCTGAACTGCCAGCTGGCGCAGGTA
GCAGAGCGGGTAAACTGGCTCGGATTAGGGCCGCAAGAAAACTATCCCGAC
CGCCTTACTGCCGCCTGTTTTGACCGCTGGGATCTGCCATTGTCAGACATGTA
TACCCCGTACGTCTTCCCGAGCGAAAACGGTCTGCGCTGCGGGACGCGCGAA
TTGAATTATGGCCCACACCAGTGGCGCGGCGACTTCCAGTTCAACATCAGCC
GCTACAGTCAACAGCAACTGATGGAAACCAGCCATCGCCATCTGCTGCACGC
GGAAGAAGGCACATGGCTGAATATCGACGGTTTCCATATGGGGATTGGTGGC
GACGACTCCTGGAGCCCGTCAGTATCGGCGGAATTCCAGCTGAGCGCCGGTC
GCTACCATTACCAGTTGGTCTGGTGTCAGGGGATCCCCCGGGCTGCAGCCAA
TATGGGATCGGCCATTGAACAAGATGGATTGCACGCAGGTTCTCCGGCCGCT
TGGGTGGAGAGGCTATTCGGCTATGACTGGGCACAACAGACAATCGGCTGCT
CTGATGCCGCCGTGTTCCGGCTGTCAGCGCAGGGGCGCCCGGTTCTTTTTGTC
AAGACCGACCTGTCCGGTGCCCTGAATGAACTGCAGGACGAGGCAGCGCGG
CTATCGTGGCTGGCCACGACGGGCGTTCCTTGCGCAGCTGTGCTCGACGTTGT
CACTGAAGCGGGAAGGGACTGGCTGCTATTGGGCGAAGTGCCGGGGCAGGA
TCTCCTGTCATCTCACCTTGCTCCTGCCGAGAAAGTATCCATCATGGCTGATG
CAATGCGGCGGCTGCATACGCTTGATCCGGCTACCTGCCCATTCGACCACCA
AGCGAAACATCGCATCGAGCGAGCACGTACTCGGATGGAAGCCGGTCTTGTC
GATCAGGATGATCTGGACGAAGAGCATCAGGGGCTCGCGCCAGCCGAACTGT
TCGCCAGGCTCAAGGCGCGCATGCCCGACGGCGAGGATCTCGTCGTGACCCA
TGGCGATGCCTGCTTGCCGAATATCATGGTGGAAAATGGCCGCTTTTCTGGAT
TCATCGACTGTGGCCGGCTGGGTGTGGCGGACCGCTATCAGGACATAGCGTT
GGCTACCCGTGATATTGCTGAAGAGCTTGGCGGCGAATGGGCTGACCGCTTC
CTCGTGCTTTACGGTATCGCCGCTCCCGATTCGCAGCGCATCGCCTTCTATCG
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CCTTCTTGACGAGTTCTTCTGAGGGGATCAATTCTCTAGAGCTCGCTGATCAG
CCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTAC
CTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAG
GAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGT
GGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGG
GGATGCGGTGGGCTCTATGGCTTCTGAGGCGGAAAGAACCAGCTGGGGCTCG
ATCCTCTAGAGTCGAAGCTTTCGGAAGTTCCTATTCGGAAGTTCCTATTCTCT
AGAAAGTATAGGAACTTCTCGATATGGTCGACCTGCAGGAATTCTACCGGGT
AGGGGAGGCGCTTTTCCCAAGGCAGTCTGGAGCATGCGCTTTAGCAGCCCCG
CTGGGCACTTGGCGCTACACAAGTGGCCTCTGGCCTCGCACACATTCCACATC
CACCGGTAGGCGCCAACCGGCTCCGTTCTTTGGTGGCCCCTTCGCGCCACCTT
CTACTCCTCCCCTAGTCAGGAAGTTCCCCCCCGCCCCGCAGCTCGCGTCGTGC
AGGACGTGACAAATGGAAGTAGCACGTCTCACTAGTCTCGTGCAGATGGACA
GCACCGCTGAGCAATGGAAGCGGGTAGGCCTTTGGGGCAGCGGCCAATAGC
AGCTTTGCTCCTTCGCTTTCTGGGCTCAGAGGCTGGGAAGGGGTGGGTCCGG
GGGCGGGCTCAGGGGCGGGCTCAGGGGCGGGGCGGGCGCCCGAAGGTCCTC
CGGAGGCCCGGCATTCTGCACGCTTCAAAAGCGCACGTCTGCCGCGCTGTTC
TCCTCTTCCTCATCTCCGGGCCTTTCGACCTGCAGGCGGCCGCGAATTCACTA
GTGATTGCAGCGTACGGATCCGCCGCCGCCATGGCTCCGGTAGGTCCAGAGT
CTTCAGAGATCAAGTCCCACCTTCCAAGTCCTGGCATCTCACGACGTCTGGGG
AGCTACCTGCATTAAGTCAGAACTGAGGTGGGTTTGGGCTGAGGTAGAGCCT
GGGCAGAGGCCATAATTACTTCTTGTGGAACTCTCAAAGGTCGGACAGGAAG
CATGGCTGGTTCCATATATCTACTGCCTCGAATCGATGAATTCGAGCTCGGTA
CCCGGGGATCGAAGTTCCTATTCGGAAGTTCCTATTCTCTAGAAAGTATAGGA
ACTTCTCGACCTGCAGGCATGCAAGCTTCGACCTCGACGTCGAGAAGGAGTG
AGGGCTGGATAAAGGGAGGATCGAGGCGGGGTCGAACGAGGAGGTTCAAGG
GGGAGAGACGGGGCGGATGGAGGAAGAGGAGGCGGAGGCTTAGGGTGTACA
AAGGGCTTGACCCAGGGAGGGGGGTCAAAAGCCAAGGCTTCCCAGGTCACG
ATGTAGGGGACCTGGTCTGGGTGTCCATGCGGGCCAGGTGAAAAGACCTTGA
TCTTAACCTGGGTGATGAGGTCTCGGTTAAAGGTGCCGTCTCGCGGCCATCCG
ACGTTAAAGGTTGGCCATTCTGCAGAGCAGAAGGTAACCCAACGTCTCTTCTT
GACATCTACCGACTGGTTGTGAGCGATCCGCTCGACATCTTTCCAGTGACCTA
AGGTCAAACTTAAGGGAGTGGTAACAGTCTGGCCCATATTTTCAGACAAATA
CAGAAACACAGTCAGACAGAGACAACACAGAACGATGCTGCAGCAGACAAG
ACGCGCGGCGCGGCTTCGGTCCCAAACCGAAAGCAAAAATTCAGACGGAGG
CGGGAACTGTTTTAGGTTCTCGTCTCCTACCAGAACCACATATCCCTCCTCTA
AGGGGGGTGCACCAAAGAGTCCAAAACGATCGGGATTTTTGGACTCAGGTCG
GGCCACAAAAACGGCCCCCGAAGTCCCTGGGACGTCTCCCAGGGTTGCGGCC
GGGTGTTCCGAACTCGTCAGTTCCACCACGGGTCCGCCAGATACAGAGCTAG
TTAGCTAACTAGTACCGACGCAGGCGCATAAAATCAGTCATAGACACTAGAC
AATCGGACAGACACAGATAAGTTGCTGGCCAGCTTACCTCCCGGTGGTGGGT
CGGTGGTCCCTGGGCAGGGGTCTCCCGATCCCGGACGAGCCCCCAAATGAAA
GACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAGGAACA
GCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACACGGGT
ACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGGGTTGTG
GGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCGAGAAG
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CGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCCTTGGG
GCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGGACCGC
ATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCTTACCA
CAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCCTGAGC
CGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCAGCTGTT
CCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTATTTTTC
CATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACAGGTGG
GGTCTTTCA
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