NIH-0103 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note

5x Phusion buffer 8 1 96C 17"

25mM MgCI2 3.2 2 65C 15" Decrease 1C/cycle
10mM dNTPs 1 3 72C 15" Goto 1, 6 cycles
Primer 20 uM 1 4 96C 17"

Primer 20 uM 1 5 60C 15"

Phusion Enzyme 0.1 6 72C 15" Go to 4, 30 cycles
Water 20.7

Total mix volume 35

Tail lysate (1:20 dilution) 5

Total reaction volume 40

Primer Sequences (5’ to 3'):

Mutant PCR: Primer 0103-5' and Primer LTR-rev, 420 bp

Recommended Wt PCR: Primer 0103-5' and Primer 0103-3', 451 bp

Primer 0103-5' GCTGACAGCTGCTTGGGACTCTG
Primer LTR-rev ATAAACCCTCTTGCAGTTGCATC
Primer 0103-3' AGGCCAGCCAGAGTTACATGG
Mutant PCR
Well Sample [ Genotype MK 1 2 34 5 6 7 8MK
1 63 het —
2 64 het
3 77 het
4 84 het
5 93 het
6 ES DNA het
7 wt lysate wit
8 water no amp
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Note: Expected band size denoted by arrow adjacent to 100bp ladder/marker,

house c DIV A Tissues

13 Brain

21 SBpinal Cord

41 Eye

47 Thytus

591 Spleen

&) Lung

7 Kidney

B Liver

91 Bkeletal Muscle

10 Bone

11y Stomach, Small Intestine & Colon
12y Heart

13y Adipose

14y (-) Contral

15y (+) Control- ES cell cDMA

1éy (+) Control- Genomic/Texl DA
177 100 bp ladder/marker



VICTR 48 Omnibank Vector

Kpnl 2671
HindIIl 847+ Sacl2677
Sacl 178 I ac Kpnl 4695
Bolll 754* Sacl 1692
KpnI 111 | ¢ Sacll 2712 KPnf3601 1 g, 1 476)

LTR sa NEO pA SvV40tpA PGK B1xk sp LTR

Total Size: 5174 nucleotides
Non-Cutters: Apal, Xhol, Xmnl
* Unique sites

Location of components in VICTR 48:

LTR (viral long terminal repeat): 1-590, 4585-5174
SA (splice acceptor): 755-847

NEO: 867-1684

pA: 1688-1874

pA (SV40 poly adenylation sequence): 1875-2691
frt sites: 2733-2780, 3613-3661

PGK promoter: 2805-3321

BTK exon: 3356-3580

>VICTR 48
TGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCCTCCCAAG
GAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATTGGATACA
CGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGAGTGAGGG
GTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAACAGAAGCG
AGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTTCAGGTCC
TTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGAGGGCTGG
ACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCT
TACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCTTGGCCC
TGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCCATATTCA
GCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAGTTATGTA
TTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAAACCTACA
GGTGGGGTCTTTCATTCCCCCCTTTTTCTGGAGACTAAATAAAATCTTTTATTT
TATCTATGGCTCGTACTCTATAGGCTTCAGCTGGTGATATTGTTGAGTCAAAA
CTAGAGCCTGGACCACTGATATCCTGTCTTTAACAAATTGGACTAATCGATAC
CGTCGATCGACCTCGACAGATCTTAAGCCAGTTTTCGTACCCTTGACTGCGTT
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TCATCGATTCGCTACTAACATTGCCTTTTCCTCCTTCCCTCCCACAGGTGGAA
GAGCAAGCTTTGATGAGCCGCCACCATGGGATCGGCCATTGAACAAGATGGA
TTGCACGCAGGTTCTCCGGCCGCTTGGGTGGAGAGGCTATTCGGCTATGACTG
GGCACAACAGACAATCGGCTGCTCTGATGCCGCCGTGTTCCGGCTGTCAGCG
CAGGGGCGCCCGGTTCTTTTTGTCAAGACCGACCTGTCCGGTGCCCTGAATGA
ACTGCAGGACGAGGCAGCGCGGCTATCGTGGCTGGCCACGACGGGCGTTCCT
TGCGCAGCTGTGCTCGACGTTGTCACTGAAGCGGGAAGGGACTGGCTGCTAT
TGGGCGAAGTGCCGGGGCAGGATCTCCTGTCATCTCACCTTGCTCCTGCCGA
GAAAGTATCCATCATGGCTGATGCAATGCGGCGGCTGCATACGCTTGATCCG
GCTACCTGCCCATTCGACCACCAAGCGAAACATCGCATCGAGCGAGCACGTA
CTCGGATGGAAGCCGGTCTTGTCGATCAGGATGATCTGGACGAAGAGCATCA
GGGGCTCGCGCCAGCCGAACTGTTCGCCAGGCTCAAGGCGCGCATGCCCGAC
GGCGAGGATCTCGTCGTGACCCATGGCGATGCCTGCTTGCCGAATATCATGG
TGGAAAATGGCCGCTTTTCTGGATTCATCGACTGTGGCCGGCTGGGTGTGGCG
GATCGCTATCAGGACATAGCGTTGGCTACCCGTGATATTGCTGAAGAGCTTG
GCGGCGAATGGGCTGACCGCTTCCTCGTGCTTTACGGTATCGCCGCTCCCGAT
TCGCAGCGCATCGCCTTCTATCGCCTTCTTGACGAGTTCTTCTGAGGGGATCA
ATTCTCTAGAGCTCGGGAGGTACTTGGAGCGGCCGCAATAAAATATCTTTATT
TTCATTACATCTGTGTGTTGGTTTTTTGTGTGAATCGATAGTACTAACATACGC
TCTCCATCAAAACAAAACGAAACAAAACAAACTAGCAAAATAGGCTGTCCCC
AGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAGGCCGGCCCTGCGACT
CTAGAGGATCTGCGACTCTAGAGGATCATAATCAGCCATACCACATTTGTAG
AGGTTTTACTTGCTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACAT
AAAATGAATGCAATTGTTGTTGTTAACTTGTTTGTTGCAGCTTATAATGGTTA
CAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGC
ATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTATCATGTCTGGATCT
GCGACTCTAGAGGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTG
CTTTAAAAAACCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGC
AATTGTTGTTGTTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCA
ATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGT
GGTTTGTCCAAACTCATCAATGTATCTTATCATGTCTGGATCTGCGACTCTAG
AGGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAAAAA
CCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGCAATTGTTGTTG
TTAACTTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACA
AATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAA
ACTCATCAATGTATCTTATCATGTCTGGATCCCCGGGTACCGAGCTCGAAGGC
CGGCCGTTTAAACCAATCGAATTCCCGCGGCTAGACCCAGCTTTCGGAAGTT
CCTATTCGGAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCTCGATATGGTC
GATCGACCTGCAGGAATTCTACCGGGTAGGGGAGGCGCTTTTCCCAAGGCAG
TCTGGAGCATGCGCTTTAGCAGCCCCGCTGGGCACTTGGCGCTACACAAGTG
GCCTCTGGCCTCGCACACATTCCACATCCACCGGTAGGCGCCAACCGGCTCC
GTTCTTTGGTGGCCCCTTCGCGCCACCTTCTACTCCTCCCCTAGTCAGGAAGT
TCCCCCCCGCCCCGCAGCTCGCGTCGTGCAGGACGTGACAAATGGAAGTAGC
ACGTCTCACTAGTCTCGTGCAGATGGACAGCACCGCTGAGCAATGGAAGCGG
GTAGGCCTTTGGGGCAGCGGCCAATAGCAGCTTTGCTCCTTCGCTTTCTGGGC
TCAGAGGCTGGGAAGGGGTGGGTCCGGGGGCGGGCTCAGGGGCGGGCTCAG
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GGGCGGGGCGGGCGCCCGAAGGTCCTCCGGAGGCCCGGCATTCTGCACGCTT
CAAAAGCGCACGTCTGCCGCGCTGTTCTCCTCTTCCTCATCTCCGGGCCTTTC
GACCTGCAGGCGGCCGCGAATTCACTAGTGATTGCAGCGTACGGATCCGCCG
CCGCCATGGCTCCGGTAGGTCCAGAGTCTTCAGAGATCAAGTCCCACCTTCC
AAGTCCTGGCATCTCACGACGTCTGGGGAGCTACCTGCATTAAGTCAGAACT
GAGGTGGGTTTGGGCTGAGGTAGAGCCTGGGCAGAGGCCATAATTACTTCTT
GTGGAACTCTCAAAGGTCGGACAGGAAGCATGGCTGGTTCCATATATCTACT
GCCTCGAATCGATGAATTCGAGCTCGGTACCCGGGGATCGAAGTTCCTATTC
GGAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCTCGACCTGCAGGCATGC
AAGCTGGGGGGGTCGACGTCGAGAAGGAGTGAGGGCTGGATAAAGGGAGGA
TCGAGGCGGGGTCGAACGAGGAGGTTCAAGGGGGAGAGACGGGGCGGATGG
AGGAAGAGGAGGCGGAGGCTTAGGGTGTACAAAGGGCTTGACCCAGGGAGG
GGGGTCAAAAGCCAAGGCTTCCCAGGTCACGATGTAGGGGACCTGGTCTGGG
TGTCCATGCGGGCCAGGTGAAAAGACCTTGATCTTAACCTGGGTGATGAGGT
CTCGGTTAAAGGTGCCGTCTCGCGGCCATCCGACGTTAAAGGTTGGCCATTCT
GCAGAGCAGAAGGTAACCCAACGTCTCTTCTTGACATCTACCGACTGGTTGT
GAGCGATCCGCTCGACATCTTTCCAGTGACCTAAGGTCAAACTTAAGGGAGT
GGTAACAGTCTGGCCCATATTTTCAGACAAATACAGAAACACAGTCAGACAG
AGACAACACAGAACGATGCTGCAGCAGACAAGACGCGCGGCGCGGCTTCGG
TCCCAAACCGAAAGCAAAAATTCAGACGGAGGCGGGAACTGTTTTAGGTTCT
CGTCTCCTACCAGAACCACATATCCCTCCTCTAAGGGGGGTGCACCAAAGAG
TCCAAAACGATCGGGATTTTTGGACTCAGGTCGGGCCACAAAAACGGCCCCC
GAAGTCCCTGGGACGTCTCCCAGGGTTGCGGCCGGGTGTTCCGAACTCGTCA
GTTCCACCACGGGTCCGCCAGATACAGAGCTAGTTAGCTAACTAGTACCGAC
GCAGGCGCATAAAATCAGTCATAGACACTAGACAATCGGACAGACACAGAT
AAGTTGCTGGCCAGCTTACCTCCCGGTGGTGGGTCGGTGGTCCCTGGGCAGG
GGTCTCCCGATCCCGGACGAGCCCCCAAATGAAAGACCCCCGCTGACGGGTA
GTCAATCACTCAGAGGAGACCCTCCCAAGGAACAGCGAGACCACAAGTCGG
ATGCAACTGCAAGAGGGTTTATTGGATACACGGGTACCCGGGCGACTCAGTC
AATCGGAGGACTGGCGCGCCGAGTGAGGGGTTGTGGGCTCTTTTATTGAGCT
CGGGGAGCAGAAGCGCGCGAACAGAAGCGAGAAGCGAACTGATTGGTTAGT
TCAAATAAGGCACAGGGTCATTTCAGGTCCTTGGGGCACCCTGGAAACATCT
GATGGTTCTCTAGAAACTGCTGAGGGCTGGACCGCATCTGGGGACCATCTGT
TCTTGGCCCTGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCC
CATATTCAGCTGTTCCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCTT
ACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCCTGACCTT
GATCTGAACTTCTCTATTCTCAGTTATGTATTTTTCCATGCCTTGCAAAATGGC
GTTACTTAAGCTAGCTTGCCAAACCTACAGGTGGGGTCTTTCA

Page 3



	Sheet1



