NIH-1075 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 1075-5' and Primer LTR-rev, 266 bp
Recommended Wt PCR: Primer 1075-5' and Primer 1075-3', 437 bp

Primer LTR-rev ATAAACCCTCTTGCAGTTGCATC
Primer 1075-5' TGATGTCTACAGCTAACTCTGC
Primer 1075-3' AACTCTGAGCAAGGCAGAGTAAGC
Mutant PCR
Well Sample [ Genotype Mk 1 2 3 Mk

1 ES DNA het

2 wt lysate wit

3 water no amp
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QC Expression
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Actin
Gene Specific

M M
Genotype +/+ +/+ -/- o ES No
Tissue Heart Liver Heart Liver Cell Template
PCR 35 cycles Mouse ID # 56

Primers:51&8AS1
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QC Image

Acces=sion: MH_A19971.2

TRAPPING CRSSETTE

chr3,81728447-81909541

Stop




L E X
VICTR44 Omnibank Vector
Sacl 3410
sacl 178 Kpnl 3416 gq;
ac « Sacll 2527+ 3502
kpni 111 | BT e BamHI 3169+ Kpnl 4510

Sacl 4577

LTR sA NEO pA Gastrin PGK BTK SD LTR

Total Size: 4,989 nucleotides
Non-Cutters: Apal, Xhol
* Unique sites

4 Frt sites

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
AGTGCAAGTGCAGGTGCCAGAACATTTCTCTATCGAGGCCGGCCAAGCTTCA
GAGCCTAGCCACCTCCCACCCCACTCCAGCCCTGTCCCCTGAAAAACTGATC
AAAAATAAACTAGTTTCCAGTGGATCAATGGACTGTGTCAGTGTTGTAGGGC
AGAGGAGGGGGACTCATCTGGGGGTGAAGTTGTGGCAGGGAGAAGAGCTGA
GTGCCTCTTAGGGGCAGGGACCCTGGCTGATTCTTCTTGGGTCCCCCAGAGCC
CCACATTGAACGAGAATCCACAGGTATGGGCAGGATAATATATGGTAGGGTT
CATAGCCAGAGTAACCTTTTTTTTTAATTTTTATTTTATTTTATTTTTGAGATG
GAGTTTCGCTCTTGTCTCCCAGGCTGGAGTGCAATAATGAGACCTCAGCTCAC
TGCAACCTCTGCCTCCTAGGTTCAAGCGATTTTCCTGCCTCAGCCTCCCAAGT
GGCTGGGATTACAGGTGCCCGCCACCACACCTGGCTAATTTTTTTGTATTTTI
AGTGGGGACGGGGTTTCACCATGTTGGCCAGGCTGGTCTTGAACTCCTGACCT
CAGGTGATCCACCCGCCTCGGCCTCTCAAAGTGCTGGGATTACAGGCATGAG
CCACCGTGCCCAGCCTCAGAGTAAGCTTGGCCGGCCGTTTAAACCAATCGAA
TTCCCGCGGCTAGACCCAGCTTTCGGAAGTTCCTATTCGGAAGTTCCTATTCT
CTAGAAAGTATAGGAACTTCTCGATATGGTCGATCGACCTGCAGGAATTCTA
CCGGGTAGGGGAGGCGCTTTTCCCAAGGCAGTCTGGAGCATGCGCTTTAGCA
GCCCCGCTGGGCACTTGGCGCTACACAAGTGGCCTCTGGCCTCGCACACATT
CCACATCCACCGGTAGGCGCCAACCGGCTCCGTTCTTTGGTGGCCCCTTCGCG
CCACCTTCTACTCCTCCCCTAGTCAGGAAGTTCCCCCCCGCCCCGCAGCTCGC
GTCGTGCAGGACGTGACAAATGGAAGTAGCACGTCTCACTAGTCTCGTGCAG
ATGGACAGCACCGCTGAGCAATGGAAGCGGGTAGGCCTTTGGGGCAGCGGC
CAATAGCAGCTTTGCTCCTTCGCTTTCTGGGCTCAGAGGCTGGGAAGGGGTG
GGTCCGGGGGCGGGCTCAGGGGCGGGCTCAGGGGLCGGGGLGGGLCGCCCGAA
GGTCCTCCGGAGGCCCGGCATTCTGCACGCTTCAAAAGCGCACGTCTGCCGC
GCTGTTCTCCTCTTCCTCATCTCCGGGCCTTTCGACCTGCAGGCGGCCGCGAA
TTCACTAGTGATTGCAGCGTACGGATCCGCCGCCGCCATGGCTCCGGTAGGT
CCAGAGTCTTCAGAGATCAAGTCCCACCTTCCAAGTCCTGGCATCTCACGAC
GTCTGGGGAGCTACCTGCATTAAGTCAGAACTGAGGTGGGTTTGGGCTGAGG
TAGAGCCTGGGCAGAGGCCATAATTACTTCTTGTGGAACTCTCAAAGGTCGG
ACAGGAAGCATGGCTGGTTCCATATATCTACTGCCTCGAATCGATGAATTCG
AGCTCGGTACCCGGGGATCGAAGTTCCTATTCGGAAGTTCCTATTCTCTAGAA
AGTATAGGAACTTCTCGACCTGCAGGCATGCAAGCTGGGGGGGTCGACGTCG
AGAAGGAGTGAGGGCTGGATAAAGGGAGGATCGAGGCGGGGTCGAACGAGG
AGGTTCAAGGGGGAGAGACGGGGCGGATGGAGGAAGAGGAGGCGGAGGCTT
AGGGTGTACAAAGGGCTTGACCCAGGGAGGGGGGTCAAAAGCCAAGGCTTC
CCAGGTCACGATGTAGGGGACCTGGTCTGGGTGTCCATGCGGGCCAGGTGAA




AAGACCTTGATCTTAACCTGGGTGATGAGGTCTCGGTTAAAGGTGCCGTCTCG
CGGCCATCCGACGTTAAAGGTTGGCCATTCTGCAGAGCAGAAGGTAACCCAA
CGTCTCTTCTTGACATCTACCGACTGGTTGTGAGCGATCCGCTCGACATCTTT
CCAGTGACCTAAGGTCAAACTTAAGGGAGTGGTAACAGTCTGGCCCATATTT
TCAGACAAATACAGAAACACAGTCAGACAGAGACAACACAGAACGATGCTG
CAGCAGACAAGACGCGCGGCGCGGCTTCGGTCCCAAACCGAAAGCAAAAAT
TCAGACGGAGGCGGGAACTGTTTTAGGTTCTCGTCTCCTACCAGAACCACAT
ATCCCTCCTCTAAGGGGGGTGCACCAAAGAGTCCAAAACGATCGGGATTTTT
GGACTCAGGTCGGGCCACAAAAACGGCCCCCGAAGTCCCTGGGACGTCTCCC
AGGGTTGCGGCCGGGTGTTCCGAACTCGTCAGTTCCACCACGGGTCCGCCAG
ATACAGAGCTAGTTAGCTAACTAGTACCGACGCAGGCGCATAAAATCAGTCA
TAGACACTAGACAATCGGACAGACACAGATAAGTTGCTGGCCAGCTTACCTC
CCGGTGGTGGGTCGGTGGTCCCTGGGCAGGGGTCTCCCGATCCCGGACGAGC
CCCCAAATGAAAGACCCCCGCTGACGGGTAGTCAATCACTCAGAGGAGACCC
TCCCAAGGAACAGCGAGACCACAAGTCGGATGCAACTGCAAGAGGGTTTATT
GGATACACGGGTACCCGGGCGACTCAGTCAATCGGAGGACTGGCGCGCCGA
GTGAGGGGTTGTGGGCTCTTTTATTGAGCTCGGGGAGCAGAAGCGCGCGAAC
AGAAGCGAGAAGCGAACTGATTGGTTAGTTCAAATAAGGCACAGGGTCATTT
CAGGTCCTTGGGGCACCCTGGAAACATCTGATGGTTCTCTAGAAACTGCTGA
GGGCTGGACCGCATCTGGGGACCATCTGTTCTTGGCCCTGAGCCGGGGCAGG
AACTGCTTACCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTC
TTGGCCCTGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCC
ATATTCAGCTGTTCCATCTGTTCCTGACCTTGATCTGAACTTCTCTATTCTCAG
TTATGTATTTTTCCATGCCTTGCAAAATGGCGTTACTTAAGCTAGCTTGCCAA
ACCTACAGGTGGGGTCTTTCA
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