NIH-0687 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 0687-5' and Primer LTR-rev, 149 bp
Recommended Wt PCR: Primer 0687-5' and Primer 0687-3', 131 bp
Primer 0687-5' CACATGCGATCATTCCATAACTGG
Primer LTR-rev ATAAACCCTCTTGCAGTTGCATC
Primer 0687-3' CTTCCTCTGTTCTCAGATGTTTGG
Mutant PCR
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1 232 het

2 ES DNA het

3 wt lysate wit

4 water no amp




QC Expression

AT - + 4+ - ++ -+ 4+ -+ + - -
ActinPrimers _ _ 4 o o 4 = = 4+ = = 4 - +

- Actin

+— Gene Specific

Il I
Genotype +/+ + 7+ - = -f = No
Tissue Kidney Spleen Kidney Spleen  Templale

FCR 35 cycles Mouss |D: 63

Primers: 1R



LEXTICON

TRAFFING CRSSETTE

QC Image

Accession: HH_B829626

ATG

chril4.261088286-261108574




RT-PCR WT Expression
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Note: Expectedband size denoted by arrow adjacent to 100bp ladder/markzer.
Mouse cDNA Tissues

1) Brain

21 3pinal Cord

) Eye

4y Thymus

57 Spleen

&1 Lung

71 Kidney

a1 Liwver

@y Skeletal Muscle

10 Bone

11y Btormach, 3mall Intestine & Colon
12) Heart

12y Adipose

143 -y Control

15) (+) Control-ES cell cDNA

18y (+) Control- Genormic/Lexl DA
17y 100 bp ladder/marker



VICTR 48 MTII Omnibank Vector

Sacll 2286 ¢ 13169 Kpnl4269
BglIl 754% (o 11 847+ Xhol 2259% Kpnl 3175 | Sacl 4336

Sacl 178
Kpnl 111

LTR sa NEO MTII pA PGK B1K sp LTR

Total Size: 4748 nucleotides
Non-Cutters: Apal, Bcll
* Unique sites

Location of components in VICTR 48 MTII:
LTR (viral long terminal repeat): 1-590, 4159-4748
SA (splice acceptor): 755-847

NEO: 867-1684

MTII pA: 1688-2217

frt sites: 2305-2352; 3185-3232

PGK promoter: 2377-2893

BTK exon: 2928-3152

>VICTR 48MTII
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
ATTCTCTAGGATCCTGCTCCTGCGCTGGCGCCTGCAAATGCAAACAATGCAA
ATGTACTTCCTGCAAGAAAAGTAAGTTGGATCTTCTCTGCCATTTCCCCGTCA
CTCTCCTGGGGTCCCTAGCCCGCCGCGCCGCGCCTTCCCTCCCGGGAGCGTTC
AGGTGGTGTGCCTCTGACAAGGTTTCTCGCTCACGTTCAACTCTTCTCTCCCC
ACAGGCTGCTGCTCCTGCTGCCCCGTGGGCTGTGCGAAGTGCTCCCAGGGCT
GCATCTGCAAAGAGGCTTCCGACAAGTGCAGCTGCTGTGCCTGAAGGGGGGC
GGAGGGGTCCCCACATCTGTGTAAATAGACCATGTAGAAGCCTAGCCTTTTTT
GTACAACCCTGACTCGTTCTCCACAACTTTTTCTATAAAGCATGTAACTGACA
ATAAAAGCCGTTGACTTGATTAATTCAGCTTGTCTCTGTGCATTGGTTAAGGG
CTGGCAGAGGCGTTGAGATGGGACTGCAGCAGCTGAATTTGAGCTAGTCGGA
TTATATTTCTCTCGAAGGGCGAATTCTGCAGATATCCATCACACTGGCGGCCG
CTCGAGTTTAAACCAATCGAATTCCCGCGGCTAGACCCAGCTTTCGGAAGTTC
CTATTCGGAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCTCGATATGGTCG
ATCGACCTGCAGGAATTCTACCGGGTAGGGGAGGCGCTTTTCCCAAGGCAGT
CTGGAGCATGCGCTTTAGCAGCCCCGCTGGGCACTTGGCGCTACACAAGTGG
CCTCTGGCCTCGCACACATTCCACATCCACCGGTAGGCGCCAACCGGCTCCGT
TCTTTGGTGGCCCCTTCGCGCCACCTTCTACTCCTCCCCTAGTCAGGAAGTTC
CCCCCCGCCCCGCAGCTCGCGTCGTGCAGGACGTGACAAATGGAAGTAGCAC
GTCTCACTAGTCTCGTGCAGATGGACAGCACCGCTGAGCAATGGAAGCGGGT
AGGCCTTTGGGGCAGCGGCCAATAGCAGCTTTGCTCCTTCGCTTTCTGGGCTC
AGAGGCTGGGAAGGGGTGGGTCCGGGGGCGGGCTCAGGGGCGGGCTCAGGG
GCGGGGCGGGCGCCCGAAGGTCCTCCGGAGGCCCGGCATTCTGCACGCTTCA
AAAGCGCACGTCTGCCGCGCTGTTCTCCTCTTCCTCATCTCCGGGCCTTTCGA
CCTGCAGGCGGCCGCGAATTCACTAGTGATTGCAGCGTACGGATCCGCCGCC
GCCATGGCTCCGGTAGGTCCAGAGTCTTCAGAGATCAAGTCCCACCTTCCAA
GTCCTGGCATCTCACGACGTCTGGGGAGCTACCTGCATTAAGTCAGAACTGA
GGTGGGTTTGGGCTGAGGTAGAGCCTGGGCAGAGGCCATAATTACTTCTTGT
GGAACTCTCAAAGGTCGGACAGGAAGCATGGCTGGTTCCATATATCTACTGC



CTCGAATCGATGAATTCGAGCTCGGTACCCGGGGATCGAAGTTCCTATTCGG
AAGTTCCTATTCTCTAGAAAGTATAGGAACTTCTCGACCTGCAGGCATGCAA
GCTGGGGGGGTCGACGTCGAGAAGGAGTGAGGGCTGGATAAAGGGAGGATC
GAGGCGGGGTCGAACGAGGAGGTTCAAGGGGGAGAGACGGGGCGGATGGA
GGAAGAGGAGGCGGAGGCTTAGGGTGTACAAAGGGCTTGACCCAGGGAGGG
GGGTCAAAAGCCAAGGCTTCCCAGGTCACGATGTAGGGGACCTGGTCTGGGT
GTCCATGCGGGCCAGGTGAAAAGACCTTGATCTTAACCTGGGTGATGAGGTC
TCGGTTAAAGGTGCCGTCTCGCGGCCATCCGACGTTAAAGGTTGGCCATTCTG
CAGAGCAGAAGGTAACCCAACGTCTCTTCTTGACATCTACCGACTGGTTGTG
AGCGATCCGCTCGACATCTTTCCAGTGACCTAAGGTCAAACTTAAGGGAGTG
GTAACAGTCTGGCCCATATTTTCAGACAAATACAGAAACACAGTCAGACAGA
GACAACACAGAACGATGCTGCAGCAGACAAGACGCGCGGCGCGGCTTCGGT
CCCAAACCGAAAGCAAAAATTCAGACGGAGGCGGGAACTGTTTTAGGTTCTC
GTCTCCTACCAGAACCACATATCCCTCCTCTAAGGGGGGTGCACCAAAGAGT
CCAAAACGATCGGGATTTTTGGACTCAGGTCGGGCCACAAAAACGGCCCCCG
AAGTCCCTGGGACGTCTCCCAGGGTTGCGGCCGGGTGTTCCGAACTCGTCAG
TTCCACCACGGGTCCGCCAGATACAGAGCTAGTTAGCTAACTAGTACCGACG
CAGGCGCATAAAATCAGTCATAGACACTAGACAATCGGACAGACACAGATA
AGTTGCTGGCCAGCTTACCTCCCGGTGGTGGGTCGGTGGTCCCTGGGCAGGG
GTCTCCCGATCCCGGACGAGCCCCCAAATGAAAGACCCCCGCTGACGGGTAG
TCAATCACTCAGAGGAGACCCTCCCAAGGAACAGCGAGACCACAAGTCGGA
TGCAACTGCAAGAGGGTTTATTGGATACACGGGTACCCGGGCGACTCAGTCA
ATCGGAGGACTGGCGCGCCGAGTGAGGGGTTGTGGGCTCTTTTATTGAGCTC
GGGGAGCAGAAGCGCGCGAACAGAAGCGAGAAGCGAACTGATTGGTTAGTT
CAAATAAGGCACAGGGTCATTTCAGGTCCTTGGGGCACCCTGGAAACATCTG
ATGGTTCTCTAGAAACTGCTGAGGGCTGGACCGCATCTGGGGACCATCTGTTC
TTGGCCCTGAGCCGGGGCAGGAACTGCTTACCACAGATATCCTGTTTGGCCC
ATATTCAGCTGTTCCATCTGTTCTTGGCCCTGAGCCGGGGCAGGAACTGCTTA
CCACAGATATCCTGTTTGGCCCATATTCAGCTGTTCCATCTGTTCCTGACCTTG
ATCTGAACTTCTCTATTCTCAGTTATGTATTTTTCCATGCCTTGCAAAATGGCG
TTACTTAAGCTAGCTTGCCAAACCTACAGGTGGGGTCTTTCA
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