
NIH-0699 Genotyping Strategies

Reaction Components Vol (ul) Step Temp Time Note
10X Sigma Buffer 5 1 94C 15"
25mM MgCl2 3.5 2 65C 30" Decrease 1C/cycle
10mM dNTPs 2 3 72C 40" Go to 1, 10 cycles
Primer 20 uM 1.5 4 94C 15"
Primer 20 uM 1.5 5 55C 30"
5 U/ul Taq 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’): 
Cre Excision PCR: Primer 0699-11 and Primer 0699-47, 371 bp
LoxP mutant PCR: Primer 0699-11 and Primer 0699-8, wt 351 bp, mutant 419 bp
Primer 0699-47 AGGAAGATCCCGGCATTCAC
Primer 0699-11 CCTGGGCCTTGGTGGTCACAG
Primer 0699-8 CAATGCGCAGCTGCTCCACC

Cre Excision PCR
Well Sample Genotype     1    2    3     4      5     6    7    MK

1 619 het
2 620 hom
3 621 het
4 wt wt
5 het het
6 hom hom
7 water no amp



LoxP Reagents 1 rxn(uL)

5' primer 51 H2O 8.5

3' primer 50 5X GoTaq Buffer 4

wt band 319 10mM dNPT 0.4

mut band 376 25mM MgCl2 1.4

primer storage P152 E3-6 20uM 5' 0.3

denature temp TD 20uM 3' 0.3

Taq 0.1

1:30 DNA:H2O 5

20

Step Temp Time Note

1 94C 15"

2 65C 30" Decrease 1C/cycle

3 72C 40" Go to 1, 10 cycles  

4 94C 15"

5 55C 30"

6 72C 40" Go to 4, 30 cycles

PCR# Name tail # Genotypes

1 11707 649 het

2 11707 650 het

3 11707 652 het

4 es DNA 1C4 het

5 wt lysate wt

6 water

P#10442 LEXKO-1081 PCR - FLOXED mice

Primer 51  5'- GATGGGCTACTGTGAGCAACATG

Primer 50  5'- CATCTCAGTTAGGCCAGGCGACAG
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Additional Southern Data

5’ external probe
KpnI digests

Wildtype 13.9 kb
Targeted 6.3 kb
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Southern Blot Genotyping Strategies: 
 
 

 5’ External 3’ Internal

Name of Probe: 14/28 31/42 

Restriction Enzyme for Genomic Digest: KpnI KpnI 

Predicted Wild-type Band (kb): 13.9 kb 13.9 kb 

Predicted Mutant Band (kb): 6.3 kb 9.6 kb 

Probe Size: 799 bp 436 bp 
 
 
 
 
Primer sequences:   
 
Southern probes 
0699-14  5’ – AGCCCAGGTGACGTGAGACTC 
0699-28  5’ – AAGGACACGTGGCCACGTCAC 
0699-31  5’ – GAAGCCAGTCTAGTTGTTCC 
0699-42  5’ – ACCTGGTTCCTAGCCTAATGC 
 
 
 
 
 

   



   

 
Genomic Sequence Floxed: 
 
CCTTACTCTGAGAGGCCAGCGGGGTTCCGGGTCAGGGTTCCCAGGGTCTAAGCAGCAGGTTCACGCCATGCCATCTGTGCCCTCCAGCTCTCTAGACGC
CAGGTCCACGCTCATGGCCGATGATGTCAGGTACTAACAACGTCGCCCAGGCCCGGAAGCTGGTGGAGCAGCTGCGCATTGAAGCTGGGATCGAACGC
ATCAAGGTGAGCTGTGTGGGGGGAGGGGGGGCGAGGGGGACCCGGTGAGTGAGCGCCTGTCCTTAGCCATAGATTCTGGCTGTGTAACCTGGGACAC
AGCCGCCCAAGAGAGCCACAGCCGCTCTGTTGGGCGGGACAGAGCCTGGGGTGAACGTGGCTTTCCACATCAGGCCGGTTCAGTGTCTTCCTCTGGTT
ACCACAGATGCAAGCAGAAGATATATACACAGAGGAATGGCGCAGATGGGGGTCTAACTGCTTCCACAGTTGGGCAAGGTTTTCATTTCTTGCAGTGA
CAAGGAAATGAAACAAAACATTCCATTTCAAAAAGATGAAATCAAAAGAAAACTGTGTAGCCGGGCGTGGTGGCGCTCGCCTTTAATACCAGCACTTG
GAAGGCAGAGGCAGGCCAATTTCTGAGTTCGAGGCCAGCCTGGTCTACAGAGTGAGTTCCAGGACAGCCAGGGATACACAGAAAAACCCTGTCTCGA
AACCCCCCCCCCAAAAAAAAGAAAAAGGAAACTGTTTGATCTGTGTGGTAAATAAAGAAAAAGGGGCTGGGGGCGTGGTCAGGGCGGAGCCACCACC
TAGACTCCTCAAGGAGCCCAGAGGGTCACTTGAACATGGAACATTTGTACTCTAAGCCACGCCCCCAGCCCCTCATTGGGGGGATTCTAGGCGGGGCT
CCACCCAGACCACATGCCCAGTCCCTGTGGGTGGTTCGCAATGCTTGTTAGACATCCTCATGGTCTTTTGGGACCATAAGCCCACGCTAAGATCTCTCA
AGGGAGCCATCACTTCATCCCATCTCTTTATCTACTTCCTATCTTGGATTGGTTCATTCTAGAAATACCTTATCATGGAGGGAGTATATACTATGTGGCT
TCTGTGTCTGACTATGACTGAACACAAGTTCCTCAAATTCCCTTTATGTTGTAGCCTGTGTCAGGGCCTCATTCGTTATCATGGCTACGTACTATTCCAC
AGCATGTGTACCACAGCGTGTGTGTGACCTTCTCTGGGCTCTCCCTGCCTTATGGCTGCTGTGATCTGTCCCATCTGACCTTTCCTTTCTCCTCCTTGTGC
TACACAGGTCTCCAAGGCCTCGTCAGACCTGATGGGCTACTGTGAGCAACATGCCCGCAACGATCCCTTGCTGGTTGGCGTGCCAGCCTCTGAGAATCC
ATTCAAAGACAAAAAGCCTTGCATAATTCTCTAGTTCTCTCTCTTTCTCTCTCTCTT 
 
KOS clone sequence:  (note: pKOS-49 was used to generate the TV and that is the sequence included here) 
 
GATCTCTGTGAATTTGAGGCCAGCCTGGTCTTCAGAGTGAGTTCCAGGGCAGCACAAAGAAACCCTTTCTCGAAACCAAAACCAACCCAAGCACAAAC
CAGCACAAAGGCCGTTGTGCACCCTCCCCTTTCTCCGGTGTCTTATTGGCTTTTGCTAGTGGTTGTGGTAGTGGTGTTTTTGTTTTTGATGTGGTCTCATG
TTAGCTAAGGCTGGCCTTAGAACTCACAATGTAGTCAAGGATAAAGCTTGAATTCTTGATCCTTCAACCTCCACCTCCTGAGTACTCGGGTAAAGCGAT
GCACCTCCGTGTCTGCCTTAAGAGCATCCTGTGTGAACGGCCCCGGCCAGTCTCTCCTGGTCTCCTTGGTTCACTCTTCCTGTGGCCAGTGAGCACCCCA
TCATTTACTTATTTATTTAGGGATTTTGAGACAGGGCCTCATTGTGTAGTCATGGTTACCCTAGAACTTGCCTTGTAGACCAGGCTGGCCTCTGCCTCAC
CAGTGTAGTTGGGATAGGCTATATAAAGCTGTGAACACTGCTCAGCTGCATAGAGAACCATCCAGAACCATCCACAGAGCCTAGGTACAGCTGCCTGA
TGCCTCTGCTGCACTAGACCCCCAAATCATCCACCCAGAGGACCCCAGATCCCTCCCCTCTTGGCATGTGGGGTTCCATGGCTTTAGTTTGGCTGGTGA
CCGGGTTGCAGGGTCTCTTGAGATCTGTGGAATCAAAAAGAGAATGCCTGGTCCCCTCAGGCACCCCAAGATTTGTATGGCCATCACAGGGGAGCTCC
TGTCTGGAGTGGCGGAGGCAGGCACCAGGCATAGCATCCTGGTAACTTTGTGAATTTCTTCACATTCTCTGCGTGTCTGAGTTCTATGTTACTTCTATCG
CTGTCTCCTCCATGCTTTGTTCTGGGGTGGCCATTTTCATCCTCCCCAGCACACGGGAGGTGTAATTATACCTCTCGCCACATGGGGAGCTAAACCCCAG
TCCTGGCTTACAACTCCTGCAGGATGCTCAGAGCTTCTCCAAGAGCAAGGGCTTCTCTGAGAGGCCTTCTCCCCAAGTCACCACAGGTAATTCCTGAGT
TCTCCTGTGCTGCCCGGAGAGACTGCGCTGTGGTTCCCGTGGACACGGCCGGGAGCTCTACAGGCCCCACTCCACCCACAAGCCTTTCCCCCAGGGTGG
CCACGTGTTGAGCCTCATGGTGAGCTGCCTGTGAGGAATGAGCCTAGCTGACTCACATCTCAGGGTTTTAGCTACAGTTGATTCCCTTACTACCTGTATG
TGTGTGTGTGTGTGTGGGGGGGGTGATGAGGGGGCATGGCTTGGACGTGAGTCAGGGACTGGCTGGTGACACAGTTCTCTGCAGAATCACAGCTTGGG
GTCAGCAGACACAATGAAAAGCCAAAACTGCCCACCAGGAAAATCATGGAAAACAGAAACATGTCCAGACACATATGTGGACAAATGCAGCCATGTC
CATAGTGATGATATGCAGAGGGGTGTGTGTGGGTGTGTAGTGTGTGTGTACATGATTAAATACTGGCCAAGGATGGAGGTGTGGCTCCTGAGTAGAGT
AAAGCCCTGACTTGGCATGCACACAGCCACACACACATGATCACAGAAATGCCCGTGCCCTGTGCCTGTCTGAAGACATCCTCACACACAGCACATAC
CTGAAGATAGACTCTGACACACTCCCACTTGTATCTGTGTATGCTGATCTCTGCACACATGCCTGCACTCGGATGCATCTTTAGTGGACACACACACAC
ACACACACACACACACACACACACTCGGCCTGGTCTGTGTTCTCTCTACCCAGCTATATTTAGCTCAGGAGAAATCTCGGGCTGAAGTCCATGCGGTTT
CCATGTCCTGCCTGGAAGCCCTGATGAGTGATTTCTCTGCATCCCATGCTGAGGCCCGGCTTCTCTGTCCCCAGGAGGGGAGCTGGATGTCAGCCCACA
CACCAGAGAGCCAGGCAGGCTGAAGGATTTTTTTGTTATGATCATTAATTGAAAACTGATTAGGGGACAGGAGTGCATCCACCCTTCCCAGCAGCCTTC
TCAAACAGCTGGATTTCTGTGGACACCAGGACTTCAAGATGGCGTCGCTCATGCCATTGAAGGAGAAGTGGCTCATGGAGGTTAAACCTTGGAGAGCT
TGCCAAGCTGGCTATCGATACGGGATTTCACCCCAGTGGCGCTGCAGGAGCCTTTCGGAGAGGGTATGACCGGTATTACGAGTTCGGAAAGGCAGCGT
CTGTCTCGGGGATTAACATGGTACTGGCAGCCTGTGTGGTTTTCAGCTACTGCATTTCTTACAAGGAACTCAAACATGAGCGGTGACACAGGAACCACT
GAAGAGGGGTCACTATGGAGGGCACCGCATGGCTGAGCAAAGCCCCTACCCCGCTCTGATCCAGGAAGAGTTCATCTGGCCAAACCTTCATACCCTGA
CTGAGAACTAGTGTCTGATAAAAGGTGACTGAATGGTTCAGGTAAAAAAGAAAAAGGAGGGGCTGGTGAGATGGCTCAGCAGGTAAGAGCACCCGAC
TGCTCTTCCGAAGGTCCGGAGTTCAAATCCCAGCAACCACATGGTGGCTCACAACCATCCGTAACGAGATCTGACTCCTTCTTCTGGAGTGTCTGAAGA
CAGCTACAGTGGACTTACATATAATAAATAATAAATAAATCTTAAAAAAAGAAAAAAGAAAAAGAAAAAGGAAAAGGAAAAGGAAACTAACTAGGA
ACATTGTTAAACTAGATGTGGTGGCTTATGCCAAGCTGAGGCAGGAGAAGGGCCGAGAGTTCCAGGACAGACTGAGCTACACAGGGAGACTCTGTCTA
AACAAAACAATATTCATTGTCTGTTCATGGCAAGCTGAAACAAAAAATATAAGGCGGATTCCACTGAGCATTACCAAATGTGACACTTGATAACCTAC
AGGCAAGGGCTGGCAAAAGGGCTCAGCTGGAAAAGGTGATTGCAGCAAAGACTGATGACCTGTGTTGTCCCAAGGAACCACAAGGAAGAAGATAGCG
GGACTTCTACAACTTGTCCTCTGACCTCTGCACGGGTGCTGTAACACATGCAAATGTGTGCACACACACTCACACACATGCAAACAGGCATGCACATGC
AGATATTTTTAAACAATAAAGTGTTATTACTGCTGAGAGGGCTCGGCAAGTGAAGCACTTGCTGCCAAGCCTAAGGAGATGGGCTCAATCCCCAGAGA
GAACCAACTACTGCAGGCTGTCCTCTGACTTCCACATGCACTCCAACACCCCCAACACTAAATACATACATACATACATACATACATACATACATACAT
ACATGTAAAAGAGGAGCTGGGTGTGGCTCAGCAGGAGGGAGTCACTTCGGAGCCCCCTCTGCCACCTGGACTATCTGAAGAGTCCCTCCAGCGGTGGC
CTTCCCAGAAGTGAATTCGGTTCGCCCAGCCCATCCAGGTAGCCCAGCCCATCCAGGTAGCCCAGCCTATACCCAGATCACTGGTTTCACTGCCATCTG
GGGAGGAGCCTCTGCTTGAATCCTCTAGCCCAGGACAGATAGACAATCTCTAGTTGAATTATCATCAGTCCCTGGCCTGGGCCTTGGTGGTCACAGTTC
TCTAGACCCTTTTGATGAGTGAATGTGTGATTGTATGACTGGCTAAGGGAGAGACCCGTGGCGAGGCTGGGATGACCCTGAGTGGACCAGTGGCTGCT
GTCCCTTGCCACTCCGCCTGCGGGAATGGACAGCAGCAAGTGCTGCTTCCCTTACTCTGAGAGGCCAGCGGGGTTCCGGGTCAGGGTTCCCAGGGTCTA
AGCAGCAGGTTCACGCCATGCCATCTGTGCCCTCCAGCTCTCTAGACGCCAGGTCCACGCTCATGGCCGATGATGTCAGGTACTAACAACGTCGCCCAG
GCCCGGAAGCTGGTGGAGCAGCTGCGCATTGAAGCTGGGATCGAACGCATCAAGGTGAGCTGTGTGGGGGGAGGGGGGGCGAGGGGGACCCGGTGA
GTGAGCGCCTGTCCTTAGCCATAGATTCTGGCTGTGTAACCTGGGACACAGCCGCCCAAGAGAGCCACAGCCGCTCTGTTGGGCGGGACAGAGCCTGG
GGTGAACGTGGCTTTCCACATCAGGCCGGTTCAGTGTCTTCCTCTGGTTACCACAGATGCAAGCAGAAGATATATACACAGAGGAATGGCGCAGATGG
GGGTCTAACTGCTTCCACAGTTGGGCAAGGTTTTCATTTCTTGCAGTGACAAGGAAATGAAACAAAACATTCCATTTCAAAAAGATGAAATCAAAAGA
AAACTGTGTAGCCGGGCGTGGTGGCGCTCGCCTTTAATACCAGCACTTGGAAGGCAGAGGCAGGCCAATTTCTGAGTTCGAGGCCAGCCTGGTCTACA
GAGTGAGTTCCAGGACAGCCAGGGATACACAGAAAAACCCTGTCTCGAAACCCCCCCCCCAAAAAAAAGAAAAAGGAAACTGTTTGATCTGTGTGGT
AAATAAAGAAAAAGGGGCTGGGGGCGTGGTCAGGGCGGAGCCACCACCTAGACTCCTCAAGGAGCCCAGAGGGTCACTTGAACATGGAACATTTGTA
CTCTAAGCCACGCCCCCAGCCCCTCATTGGGGGGATTCTAGGCGGGGCTCCACCCAGACCACATGCCCAGTCCCTGTGGGTGGTTCGCAATGCTTGTTA
GACATCCTCATGGTCTTTTGGGACCATAAGCCCACGCTAAGATCTCTCAAGGGAGCCATCACTTCATCCCATCTCTTTATCTACTTCCTATCTTGGATTG
GTTCATTCTAGAAATACCTTATCATGGAGGGAGTATATACTATGTGGCTTCTGTGTCTGACTATGACTGAACACAAGTTCCTCAAATTCCCTTTATGTTG
TAGCCTGTGTCAGGGCCTCATTCGTTATCATGGCTACGTACTATTCCACAGCATGTGTACCACAGCGTGTGTGTGACCTTCTCTGGGCTCTCCCTGCCTT



   

ATGGCTGCTGTGATCTGTCCCATCTGACCTTTCCTTTCTCCTCCTTGTGCTACACAGGTCTCCAAGGCCTCGTCAGACCTGATGGGCTACTGTGAGCAAC
ATGCCCGCAACGATCCCTTGCTGGTTGGCGTGCCAGCCTCTGAGAATCCATTCAAAGACAAAAAGCCTTGCATAATTCTCTAGTTCTCTCTCTTTCTCTC
TCTCTTCCCCATCTCTCCCTCTCTTTCTCCCCACCCCGGAGGTATTGGTCCAATTTTTCCTGTAAGGAAAATATTTGAATCCTTCCCACTTTGAATTCTAA
AGGAACAAAAACCATTGTGAATGCCGGGATCTTCCTGACCTAGCTGGAGTTTATGAACCCAGGTGGGGCTCTGACTGTCGCCTGGCCTAACTGAGATG
TTAGCCTCGTCACCCCCACCCCCTCTTTTCAAGAGTCACTACTGTGGCCCATTTTTAAAGCTCCCCTTAGTTGCCTTGGGGAAAGGGCTCCGTTGATAAA
CGGGATTGCCTTGCAAGCGTGAGGACCCTAGGTGCGGCGCGGTCCTCAGGTCCCACAGAAAGCATGCAGGTGCAGTGTCACAAGGTTGTATGTACTTC
AGCACTTGGTAGGCAAGGCAGAAGGGTCCCCAGGGCTTGAGGGACTGCCATTCTAGTTGTCAGTAAACTCCAGACAGAGGAGGACACCCAGCCTTGA
CCTCTGGCTCACCCGCGCGGGGCACACACAATGCACCCTGTGCTGCCTGTGTCCTTCAGAGTGGCCCTGTCATGTACACAGTGACGCCATTTCTCCAGA
GACATGGCCCATTCCAGAGACGGGCATCTGGGTCTCCATTCAAAGGAAGCTCTTGCTGGTATGACCGAGTGTGTAATTTTGTCTCCTAAGCCTGAGATC
CACGTGGTCATTGGTGGCTCCCCATTTTCTCCCAGTTACACAGTTATCCAGGTAGTTTGTGAGGGCAGAAATGCAAGATTAGTTATCTCTCGAGGTGAT
CGAGGAGTGACGGGGTTCTCCGTCCCACATCGTGACTGTGGCTCCAGATCCCCCTGCCTCCTTCCTAGGACAAACTATTTTGTAACTAAGCTAGAATCC
AAGCCCCTCAGTGTGGGGACTGTAGCCCTGGTCTGCACTCCCAGATTGGGGGATTCTAGGCAGGGCTCCACCCAGACCACACCCCAATGAGGATTTGG
GGACTCTAGGCGGGGCTCCACCCCGAACTGCGACCTCAGCCCCTTACTGGGGCATTCTAGGTGGGGCTCTACATTGACCACTCCCCCAGCCCCTCACTG
GGAGATTGTAGTCTGGGGCTCCACCCTGACCACGCCCCTAGACCCTTGTTGGTAGATTCTCCACAGCATTCTACCCCTGAGCCAGGCCTCTTCTCTTTCT
ATTTTGTGAACAGAGCCCTAGAGTCCAGGCTGGCCTGGAACAGGAGATCTTCCTGCCTCTGTCTCCAGAGTACCTACATGACGGTCTTGTGCTTGCATG
CCTGGCATTGGATTGGACTGAAGAAAACATGCCCTCTGTCTGTAACAGTGACAGTGGCAGGTATAGGGAGGACACGACTTGGGTGTGCCAATGCGGTG
TGCAGCCACACACAGAGGCAGCCTAAGCATTTGAAAGACCCCAGCTGCCTCTTTCTCCTGCCAGATCAGTATGGGAGCAAACCGCAGAACTGAAGCCA
GTCTAGTTGTTCCCTGTATCCCTGGTGGAAATCTGCTGCCAAAAGCCTGGGCCAGGCTGATCCCTGGGCAAAGTGAAAGGGGTGAGCACAGTTAGCTC
ATCTTCTAGCCAGTTAGGCATGACCTACCGCCTAGGTAAGGTGGCAGGCTCCCCCAAATCCATTTGATGGAAACAGGAAAAGAAGTCTGGGGTGTGAC
TAAGGGGAGGCATTGCAGGTGCTAAGAGCGCCCCCCTCCCACTTCCCCCTCCATGGGCTGGGTCCCAGAGAGCACAGACCAAGGGTCTGGCTTCTGTG
CATCAGCTCCCATTACTGGTCAGAGAGGGCCAGCAACTTTGGTCAGCCTGACTCTCAGAACCTGGCTTGAGTCAGAAAAGCCAGTTTCCCCCACCCTCA
AACTACAGCCACCTTGCATTAGGCTAGGAACCAGGTCCCAGGATGTGTGTCCCCAGCTACACTGGCAAGGAGAAAGGAAAGCTGGAAATCTGGGGAC
CAGGGCTGCAGAGCACCCACCCAGCATGCTGGAAAGCTGGGTTCCACCCCAAGCTCGAAGTAACCAGGCACGGGCACTGGGGTAGGCAGATCAGGAC
TTCAGGGTCTTCCTCAGCTACATAATGGGCTCAAGGCTAACCTGGACTACATGAGACCATGTCTCAAATTCAGTGCACTCTCTCACTCTCTCACATCAC
GACAGCAGATGCCTGCCTGGCCAGCCTGTGTGTGGTCGGAGCATTTTGTTTCTCTCCTCTGGGACAAAAAACTCAAATCTGCATCTCTGCCCACACTTC
CAGTTCTCCCTCCCTAGGTGACTCACAGGCCAAGGACAAAGTGACTTCTTGTTCCCAAGGAAGGTAGGACGTGCTTGGCTGATGTATCCAGGATGGACC
TTGGGCCCCAATAGCCCTTGTGTGCCCTCCTAACCACTGGAGCCCTGCCTCAGCTTAGAGATACTTAGGGAAACCAGAACACAACAGAGCCATCAGGA
GCCAAGATTGGGGGCCCTCACCTTCAATCCCAACACTTGGGAGACAGAGGCAAGGGGATCTCCGTGAATTCGAGGCCAGCCTCATCTACAGAGTGAGT
TCCAGGACAGCCAGGGTTGTAGAGACACCGTCTAAAAACAAAATAAAACAACCAAAACTGTTAGACCTGCTGCAGCTTGAGCCACCCAGGAGGGACT
TCCAACCTAAGGAGAAGGTTGGTGGGCATGGGGGGGTGTATCCTACACAGAAGCCATATACACTGGCCAGATGTCACATGGCACTTTCCATTTCCGTC
CCCACTTCAGGGCTGGCTCCTCCCCCTCACGCTCCAGGGCTGGCTCCTACCCCTTCAGACTCCTCCCCCTTCCCTCTGCTTTGTGAAGCTGGTTGGTTTTT
ATTTCTGATTAAAAAAAAAACTTTTTCCCGTGTGCCACGCCCACTCTCCCAGTGTTACTATTGTGTGGAATGAGGTCACAGGAGAGTGACTCCTCCATA
ATAAAAGCCTCGATTTTCCTTTTGTCTCGACTCTAAATTATTTTTCTCTCCCTTGCCTGGATGGCTCAGATAATGTAAGGGACAGTGGCCAGCCTTCCAC
ACCCCCTTCCTCAGGGACTCCATCGGACACCTGGGATGAGGGAGGAGTGAGGCTCAGGCCGGGTGGACTGTAGGTCTGCTCATTGAACTGTTTTATTTT
GAGACAAGCATCTCACATAGTCCAGGCTGGCCTCGAACTCATTGTACAGTGTGGGCTAGCCTGACCTTCCTGCCTGTAACTCCTGAGTACTGGATGACA
AGTATGGCCAGCATAGTTGGGTCCCCAAAGTGCTAGGAGTGGGAGCCAGGTATTTGTTCATACTGGGTTAGTGCTCCACCCACTGTGCTCCACCCTGGC
CTTTTGTTTTGTTTGGAGACAGGCACACTGTTTACCTGCCTAGAGTCACCCAGTAAGGGGCTCAGAACATGGGTTAGTGAAAGAAAACTCACACTACAT
GTGCAAAGGCCCTGGGTTCAATCCCAGCACCATAAAAGATAGAAGACCTTTCATTCCTAAACACTTGTGCGATCAGAGGTTCAACACAGGCATCCCTT
GGCTGCAGTCCAGGCCTGCAGGGACTGTCCAGGAAGAACCTGCAGTTGTTCCCTCACAGTAGCCTGAGGCCCTGCATTCCTTGGCTCAAAGCCCCAGC
CTCCTCCTTTGGAGCCAGCAGGGCAGTATCTTCCAGTCTGTCTGCCTGTCACCTATCTGCCTCCTTCTGAGGACCAAACTGATGCAGCAAGTCCTGGATA
ATCCAGGACAGCCCCCAGCTCGGGACCCTCAGCTTGATCCGTCGAGCAGTGT 
 
Selection cassette sequence: (note: linker sequences may vary and are not provided) 
 
pLFneo (conditional projects only) 
The 5’ and 3’ Lox P sites are in bold.  The 5’ and 3’ FRT sites are in bold italics. The floxed region was subcloned into the multi-
enzyme cloning site (italics, underlined).  The region between the loxP sites was excised upon exposure to Cre recombinase. 
 
GGCCATAGCGGCCGGCCATAACTTCGTATAGCATACATTATACGAAGTTATGGCGCGGAGTCGACGATCAAGCTTTCG
AAGATCTACGTGGCGCGCCCTCGAGCTTTCGGAAGTTCCTATTCGGAAGTTCCTATTCTCTAGAAAGTATAGGAACTTCTC
GAGATCCGATATCGAATTCCCGCGCCCCCAGCTGGTTCTTTCCGCCTCAGAAGCCATAGAGCCCACCGCATCCCCAGCA
TGCCTGCTATTGTCTTCCCAATCCTCCCCCTTGCTGTCCTGCCCCACCCCACCCCCCAGAATAGAATGACACCTACTCAG
ACAATGCGATGCAATTTCCTCATTTTATTAGGAAAGGACAGTGGGAGTGGCACCTTCCAGGGTCAAGGAAGGCACGGG
GGAGGGGCAAACAACAGATGGCTGGCAACTAGAAGGCACAGTCGAGGCTGATCAGCGAGCTCTAGAGAATTGATCCC
CTCAGAAGAACTCGTCAAGAAGGCGATAGAAGGCGATGCGCTGCGAATCGGGAGCGGCGATACCGTAAAGCACGAGG
AAGCGGTCAGCCCATTCGCCGCCAAGCTCTTCAGCAATATCACGGGTAGCCAACGCTATGTCCTGATAGCGATCCGCCA
CACCCAGCCGGCCACAGTCGATGAATCCAGAAAAGCGGCCATTTTCCACCATGATATTCGGCAAGCAGGCATCGCCAT
GGGTCACGACGAGATCCTCGCCGTCGGGCATGCGCGCCTTGAGCCTGGCGAACAGTTCGGCTGGCGCGAGCCCCTGAT
GCTCTTCGTCCAGATCATCCTGATCGACAAGACCGGCTTCCATCCGAGTACGTGCTCGCTCGATGCGATGTTTCGCTTGG
TGGTCGAATGGGCAGGTAGCCGGATCAAGCGTATGCAGCCGCCGCATTGCATCAGCCATGATGGATACTTTCTCGGCA
GGAGCAAGGTGAGATGACAGGAGATCCTGCCCCGGCACTTCGCCCAATAGCAGCCAGTCCCTTCCCGCTTCAGTGACA
ACGTCGAGCACAGCTGCGCAAGGAACGCCCGTCGTGGCCAGCCACGATAGCCGCGCTGCCTCGTCCTGCAGTTCATTC
AGGGCACCGGACAGGTCGGTCTTGACAAAAAGAACCGGGCGCCCCTGCGCTGACAGCCGGAACACGGCGGCATCAGA
GCAGCCGATTGTCTGTTGTGCCCAGTCATAGCCGAATAGCCTCTCCCAAGGCGGCCGGAGAACCTGCGTGCAATCCATC
TTGTTCAATGGCCGATCCCATTATGACCTGCAGGTCGAAAGGCCCGGAGATGAGGAAGAGGAGAACAGCGCGGCAGAC
GTGCGCTTTTGAAGCGTGCAGAATGCCGGGCCCTCCGGAGGACCTTCGCGCCCGCCCCGCCCCTGAGCCCGCCCCTGAG
CCCGCCCCCGGACCCACCCCTTCCCAGCCTCTGAGCCCAGAAAGCGAAGGAGCCAAGCTGCTATTGGCCGCTGCCCCA



   

AAGGCCTACCCGCTTCCATTGCTCAGCGGTGCTGTCCATCTGCACGAGACTAGTGAGACGTGCTACTTCCATTTGTCAC
GTCCTGCACGACGCGAGCTGCGGGGCGGGGGGGAACTTCCTGACTAGGGGAGGAGTAGAAGGTGGCGCGAAGGGGCC
ACCAAAGAACGGAGCCGGTTGGCGCCTACCGGTGGATGTGGAATGTGTGCGAGGCCAGAGGCCACTTGTGTAGCGCCA
AGTGCCCAGCGGGGCTGCTAAAGCGCATGCTCCAGACTGCCTTGGGAAAAGCGCCTCCCCTACCCGGTAGGGCGCGGG
AATTCGATATCGAATTCGAGCTCGGTACCCGGGGATCGAAGTTCCTATTCGGAAGTTCCTATTCTCTAGAAAGTATAGGA
ACTTCTCGACCTGCAGGCATGCAAGCTGATCCGGCGCGTATAACTTCGTATAGCATACATTATACGAAGTTATCCTCA
GGCCAGCGAGGCC 
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