AmpR 8950..8291

pVALIUM10-roe

gypsy 6639..7069 9273bp

SV40 5933..6632

ftz intron 5763..5909

attR cassette 1 3994..5705

Features:
roe = recombination cloning, over-expression
1. Vermilion is the selectable marker
2. attB/P site specific integration
3. Amp resistant
4. For over-expression
*10X UAS
*Hsp70 promoter
*Two insulators
*One ftz intron
. Simplified cloning
*Recombination method
*Two step cloning:

[8;]

gypsy 2947..3377

loxp 3428..3395

5xUAS 3435..3544

loxp 3584..3551

5xUAS 3591..3700

Hsp70 3707..3966

664-2543,

2568-2935,
2947-3377,
3395-3428,
3435-3544,
3551-3584,
3591-3700,
3707-39686,
3994-5705,
5763-5909,
5933-6632,
6639-7069,

1st - clone PCR fragment into Entry vector (pENTR/DTOPO or mENTRY)

2nd - recombination

vermilion

attB

gypsy

loxp

5xUAS

loxp

5xUAS

Hsp70 promoter
attR cassette 1
ftz intron
SV40 polyA
gypsy

The detailed cloning method can be found on the TRIiP website: http://flyrnai.org/ TRiP-HOME .html
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p. 1

VALIUM10-roe: 9273bp

CACCTAAATTGTAAGCGTTAATATTTTGTTAAAATTCGCGTTAAATTTTTGTTAAATCAGCTCATTTTTT
AACCAATAGGCCGAAATCGGCAAAATCCCTTATAAATCAAAAGAATAGACCGAGATAGGGTTGAGTGTTG
TTCCAGTTTGGAACAAGAGTCCACTATTAAAGAACGTGGACTCCAACGTCAAAGGGCGAAAAACCGTCTA
TCAGGGCGATGGCCCACTACGTGAACCATCACCCTAATCAAGTTTTTTGGGGTCGAGGTGCCGTAAAGCA
CTAAATCGGAACCCTAAAGGGAGCCCCCGATTTAGAGCTTGACGGGGAAAGCCGGCGAACGTGGCGAGAA
AGGAAGGGAAGAAAGCGAAAGGAGCGGGCGCTAGGGCGCTGGCAAGTGTAGCGGTCACGCTGCGCGTAAC
CACCACACCCGCCGCGCTTAATGCGCCGCTACAGGGCGCGTCCCATTCGCCATTCAGGCTGCGCAACTGT
TGGGAAGGGCGATCGGTGCGGGCCTCTTCGCTATTACGCCAGCTGGCGAAAGGGGGATGTGCTGCAAGGC
GATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGAATTGTAATA
CGACTCACTATAGGGCGAATTGGGTACAAGCTTATTTATTTITGITATGTTATATGTATTATATGICAGAC
ATAAAGAAAAGGAACACATCAAATGTGATAACAAAGACTAAACAAGTAATTTTATTACACCAAAACGACA
AAACAGTAGGCAGAACAAACAACGCATAGCCAAACATTGACGAATTGGATACCCTGCCGATTGTCAGACA
CITTTGTTGATCAGTTTCTTGCGAATGGTCTCGTCCAGCGGTGGAATCGCCTCGCGGGGAATCAGAAAAG
TGGACAGATTGAACAGATCCAGAAACACCTTGTACCGATCACTGAAACCAAAAAAAAACAAAGGGAGAAC
AGTTTGAGTTCATTGATCCCCGATATAATCACATCTGCGATGATCACCTGAGAGTGGAGCGCAGATATTG
ATATCCAGACGAGCCACCAGTGCCCAACTGTTGGGATCCAATCATGCGTTGCACCATGATCACGTGATTG
TCTGCGGCGGGAATAGAAAGTATTTGGTTAGGAAAACCAGTCTTAAACATAAGATATATTTATAAAAGAG
TATCAAAGAATGCAATACTTACATCTCCACTTGGTTATTAACGAGTCGATGTCCATGAGCAGGGTGAGCA
ACTGGTGTGGTTGGCTGAACCTGGGTTCATCCCTATAGAAGGTGATCATGATGGCTCCCTGAAGGGCACG
ATGGCTAAACCGGCGATCCCCACGACGCACCAGTGCATCGTGCACTGCCGGATCAAAGATGGAGCGATAC
ACCTCGCGTCGCTTCTCAATGTCCATGAGGCGGTAGTTTTTCGCCTTCTCCACGGGCTCCTCCATGGCGC
TCTGTACCTGCGCCTCCAGGAATCGATCGACGCTCTCCTGAAACTTGGCCCAGAAGTTGAAGCCACTCTC
CTCCAGTCCGGGCGTCCTCTCCAGCCATCGCTGCACTAGCTCCAGTAGCGAGGGATCTTTCTCCGAGTTG
CGAATCGAGTTCCGCGCCTCCTCGTCGCTAAAGACATCCGAGTACTTCTGGTTGTATCTCACCCGCTGCT
CTGTCAGAACTCCCAGCTTGTTCTCGATCAAACGGAACTGCAGCGACTGAAAACCAGATGCGGGTGCCAG
GTACTTGCGGAAGTCCATGAAGTCTAGCGGGGTCATGGTCTCCAGAATGGGCACTTGGTCCACCAGGAGC
TGTACAAAGGAAGTTATAAACGGATTTTGGTAAGAGATTCAGAAAGCACTCACTTTTAGAATCAGAACCA
CTCGGTTCAGTCGCTTGACAATCTCCAGCGTCTTGGTTTCATCGATGACCTCTGCATCCAACATGTCTCG
TATGGAGTCGAACTCAAAGATGATCTGCTTGAACCAAAGCTCGTAGGCTGTGGCGAAGGTACTTAAATGC
CATTGAGTIGTTGTCATCAAAGTTGTAAACCTACTCACCCTGGTGCGTGATGATGAACAGATGCTCATCGT
GCACGGGTCGCTTGTCCTCCTCGGACAGCATACACTGGGCATCCAGCAGTTTGTCCAGCATCAGATACTC
TCCATAGATTTTGCCCACTTCCGTGGTTAATGGCACCGCCGAATCATCGTGATCGTTTCTGTATGGGTTT
GAATTGAATCGCAGAACTGAAGATCGATTGGCATTCCTGGACAGCACGTGCTGGTGCTCACCCGTTTCCT
GCATAGGGACAGCTCATGGTGCACAGCTCAGATCAGATCGTGACTCCTCGAGCGGCGGATGCTGGCGAAC
TGATCTCCGCCAGCGGACCGGAGATGAGACCCCAGCGAACCGATAACAGAGCGAGAGAGCTCCAGTTCCG
ACTGATTGCACAGTCGGTGATCTGGGCGATGGGCACTGCCAGATAGGCTGGGAATTATCAATCACTTGAG
GTGAAAGTGCGGCGCACACAAATAAGCTTGATATCATCGATCTCGAGGCTGCATCCAACGCGTTGGGAGC
TCTCCGGATCAATTCGGCTTCAGGTACCGTCGACGATGTAGGTCACGGTCTCGAAGCCGCGGTGCGGGTG
CCAGGGCGTGCCCTTGGGCTCCCCGGGCGCGTACTCCACCTCACCCATCTGGTCCATCATGATGAACGGG
TCGAGGTGGCGGTAGTTGATCCCGGCGAACGCGCGGCGCACCGGGAAGCCCTCGCCCTCGAAACCGCTGG
GCGCGGTGGTCACGGTGAGCACGGGACGTGCGACGGCGTCGGCGGGTGCGGATACGCGGGGCAGCGTCAG
CGGGTTCTCGACGGTCACGGCGGGCATGTCGACAAGCCGAATTGATCCACTAGAAGGCCTAATTCGGTAC
ACTAGTTGGCCACGTAATAAGTGTGCGTTGAATTTATTCGCAAAAACATTGCATATTTTCGGCAAAGTAA
AATTTTGTTGCATACCTTATCAAAAAATAAGTGCTGCATACTTTTTAGAGAAACCAAATAATTTTTTATT
GCATACCCGTTTTTAATAAAATACATTGCATACCCTCTTTTAATAAAAAATATTGCATACTTTGACGAAA
CAAATTTTCGTTGCATACCCAATAAAAGATTATTATATTGCATACCCGTTTTTAATAAAATACATTGCAT
ACCCTCTTTTAATAAAAAATATTGCATACGTTGACGAAACAAATTTTCGTTGCATACCCAATAAAAGATT
ATTATATTGCATACCTTTTCTTGCCATACCATTTAGCCGATCAATTGTGCTCGGCAACAGTATATTTGTG
GTGTGCCAACCAACAACACTAGTAGTACCAGCTTATAACTTCGTATAATGTATGCTATACGAAGTTATCT
GCAGGCAGGTCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGG
AGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAGACTCCCATGGATAACTTCGTATAATGTATG
CTATACGAAGTTATGGATCCGCAGGTCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAGT
ACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAGTACTGTCCTCCGAGCGGAGACTCGTCGACAGCG
AGCGCCGGAGTATAAATAGAGGCGCTTCGTCTACGGAGCGACAATTCAATTCAAACAAGCAAAGTGAACA
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CGTCGCTAAGCGAAAGCTAAGCAAATAAACAAGCGCAGCTGAACAAGCTAAACAATCTGCAGTAAAGTGC
AAGTTAAAGTGAATCAATTAAAAGTAACCAGCAACCAAGTAAATCAACTGCAACTACTGAAATCTGCCAA
GAAGTAATTATTGAATACAAGAAGAGAACTCTGAATAGGGAATTGGGAATTCCAGATCTGCGGCCGCGGC
TCGAATCACAAGTTTGTACAAAAAAGCTGAACGAGAAACGTAAAATGATATAAATATCAATATATTAAAT
TAGATTTTGCATAAAAAACAGACTACATAATACTGTAAAACACAACATATCCAGTCACTATGGCGGCCGC
ATTAGGCACCCCAGGCTITTACACTTTATGCTTCCGGCTCGTATAATGTGTGGATTTTGAGTTAGGATCCG
GCGAGATTTTCAGGAGCTAAGGAAGCTAAAATGGAGAAAAAAATCACTGGATATACCACCGTTGATATAT
CCCAATGGCATCGTAAAGAACATTTTGAGGCATTTCAGTCAGTTGCTCAATGTACCTATAACCAGACCGT
TCAGCTGGATATTACGGCCTTTTTAAAGACCGTAAAGAAAAATAAGCACAAGTTTTATCCGGCCTTTATT
CACATTCTTGCCCGCCTGATGAATGCTCATCCGGAATTCCGTATGGCAATGAAAGACGGTGAGCTGGTGA
TATGGGATAGTGTTCACCCTTGTTACACCGTITTTCCATGAGCAAACTGAAACGTTTTCATCGCTCTGGAG
TGAATACCACGACGATTTCCGGCAGTTTCTACACATATATTCGCAAGATGTGGCGTGTTACGGTGAAAAC
CTGGCCTATTTCCCTAAAGGGTTTATTGAGAATATGTTTTTCGTCTCAGCCAATCCCTGGGTGAGTTTCA
CCAGTTTTGATTTAAACGTGGCCAATATGGACAACTTCTTCGCCCCCGTTTTCACCATGGGCAAATATTA
TACGCAAGGCGACAAGGTGCTGATGCCGCTGGCGATTCAGGTTCATCATGCCGTCTGTGATGGCTTCCAT
GTCGGCAGAATGCTTAATGAATTACAACAGTACTGCGATGAGTGGCAGGGCGGGGCGTAAACGCGTGGAT
CCGGCTTACTAAAAGCCAGATAACAGTATGCGTATTTGCGCGCTGATTTTTGCGGTATAAGAATATATAC
TGATATGTATACCCGAAGTATGTCAAAAAGAGGTGTGCTATGAAGCAGCGTATTACAGTGACAGTTGACA
GCGACAGCTATCAGTTGCTCAAGGCATATATGATGTCAATATCTCCGGTCTGGTAAGCACAACCATGCAG
AATGAAGCCCGTCGTCTGCGTGCCGAACGCTGGAAAGCGGAAAATCAGGAAGGGATGGCTGAGGTCGCCC
GGTTTATTGAAATGAACGGCTCTTTTGCTGACGAGAACAGGGACTGGTGAAATGCAGTTTAAGGTTTACA
CCTATAAAAGAGAGAGCCGTTATCGTCIGTTTGTGGATGTACAGAGTGATATTATTGACACGCCCGGGCG
ACGGATGGTGATCCCCCTGGCCAGTGCACGTCTGCTGTCAGATAAAGTCTCCCGTGAACTTTACCCGGTG
GTGCATATCGGGGATGAAAGCTGGCGCATGATGACCACCGATATGGCCAGTGTGCCGGTCTCCGTTATCG
GGGAAGAAGTGGCTGATCTCAGCCACCGCGAAAATGACATCAAAAACGCCATTAACCTGATGTTCTGGGG
AATATAAATGTCAGGCTCCCTTATACACAGCCAGTCTGCAGGTCGACCATAGTGACTGGATATGTTGTGT
TTTACAGTATTATGTAGTCTGTTTTTTATGCAAAATCTAATTTAATATATTGATATTTATATCATTTTAC
GTTTCTCGTTCAGCTTTCITGTACAAAGTGGTGATTCGAGGGTACCTCTAGAGCAAACTAGTTCTGATCT
GCTAGACAATTGTTGGCATCAGGTAGGCATCACACACGATTAACAACCCCTAAAAATACACTTTGAAAAT
ATTGAAAATATGTTTTTGTATACATTTTTGATATTTTCAAACAATACGCAGTTATAAAACTCATTAGCTA
ACCCATTTTITTCTTTIGCTITATGCTTACAGATTGCAAAGAACTAGAGCCGCGGGATCTTTGTGAAGGAACC
TTACTTCTGTGGTGTGACATAATTGGACAAACTACCTACAGAGATTTAAAGCTCTAAGGTAAATATAAAA
TTTTTAAGTGTATAATGTGTTAAACTACTGATTCTAATTGTTTGTGTATTTTAGATTCCAACCTATGGAA
CTGATGAATGGGAGCAGTGGTGGAATGCCTTTAATGAGGAAAACCTGTTTTGCTCAGAAGAAATGCCATC
TAGTGATGATGAGGCTACTGCTGACTCTCAACATTCTACTCCTCCAAAAAAGAAGAGAAAGGTAGAAGAC
CCCAAGGACTTTCCTTCAGAATTGCTAAGTTTTTTGAGTCATGCTGTGTTTAGTAATAGAACTCTTGCTT
GCTTTGCTATTTACACCACAAAGGAAAAAGCTGCACTGCTATACAAGAAAATTATGGAAAAATATTTGAT
GTATAGTGCCTTGACTAGAGATCATAATCAGCCATACCACATTTGTAGAGGTTTTACTTGCTTTAAAAAA
CCTCCCACACCTCCCCCTGAACCTGAAACATAAAATGAATGGAATTGTTGTTGTTAACTTGTTTATTGCA
GCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATT
CTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTATCATGTCTGGTTCCAGAGCTCTGGCCACGTAAT
AAGTGTGCGTTGAATTTATTCGCAAAAACATTGCATATTTTCGGCAAAGTAAAATTTTGTTGCATACCTT
ATCAAAAAATAAGTGCTGCATACTTTTTAGAGAAACCAAATAATTTTTTATTGCATACCCGTTTTTAATA
AAATACATTGCATACCCTCTITTTAATAAAAAATATTGCATACTTTGACGAAACAAATTTTCGTTGCATAC
CCAATAAAAGATTATTATATTGCATACCCGTITTTTAATAAAATACATTGCATACCCTCTTTTAATAAAAA
ATATTGCATACGTTGACGAAACAAATTTTCGTTGCATACCCAATAAAAGATTATTATATTGCATACCTTT
TCTTGCCATACCATTTAGCCGATCAATTGTGCTCGGCAACAGTATATTTGTGGTGTGCCAACCAACAACG
AGCTCCAGCTTTTGTTCCCTTTAGTGAGGGTTAATTTCGAGCTTGGCGTAATCATGGTCATAGCTGTTTC
CTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTG
GGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAAC
CTGTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTT
CCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAA
GGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAA
AAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATC
ACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCC
TGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCT
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TCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCA
AGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGA
GTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGG
TATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTG
GTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAAC
CACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAA
GATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCA
TGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTAAATCAATCTAAAG
TATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGT
CTATTTCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCAT
CTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCA
GCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGT
TGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCA
TCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGGCGAGTTAC
ATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTG
GCCGCAGTGTTATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGAT
GCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTTGCTC
TTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAA
CGTTCTTCGGGGCGAAAACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTG
CACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAA
TGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTAT
TGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAA
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