pDONR221

4761 bp

GTCACGACGTTGTAAAACGACGGCCAGTCTTAAGCTCGGGCCCCAAATAATGATTTTATTTTGACTGATAGTGAC

CAGTGCTGCAACATTTTGCTGCCGGTCAGAATTCGAGCCCGGGGTTTATTACTAAAATAAAACTGACTATCACTG

T .

CTGTTCGTTGCAACACATTGATGAGCAATGCTTTTTTATAATGCCAACTTTGTACAAAAAAGCTGAACGAGAAAC

GACAAGCAACGTTGTGTAACTACTCGTTACGAAAAAATATTACGGTTGAAACATGTTTTTTCGACTTGCTCTTTG
attP1

GTAAAATGATATAAATATCAATATATTAAATTAGATTTTGCATAAAAAACAGACTACATAATACTGTAAAACACA

CATTTTACTATATTTATAGTTATATAATTTAATCTAAAACGTATTTTTTGTCTGATGTATTATGACATTTTGTGT

e . -

ACATATCCAGTCACTATGAATCAACTACTTAGATGGTATTAGTGACCTGTAGTCGACCGACAGCCTTCCAAATGT

TGTATAGGTCAGTGATACTTAGTTGATGAATCTACCATAATCACTGGACATCAGCTGGCTGTCGGAAGGTTTACA

TCTTCGGGTGATGCTGCCAACTTAGTCGACCGACAGCCTTCCAAATGTTCTTCTCAAACGGAATCGTCGTATCCA

AGAAGCCCACTACGACGGTTGAATCAGCTGGCTGTCGGAAGGTTTACAAGAAGAGTTTGCCTTAGCAGCATAGGT

GCCTACTCGCTATTGTCCTCAATGCCGTATTAAATCATAAAAAGAAATAAGAAAAAGAGGTGCGAGCCTCTTTTT

CGGATGAGCGATAACAGGAGTTACGGCATAATTTAGTATTTTTCTTTATTCTTTTTCTCCACGCTCGGAGAAAAA

TGTGTGACAAAATAAAAACATCTACCTATTCATATACGCTAGTGTCATAGTCCTGAAAATCATCTGCATCAAGAA

B e T e o T e e e ot T i e T L e e e

ACACACTGTTTTATTTTTGTAGATGGATAAGTATATGCGATCACAGTATCAGGACTTTTAGTAGACGTAGTTCTT

CAATTTCACAACTCTTATACTTTTCTCTTACAAGTCGTTCGGCTTCATCTGGATTTTCAGCCTCTATACTTACTA

S e e e e e e e e e e b

GTTAAAGTGTTGAGAATATGAAAAGAGAATGTTCAGCAAGCCGAAGTAGACCTAAAAGTCGGAGATATGAATGAT
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AACGTGATAAAGTTTCTGTAATTTCTACTGTATCGACCTGCAGACTGGCTGTGTATAAGGGAGCCTGACATTTAT

TTGCACTATTTCAAAGACATTAAAGATGACATAGCTGGACGTCTGACCGACACATATTCCCTCGGACTGTAAATA

ATTCCCCAGAACATCAGGTTAATGGCGTTTTTGATGTCATTTTCGCGGTGGCTGAGATCAGCCACTTCTTCCCCG

B e e e o S T B e S B e e e

TAAGGGGTCTTGTAGTCCAATTACCGCAAAAACTACAGTAAAAGCGCCACCGACTCTAGTCGGTGAAGAAGGGGC

1 100, L L L 95 1 1 1 1 90 1 1 1 1 85 1 1 1 1 80 1 1
Ile Gly Trp Phe Met Leu Asn Ile Ala Asn Lys Ile Asp Asn Glu Arg His Ser Leu Asp Ala Val Glu Glu Gly

< ccdB

ATAACGGAGACCGGCACACTGGCCATATCGGTGGTCATCATGCGCCAGCTTTCATCCCCGATATGCACCACCGGG

TATTGCCTCTGGCCGTGTGACCGGTATAGCCACCAGTAGTACGCGGTCGAAAGTAGGGGCTATACGTGGTGGCCC

1 75 1 1 1 1 70 1 1 1 1 65 1 1 1 1 60 1 1 1 1 55 1 1
Ile Val Ser Val Pro Val Ser Ala Met Asp Thr Thr Met Met Arg Trp Ser Glu Asp Gly Ile His Val Val Pro

< ccdB

TAAAGTTCACGGGAGACTTTATCTGACAGCAGACGTGCACTGGCCAGGGGGATCACCATCCGTCGCCCGGGCGTG

B e T e I e e s e S S T et e e N B e

ATTTCAAGTGCCCTCTGAAATAGACTGTCGTCTGCACGTGACCGGTCCCCCTAGTGGTAGGCAGCGGGCCCGCAC

1 50 1 1 1 1 45 1 1 1 1 40 1 1 1 1 35 1 1 1 1 30 1 1 1
Tyr Leu Glu Arg Ser Val Lys Asp Ser leu Leu Arg Ala Ser Ala Leu Pro Ile Val Met Arg Arg Gly Pro Thr

< ccdB

TCAATAATATCACTCTGTACATCCACAAACAGACGATAACGGCTCTCTCTTTTATAGGTGTAAACCTTAAACTGC

B e T B s e et e B et et B e e O B

AGTTATTATAGTGAGACATGTAGGTGTTTGTCTGCTATTGCCGAGAGAGAAAATATCCACATTTGGAATTTGACG

L 25 L L L L 20 L L L L 15 L L L L 10 L L L L 5 L L L
Asp Ile Ile Asp Ser GIn Val Asp Val Phe Leu Arg Tyr Arg Ser Glu Arg Lys Tyr Thr Tyr Val Lys Phe GIn

< ccdB

ATTTCACCAGCCCCTGTTCTCGTCAGCAAAAGAGCCGTTCATTTCAATAAACCGGGCGACCTCAGCCATCCCTTC

TAAAGTGGTCGGGGACAAGAGCAGTCGTTTTCTCGGCAAGTAAAGTTATTTGGCCCGCTGGAGTCGGTAGGGAAG
1
Met

ccdB

CTGATTTTCCGCTTTCCAGCGTTCGGCACGCAGACGACGGGCTTCATTCTGCATGGTTGTGCTTACCAGACCGGA

GACTAAAAGGCGAAAGGTCGCAAGCCGTGCGTCTGCTGCCCGAAGTAAGACGTACCAACACGAATGGTCTGGCCT

GATATTGACATCATATATGCCTTGAGCAACTGATAGCTGTCGCTGTCAACTGTCACTGTAATACGCTGCTTCATA
B A e o L L L Mo

CTATAACTGTAGTATATACGGAACTCGTTGACTATCGACAGCGACAGTTGACAGTGACATTATGCGACGAAGTAT

GCATACCTCTTTTTGACATACTTCGGGTATACATATCAGTATATATTCTTATACCGCAAAAATCAGCGCGCAAAT

CGTATGGAGAAAAACTGTATGAAGCCCATATGTATAGTCATATATAAGAATATGGCGTTTTTAGTCGCGCGTTTA

ACGCATACTGTTATCTGGCTTTTAGTAAGCCGGATCCACGCGGCGTTTACGCCCCCCCTGCCACTCATCGCAGTA

B e s an m  a w a a E E

TGCGTATGACAATAGACCGAAAATCATTCGGCCTAGGTGCGCCGCAAATGCGGGGGGGACGGTGAGTAGCGTCAT

1 1 1 215 1 1 1 L
Tyr Ala Pro Asp Val Arg Arg Lys Arg Gly Gly GIn Trp Glu Asp Cys Tyr
D (in frame with CmR)  ========---- CmR

CTGTTGTAATTCATTAAGCATTCTGCCGACATGGAAGCCATCACAAACGGCATGATGAACCTGAATCGCCAGCGG

GACAACATTAAGTAATTCGTAAGACGGCTGTACCTTCGGTAGTGTTTGCCGTACTACTTGGACTTAGCGGTCGCC

210 L L L 205 L L 200 L L L 195 L L L 190, L L
GIn GIn Leu Glu Asn Leu Met Arg Gly Val His Phe Gly Asp Cys Val Ala His His Val GIn Ile Ala Leu Pro

< CmR
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CATCAGCACCTTGTCGCCTTGCGTATAATATTTGCCCATGGTGAAAACGGGGGCGAAGAAGTTGTCCATATTGGC

GTAGTCGTGGAACAGCGGAACGCATATTATAAACGGGTACCACTTTTGCCCCCGCTTCTTCAACAGGTATAACCG

185 L L L 180 L L L 175 L L L 170, L L L 165 L L L
Met Leu Val Lys Asp Gly GIn Thr Tyr Tyr Lys Gly Met Thr Phe Val Pro Ala Phe Phe Asn Asp Met Asn Ala

< CmR

CACGTTTAAATCAAAACTGGTGAAACTCACCCAGGGATTGGCTGAGACGAAAAACATATTCTCAATAAACCCTTT

e e e e e e e e e e e

GTGCAAATTTAGTTTTGACCACTTTGAGTGGGTCCCTAACCGACTCTGCTTTTTGTATAAGAGTTATTTGGGAAA

160 1 1 1 1 155 1 1 1 1 150 1 1 1 1 145 1 1 1 1 140 1 1 1 1
Val Asn Leu Asp Phe Ser Thr Phe Ser Val Trp Pro Asn Ala Ser Val Phe Phe Met Asn Glu Ile Phe Gly Lys

. cw

AGGGAAATAGGCCAGGTTTTCACCGTAACACGCCACATCTTGCGAATATATGTGTAGAAACTGCCGGAAATCGTC

i i i i i i i i i

TCCCTTTATCCGGTCCAAAAGTGGCATTGTGCGGTGTAGAACGCTTATATACACATCTTTGACGGCCTTTAGCAG

135 1 1 1 1 130 1 1 1 1 125 1 1 1 1 120 1 1 1 1 115 1 1 1 1
Pro Phe Tyr Ala Lleu Asn Glu Gly Tyr Cys Ala Val Asp GIn Ser Tyr Ile His Leu Phe GIn Arg Phe Asp Asp

< CmR

GTGGTATTCACTCCAGAGCGATGAAAACGTTTCAGTTTGCTCATGGAAAACGGTGTAACAAGGGTGAACACTATC

CACCATAAGTGAGGTCTCGCTACTTTTGCAAAGTCAAACGAGTACCTTTTGCCACATTGTTCCCACTTGTGATAG

110 1 1 1 1 105 1 1 1 1 100 1 1 1 1 95 1 1 1 1 90 1 1 1 1
His Tyr Glu Ser Trp Leu Ser Ser Phe Thr Glu Thr GIn Glu His Phe Val Thr Tyr Cys Pro His Val Ser Asp

< CmR

CCATATCACCAGCTCACCGTCTTTCATTGCCATACGGAATTCCGGATGAGCATTCATCAGGCGGGCAAGAATGTG

B e e e o S T B e S B e e e

GGTATAGTGGTCGAGTGGCAGAAAGTAACGGTATGCCTTAAGGCCTACTCGTAAGTAGTCCGCCCGTTCTTACAC

85 L 1 1 1 80 1 L 1 L 75 1 1 L 1 70 L 1 1 1 65 1 1 1 1
Trp Ile Val Leu Glu Gly Asp Lys Met Ala Met Arg Phe Glu Pro His Ala Asn Met Leu Arg Ala Leu Ile

<

AATAAAGGCCGGATAAAACTTGTGCTTATTTTTCTTTACGGTCTTTAAAAAGGCCGTAATATCCAGCTGAACGGT

e e e e e e e e e e e e e e

TTATTTCCGGCCTATTTTGAACACGAATAAAAAGAAATGCCAGAAATTTTTCCGGCATTATAGGTCGACTTGCCA

60 1 1 1 1 55 1 1 1 1 50 1 1 1 1 45 1 1 1 1 40 1 1 1 1
Ile Phe Ala Pro Tyr Phe Lys His Lys Asn Lys Lys Val Thr Lys Leu Phe Ala Thr Ile Asp LlLeu GIn Val Thr

< CmR

CTGGTTATAGGTACATTGAGCAACTGACTGAAATGCCTCAAAATGTTCTTTACGATGCCATTGGGATATATCAAC

GACCAATATCCATGTAACTCGTTGACTGACTTTACGGAGTTTTACAAGAAATGCTACGGTAACCCTATATAGTTG

35 1 1 1 1 30 1 1 1 1 25 1 1 1 1 20 1 1 1 1 15 1 1 1 1
GIn Asn Tyr Thr Cys GIn Ala Val Ser GIn Phe Ala Glu Phe His Glu Lys Arg His Trp GIn Ser Ile Asp Val

< CmR

GGTGGTATATCCAGTGATTTTTTTCTCCATTTTAGCTTCCTTAGCTCCTGAAAATCTCGATAACTCAAAAAATAC

B e T e o T e e e ot T i e T L e e e

CCACCATATAGGTCACTAAAAAAAGAGGTAAAATCGAAGGAATCGAGGACTTTTAGAGCTATTGAGTTTTTTATG

10 L L L L 5 L L L 1
Thr Thr Tyr Gly Thr Ile Lys Lys Glu Met

< I =T S, < cat promoter

GCCCGGTAGTGATCTTATTTCATTATGGTGAAAGTTGGAACCTCTTACGTGCCGATCAACGTCTCATTTTCGCCA

CGGGCCATCACTAGAATAAAGTAATACCACTTTCAACCTTGGAGAATGCACGGCTAGTTGCAGAGTAAAAGCGGT

< cat promoter |

AAAGTTGGCCCAGGGCTTCCCGGTATCAACAGGGACACCAGGATTTATTTATTCTGCGAAGTGATCTTCCGTCAC

B LAt T e a E a  a E E aa m e e e e

TTTCAACCGGGTCCCGAAGGGCCATAGTTGTCCCTGTGGTCCTAAATAAATAAGACGCTTCACTAGAAGGCAGTG

AGGTATTTATTCGGCGCAAAGTGCGTCGGGTGATGCTGCCAACTTAGTCGACTACAGGTCACTAATACCATCTAA

TCCATAAATAAGCCGCGTTTCACGCAGCCCACTACGACGGTTGAATCAGCTGATGTCCAGTGATTATGGTAGATT

attP2
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GTAGTTGATTCATAGTGACTGGATATGTTGTGTTTTACAGTATTATGTAGTCTGTTTTTTATGCAAAATCTAATT
2850

CATCAACTAAGTATCACTGACCTATACAACACAAAATGTCATAATACATCAGACAAAAAATACGTTTTAGATTAA

< I L

TAATATATTGATATTTATATCATTTTACGTTTCTCGTTCAGCTTTCTTGTACAAAGTTGGCATTATAAGAAAGCA

B e s an m  a w a a E E 2925

ATTATATAACTATAAATATAGTAAAATGCAAAGAGCAAGTCGAAAGAACATGTTTCAACCGTAATATTCTTTCGT

< |

TTGCTTATCAATTTGTTGCAACGAACAGGTCACTATCAGTCAAAATAAAATCATTATTTGCCATCCAGCTGATAT

B e o o e o B e T e e S o e el e Nt 3000

AACGAATAGTTAAACAACGTTGCTTGTCCAGTGATAGTCAGTTTTATTTTAGTAATAAACGGTAGGTCGACTATA

< e

CCCCTATAGTGAGTCGTATTACATGGTCATAGCTGTTTCCTGGCAGCTCTGGCCCGTGTCTCAAAATCTCTGATG

T B L o o B B o B o 3075

GGGGATATCACTCAGCATAATGTACCAGTATCGACAAAGGACCGTCGAGACCGGGCACAGAGTTTTAGAGACTAC

<77 promoter |






