
(from 1-1070 bp)

pJ2076.2_cR (4419 bp)

GAATTCATAGGATAGATTCTGGAAACTTTACCGTCCGAGCTCCAGCCTGCGGTCCGGttgacggctagctcagtcctaggtacagtgctagcTCGCTGGGACGCCCG

CTTAAGTATCCTATCTAAGACCTTTGAAATGGCAGGCTCGAGGTCGGACGCCAGGCCaactgccgatcgagtcaggatccatgtcacgatcgAGCGACCCTGCGGGC

SacIEcoRI

P(BBa_J23100)Linker_14 SuffixPrefix

AGAGCCGAATCGCACTTATTTACAGTAGTTCAGCCTGCGGTCCGGccaTACATACTCTAAGATGTGTCTCGCTGGGACGCCCGGGGACTACACTTACGAAACTATTG

TCTCGGCTTAGCGTGAATAAATGTCATCAAGTCGGACGCCAGGCCggtATGTATGAGATTCTACACAGAGCGACCCTGCGGGCCCCTGATGTGAATGCTTTGATAAC

Linker_21 Linker_1bs-4 SuffixPrefix

ATTGCTCAGCCTGCGGTCCGGGTTCACTGCCGTATAGGCAGTCTCAAGCTAGACTCTAGTGGTTTcAGAGCTATGCTGGAAACAGCATAGCAAGTTgAAATAAGGCT

TAACGAGTCGGACGCCAGGCCCAAGTGACGGCATATCCGTCAGAGTTCGATCTGAGATCACCAAAgTCTCGATACGACCTTTGTCGTATCGTTCAAcTTTATTCCGA

sgRNA-1Csy4 sitePrefix

AGTCCGTTATCAACTTGAAAAAGTGGCACCGAGTCGGTGCGTTCACTGCCGTATAGGCAGTCGCTGGGACGCCCGCTCGAGCAATAAACAGTTGATAGGGCTTCTCC

TCAGGCAATAGTTGAACTTTTTCACCGTGGCTCAGCCACGCAAGTGACGGCATATCCGTCAGCGACCCTGCGGGCGAGCTCGTTATTTGTCAACTATCCCGAAGAGG

XhoI

sgRNA-1 Linker_0Csy4 site Suffix

GTTACCATGGTTCAGCCAAAAAACTTAAGACCGCCGGTCTTGTCCACTACCTTGCAGTAATGCGGTGGACAGGATCGGCGGTTTTCTTTTCTCTTCTCAATTCTTCT

CAATGGTACCAAGTCGGTTTTTTGAATTCTGGCGGCCAGAACAGGTGATGGAACGTCATTACGCCACCTGTCCTAGCCGCCAAAAGAAAAGAGAAGAGTTAAGAAGA

NcoI

ECK120029600 Terminator

GACCTGTAACGAATAATAGATAGTAAAGTAGTCTCCGATTGAGTTTTCTCTGCCGAGTCCCACCCAGTTCTGTGATTTCAGTAAGTTGGTAATTGATACACTGTTGC

CTGGACATTGCTTATTATCTATCATTTCATCAGAGGCTAACTCAAAAGAGACGGCTCAGGGTGGGTCAAGACACTAAAGTCATTCAACCATTAACTATGTGACAACG

Spacer 1

GAGAACTGCTGCCTGGTAGTAGATAGGTTGTTATTGAGTAAGAAGGTAAAGTGAACGAAATCCCTGAAACTGAGACTGTAGAAAATAAGCTTCAGCCTGCGGTCCGG

CTCTTGACGACGGACCATCATCTATCCAACAATAACTCATTCTTCCATTTCACTTGCTTTAGGGACTTTGACTCTGACATCTTTTATTCGAAGTCGGACGCCAGGCC

HindIII

Spacer 1 Prefix

TTGACAGCTAGCTCAGTCCTAGGTACTGTGCTAGCTCGCTGGGACGCCCGAGATAGCCGTTACACAGGTGACACTTATTTCAGCCTGCGGTCCGGccaCACTAGAGT

AACTGTCGATCGAGTCAGGATCCATGACACGATCGAGCGACCCTGCGGGCTCTATCGGCAATGTGTCCACTGTGAATAAAGTCGGACGCCAGGCCggtGTGATCTCA

P(BBa_J23102) Linker_24 PrefixSuffix bs-1

CTAGCTTGAGATCGCTGGGACGCCCGTGAACAGTTGCTCTGATTGAAACCACGATTCAGCCTGCGGTCCGGTGTAAGAGAAATCCACGAAGGAAAAGGTGAAAGCAG

GATCGAACTCTAGCGACCCTGCGGGCACTTGTCAACGAGACTAACTTTGGTGCTAAGTCGGACGCCAGGCCACATTCTCTTTAGGTGCTTCCTTTTCCACTTTCGTC

Spacer 2.2Linker_19 PrefixSuffixbs-1

AACAGATAATCAGTAATAGTAGCAACTCAACCACAGGACACTTCCCTCACTCCGAACGAATCACAATACGCTCCAATCTTCAACTACACGATAAAACTGGTAATCCC

TTGTCTATTAGTCATTATCATCGTTGAGTTGGTGTCCTGTGAAGGGAGTGAGGCTTGCTTAGTGTTATGCGAGGTTAGAAGTTGATGTGCTATTTTGACCATTAGGG

Spacer 2.2



pJ2076.2_cR (4419 bp) (from 1071-2247 bp)

AACAACCTGACTCACACTCTACTTTCTCAACGAGGAACTTCTTATTCTGATACAATCTCGCTGGGACGCCCGGGATCCAAGAGATTTCTACACGATTGAGCACTGTC

TTGTTGGACTGAGTGTGAGATGAAAGAGTTGCTCCTTGAAGAATAAGACTATGTTAGAGCGACCCTGCGGGCCCTAGGTTCTCTAAAGATGTGCTAACTCGTGACAG

BamHI

Spacer 2.2 Linker_10Suffix

TCAGCCTGCGGTCCGGGTTCACTGCCGTATAGGCAGTAATTTTGTTTAACTTTAAGAAGGAGATATACATATGCGTAAAGGCGAAGAACTGTTTACCGGTGTGGTTC

AGTCGGACGCCAGGCCCAAGTGACGGCATATCCGTCATTAAAACAAATTGAAATTCTTCCTCTATATGTATACGCATTTCCGCTTCTTGACAAATGGCCACACCAAG

sfGFPRBSCsy4 sitePrefix

CGATTCTGGTGGAACTGGACGGCGATGTTAATGGTCATAAATTCAGTGTTCGCGGCGAAGGTGAAGGCGATGCGACGAACGGCAAACTGACCCTGAAATTTATCTGC

GCTAAGACCACCTTGACCTGCCGCTACAATTACCAGTATTTAAGTCACAAGCGCCGCTTCCACTTCCGCTACGCTGCTTGCCGTTTGACTGGGACTTTAAATAGACG

sfGFP

ACCACGGGTAAACTGCCGGTCCCGTGGCCGACGCTGGTGACCACGCTGACCTATGGCGTTCAATGTTTTGCGCGTTACCCGGATCACATGAAACAGCACGACTTTTT

TGGTGCCCATTTGACGGCCAGGGCACCGGCTGCGACCACTGGTGCGACTGGATACCGCAAGTTACAAAACGCGCAATGGGCCTAGTGTACTTTGTCGTGCTGAAAAA

sfGFP

CAAATCGGCCATGCCGGAAGGCTATGTGCAGGAACGTACGATTAGCTTTAAAGACGATGGTACGTATAAAACCCGCGCGGAAGTGAAATTCGAAGGCGATACCCTGG

GTTTAGCCGGTACGGCCTTCCGATACACGTCCTTGCATGCTAATCGAAATTTCTGCTACCATGCATATTTTGGGCGCGCCTTCACTTTAAGCTTCCGCTATGGGACC

sfGFP

TTAACCGTATCGAACTGAAAGGTATCGATTTCAAAGAAGACGGCAATATTCTGGGTCATAAACTGGAATATAACTTCAATTCCCACAACGTGTACATCACCGCGGAT

AATTGGCATAGCTTGACTTTCCATAGCTAAAGTTTCTTCTGCCGTTATAAGACCCAGTATTTGACCTTATATTGAAGTTAAGGGTGTTGCACATGTAGTGGCGCCTA

sfGFP

AAACAGAAAAACGGCATTAAAGCCAATTTCAAAATCCGCCATAATGTGGAAGATGGTAGCGTTCAGCTGGCCGACCACTATCAGCAAAACACGCCGATTGGTGATGG

TTTGTCTTTTTGCCGTAATTTCGGTTAAAGTTTTAGGCGGTATTACACCTTCTACCATCGCAAGTCGACCGGCTGGTGATAGTCGTTTTGTGCGGCTAACCACTACC

sfGFP

CCCGGTCCTGCTGCCGGACAATCACTACCTGAGTACCCAGTCCGTGCTGTCAAAAGATCCGAACGAAAAACGTGACCACATGGTCCTGCTGGAATTTGTGACGGCTG

GGGCCAGGACGACGGCCTGTTAGTGATGGACTCATGGGTCAGGCACGACAGTTTTCTAGGCTTGCTTTTTGCACTGGTGTACCAGGACGACCTTAAACACTGCCGAC

sfGFP

CGGGTATCACCCACGGCATGGACGAACTGTATAAAATGTCCCGCCGTAATACTGACGCCATCACAATCCACAGCATCCTGGATTGGATTGAAGACTAATAATCGCTG

GCCCATAGTGGGTGCCGTACCTGCTTGACATATTTTACAGGGCGGCATTATGACTGCGGTAGTGTTAGGTGTCGTAGGACCTAACCTAACTTCTGATTATTAGCGAC

MarAn20sfGFP

GGACGCCCGCCTGCAGGCTCGGTACCAAATTCCAGAAAAGAGGCCTCCCGAAAGGGGGGCCTTTTTTCGTTTTGGTCCTAATAGATAAAGGATAGGTCTGGTAGTGT

CCTGCGGGCGGACGTCCGAGCCATGGTTTAAGGTCTTTTCTCCGGAGGGCTTTCCCCCCGGAAAAAAGCAAAACCAGGATTATCTATTTCCTATCCAGACCATCACA

SbfI KpnI

L3S2P21 Terminator Spacer 2.5

TGTTCGTTCTCGCAGGTAAATCAATAATACTCAGCAGTTCCGTAGACTTTTCAGTGGGACAGGGTAGCGATAACAGATAGATTGTAATAAGACACAGTAGGTGCTCG

ACAAGCAAGAGCGTCCATTTAGTTATTATGAGTCGTCAAGGCATCTGAAAAGTCACCCTGTCCCATCGCTATTGTCTATCTAACATTATTCTGTGTCATCCACGAGC

Spacer 2.5



pJ2076.2_cR (4419 bp) (from 2248-3531 bp)

TAGTTGCGTGAAGAGAACCGCTCAGGAAATCCAGTCAGAAGTATTGGTAATCGTTGAAAACTCAGTCGACGCACTTACTGAAGACGTCCTATTACACTCGTCGTTGG

ATCAACGCACTTCTCTTGGCGAGTCCTTTAGGTCAGTCTTCATAACCATTAGCAACTTTTGAGTCAGCTGCGTGAATGACTTCTGCAGGATAATGTGAGCAGCAACC

SalI AatII

Spacer 2.5 Linker_11Spa... 5

AAACTGAAGATGCGGCCGCggaaacacagAAAAAAGCCCGCACCTGACAGTGCGGGCTTTTTTTTTcgaccaaaggTAGCGAACGACGAGTCACTGTTGAGGATAAA

TTTGACTTCTACGCCGGCGcctttgtgtcTTTTTTCGGGCGTGGACTGTCACGCCCGAAAAAAAAAgctggtttccATCGCTTGCTGCTCAGTGACAACTCCTATTT

NotI

ECK120033737 Terminator Linker_8Li...1

TACTTTCTCTACTAGGCGCCTGTTACACAGGTCCTCAGCGGCGCGCCTTTGTCGGTGAACGCTCTCCTGAGTAGGACAAATCCGCCGGGAGCGGATTTGAACGTTGT

ATGAAAGAGATGATCCGCGGACAATGTGTCCAGGAGTCGCCGCGCGGAAACAGCCACTTGCGAGAGGACTCATCCTGTTTAGGCGGCCCTCGCCTAAACTTGCAACA

AscIKasI BbvCI

Linker_8 Spa...15

GAAGCAACGGCCCGGAGGGTGGCGGGCAGGACGCCCGCCATAAACTGCCAGGCATCAAACTAAGCAGAAGGCCATCCTGACGGATGGCCTTTTTGCGTTTCAGATCT

CTTCGTTGCCGGGCCTCCCACCGCCCGTCCTGCGGGCGGTATTTGACGGTCCGTAGTTTGATTCGTCTTCCGGTAGGACTGCCTACCGGAAAAACGCAAAGTCTAGA

ACCGGTaaaccagcaatagacataagcggctatttaacgaccctgccctgaaccgacgacaagctgacgaccgggtctccgcaagtggcacttttcggggaaatgtg

TGGCCAtttggtcgttatctgtattcgccgataaattgctgggacgggacttggctgctgttcgactgctggcccagaggcgttcaccgtgaaaagcccctttacac

cgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgaattaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttat

gcgccttggggataaacaaataaaaagatttatgtaagtttatacataggcgagtacttaattaagaatctttttgagtagctcgtagtttactttgacgttaaata

KanR

tcatatcaggattatcaataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggcaagatcctggtatcggtct

agtatagtcctaatagttatggtataaaaactttttcggcaaagacattacttcctcttttgagtggctccgtcaaggtatcctaccgttctaggaccatagccaga

KanR

gcgattccgactcgtccaacatcaatacaacctattaatttcccctcgtcaaaaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaa

cgctaaggctgagcaggttgtagttatgttggataattaaaggggagcagtttttattccaatagttcactctttagtggtactcactgctgacttaggccactctt

KanR

tggcaaaagtttatgcatttctttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaaccaaaccgttattcattcgtgattgcg

accgttttcaaatacgtaaagaaaggtctgaacaagttgtccggtcggtaatgcgagcagtagttttagtgagcgtagttggtttggcaataagtaagcactaacgc

KanR

cctgagcgagacgaaatacgcggtcgctgttaaaaggacaattacaaacaggaatcgaatgcaaccggcgcaggaacactgccagcgcatcaacaatattttcacct

ggactcgctctgctttatgcgccagcgacaattttcctgttaatgtttgtccttagcttacgttggccgcgtccttgtgacggtcgcgtagttgttataaaagtgga

KanR

gaatcaggatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcatcaggagtacggataaaatgcttgatggtcggaag

cttagtcctataagaagattatggaccttacgacaaaagggcccctagcgtcaccactcattggtacgtagtagtcctcatgcctattttacgaactaccagccttc

KanR

aggcataaattccgtcagccagtttagtctgaccatctcatctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgcatcgggcttcc

tccgtatttaaggcagtcggtcaaatcagactggtagagtagacattgtagtaaccgttgcgatggaaacggtacaaagtctttgttgagaccgcgtagcccgaagg

KanR



pJ2076.2_cR (4419 bp) (from 3532-4419 bp)

catacaatcgatagattgtcgcacctgattgcccgacattatcgcgagcccatttatacccatataaatcagcatccatgttggaatttaatcgcggcctagagcaa

gtatgttagctatctaacagcgtggactaacgggctgtaatagcgctcgggtaaatatgggtatatttagtcgtaggtacaaccttaaattagcgccggatctcgtt

KanR

gacgtttcccgttgaatatggctcatactcttcctttttcaatattattgaagcatttatcagggttattgtctcatgagcggatacatatttgaatgtatttagaa

ctgcaaagggcaacttataccgagtatgagaaggaaaaagttataataacttcgtaaatagtcccaataacagagtactcgcctatgtataaacttacataaatctt

KanR

aaataaacaaataggcatgctagcgcagaaacgtcctagaagatgccaggaggatacttagcagagagacaataaggccggagcgaagccgtttttccataggctcc

tttatttgtttatccgtacgatcgcgtctttgcaggatcttctacggtcctcctatgaatcgtctctctgttattccggcctcgcttcggcaaaaaggtatccgagg

ColA ori

gcccccctgacgaacatcacgaaatctgacgctcaaatcagtggtggcgaaacccgacaggactataaagataccaggcgtttccccctgatggctccctcttgcgc

cggggggactgcttgtagtgctttagactgcgagtttagtcaccaccgctttgggctgtcctgatatttctatggtccgcaaagggggactaccgagggagaacgcg

ColA ori

tctcctgttcccgtcctgcggcgtccgtgttgtggtggaggctttacccaaatcaccacgtcccgttccgtgtagacagttcgctccaagctgggctgtgtgcaaga

agaggacaagggcaggacgccgcaggcacaacaccacctccgaaatgggtttagtggtgcagggcaaggcacatctgtcaagcgaggttcgacccgacacacgttct

ColA ori

accccccgttcagcccgactgctgcgccttatccggtaactatcatcttgagtccaacccggaaagacacgacaaaacgccactggcagcagccattggtaactgag

tggggggcaagtcgggctgacgacgcggaataggccattgatagtagaactcaggttgggcctttctgtgctgttttgcggtgaccgtcgtcggtaaccattgactc

ColA ori

aattagtggatttagatatcgagagtcttgaagtggtggcctaacagaggctacactgaaaggacagtatttggtatctgcgctccactaaagccagttaccaggtt

ttaatcacctaaatctatagctctcagaacttcaccaccggattgtctccgatgtgactttcctgtcataaaccatagacgcgaggtgatttcggtcaatggtccaa

ColA ori

aagcagttccccaactgacttaaccttcgatcaaaccgcctccccaggcggttttttcgtttacagagcaggagattacgacgatcgtaaaaggatctcaagaagat

ttcgtcaaggggttgactgaattggaagctagtttggcggaggggtccgccaaaaaagcaaatgtctcgtcctctaatgctgctagcattttcctagagttcttcta

ColA ori

cctttacggattcccgacaccatcactctaga

ggaaatgcctaagggctgtggtagtgagatct

ColA ori


