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1l tagctgttca
£l cctottoaga
101 gotgtggott
151 caactcocggg
201 tococtoctctg
251 tocggtgtoog
301 cagacgtcag
351 tatcgotggg
401 gtttacgcaa
451 ggtatgacca
501 aagctatgoa
551 cocagtgtgoct
601 catgoatcta
651 actggcocgtc

agtttgtgtt
aatgagcttt
ttttaaggat
atctggtcac
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gttttacaac
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ctaataaatt
cttaacataa
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aagctattta
taccgagctoc
agatatccat
ttocgooctat
gtogtgactg
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cttggacgga
ggggoctttt
aaagctoogt
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tatcocgotca
ggatttttgt
goacctgtag
Jaataaacgc
ggtgacacta
ggatccacta
cacactggcg
agtgagtcgt

gqgaasaccct

cgcaacaagt
caggatgtat
cattgttttc
tttagctogt
gacattctoo
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cacactattg
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gtaacggccg
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attacaattic
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701 gacttaatcg
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catcococooh t

Locgocagctg

gqocgtaatagc

751 gaagaggccc

gqoaccgatcg

cccttoococaa

cagttgocgoca

301 acggcagttt
351 ttgtggatgt
901 atcococococtgg
951 ttaccocggtg
1001 atatggocag
1051 agococacocgog
1101 aatataaatg
1151 aaggttggga

aaggtttaca
acagagtgat
ccagtgoacg
gtgcatatcg
tgtgcocggto
aaaatgacat
tcaggocgacg

agcocctgoaa

cotataaaag
attattgaca
tLoctgctgtca
gggatgaaag
tcocgttatoeg
Caaaaacgos
tcggaattgo
agtasactgg

agagagccgt
cgococggggcy
gatazaagtct
ctggocgcatg
gggaagaagt
attaacctga

cagctggggc
atggctttct

gooctatacgt
tatcgtoctgt
acggatggtg
cocgtgaact
atgaccaccg
ggctgatctc
tgttctgggg
gooctoctggt

tgococgocaag
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Current: lacZ_a

M13 pUC .. @ 288. 266
Sp6 prim... @ 476..493
EcoRV, cuts before 575
17 promo... i@ 644, 626
M13 forw.. @ 667651
M13 pUC .. @ 652,660
lacZ a @ 648.791

ORF fram... @ 415..1107
Apall, cuts hefore 915
ccdB @ 814..1107
MEOQKAM p.. @ 1133.1170
Balll, cuts before 1224
Bell, cuts before 1229
ORF fram... @ 1259.. 2053
MeoR/Kan... @ 1262.. 2050
Mol cuts before 1820
BstBI, cuts before 2363
p15A ori.. @ 2983.2192
Aqgel, cuts before 2688
2acll, cuts before 2852
rmB T1 .. @@ 3090..3047
ORF fram... @ 4509.. 3757
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GATCGTACAGGTTTACGCAAGAARATGGTTTGTTATAGTCGAATARACGCARGGGAGGT TGGTATGACCATGATTACGCCARGCTATTTAGGTGACACTATAGAATACTCAARGCTATGCATC=———————
GATCGTACAGGTTTACGCARGAARATGGTTTGTTATAGTCGAATARACGCARGGGAGGTTGGTATGACCATGATTACGCCARGCTATTTAGGTGACACTATAGAATACTCAARGCTATGCATCARGCTTGG

ATGACCATGATTACGCCAAGCTATTTAGGTGACACTATAGARTACTCAAGCTATGCATCAAGCTTGG
gatcgbacaggbtlbacgcaagaaaat pgtibebtatagbocpaat aaacgcaagpeapebbeebt ATGACCATGATTACGCCAAGCTATTTAGGTGACACTATAGAATACTCAAGCTATGCATCaagetbey

hal 530 540 550 560 520 580 530 600 610 G20 630 G40 650
| + + + + + + + + + + + + |
TAGAGGGCCCAATTCGCCCTATAGTGAGTCGTATTACAATTC
TACCGAGCTCGGATCCACTAGTARCGGCCGCCAGTGTGCTGGAATTCTGCAGATATCCATCACACTGGCGGCCGCTCGAGCATGCATCTAGAGGGCCCARTTCGCCCTATAGTGAGTCGTATTACAATTC
TACCGAGCTCGGATCCGCTAGTARCGGCCGCCAGTGTGCTGGAGTTCTGTAGATATCCATCACACTGGAGACCGCTCGAGCATGCATCCAGAGGGCCCARTTCGCCCTATAGTGAGTCGTATTACAATTC
taccgagctoggatoce, cbagtaacepoccgocaghpbpcbepa,bhichy, agatatccatcacack g, 2, copcbopagcat poat.cb AGAGGGCCCARTTCGCCCTATAGTGAGTCGTATTACAARTTC

651 6B 670 680 690 F00 710 f20 730 40 750 760 i 780
| + + + + + + : + + + + + |
ACTGGCCGTCGTTTTACARCGTCGTGACTGGGAAAACCCTGGCGT TACCCARCTTARTCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTARTAGCGARGAGGCCCGCACCGATCGCCCTTCCCAR
ACTGGCCGTCGTTTTACAARCGTCGTGACTGGGAARAACCCTGGCGT TACCCARCTTARTCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTARTAGCGARGAGGCCCGCACCGATCGCCCTTCCCAR
ACTGGCCGTCGTTTTACARCGTCGTGACTGGGAAAACCCTGGCGT TACCCARCTTARTCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTARTAGCGARGAGGCCCGCACCGATCGCCCTTCCCAR
ACTGGCCGTCGTTTTACARCGTCGTGACTGLGAAAACCCTGGCGT TACCCARCTTARTCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGGCGTARTAGCGARGAGGCCCGCACCGATCGCCCTTCCCAR

81 790 800 810 g20 830 840 850 860 870 a80 a0 900 910
| + + + + + + + + + + + + |
CAGTTGCGCAGCCTATACGTACGGCAGTTTARGGTTTACACCTATAAAAGAGAGAGCCGTTATCGTCTGTTTGTGGATGTACAGAGTGATATTATTGACACGCCGLGGGEGACGGATGGTGATCCCCCTGG
CAGTTGCGCAGCCTATACGTACGGCAGTTTARGGTTTACACCTATAARAGAGAGAGCCGTTATCGTCTGTTTGTGGATGTACAGAGTGATATTATTGACACGCCGLGGGEGACGLGATGGTGATCCCCCTRG
CAGTTGCGCAGCCTATACGTACGGCAGTTTARGGTTTACACCTATAARAGAGAGAGCCGTTATCGTCTGTTTGTGGATGTACAGAGTGATATTATTGACACGCCGLGGGEGACGGATGGTGATCCCCCTRG
CAGTTGCGCAGCCTATACGTACGGCAGTTTARGGTTTACACCTATAAAAGAGAGAGCCGTTATCGTCTGTTTGTGGATGTACAGAGTGATATTATTGACACGCCGLGGGEGACGLGATGGTGATCCCCCTGG

911 920 930 940 950 960 970 980 990 1000 1010 1020 1030 1040
| + + + + + + + + + + + + |
CCAGTGCACGTCTGCTGTCAGATAARGTCTCCCGTGAACTTTACCCGGTGLGTGCATATCGGGGATGARAGC TGGCGCATGATGACCACCGATATGLGCCAGTGTRCCGGTCTCCGTTATCGGGGAAGARGT
CCAGTGCACGTCTGCTGTCAGATAARGTCTCCCGTGAACTTTACCCGGTGGTGCATATCGGGGATGARAGC TGGCGCATGATGACCACCGATATGGCCAGTGTGCCGGTCTCCGTTATCGGGGAAGARGT
CCAGTGCACGTCTGCTGTCAGATAARGTCTCCCGTGAACTTTACCCGGTGGTGCATATCGGGGATGARAGC TGGCGCATGATGACCACCGATATGGCCAGTGTRCCGGTCTCCGTTATCGGGGAAGARGT
CCAGTGCACGTCTGCTGTCAGATARRGTCTCCCGTGAARCTTTACCCGGTGGTGCATATCGGGGATGARAGE TGGCGCATGATGACCACCGATATGGCCAGTGTGCCGGTCTCCGTTATCGGGGAAGARGT

1041 1050 1060 1070 1080 1090 1100 1110 1120 1130 1140 1150 1160 1170
| $ $ $ $ $ $ 4 $ $ $ $ $ |
GGCTGATCTCAGCCACCGCGARARTGACATCAARARCGCCATTARCCTGATGTTCTGGGGAATATAARTGTCAGGCGACGTCGGAATTGCCAGCTGGGGCGCCCTCTGGTARGGT TGGGAAGCCCTGCAR
GGCTGATCTCAGCCACCGCGARARTGACATCAARARCGCCATTARCCTGATGTTCTGGGGARTATAARTGTCAGGCGACGTCGGARTTGCCAGC TGGGGCGCCCTCTGGTARGGT TGGGARGCCCTGCAA
GGCTGATCTCAGCCACCGCGARARTGACATCAARARCGCCATTAACCTGATGTTCTGGGGAATATAA

GGCTGATCTCAGCCACCGCGAARATGACATCARARACGCCATTAARCCTGATGTTCTGGGGAATATARaL gk caggpepacetcppaatbgccagetppppopecectecbggbaagpbbegpaagcocctgcaa

1171 1180 1190 1200 1210 1220 1230 1240 1250 1260 1270 1280 1290 1300
| + + + + + + + + + + + + |
AGTARACTGGATGGCTTTCTTGCCGCCAAGGATCTGATGGCGCAGGGGATCARGATCTGATCARGAGACAGGATGAGGATCGT TTCGCATGATTGAACARGATGGAT TGCACGCAGGTTCTCCGGCCGET
ARTAAAr TREATRRCTT T T TR Rr T A CAT TRAT R R ARG A AT AACATr TRAT oA AR AR TRAREA T ETT TR ATRATTRAArAOGATERAT TRMAM M ARG T T TR TR T




“So, | can imagine that it'd still work even if you
remove more sequences from the MCS. But,
less sequences before the native ccdB would
likely to give higher toxicity which makes
cloning process more difficult (native ccdB is

very toxic) ”

------ Yu Tanouchi



“with regard to the in-frame deletion of the
multi-cloning sites, | deleted ~102 bps and the
gene became more toxic. This version was
what we used for the predator-prey system
(Balaggadde et al 2008). My guess is that, as

long as you don't touch the CcdB, longer in-
frame deletion will still work. ”

------ Lingchong You
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: : : : : : : : : |
TTCACTGRCCGTCRTTTTACAACGTCATGACTGGAARRACCCTGGCGTTACCCARCT TRATCGCCTTGCAGCACATCCCCCTTTCGCCAGCTGEC
ARAGAGGAGARATACTAGATGACCATGATTACGGATTCACTRGCCRTCGTTTTACARCGTCATGACT GRGARAACCCTRGCGTTACCCARCTTARTCRCCTTGCAGCACATCCCCCTTTCRCCARCTGAL
ARAGAGGAGARATACTAGATGACCATGATTACGGATTCACTRGCCRTCGTTTTACARCGTCATGACT GRGARRACCCTRGCGTTACCCARCTTARTCRCCTTGCAGCACATCCCCCTTTCACCARCTGAL

asagaggagasatact agatpaccatgattacggal TCACTGGCCGTCGTTTTACARCGTCGTRACTGGEARRACCCTGLGTTACCCARCTTARTCGCCTTECAGCACATCCCCCTTTCRCCAGCTGEE

1 10 20 Bl i h ] 10 i 90
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| : : : : : :
GTARTAGCGARGAGGCCCGCACCGATCGCCCTTCCCARCAGT TGCRCAGCCTATACGT
GTAATAGCGAAGAGGCCCGCACCGATCRCCCTTCCCARCAGTTRCRCAGCCTRAATLGCGARTRGCGCTTTRCCTGRTTTCCGGCACCAGARGCGRTGCCGGARRGCTGACTRRAGTGCGATCTTCCTGA
GTARTAGCRAAGAGRCCCACACCRATCACCCTTCCCARCAGT TRCACARCCTGAATGRCGARTRGCACTTTRCCTRGTTTCCGGCACCAGAAGCRGTRCCRGARAGC TGACTRGAGTAATAR
GTAATAGCGARGAGGCCCACACCRATCGCCCTTCCCARCAGT TRCACAGCC Tt Cyepaat gpcgct b poctgpttbecgpcacagaapeppt pocppaaaget socterart s 8useseess

140 150 160 1h 180 15 200 210 220 230 240 2l
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GGCCEATACTOTCGTCRTCCCCTCARRCTGECAGRTGCAL
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