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AR 4008 bp

5" M 5149 T7

C SIS T7: 5'-TAATACGACTCACTATAGGG-3';

RIS 1K/ T7t

"SI YRS Tt 5-TGCTAGTTATTGCTCAGCGG-3'

BARNRRE: N-His, C-S

AP HAER
pACYCDuet-1 is designed for the coexpression of two target genes.

HVE: pACYCDuet-1 carries the P15A replicon, lacl gene and chloramphenicol
resistance gene.
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(106) BamHI EcoRI (112)
EcoS3kI (120)

exHls sacl (122)
(69) Ncol BfuAl - BspMI (124)
AscI (125)
TZ promoter PStI - Sl (135)
(3981) EcoNI sall (137)
HindIII (143)
(3837) BStAPI Nott (150)
S / AfIIL (163)
(3533) ApaLl < _BsrGI (190)
(3513) AfIIII - Miul . T7 promoter,
(3499) Bcll* llac operator)
NdeI (298)
BglII (305)
Mfel (311)
((33333110)) IZS':::I EcoRV (319)
NgoMIV (324)
(3306) PspOMI Nael (326)
Fsel (328)
AsiST - Pvul (337)
Zral (344)
Aatll (346)
Acc65I (348)
KpnI (352)
Aval - BSoBI - PaeR71 - PspXI - ThI - Xhol (354)
(3061) BeiVI = i \ BmeT110I (355)
(3011) Hpal = PACYCDuet-1 NN STag
4008 bp | \ S Pacl (429)
AVITI (433)
(2878) PIUTI— BlpI (451)
(2876) Sfol — Eco01091 (478)
(2875) Narl* (BEHSL (517)
(2874) KasI DrdI - PIFI - Tth111I (626)
Scal (757)
MscI (907)
BSpEI (1174)
(2653) Acul N
(2593) Xbal : Bpul0I (1398)
BsaAl (1481)
Afel (1751)
Nhel (1752)
BmtI (1756)
\ BStZ171 (1765)
(2330) NspI XmnI (1808)
SgrAl (1838)

(2128) BssSal

SaclI (2004)

pACYCDuetl % {4 faj /i
pACYCDue-1 is designed for the coexpression of two target genes. The vector contains two
multiple cloning sites (MCS), each of which is preceded by a T7 promoter/lac operator and
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ribosome binding site (rbs). The vector also carries the P15A replicon, lacl gene and

chloramphenicol resistance gene. This vector can be used in combination with pACYCDuet™-1
(Cat. No. 71146-3) in an appropriate host strain for the coexpression of up to 4 target genes. Genes
inserted into MCS1 can be sequenced using the ACYCDuetUP1 Primer (Cat. No. 71178-3) and
DuetDOWNI1 Primer (Cat. No. 71179- 3). Genes inserted into MCS2 can be sequenced using the
DuetUP2 Primer (Cat. No. 71180-3) and T7 Terminator Primer (Cat. No. 69337-3).
pACYCDuetl #7741
LOCUS pACYCDuet-1 4008 bp DNA Circular SYN
DEFINITION pACYCDuet-1
ACCESSION
KEYWORDS
SOURCE
ORGANISM other sequences; artificial sequences; vectors.
COMMENT This file is created by Vector NTI
http://www.biofeng.com/
COMMENT ORIGDB|GenBank
COMMENT VNTOAUTHORADI1|Novagen Inc.|
FEATURES Location/Qualifiers
source 1..4008
/organism="pACYCDuet-1"
/mol_type="other DNA"

misc_feature 2..29
/label="lacO"
promoter 214..232

/label="T7_promoter"
misc_feature 232..259
/label="lacO"
misc_feature complement(448..466)
/label="T7 Terminal primer"
gene complement(729..1388)
/label="CAT/CamR (variant)"
/gene="CAT/CamR (variant)"

CDS complement(729..1388)
/label="ORF frame 2"
rep_origin 1750..2661

/label="p15A origin"
misc_feature complement(2786..3877)
/label="lacl"

CDS complement(2786..3745)
/label="ORF frame 3"
CDS complement(3618..158)

/label="ORF frame 2"
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promoter 3992..2

/label="T7_promoter"
ORIGIN
1 ggggaattgt gagcggataa caattccect gtagaaataa ttttgtttaa ctttaataag
61 gagatatacc atgggcagca gecatcacca tcatcaccac agccaggatc cgaattcgag
121 cteggegege ctgeaggteg acaagettge ggecgeataa tgettaagte gaacagaaag
181 taatcgtatt gtacacggcc geataatcga aattaatacg actcactata ggggaattgt
241 gagcggataa caattcccca tcttagtata ttagttaagt ataagaagga gatatacata
301 tggcagatct caattggata tcggcecggece acgegatcge tgacgtcggt accctcgagt
361 ctggtaaaga aaccgetget gegaaatttg aacgccagea catggacteg tctactageg
421 cagcttaatt aacctaggct getgecaccg ctgageaata actagcataa ceccttgggg
481 cctctaaacg ggtcttgagg ggttttttge tgaaacctca ggeatttgag aagcacacgg
541 tcacactgct tccggtagtc aataaaccgg taaaccagcea atagacataa geggcetattt
601 aacgaccctg ccctgaaccg acgaccgggt cgaatttget ttcgaattte tgccattcat
661 ccgcttatta tcacttattc aggcgtagea ccaggegttt aagggcacca ataactgeet
721 taaaaaaatt acgccececgece ctgecactea tegeagtact gttgtaattc attaageatt
781 ctgccgacat ggaagecate acagacggcea tgatgaacct gaatcgecag cggeatcage
841 accttgtcge cttgcgtata atatttgecece atagtgaaaa cgggggegaa gaagttgtce
901 atattggcca cgtttaaatc aaaactggtg aaactcaccc agggattgge tgagacgaaa
961 aacatattct caataaaccc tttagggaaa taggccaggt tttcaccgta acacgccaca
1021 tettgcgaat atatgtgtag aaactgccgg aaatcgtegt ggtattcact ccagagegat
1081 gaaaacgttt cagtttgctc atggaaaacg gtgtaacaag ggtgaacact atcccatatce
1141 accagctcac cgtctttcat tgccatacgg aactccggat gageattecat caggegggea
1201 agaatgtgaa taaaggccgg ataaaacttg tgcttatttt tctttacggt ctttaaaaag
1261 gccgtaatat ccagetgaac ggtetggtta taggtacatt gagcaactga ctgaaatgee
1321 tcaaaatgtt ctttacgatg ccattgggat atatcaacgg tggtatatcc agtgattttt
1381 ttctecattt tagettectt agetcctgaa aatctcgata actcaaaaaa tacgeeceggt
1441 agtgatctta tttcattatg gtgaaagttg gaacctctta cgtgecgatce aacgteteat
1501 tttcgccaaa agttggeeca gggcettceceg gtatcaacag ggacaccagg atttatttat
1561 tetgcgaagt gatcttcegt cacaggtatt tattcggege aaagtgegte gggtgatget
1621 gccaacttac tgatttagtg tatgatggtg tttttgaggt getccagtgg cttetgttte
1681 tatcagctgt ccctectgtt cagetactga cggggtggtg cgtaacggea aaagecaccge
1741 cggacatcag cgctagegga gtgtatactg gettactatg ttggcactga tgagggtgtc
1801 agtgaagtgc ttcatgtgge aggagaaaaa aggctgecacce ggtgcgtecag cagaatatgt
1861 gatacaggat atattccget tcctcgetea ctgacteget acgeteggte gttegactge
1921 ggcgagegga aatggettac gaacggggeg gagatttcct ggaagatgec aggaagatac
1981 ttaacaggga agtgagaggg ccgeggeaaa geegtttttc cataggetce geeecectga
2041 caagcatcac gaaatctgac gctcaaatca gtggtggega aacccgacag gactataaag
2101 ataccaggceg tttccectgg cggeteccte gtgegetcte ctgtteetge ctttcggttt
2161 accggtgtca ttccgetgtt atggeegegt ttgteteatt ccacgectga cactcagtte
2221 cgggtaggca gttcgeteca agetggactg tatgcacgaa ccecccgtte agtccgaceg
2281 ctgcgectta tccggtaact atcgtettga gtccaacceg gaaagacatg caaaageace
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2341 actggcagca gecactggta attgatttag aggagttagt cttgaagtca tgecgeeggtt

2401 aaggctaaac tgaaaggaca agttttggtg actgcgctee tccaagecag ttacctcggt
2461 tcaaagagtt ggtagctcag agaaccttcg aaaaaccgcec ctgcaaggeg gttttttcgt
2521 tttcagagca agagattacg cgcagaccaa aacgatctca agaagatcat cttattaatc
2581 agataaaata tttctagatt tcagtgcaat ttatctcttc aaatgtagca cctgaagtca
2641 gccccatacg atataagttg taattctcat gttagtcatg cccecgegece accggaagga
2701 gctgactggg ttgaaggctc tcaagggeat cggtegagat cceggtgect aatgagtgag
2761 ctaacttaca ttaattgcgt tgcgetcact geecgcettte cagtcgggaa acctgtegtg
2821 ccagctgcat taatgaatcg gccaacgege ggggagagge ggtttgegta ttgggcgeca
2881 gggtggtttt tcttttcacc agtgagacgg gecaacagetg attgeccttc accgectgge
2941 cctgagagag ttgcagcaag cggtccacge tggtttgcee cagecaggega aaatcctgtt
3001 tgatggtggt taacggcggg atataacatg agctgtettc ggtatcgteg tatcccacta
3061 ccgagatgtc cgecaccaacg cgeageeegg actcggtaat ggegegeatt gecgeccageg
3121 ccatctgatc gttggcaacc agcatcgeag tgggaacgat gecctcatte agceatttgea
3181 tggtttgttg aaaaccggac atggcactcc agtcgecttc cegttcecget atcggetgaa
3241 tttgattgcg agtgagatat ttatgccage cagccagacg cagacgegece gagacagaac
3301 ttaatgggcc cgetaacage gegatttget ggtgacccaa tgegaccaga tgetccacge
3361 ccagtcgegt accgtettea tgggagaaaa taatactgtt gatgggtgtc tegtcagaga
3421 catcaagaaa taacgccgga acattagtge aggcagcttc cacagcaatg geatcetggt
3481 catccagcgg atagttaatg atcagcccac tgacgegttg cgcgagaaga ttgtgcaccg
3541 ccgctttaca ggcttcgacg cecgettegtt ctaccatcga caccaccacg ctggeaccca
3601 gttgatcgge gegagattta atcgecgega caatttgega cggegegtge agggecagac
3661 tggaggtggc aacgccaatc agcaacgact gtttgcccge cagttgttgt gccacgeggt
3721 tgggaatgta attcagctcc gecategecg cttecacttt ttccegegtt ttcgcagaaa
3781 cgtggctggce ctggttcace acgegggaaa cggtctgata agagacaccg geatactetg
3841 cgacatcgta taacgttact ggtttcacat tcaccaccct gaattgactc tcttccggge
3901 gctatcatge cataccgega aaggttttgc gecattcgat ggtgtcecggg atctcgacge
3961 tctcecttat gecgactectg cattaggaaa ttaatacgac tcactata

/I
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