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pACYC184 is a commonly used multicopy cloning vector which was constructed by ligating restriction fragments
from pSC101, Tn9, and pISA each of which have been previously sequenced (1,2,3,4,5). Despite its wide use, the
complete nucleotide sequence ofpACYC184 has never been reported. The sequence was completed by using oligo-
nucleotide primers designed to span the junctions between each of the previously sequenced regions. pACYC184 is
4244 bp in length with nucleotide 1 corresponding to the EcoRI site in the original map (1). The chloramphenicol
resistance (Cm) segment from Tn9 extends from the HaeII site at base 3505 to the HaeII site at base 585 with bases
219 (ATG) to 3804 encoding the Cm gene. Part of an IS1 (5) from Tn9 extends from bases 443 to 583. Bases
1494 to 3275 are derived from pSCIOI with the tetracycline (Tet) resistance gene encoded by bases 1580 (ATG) to
2770. The p15A origin of replication extends from bases 581 to 1492. Three fragments; an AluI (3276) to HaeII
(3368), a HaeII (3368) to HaeII (3422), and a HaeU (3422) to HaeII (3505) are located between Cm and Tet gene and
are all derived from differentregions of the Tet gene. During the construction ofpACYC184 a precursor plasmid,
pACYC175, was digested with HaeI, Alul, and Hincd, to remove extraneous DNA and to reduce the size of the
plasmid. It appears that the precursor was also digested with Haell which generated the Haefl Cm resistance seg-
ment and the HaeIl fragments found between the Tet andCm genes. The underlined sequence was determined while
the rest of the sequence was taken from the published sequences of pSC101 (2), Tn9 (3,4), and plSA (5).

1 GAATTCCGGA TGAGCATTCA TCAGGC AAGAATGTGA ATAAAGG=CG GATAAAACTT GTGCTTATTT TTCTTTACGG TCTTTAAAAA GGCCGTAATA
101 TCCAGCTGAA CGGTCTGGTT ATAGGTACAT TGAGCAACTG ACTGAAATGC CTCAAAATGT TCTTTACGAT GCCATTGGGA TATATCAACG GTGGTATATC
201 CAGTGATTTT TTTCTCCATT TTAGCTTCCT TAGCTCCTGA AAATCTCGAT AACTCAAAAA ATACGCCCGG TAGTGATCTT ATTTCATTAT GGTGAAAGTT
301 GGAACCTCTT ACGTGCCGAT CAACGTCTCA TTTTCGCCAA AAGTTGGCcC AGGGCTTCCC GGTATCAACA OGGACACCAG GATTTATTTA TTCTGCGAAG
401 TGATCTTCCG TCACAGGTAT TTATTC-GGG CAAAGGCGT CG TGC TGCCACrA CTGATTTArG GTaTCATGGT GTT?TGAG TGCTCCAGTG
501 CTTT?CTATCAT C CCCTCC TCAGCTACTC A CTOT GCCTAacGC AAAAGCACCC CCGGACATCA GCGCTAGCGrGTrTATACT
601 GOCTTACTAT GTT CACTG ATrA.GITCAGTGAATG CrTCATCGOCMGAOAAAAAGCTGCAC C JTGCGTCA CCAGAAATG TGAACGGA
701 ATSCCGC TTCCTCGcTC ACTGACTCGC TACGCTCGGT CGTTCGACTG CGGcGAGCGG AAATGGCTTA CGAACGGGGC GGAGATTTCC TGGAAGATGC
801 CAGGAAGATA CTTAACAGGG AAGTGAGA GCCGCGGGCAA AGCCGTTTTT CCATAGGCTC CGCCCCCCTG ACAAGCATCA CGAAATCTGA CGCTCAAATC
901 AGTGGTGGCG AAACCCGACA GGACTATAAA GATACCAGGC GTTTCCCCTG GCGGCTCCCT CGTGCGCTCT CCTGTTCCTG CCTTTCGGTT TACCGGTGTC
1001 ATTCCGCTGT TATGGCCGCG TTTGTCTCAT TCCACGCCTG ACACTCAGTT CCGGGTAGGC AGTTCGCTCC AAGCTGGACT GTATGCACGA ACCCCCCGTT
1101 CAGTCCGACC GCTGCGcCTT ATCCGGTAAC TATrGTCTTG AGTCCAACCC EAAAAT
1201 GAGGTTAG TCTTGAAGTCaTCrMGOGT TAAGGrTAAA rK:br aaGTT¶'GCT GCTGCCCTC CCAA:CA G¶rCCTC TTCAAACaGT
1301 CA AAAACATCC AAMACATCA
1401 TCTTATTAAT CA_ATAMAT ATTTCTAGAT TTCAGTGC TTTATCTCTT _T ACCTC_CTC c CTCA
1501 rrTGACaGCArATCTTCGATAAGCTrra ATGaG ¶'TACACAGTTArAAT GCTaA_GCA.0CAG GCACCGTGTA TCaAATCTAA CAATGCGCTC
1601 ATCGTCATCC TCGGCAmi0T CACCcTGAT GCTGTAGGCA TAGGCTTGGT TATGCCGGTA CTGCCGGGCC TCTTGCGGGA TATCGTCCAT TCCGACAGCA
1701 TCGCCAGTCA CTATGGCGTG CTGCTAGcGC TATATGCGTT GATGCAATTT CTATGCGCAC CCGTTCTCGG AGCACTGTCC GACCGCTTTG GCCGCCGCCC
1801 AGTCCTGCTC GCTTCGCTAC TTGGAGCCAC TATCGACTAC GCGATCATGG CQGCCACACc CGTCCTGTGG ATCCTCTACG CCGGACGCAT CGTGGCCGGC
1901 ATCACCGGCG CCACAGGTGC GGTTGCTGOC GCCTATATCG CCGACATCAC CGATGGGGAA GATCGGGCTC GCCACTTCGG GCTCATGAGC GCTTTCG
2001 GCGTGGGTAT GGTGGCAGGC cCGGCCG GGGGACTGTT GGGCGCCATC TCCTTGCATG CACCATTCCT GTGCTCAACG GCCTCAACCT
2101 ACTACTGGGC TGCTTCCTAA TGCAGGAGTC GCATAAGGGA GAGCGTCGAC CGATGCCCTT GAGAGCCTTC AACCCAGTCA GCTCCTTCCG GTGGGCGCGG
2201 GGCATGACTA TCGTCGCCGc ACTTATGACT GTCTTCTTTA TCATGCAACT CGTAGGACAG GTGCcGGCAG CGCTCTGGGT CATTTTCGGC GAGGACCGCT
2301 TTcGCTGGAG CGCGACGATG ATCGGCCTGT CGCTTGCGGT ATTCGGAATC TTGCACGCCC TCGCTCAAGC CTTCGTCACT GGTCCCGCCA CCAAACGTTT
2401 CGGCGAGAAG CAGOCCATTA TCGCCGGCAT GGCGOCCGAC GCGCTGGGCT ACGTCTTGCT GGCGTTCGCG ACGCGAGGCT GGATGGCCTT CCCCATTATG
2501 ATTCTTCTCG CTTCCGGcG CATCGGATG CCGCGTTGC AGGCCATGCT GTCCAGGCAG GTAGATGACG ACCATCAGGG ACAGCTTCAA GGATCGCTCG
2601 CGGCTCTTAC CAGCCTAACT TCGATCACTG GACCGCTGAT CGTCACG0G ATTTATGCCG CCTCGGCGAG CACATGGAAC GGGTTGGCAT GGATTGTAGG
2701 CGCCGCCCTA TACCTTGTCT GCCTCcCGOC GTGlGC GGTGCATGGA GCCGGGCCAC CTCGACCTGA ATGGAAGCCG GCGGCACCTC GCTAACGGAT
2801 TCACCACTCC AAGAATTGGA GCcAATCAAT TCTTGCGGAG AACTGTGAAT GCGCAAACCA ACCCTTGGCA GAACATATCC ATCGCGTCCG CCATCTCCAG
2901 CQGCCGCACG CGGCGCAICT C.:CAGG TGGGTCCGG CCkCtDTGO GCATGA GC TCGAGGACCC GOCTAGGCTG GCGGGCTTGC
3001
3101 rT rPCCTGT TTCTAAA= =C MAC(Z r CTAA C ArCkG ATrr.AACA ACCGGTGATA CAMAT

3201 _ _ _ _ _ T_CGT_G_
3301 _ C TCATG
3401 TACCQCGCC GAAACAAGCGCCATT CCG GATCTGCATC GCAGATGCT GCTCACC CTGTCCAACA CCTACTCTG TATAACG
3501 TTCTACG1r¶TTATCAG. QCTCTrGGGG CGATAATGTATT GTCrAATTATT A CITCCACO GAGACCT ArrJAAACTGG CCTrWnQCT
3601 -

3601 TTGrjkQr=cTA TQAAcCGTAacCMGTAGAQAMCAGCGAACA CCCTGCCGACGCA

3701CTTTT rrrJk TCrTCCGCT TATTATCACT TATTCA G TAGCACCAGG CGTTTAAGGG CACCAATAAC TGCCTrAAAA
3801 AAATTACGcC CCGCCCTGCC ACTCATCG GTACTTGT AATTCATTAA GCATTCTGCC GACATGGAAG CCATCACAGA CGGCATGATG AACCTGAATC
3901 GCCAGCGGCA TCAGCACCTT GTCGCCTTGC GTATAATATT TGCCCATGGT GAAAACGGGG GCGAAGAAGT TGTCCATATT GGCCACGTTT AAATCAAAAC
4001 TGGTGAAACT CACCCAGGGA TTGGCTGAGA CGAAAAAcAT ATTCTCAATA AACCCTTTAG GGAAATAGGC CAGGTTTTCA CCGTAACACG CCACATCTTG
4101 CGAATATATG TGTAGAAACT GCCGGAAATC GTCGTGGTAT TCACTCCAGA GCGATGAAAA CGTTTCAGTT TGCTCATGGA AAACGGTGTA ACAAGGGTGA
4201 ACACTATCCC ATATCACCAG CTCACCGTCT TTCATTGCCA TACG 4244
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