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pACYC184 is a commonly used multicopy cloning vector which was constructed by ligating restriction fragments
from pSC101, Tn9, and p15A each of which have been previously sequenced (1,2,3.4,5). Despite its wide use, the
complete nucleotide sequence of pACYC184 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 Haell site at base 3505 to the Haell 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 pSC101 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 Alul (3276) to Haell
(3368), a Haell (3368) to Haell (3422), and a Haell (3422) to Haell (3505) are located between Cm and Tet gene and
are all derived from different regions of the Tet gene. During the construction of pACYC184 a precursor plasmid,
PACYC175, was digested with Haelll, Alul, and HinclI, to remove extrancous DNA and to reduce the size of the
plasmid. It appears that the precursor was also digested with Haell which generated the Haell Cm resistance seg-
ment and the Haell fragments found between the Tet and Cm 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 p15A (5).

1 GAATTCCGGA TGAGCATTCA TCAGGCGGGC AAGAATGTGA ATAAAGGCCG GATAAAACTT GTGCTTATTT TTCTTTACGG TCTTTAAAAA GGCCGTAATA
101 TCCAGCTGAA CGGTCTGGTT ATAGGTACAT TGAGCAACTG ACTGAAMATGC CTCAAAATGT TCTTTACGAT GCCATTGGGA TATATCAACG GTGGTATATC
201 CAGTGATTTT TTTCTCCATT TTAGCTTCCT TAGCTCCTGA AAATCTCGAT AACTCAAAAA ATACGCCCGG TAGTGATCTT ATTTCATTAT GGTGAAAGTT
301 GGAACCTCTT ACGTGCCGAT CAACGTCTCA TTTTCGCCAA AAGTTGGCCC AGGGCTTCCC GGTATCAACA &GACACQG GATTTATTTA TTCTGCGAAG
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801 CAGGPAGATA CTTAACAGGG AAGTGAGAGG GCCGCGGCAA AGCCGTTTTT CCATAGGCTC CGCCCCCCTG ACAAGCATCA CGAAATCTGA CGCTCAAATC
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1601 ATCG'!’CA'I‘OC TOGGCAm mooc‘mcn ec'rc'rm Tm TATWA CPGCOG}GOC 'rcm;ocam TATOGTCCAT TCCGACAGCA
1701 TCGCCAGTCA CTATGGCGTG CTGCTAGCGC TATATGCGTT GATGCAATTT CTATGCGCAC CCGTTCTCGG AGCACTGTCC GACCGCTTTG GCCGCCGCCC
1801 AGTCCTGCTC GCTTCGCTAC TTGGAGCCAC TATCGACTAC GCGATCATGG CGACCACACC CGTCCTGTGG ATCCTCTACG CCGGACGCAT CGTGGCCGGC
1901 ATCACCGGCG CCACAGGTGC GGTTGCTGGC GCCTATATCG CCGACATCAC CGATGGGGAA GATCGGGCTC GCCACTTCGG GCTCATGAGC GCTTGTTTCG
2001 GCGTGGGTAT GGTGGCAGGC CCCGTGGCCG GGGGACTGTT GGGCGCCATC TCCTTGCATG CACCATTCCT TGCGGCGGCG 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 CAGGCCATTA TCGCCGGCAT GGCGGCCGAC GCGCTGGGCT ACGTCTTGCT GGCGTTCGCG ACGCGAGGCT GGATGGCCTT CCCCATTATG
2501 ATTCTTCTCG CTTCCGGCGG CATCGGGATG CCCGCGTTGC AGGCCATGCT GTCCAGGCAG GTAGATGACG ACCATCAGGG ACAGCTTCAA GGATCGCTCG
2601 CGGCTCTTAC CAGCCTAACT TCGATCACTG GACCGCTGAT CGTCACGGCG ATTTATGCCG CCTCGGCGAG CACATGGAAC GGGTTGGCAT GGATTGTAGG
2701 CGCCGCCCTA TACCTTGTCT GCCTCCCCGC GTTGCGTCGC GGTGCATGGA GCCGGGCCAC CTCGACCTGA ATGGAAGCCG GCGGCACCTC GCTAACGGAT
2801 TCACCACTCC MATIMA GCCAATCAAT TCTTGCGGAG AACTGTGAAT GCGCAAACCA ACCCTTGGCA GAACATATCC ATCGCGTCCG CCATCTCCAG
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3801 AAATTACGCC CCGCCCTGCC ACTCATCGCA GTACTGTTGT AATTCATTAA GCATTCTGCC GACATGGAAG CCATCACAGA CGGCATGATG AACCTGAATC
3901 GCCAGCGGCA TCAGCACCTT GTCGCCTTGC GTATAATATT TGCCCATGGT GAAAACGGGG GCGAAGAAGT TGTCCATATT GGCCACGTTT AAATCAARAC
4001 TGGTGAAACT CACCCAGGGA TTGGCTGAGA CGAAAAACAT ATTCTCAATA AACCCTTTAG GGAAATAGGC CAGGTTTTCA CCGTAACACG CCACATCTTG
4101 CGAATATATG TGTAGAAACT GCCGGARATC GTCGTGGTAT TCACTCCAGA GCGATGAAAA CGTTTCAGTT TGCTCATGGA AAACGGTGTA ACAAGGGTGA
4201 ACACTATCCC ATATCACCAG CTCACCGTCT TTCATTGCCA TACG 4244
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