PACYC-LIC+ Vector (not entered into GenBank)

Source Constructed by Peter Loppnau
Company Structural Genomics Consortium, Toronto
Description The pACYC-LIC+ vector contains the p15A origin, cat

gene and argU, ileY and leuW tRNA genes of pACYC-RIL
(Stratagene). It has the lacl, T7 promoter and T7 terminator
regions from pET28a-LIC-Bsal (SGC). The plasmid is
compatible with pET based plasmids. It is used for co-
expression of recombinant proteins with the addition of a 19
amino acid N-terminal fusion tag containing a 6X His-tag
followed by a thrombin protease cleavage site. Two stop
codons are included in the vector at the C-terminal cloning
site.

Antibiotic resistance

Chloramphenicol, 25 ug/ml

Promoter

T7 - lacO

Cloning Methods

Insertion of DNA sequence into the cloning/expression
region is preformed using BD-Biosciences Infusion enzyme
mediated directional recombination between complementary
nucleotide DNA sequences at the ends of the insert (PCR
product) and Bsal linearized vector. Insertion of target
sequence involves replacement of a SacB gene stuffer
sequence, which provides for negative selection of the
original plasmid on 5% sucrose.

Initiation Codon

Ndel site in vector at 2421 bp

N — terminal fusion
sequence

MGSSHHHHHHSSGLVPRGS

Termination codons

TGATGA included in 3’ PCR primer and vector cloning
site. No amino acid residues added at cloning junction

Additional features

5’ primer for amplification
of insert with tag

5’CCTGGTTCCGCG TGG TAGT ---3

5’ primer for amplification
of insert without tag for
Ndel/Bsal cloning

5" AGA AGG AGATAT ACATAT G ---3’

3’ primer for amplification
of insert

5" GCCGCAAGCTTCGTCATCA---3

5’ sequencing primer T7-
Fwd

5" AATTAATACGACTCACTATAGGG 3’

3’ sequencing primer T7-
Rev

5" ATGCTAGTTATTGCTCAGCGG 3’
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pACY C-LIC+ cloning/expression region
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T7 FWD lac operator

»

ctcgatcccg cgaaattaat acgactcact ataggggaat tgtgagcgga
gagctagggc gctttaatta tgctgagtga tatcccctta acactcgcct

taacaattcc cctctagaaa taattttgtt taactttaag aaggagatat
attgttaagg ggagatcttt attaaaacaa attgaaattc ttcctctata

Ndel
M G S S H H H H H H S S G L VvV P
acatatgggca gcagccatca tcatcatcat cacagcagcg gcctggttcc
tgtatacccgt cgtcggtagt agtagtagta gtgtcgtcgc cggaccaagg

R G S Bsal
gcgtggtagt/agagaccctg aaagatccat--SACB cassette(2 kb)--
cgcaccatca/tctctgggac tttctaggta

Bsal stop Hindl 11 Xhol
gcacttttcg gtctcg/tgat gacgaagctt gcggccgcac tcgagcacca
cgtgaaaagc cagagc/acta ctgcttcgaa cgccggegtg agctcgtgga

ccaccaccac cactgagatc cggctgctaa caaagcccga aaggaagctg
ggtggtggtg gtgactctag gccgacgatt gtttcgggct ttccttcgac

T7 REV

d

agttggctgc tgccaccgct gagcaataac tagcataacc ccttggggcc
tcaaccgacg acggtggcga ctcgttattg atcgtattgg ggaaccccgg




pPACYC-LIC+ sequence
DNA sequence of plasmid beyond 6800 bp is unknown, it is not as listed
below, instead it contains the tRNA genes.

cgccgctaggtgtgcgagttcaagtctcgectcecccgecaccattcaccagaaagegttgatcggatgecctce
gagtcgggcagcgttgggtcctggccacgggtgcgecatgatcegtgetectgtecgttgaggacccggetagg
ctggcggggttgecttactggttagcagaatgaatcaccgatacgcgagcgaacgtgaagecgactgetget
gcaaaacgtctgcgacctgagcaacaacatgaatggtcttcggtttecgtgtttcgtaaagtctggaaacg
cggaagtcccctacgtgctgctgaagttgecccgcaacagagagtggaaccaaccggtgataccacgatact
atgactgagagtcaacgccatgagcggcctcatttcttattctgagttacaacagtccgcaccgctgecgg
tagctccttccggtgggcgcggggcatgactatcecgtcgecgcacttatgactgtecttctttatcatgcaac
tcgtaggacaggtgccggcagcgceccaacagtccceccggecacggggectgecaccatacccacgccgaaa
caagcgccctgcaccattatgttccggatctgcatcgcaggatgctgctggctaccctgtggaacacctac
atctgtattaacgaagcgctaaccgtttttatcaggctctgggaggcagaataaatgatcatatcgtcaat
tattacctccacggggagagcctgagcaaactggcctcaggagtcatgccccgecgeccaccggaaggagcet
gactgggttgaaggctctcaagggcatcggtcgagatcccggtgcctaatgagtgagctaacttacattaa
ttgcgttgcgetcactgeccgettteccagtecgggaaacctgtecgtgeccagetgcattaatgaatcggecaa
cgcgcggggagaggeggtttgecgtattgggecgccagggtggtttttettttcaccagtgagacgggcaaca
gctgattgcccttcaccgectggecctgagagagttgcagcaagecggtccacgetggtttgeccccagcagg
cgaaaatcctgtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtcgtatcccac
taccgagatatccgcaccaacgcgcagcccggactcggtaatggcgcgcattgecgeccagegecatctgat
cgttggcaaccagcatcgcagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccggac
atggcactccagtcgccttcccgttccgctatcggectgaatttgattgecgagtgagatatttatgccagec
agccagacgcagacgcgccgagacagaacttaatgggcccgctaacagcgcgatttgctggtgacccaatg
cgaccagatgctccacgcccagtcgcgtaccgtcttcatgggagaaaataatactgttgatgggtgtctgg
tcagagacatcaagaaataacgccggaacattagtgcaggcagcttccacagcaatggcatcctggtcatc
cagcggatagttaatgatcagcccactgacgcgttgcgcgagaagattgtgcaccgecgetttacaggett
cgacgccgcttcgttctaccatcgacaccaccacgctggcacccagttgatcggcgecgagatttaatcgec
gcgacaatttgcgacggcgcgtgcagggccagactggaggtggcaacgccaatcagcaacgactgtttgec
cgccagttgttgtgccacgcggttgggaatgtaattcagctccgecatcgecgetteccactttttcccgeg
ttttcgcagaaacgtggctggectggttcaccacgcgggaaacggtctgataagagacaccggcatactct
gcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctcttecgggegctatcatge
cataccgcgaaaggttttgcgccattcgatggtgtccgggatctcgacgctctcecccttatgecgactectgce
attaggaagcagcccagtagtaggttgaggccgttgagcaccgccgccgcaaggaatggtgcatgcaagga
gatggcgcccaacagtcccccggcecacggggcectgecaccatacccacgccgaaacaagcgcetcatgagec
cgaagtggcgagcccgatcttccccatcggtgatgtcggegatataggcgeccagcaaccgcacctgtggeg
ccggtgatgccggecacgatgcgtccggcgtagaggatcgagatctcgatcccgecgaaattaatacgactce
actataggggaattgtgagcggataacaattcccctctagaaataattttgtttaactttaagaaggagat
atacatatgggcagcagccatcatcatcatcatcacagcagcggcctggttccgecgtggtagtagagaccce
tgaaagatccataacttcgtatagcatacattatacgaagttatgcggccgcgacgtccacatatacctgce
cgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaaggcaactttatg
cccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagattttttagttctttaggec
cgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagaccagttgcaatccaaacg
agagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgataaagcaggcaagacctaaa
atgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttaggtctttttttattgtgegta
actaacttgccatcttcaaacaggagggctggaagaagcagaccgctaacacagtacataaaaaaggagac
atgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaacctttactaccgcactgctggcag
gaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagccatataaggaaacatacggcatttcccat
attacacgccatgatatgctgcaaatccctgaacagcaaaaaaatgaaaaatatcaagttcctgagttcga
ttcgtccacaattaaaaatatctcttctgcaaaaggcctggacgtttgggacagctggccattacaaaacg
ctgacggcactgtcgcaaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgeg
gatgacacatcgatttacatgttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctgg
ccgcgtctttaaagacagcgacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggt
caggttcagccacatttacatctgacggaaaaatccgtttattctacactgatttctccggtaaacattac
ggcaaacaaacactgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgt
agaggattataaatcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaag
gcaactacagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatac



ttagtatttgaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcata
ctatggcaaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacgg
ctgagttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaa
ccgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatg
gtacctgttcactgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgce
ttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaactggcecttgtgttaaaaatg
gatcttgatcctaacgatgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgt
cgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgcctagcttcc
tgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagtt
aacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacgtcaggtggcacttttcggtctc
gtgatgacgaagcttgcggccgcactcgagcaccaccaccaccaccactgagatccggctgctaacaaagce
ccgaaaggaagctgagttggctgctgccaccgctgagcaataactagcataaccccttggggectctaaac
gggtcttgaggggttttttgctgaaacctcaggcatttgagaagcacacggtcacactgcttccggtagtce
aataaaccggtaaaccagcaatagacataagcggctatttaacgaccctgccctgaaccgacgaccgggtc
gaatttgctttcgaatttctgccattcatccgcttattatcacttattcaggcgtagcaccaggecgtttaa
gggcaccaataactgccttaaaaaaattacgccccgecctgeccactcatcgcagtactgttgtaattcatt
aagcattctgccgacatggaagccatcacagacggcatgatgaacctgaatcgccagcggcatcagcacct
tgtcgccttgegtataatatttgcccatggtgaaaacgggggcgaagaagttgtccatattggeccacgttt
aaatcaaaactggtgaaactcacccagggattggctgagacgaaaaacatattctcaataaaccctttagg
gaaataggccaggttttcaccgtaacacgccacatcttgcgaatatatgtgtagaaactgccggaaatcgt
cgtggtattcactccagagcgatgaaaacgtttcagtttgctcatggaaaacggtgtaacaagggtgaaca
ctatcccatatcaccagctcaccgtctttcattgccatacggaattccggatgagcattcatcaggcgggce
aagaatgtgaataaaggccggataaaacttgtgcttatttttctttacggtctttaaaaaggccgtaatat
ccagctgaacggtctggttataggtacattgagcaactgactgaaatgcctcaaaatgttctttacgatgce
cattgggatatatcaacggtggtatatccagtgatttttttctccattttagcttccttagctectgaaaa
tctcgataactcaaaaaatacgcccggtagtgatcttatttcattatggtgaaagttggaacctcttacgt
gccgatcaacgtctcattttcgccaaaagttggeccagggettcccggtatcaacagggacaccaggattt
atttattctgcgaagtgatcttccgtcacaggtatttattcggcgcaaagtgcgtcgggtgatgctgeccaa
cttactgatttagtgtatgatggtgtttttgaggtgctccagtggcttctgtttctatcagctgtccctec
tgttcagctactgacggggtggtgcgtaacggcaaaagcaccgccggacatcagcgctagcggagtgtata
ctggcttactatgttggcactgatgagggtgtcagtgaagtgcttcatgtggcaggagaaaaaaggctgea
ccggtgcgtcagcagaatatgtgatacaggatatattccgcttcctcgctcactgactcgctacgetcggt
cgttcgactgcggcgagcggaaatggcttacgaacggggcggagatttcctggaagatgccaggaagatac
ttaacagggaagtgagagggccgcggcaaagccgtttttccataggctccgeccccctgacaagcatcacg
aaatctgacgctcaaatcagtggtggcgaaacccgacaggactataaagataccaggcgtttccccctggce
ggctccctegtgegetctectgttectgecttteggtttaccggtgtcattecgetgttatggecggtttg
tctcattccacgcctgacactcagttccgggtaggcagttcgctccaagectggactgtatgcacgaacccce
ccgttcagtccgaccgctgcgecttatccggtaactatcgtcttgagtccaacccggaaagacatgcaaaa
gcaccactggcagcagccactggtaattgatttagaggagttagtcttgaagtcatgcgecggttaagget
aaactgaaaggacaagttttggtgactgcgctcctccaagccagttacctcggttcaaagagttggtaget
cagagaaccttcgaaaaaccgccctgcaaggcggttttttcgttttcagagcaagagattacgcgcagacce
aaaacgatctcaagaagatcatcttattaatcagataaaatatttctagatttcagtgcaatttatctctt
caaatgtagcacctgaagtcagccccatacgatataagttgtaattctcatgtttgacagcttatcatcga
taagcttgcatgcatccatcaaaaaaatattgacaacataaaaaactttgtgttatacttgtaacgctaca
tggagattaactcaatctagctagagaggctttacactttatgcttccggctcgtataatgtgtggaattg
tgagcggataacaatttcacacaggaaacagctatgaccatgattacggattcactggaactctagaccaa
agagaggacacaatgcagggttctgtgacagagtttctaaaaccgcgcctggttgatatcgagcaagtgag
ttcgacgcacgccaaggtgacccttgagcctttagagcgtggctttggeccatactctgggtaacgcactgce
gccgtattctgctctcatcgatgccgggttgecgeggtgaccgaggttgagattgatggtgtactacatgag
tacagcaccaaagaaggcgttcaggaagatatcctggaaatcctgctcaacctgaaagggctggceggtgag
agttcagggcaaagatgaagttattcttaccttgaataaatctggcattggccctgtgactgcagccgata
tcacccacgacggtgatgtcgaaatcgtcaagccgcagcacgtgatctgccacctgaccgatgagaacgceg
tctattagcatgcgtatcaaagttcagcgcggtcgtggttatgtgccggettctacccgaattcattcgga
agaagatgagcgcccaatcggccgtctgctggtcgacgcatgctacageccctgtggagcgtattgectaca
atgttgaagcagcgcgtgtagaacagcgtaccgacctggacaagctggtcatcgaaatggaaaccaacggce
acaatcgatcctgaagaggcgattcgtcgtgcggcaaccattctggctgaacaactgg



