Vector information sheet

Dated: 8" May 2013

Vector Name

pNIC-CTHO

Source

Pavel Savitsky

Sequence accession/link

Description

PET expression vector with C-terminal Hisg tag, preceded by a
TEV protease cleavage site. Includes sites for LIC cloning, and
a “stuffer” fragment that includes the SacB gene, allowing
negative selection on 5% sucrose

Antibiotic resistance

Kanamycin, 50 pg/ml

Promoter

T7 - lacO

Cloning

LIC (vector treated with BfuAl, then with T4 DNA polymerase in
presence of dCTP)

Initiation codon

Supplied in PCR primer

C-terminal fusion — seq.

AENLYFQ*SHHHHHH
(* - TEV cleavage site)

C-terminal fusion — MW

1793 (1077 Da removed by TEV cleavage)

Termination codons

supplied in vector

Protease cleavage

TEV

Additional features

Preferred host

DE3 hosts: BL21, Rosetta, etc. MUST express T7 RNA
polymerase.

5’ sequencing primer

pLIC-for: TGTGAGCGGATAACAATTCC

3’ sequencing primer

pLIC-rev: AGCAGCCAACTCAGCTTCC

ColE1 pBR322 origin

pNIC-CTHO

LIC3-CTHF
7260 bp i/%
a, ~ BfuAl (2012)

lac operator

T7 promoter
LIC5-C(T)HF
~ BfuAl(82)

SacB
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\

/Q\ His6 tag
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[/>/ NotI (2108)

P //‘\\“ Xhol (2116)
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Polylinker region:

5'end:

CTAGAAATAA TTTTGTTTAA CCTTAAGAAG GAGA|TATA CT ATGCAGGTCG TTCACTATTA
GATCTTTATT AAAACAAATT GGAATTCTTC CTCT ATAT|GA TACGTCCAGC AAGTGATAAT

SacB fragment

LIC3-CTHF

T P A E
GGCATTGACG TCAGGTGGCA CACCTGCAGA
CCGTAACTGC AGTCCACCGT GTGGACGTCT
His6 tag

N L Y
GAACCTCTAC
CTTGGAGATG

F QO S H H H H
TTCCAATCGC ACCATCATCA
AAGGTTAGCG TGGTAGTAGT

1981

- H H

2041

2101

2161

2221

CCACCATTGA
GGTGGTAACT

NotI

TACAAGGATG
ATGTTCCTAC
Xhol

AGCTTGCGGC
TCGAACGCCG
CCCGAAAGGA
GGGCTTTCCT

CGCACTCGAG
GCGTGAGCTC
AGCTGAGTTG
TCGACTCAAC

ACGACGATAA
TGCTGCTATT

CACCACCACC
GTGGTGGTGG
GCTGCTGCCA
CGACGACGGT

GGGCCTCTAA
CCCGGAGATT

pLIC-rev
ACGGGTICTTG
TGCCCAGAAC

AGGGGTTTTT
TCCCCAAAAA

GTGAGGATCC
CACTCCTAGG

ACCACCACTG
TGGTGGTGAC
CCGCTGAGCA
GGCGACTCGT

TGCTGAAAGG
ACGACTTTCC

GAATTCGAGC
CTTAAGCTCG

AGATCCGGCT
TCTAGGCCGA
ATAACTAGCA
TATTGATCGT

AGGAACTATA
TCCTTGATAT

TCCGTCGACA
AGGCAGCTGT

GCTAACAAAG
CGATTGTTTC
TAACCCCTTG
ATTGGGGAAC

TCCGGATTGG
AGGCCTAACC

Primers for LIC cloning:

Add the following 5’ extensions to the PCR primers:

Upstream: TTAAGAAGGAGATATACTATG (ATG-initiation codon)
Downstream: GATTGGAAGTAGAGGTTCTCTGC

The purified PCR fragments are treated with T4 DNA polymerase and dGTP, then annealed
to the treated vector.

pNIC-CTHO sequence:

taatacgactcactataggggaattgtgagcggataacaattcccctctagaaataattttgtttaacc
ttaagaaggagatatactatgcaggtcgttcactattatttagtgaaatgagatattatgatattttct
gaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaaag
aaacagatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaa
aagaggaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgecgce
gggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcac



cccttacatattttaggtctttttttattgtgcgtaactaacttgccatcttcaaacaggagggctgga
agaagcagaccgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaa
caagcaacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaa
acgaaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatc
cctgaacagcaaaaaaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatatctct
tctgcaaaaggcctggacgtttgggacagctggccattacaaaacactgacggcactgtcgcaaactat
cacggctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgacacatcgatttacatg
ttctatcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggccgecgtctttaaagacage
gacaaattcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacattt
acatctgacggaaaaatccgtttattctacactgatttctccggtaaacattacggcaaacaaacactg
acaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgtagaggattataaa
tcaatctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagce
tcaggcgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagtattt
gaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggce
aaaagcacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgag
ttagcaaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccg
ctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatgg
tacctgttcactgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatyg
cttggttatgtttctaattctttaactggcccatacaagccgctgaacaaaactggeccttgtgttaaaa
atggatcttgatcctaacgatgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaac
aatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgecgect
agcttcctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaa
ttaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacgtcaggtggcac
acctgcagagaacctctacttccaatcgcaccatcatcaccaccattgatacaaggatgacgacgataa
gtgaggatccgaattcgagctccgtcgacaagcttgecggecgcactcgagcaccaccaccaccaccact
gagatccggctgctaacaaagcccgaaaggaagctgagttggectgectgeccaccgectgagcaataactag
cataaccccttggggcctctaaacgggtcttgaggggttttttgectgaaaggaggaactatatcecggat
tggcgaatgggacgcgccctgtagcggecgcattaagecgecggecgggtgtggtggttacgecgcagegtgac
cgctacacttgccagcgccctagecgeccgctectttegetttetteeccttectttectegecacgttege
cggctttcccecgtcaagctctaaatcgggggectcececctttagggttecgatttagtgetttacggecacct
cgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgeccctgatagacggttttteg
ccctttgacgttggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccce
tatctcggtctattcttttgatttataagggattttgccgatttcggecctattggttaaaaaatgaget
gatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcacttttcg
gggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgaa
ttaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaatac
catatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggcaa
gatcctggtatcggtctgcgattccgactcgtccaacatcaatacaacctattaatttccecctegtcaa
aaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagtttat
gcatttctttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaacca
aaccgttattcattcgtgattgcgecctgagcgagacgaaatacgcgatcgctgttaaaaggacaattac
aaacaggaatcgaatgcaaccggcgcaggaacactgccagcgcatcaacaatattttcacctgaatcag
gatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcatcag
gagtacggataaaatgcttgatggtcggaagaggcataaattccgtcagccagtttagtctgaccatcet
catctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgcatcgggettcee
catacaatcgatagattgtcgcacctgattgcccgacattatcgcgagecccatttatacccatataaat
cagcatccatgttggaatttaatcgcggcctagagcaagacgttteccecgttgaatatggectcataacac
cccttgtattactgtttatgtaagcagacagttttattgttcatgaccaaaatcccttaacgtgagttt
tcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttcecttgagatectttttttetgege
gtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgeccggatcaagagecta
ccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtccttcectagtgtag
ccgtagttaggccaccacttcaagaactctgtagcaccgcecctacatacctecgectcectgctaatecctgtta
ccagtggctgctgccagtggcgataagtcecgtgtcttaccgggttggactcaagacgatagttaccggat
aaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctacacc
gaactgagatacctacagcgtgagctatgagaaagcgccacgcttcecccgaagggagaaaggcggacagg
tatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtat
ctttatagtcctgtcgggtttcgccacctctgacttgagegtcgatttttgtgatgectecgtcagggggg
cggagcctatggaaaaacgccagcaacgcggcecctttttacggttecctggecttttgetggecttttget
cacatgttctttcctgcgttatccecctgattctgtggataaccgtattaccgectttgagtgagectgat
accgctcgceccgcagccgaacgaccgagecgcagcgagtcagtgagcgaggaagcggaagagcecgectgatg
cggtattttctccttacgcatctgtgecggtatttcacaccgcatatatggtgcactctcagtacaatct



gctctgatgccgcatagttaagccagtatacactccecgcectatecgectacgtgactgggtcatggectgegec
ccgacacccgccaacacccgctgacgecgceccctgacgggcttgtetgetceccecggecateccgettacagaca
agctgtgaccgtctccgggagctgcatgtgtcagaggttttcaccgtcatcaccgaaacgcgcgaggca
gctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgecctgttcatccgegtecag
ctcgttgagtttctccagaagcgttaatgtctggcttctgataaagcgggeccatgttaagggecggtttt
ttcctgtttggtcactgatgecctcecgtgtaagggggatttctgttcatgggggtaatgataccgatgaa
acgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgaggg
taaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcgecttegt
taatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatggt
gcagggcgctgacttccgcgtttccagactttacgaaacacggaaaccgaagaccattcatgttgttge
tcaggtcgcagacgttttgcagcagcagtcgecttcacgttcgctecgegtatcggtgattcattctgeta
accagtaaggcaaccccgccagcectageccgggtcecctcaacgacaggagcacgatcatgcecgecaccecgtgg
ggccgccatgccggcgataatggectgcecttcectecgecgaaacgtttggtggecgggaccagtgacgaaggce
ttgagcgagggcgtgcaagattccgaataccgcaagcgacaggccgatcatcgtecgegetceccagecgaaa
gcggtcctcgccgaaaatgacccagagcgctgceccggcacctgtectacgagttgcatgataaagaagac
agtcataagtgcggcgacgatagtcatgccccgecgceccaccggaaggagctgactgggttgaaggectcet
caagggcatcggtcgagatcccggtgecctaatgagtgagctaacttacattaattgecgttgecgetcact
gcccgctttceccagtcgggaaacctgtecgtgceccagectgcattaatgaatcggeccaacgcgcggggagagyg
cggtttgcgtattgggcgccagggtggtttttcttttcaccagtgagacgggcaacagctgattgeccct
tcaccgcctggceccctgagagagttgcagcaagecggtccacgectggtttgecccagcaggecgaaaatect
gtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtcgtatcccactaccgaga
tatccgcaccaacgcgcagcccggactecggtaatggegegecattgegeccagegecatectgategttgg
caaccagcatcgcagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccggacatgg
cactccagtcgccttceccececgtteccgectatecggectgaatttgattgecgagtgagatatttatgeccagecag
ccagacgcagacgcgccgagacagaacttaatgggcccgctaacagecgcgatttgectggtgacccaatg
cgaccagatgctccacgcccagtcgecgtaccgtcttcatgggagaaaataatactgttgatgggtgtcet
ggtcagagacatcaagaaataacgccggaacattagtgcaggcagcttccacagcaatggcatcctggt
catccagcggatagttaatgatcagcccactgacgcgttgcgcgagaagattgtgcaccgeccgetttac
aggcttcgacgccgcecttcecgttctaccatcgacaccaccacgctggcacccagttgatcggecgecgagatt
taatcgccgcgacaatttgcgacggcgcecgtgcagggccagactggaggtggcaacgccaatcagcaacg
actgtttgcccgccagttgttgtgeccacgecggttgggaatgtaattcagecteccgeccatecgecgetteca
ctttttcccgegttttecgcagaaacgtggctggectggttcaccacgcgggaaacggtctgataagaga
caccggcatactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctett
ccgggcgctatcatgccataccgcgaaaggttttgegeccattcgatggtgteccgggatctecgacgetet
cccttatgcgactcecctgcattaggaagcagecccagtagtaggttgaggeccgttgagcaccgeccgecgea
aggaatggtgcatgcaaggagatggcgcccaacagtccceccggeccacggggectgecaccatacccacg
ccgaaacaagcgctcatgagcccgaagtggcgagecccgatcttcececccatecggtgatgtecggecgatatag
gcgccagcaaccgcacctgtggecgeccggtgatgeccggeccacgatgecgtecggegtagaggatcgagatce
tcgatcccgcgaaat



