Vector information sheet

Dated: 8" May 2013

Vector Name

pNIC-ZB

Source

Pavel Savitsky

Sequence accession/link

Genbank GU452710

Description

PET expression vector with Hisg and Z-basic (ZB) tags followed
by a TEV protease cleavage site.

The Z-basic tag (J. Chromatog A, 1161:22-28) is a 54-aa
sequence derived from protein A and modified to have a high
positive surface charge, allowing the fusion proteins to bind to
S-sepharose at salt concentrations in which most cellular
proteins do not bind.

The vector 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 Bsal, then with T4 DNA polymerase in
presence of dGTP)

Initiation codon

Supplied in PCR primer

N-terminal fusion — seq.

MHHHHHHSSGVDNKFNKERRRARREIRHLPNLNREQRRAFIR
SLRDDPSQSANLLAEAKKLNDAQPKGTENLYFQ*SM
(* - TEV cleavage site)

N-terminal fusion — MW 8975 Da
Termination codons supplied in PCR primer
Protease cleavage TEV

Additional features

Preferred host

DES3 hosts: BL21, Rosetta, etc. MUST express T7 RNA
polymerase.

5’ sequencing primer

pLIC-for: TGTGAGCGGATAACAATTCC

3’ sequencing primer

pLIC-rev: AGCAGCCAACTCAGCTTCC
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CTATAGGATA ACCGTAACTG CCAGAGGTCA TTTCCACCTA TGCCTAGGCT TAAGCTCGAG
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2070 CGTCGACAAG CTTGCGGCCG CACTCGAGCA CCACCACCAC CACCACTGAG ATCCGGCTGC
GCAGCTGTTC GAACGCCGGC GTGAGCTCGT GGTGGTGGTG GTGGTGACTC TAGGCCGACG
T7-reverse

2130 TAACAAAGCC CGAAAGGAAG CTGAGTTGGC TGCTGCCACC GCTGAGCAAT AACTAGCATA
ATTGTTTCGG GCTTTCCTTC GACTCAACCG ACGACGGTGG CGACTCGTTA TTGATCGTAT

pLIC-rev

Primers for LIC cloning:

Upstream: add TACTTCCAATCCATG to the 5" end (ATG in-frame with the desired coding
sequence).

Downstream: add TATCCACCTTTACTG to 5" end of downstream primer; add termination
codon, if necessary.

pNIC-ZB sequence:

ctagaaataattttgtttaactttaagaaggagatatacatatgcaccatcatcatcatcattcttctg
gtgtggataacaagttcaacaaggagcgtcgaagagctcgccgtgaaattcecgeccatctgecgaacctga
accgcgaacagcgtcgcgcatttattcgcagectgecgcgatgatccgageccagagcgcgaacctgetgg
cggaagcgaagaagctgaacgatgcgcagccgaagggtaccgagaacctgtacttccaatccatggaga
ccgacgtccacatatacctgccgttcactattatttagtgaaatgagatattatgatattttctgaatt
gtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaaca
gatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagag
gaaaatagaccagttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgecgggtt
tgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcacccctt
acatattttaggtctttttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaag
cagaccgctaacacagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagc
aacagtattaacctttactaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaa
ccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatcecctga
acagcaaaaaaatgaaaaatatcaagttcctgaattcgattcgtccacaattaaaaatatctcttctge
aaaaggcctggacgtttgggacagctggccattacaaaacgctgacggcactgtcgcaaactatcacgg
ctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgacacatcgatttacatgttcta
tcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggeccgecgtctttaaagacagcgacaa
attcgatgcaaatgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatc
tgacggaaaaatccgtttattctacactgatttctccggtaaacattacggcaaacaaacactgacaac
tgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaat
ctttgacggtgacggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcagg
cgacaaccatacgctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagce
aaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaaqg
cacatcattcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttage
aaacggcgctctcggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgat
tgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacct
gttcactgactcccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgecttgg
ttatgtttctaattctttaactggcccatacaagccgctgaacaaaactggecttgtgttaaaaatgga
tcttgatcctaacgatgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgt
cgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgccaagett
cctgctgaacatcaaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaac
agttaacaaataaaaacgcaaaagaaaatgccgatatcctattggcattgacggtctccagtaaaggtg
gatacggatccgaattcgagctccgtcgacaagcttgcggeccgcactcgagcaccaccaccaccaccecac
tgagatccggctgctaacaaagcccgaaaggaagctgagttggectgectgceccaccgctgagcaataacta
gcataaccccttggggcctctaaacgggtcttgaggggttttttgectgaaaggaggaactatatccgga
ttggcgaatgggacgcgccctgtagecggcgcattaagcgecggecgggtgtggtggttacgecgcagegtga
ccgctacacttgccagcgeccecctagecgeccgectectttegetttetteeccttectttetegecacgtteg
ccggctttcecccgtcaagctctaaatcgggggctcecectttagggtteccgatttagtgetttacggecacce



tcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgececctgatagacggttttte
gccctttgacgttggagtccacgttcectttaatagtggactecttgttccaaactggaacaacactcaacc
ctatctcggtctattcttttgatttataagggattttgccgatttcggecctattggttaaaaaatgage
tgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcacttttc
ggggaaatgtgcgcggaacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatga
attaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaata
ccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggca
agatcctggtatcggtctgcgattccgactcgtccaacatcaatacaacctattaatttcccecctegtceca
aaaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagttta
tgcatttctttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaacc
aaaccgttattcattcgtgattgcgcctgagcgagacgaaatacgcgatcgctgttaaaaggacaatta
caaacaggaatcgaatgcaaccggcgcaggaacactgccagcgcatcaacaatattttcacctgaatca
ggatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcatca
ggagtacggataaaatgcttgatggtcggaagaggcataaattccgtcagccagtttagtctgaccatce
tcatctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgcatcgggette
ccatacaatcgatagattgtcgcacctgattgcccgacattatcgcgagcecccatttatacccatataaa
tcagcatccatgttggaatttaatcgcggecctagagcaagacgtttcececgttgaatatggectcataaca
ccccttgtattactgtttatgtaagcagacagttttattgttcatgaccaaaatcccttaacgtgagtt
ttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatcttecttgagatecctttttttcetgeg
cgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgeccggatcaagaget
accaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgtcecttctagtgta
gccgtagttaggccaccacttcaagaactctgtagcaccgectacatacctecgectcectgectaatcectgtt
accagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccgga
taaggcgcagcggtcgggctgaacggggggttcgtgcacacagcccagecttggagcgaacgacctacac
cgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacag
gtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttceccagggggaaacgectggta
tctttatagtcctgtcgggtttcecgeccacctcectgacttgagegtecgatttttgtgatgectegtcaggggg
gcggagcctatggaaaaacgccagcaacgcggcectttttacggttecctggecttttgetggecttttge
tcacatgttctttcctgecgttatccecctgattctgtggataaccgtattaccgectttgagtgagectga
taccgctcgccgcageccgaacgaccgagcgcagcgagtcagtgagecgaggaagcggaagagcecgectgat
gcggtattttctccttacgcatctgtgecggtatttcacaccgcatatatggtgcactctcagtacaate
tgctctgatgccgcatagttaagccagtatacactcececgectatcecgectacgtgactgggtcatggetgege
cccgacacccgccaacacccgctgacgegecctgacgggcecttgtetgetceccecggecatecgettacagac
aagctgtgaccgtctccgggagctgcatgtgtcagaggttttcaccgtcatcaccgaaacgcgcgaggce
agctgcggtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgectgttcatcecgegteca
gctcgttgagtttctccagaagcgttaatgtctggecttectgataaagecgggeccatgttaagggeggttt
tttcctgtttggtcactgatgecctececgtgtaagggggatttectgttcatgggggtaatgataccgatga
aacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagg
gtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagecgecttceg
ttaatacagatgtaggtgttccacagggtagccagcagcatcctgcgatgcagatccggaacataatgg
tgcagggcgctgacttccgegtttccagactttacgaaacacggaaaccgaagaccattcatgttgttg
ctcaggtcgcagacgttttgcagcagcagtcgcttcacgttcgctcgegtatecggtgattcattectget
aaccagtaaggcaaccccgccagcecctageccgggtecctcaacgacaggagcacgatcatgecgecaccececgtyg
gggccgccatgccggcgataatggectgcettectecgecgaaacgtttggtggecgggaccagtgacgaagyg
cttgagcgagggcgtgcaagattccgaataccgcaagcgacaggccgatcatcgtecgegeteccagecgaa
agcggtcctcgccgaaaatgacccagagcgctgecggcacctgtectacgagttgcatgataaagaaga
cagtcataagtgcggcgacgatagtcatgccccgecgecccaccggaaggagctgactgggttgaaggete
tcaagggcatcggtcgagatcccggtgcctaatgagtgagctaacttacattaattgegttgegetcac
tgcccgctttccagtcgggaaacctgtecgtgeccagectgecattaatgaatcggccaacgcgecggggagag
gcggtttgcgtattgggcgccagggtggtttttecttttcaccagtgagacgggcaacagectgattgecce
ttcaccgcctggccecctgagagagttgcagcaagcecggtccacgectggtttgecccagcaggcgaaaatcece
tgtttgatggtggttaacggcgggatataacatgagctgtcttecggtatcgtecgtatcccactaccgag
atatccgcaccaacgcgcagcccggactcecggtaatggecgecgecattgegeccagegeccatctgategttyg
gcaaccagcatcgcagtgggaacgatgccctcattcagcatttgcatggtttgttgaaaaccggacatyg
gcactccagtcgccttceccececgttcececgectatecggetgaatttgattgecgagtgagatatttatgecageca
gccagacgcagacgcgccgagacagaacttaatgggccecgctaacagecgecgatttgetggtgacccaat
gcgaccagatgctccacgcccagtcgcecgtaccgtcttcatgggagaaaataatactgttgatgggtgte
tggtcagagacatcaagaaataacgccggaacattagtgcaggcagcttccacagcaatggcatcectgg
tcatccagcggatagttaatgatcagcccactgacgcgttgcgcgagaagattgtgcaccgecgecttta
caggcttcgacgccgcttcecgttctaccatcgacaccaccacgctggcacccagttgatcggecgecgagat
ttaatcgccgcgacaatttgcgacggcgecgtgcagggeccagactggaggtggcaacgccaatcagcaac



gactgtttgcccgccagttgttgtgeccacgecggttgggaatgtaattcagctcecgeccatcgecgettece
actttttcccgegttttecgcagaaacgtggectggectggttcaccacgecgggaaacggtctgataagag
acaccggcatactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctct
tccgggcgctatcatgceccataccgcgaaaggttttgegecattecgatggtgteccgggatctecgacgete
tcccecttatgcgactcecctgcattaggaagcagecccagtagtaggttgaggeccgttgagcaccgceccgceccge
aaggaatggtgcatgcaaggagatggcgcccaacagtcccccggeccacggggcectgeccaccataccceac
gccgaaacaagcgctcatgagcccgaagtggcgagcecccgatcecttecccatcggtgatgtecggecgatata
ggcgccagcaaccgcacctgtggcgeccggtgatgeccggeccacgatgecgteccggegtagaggatcgagat
ctcgatcccgcgaaattaatacgactcactataggggaattgtgagcggataacaattccecct



