Vector information sheet

Dated: 8" May 2013

Vector Name pNIC-Biol

Source Susanne Graslund & Opher Gileadi

Sequence accession/link

Description PET expression vector with His;o tag in 25-aa N-terminal fusion
peptide, with TEV protease cleavage site, and a biotinylation
sequence in C-terminal fusion. Includes sites for LIC cloning,
and a “stuffer” fragment that includes the SacB gene, allowing
negative selection on 5% sucrose

Antibiotic resistance Kanamycin, 50 ug/mi

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. MHHHHHHHHHHSSGVDLGTENLYFQ*SM
(* - TEV cleavage site)

N-terminal fusion — MW 3119.3 Da including Met (3032.2 Da removed by TEV cleavage)

C-terminal fusion — seq. SSKGGYGLNDIFEAQKIEWHE

C-terminal fusion - MW 2396.57 Da

Termination codons Already included after biotinylation signal at C-terminal

Protease cleavage TEV

Additional features

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

For effective biotinylation, the host should overexpress BirA
(e.g. from plasmid pCDF-BIRA, Genbank: JF914075)

5’ sequencing primer pLIC-for: TGTGAGCGGATAACAATTCC

3’ sequencing primer pLIC-rev: AGCAGCCAACTCAGCTTCC
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Polylinker region:

10xHis-tag
M H H H H H H
1 CTAGAAATAA TTTTGTTTAA CTTTAAGAAG GAGATATACA TATGCACCAT CATCATCATC
GATCTTTATT AAAACAAATT GAAATTCTTC CTCTATATGT ATACGTGGTA GTAGTAGTAG
LICS'

10xHis-tag TEV protease site

H H H H S s G VDL GG T E N L Y F Q S M

61 ATCACCATCA TCACTCTTCT GGTGTAGATC TGGGTACCGA GAACCTGTAC TTCCAATCCA

TAGTGGTAGT AGTGAGAAGA CCACATCTAG ACCCATGGCT CTTGGACATG AAGGTTAGGT
LICS!

TEV protease site

E T D vV H I
121 TGGAGACCGA CGTCCACATA
ACCTCTGGCT GCAGGTGTAT

v s §$ K GG GG Y G L N DI F E A Q K I E W
2041 CGGTCTCCAG TAAAGGTGGA TACGGCCTGA ATGATATCTT TGAAGCGCAG AAGATTGAAT
GCCAGAGGTC ATTTCCACCT ATGCCGGACT TACTATAGAA ACTTCGCGTC TTCTAACTTA
Biotinylation sequence
H E *
2101 GGCATGAATG A
CCGTACTTAC T



Primers for LIC cloning:

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

Downstream: add TATCCACCTTTACTGCT to 5’ end of downstream primer.

pNIC-Biol sequence:

ctagaaataattttgtttaactttaagaaggagatatacatatgcaccatcatcatcatcatcaccatc
atcactcttctggtgtagatctgggtaccgagaacctgtacttccaatccatggagaccgacgtccaca
tatacctgccgttcactattatttagtgaaatgagatattatgatattttctgaattgtgattaaaaag
gcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaacagatagatttttt
agttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagacca
gttgcaatccaaacgagagtctaatagaatgaggtcgaaaagtaaatcgcgcgggtttgttactgataa
agcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggcgtcaccccttacatattttagg
tctttttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgctaac
acagtacataaaaaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaac
ctttactaccgcactgctggcaggaggcgcaactcaagcgtttgcgaaagaaacgaaccaaaagccata
taaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatccctgaacagcaaaaaaa
tgaaaaatatcaagttcctgaattcgattcgtccacaattaaaaatatctcttctgcaaaaggecctgga
cgtttgggacagctggccattacaaaacgctgacggcactgtcgcaaactatcacggctaccacategt
ctttgcattagccggagatcctaaaaatgcggatgacacatcgatttacatgttctatcaaaaagtcgg
cgaaacttctattgacagctggaaaaacgctggccgcgtctttaaagacagcgacaaattcgatgcaaa
tgattctatcctaaaagaccaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaat
ccgtttattctacactgatttctccggtaaacattacggcaaacaaacactgacaactgcacaagttaa
cgtatcagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggtga
cggaaaaacgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccatac
gctgagagatcctcactacgtagaagataaaggccacaaatacttagtatttgaagcaaacactggaac
tgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagcacatcattctt
ccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggcgctcet
cggtatgattgagctaaacgatgattacacactgaaaaaagtgatgaaaccgctgattgcatctaacac
agtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaatggtacctgttcactgactc
ccgcggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgcttggttatgtttctaa
ttctttaactggcccatacaagccgctgaacaaaactggccttgtgttaaaaatggatcttgatcectaa
cgatgtaacctttacttactcacacttcgctgtacctcaagcgaaaggaaacaatgtcgtgattacaag
ctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgccaagcttcctgctgaacat
caaaggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaata
aaaacgcaaaagaaaatgccgatatcctattggcattgacggtctccagtaaaggtggatacggcctga
atgatatctttgaagcgcagaagattgaatggcatgaatgataaggatccgaattcgagctceccgtcgac
aagcttgcggccgcactcgagcaccaccaccaccaccactgagatccggectgctaacaaagecccgaaag
gaagctgagttggctgctgccaccgctgagcaataactagcataaccceccttggggectctaaacgggte
ttgaggggttttttgctgaaaggaggaactatatccggattggcgaatgggacgcgcecctgtagecggeg
cattaagcgcggcgggtgtggtggttacgcgcagcgtgaccgctacacttgccagecgcecctagegeccg
ctcctttcecgetttettececcttectttetecgecacgttegecggettteccegtcaagectectaaatecggg
ggctccctttagggttccgatttagtgectttacggcacctcgaccccaaaaaacttgattagggtgatyg
gttcacgtagtgggccatcgccctgatagacggtttttcecgececctttgacgttggagtccacgttecttta
atagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataag
ggattttgccgatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaatttta
acaaaatattaacgtttacaatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtt
tatttttctaaatacattcaaatatgtatccgctcatgaattaattcttagaaaaactcatcgagecatc
aaatgaaactgcaatttattcatatcaggattatcaataccatatttttgaaaaagccgtttctgtaat
gaaggagaaaactcaccgaggcagttccataggatggcaagatcctggtatcggtctgecgatteccgact
cgtccaacatcaatacaacctattaatttcccecctcgtcaaaaataaggttatcaagtgagaaatcacca
tgagtgacgactgaatccggtgagaatggcaaaagtttatgcatttctttccagacttgttcaacaggce
cagccattacgctcgtcatcaaaatcactcgcatcaaccaaaccgttattcattcgtgattgecgectga
gcgagacgaaatacgcgatcgctgttaaaaggacaattacaaacaggaatcgaatgcaaccggcgcagg
aacactgccagcgcatcaacaatattttcacctgaatcaggatattcttctaatacctggaatgectgtt
ttccecggggatcgcagtggtgagtaaccatgcatcatcaggagtacggataaaatgcttgatggtcgga



agaggcataaattccgtcagccagtttagtctgaccatctcatctgtaacatcattggcaacgctacct
ttgccatgtttcagaaacaactctggcgcatcgggcttcccatacaatcgatagattgtcgcacctgat
tgcccgacattatcgcgagcecccatttatacccatataaatcagcatccatgttggaatttaatcgegge
ctagagcaagacgtttcccgttgaatatggctcataacaccceccttgtattactgtttatgtaagcagac
agttttattgttcatgaccaaaatcccttaacgtgagttttcecgttccactgagecgtcagacccecgtaga
aaagatcaaaggatcttcttgagatcctttttttctgcgecgtaatctgectgecttgcaaacaaaaaaacc
accgctaccagcggtggtttgtttgccggatcaagagctaccaactcectttttccgaaggtaactggett
cagcagagcgcagataccaaatactgtccttctagtgtagccgtagttaggeccaccacttcaagaactce
tgtagcaccgcctacatacctcgctctgectaatecctgttaccagtggectgectgeccagtggecgataagtce
gtgtcttaccgggttggactcaagacgatagttaccggataaggcgcagcggtcgggectgaacgggggg
ttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagecgtgagectatyg
agaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacagg
agagcgcacgagggagcttccagggggaaacgcctggtatctttatagtecctgtecgggtttegecacct
ctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagecctatggaaaaacgccagcaacgc
ggcctttttacggttcctggecttttgectggecttttgectcacatgttetttectgegttatccectga
ttctgtggataaccgtattaccgcecctttgagtgagctgataccgectcgeccgcageccgaacgaccgagcg
cagcgagtcagtgagcgaggaagcggaagagcgcctgatgcggtattttcteccttacgecatctgtgegg
tatttcacaccgcatatatggtgcactctcagtacaatctgctctgatgccgcatagttaagccagtat
acactccgctatcgctacgtgactgggtcatggctgcgeccccgacacccgccaacacccgctgacgege
cctgacgggcttgtctgctcccggcatccecgecttacagacaagectgtgaccgtecteccgggagcectgecatgt
gtcagaggttttcaccgtcatcaccgaaacgcgcgaggcagctgecggtaaagctcatcagegtggtegt
gaagcgattcacagatgtctgcctgttcatccgegtceccagetegttgagtttecteccagaagegttaatg
tctggcttctgataaagcgggccatgttaagggecggttttttectgtttggtcactgatgecctececgtgt
aagggggatttctgttcatgggggtaatgataccgatgaaacgagagaggatgctcacgatacgggtta
ctgatgatgaacatgcccggttactggaacgttgtgagggtaaacaactggcggtatggatgcggecggg
accagagaaaaatcactcagggtcaatgccagcgcttcgttaatacagatgtaggtgttccacagggta
gccagcagcatcctgcgatgcagatccggaacataatggtgcagggecgcectgacttecgegttteccagac
tttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagcagcagt
cgcttcacgttcgctcgcgtatcggtgattcattctgctaaccagtaaggcaaccccgceccagectagec
gggtcctcaacgacaggagcacgatcatgcgcacccgtggggceccgcecatgeccggecgataatggectget
tctcgeccgaaacgtttggtggecgggaccagtgacgaaggcttgagcgagggcgtgcaagattccgaata
ccgcaagcgacaggccgatcatcgtcgcecgctccagcgaaagcggtecctegecgaaaatgacccagagcecg
ctgccggcacctgtcctacgagttgcatgataaagaagacagtcataagtgcggcgacgatagtcatge
cccgcgceccaccggaaggagctgactgggttgaaggctcectcaagggcatcggtcgagatcececggtgect
aatgagtgagctaacttacattaattgcgttgcgctcactgcccgcecttteccagtcgggaaacctgtegt
gccagctgcattaatgaatcggccaacgcgcggggagaggcggtttgegtattgggegeccagggtggtt
tttcttttcaccagtgagacgggcaacagctgattgcccttcaccgectggecctgagagagttgecage
aagcggtccacgctggtttgccccagcaggcgaaaatcctgtttgatggtggttaacggcgggatataa
catgagctgtcttcggtatcgtcgtatcccactaccgagatatccgcaccaacgcgcagcecccggacteg
gtaatggcgcgcattgcgcccagcgccatctgatecgttggcaaccagcatcgcagtgggaacgatgecce
tcattcagcatttgcatggtttgttgaaaaccggacatggcactccagtcgectteccecgttecgetate
ggctgaatttgattgcgagtgagatatttatgccagccagccagacgcagacgcgceccgagacagaactt
aatgggcccgctaacagcgcgatttgctggtgacccaatgcgaccagatgctccacgecccagtegegta
ccgtcttcatgggagaaaataatactgttgatgggtgtctggtcagagacatcaagaaataacgccgga
acattagtgcaggcagcttccacagcaatggcatcctggtcatccagcggatagttaatgatcagccca
ctgacgcgttgcgcgagaagattgtgcaccgceccgectttacaggecttcgacgecgecttegttcectaccate
gacaccaccacgctggcacccagttgatcggcgcgagatttaatcgececgecgacaatttgecgacggegeg
tgcagggccagactggaggtggcaacgccaatcagcaacgactgtttgecccgeccagttgttgtgecacyg
cggttgggaatgtaattcagctccgccatcgceccgcecttceccacttttteeccgegttttegcagaaacgtgg
ctggcctggttcaccacgcgggaaacggtctgataagagacaccggcatactctgecgacatcgtataac
gttactggtttcacattcaccaccctgaattgactctcttccgggegectatcatgeccataccgecgaaag
gttttgcgccattcgatggtgtccgggatctcgacgectctececttatgecgactectgecattaggaagca
gcccagtagtaggttgaggccgttgagcaccgccgceccgcaaggaatggtgcatgcaaggagatggecgec
caacagtcccccggccacggggcecctgccaccatacccacgccgaaacaagcgctcatgageccgaagtyg
gcgagcccgatcttccecccatcggtgatgtecggecgatataggecgeccagcaaccgcacctgtggegeecggt
gatgccggccacgatgcgtccggecgtagaggatcgagatctecgatccecgecgaaattaatacgactcact
ataggggaattgtgagcggataacaattcccct



