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Vector Name

pET-6HisMBP-LIC Vector

Source Designed by Levon Halabelian and constructed by Yanjun Li
Company Structural Genomics Consortium, Toronto
pPET-6HisMBP-LIC is derived from pET28a (Novagen) and
p6HISMAL-MHL (Peter Loppnau, SGC Toronto). It is used for T7
Description promoter driven expression of recombinant proteins with the addition

of N-terminal 6 x His and MBP fusion tags

Antibiotic resistance

Kanamycin, 50ug/ml

Promoter

T7 - lacO

Cloning Methods

Insertion of DNA sequence into the cloning/expression region is
preformed using Infusion enzyme mediated seamless cloning (Clontech
cat # 639605). Vecter is linearized by BseRI. Insertion of target sequence
involves replacement of a SacB stuffer gene, which provides for negative
selection of the original plasmid on 5% sucrose.

N — terminal fusion
6x His-MBP Tags

MKSSHHHHHHGSSMKIEEGKLVIWINGDKGYNGLAEVGKKFEKDTGIKVTVEHPD
KLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSGLLAEITPDKAFQDKLYPFTWDAV
RYNGKLIAYPIAVEALSLIYNKDLLPNPPKTWEEIPALDKELKAKGKSALMFNLQEPYF
TWPLIAADGGYAFKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSI
AEAAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGIN
IAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELVKDPRIAATMENA
QKGEIMPNIPOMSAFWYAVRTAVINAASGRQTVDEALKDAQTNAA

5’ primer additions

5’ cagactaatgctgca---3'

3’ primer additions

5’ caagcttcgtcatca --- 3’

5’ sequencing primer-
MBP-nF

5’ tggaaaacgcccagaaag---3’

3’ sequencing primer-
T7-R

5’ atgctagttattgctcagegg---3’




Features of pET-6HisMBP-LIC:

f1 origin: 12-467

Kan R coding sequence:560-1375

lacl promoter and coding sequence: 3515-4675
T7 promoter: 4984-5002

lac operator: 5003-5027

N-terminal 6 x His tag: 5083-5100

N-terminal MBP-tag: 5110-6210

BseR1: 6221 & 8234

SacB promoter and coding sequence: 6295-8162
T7 terminator: 8348-8395
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Map of pET-6HisMBP-LIC

(8234) BseRI

pET-6HisMBP-LIC
8420 bp

(6221) BseRI —

T7 promoter



pPET-6HisMBP-LIC cloning/expression region:

4968

5018

5068

6211

8219

ctcgatcccg
gagctagggc

taacaattcc
attgttaagg

N-Tag:
M K S

T7 FWD

cgaaattaat
gctttaatta

cctctagaaa
ggagatcttt

6xHis
S H H

acgactcact
tgctgagtga

taattttgtt
attaaaacaa

ataggggaat
tatcccctta

taactttaag
attgaaattc

lac operator

tgtgagcgga
acactcgcct

aaggagatat
ttcctctata

MBP
M K

»
»

accatgaaat
tggtacttta

cttctcacca
gaagagtggt

(---1102 base pairs

aatgctgca/attatgagtt
ttacgacgt/taatactcaa

BseRI

2 X

tcaccatcac
agtggtagtg

catggttctt
gtaccaagaa

ctatgaaaat
gatactttta

continued MBP coding sequences---)

BseRI
ctcctc

gaggag

stop codons

gaggagatca tgcaca/tgat gacgaagctt gcggccgcac tcgagcacca
ctcctctagt acgtgt/acta ctgcttcgaa cgccggcgtg agctcgtgga



Full sequence: 8420 bp
tggcgaatgggacgcgcecctgtageggegcattaagegeggeggotgtggtggttacgecgeagegtgaccgetacacttgeccagegecctage
gcccegctectttegctttetteecttectttetcgecacgttcgecggctttcceegtcaagetctaaatcgggggctecctttagggttecgatttagtge
tttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggcecatcgcecctgatagacggtttttcgecctttgacgttggagte
cacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattcttttgatttataagggattttgccgatttcggectatt
ggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcacttttcggggaaatgtgcgegg
aacccctatttgtttatttttctaaatacattcaaatatgtatccgctcatgaattaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattca
tatcaggattatcaataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggcaagatcctggtatc
ggtctgcgattccgactcgtccaacatcaatacaacctattaatttccectcgtcaaaaataaggttatcaagtgagaaatcaccatgagtgacgactg
aatccggtgagaatggcaaaagtttatgcatttctttccagacttgttcaacaggccagcecattacgcetegtcatcaaaatcactcgcatcaaccaaac
cgttattcattcgtgattgcgcctgagcgagacgaaatacgcgatcgetgttaaaaggacaattacaaacaggaatcgaatgcaaccggegeagga
acactgccagcgcatcaacaatattttcacctgaatcaggatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatge
atcatcaggagtacggataaaatgcttgatggtcggaagaggcataaattccgtcagccagtttagtctgaccatctcatctgtaacatcattggcaac
gctacctttgccatgtttcagaaacaactctggcgceatcgggcttcccatacaatcgatagattgtcgcacctgattgcccgacattatcgcgagecca
tttatacccatataaatcagcatccatgttggaatttaatcgcggcectagagcaagacgtttccegttgaatatggctcataacaccccttgtattactgttt
atgtaagcagacagttttattgttcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgtagaaaagatcaaaggatettctt
gagatcctttttttctgcgegtaatctgcetgcttgcaaacaaaaaaaccaccgctaccageggtggtttgtttgccggatcaagagctaccaactcttttt
ccgaaggtaactggcttcagcagagcgcagataccaaatactgtccttctagtgtagecgtagttaggcecaccacttcaagaactctgtagcaccge
ctacatacctcgctctgctaatectgttaccagtggetgetgecagtggegataagtegtgtcttaccgggttggactcaagacgatagttaccggata
aggcgcagcggtcgggctgaacggggggttegtgcacacageccagcettggagcgaacgacctacaccgaactgagatacctacagegtgag
ctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagegcacgagggag
cttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgecacctetgacttgagegtegatttttgtgatgetcgtcaggggggcggage
ctatggaaaaacgccagcaacgcggcctttttacggttcctggcecttttgetggecttttgetcacatgttetttcctgegttatcecectgattctgtggata
accgtattaccgcctttgagtgagctgataccgcetcgecgeagecgaacgaccgagegcagegagtcagtgagcgaggaagcggaagagegec
tgatgcggtattttctccttacgcatctgtgcggtatttcacaccgcatatatggtgcactctcagtacaatctgetctgatgecgceatagttaagecagta
tacactccgctatcgctacgtgactgggtcatggcetgcgecccgacacccgcecaacacccgcetgacgegecctgacgggcttgtetgetceecgge
atccgcttacagacaagctgtgaccgtctccgggagcetgcatgtgtcagaggttttcaccgtcatcaccgaaacgcgegaggeagcetgeggtaaa
gctcatcagcgtggtcgtgaagcegattcacagatgtetgectgttcatccgegtecagetegttgagtttctccagaagegttaatgtetggettetgat
aaagcgggccatgttaagggeggttttttcctgtttggtcactgatgectcegtgtaagggggatttetgttcatgggggtaatgataccgatgaaacy
agagaggatgctcacgatacgggttactgatgatgaacatgcccggttactggaacgttgtgagggtaaacaactggeggtatggatgecggegag
accagagaaaaatcactcagggtcaatgccagcgcttcgttaatacagatgtaggtgttccacagggtagccagcagcatcctgegatgcagatce
ggaacataatggtgcagggcgctgacttccgcegtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgceagacgt
tttgcagcagcagtcgcttcacgttcgetcgegtatcggtgattcattctgetaaccagtaaggcaaccccgecagectageecgggtectcaacgac
aggagcacgatcatgcgcacccgtggggecgecatgecggegataatggectgcttctcgecgaaacgtttggtggegggaccagtgacgaag
gcttgagcgagggcgtgcaagattccgaataccgcaagcgacaggecgatcatcgtcgegetccagegaaageggtectcgecgaaaatgace
cagagcgctgcecggceacctgtcctacgagttgcatgataaagaagacagtcataagtgcggegacgatagtcatgeecccgegeccaccggaagg
agctgactgggttgaaggctctcaagggcatcggtcgagatcccggtgectaatgagtgagctaacttacattaattgegttgegetcactgeccget
ttccagtcgggaaacctgtcgtgccagcetgcattaatgaatcggecaacgcgeggggagaggeggtttgegtattgggegecagggtggtttttett
ttcaccagtgagacgggcaacagctgattgcecttcaccgectggecctgagagagttgcagcaagceggtecacgcetggtttgecccagcaggeg
aaaatcctgtttgatggtggttaacggcgggatataacatgagctgtcttcggtatcgtcgtatcccactaccgagatatccgcaccaacgcgeagec
cggactcggtaatggcgcgcattgcgeccagegccatctgatcgttggcaaccagceatcgecagtgggaacgatgeccteattcageatttgcatgg
tttgttgaaaaccggacatggcactccagtcgecttceegttcegetatcggetgaatttgattgcgagtgagatatttatgccagccagcecagacgcea
gacgcgccgagacagaacttaatgggeccgcetaacagegcegatttgctggtgacccaatgecgaccagatgcetccacgeccagtegegtaccgtct
tcatgggagaaaataatactgttgatgggtgtctggtcagagacatcaagaaataacgccggaacattagtgcaggceagcttccacagcaatggeat
cctggtcatccageggatagttaatgatcagceccactgacgegttgcgecgagaagattgtgcaccgecgctttacaggettcgacgecgcettegttet
accatcgacaccaccacgctggcacccagttgatcggcgegagatttaatcgccgegacaatttgcgacggegegtgcagggecagactggagg
tggcaacgccaatcagcaacgactgtttgcccgecagttgttgtgccacgeggttgggaatgtaattcagetcegecategecegcettecactttttcee
gcgttttcgcagaaacgtggetggectggttcaccacgcgggaaacggtctgataagagacaccggceatactctgcgacatcgtataacgttactg
gtttcacattcaccaccctgaattgactctcttccgggcegctatcatgccataccgcgaaaggttttgegecattcgatggtgtccgggatetcgacge
tctcccttatgcgactcctgcattaggaagcagceccagtagtaggttgaggecgttgagcaccgecgecgcaaggaatggtgcatgcaaggagat
ggcgcccaacagteeccccggecacggggcectgecaccatacccacgccgaaacaagegctcatgageccgaagtggegageccgatcetteee
catcggtgatgtcggcgatataggcgecagcaaccgeacctgtggegecggtgatgecggecacgatgegtecggegtagaggatcgagatcte
gatcccgcegaaattaatacgactcactataggggaattgtgagcggataacaattccectctagaaataattttgtttaactttaagaaggagatatac
catgaaatcttctcaccatcaccatcaccatggttcttctatgaaaatcgaagaaggtaaactggtaatctggattaacggcgataaaggctataacgg
tctcgctgaagtcggtaagaaattcgagaaagataccggaattaaagtcaccgttgagceatccggataaactggaagagaaattcccacaggttge
ggcaactggcgatggccctgacattatcttctgggcacacgaccgctttggtggcetacgctcaatctggectgttggctgaaatcaccccggacaaa



gcgttccaggacaagctgtatccgtttacctgggatgecgtacgttacaacggcaagctgattgcttaccegategetgttgaagegttatcgetgatt
tataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcceggegetggataaagaactgaaagegaaaggtaagagegegcetg
atgttcaacctgcaagaaccgtacttcacctggecgcetgattgctgctgacgggggttatgegttcaagtatgaaaacggcaagtacgacattaaag
acgtgggcgtggataacgctggcgcegaaagegggtetgaccttectggttgacctgattaaaaacaaacacatgaatgcagacaccgattactcca
tcgcagaagctgcctttaataaaggcgaaacagcegatgaccatcaacggeccgtgggeatggtecaacatcgacaccagcaaagtgaattatggt
gtaacggtactgccgaccttcaagggtcaaccatccaaaccgttegttggegtgctgagegceaggtattaacgecgecagtccgaacaaagaget
ggcaaaagagttcctcgaaaactatctgctgactgatgaaggtctggaageggttaataaagacaaaccgetgggtgecgtagegctgaagtctta
cgaggaagagttggtgaaagatccgeggattgccgecactatggaaaacgeccagaaaggtgaaatcatgccgaacatccegeagatgteegett
tctggtatgecgtgegtactgcggtgatcaacgecgcecageggtegtcagactgtcgatgaagecctgaaagacgegcagactaatgetgeaatta
tgagttctcctectgaaagatccataacttcgtatagcatacattatacgaagttatgcggecgegacgtecacatatacctgeegttcactattatttagt
gaaatgagatattatgatattttctgaattgtgattaaaaaggcaactttatgcccatgcaacagaaactataaaaaatacagagaatgaaaagaaaca
gatagattttttagttctttaggcccgtagtctgcaaatccttttatgattttctatcaaacaaaagaggaaaatagaccagttgcaatccaaacgagagtc
taatagaatgaggtcgaaaagtaaatcgcgegggtttgttactgataaagcaggcaagacctaaaatgtgtaaagggcaaagtgtatactttggegt
caccccttacatattttaggtctttttttattgtgcgtaactaacttgccatcttcaaacaggagggctggaagaagcagaccgctaacacagtacataaa
aaaggagacatgaacgatgaacatcaaaaagtttgcaaaacaagcaacagtattaacctttactaccgcactgctggcaggaggcegceaactcaag
cgtttgcgaaagaaacgaaccaaaagccatataaggaaacatacggcatttcccatattacacgccatgatatgctgcaaatcectgaacagcaaaa
aaatgaaaaatataaagttcctgagttcgattcgtccacaattaaaaatatctcttctgcaaaaggectggacgtttgggacagetggecattacaaaa
cactgacggcactgtcgcaaactatcacggctaccacatcgtctttgcattagccggagatcctaaaaatgcggatgacacatcgatttacatgttcta
tcaaaaagtcggcgaaacttctattgacagctggaaaaacgctggecgegtctttaaagacagegacaaattcgatgcaaatgattctatcctaaaag
accaaacacaagaatggtcaggttcagccacatttacatctgacggaaaaatccgtttattctacactgatttctccggtaaacattacggcaaacaaa
cactgacaactgcacaagttaacgtatcagcatcagacagctctttgaacatcaacggtgtagaggattataaatcaatctttgacggtgacggaaaa
acgtatcaaaatgtacagcagttcatcgatgaaggcaactacagctcaggcgacaaccatacgctgagagatcctcactacgtagaagataaagge
cacaaatacttagtatttgaagcaaacactggaactgaagatggctaccaaggcgaagaatctttatttaacaaagcatactatggcaaaagceacatc
attcttccgtcaagaaagtcaaaaacttctgcaaagcgataaaaaacgcacggctgagttagcaaacggegcteteggtatgattgagctaaacgat
gattacacactgaaaaaagtgatgaaaccgctgattgcatctaacacagtaacagatgaaattgaacgcgcgaacgtctttaaaatgaacggcaaat
ggtacctgttcactgactcccgeggatcaaaaatgacgattgacggcattacgtctaacgatatttacatgettggttatgtttctaattctttaactggec
catacaagccgctgaacaaaactggecttgtgttaaaaatggatcttgatcctaacgatgtaacctttacttactcacacttcgcetgtacctcaagcgaa
aggaaacaatgtcgtgattacaagctatatgacaaacagaggattctacgcagacaaacaatcaacgtttgcgectagettectgctgaacatcaaa
ggcaagaaaacatctgttgtcaaagacagcatccttgaacaaggacaattaacagttaacaaataaaaacgcaaaagaaaatgccgatatcctattg
gcattgacgtcaggtggceacttttcgaggagatcatgcacatgatgacgaagcettgcggecgceactcgagcaccaccaccaccaccactgagat
ccggctgctaacaaageccgaaaggaagcetgagttggctgctgecaccgctgageaataactageataaccecttggggectctaaacgggtctt
gaggggttttttgctgaaaggaggaactatatccggat



