PET28-MKH8SUMO Vector (GenBank accession N/A)

Source Constructed by Y ufeng Tong
Company Structural Genomics Consortium, Toronto
Description The pET28-MKH8SUMO vector was derived from

expression plasmid pET28a-LIC (SGC). Itisused for T7
promoter driven expression of recombinant proteins with the
addition of an N-terminal fusion tag containing 8X His
followed by athrombin cleavage site, aSUMO, and aTEV
cleavage site. Two lysines were encoded after the Met start
site. Two stop codons are included in the vector at the
downstream cloning site.

Antibiotic resistance

Kanamycin, 50 ug/ml

Promoter

T7 - lacl

Cloning Methods

Insertion of DNA sequence into the cloning/expression
region is preformed using ClonTech In-Fusion™ enzyme
mediated directional recombination between complementary
15 nucleotide DNA sequences at the ends of the insert (PCR
product) and BseRI/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

ATG sitein vector at bp 5070, Ncol site was destroyed

N —terminal fusion
seguence

mkkhhhhhhhhssglvprgsmsdsevngeakpevkpevkpethinlkvsdg
sseiffkikkttplrrimeafakrqgkemds rflydgirigadqtpedidmedn
diieahreqiggtenlyfag

Termination codons

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

Additional features

The 15-bp primer extensions are compatible with those for
PET28-MHL, such that the PCR inserts prepared for
PET28-MHL can be directly used for cloning into pET28-
MKH8SUMO.

Prefered Hosts

5 primer for amplification

of insert

5 TTGTAT TTC CAG GGC --- 3

3’ primer for amplification

of insert

5 CAAGCT TCGTCATCA ---3

5’ sequencing primer T7-

Fwd

5 AATTAATACGACTCACTATAGGG 3

3’ sequencing primer T7-

Rev

5 ATGCTAGTTATTGCTCAGCGG 3




pPET28-MKH8SUMO vector map

T7 promoter 4980-5002
N-terminal tag 5070-5447
Upstream Bsal site 5454-5449
Downstream BseRI site 7140-7154
T7 terminator 7254-7300
florigin 12-467
KmR coding sequence 562-1374
ColE1 replicon 1485-2099
lacl coding sequence 3517-4596
sacB coding sequence 5969-7387

Notl (7,479), Xhol (7,487)
7,649

osL'y

pET28-MKH8SUMO
7,649 bp

5,750

ColE1\replicon—;

0002



PET28-MKH8SUMO cloning/expression region

Upstream cl oning site:

4,!%60 4,!170 4.QIBO 4.%?0 5,q00 5.(31 0 5.(220

CGTAGAGGATCGAGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTC
[T7 promoter

5,030 5,040 5,050 5,060 5,070 5,080 5,000 5,108

CCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGAAAAAACATCACCATCATCATCATCATC
| M ER K HE T T H e
MKKH8 3

5110 5120 5,130 5,140 5,150 5.160 5.170

ACAGCAGCGCGCCTGGTTCCGCEGTGETAGTATGTCCGACTCAGARC TCAATCAAGAAGCTAAGCCAGAGGTCAAGC
EN IV S| D S E WMV N O E A NEEM P F

s [“Thrombin site 4§ e
MIKKHB

5, ‘IIBD 5,‘!90 5.2I00 5.2I1 0 5,2IZD 5,2I30 5,2I4D 5,2I5I

CAGAAGTCAAGCCTGAGACTCACATCAATTTAAAGGTGTCCGATGGATCTTCAGAGATCTTCTTICAAGATCAAAA
P F I P FE T NN N RS D esise [ S . .

ZSUMO 2
SSUMO

5,260 5270 5,280 5,290 5,300 5310 5,320

AGACCACTCCTTTAAGAAGGCTGATGGAAGCGTTCGCTARAAAGACAGGG TAAGGAAATGGACTCCTTAAGATTCT
Bl TOOTTT P RS E A EN A RN 0 'GEEN E WM D ST EReEa

D T E——_——————————————
- >

5,1}30 5,1?40 5,1?50 5,3IGD 5.:?70 5,1?30 5,3ISD 5,4ID|

TCTACGACGCTATTACAATCCAAGCTGATCAGACCCCTGAAGATTTGGACATCGGAGCGCATAACCATATTATTGAGG
IV D GRS O A D Q TP E D IN D BVE B D N D IS E
2 2

5,4I10 5,120 5,:1'30 5.140 5,150 5,18(1 5,170
CTCACAGAGAACAGATIGGTGGAACAGAAAACTIGTATTTCCAGGGCGGAGACCGTTICTCATCCTGAAAGATCCA
A NENNNEE F O WG ITGH
3 CTEV site >

5.180 5.4'90 5.5|00 5.5|1 0 5,5}20 5.5|30 S.EIAO 5..750
Notl (5,511)

TAACTTCGTATAGCATACATTATACCAAGTTATGCGGCCGCGACGTCCACATATACCTGCCGTTCACTATTATTT

Downst ream cl oning site:

7.280 7,290 7.300 7.310 7,320 7,330 7.340 7.350
CGCAGACAAACAATCAACGTTTGCCGCCTAGCTTCCTGCTCGAACATCAAAGCCCAACAAAACATCTICTTGTCAAAGA
H A D EEE O NSONTIEEE A FPOUSTENNTNNTE N DG TS VA D
sacB

7,360 7,370 7,380 7,390 7,400 7,410 7,420
1 i i i i ¥

CAGCATCCTTGAACAAGGACAATTAACAGTTAACAAATAAAAACGCAAAAGCAAAATGCCGATATCCTATTCEGCAT
ST E O WGH O T N

sacB

7430 7440 7450 7460 7470 7480 7490 7.508
BseRI (7,463 Hindlll (7.472) Notl (7,479) Xhol (7,487)

TGACGTCAGGTGGCACTTTTCGAGGAGATCATGCACATGATGACGAAGCTTGCGGCCGCACTCGAGCACCACCAC

7,510 7,520 7530 75840 7,650 7,560 7570

CACCACCACTGAGATCCGGCTGCTAACAAAGCCCGCAAAGGAAGCTCGAGTTCGCTGCTGCCACCGCTCGAGCAATAA

[ D>

Sequenci ﬂg\prirﬁer\T7\terminalor

7580 7.500 7,600 7610 7620 7,630 7,640 7840

CTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATCCGGATT

Sequencing\prlwmer\TT\terminator



