University of Dundee

Standard Operating Procedure
Preparation of active IKKbeta [1 - 736]

Enzyme description:- IKKbeta [1 — 736]

Clone number:- DU 3167

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N—-terminal His(6) tag

Purification method:- Ni**-NTA agarose

Expression level:- 2 mg/L

Calculated molecular mass:- 85, 103 daltons

Purity:- 90 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35,0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- -20 °C
Assay:- Standard filter binding assay

Assay buffer:-

50 mM Tris-HCI pH 7.5,0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc
Substrate:-
LDDRHDSGLDSMKDEEY Residues 26 — 42 of IkappaB alpha

Final concentration: 30 uM

Specific activity range:- To be determined
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University of Dundee

Clone Data Sheet - IKKbeta [1 - 736]

Protein

Clone Number

Species

Accession number

Tags

Baculovirus
expressed protein

Native sequence

Protease cleavage

Cloning sites

IKKbeta [1 - 736]
DU 3167
Human

XM_032491 [gi: 14738764]
This record has been removed from the database

N-terminal His(6)

MHHHHHHMSWSPSLTTQTCGAWEMKERLGTGGFGNVIRWHNOQETGEQIA
IKOCROELSPRNRERWCLEIQIMRRLTHPNVVAARDVPEGMONLAPNDL
PLLAMEYCOGGDLRKYLNOQFENCCGLREGAILTLLSDIASALRYLHENR
ITHRDLKPENIVLOOGEQRLIHKIIDLGYAKELDOGSLCTSFVGTLOYL
APELLEQOKYTVTVDYWSFGTLAFECITGFRPFLPNWOPVOWHSKVROK
SEVDIVVSEDLNGTVKFSSSLPYPNNLNSVLSERLEKWLOLMLMWHPRO
RGTDPTYGPNGCFKALDDILNLKLVHILNMVTGTIHTYPVTEDESLOSL
KARIQODTGIPEEDQELLOEAGLALIPDKPATQCISDGKLNEGHTLDMD
LVFLFDNSKITYETQISPRPQPESVSCILOEPKRNLAFFOLRKVWGQVW
HSIQTLKEDCNRLOOGORAAMMNLLRNNSCLSKMKNSMASMSQOLKAKL
DFFKTSIQIDLEKYSEQTEFGITSDKLLLAWREMEQAVELCGRENEVKL
LVERMMALOTDIVDLORSPMGRKOGGTLDDLEEQARELYRRLREKPRDOQ
RTEGDSQEMVRLLLOAIQSFEKKVRVIYTOLSKTVVCKQOKALELLPKVE
EVVSLMNEDEKTVVRLOEKROKELWNLLKIACSKVRGPVSGSPDSMNAS
RLSQOPGOLMSQOPSTASNSLPEPAKKSEELVAEAHNLCTLLENAIQDTVR
EQDQSFTP

AMINO ACIDS M1 - P736 (END) OF HUMAN IKKBETA.
Residue M8 of fusion protein is equilivalent to M1 of the native enzyme.
The His(6) tag is located at residues 2 — 7.

None

Ndel and Not1 site of pFastBAC modified
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Nucleotide

sequence of
insert

University of Dundee

catATGAGCTGGTCACCTTCCCTGACAACGCAGACATGTGGGGCCTGGG
AAATGAAAGAGCGCCTTGGGACAGGGGGATTTGGAAATGTCATCCGATG
GCACAATCAGGAAACAGGTGAGCAGATTGCCATCAAGCAGTGCCGGCAG
GAGCTCAGCCCCCGGAACCGAGAGCGGTGGTGCCTGGAGATCCAGATCA
TGAGAAGGCTGACCCACCCCAATGTGGTGGCTGCCCGAGATGTCCCTGA
GGGGATGCAGAACTTGGCGCCCAATGACCTGCCCCTGCTGGCCATGGAG
TACTGCCAAGGAGGAGATCTCCGGAAGTACCTGAACCAGTTTGAGAACT
GCTGTGGTCTGCGGGAAGGTGCCATCCTCACCTTGCTGAGTGACATTGC
CTCTGCGCTTAGATACCTTCATGAAAACAGAATCATCCATCGGGATCTA
AAGCCAGAAAACATCGTCCTGCAGCAAGGAGAACAGAGGTTAATACACA
AAATTATTGACCTAGGATATGCCAAGGAGCTGGATCAGGGCAGTCTTTG
CACATCATTCGTGGGGACCCTGCAGTACCTGGCCCCAGAGCTACTGGAG
CAGCAGAAGTACACAGTGACCGTCGACTACTGGAGCTTCGGCACCCTGG
CCTTTGAGTGCATCACGGGCTTCCGGCCCTTCCTCCCCAACTGGCAGCC
CGTGCAGTGGCATTCAAAAGTGCGGCAGAAGAGTGAGGTGGACATTGTT
GTTAGCGAAGACTTGAATGGAACGGTGAAGTTTTCAAGCTCTTTACCCT
ACCCCAATAATCTTAACAGTGTCCTGTCTGAGCGACTGGAGAAGTGGCT
GCAACTGATGCTGATGTGGCACCCCCGACAGAGGGGCACGGATCCCACG
TATGGGCCCAATGGCTGCTTCAAGGCCCTGGATGACATCTTAAACTTAA
AGCTGGTTCATATCTTGAACATGGTCACGGGCACCATCCACACCTACCC
TGTGACAGAGGATGAGAGTCTGCAGAGCTTGAAGGCCAGAATCCAACAG
GACACGGGCATCCCAGAGGAGGACCAGGAGCTGCTGCAGGAAGCGGGCC
TGGCGTTGATCCCCGATAAGCCTGCCACTCAGTGTATTTCAGACGGCAA
GTTAAATGAGGGCCACACATTGGACATGGATCTTGTTTTTCTCTTTGAC
AACAGTAAAATCACCTATGAGACTCAGATCTCCCCACGGCCCCAACCTG
AAAGTGTCAGCTGTATCCTTCAAGAGCCCAAGAGGAATCTCGCCTTCTT
CCAGCTGAGGAAGGTGTGGGGCCAGGTCTGGCACAGCATCCAGACCCTG
AAGGAAGATTGCAACCGGCTGCAGCAGGGACAGCGAGCCGCCATGATGA
ATCTCCTCCGAAACAACAGCTGCCTCTCCAAAATGAAGAATTCCATGGC
TTCCATGTCTCAGCAGCTCAAGGCCAAGTTGGATTTCTTCAAAACCAGC
ATCCAGATTGACCTGGAGAAGTACAGCGAGCAAACCGAGTTTGGGATCA
CATCAGATAAACTGCTGCTGGCCTGGAGGGAAATGGAGCAGGCTGTGGA
GCTCTGTGGGCGGGAGAACGAAGTGAAACTCCTGGTAGAACGGATGATG
GCTCTGCAGACCGACATTGTGGACTTACAGAGGAGCCCCATGGGCCGGA
AGCAGGGGGGAACGCTGGACGACCTAGAGGAGCAAGCAAGGGAGCTGTA
CAGGAGACTAAGGGAAAAACCTCGAGACCAGCGAACTGAGGGTGACAGT
CAGGAAATGGTACGGCTGCTGCTTCAGGCAATTCAGAGCTTCGAGAAGA
AAGTGCGAGTGATCTATACGCAGCTCAGTAAAACTGTGGTTTGCAAGCA
GAAGGCGCTGGAACTGTTGCCCAAGGTGGAAGAGGTGGTGAGCTTAATG
AATGAGGATGAGAAGACTGTTGTCCGGCTGCAGGAGAAGCGGCAGAAGG
AGCTCTGGAATCTCCTGAAGATTGCTTGTAGCAAGGTCCGTGGTCCTGT
CAGTGGAAGCCCGGATAGCATGAATGCCTCTCGACTTAGCCAGCCTGGG
CAGCTGATGTCTCAGCCCTCCACGGCCTCCAACAGCTTACCTGAGCCAG
CCAAGAAGAGTGAAGAACTGGTGGCTGAAGCACATAACCTCTGCACCCT
GCTAGAAAATGCCATACAGGACACTGTGAGGGAACAAGACCAGAGTTTC
ACGCCCtaggcggccgce

91



