Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active IKK alpha [1 — 745]

Enzyme description:- IKK alpha [1 — 745]
Clone number:- DU 46017

Source:- Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 112,301.07 daltons

Average Mass 112, 373.80 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.20

Purity:- 85 %

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 0.03 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature:- —70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5, 10 mM DTT, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
[KKKERLLDDRHDSGLDSMKDEE] Final concentration: 300 uM
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Clone Data Sheet
IKK alpha [1 - 745]

IKK alpha [1 — 745]
DU 46017

Human
NM_001278.3

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKK
FELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERA
EISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFED
RLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEAIPQIDKYLKSSKYIAWPLQOGWQATFGGGDHPPKSDLEVLF
QGPLGSPGIPGSTRAAAMERPPGLRPGAGGPWEMRERLGTGGFGN
VCLYQHRELDLKIAIKSCRLELSTKNRERWCHEIQIMKKLNHANV
VKACDVPEELNILIHDVPLLAMEYCSGGDLRKLLNKPENCCGLKE
SQOILSLLSDIGSGIRYLHENKIIHRDLKPENIVLODVGGKIIHKI
IDLGYAKDVDQGSLCTSFVGTLQYLAPELFENKPYTATVDYWSFG
TMVFECIAGYRPFLHHLQPFTWHEKIKKKDPKCIFACEEMSGEVR
FSSHLPQPNSLCSLIVEPMENWLOLMLNCDPQORGGPVDLTLKQP
RCFVLMDHILNLKIVHILNMTSAKIISFLLPPDESLHSLOSRIER
ETGINTGSQELLSETGISLDPRKPASQCVLDGVRGCDSYMVYLFD
KSKTVYEGPFASRSLSDCVNYIVODSKIQLPIIQLRKVWAEAVHY
VSGLKEDYSRLFQGORAAMLSLLRYNANLTKMKNTLISASQOLKA
KLEFFHKSIQLDLERYSEQMTYGISSEKMLKAWKEMEEKAIHYAE
VGVIGYLEDQIMSLHAEIMELQKSPYGRROGDLMESLEQRAIDLY
KOLKHRPSDHSYSDSTEMVKIIVHTVQSQODRVLKELFGHLSKLLG
CKOKIIDLLPKVEVALSNIKEADNTVMFMOGKROKEIWHLLKIAC
TQSSARSLVGSSLEGAVTPQTSAWLPPTSAEHDHSLSCVVTPQDG
ETSAOMIEENLNCLGHLSTIIHEANEEQGNSMMNLDWSWLTE

Amino acids M1 — E745 of human IKK alpha.
Residue M243 of the fusion protein is equivalent to M1 of the
native enzyme. The GST tag is located at residues 1 - 220.

PreScission (LEVLFQGP) residues 221 - 228



Cloning sites

Nucleotide
sequence of insert
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Notl sites of pFB DUALGP-2.

gcggecgcgATGGAGCGGCCCCCGGGGCTGCGGCCGGGCGCGGGE
GGGCCCTGGGAGATGCGGGAGCGGCTGGGCACCGGCGGCTTCGGG
AACGTCTGTCTGTACCAGCATCGGGAACTTGATCTCAAAATAGCA
ATTAAGTCTTGTCGCCTAGAGCTAAGTACCAAAAACAGAGAACGA
TGGTGCCATGAAATCCAGATTATGAAGAAGTTGAACCATGCCAAT
GTTGTAAAGGCCTGTGATGTTCCTGAAGAATTGAATATTTTGATT
CATGATGTGCCTCTTCTAGCAATGGAATACTGTTCTGGAGGAGAT
CTCCGAAAGCTGCTCAACAAACCAGAAAATTGTTGTGGACTTAAA
GAAAGCCAGATACTTTCTTTACTAAGTGATATAGGGTCTGGGATT
CGATATTTGCATGAAAACAAAATTATACATCGAGATCTAAAACCT
GAAAACATAGTTCTTCAGGATGTTGGTGGAAAGATAATACATAAA
ATAATTGATCTGGGATATGCCAAAGATGTTGATCAAGGAAGTCTG
TGTACATCTTTTGTGGGAACACTGCAGTATCTGGCCCCAGAGCTC
TTTGAGAATAAGCCTTACACAGCCACTGTTGATTATTGGAGCTTT
GGGACCATGGTATTTGAATGTATTGCTGGATATAGGCCTTTTTTG
CATCATCTGCAGCCATTTACCTGGCATGAGAAGATTAAGAAGAAG
GATCCAAAGTGTATATTTGCATGTGAAGAGATGTCAGGAGAAGTT
CGGTTTAGTAGCCATTTACCTCAACCAAATAGCCTTTGTAGTTTA
ATAGTAGAACCCATGGAAAACTGGCTACAGTTGATGTTGAATTGC
GACCCTCAGCAGAGAGGAGGACCTGTTGACCTTACTTTGAAGCAG
CCAAGATGTTTTGTATTAATGGATCACATTTTGAATTTGAAGATA
GTACACATCCTAAATATGACTTCTGCAAAGATAATTTCTTTTCTG
TTACCACCTGATGAAAGTCTTCATTCACTACAGTCTCGTATTGAG
CGTGAAACTGGAATAAATACTGGTTCTCAAGAACTTCTTTCAGAG
ACAGGAATTTCTCTGGATCCTCGGAAACCAGCCTCTCAATGTGTT
CTAGATGGAGTTAGAGGCTGTGATAGCTATATGGTTTATTTGTTT
GATAAAAGTAAAACTGTATATGAAGGGCCATTTGCTTCCAGAAGT
TTATCTGATTGTGTAAATTATATTGTACAGGACAGCAAAATACAG
CTTCCAATTATACAGCTGCGTAAAGTGTGGGCTGAAGCAGTGCAC
TATGTGTCTGGACTAAAAGAAGACTATAGCAGGCTCTTTCAGGGA
CAAAGGGCAGCAATGTTAAGTCTTCTTAGATATAATGCTAACTTA
ACAAAAATGAAGAACACTTTGATCTCAGCATCACAACAACTGAAA
GCTAAATTGGAGTTTTTTCACAAAAGCATTCAGCTTGACTTGGAG
AGATACAGCGAGCAGATGACGTATGGGATATCTTCAGAAAAAATG
CTAAAAGCATGGAAAGAAATGGAAGAAAAGGCCATCCACTATGCT
GAGGTTGGTGTCATTGGATACCTGGAGGATCAGATTATGTCTTTG
CATGCTGAAATCATGGAGCTACAGAAGAGCCCCTATGGAAGACGT
CAGGGAGACTTGATGGAATCTCTGGAACAGCGTGCCATTGATCTA
TATAAGCAGTTAAAACACAGACCTTCAGATCACTCCTACAGTGAC
AGCACAGAGATGGTGAAAATCATTGTGCACACTGTGCAGAGTCAG
GACCGTGTGCTCAAGGAGCTGTTTGGTCATTTGAGCAAGTTGTTG
GGCTGTAAGCAGAAGATTATTGATCTACTCCCTAAGGTGGAAGTG
GCCCTCAGTAATATCAAAGAAGCTGACAATACTGTCATGTTCATG
CAGGGGAAAAGGCAGAAAGAAATATGGCATCTCCTTAAAATTGCA
TGTACACAGAGTTCTGCCCGGTCCCTTGTAGGATCCAGTCTAGAA
GGTGCAGTAACCCCTCAGACATCAGCATGGCTGCCCCCGACTTCA
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GCAGAACATGATCATTCTCTGTCATGTGTGGTAACTCCTCAAGAT
GGGGAGACTTCAGCACAAATGATAGAAGAAAATTTGAACTGCCTT
GGCCATTTAAGCACTATTATTCATGAGGCAAATGAGGAACAGGGC
AATAGTATGATGAATCTTGATTGGAGTTGGTTAACAGAAtgagcy
gccgce



