MRC PPU Reagents and Services

Standard Operating Procedure

Preparation of TANK Binding Kinase 1 K38A [1 - 729]

Enzyme description:- TBK1 K38A [1 - 729]

Clone number:- DU 12773

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH-Agarose

Calculated molecular mass:-

Monoisotopic 110, 338.40 daltons

Average Mass 110, 409.20 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.14

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature:- -70 °C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI1 pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-

[KKKKERLLDDRHDSGLDSMKDEE]

Residues 21 to 41 of human IKappaB alpha (+ 2 added Lys at N terminus)
Final concentration: 300 uM
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Clone Data Sheet

TANK Binding Kinase 1 K38A [1 - 729]

Protein

Clone number

Species

Accession number

Tags

Baculovirus
expressed protein

Native sequence

Protease cleavage

TBK1 K38A [1 - 729]
DU 12773

Human

NM 013254

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEATIPQIDKY
LKSSKYTAWPLOGWQATEFGGGDHPPKSDLEVLEFQGPLGSMQSTSNHLW
LLSDILGQGATANVFRGRHKKTGDLFAIKVFNNISFLRPVDVQOMREFE
VLKKLNHKNIVKLFAIEEETTTRHKVLIMEFCPCGSLYTVLEEPSNAY
GLPESEFLIVLRDVVGGMNHLRENGIVHRDIKPGNIMRVIGEDGQSVY
KLTDFGAARELEDDEQFVSLYGTEEYLHPDMYERAVLRKDHQKKYGAT
VDLWSIGVTFYHAATGSLPFRPFEGPRRNKEVMYKIITGKPSGAISGV
QKAENGPIDWSGDMPVSCSLSRGLQVLLTPVLANILEADQEKCWGEDQ
FFAETSDILHRMVIHVFSLOQOMTAHKIYIHSYNTATIFHELVYKQTKI
ISSNQELIYEGRRLVLEPGRLAQHFPKTTEENPIFVVSREPLNTIGLI
YEKISLPKVHPRYDLDGDASMAKAITGVVCYACRIASTLLLYQELMRK
GIRWLIELIKDDYNETVHKKTEVVITLDFCIRNIEKTVKVYEKLMKIN
LEAAELGEISDIHTKLLRLSSSQGTIETSLOQDIDSRLSPGGSLADAWA
HQEGTHPKDRNVEKLQVLLNCMTEIYYQFKKDKAERRLAYNEEQTIHKF
DKOKLYYHATKAMTHFTDECVKKYEAFLNKSEEWIRKMLHLRKQLLSL
TNQCFDIEEEVSKYQEYTNELQETLPQKMFTASSGIKHTMTPIYPSSN
TLVEMTLGMKKLKEEMEGVVKELAENNHILERFGSLTMDGGLRNVDCL

Amino acids M1 — L729 (end) of human TBKI1.
Residue M232 of the fusion protein is equivalent to M1 of TBKI.
The GST tag is located at residues 1 - 220 of the fusion protein.

The enzyme has a K38 A mutation.
Residue K38 is equivalent to A269 of the fusion protein.

PreScission (LEVLFQGP) residues 221 - 228



Cloning sites

Nucleotide
sequence of insert
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BamH]1 of pFastBac GST 6P-1

ggatccATGCAGAGCACTTCTAATCATCTGTGGCTTTTATCTGATATTTTAGG
CCAAGGAGCTACTGCAAATGTCTTTCGTGGAAGACATAAGAAAACTGGTGATT
TATTTGCTATCGCAGTATTTAATAACATAAGCTTCCTTCGTCCAGTGGATGTT
CAAATGAGAGAATTTGAAGTGTTGAAAAAACTCAATCACAAAAATATTGTCAA
ATTATTTGCTATTGAAGAGGAGACAACAACAAGACATAAAGTACTTATTATGG
AATTTTGTCCATGTGGGAGTTTATACACTGTTTTAGAAGAACCTTCTAATGCC
TATGGACTACCAGAATCTGAATTCTTAATTGTTTTGCGAGATGTGGTGGGTGG
AATGAATCATCTACGAGAGAATGGTATAGTGCACCGTGATATCAAGCCAGGAA
ATATCATGCGTGTTATAGGGGAAGATGGACAGTCTGTGTACAAACTCACAGAT
TTTGGTGCAGCTAGAGAATTAGAAGATGATGAGCAGTTTGTTTCTCTGTATGG
CACAGAAGAATATTTGCACCCTGATATGTATGAGAGAGCAGTGCTAAGAAAAG
ATCATCAGAAGAAATATGGAGCAACAGTTGATCTTTGGAGCATTGGGGTAACA
TTTTACCATGCAGCTACTGGATCACTGCCATTTAGACCCTTTGAAGGGCCTCG
TAGGAATAAAGAAGTGATGTATAAAATAATTACAGGAAAGCCTTCTGGTGCAA
TATCTGGAGTACAGAAAGCAGAAAATGGACCAATTGACTGGAGTGGAGACATG
CCTGTTTCTTGCAGTCTTTCTCGGGGTCTTCAGGTTCTACTTACCCCTGTTCT
TGCAAACATCCTTGAAGCAGATCAGGAAAAGTGTTGGGGTTTTGACCAGTTTT
TTGCAGAAACTAGTGATATACTTCACCGAATGGTAATTCATGTTTTTTCGCTA
CAACAAATGACAGCTCATAAGATTTATATACATAGCTATAATACTGCTACTAT
ATTTCATGAACTGGTATATAAACAAACCAAAATTATTTCTTCAAATCAAGAAC
TTATCTACGAAGGGCGACGCTTAGTCTTAGAACCTGGAAGGCTGGCACAACAT
TTCCCTAAAACTACTGAGGAAAACCCTATATTTGTAGTAAGCCGGGAACCTCT
GAATACCATAGGATTAATATATGAAAAAATTTCCCTCCCTAAAGTACATCCAC
GTTATGATTTAGACGGGGATGCTAGCATGGCTAAGGCAATAACAGGGGTTGTG
TGTTATGCCTGCAGAATTGCCAGTACCTTACTGCTTTATCAGGAATTAATGCG
AAAGGGGATACGATGGCTGATTGAATTAATTAAAGATGATTACAATGAAACTG
TTCACAAAAAGACAGAAGTTGTGATCACATTGGATTTCTGTATCAGAAACATT
GAAAAAACTGTGAAAGTATATGAAAAGTTGATGAAGATCAACCTGGAAGCGGC
AGAGTTAGGTGAAATTTCAGACATACACACCAAATTGTTGAGACTTTCCAGTT
CTCAGGGAACAATAGAAACCAGTCTTCAGGATATCGACAGCAGATTATCTCCA
GGTGGATCACTGGCAGACGCATGGGCACATCAAGAAGGCACTCATCCGAAAGA
CAGAAATGTAGAAAAACTACAAGTCCTGTTAAATTGCATGACAGAGATTTACT
ATCAGTTCAAAAAAGACAAAGCAGAACGTAGATTAGCTTATAATGAAGAACAA
ATCCACAAATTTGATAAGCAAAAACTGTATTACCATGCCACAAAAGCTATGAC
GCACTTTACAGATGAATGTGTTAAAAAGTATGAGGCATTTTTGAATAAGTCAG
AAGAATGGATAAGAAAGATGCTTCATCTTAGGAAACAGTTATTATCGCTGACT
AATCAGTGTTTTGATATTGAAGAAGAAGTATCAAAATATCAAGAATATACTAA
TGAGTTACAAGAAACTCTGCCTCAGAAAATGTTTACAGCTTCCAGTGGAATCA
AACATACCATGACCCCAATTTATCCAAGTTCTAACACATTAGTAGAAATGACT
CTTGGTATGAAGAAATTAAAGGAAGAGATGGAAGGGGTGGTTAAAGAACTTGC
TGAAAATAACCACATTTTAGAAAGGTTTGGCTCTTTAACCATGGATGGTGGCC
TTCGCAACGTTGACTGTCTTtagggatcc



