Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active IRAK1 [1 - 712]

Enzyme description:- IRAKI1 [1-712]

Clone number:- DU 8915

Source:- Recombinant

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

Purification method:- Glutathione Sepharose

Calculated molecular mass:-

Monoisotopic 104, 372.76 daltons

Average Mass 104, 439.10 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.10

Purity:- >80 %

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

0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF.

Storage temperature:- -70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
Myelin Basic Protein (MBP) Final concentration: 1 mg/ml
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IRAK1 [1 - 712]

IRAKI1 [1 - 712]
DU 8915

Human

NM_001569.3
N-terminal His(6)

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPGIPGSTRAAAMAG
GPGPGEPAAPGAQHFLYEVPPWVMCRFYKVMDALEPADWCQFAALIVRD
OTELRLCERSGORTASVLWPWINRNARVADLVHILTHLOLLRARDIITA
WHPPAPLPSPGTTAPRPSSIPAPAEAEAWSPRKLPSSASTFLSPAFPGS
OTHSGPELGLVPSPASLWPPPPSPAPSSTKPGPESSVSLLQGARPFPFC
WPLCEISRGTHNFSEELKIGEGGFGCVYRAVMRNTVYAVKRLKENADLE
WTAVKQSFLTEVEQLSRFRHPNIVDFAGYCAQNGFYCLVYGFLPNGSLE
DRLHCQTQACPPLSWPQRLDILLGTARAIQFLHODSPSLIHGDIKSSNV
LLDERLTPKLGDFGLARFSRFAGSSPSQSSMVARTQOTVRGTLAYLPEEY
IKTGRLAVDTDTFSFGVVVLETLAGORAVKTHGARTKYLKDLVEEEAEE
AGVALRSTQSTLOAGLAADAWAAPIAMOIYKKHLDPRPGPCPPELGLGL
GOLACCCLHRRAKRRPPMTQVYERLEKLOAVVAGVPGHWEAASCIPPSP
QENSYVSSTGRAHSGAAPWQPLAAPSGASAQAAEQLORGPNQPVESDES
LGGLSAALRSWHLTPSCPLDPAPLREAGCPQGDTAGESSWGSGPGSRPT
AVEGLALGSSASSSSEPPQIIINPARQKMVOKLALYEDGALDSLOLLSS
SSLPGLGLEQDRQGPEESDEFQS

Amino acids M1 — S712 (end) of human IRAK1.
Residue M1 of the fusion protein is equivalent to M243 of the native
enzyme. The GST tag is located at residues 1 — 220.

PreScission (LEVLFQGP) residues 221 - 229

Notl sites in pFastBAC GST



Nucleotide
sequence of insert
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gcggccgcgATGGCCGGGGGGCCGGGCCCGGGGGAGCCCGCAGCCCCCG
GCGCCCAGCACTTCTTGTACGAGGTGCCGCCCTGGGTCATGTGCCGCTT
CTACAAAGTGATGGACGCCCTGGAGCCCGCCGACTGGTGCCAGTTCGCC
GCCCTGATCGTGCGCGACCAGACCGAGCTGCGGCTGTGCGAGCGCTCCG
GGCAGCGCACGGCCAGCGTCCTGTGGCCCTGGATCAACCGCAACGCCCG
TGTGGCCGACCTGGTGCACATCCTCACGCACCTGCAGCTGCTCCGTGCG
CGGGACATCATCACAGCCTGGCACCCTCCCGCCCCGCTTCCGTCCCCAG
GCACCACTGCCCCGAGGCCCAGCAGCATCCCTGCACCCGCCGAGGCCGA
GGCCTGGAGCCCCCGGAAGTTGCCATCCTCAGCCTCCACCTTCCTCTCC
CCAGCTTTTCCAGGCTCCCAGACCCATTCAGGGCCTGAGCTCGGCCTGG
TCCCAAGCCCTGCTTCCCTGTGGCCTCCACCGCCATCTCCAGCCCCTTC
TTCTACCAAGCCAGGCCCAGAGAGCTCAGTGTCCCTCCTGCAGGGAGCC
CGCCCCTTTCCGTTTTGCTGGCCCCTCTGTGAGATTTCCCGGGGCACCC
ACAACTTCTCGGAGGAGCTCAAGATCGGGGAGGGTGGCTTTGGGTGCGT
GTACCGGGCGGTGATGAGGAACACGGTGTATGCTGTGAAGAGGCTGAAG
GAGAACGCTGACCTGGAGTGGACTGCAGTGAAGCAGAGCTTCCTGACCG
AGGTGGAGCAGCTGTCCAGGTTTCGTCACCCAAACATTGTGGACTTTGC
TGGCTACTGTGCTCAGAACGGCTTCTACTGCCTGGTGTACGGCTTCCTG
CCCAACGGCTCCCTGGAGGACCGTCTCCACTGCCAGACCCAGGCCTGCC
CACCTCTCTCCTGGCCTCAGCGACTGGACATCCTTCTGGGTACAGCCCG
GGCAATTCAGTTTCTACATCAGGACAGCCCCAGCCTCATCCATGGAGAC
ATCAAGAGTTCCAACGTCCTTCTGGATGAGAGGCTGACACCCAAGCTGG
GAGACTTTGGCCTGGCCCGGTTCAGCCGCTTTGCCGGGTCCAGCCCCAG
CCAGAGCAGCATGGTGGCCCGGACACAGACAGTGCGGGGCACCCTGGLCC
TACCTGCCCGAGGAGTACATCAAGACGGGAAGGCTGGCTGTGGACACGG
ACACCTTCAGCTTTGGGGTGGTAGTGCTAGAGACCTTGGCTGGTCAGAG
GGCTGTGAAGACGCACGGTGCCAGGACCAAGTATCTGAAAGACCTGGTG
GAAGAGGAGGCTGAGGAGGCTGGAGTGGCTTTGAGAAGCACCCAGAGCA
CACTGCAAGCAGGTCTGGCTGCAGATGCCTGGGCTGCTCCCATCGCCAT
GCAGATCTACAAGAAGCACCTGGACCCCAGGCCCGGGCCCTGCCCACCT
GAGCTGGGCCTGGGCCTGGGCCAGCTGGCCTGCTGCTGCCTGCACCGCC
GGGCCAAAAGGAGGCCTCCTATGACCCAGGTGTACGAGAGGCTAGAGAA
GCTGCAGGCAGTGGTGGCGGGGGTGCCCGGGCATTGGGAGGCCGCCAGC
TGCATCCCCCCTTCCCCGCAGGAGAACTCCTACGTGTCCAGCACTGGCA
GAGCCCACAGTGGGGCTGCTCCATGGCAGCCCCTGGCAGCGCCATCAGG
AGCCAGTGCCCAGGCAGCAGAGCAGCTGCAGAGAGGCCCCAACCAGCCC
GTGGAGAGTGACGAGAGCCTAGGCGGCCTCTCTGCTGCCCTGCGCTCCT
GGCACTTGACTCCAAGCTGCCCTCTGGACCCAGCACCCCTCAGGGAGGC
CGGCTGTCCTCAGGGGGACACGGCAGGAGAATCGAGCTGGGGGAGTGGC
CCAGGATCCCGGCCCACAGCCGTGGAAGGACTGGCCCTTGGCAGCTCTG
CATCATCGTCGTCAGAGCCACCGCAGATTATCATCAACCCTGCCCGACA
GAAGATGGTCCAGAAGCTGGCCCTGTACGAGGATGGGGCCCTGGACAGC
CTGCAGCTGCTGTCGTCCAGCTCCCTCCCAGGCTTGGGCCTGGAACAGG
ACAGGCAGGGGCCCGAAGAAAGTGATGAATTTCAGAGCtgagcggccgce



