Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active AZK [1 - 455]

Enzyme description:- AZK [1 - 455]

Clone number:- DU 42048

Source:- Recombinant

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

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 78, 355.72 daltons

Average Mass 78, 406.60 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 525

Purity:- >80 %

Activation protocol:- Constitutively active

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

Storage temperature:- -70 °C

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

Substrate:-
Myelin Basic Protein Final concentration: 1 mg/ml
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Clone Data Sheet
AZK [1 - 455]
AZK [1 - 455]
DU 42048
Human
NM_133646.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKK
FELGLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERA
EISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFED
RLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFK
KRIEATIPQIDKYLKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLF
QOGPLGSMSSLGASFVQIKFDDLOFFENCGGGSFGSVYRAKWISQD
KEVAVKKLLKIEKEAEILSVLSHRNIIQFYGVILEPPNYGIVTEY
ASLGSLYDYINSNRSEEMDMDHIMTWATDVAKGMHYLHMEAPVKV
IHRDLKSRNVVIAADGVLKICDFGASRFHNHTTHMSLVGTFPWMA
PEVIQSLPVSETCDTYSYGVVLWEMLTREVPFKGLEGLQVAWLVV
EKNERLTIPSSCPRSFAELLHQCWEADAKKRPSFKQIISILESMS
NDTSLPDKCNSFLHNKAEWRCEIEATLERLKKLERDLSFKEQELK
ERERRLKMWEQKLTEQSNTPLLLPLAARMSEESYFESKTEESNSA
EMSCQITATSNGEGHGMNPSLOAMMLMGFGDIFSMNKAGAVMHSG
MOINMOAKONSSKTTSKRRGKKVNMALGFSDFDLSEGDDDDDDDG
EEEDNDMDNSE

Amino acids M1 — E455 (end) of human AZK.
Residue M232 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

BamH]1 and Notlsites of pFastBac Dual.
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ggatccATGTCGTCTCTCGGTGCCTCCTTTGTGCAAATTAAATTT
GATGACTTGCAGTTTTTTGAAAACTGCGGTGGAGGAAGTTTTGGG
AGTGTTTATCGAGCCAAATGGATATCACAGGACAAGGAGGTGGCT
GTAAAGAAGCTCCTCAAAATAGAGAAAGAGGCAGAAATACTCAGT
GTCCTCAGTCACAGAAACATCATCCAGTTTTATGGAGTAATTCTT
GAACCTCCCAACTATGGCATTGTCACAGAATATGCTTCTCTGGGA
TCACTCTATGATTACATTAACAGTAACAGAAGTGAGGAGATGGAT
ATGGATCACATTATGACCTGGGCCACTGATGTAGCCAAAGGAATG
CATTATTTACATATGGAGGCTCCTGTCAAGGTGATTCACAGAGAC
CTCAAGTCAAGAAACGTTGTTATAGCTGCTGATGGAGTATTGAAG
ATCTGTGACTTTGGTGCCTCTCGGTTCCATAACCATACAACACAC
ATGTCCTTGGTTGGAACTTTCCCATGGATGGCTCCAGAAGTTATC
CAGAGTCTCCCTGTGTCAGAAACTTGTGACACATATTCCTATGGT
GTGGTTCTCTGGGAGATGCTAACAAGGGAGGTCCCCTTTAAAGGT
TTGGAAGGATTACAAGTAGCTTGGCTTGTAGTGGAAAAAAACGAG
AGATTAACCATTCCAAGCAGTTGCCCCAGAAGTTTTGCTGAACTG
TTACATCAGTGTTGGGAAGCTGATGCCAAGAAACGGCCATCATTC
AAGCAAATCATTTCAATCCTGGAGTCCATGTCAAATGACACGAGC
CTTCCTGACAAGTGTAACTCATTCCTACACAACAAGGCGGAGTGG
AGGTGCGAAATTGAGGCAACTCTTGAGAGGCTAAAGAAACTAGAG
CGTGATCTCAGCTTTAAGGAGCAGGAGCTTAAAGAACGAGAAAGA
CGTTTAAAGATGTGGGAGCAAAAGCTGACAGAGCAGTCCAACACC
CCGCTTCTCTTGCCTCTTGCTGCAAGAATGTCTGAGGAGTCTTAC
TTTGAATCTAAAACAGAGGAGTCAAACAGTGCAGAGATGTCATGT
CAGATCACAGCAACAAGTAACGGGGAGGGCCATGGCATGAACCCA
AGTCTGCAGGCCATGATGCTGATGGGCTTTGGGGATATCTTCTCA
ATGAACAAAGCAGGAGCTGTGATGCATTCTGGGATGCAGATAAAC
ATGCAAGCCAAGCAGAATTCTTCCAAAACCACATCTAAGAGAAGG
GGGAAGAAAGTCAACATGGCTCTGGGGTTCAGTGATTTTGACTTG
TCAGAAGGTGACGATGATGATGATGATGACGGTGAGGAGGAGGAT
AATGACATGGATAATAGTGAAtgagcggccgc



