Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active ILKAP [2 - 392]
(Integrin Linked Kinase Associated Phosphatase 2 C)

Enzyme description:- ILKAP[2- 392
Clone number :- DU 1365

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 4 mg/L
Calculated molecular mass.- 69, 555 daltons
Purity:- >80 %
Activation protocol:- Constitutively active
Enzyme storage buffer :-

50 mM Tris-HCI pH 7.5, 2 mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 50 % glycerol, 1 mM benzamidine and 0.1 mM PM SF

Storage temperature: - -20°C
Assay:- Standard phosphatase assay
Assay buffer:-

50 mM Tris-HCl pH 7.5, 2 mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol

Substrate:-
6 UM *P |abelled casein (phosphorylated by PKA)

Specific activity range: - To be determined
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Clone Data Sheset

ILKAP [2 - 392]

ILKAP[2- 392
DU 1365
Human
NM_030768

N-terminal GST

V5PI LGYVKI KALVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL G-
EFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM. GGCPKERAEI SMLEGAVL
DI RYGVSRI AYSKDFETLKVDFL SKLPEM_KM-EDRL CHKTYLNGDHVTH
PDFM.YDAL DVVLYMDPMCL DAFPKLVCFKKRI EAI PQ DKYLKSSKYI A
WPL QGWRATFGGGEDHPPKSDL EVL FQGPL GSDL FGDL PEPERSPRPAAGK
EAQKGPLLFDDLPPASSTDSGSGGEPL L FDDLPPASSGDSGSLATSI SQW
KTEGKGAKRKTSEEEKNGSEEL VEKKVCKASSVI FALKGYVAERKGEREE
MQADAHVI LNDI TEECRPPSSLI TRVSYFAVFDGHGE RASKFAAQNL HON
L1 RKFPKGDVI SVEKTVKRCLLDTFKHTDEEFLKQASSQKPAVWKDGSTAT
CVLAVDNI LYl ANLGDSRAI LCRYNEESQKHAAL SL SKEHNPTQYEERIVR
| QRAGGNVRDGRVLGVLEVSRSI GCDGQYKRCGVTSVPDI RRCQL TPNDRF
| LLACDGLFKVFTPEEAVNFI LSCLEDEKI QT REGKSAADARYEAACNRL
ANKAVOQRGSADNVTVWVRI GH

Amino acids D2 — H392 (end) of human ILKAP.
Residue D236 of the fusion protein is equivalent to D2 of the native
enzyme. The GST tag islocated at residues 1 - 220.

PreScission (LEVLFQGPL) at residues 221 - 229

BamH1 and Notl sites of pGEX-6P-1



Nucleotide
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ggat cc GACCTCTTCGGEEGACCT GCCGGAGCCCGAGCECTCEC
CGCGCCCAEECT GCCGEGAAAGAAGCT CAGAAAGGACCCCTCT
CTTTGATGACCTCCCTCCGGCCAGCAGTACTGACTCAGGATCA
GGGGGACCTTTGCTTTTTGATGATCTCCCACCCGCTAGCAGT G
GCGATTCAGGT TCTCTTGCCACATCAATATCCCAGATGGTAAA
GACTGAAGGGAAAGGAGCAAAGAGAAAAACCT CCGAGGAAGAG
AAGAAT GCCAGT GAAGAGCTTGTGGAAAAGAAAGT TTGTAAAG
CCTCTTCGGTGATCTTTGGT CTGAAGGGECTATGTGECTGAGCG
GAAGGGT GAGAGGGAGGAGATGCAGGATGCCCACGTCATCCTG
AACGACATCACCGAGGAGT GTAGGCCCCCATCGICCCTCATTA
CTCGGGTTTCATATTTTGCTGI TTTTGATGGACATGGAGGAAT
TCGAGCCTCAAAATTTGCTGCACAGAATTTGCATCAAAACTTA
ATCAGAAAATTTCCTAAAGGAGATGTAATCAGT GTAGAGAAAA
CCGTGAAGAGATGCCTTTTGGACACTTTCAAGCATACTGATCGA
AGAGT TCCTTAAACAAGCTTCCAGCCAGAAGCCTGCCTGGAAA
GATGGGTCCACTGCCACGTGTGTTCTGGECTGTAGACAACATTC
TTTATATTGCCAACCT CGGAGATAGI CGGGCAATCTTGT GTCG
TTATAATGAGGAGAGT CAAAAACATGCAGCCTTAAGCCTCAGC
AAAGAGCATAATCCAACTCAGTATGAAGAGCGGATGAGGATAC
AGAAGGCT GGAGGAAACGT CAGGGATGEECGTGI TTTGEECGT
GCTAGAGGTGTCACGCTCCAT TGGGGACGEECAGTACAAGCEC
TGCGGT GTCACCT CTGT GCCCGACAT CAGACGCTGCCAGCTGA
CCCCCAATGACAGGTTCATTTTGT TGECCTGTGATGEECTCTT
CAAGGTCTTTACCCCAGAAGAAGCCGTGAACTTCATCTTGTCC
TGTCTCGAGGATGAAAAGAT CCAGACCCGGEGAAGGGAAGT CCG
CAGCCGACGCCCGCTACGAAGCAGCCT GCAACAGGCTGGCCAA
CAAGGCGGT GCAGCGEEECTCGECCGACAACGT CACTGTGATG
GTIGGTGCGGATAGGGCACE gageggcecgc




