Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active PKB alpha $473D [118 —480] A PH domain

Enzyme description:- PKB alpha $473D[118 - 480] D PH domain
Clone number :- DU 1850

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni%-NTA agarose

Expression level:- 2-3mg/L

Calculated molecular mass: - 45, 103 daltons

Purity:- >80 %

Activation protocol:-

PKB apha(4 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 10 mM magnesium acetate, 0.1 mM ATP with 3.3 pg/ml
GST-PDK1 [DU 954] for 30 min at 30 °C. Following activation, PKB aphaisre-
purified by Ni*-NTA agarose chromatography.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.2 MM PMSF, 1 mM Benzamidine.

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

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

Substrate:-
Crosstide [GRPRTSSFAEG] Final concentration: 30 pM

Specific activity range:- 250 — 500 U/mg
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Clone Data Sheset

PK B alpha$473D [118 — 480] APH domain

Protein

Clone number

Species
Accession no

Tags

Baculovirus
expressed protein

Native sequence

Pr otease cleavage

Cloning sites

PKB apha $473D [118 - 480] DPH domain
DU 1850

Human

BC000479

N-terminal His(6)

M5YYHHHHHHDYDI PTTENL YFQGAMGSVDFRSGSPSDNSGAE
EMEVSLAKPKHRVTMNEFEYLKLLGKGTFGKVI LVKEKATGRY
YAMKI LKKEVI VAKDEVAHTLTENRVLQNSRHPFLTALKYSFQ
THDRL CFVMEYANGGEL FFHL SRERVFSEDRARFYGAEI VSAL
DYLHSEKNVVYRDLKLENLM.DKDGHI KI TDFGLCKEG KDGA
TMKTFCGTPEYLAPEVL EDNDY GRAVDWAGL GVWWMYEMMCGRL
PFYNQDHEKLFELI LMEEI RFPRTLGPEAKSL L SGLLKKDPKQ
RLGGGSEDAKEI MHRFFAG VWHVYEKKL SPPFKPQVTSET
DTRYFDEEFTAQM TI TPPDQDDSMECVDSERRPHFPQFDYSA
SGTA

Amino acids M118 - A480 (end) of human PKB apha.

Residue M29 of the fusion protein is equivalent to M118 of the
native enzyme. The enzyme has a S473D mutation to mimic
phosphorylation of the PDK?2 site. Residue S473 isequilivalent
to D384 of the fusion protein. The His(6) tag islocated at
residues 5 - 10.

rTEV (ENLYFQG) residues 18 — 24

BamHI and Kpnl sites of pFastBAC HTh.



Nucleotide
sequence of insert
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ATGGACT TCCGGT CGEGCT CACCCAGT GACAACT CAGGGECTGAAGAG
ATGGAGGT GTCCCT GECCAAGCCCAAGCACCGCGT GACCATGAACGAG
TTTGAGTACCT GAAGCT GCTGEECAAGGEGCACT TTCGECAAGGTGATC
CTGGT GAAGGAGAAGGCCACAGGCCGCTACTACGCCATGAAGATCCTC
AAGAAGGAAGT CAT CGTGECCAAGGACGAGGT GGCCCACACACT CACC
GAGAACCGCGT CCTGCAGAACT CCAGGCACCCCTTCCTCACAGCCCTG
AAGTACTCTTTCCAGACCCACGACCGCCTCTCCTTTGTICATGGAGTAC
GCCAACGEEEECEAGCTGT TCTTCCACCTGT CCCGGGAGCGTGTGITC
TCCGAGGACCGEECCCECTTCTATGECECTGAGAT TGTGTCAGCCCT G
GACTACCT GCACT CGGAGAAGAACGT GGT GTACCGGEGACCTCAAGCTG
GAGAACCT CATGCTGGACAAGGACGEGCACATTAAGATCACAGACTTC
GGECT G GCAAGGAGGGEGAT CAAGGACGGT GCCACCATGAAGACCTTT
TGCGECACACCT GAGT ACCT GECCCCCGAGGT GCTGCGAGGACAATGAC
TACGGECCGT GCAGT GGACT GGT GEEEGECT GEECGT GGT CATGTACGAG
ATGATGT GCGGT CGCCTGCCCT TCTACAACCAGGACCATGAGAACGCTT
TTTGAGCTCATCCTCATGGAGGAGAT CCGCTTCCCGCGCACGCTTGGT
CCCGAGGCCAAGT CCTTGCTTTCAGEECT GCTCAAGAAGGACCCCAAG
CAGAGGCT TGECGEEEEECT CCGAGGACGCCAAGGAGAT CATGCAGCAT
CCCTTCTTTGCCGGTATCGT GI GGCAGCACGT GTACGAGAAGAAGCTC
AGCCCACCCT TCAAGCCCCAGGT CACGT CGGAGACT GACACCAGGT AT
TTTGATGAGGAGT TCACGGCCCAGAT GATCACCATCACACCACCTGAC
CAAGATGACAGCATGGAGT GT GT GGACAGCGAGCGCAGGCCCCACTTC
CCCCAGT TCGACTACT CGECCAGCGECACEEC ga



