Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of PKB alpha PH domain [1 - 149]

Protein description:- PKB alpha PH domain [1 - 149]
Clone number:- DU 1537

Sour ce: - Recombinant

Expression system: - E.coli

Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 4 mg/L

Calculated molecular mass:- 44, 129 daltons

Purity:- 95 %

Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -20°C
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CLONE DATA SHEET

PKB alpha PH domain [1 - 149]

PKB alpha PH domain [1 - 149]
DU 1537

Human

M63167

N-terminal GST

VEPI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKWR
NKKFELGLEFPNLPYY!I DGDVKLTQSNAI | RYI ADKHNM.GG
CPKERAEI SMLEGAVLDI RYGVSRI AYSKDFETLKVDFLSKL
PEM_KMFEDRL CHKTYLNGDHVTHPDFM. YDAL DWLYNDPM
CLDAFPKLVCFKKRI EAI PQ DKYLKSSKY! AWPL QGWNQATF
GGGEDHPPKSDL VPRGSPEFMSDVAI VKEGALHKRGEY! KTVWR
PRYFLLKNDGTFI GYKERPQDVDOQREAPL NNFSVAQCQL MKT
ERPRPNTFI | RCLQWM TVI ERTFHVETPEEREEWT TAI QTVA
DGL KKQEEEEMDFRSGSPSDNSGAEEMEVSL AKPKHRVTMNE

Amino acids M1 — E149 of human PKB apha.

[Full length protein ends at residue A480]

Residue M 230 of the fusion protein is equivalent to M1 of the
native protein. The GST tag islocated at residues 1 - 220

Thrombin (LVPRGS) residues 221 - 226

EcoR1 of pGEX-4T-1

GAATTCATGAGCGACGT GECTATTGT GAAGGAGGEGT TGECT G
CACAAACGAGGGEGAGTACATCAAGACCT GECGECCACGCTAC
TTCCTCCTCAAGAATGATGGECACCT TCATTGECTACAAGGAG
CGGCCGECAGGATGTGGACCAACGT GAGGECTCCCCTCAACAAC
TTCTCTGT GGCGCAGT GCCAGCT GATGAAGACGGAGCGECCC
CGGCCCAACACCTTCATCATCCGCTGCCT GCAGT GGACCA
CTGTCATCGAACGCACCTTCCATGTGGAGACTCCTGAGGAGC
GGGAGGAGT GGACAACCGCCAT CCAGACT GTGECTGACGECC
TCAAGAAGCAGGAGGAGGAGGAGATGGACT TCCGGT CGEECT
CACCCAGT GACAACT CAGEGECTGAAGAGATGGAGGT GTCCC
TGGECCAAGCCCAAGCACCGCGT GACCATGAACGAGE ga
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