Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active SGK1 $422D [60 —431]

Enzyme description:- SGK1 $422D[60 - 431]

Clone number :- DU 1737

Sour ce: - Recombinant

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

Purification method:- Ni#*-NTA agarose

Expression level:- 3-5mg/L

Calculated molecular mass.- 45, 475 daltons

Purity:- >90 %

Activation protocol:-

SGK1 (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] at 30 °C for 30 min. Following activation, SGK1 is re-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 peptide (GRPRTSSFAEG) Final concentration: 30 uM

Specific activity range:- 500 — 1000 U/mg
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Clone Data Sheet
SGK1 $422D [60 - 431]

SGK 1 $422D [60 — 431]
DU 1737

Human

NM_005627

N-terminal His(6)

MSYYHHHHHHDYDI PTTENLVFQGAMG SQPQEPEL MNANPSPPPSPS
QQ NLGPSSNPHAKPSDFHFLKVI GKGSFGKVL LARHKAEEVFYAVKV
L QKKAI LKKKEEKHI MSERNVL L KNVKHPFLVGLHFSFQTADKL YFVL
DYl NGCELFYHLQRERCFLEPRARFYAAEI ASALGYLHSLNI VYRDLK
PENI LLDSQGHI VLTDFGLCKENI EHUNSTTSTFCGTPEYLAPEVLHKQ
PYDRTVDWACL GAVLYEM_YGLPPFYSRNTAEMYDNI LNKPLQLKPNI
TNSARHLLEGL LQKDRTKRL GAKDDFMEI KSHVFFSLT NVDDL I NKKI
TPPFNPNVSGPNDL RHFDPEFTEEPVPNSI GKSPDSVLVTASVKEAAE
AFLGFDYAPPTDSFL

Amino acids 160 —L431 (end) of human SGK 1.

Residue 128 of the fusion protein is equivalent to 160 of the native
enzyme. The enzyme has a S422D mutation to mimic phosphorylation
of the PDK2 site. Residue $422 is equilivalent to D390 of the fusion
protein. The His(6) tag islocated at residues 5 - 10.

[TEV (ENLYFQG) residues 18 — 24

BamHI and Not1 sites of pFastBAC-HTc
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACG
ACCGAAAACCTGTATTTTCAGGGECGCCATGGEGATCTCCCAACCTCAG
GAGCCTGAGCT TATGAATGCCAACCCT TCTCCTCCACCAAGICCTTCT
CAGCAAAT CAACCT TGECCCGT CGTCCAATCCTCATGCTAAACCATCT
GACTTTCACTTCT TGAAAGT GATCGGAAAGGECAGT TTTCGGAAAGGT T
CTTCTAGCAAGACACAAGCCAGAAGAAGT GTTCTATGCAGTCAAAGT T
TTACAGAAGAAAGCAAT CCTGAAAAAGAAAGAGGAGAAGCATATTATG
TCGGAGCGGAATGI TCTGT TGAAGAATGT GAAGCACCCTTTCCTGGT G
GGCCTTCACTTCTCTTTCCAGACTGCTGACAAATTGTACTTTGICCTA
GACTACATTAATGGT GGAGAGT TGT TCTACCAT CTCCAGAGGGAACGC
TGCTTCCTGGAACCACGEECTCGT TTCTATGCTGCTGAAATAGCCAGT
GCCTTGGEECTACCTGCATTCACTGAACATCGT TTATAGAGACTTAAAA
CCAGAGAATATTTTGCTAGAT TCACAGGGACACATTGTCCTTACTGAT
TTCGGACTCTGCAAGGAGAACAT TGAACACAACAGCACAACATCCACC
TTCTGI GGCACGCCGGAGTATCTCGCACCT GAGGT GCTTCATAAGCAG
CCTTATGACAGGACT GTGGACT GGTGGT GCCTGGGAGCTGTCTTGTAT
GAGATGCTGTATGGECCTGCCECCT TTTTATAGCCGAAACACAGCTGAA
ATGTACGACAACATTCTGAACAAGCCT CTCCAGCTGAAACCAAATATT
ACAAATTCCGCCAAGACACCT CCTGGAGGEECCT CCTGCAGAAGGACAGG
ACAAAGCGECT CGECECCAAGGATGACT TCATGGAGATTAAGAGT CAT
GICTTCTTCTCCTTAATTAACTGCGATGATCTCATTAATAAGAAGATT
ACTCCCCCTTTTAACCCAAAT GT GAGT GGECCCAACGAGCTACGGECAC
TTTGACCCCGAGI TTACCGAAGAGCCT GT CCCCAACT CCATTGGECAAG
TCCCCTGACAGCGT CCTCGT CACAGCCAGCGT CAAGGAAGCT GCCGAG
GCTTTCCTAGECT TTGACTATGCGCCTCCCACCGACTCTTTCCTCE ga




