Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active S6 Kinase 1 T412E [1 —421]

Enzyme description:- S6 kinase 1 T412E [1 - 421]

Clone number :- DU 784

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.- 48, 554 Daltons

Purity:- >85 %

Activation protocol:-

S6K1 (2 M) is activated by incubation with 1 pg/ml GST-PDK1 [DU 954]

in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc,
0.1 mM ATPfor 30 min at 30 °C. Following activation, S6K1 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, 0.1mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF.

Stor age temper atur e: - -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: - 70-140 U/mg
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Clone Data Sheet
S6 Kinase 1 T412E [1 —421]

Protein S6 Kinase 1 T412E [1 - 421]
Clone number DU 784
Species Human

Accession number  NM_003161

Tags N-terminal His(6)

Baculovirus

) VHHHHHHVRRRRRRDGFYPAPDFRHREAEDVAGVFDI DL DQPEDAGS
expressed protein

EDEL EEGGQL NESMDHGGVGPYEL GVEHCEKFEI SETSVNRGPEKI R
PECFELLRVLGKGGYKVFQVRKVTGANTCKI FAMKVLKKAM VRNA
KDTAHTKAERNI LEEVKHPFI VDLI YAFQTGGKLYLI LEYLSGGELF
MALEREG FMEDTACFYLAEI SMALGHLHQKA | YRDLKPENI M_NH
QGHVKLTDFGLCKESI HDGTVTHTFCGT I EYMAPEI LVRSGHNRAVD
WASL GAL MYDMLTGAPPFTGENRKKTI DKI LKCKLNLPPYLTQEARD
L LKKL LKRNAASRL GAGPGCDAGEVQAHPFFRHI NVEEL L ARKVEPPF
KPLLQSEEDVSQFDSKFTRQT PVDSPDDSTL SESANQVFLGFEYVAP
SVLES

Native sequence Amino acids M1 — $421 of human S6 kinase 1.
[Full length protein ends at residue L525]
Residue M8 of the fusion protein is equivalent to M1 of the native
enzyme. The enzyme has a T412E mutation to mimic activation of the
PDK?2 site. Residue T412 isequilivalent to E419 of the fusion protein.
The His(6) tag islocated at residues 2 — 7.

The following amino acid substitution is present:
D —H, where D18 of the native sequence is H25 of the fusion protein.

Protease cleavage None

Cloning sites BamHI and Not1 sites of pFastBAC1
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Nucleotide _ ATGCACCATCACCATCACCATAT GAGGCGACGAAGGAGGECGEGACGEG

sequence of insert CTTTTACCCAGCGCCTGACT TCCGACACAGGGAAGCTGAGGACAT GG
CAGGAGTGT TTGACATAGACCT GGACCAGCCAGAGGATGCAGECTCT
GAGGAT GAGCT GGAGGAGEGEGGT CAGT TAAATGAAAGCAT GGACCA
TGGGECGAGT TGGACCATATGAACT TGGCATGGAACATTGTGAGAAAT
TTGAAATCTCAGAAACTAGT GTGAACAGAGGGCCAGAAAAAATCAGA
CCAGAATGITTTGAGCTACTTCGGGTACTTGGTAAAGGGEEECTATGG
AAAGGT TTTTCAAGTACGAAAAGTAACAGGAGCAAATACT GGGAAGA
TATTTGCCATGAAGGT GCTTAAAAAGGCAATGATAGTAAGAAATCGCT
AAAGATACAGCT CATACAAAAGCAGAGCGGAATATTCTGGAGGAAGT
AAAGCATCCCTTCATTGTGGATTTAATTTATGCCTTTCAGACCGGT G
GAAAACTCTACCTCATCCTTGAGTATCTCAGT GGAGGAGAACTATTT
ATGCAGT TAGAAAGAGAGGGGATATTCATGGAAGATACAGCTTGCTT
TTACTTGGCTGAAATCTCCATGGECTTTGGGEGECATTTACATCAAAAAG
GGATCATCTACAGAGACCT GAAGCCGGAGAACATCATCGCTTAATCAC
CAAGGT CACGTGAAGCTGACAGACTTTGGACTATGCAAAGAATCTAT
TCATGATGGAACAGT CACGCACACATTTTGTGGAACAATAGAATACA
TGGCCCCTGAAATCTTGATGAGAAGCGGECCACAACCGT GCTGTGGAT
TGGTGGAGT TTGGGAGCATTAATGTATGACATGCTGACTGGAGCACC
TCCATTCACTGGGGAGAATAGAAAGAAAACAATTGACAAAATCCTCA
AATGTAAACTTAATTTGCCTCCCTACCT CACACAAGAAGCTCGAGAT
CTGCTTAAAAAGCTGCTGAAAAGAAATGCTGCTTCTCGICTTGGAGC
TGGCCCTGGGGATGCTGGAGAAGT CCAAGCGCATCCATTTTTTAGAC
ACATTAACT GCGAAGAGCTTTTGECT CGGAAGGTGGAGCCCCCCTTT
AAGCCTCTGITGCAATCTGAAGAGGATGTGAGTCAGT TTGATTCAAA
GITTACTCGT CAGACACCT GT TGACAGCCCCGATGACTCAACTCTCA
GTGAAAGT GCCAACCAGGTCTTTCTGGGTTTCGAATACGTGGCTCCA
TCTGTACTTGAAAGTt ga




