Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active RSK1[1 - 735]

Enzyme description:- RSK1[1- 735]

Clone number :- DU 687

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) and HA
Purification method:- NiZ*-NTA agarose

Expression level:- 3-5mg/L

Calculated molecular mass.- 88, 284 daltons

Purity:- >85 %

Activation protocol:-

RSK1 (2 uM) is activated by incubation with 5 U/ml GST-p42MAPKinase

[DU 650 or DU1844] and 1 U/ml GST-PDK1 [DU 954] in 50mM Tris-HCI pH 7.5,
0.1mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM magnesium acetate, 0.1 mM ATP for
30 min at 30 °C. Following activation, the active RSK 1 is repurified 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.

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
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Substrate:-

Long S6 [KEAKEKRQEQIAKRRRLSSLRASTSKSGGSQK]
Final concentration: 30 uM

Specific activity range: - 300 - 600 U/mg




Protein

Clone number

Species

Accession humber

Tags

Baculovirus
expressed protein

Native sequence
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Clone Data Sheset

RSK1[1- 735]

RSK1[1 - 735]
DU 687

Rat

M99169

N-terminal His(6) and HA (YPYDVPDYA)

MSYYHHHHHHDYDI PTTENL YFQGAVDPEFAAATMYPYDVPDYAL EMPL
AQLKEPWPL MEL VPL DPENGQASGEEAGL QPSKDEG LKEI SI THHVKA
GSEKADPSHFEL L KVL GQGSFGKVFL VRKVTRPDNGHL YAMKVL KKATL
KVRDRVRTKNMERDI LADVNHPFVWKLHYAFQTEGKLYLI LDFLRGGDLF
TRLSKEVMFTEEDVKFYLAELALGLDHLHSLG | YRDLKPENI LLDEEG
HI KLTDFGLSKEAI DHEKKAYSFCGTVEYNMAPEVVNRQGHTHSADVWASY
GVLMFEMLTGSLPFQGKDRKETMTLI LKAKL GVPQFL STEAQSLLRALF
KRNPANRL GSGPDGAEEI KRHI FYSTI DWNKL YRREI KPPFKPAVAQPD
DTFYFDTEFTSRTPRDSPG PPSAGAHQL FRGFSFVATGLMEDDSKPRA
TQAPL HSWQQL HGKNL VFSDGY! VKETI GVGSYSVCKRCVHKATNVEY
AVKVI DKSKRDPSEEI El LLRYGQHPNI | TLKDVYDDSKHVYLVTELMR
GGELLDKI LRQKFFSEREASFVLYTI SKTVEYLHSQGVWHRDLKPSNI L
YVDESGNPGCLRI CDFGFAKQL RAENGL L MTPCYTANFVAPEVLKRQGY
DEGCDI WBLGVLLYTM_LAGYTPFANGPSDTPEE! LTRI SSGKFTLNGGN
WNTVSETAKDL VSKM. HVDPHQRL TAKQVL QHPW TQKDKL PQSQLSHQ
DL QL VKGAMAATYSAL SSSKPTPQLKPI ESSI LAQRRVRKLPSTTL

Amino acids M1 — L 735 (end) of rat RSK1.

Residue M47 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag islocated at residues 5 — 10 and the HA tag is
located at residues 36 — 44.

The following amino acid ubstitutions are present:

E — G, where E551 of the native sequence is G597 of the fusion protein.
S—N, where S637 of the native sequence is N683 of the fusion protein.
G - A, where G697 of the native sequence is A743 of the fusion protein.
The additional glutamine, Q157 (native sequence) reported in Dalby et al.
(1998) J.Biol.Chem. 273, 1496-1998, has been removed from the fusion
protein.
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Protease cleavage rTEV (ENLYFQG) residues 18 - 24

Cloning sites Notl site in pFastBAC HTb



Division of Signal Transduction Therapy

Complete
nucleotide sequence

ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGEGCGCCAT GGAT CCGGAAT TCGCGECCEC
CACCATGTACCCATACGATGI TCCAGATTACGCTCTCGAGATGCCGCTC
GCCCAGCT CAAGGAACCCT GGCCGECT CATGGAGCT GGT GCCGCTGGACC
CCGAGAAT GGACAGCECT TCAGGEGAAGAAGCT GGACT TCAGCCAT CCAA
GGATGAGGEGECATCCTCAAGGAGATCTCTATCACACACCACGT CAAGECT
GCCTCTGAGAAGCCTGATCCATCCCATTTTGAGCTCCTCAAGGT TCTGG
GCCAAGGATCCTTTGGCAAAGT CTTCCTGGTACGCAAGGT CACCCGECC
TGACAATGGGCACTTGTATGCCATGAAAGT AT TAAAGAAGGCCACCCTG
AAAGT GCGT GACCGT GT TCGGACCAAGAT CGAGAGAGACATCCTAGCTG
ACGTGAACCACCCCTTCGTAGT GAAACTGCACTATGCCT TCCAGACCGA
GGGCAAGCTCTATCTTATTCTGGACT TTCTGCGT GGTGGAGACCTGITC
ACACGACTCTCAAAGGAGGT TATGT TTACAGAGGAGGATGTGAAGTTTT
ACCTGGECTGAGCT GECACT GEECCTGGACCACCT GCACAGCTTGEECAT
CATTTACAGAGACCT CAAGCCTGAAAATATCCTTTTGGATGAGGAGGEEC
CACATCAAACTCACTGACT TTGGECCT GAGCAAGGAGGCCATTGACCACG
AAAAGAAGGCCTATTCCT TCT GCGCGACGGT GGAGT ACAT GECCCCCGA
GGT TGT CAACCGCCAGGGCCACACCCACAGT GCAGATTGGTGGTCCTAT
GCGEGTGI TGATGT TTGAGAT GCTGACGGEECT CCCTGCCCT TCCAGGEEA
AGGACCGGAAGGAGACCATGACCTTGATTTTGAAGGCAAAGCTAGGCAT
GCCCCAGT TTCTGAGCACGGAAGCCCAGAGCCTCCTGECEEECCCTGITC
AAGAGGAAT CCTGCCAACCGECT TGECT CAGGCCCCGAT GEEGECTGAGG
AAATTAAGAGACATATCTTCTACTCTACCATTGACTGGAATAAGCTCTA
CCGCCGT GAGATCAAGCCACCT TTCAAGCCCGCT GT GGCCCAACCGGAT
GACACCTTCTACTTTGATACCGAGT TCACGT CACGCACACCCAGEGATT
CGCCGEEECAT CCCCCCCAGT GCTGGTGCCCATCAGCTCTTCCGTGECT T
CAGCT TCGTI GGCCACCGEGT CTGAT GGAGGAT GACAGCAAGCCT CGEEECC
ACCCAAGCT CCGCTGCACT CGGT GGTACAGCAACT CCACGGGAAGAACT
TGGTTTTCAGCGATGECTACATAGT AAAGGAGACGAT CEECGTGEEECTC
CTACTCTGIGI GT AAGCGCT GT GT CCACAAGGECCACCAACATGGAGTAC
GCAGTCAAAGT CATCGACAAAAGCAAAAGAGATCCCTCCGAAGAGATCG
AGATTCTTCTGCGGTATGGACAGCACCCCAACAT CATCACCCTGAAAGA
TGTGTATGACGACAGT AAGCACGTATACCT GGT GACAGAGT TGATGAGG
GGCGEEGAGCCT GCTGGATAAGAT CCTACGECAGAAAT TCTTCTCAGAGC
GGGAGGECCAGCT TCGTCCTGTACACCAT CAGCAAGACTGTGGAATACTT
GCACTCCCAAGGEGEGT CGTCCACAGGGACCTCAAACCCAGTAACATCCTG
TATGI GGATGAGT CTGGGAACCCCGGATGCCTACGAATATCCGACTTTG
GCTTTGCCAAGCAGCTACGGEECTGAGAACCEECTTCTCATGACACCT TG
CTACACAGCCAACTTTGTGGCACCT GAGGT GCCTGAAGCGT CAGGGECTAC
GATGAAGGECTGTGACATAT GGAGCCTGEECGT TCTGCTGTACACGATCGC
TGGCAGGATACACT CCATTTGCCAAT GGGCCCAGT GATACCCCAGAGEA
GATCCTCACCCGGAT CAGCAGT GGGAAGT TCACCCT CAACGGGEEGAAAC
TGGAACACGGT TTCAGAGACAGCCAAGGACTTAGTATCTAAGATGCTGC
ATGTGGACCCCCACCAGCGECCT CACAGCCAAACAGGT TCTGCAGCACCC
GI'GGATCACCCAGAAAGACAAGCT CCCCCAGAGCCAGT TGT CCCACCAA
GACCTGCAGCTTGT GAAGGGGEECCATGECAGCTACATATTCTGCACTCA
GI'AGCTCCAAACCCACCCCCCAGCT CAAGCCAATCGAGT CGI'CCATCCT
GGCCCAGCGECEEGET GAGGAAGCT GCCATCCACCACCCT G
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