Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of RSK4 [1 - 745]

Enzyme description:- RSK4 [1 - 745]
Clone number:- DU 63293
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH-Sepharose

Calculated molecular mass:-

Monoisotopic 110, 625.15 daltons

Average Mass 110, 696.21 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.88

Purity:- >80 %

Enzyme storage buffer:-
50 mM Tris-HCl pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -70 °C

Assay Buffer:-
50 mM Tris-HCl pH 7.5, 0.1mM EGTA, 10 mM DTT, 10 mM MgAc

Substrate:-
Long S6 [KEAKEKRQEQIAKRRRLSSLRASTSKSGGSQK]

Final concentration: 30 uM
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Clone Data Sheet

RSK4 [1 - 745]

RSK4 [1 - 745]
DU 63293
Human

NM 014496.5

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYIAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSMLPFAPQDEPWDRE
MEVFSGGGASSGEVNGLKMVDEPMEEGEADSCHDEGVVKEIPITHHVKE
GYEKADPAQFELLKVLGQOGSFGKVFLVRKKTGPDAGOLYAMKVLKKASL
KVRDRVRTKMERDILVEVNHPFIVKLHYAFQTEGKLYLILDFLRGGDVF
TRLSKEVLFTEEDVKFYLAELALALDHLHQLGIVYRDLKPENILLDEIG
HIKLTDFGLSKESVDQEKKAYSFCGTVEYMAPEVVNRRGHSQSADWWSY
GVLMFEMLTGTLPFQGKDRNETMNMILKAKLGMPQFLSAEAQSLLRMLF
KRNPANRLGSEGVEEIKRHLFFANIDWDKLYKREVOPPFKPASGKPDDT
FCFDPEFTAKTPKDSPGLPASANAHOLFKGFSFVATSIAEEYKITPITS
ANVLPIVQINGNAAQFGEVYELKEDIGVGSYSVCKRCIHATTNMEFAVK
IIDKSKRDPSEEIEILMRYGOQHPNIITLKDVFDDGRYVYLVTDLMKGGE
LLDRILKOQKCFSEREASDILYVISKTVDYLHCQGVVHRDLKPSNILYMD
ESASADSIRICDFGFAKQLRGENGLLLTPCYTANFVAPEVLMOOGYDAA
CDIWSLGVLFYTMLAGYTPFANGPNDTPEEILLRIGNGKFSLSGGNWDN
ISDGAKDLLSHMLHMDPHOQRYTAEQILKHSWITHRDOQLPNDQPKRNDVS
HVVKGAMVATYSALTHKTFQPVLEPVAASSLAQRRSMKKRTSTGL

Amino acids M1 — L745 (end) of human RSK4.
Residue M232 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag is located at residues 1 —220.

PreScission (LEVLFQGP) residues 221 — 228

BamH]1 and Notl sites of pGEX6P-1
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ggatccATGCTACCATTCGCTCCTCAGGACGAGCCCTGGGACCGAGAAATGGAA
GTGTTCAGCGGCGGCGGCGCGAGCAGCGGCGAGGTAAATGGTCTTAAAATGGTT
GATGAGCCAATGGAAGAGGGAGAAGCAGATTCTTGTCATGATGAAGGAGTTGTT
AAAGAAATCCCTATTACTCATCATGTTAAGGAAGGCTATGAGAAAGCAGATCCT
GCACAGTTTGAGTTGCTCAAGGTTCTTGGTCAGGGGTCATTTGGAAAGGTTTTT
CTTGTTAGAAAGAAGACCGGTCCTGATGCTGGGCAGCTCTATGCAATGAAGGTG
TTAAAAAAAGCCTCTTTAAAAGTTCGAGACAGAGTTCGGACAAAGATGGAGAGG
GATATACTGGTGGAAGTAAATCATCCATTTATTGTCAAATTGCACTATGCCTTT
CAGACTGAAGGGAAACTGTACTTAATACTGGATTTTCTCAGGGGAGGAGATGTT
TTCACAAGATTATCCAAAGAGGTTCTGTTTACAGAGGAAGATGTGAAATTCTAC
CTCGCAGAACTGGCCCTTGCTTTGGATCATCTGCACCAATTAGGAATTGTTTAT
AGAGACCTGAAGCCAGAAAACATTTTGCTTGATGAAATAGGACATATCAAATTA
ACAGATTTTGGACTCAGCAAGGAGTCAGTAGATCAAGAAAAGAAGGCTTACTCA
TTTTGTGGTACAGTAGAGTATATGGCTCCTGAAGTAGTAAATAGGAGAGGCCAT
TCCCAGAGTGCTGATTGGTGGTCATATGGTGTTCTTATGTTTGAAATGCTTACT
GGTACTCTGCCATTTCAAGGTAAAGACAGAAATGAGACCATGAATATGATATTA
AAAGCAAAACTTGGAATGCCTCAATTTCTTAGTGCTGAAGCACAAAGTCTTCTA
AGGATGTTATTCAAAAGGAATCCAGCAAATAGATTGGGATCAGAAGGAGTTGAA
GAAATCAAAAGACATCTGTTTTTTGCAAATATTGACTGGGATAAATTATATAAA
AGAGAAGTTCAACCTCCTTTCAAACCTGCTTCTGGAAAACCAGATGATACTTTT
TGTTTTGATCCTGAATTTACTGCAAAAACACCTAAAGATTCTCCCGGTTTGCCA
GCCAGTGCAAATGCTCATCAGCTCTTCAAAGGATTCAGCTTTGTTGCAACTTCT
ATTGCAGAAGAATATAAAATCACTCCTATCACAAGTGCAAATGTATTACCAATT
GTTCAGATAAATGGAAATGCTGCACAATTTGGTGAAGTATATGAATTGAAGGAG
GATATTGGTGTTGGCTCCTACTCTGTTTGCAAGCGATGCATACATGCAACTACC
AACATGGAATTTGCAGTGAAGATCATTGACAAAAGTAAGCGAGACCCTTCAGAA
GAGATTGAAATATTGATGCGCTATGGACAACATCCCAACATTATTACTTTGAAG
GATGTCTTTGATGATGGTAGATATGTTTACCTTGTTACGGATTTAATGAAAGGA
GGAGAGTTACTTGACCGTATTCTCAAACAAAAATGTTTCTCGGAACGGGAGGCT
AGTGATATACTATATGTAATAAGTAAGACAGTTGACTATCTTCATTGTCAAGGA
GTTGTTCATCGTGATCTTAAACCTAGTAATATTTTATACATGGATGAATCAGCC
AGTGCAGATTCAATCAGGATATGTGATTTTGGGTTTGCAAAACAACTTCGAGGA
GAAAATGGACTTCTCTTAACTCCATGCTACACTGCAAACTTTGTTGCACCTGAG
GTTCTTATGCAACAGGGATATGATGCTGCTTGTGATATCTGGAGTTTAGGAGTC
CTTTTTTACACAATGTTGGCTGGCTACACTCCATTTGCTAATGGCCCCAATGAT
ACTCCTGAAGAGATACTGCTGCGTATAGGCAATGGAAAATTCTCTTTGAGTGGT
GGAAACTGGGACAATATTTCAGACGGAGCAAAGGATTTGCTTTCCCATATGCTT
CATATGGACCCACATCAGCGGTATACTGCTGAACAAATATTAAAGCACTCATGG
ATAACTCACAGAGACCAGTTGCCAAATGATCAGCCAAAGAGAAATGATGTGTCA
CATGTTGTTAAGGGAGCAATGGTTGCAACATACTCTGCCCTGACTCACAAGACC
TTTCAACCAGTCCTAGAGCCTGTAGCTGCTTCAAGCTTAGCCCAGCGACGGAGC
ATGAAAAAGCGAACATCAACTGGCCTGtaagcggccgce



