Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active RSK3[2 - 733]

Enzyme description:- RSK3[2 - 733]
Clone number :- DU 902

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 1.5 mg/L
Calculated molecular mass.- 110, 248 daltons
Purity:- 70 %

Activation protocol:-

RSK3 (2 uM) is activated by incubation with 5 U/ml GST-p42MAPKinase
[DU 650 or DU 1844] and 3.3 ng/ml GST-PDK 1 [DU 954] in 50 mM 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.
At present we are unable to remove the upstream activators from the RSK 3.

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, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

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
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Substrate:-

Long S6 [KEAKEKRQEQIAKRRRLSSLRASTSKSGGSQK]
Final concentration: 30 pM

Specific activity range: - to be determined




Protein

Clone number

Species

Accession humber

Tags

Bacterially
expressed protein

Native sequence

Pr otease cleavage

Cloning sites

Division of Signal Tranduction Therapy

Clone Data Sheset

RSK3[2 - 733]

RSK3[2- 733]
DU 902
Human
X85106

N-terminal GST

M5PI LGYVKI KALVOQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVVL YMDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGGDHPPKSDL EVL FQGPL GSPEFDL SMKK
FAVRRFFSVYLRRKSRSKSSSL SRLEEEGVVKEI DI SHHVKEG-EKAD
PSQFEL LKVL GQGSYGKVFLVRKVKGSDAGQL YAMKVL KKATLKVRDR
VRSKMVERDI LAEVNHPFI VKLHYAFQTEGKLYL| LDFLRGGDLFTRLS
KEVMFTEEDVKFYLAELALALDHLHSLGA | YRDLKPENI LLDEEGHI K
| TDFGLSKEAI DHDKRAYSFCGT | EYMAPEVVNRRGHT QSADWASFGV
LMFEMLTGSLPFQGKDRKETMVAL I L KAKL GVPQFLSGEAQSLLRALFK
RNPCNRLGAG DGVEEI KRHPFFVTI DWNTL YRKEI KPPFKPAL GRPE
DTFHFDPEFTARTPTDSPGVPPSANAHHL FRGFSFVASSL | QEPSQQD
L HKVPVHPI VQQLHGNNI HFTDGYEI KEDI GVGSYSVCKRCVHKATDT
EYAVKI | DKSKRDPSEEI El LLRYGOHPNI | TLKDVYDDGKFVYLVME
LMRGGELLDRI LRQRYFSEREASDVLCTI TKTMDYLHSQGVVHRDLKP
SNI LYRDESGSPESI RVCDFG-FAKQL RAGNGLLMIPCYTANFVAPEVL
KRQGYDAACDI WELGE LLYTMLAGFTPFANGPDDTPEEI LARI GSGKY
ALSGGN\WDS| SDAAKDVVSKM-HVDPHQRL TAMQVLKHPW/VNREYL S
PNQL SRQDVHL VKGAMVAAT YFALNRTPQAPRL EPVL SSNLAQRRGWKR
LTSTRL

Amino acids D2 — L 733 (end) of human RSK3.
Residue D235 of the fusion protein is equilivalent to D2 of the native
enzyme. The GST tag islocated at residues 1 — 220.

PreScission (LEVLFQGPL) at residues 221 — 229

EcoR1 and Sall site of pGEX6P-1
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ATGGACCTGAGCATGAAGAAGT TCGCCGTGCCCAGGTTCTTCTCTGI G
TACCT GCGCAGGAAGT CGCGCTCCAAGAGCT CCAGCCT GAGCCGECTC
GAGGAAGAAGGT GT CGT GAAGGAGATAGACATCAGCCATCATGT GAAG
GAGGGECTTTGAGAAGGCAGATCCT TCCCAGI TTGAGCTGCTGAAGGT T
TTAGGACAAGGAT CCTATGGAAAGGT GT TCCTGGT GAGGAAGGTGAAG
GGG CCGACGCT GGECAGCT CTACGCCATGAAGGT CCTTAAGAAAGCC
ACCCTAAAAGT TCGEGACCGAGT GAGATCGAAGATGGAGAGAGACATC
TTGECAGAAGT GAATCACCCCTTCATTGTGAAGCTTCATTATGCCTTT
CAGACGGAAGGAAAGCT CTACCTGATCCTGGACT TCCTGCEEEGAGEG
GACCTCTTCACCCGECT CTCCAAAGAGGT CATGT TCACGGAGGAGGAT
GICAAGT TCTACCTGGCTGAGCTGGCCT TGECTTTAGACCATCTCCAC
AGCCTGGEGGATCATCTACAGAGATCTGAAGCCTGAGAACATCCTCCTG
GATGAAGAGGGGECACATTAAGAT CACAGAT TTCGGCCTGAGTAAGGAG
GCCATTGACCACGACAAGAGAGCGTACTCCTTCTGCGEGACGATCGAG
TACATGGCACCCGAGGT GGT GAACCGEECGAGGACACACGCAGAGTGCC
GACTGGTGGTCCTTCGECGT GCTCATGT TTGAGATGCTCACGGEEGT CC
CTGCCGT TCCAGGGEGAAGGACAGGAAGGAGACCATGECTCTCATCCTC
AAAGCCAAGCT GGEGATGCCGCAGT TCCTCAGT GGGGAGGCACAGAGT
TTGCTGCGAGCTCTCTTCAAACGGAACCCCT GCAACCEECT GEGTGCT
GGCATTGACGGAGT GGAGGAAATTAAGCGCCATCCCTTCTTTGTGACC
ATAGACT GGAACACCCT GTACCGGAAGGAGATCAAGCCACCGI TCAAA
CCAGCAT TGGEECAGECCTGAGGACACCT TCCACTTTGACCCCGAGITC
ACAGCGCGGACGCCCACAGACT CTCCTGEECGT CCCCCCGAGT GCAAAC
GCTCATCACCTGI TTAGAGGATTCAGCT TTGT GECCTCAAGCCTGATC
CAGGAGCCCT CACAGCAAGAT CTGCACAAAGT CCCAGTTCACCCAATC
GIGCAGCAGT TACACGGGAACAACATCCACTTCACCGATGGCTACGAG
ATCAAGGAGGACAT CEGEGT GEECTCCTACT CAGT GTGCAAGCGATGT
GI'GCATAAAGCCACAGACACCGAGTATGCCGT GAAGATCATTGATAAG
AGCAAGAGAGACCCCT CGGAAGAGATTGAGATCCTCCTGCGGTACGEC
CAGCACCCGAACATCATCACCCTCAAGGATGTCTATGATGATGGCAAG
TTTGTGTACCT GGTAAT GGAGCT GAT GCGT GGT GGGGAGCTCCTGGAC
CGCATCCTCCGECAGAGATACT TCTCGGAGCGCGAAGCCAGIGACGTC
CTGI GCACCATCACCAAGACCATGGACTACCTCCATTCCCAGEEEGTT
GI' TCATCGAGACCT GAAGCCGAGTAACATCCTGTACAGEGATGAGT CG
GGGAGCCCAGAAT CCATCCGAGT CTGCGACT TCGECT TTGCCAAGCAG
CTGCGCGCCEEGAACGEECT GCTCATGACACCCT GCTACACGGECCAAT
TTCGT GEGCCCCEGAGGT CCTGAAGCGT CAAGGCTATGAT GCGEECGT GTf
GACATCTGGAGT TTGEEGATCCTGT TGTACACCATGCTGECAGGATTT
ACCCCTTTTGCAAAT GGECCAGACGATACCCCT GAGGAGATTCTGECG
CGGATCGGECAGT GGGAAGTATGCCCT TTCTGEEGGAAACT GGGACT CG
ATATCTGACGCAGCTAAAGACGT CGT GT CCAAGATGCTCCACGTGGAC
CCTCATCAGCGCCT GACGGCGATGCAAGT GCTCAAACACCCGTGEGTG
GICAACAGAGAGT ACCT GT CCCCAAACCAGCT CAGCCGACAGGACGT G
CACCTGGT GAAGGGCGCGATGECCGCCACCTACTTTGCTCTAAACAGA
ACACCT CAGGECCCCECGECT GRAGCCCGT GCTGT CATCCAACCT GGCT
CAGCGCAGAGGCATGAAGAGACT CACGT CCACCCGECTE ag



