Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active RSK2 [2 - 740]

Enzyme description:- RSK2 [2 - 740]

Clone number :- DU 1846

Sour ce: - Recombinant

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

Purification method:- Ni#*-NTA agarose

Expression level:- 5-10 mg/L

Calculated molecular mass.- 84, 678 daltons

Purity:- >95 0

Activation protocol:-

RSK2 (2 uM) is activated by incubation with 5 U/ml GST-p42MAPKinase

[DU 650 or DU 1844] and 1 U/ml GST-PDK1 [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. Following activation, the active MAPKAP-K1b 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 [KEAKEKRQEQIAK RRRL SSLRASTSK SGGSQK]
Final concentration: 30 pM

Specific activity range: - 500 — 1000 U/mg




Protein

Clone number

Species

Accession humber

Tags

Baculovirus
expressed protein

Native sequence

Pr otease cleavage

Cloning sites
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Clone Data Sheset

RSK 2 [2 - 740]

RSK2[2 - 740]
DU 1846

Human
NM_004586
N-terminal His(6)

MAHHHHHHGSPL AQL ADPWOKMAVESPSDSAENGQQ MDEPMGEEE! NP
QTEEGS! KEI Al THHVKEGHEKADPSQFEL L KVL GQGSFGKVFLVKKI S
GSDARQL YAVKVL KKATLKVRDRVRTKVERDI LVEVNHPFI VKLHYAFQ
TEGKLYLI LDFLRGGDLFTRL SKEVVFTEEDVKFYLAELALAL DHLHSL
G | YRDLKPENI LLDEEGH! KLTDFGLSKESI DHEKKAYSFCGTVEYMA
PEVVNRRGHT QSADWABFGVL MFEM. TGTL PFQGKDRKETMIM LKAKL
GVPQFL SPEAQSL L RML FKRNPANRL GAGPDGVEEI KRHSFFSTI DWRK
LYRREI HPPFKPATGRPEDTFYFDPEFTAKTPKDSPG PPSANAHQLFR
GFSFVAI TSDDESQAMITVGVHSI VQQLHRNSI QFTDGYEVKEDI GVGS
YSVCKRCI HKATNVEFAVKI | DKSKRDPTEEI El LLRYGQHPNI | TLKD
VYDDGKYVYWTELMKGGEL LDKI LRQKFFSEREASAVLFTI TKTVEYL
HAQGVVHRDLKPSNI LYVDESGNPES| Rl CDFGFAKQLRAENGLLMTPC
YTANFVAPEVLKRQGYDAACDI WL GVLLYTM.TGYTPFANGPDDTPEE
| LARI GSGKFSL SGGYWNSVSDTAKDL VSKM.HVDPHQRL TAAL VL RHP
W VHWDQL PQYQL NRQDAPHL VKGAVAATY SAL NRNQSPVL EPVGRSTL
AQRRG KKI TSTAL

Amino acids P2 — L 740 (end) of human RSK 2.

Residue P11 of the fusion protein is equilivalent to P2 of the native
enzyme. The His(6) tag islocated at residues 3 — 8.

The following amino acid substitution is present:

V — G, where V45 of the native sequence is G54 of the fusion protein.

None

Ndel and Xho1 sites of modified pFastBAC 1.
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Complete
nucleotide sequence

ATGGCGCATCACCATCACCAT CACGGATCCCCGECT GECECAGCT GECGG
ACCCGT GECAGAAGAT GCCT G GGAGAGCCCT TCCGACAGCGECGGAGAA
TGGACAGCAAAT TATGGATGAACCT AT GCGAGAGGAGGAGAT TAACCCA
CAAACT GAAGAAGGCAGTATCAAAGAAATTGCAATCACACATCATGTGA
AGGAAGGACAT GAAAAGGCAGATCCTTCCCAGT TTGAACT TTTAAAAGT
ATTAGGGECAGCGATCATTTGGAAAGGT TTTCTTAGI TAAAAAAATCTCA
GCCTCTGATGCTAGACAGCT TTATGCCATGAAAGT AT TAAAGAAGGCCA
CCCTGAAAGT TCGAGACCGT GT TCGGACAAAAAT GGAACGT GATATCTT
GGTAGAAGTCAATCACCCTTTCATTGTCAAATTGCATTACGCTTTTCAA
ACGGAAGCGAAGT TGTATCTTATTTTGGATTTTCTCAGGGECGGAGACT
TGITTACACGCT TATCCAAAGAGGT GATGI TCACAGAGGAAGATGT CAA
ATTCTACTTGECTGAACTTGCACTTGCTTTAGACCATCTTCATAGCCTG
GGAATAATCTATAGAGACTTAAAACCAGAAAACATACTTCTTGATGAAG
AAGGTCACATCAAGI TAACTGATTTTGECTTAAGTAAGGAATCTATTGA
TCATGAGAAGAAGCCTTATTCTTTTTGI GGCACTGTGGAATACATGECT
CCAGAAGTAGT TAACCGCAGAGGT CACACT CAGAGT GCGGACT GGTGGT
CCTTTGGTGTGT TGATGT TTGAAATGCTCACTGGTACACTACCTTTCCA
AGGAAAAGATCGTAAAGAAACAATGACTATGATTCTTAAAGCCAAACTC
GGGATGCCACAGTI TTCTGAGT CCTGAAGCCCAGAGTCTTTTACGAATGC
TTTTCAAACGGAAT CCTGCAAACAGAT TAGGT GCTGGACCAGATGGAGT
TGAAGAAATTAAAAGACATTCATTTTTCTCAACAATAGACT GGAATAAA
CTATATAGAAGAGAGATTCACCCACCTTTTAAGCCT GCAACTGECAGAC
CTGAAGATACATTTTATTTTGATCCTGAGI TTACTGCAAAAACTCCCAA
AGATTCACCGGGCATTCCACCTAGT GCTAACGCACATCAGCTTTTTCGG
GGGI TTAGITTTGT TGCTATTACCT CAGATGATGAAAGCCAAGCTATGC
AGACAGT TGGTGTGCATTCAATTGT TCAGCAATTACACAGAAACAGTAT
TCAGITTACTGATGCGATATGAAGTAAAAGAGGATATTGECGT TGECTCA
TACTCCGTTTGTAAGAGATGTATACATAAAGCTACAAACATGGAGITTG
CCGTGAAGATTATTGATAAAAGCAAGAGAGACCCAACAGAAGAGATTGA
AATTCTTCTTCGCTATGGACAGCATCCAAACATCATTACCCTAAAGGAT
GIGTATGATGATGGAAAATATGT GTATGTAGTAACAGAACT TATGAAAG
GAGGTGAATTGCTGGATAAGATTCTTAGACAGAAGT TTTTCTCAGAGCG
AGAGGCCAGCGECTGTCCTGI TTACTATAACCAAAACTGI TGAGTATCTT
CATGCACAAGGGGTGGT TCACAGAGACT TGAAACCTAGCAACATTCTTT
ATGTGGATGAGI CTGGTAATCCAGAATCTATTCGAATTTGTGATTTTGG
CTTTGCAAAACAACT GAGAGCAGAAAATGGTCTTCTCATGACTCCTTGT
TATACTGCAAATTTTGI TGCACCAGAGGT TTTAAAACGGECAAGGTTATG
ATGCTGCCTGTGATATATGGAGT CTTGECGT CCTCCTTTATACAATGCT
TACTGGI TACACTCCATTTGCAAATGGECCCTGATGATACT CCAGAGGAA
ATACTGGECACGAATAGGTAGT GGAAAATTCTCACTCAGT GGTGGT TACT
GGAATTCTGI TTCAGACACAGCAAAGGACCTGGT GTCAAAGATCGCTTCA
TGTAGATCCTCATCAGAGACT GACGECTGCTCTGGTGCTCAGACATCCT




Division of Signal Tranduction Therapy

TGGATTGTCCACT GGGACCAACTACCACAATACCAACTAAACAGACAGG
ATGCGCCGECATCTCGTAAAGGGT GCCATGECAGCTACGTACTCTCGCTTT
AAACCGCAATCAGT CCCCAGT CTTGGAACCAGT GGECCGECTCCACTCTT
GCTCAGCGGAGAGGGAT TAAAAAAAT CACCTCAACAGCCCTGE ga



