Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MSK 1 [2 - 802]

Enzyme description:- MSK1[2- 802

Clone number :- DU 1849

Sour ce: - Recombinant

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

Expression level:- 5 mg/L

Calculated molecular mass.- 94, 344 daltons

Purity:- >90 %

Activation protocol:-

MSK1 (2 uM) is activated in 50 mM Tris-HCl pH 7.5, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 10 mM magnesium acetate,
0.1 mM ATP with 2 U/ml GST-SAPK?2a[DU 979] at 30 °C for 45 min. Following
activation, the MSK 1 is re-purified by Ni**-NTA agarose chromatography.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -20°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 magnesium acetate, 0.1 mM sodium vanadate

Substrate: -
Original Crosstide [GRPRTSSFAEG] Final concentration: 30 pM

Specific activity range: - 150 — 300 U/mg
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Clone Data Sheet

MSK1[2-802]
Protein MSK1[2-802]
Clone number DU 1849
Species Human
Accession no AF074393
Tags N-terminal His(6) and Flag (DY KDDDDK)
Baculovirus MSYYHHHHHHDYDI PTTENL YFQGAMGSATVDYKDDDDKEE

expressed protein EGGSSGGAAGT SADGGDGGEQL L TVKHEL RTANL TGHAEKY
G ENFELLKVLGTGAYGKVFLVRKI SGHDTCGKL YAMKVLKK
ATl VQKAKTTEHTRTERQVLEHI RQSPFLVTLHYAFQTETK
LHLI LDYI NGGELFTHLSQRERFTEHEVQ YVGEI VLALEH
LHKLA | YRDI KLENI LLDSNGHWWLTDFG.SKEFVADETE
RAYSFCGTI EYMAPDI VRGGDSGHDKAVDWASL GVLMYEL L
TGASPFTVDGEKNSQAEI SRRI LKSEPPYPQEMSALAKDLI
QRLLMKDPKKRL GCGPRDADEI KEHL FFQKI NV\DDL AAKKY
PAPFKPVI RDEL DVSNFAEEFTENMDPTYSPAALPQSSEKLF
QGYSFVAPSI LFKRNAAVI DPL QFHMGVERPGVTNVARSAM
MKDSPFYQHYDL DLKDKPL GEGSFSI CRKCVHKKSNQAFAV
Kl | SKRVEANTQKEI TALKLCEGHPNI VKLHEVFHDQLHTF
LVMELLNGGELFERI KKKKHFSETEASY! MRKLVSAVSHVH
DVGVVHRDLKPENLLFTDENDNLEI KI | DFGFARLKPPDNQ
PLKTPCFTLHYAAPEL LNONGYDESCDLWSLGVI LYTM.SG
QVPFQSHDRSLTCTSAVEI MKKI KKGDFSFEGEAVWKNVSQE
AKDL I QA_LTVDPNKRLKMSG.RYNEW. QDGSQL SSNPLMT
PDI LGSSGAAVHT CVKATFHAFNKYKREGFCL QNVDKAPLA
KRRKMKKTSTSTETRSSSSESSHSSSSHSHGKTTPTKTLQP
SNPADSNNPETL FQFSDSVA

Native sequence Amino acids E2 — A802 (end) of human MSK 1.
Residue E40 of the fusion protein is equivalent to E2 of the
native enzyme. The His(6) tag islocated at residues 5 — 10
and Flag tag at located at residues 32 - 39




Pr otease cleavage

Cloning sites

Nucleotide
sequence of insert
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(TEV (ENLYFQ) residues 18 — 23

BamH1 and Kpnl of pFastBAC HTb

AGATCTGCCACCAT GGACTACAAGGACGACGATGACAAGEA
GGAGGAGEGET GGCAGCAGCGECGEECECCECEEEGACCAGCG
CGGACGECEECEACCGAGGAGAGCAGCT CCTCACTGT CAAG
CACGAGCTGCGGACTGCTAATTTGACAGGACATGCTGAGAA
GGTGCGAATAGAAAAT TTTGAGCT CCTGAAGGT CCTAGGAA
CTGGAGCTTATGGAAAAGTATTTCTAGI TCGTAAAATAAGT
GGCCATGATACTGGAAAGCTGTATGCCATGAAAGT TTTGAA
AAAGGCAACAAT CGT TCAAAAGGCCAAAACCACAGAGCATA
CAAGGACAGAACGACAAGT CCTGGAACACATTAGGCAGT CG
CCATTTTTGGTAACATTACATTATGCTTTCCAGACAGAAAC
CAAACTTCATCTCATTTTAGATTATATAAATGGTGGTGAAC
TTTTTACTCATCTTTCTCAAAGAGAGCGT TTCACAGAGCAT
GAGGTGCAGATTTATGI TGGAGAGAT TGTGCTTGCCCTCGA
ACATCTCCACAAGT TGGGGATTATATATCGTGATATTAAGC
TTGAGAATATTCTACTTGATTCTAATGGCCATGTGGIGCTG
ACAGATTTTGGTCTGAGTAAGGAGT TTGTGECTGATGAAAC
TGAAAGAGCATATTCCTTTTGTGGAACTATTGAATACAT GG
CACCAGATATTGT CAGAGGEGEGAGAT TCAGGACATGACAAG
GCAGTTGACTGGTGGAGTI TTGEGTGT TCTAATGTATGAATT
ACTAACTGGAGCATCTCCTTTCACTGI TGATGGAGAAAAAA
ATTCCCAAGCTGAGATATCTAGGAGAATATTAAAAAGT GAG
CCTCCATATCCCCAAGAAATGAGT GCTTTAGCGAAAGACCT
AATTCAGCGTCTTTTGATGAAAGAT CCCAAGAAGAGATTGG
GATGTGGT CCACGT GATGCAGATGAAATCAAAGAACATCTC
TTCTTTCAGAAAATAAAT TGGGATGATTTAGCCGCCAAAAA
AGTGCCTGCACCATTTAAGCCAGTCATTCGAGATGAATTAG
ATGTGAGTAACT TTGCAGAAGAGT TCACAGAAATGGATCCC
ACTTATTCTCCCGCAGCCCT GCCCCAGAGI TCTGAGAAGCT
GITTCAGECCTATTCCTTTGI TGCTCCTTCCATCCTATTCA
AGCGTAATGCAGCTGTCATAGACCCTCTTCAGTTTCACATG
GGAGT TGAACGT CCTGGAGT GACAAATGT TGCCAGGAGT GC
AATGATGAAGGACTCTCCATTCTATCAACACTATGACCTAG
ATTTGAAGGACAAACCCCTGCGAGAAGGTAGI TTTTCAATT
TGTCGAAAGT GT GTGCATAAAAAAAGTAACCAAGCTTTTGC
AGTCAAAATAAT CAGCAAAAGGATGGAAGCCAATACTCAAA
AGGAAATAACAGCT CTGAAACT CTGT GAAGGACACCCCAAT
ATTGTGAAGI TGCATGAAGT TTTTCATGATCAGCTTCACAC
GITTCTAGTGATGGAACT TCTGAATGGAGGAGAACTGITTG
AGCGCATTAAGAAAAAGAAGCACT TCAGT GAGACGGAAGCC
AGCTACATCATGAGGAAGCT TGT TTCAGCTGTAAGCCACAT
GCATGATGI TGGAGT GGTGCACAGGGAT CTGAAACCT GAGA
ATTTATTGI TCACCGATGAAAATGACAATTTGGAAATTAAA
ATAATTGATTTTGGAT TTGCACGGCTAAAGCCACCGGATAA
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TCAGCCCCTGAAGACTCCATGCTTCACCCTTCATTATGCCG
CCCCAGAGCTCTTGAATCAGAACGGCTACGATGAGT CCTGT
GACCTGTGGAGCTTGEECGTCATTTTGTACACAATGI TGTC
AGGACAGGT TCCCTTCCAATCTCATGACCGAAGT TTGACGT
GTACCAGCGCGGTGGAAATCATGAAGAAAATTAAAAAGGGA
GATTTCTCCTTTGAAGGAGAAGCCTGGAAGAATGTATCCCA
AGAGGCTAAAGATTTGATCCAAGGACTTCTCACAGTAGATC
CAAACAAAAGCCTTAAAATGT CTGGCTTGAGGTACAATGAA
TGGCTACAAGATGGAAGT CAGCTGTCCTCCAATCCTCTGAT
GACTCCGGATATTCTAGGATCTTCCGGAGCTGCCGTGCATA
CCTGTGTGAAAGCAACCTTCCACGCCTTTAACAAATACAAG
AGAGAGGGGTTTTGCCTTCAGAATGT TGATAAGGCCCCTTT
GGCTAAGAGAAGAAAAAT GAAAAAGACTAGCACCAGTACCG
AGACGCGCAGCAGI TCCAGTGAGAGTTCCCATTCTTCTTCC
TCTCATTCTCACGGTAAAACTACACCCACCAAGACACTGCA
GCCCAGCAAT CCTGCCGACAGCAATAACCCGGAGACCCTCT
TCCAGTTCTCGGACTCAGTAGCTt aggcat ggt aggagt gt
at cagt gatccattgcacctttattccctcagcat at gcct
gaggcgatcttttatgcttttaaaaatgtttccecgttggtc
tcattggaatctgcctcctaatgattttttttcaggaaaac
ctgtttggttatcctcattcaaaagcact ggacagagaatg
ttact gt gaat agagcacatattactctttttagcaaccta
gcat gat gccaacaagact attttt gaaagagcaaaggttc
ctgtaaatttaattagggctagatttgagctgcttgtaagt
cacaggttttccagat gt ct gccaacaagaaat gact cat a
ctgtgatgataccttttgctttgccttgtggacaat gt ggg
tttttgaaatttgcacccttcaaacaat gatttat cagaga
aaggggtctgttttcaaaaaagattctgtaatgaattttat
gtgtggcatatacttatttcttgagagaagattttaactta
ttgtttttattttatggttacatatgat gataacctgct at
t at t aaact ggt acc



