Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active SAPK 2a[1 - 360]

Enzyme description:- SAPK2a[1 - 360]
Clone number :- DU 979

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 25 mg/L
Calculated molecular mass.- 67, 542 daltons
Purity:- >85 %

Activation protocol:-

SAPK?2a (3.5 uM) isactivated in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 0.1 mM sodium vanadate, 10 mM MgAc, 0.1 mM ATP with
200 nM MBP-MKK6 DD [DU 1662] at 30 °C for 30 min. Following activation,
SAPK?2aisre-purified by GSH Sepharose 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

Stor age temper atur e: - -20°C
Assay:- Standard filter binding
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA,
0.1 mM sodium vanadate, 10 mM magnesium acetate

Substrate:-
Myelin Basic Protein  Final concentration: 0.3 mg/ml

Specific activity range:- 40-80 U/mg
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Clone Data Sheet
SAPK?2a[1 - 360]

SAPK?2a[1-360]
DU 979

Human

L 35264
N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM_KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVVL YMDPMCL DAFPKLVCFKKRI EAI PQI DKY
LKSSKYI AWPL QGNQAT FGGEGEDHPPKSDL VPRGSMSQERPTFYRQELN
KTI WVEVPERYQNL SPVGSGAYGSVCAAFDTKTGLRVAVKKL SRPFQSI

| HAKRTYRELRLLKHVKHENVI GLLDVFTPARSLEEFNDVYLVTHLMG
ADLNNI VKCQKLTDDHVQFLI YQ LRGA-KYI HSADI | HRDLKPSNLAV
NEDCELKI LDFG.ARHTDDEMI GYVATRWYRAPEI M-NVWHYNQT VDI
WEVGCl MAELLTGRTLFPGITDHI DQLKLI LRLVGTPGAEL LKKI SSES
ARNYI QSLTQVPKMNFANVFI GANPLAVDLLEKM.VLDSDKRI TAAQA
L AHAYFAQYHDPDDEPVADPYDQSFESRDLLI DEVKSLTYDEVI SFVP
PPLDQEEMES

Amino acids M1 — S360 (end) of human SAPK2a.
Residue M 227 of the fusion protein is equivalent to M1 of the native
enzyme. The GST tag islocated at residues 1 — 220.

Thrombin (LVPRGS) residues 221 - 226

BamHI site of pGEX-4T1
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ATGTCTCAGGAGAGGCCCACGT TCTACCGGECAGGAGCTGAACAAGACA
ATCTGEGAGGT GCCCGAGCGT TACCAGAACCT GT CTCCAGT GEECTCT
GGCGCCTATGECTCTGIGTGTGCTGCTTTTGACACAAAAACGEGGT TA
CGT GT GGCAGT GAAGAAGCTCTCCAGACCATTTCAGI CCATCATTCAT
GCGAAAAGAACCTACAGAGAACT GCGGT TACTTAAACATATGAAACAT
GAAAATGTGATTGGTCTGT TGGACGT TTTTACACCTGCAAGGTCTCTG
GAGGAATTCAATGATGT GTATCTGGT GACCCATCTCATGEGEEGECAGAT
CTGAACAACATTGTGAAATGT CAGAAGCTTACAGATGACCATGI TCAG
TTCCTTATCTACCAAATTCTCCGAGGTCTAAAGTATATACATTCAGCT
GACATAATTCACAGGGACCTAAAACCTAGTAATCTAGCTGTGAATGAA
GACTGTGAGCCTGAAGATTCTGGAT TTTGGACT GGCTCGGECACACAGAT
GATGAAAT GACAGCGCTACGT GECCACTAGGT GGTACAGGECTCCTGAG
ATCATGCTGAACTGGATGCATTACAACCAGACAGT TGATATTTGGT CA
GIGGGATGCATAATGECCGAGCTGT TGACTGGAAGAACATTGT TTCCT
GGTACAGACCATATTGATCAGI TGAAGCTCATTTTAAGACTCGT TGGA
ACCCCAGGGEECTGAGCCTTTTGAAGAAAAT CTCCTCAGAGT CTGCAAGA
AACTATATTCAGI CTTTGACT CAGATGCCGAAGATGAACT TTGCGAAT
GIATTTATTGGT GCCAATCCCCTGECTGT CGACT TGCTGGAGAAGATG
CTTGTATTGGACT CAGATAAGAGAAT TACAGCGGCCCAAGCCCT TGCA
CATGCCTACTTTGCTCAGTACCACGATCCTGATGATGAACCAGT GGCC
GATCCTTATGATCAGTCCTTTGAAAGCAGGEGACCTCCTTATAGATGAG
TGGAAAAGCCT GACCTATGATGAAGT CATCAGCTTTGT GCCACCACCC
CTTGACCAAGAAGAGATGGAGTICCt ga




