Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active SAPK3[1 - 367]

Enzyme description:- SAPK3J[1 - 367]
Clone number :- DU 980

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 10 mg/L
Calculated molecular mass.- 68, 561 daltons
Purity:- >85 %

Activation protocol:-

SAPK3 (3.5 uM) is activated 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-MKK®6 DD [DU 1662] at 30 °C for 30 min. Following activation, SAPK3
isre-purified by GSH Sepharose chromatography.

Enzyme storage 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

Storage temperature:- -70°C
Assay:- Standard filter binding assay
Assay buffer:-

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

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

Specific activity range: - 100 — 200 U/mg
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Clone Data Sheet
SAPK3[1-367]

SAPK3[1- 367]
DU 980

Human

Y 10487
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 QGWQAT FGGEDHPPKSDL VPRGSPEFMSSPPPARSGH
YRQEVTKTAVEVRAVYRDL QPVGSGAYGAVCSAVDGRT GAKVAI KKLY
RPFQSELFAKRAYREL RLLKHVRHENVI GLLDVFTPDETLDDFTDFYL
VMPFMGT DL GKLMKHEKL GEDRI QFLVYQWLKGLRY! HAAG | HRDLK
PGNLAVNEDCELKI LDFGLARQADSEMI GYWWTRWYRAPEVI LNWWRY
TQTVDI WEVGClI MAEM TGKTLFKGSDHLDQLKEI MKVTGTPPAEFVQ
RLQSDEAKNYMKGL PELEKKDFASI LTNASPLAVNLLEKM_VLDAEQR
VTAGEALAHPYFESLHDTEDEPQVQKYDDSFDDVDRTL DEVKRVTYKE
VL SFKPPRQLGARVSKETPL

Amino acids M1 — L 367 (end) of human SAPK3.

Residue M 230 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

EcoRI site of pGEX-4T1
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ATGAGCT CTCCGCCGECCCECCCCCAGT GECTTTTACCGCCAGGAGGT G
ACCAAGACGGECCT GEGAGGT GCECECCGT GTACCGEGACCT GCAGCCC
GTI'GEGECTCEEECECCTACGECECEET G GCTCGECCGT GGACGECCEC
ACCGGCGECTAAGGT GECCATCAAGAAGCTGTATCGECCCTTCCAGI CC
GAGCTGT TCGCCAAGCGECGECCT ACCGCGAGCT GCGCCTGCTCAAGCAC
ATGCGCCACGAGAACGT GATCGGEGCTGCTGGACGTATTCACTCCTGAT
GAGACCCTGCGATGACTTCACGGACTTTTACCTGGTGATGCCGT TCATG
GGCACCGACCT GGGCAAGCT CATGAAACAT GAGAAGCTAGGCGAGGAC
CGGATCCAGT TCCTCGT GTACCAGAT GCTGAAGGEGECTGAGGTATATC
CACGCTGCCGGCAT CATCCACAGAGACCT GAAGCCCGGECAACCTGECT
GIGAACGAAGACT GTGAGCTGAAGAT CCTGGACT TCGECCT GECCAGG
CAGGCAGACAGT GAGATGACT GGT TACGT GGTGACCCGEGT GGTACCGG
GCTCCCGAGGT CATCTTGAAT TGGAT GCGCTACACGCAGACGGTGGAC
ATCTGGT CTGI GEECTGCAT CATGCCGGAGAT GATCACAGGCAAGACG
CTGI TCAAGGGCAGCGACCACCT GGACCAGCT GAAGGAGATCATGAAG
GI'GACGGGEGACGCCT CCGECTGAGT TTGT GCAGCGGECT GCAGAGCGAT
GAGGCCAAGAACT ACAT GAAGGGECCT CCCCGAATTGGAGAAGAAGGAT
TTTGCCTCTATCCTGACCAATGCAAGCCCTCTGECTGTGAACCTCCTG
GAGAAGAT CCTGGT GCT CGACGCGGAGCAGCGEEGET GACGECAGECGAG
GCGCTGECCCATCCCTACT TCGAGT CCCTGCACGACACGCGAAGATGAG
CCCCAGGT CCAGAAGTATGATGACTCCTTTGACGACGT TGACCGCACA
CTGGATGAATGGAAGCGT GTTACT TACAAAGAGGT GCTCAGCTTCAAG
CCTCCCCEECAGCT GEEEECCAGEGT CTCCAAGGAGACECCTCTG ga



