Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active SAPK2b [1 — 364]

Enzyme description:- SAPK2b[1 — 364]
Clone number :- DU 1791

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 10 mg/L
Calculated molecular mass.- 67, 979 daltons
Purity:- >85 %

Activation protocol:-

SAPK2b (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,
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

Storage temperature: - -20°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: - 75-150 U/mg
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Clone Data Sheet
SAPK2b [1 - 364]

SAPK2b[1 - 364]
DU 1791

Human

Y 14440
N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM_KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGGEDHPPKSDL VPRGSPEFMSGPRAGFYRQ
EL NKTVWAEVPQRL QGL RPVGSGAYGSVCSAYDARL RQKVAVKKL SRPF
QSLI HARRTYRELRLLKHLKHENVI GLLDVFTPATSI EDFSEVYLVTT
LMGADLNNI VKCQAL SDEHVQFLVYQLLRGLKYI HSAG | HRDLKPSN
VAVNEDCELRI L DFGLARQADEEMI GYVATRWYRAPEI MLNWVHYNQT
VDI WEVGCI MAEL L QGKALFPGSDYI DQLKRI MEVWWGTPSPEVLAKI S
SEHARTY! QSLPPMPQKDL SSI FRGANPLAI DLLGRM_VLDSDQRVSA
AEAL AHAYFSQYHDPEDEPEAEPYDESVEAKERTLEEVWKELTYQEVLS
FKPPEPPKPPGSLEI EQ

Amino acids M1 — Q364 (end) of human SAPK2b.

Residue M 230 of the GST-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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ATGTCGEECCCT CTCACCEECT TCTACCGECAGGAGCTGAACAAGACC
GTI'GT GGGAGGT GCCGCAGCGECT GCAGGEGEECT GCGCCCGGTGEECTCC
GGCGCCTACGECTCCGT TTGT TCGECCTACGACGCCCEECT GCGCCAG
AAGGT GECGEGET GAAGAAGCT G CGCGCCCCTTCCAGT CGCTGATCCAC
GCGCGCAGAACGT ACCGGEGAGCT GCGGCTGCTCAAGCACCT GAAGCAC
GAGAACGT CATCGGECT TCTGGACGT CTTCACGCCGECCACGTCCATC
GAGGACT TCAGCGAAGT GTACT TGGTGACCACCCT GATGGECECCGAC
CTGAACAACATCGT CAAGT GCCAGGCGCT GAGCGACGAGCACGTI TCAA
TTCCTGGTTTACCAGCT GCTGCGCCEECTGAAGTACATCCACTCGECC
GGGAT CATCCACCGGEGACCT GAAGCCCAGCAACGT GECTGTGAACGAG
GACTGTGAGCTCAGGATCCTGGAT TTCGGEECT GECGECGCCAGECGEGAC
GAGGAGAT GACCGGECTAT GT GECCACGCGECT GGTACCGEECACCTGAG
ATCATGCTCAACTGGATGCATTACAACCAAACAGT GGATATCTGGTCC
GIGGECTGCATCATGECT GAGCT GCTCCAGGEGECAAGGCCCTCTTCCCG
GGAAGCGACTACATTGACCAGCT GAAGCGCATCATGGAAGT GGTGGEEC
ACACCCAGCCCTGAGGT TCTGGCAAAAAT CTCCT CGGAACACGCCCGG
ACATATATCCAGT CCCTGCCCCCCAT GCCCCAGAAGGACCTGAGCAGC
ATCTTCCGT GGAGCCAACCCCCTGECCATAGACCTCCTTGGAAGGATG
CTGGTGCTCGACAGT GACCAGAGGEGT CAGT GCAGCT GAGGCACTGECC
CACGCCTACTTCAGCCAGT ACCACGACCCCGAGGAT GAGCCAGAGECC
GAGCCATATGATGAGAGCGT TGAGGCCAAGGAGCGCACGCT GRAGGAG
TGGAAGGAGCT CACTTACCAGGAAGT CCTCAGCTTCAAGCCCCCAGAG
CCACCGAAGCCACCT GECAGCCTGGAGATTGAGCAG ga



