Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active ERK8[2 - 544]

Enzyme description:- ERK8[2 - 544]
Clone number :- DU 662

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni*-NTA agarose
Expression level:- 3-4mg/lL
Calculated molecular mass.- 62, 620 daltons
Purity:- 75 %

Activation protocol:- Congtitutively active
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 MgAc

Substrate: -
Myelin basic protein Final concentration: 0.3 mg/ml

Specific activity range: - 60 — 120 U/mg
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Clone Data Sheset

ERK8[2 - 544]

ERKS8[2 - 544]
DU 662

Human

AY 065978
N-terminal His(6)

MHHHHHHDYDI PTTENL YFQGAMGSCTWDPR! VRRYLLRRQLGQGAYG
| VAKAVDRRTGEVWAI KKI FDAFRDKTDAQRTFREI TLLQEFGDHPNI |

SLLDVI RAENDRDI YLVFEFNDTDLNAVI RKGGLLQDVHVRSI FYQLLR
ATRFL HSGHVWVHRDQKPSNVL L DANCTVKL CDFGL ARSL GDL PEGPEDQ
AVTEYVATRWRAPEVL L SSHRYTLGVDMABLGCI LGEM.RGRPLFPGT
STLHQLELI LETI PPPSEEDLLAL GSGCRASVLHQLGSRPRQTLDALLP
PDTSPEAL DL L RRLLVFAPDKRL SATQAL QHPYVQRFHCPSDEWAREAD
VRPRAHEGVQL SVPEYRSRVYQM L ECGGSSGTSREKGPEGVSPSQAHL
HKPRADPQL PSRTPVQGPRPRPQSSPGHDPAEHESPRAAKNVPRQNSAP
L LQTAL L GNGERPPGAKEAPPL TL SL VKPSGRGAAPSL TSQAAAQVANQ
AL| RGDWNRGGGVRVASVQQVPPRL PPEARPGRRVFST SAL QGAQGGAR
ALL GGYSQAYGTVCHSAL GHLPLLEGHHV

Amino acids C2 — V544 (end) of human ERKS.

Residue C26 of the fusion protein is equilivalent to C2 of the native
enzyme. The His(6) tag islocated at residues 2 — 7 of the fusion protein.
rTEV (ENLYFQG) residues 15 - 21

BamH1 and EcoR1 site of pFastBAC HTb



Nucleotide
sequence of insert
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GGATCCTGCACCGTAGT GGACCCTCGCATTGT CCGGAGATACCTACTCA
GGCGECAGCT CGGGCAGGEEECCTATGECATTGT GTGGAAGGCAGT GGA
CCGGAGGACT GGTGAGGT CGTGGCCATCAAGAAAATCTTTGATGCTTTT

AGGGATAAGACAGATGCCCAGAGAACATTCCGGEGAAATCACGCTCCTCC
AGGAGT TTGGEGACCATCCCAACATCATCAGCCTCCTTGACGTGATCCG
GGCAGAGAACGACAGGGACATTTACCTGGTGT TTGAGT TTATGGACACT
GACCTGAACGCAGT CATCCCGAAGGGCGECCTGCTGCAGGACGT CCACG
TGCGCTCCATCTTCTACCAGCTCCTGCGGEECCACCCGGTTCCTCCACTC
GGGGCACGT TGT GCACCGGGACCAGAAGCCGT CCAATGT GCTCCTGGAT
GCCAACTGCACAGTGAAGCTGTGTGACT TTGECCTGECCCGECTCCCTGG
GCGACCT CCCT GAGGEECCT GAGGACCAGECCGT GACAGAGTACGTGGC
CACACGCTGGTACCGAGCACCGGAGGTGCTGCTCTCTTCGCACCGATAC
ACCCTTGGEGEGT GGACATGTGGAGT CTGGGCTGTATCCTGGGGEGAGATGC
TGCGGEGEGCGAGACCCCTGT TCCCCGECACGT CCACCCTCCACCAGCTGGA
GCTGATCCTGGAGACCATCCCACCGCCATCTGAGGAGGACCTCCTGECT
CTCGGECTCAGGCTGCCGTACCTCTGT GCTGCACCAGCTGEEGT CCCGEC
CACGACAGACGCTGGATGCCCTCCTACCGCCAGACACCT CCCCAGAGEC
CTTGGACCTCCTTAGGCGACT CCTGGT GTTCGCCCCGGACAAGCGGTTA
AGCGCGACCCAGGCACTGCAGCACCCCTACGTGCAGAGGT TCCACTGCC
CCAGCGACGAGT GGGCACGAGAGGCAGATGTGCGEGCCCCGEECACACGA
AGGGGTCCAGCTCTCTGTI GCCTGAGTACCGCAGCCGCGTCTATCAGATG
ATCCTGGAGT GT GGAGGCAGCAGCGGECACCT CGAGAGAGAAGGECCCEG
AGGGT GT CTCCCCAAGCCAGGCACACCTGCACAAACCCAGAGCCEACCC
TCAGCTGCCTTCTAGGACACCT GT GCAGGGT CCCAGACCCAGGCCCCAG
AGCAGCCCAGGCCATGACCCT GCCGAGCACGAGT CCCCCCGT GCAGCCA
AGAACGT TCCCAGGCAGAACT CCGCTCCCCTGCTCCAAACTGCTCTCCT
AGGGAAT GGGGAAAGGCCCCCT GGGECGAAGGAAGCGCCCCCCTTGACA
CTCTCGCTGGT GAAGCCAAGCGGEGAGGEGEGAGCTGCGECCCTCCCTGACCT
CCCAGGCT GCGECTCAGGT GECCAACCAGGECCCTGATCCGEEGTGACT G
GAACCGEEECEET GEGGT GAGGGT GGCCAGCGTACAACAGGT CCCTCCC
CGGCTTCCTCCGGAGECCCGEECCCGECCEGAGGATGT TCAGCACCTCTG
CCTTGCAGGGT GCCCAGGEEEGT GCCAGGECTTTGCTTGGAGECTACTC
CCAAGCCTACGGGACTGTCTGCCACTCGECACTGGGECCACCTGCCCCTG
CTGGAGGEECACCATGTIGr gagaat t ¢




