Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active p42MAPK [2 — 360]

Enzyme description:- p42MAPK [2 — 360]
Clone number :- DU 650

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 20 mg/L
Calculated molecular mass.- 68, 721 daltons
Purity:- >95 0

Activation protocol:-

p42MAPK (3.5 uM) is activated in 50 mM Tris-HCI 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 100 nM active GST-MKK 1-His(6) [DU 1843] at 30 °C for 30 min.
Following activation, the MKK 1 is removed by chromatography on Ni%*-NTA agarose.
The active p42MAPK isfurther purified by chromatography on Mono-Q.

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 temper atur e: - -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: - 350 — 700 U/mg
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Clone Data Sheset

p42MAPK [2 - 360]

PA2MAPK [2 — 360]
DU 650

Human
NM_002745
N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEG
DKWRNKKFELGLEFPNLPYYI DGDVKLTQSNMAI | RYI A
DKHNMLGGCPKERAEI SMLEGAVLDI RYGVSRI AYSKD
FETLKVDFL SKL PEM.KMFEDRL CHKTYLNGDHVTHPD
FMLYDAL DVVLYMDPMCL DAFPKLVCFKKRI EAI PQ D
KYLKSSKYI AWPL QGWQAT FGGGEDHPPKSDLEVLFOGP
LGSPNSRVDAAAAAAGAGPEMWRGVFDVGPRYTNLSY
| GEGAYGWCSAYDNVNKVRVAI KKI SPFEHQTYCQRT
LREI KI LLRFRHENI | G NDI | RAPTI EQWKDVYI VQD
LMETDLYKLLKTQHLSNDHI CYFLYQ LRGLKYI HSAN
VLHRDLKPSNLLLNTTCDLKI CDFA-ARVADPDHDHTG
FLTEYVATRWYRAPEI MLNSKGYTKSI DI WSVGCI LAE
M_.SNRPI FPGKHYLDQLKHI LG LGSPSQEDLNCI | NL
KARNYL L SL PHKNKVPWNRL FPNADSKALDLLDKM_TF
NPHKRI EVEQALAHPYLEQYYDPSDEPI AEAPFKFDME
L DDLPKEKLKEL| FEETARFQPGYRS

Amino acids A2 — S360 (end) of human p42MAPK.
Residue A238 of the fusion protein is equivalent to A2 of the native
enzyme. The GST tag islocated at residues 1 — 220.

PreScission (LEVLFQGPL) residues 221 - 229

Sall and Notl of pGEX6P-3



Nucleotide
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GCGT CGACGCGECEECEECEECEECEEECECEEECCCECGAGAT GG
TCCGECGEEECAGGT GT TCGACGT GEGECCGCGECTACACCAACCTCT
CGTACATCGECGAGGEGECECCTACCGCATGGTGIGCTCTGCTTATG
ATAATGT CAACAAAGT TCGAGTAGCTATCAAGAAAAT CAGCCCCT
TTGAGCACCAGACCTACTGCCAGAGAACCCTGAGGGAGATAAAAA
TCTTACTGCGCTTCAGACATGAGAACATCATTGGAATCAATGACA
TTATTCGAGCACCAACCATCGAGCAAATGAAAGATGTATATATAG
TACAGGACCTCATGCGAAACAGATCTTTACAAGCTCTTGAAGACAC
AACACCTCAGCAATGACCATATCTGCTATTTTCTCTACCAGATCC
TCAGAGGGT TAAAATATATCCATTCAGCTAACGTTCTGCACCGT G
ACCTCAAGCCTTCCAACCTGCTGCTCAACACCACCTGIGATCTCA
AGATCTGTGACT TTGGCCTGECCCGT GT TGCAGATCCAGACCATG
ATCACACAGGGT TCCTGACAGAATATGTGGCCACACGT TGGTACA
GGGCTCCAGAAATTATGT TGAATTCCAAGGGCTACACCAAGI CCA
TTGATATTTGGTCTGTAGGCTGCATTCTGGCAGAAATCCTTTCTA
ACAGGCCCATCTTTCCAGGCGAAGCATTATCTTGACCAGCTGAAAC
ACATTTTGGEGTATTCT TGGATCCCCATCACAAGAAGACCTGAATT
GTATAATAAATTTAAAAGCCTAGGAACTATTTGCTTTCTCTTCCAC
ACAAAAAT AAGGT GCCATGGAACAGGCTGT TCCCAAATGCTGACT
CCAAAGCTCTGGACTTATTGGACAAAATGT TGACATTCAACCCAC
ACAAGAGGATTGAAGT AGAACAGGECTCTGECCCACCCATATCTGG
AGCAGTATTACGACCCGAGT GACGAGCCCAT CECCGAAGCACCAT
TCAAGT TCGACAT GGAAT TGGATGACT TGCCTAAGGAAAAGCT CA
AAGAACTAATTTTTGAAGAGACT GCTAGATTCCAGCCAGGATACA
GATCTt aagcggccgcgce



