Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active p44MAPK [2 — 379]

Enzyme description:- p44MAPK [2 —379]
Clone number:- DU 1509

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 10 mg/L

Calculated molecular mass: -

M onoisotopic 69, 757.66 daltons

Average Mass 69, 802.46 daltons

[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.06

Purity:- >90 %

Activation protocol:-

p44MAPK (3.5 uM) isactivated 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-MKK1-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 p44MAPK 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.

Stor age temper atur €: - -20°C
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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: - To be determined




Protein

Clone number

Species

Accession humber

Tags

Bacterially
expressed protein

Native sequence

Pr otease cleavage

Cloning sites

Division of Signal Tranduction Therapy

Clone Data Sheset

P44AMAPK [2 - 379]

PAAMAPK [2 —379]
DU 1509

Human

BC013992

N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKK
FELGLEFPNLPYYI DGDVKLTCQSMAI | RYl ADKHNM.GGCPKERA
El SMLEGAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KM-ED
RL CHKT YL NGDHVTHPDFM. YDAL DVVL YMDPMCL DAFPKLVCFK
KRI EAl PQ DKYLKSSKY!l AWPL QGWQATFGGGDHPPKSDLEVLF
QGPL GSAAAAAQGGEGECEEPRRTEGVGEPGVPGEVEMVKGPFDVGEP
RYTQLQYI GEGAYGWSSAYDHVRKTRVAI KKI SPFEHQT YCORT
LRElI Q LLRFRHENVI G RDI LRASTLEAMRDVY! VQDLMETDLY
KLLKSQQLSNDHI CYFLYQ LRGKYI HSANVLHRDLKPSNLL SN
TTCDLKI CDOFGLARI ADPEHDHTGFLTEYVATRWYRAPEI MLNSK
GYTKSI DI WeVGCI LAEMLSNRPI FPGKHYLDQLNHI LG LGSPS
QEDLNCI I NMKARNYL QSL PSKTKVAVWAKL FPKSDSKAL DLLDRM
LTFNPNKRI TVEEALAHPYLEQYYDPTDEPVAEEPFTFAMEL DDL
PKERLKEL| FQETARFQPGVLEAP

Amino acids A2 — P379 (end) of human p44MAPK.
Residue A232 of the fusion protein is equivalent to A2 of the native
enzyme. The GST tag islocated at residues 1 — 220.

The following amino acid substitution is present:
| — S, where 1174 of the native sequence is S404 of the fusion
protein

PreScission (LEVLFQGPL) residues 221 - 229

BamH1 and Sal1 of pGEX6P-1



Nucleotide
sequence of insert
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ggat ¢ c GCGECEECEECEECT CAGGEEEECGEEEECEEEGAGCCC
CGTAGAACCGAGGGEEGET CEECCCGEEEGT CCCGEEELAGGT GRAG
AT GGT GAAGGGEGECAGCCGT TCGACGT GGECCCGECGECTACACGCAG
TTGCAGTACAT CGECGAGGGCGCGTACGGCATGGTCAGCTCGECC
TATGACCACGT GCGCAAGACT CGCGT GGCCATCAAGAAGATCAGC
CCCTTCGAACATCAGACCTACTGCCAGCGCACGCTCCGGEGAGATC
CAGATCCTGCTGCGCTTCCGCCATGAGAATGT CATCGGCATCCCGA
GACATTCTGCGGECGTCCACCCTGGAAGCCATGAGAGATGI CTAC
ATTGTGCAGGACCTGATGGAGACTGACCTGTACAAGT TGCTGAAA
AGCCAGCAGCTGAGCAATGACCATATCTGCTACTTCCTCTACCAG
ATCCTGCGGEGECCTCAAGTACATCCACTCCGCCAACGTGCTCCAC
CGAGATCTAAAGCCCTCCAACCTGCTCAGCAACACCACCTGCGAC
CTTAAGATTTGTGATTTCGGCCTGGCCCCGATTGCCGATCCTGAG
CATGACCACACCGGECTTCCTGACGGAGTATGT GGCTACGCECTGG
TACCGGGCCCCAGAGATCATGCTGAACT CCAAGGGCTATACCAAG
TCCATCGACATCTGGTCTGTGGGCTGCATTCTGGCTGAGATGCTC
TCTAACCGGCCCATCTTCCCTGECAAGCACTACCTGGATCAGCTC
AACCACATTCTGGGCATCCTGEGCTCCCCATCCCAGGAGGACCT G
AATTGTATCATCAACATGAAGGCCCGAAACTACCTACAGTCTCTG
CCCTCCAAGACCAAGGTGECTTGGGCCAAGCTTTTCCCCAAGT CA
GACTCCAAAGCCCTTGACCTGCTGGACCGGATGTTAACCTTTAAC
CCCAATAAACGGATCACAGT GGAGGAAGCGCTGECTCACCCCTAC
CTGGAGCAGTACTAT GACCCGACGGATGAGCCAGT GGCCGAGGAG
CCCTTCACCTTCGCCATGGAGCTGGATGACCTACCTAAGGAGCGG
CTGAAGGAGCTCATCTTCCAGGAGACAGCACGCTTCCAGCCCGGA
GIGCTGGAGGECCCCCt aggt cgac



