Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MAPKAP-K 2 [46 - 400]

Enzyme description:- MAPKAP-K2 [46 - 400]

Clone number :- DU 1714

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST and C-terminal Myc
Purification method:- GSH Sepharose

Expression level:- 20 mg/L

Calculated molecular mass.- 70, 022 daltons

Purity:- >90 %

Activation protocol:-

MAPKAP-K2 (4 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 ATPwith 2 U/ml GST-SAPK?2a[DU 979] at 30 °C for 45 min. Following
activation, the enzyme is repurified by chromatography on MonoS (GST-SAPK 2a does
not bind MonoS).

Enzyme stor age buffer :-
50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 MM PMSF

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:-
KKLNRTLSVA: Final concentration: 30 UM

Specific activity range: - 1000 — 1500 U/mg
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Clone Data Sheet

MAPK AP-K 2 [46 - 400]

MAPKAP-K2 [46 - 400]
DU 1714

Human

NM_032960

N-terminal GST and C-terminal MY C (EQKLISEEDL)

M5PI LGYVKI KA-VQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNPLYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM_HMFEDRLCHKTYLN
GDHVTHPDFM.YDALAVVLYMDPMCL DAFPKLVCFKKRI EAI PQI DKY
LKSSKYI AWPL QGWQAT FGGGEDHPPKSDLVPRGSPGE SGEGGE LEAT
MVEFHVKSGLQ KKNAI | DDYKVTSQVLGLGA NGKVLQ FNKRTQEKFA
L KML QDCPKARREVEL HARASQCPHI VRI VDVYENL YAGRKCLLI VIVE
CLDGGELFSRI QDRGDQAFTEREASEI MKSI GEAI QYLHSI NI AHRDV
KPENLLYTSKRPNAI LKLTDFGFAKETTSHNSLTTPCYTPYYVAPEVL
GPEKYDKSCDMABL GVI MY| LLCGYPPFYSNHGLAI SPGVKTRI RM3Q
YEFPNPEWSEVSEEVKM.I RNLLKTEPTQRMT T TEFMNHPW MQSTKV
PQT PLHT SRVLKEDKERWEDVKEEMI SALATMRVDYEQ Kl KKI EDAS
NPL L L KRRKKARAL RAAAL GHVE(KL | SEEDLK

Amino acids F46 — H400 (end) of human MAPKAP-K2.

Residue F243 of the fusion protein is equilivalent to F46 of the native
enzyme. The GST tag islocated at residues 1 — 220 and the MY C tag is
located at residues 599 — 608. The following amino acid is present after
the MAPKAP-K2 sequence and beforethe MY C tag, M at residue 598
and the following amino acid is present after the MY C tag, K at residue
609.

The following amino acid substitutions are present:
E — R, where E394 of the native sequence is R591 of the fusion protein
A — G, where A399 of the native sequence is G596 of the fusion protein

Thrombin (LVPRGYS) at residues 221 — 226



Cloning sites

Nucleotide
sequence of insert
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BamH1 and EcoR1 sites of pGEX-4T

TTCCACGT CAAGT CCGGCCT GCAGAT CAAGAAGAACGCCATCATCGAT
GACTACAAGGT CACCAGCCAGGT CCTGEEECTGGGECATCAACGGECAAA

GITTTGCAGATCT TCAACAAGAGGACCCAGGAGAAAT TCGCCCTCAAA
ATGCTTCAGGACT GCCCCAAGGECCCGCAGCGAGGT GGAGCTGCACT GG
CGGEGECCT CCCAGT GCCCCGACAT CGTACGGATCGT GGATGT GTACGAG
AATCTGTACGCAGEGAGGAAGT GCCTGCCTGATTGTCATGGAATGTTTG
GACGGT GGAGAACT CTTTAGCCGAAT CCAGGAT CGAGGAGACCAGGCA
TTCACAGAAAGAGAAGCATCCGAAAT CATGAAGAGCATCGGTGAGECC
ATCCAGTATCTGCATTCAATCAACATTGCCCAT CGGGATGTCAAGCCT
GAGAATCTCTTATACACCT CCAAAAGGCCCAACGCCATCCTGAAACTC
ACTGACTTTGGECTTTGCCAAGGAAACCACCAGCCACAACTCTTTGACC
ACTCCTTGI TATACACCGTACTATGT GGCTCCAGAAGT GCTGGEGTCCA
GAGAAGTATGACAAGT CCTGT GACATGT GGTCCCTGEGTGTCATCATG
TACATTCTGCTGI GT GEGTATCCCCCCTTCTACTCCAACCACGECCTT
GCCATCTCTCCGGECATGAAGACT CGCATCCGAAT GGGECCAGTATGAA
TTTCCCAACCCAGAATGGT CAGAAGTATCAGAGGAAGT GAAGATGECTC
ATTCGGAATCTGCTGAAAACAGAGCCCACCCAGAGAATGACCATCACC
GAGT TTATGAACCACCCT TGGATCATGCAATCAACAAAGGT CCCTCAA
ACCCCACTGCACACCAGCCGEEGT CCTGAAGGAGGACAAGGAGCEGT GG
GAGGAT GT CAAGGAGGAGAT GACCAGT GCCTTGGCCACAATGCCGCGT T
GACTACGAGCAGATCAAGATAAAAAAGAT TGAAGAT GCATCCAACCCT
CTGCTGCT GAAGAGGCGGAAGAAAGCT CEEGECCCT GGAGGCT GCGECT
CTGGGECCACATGGAGCAGAAGCT GAT CAGCGAGGAGGACCT GAAG



