Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MAPKAP-K3[2 - 382]

Enzyme description:- MAPKAP-K3[2 - 382]
Clone number :- DU 929

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

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

Calculated molecular mass.- 69, 635 daltons
Purity:- >80 %

Activation protocol:-

MAPKAP-K3 (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 MgAc, 0.1 mM ATP with

2 U/ml GST-SAPK2a[DU 979] at 30 °C for 45 min. Following activation, the enzymeis
repurified by chromatography on MonoS (GST-SAPK2a does not bind MonoS).

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, 10 mM MgAc

Substrate:-
KKLNRTLSVA Final concentration: 30 UM

Specific activity range:- 400 — 800 U/mg
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Clone Data Sheset

MAPKAP-K 3 [2 - 382]

MAPKAP-K3[2 - 382]
DU 929

Human

NM_004635

N-terminal GST

M5PI LGYVKI KALVOQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVVL YMDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGGEDHPPKSDL EVL FQGPL GSDGETAEEQG
GPVPPPVAPGGEPAE GGAPGGERREPKKYAVTDDYQL SKQVLGLGVNGKYV
L ECFHRRT GQKCAL KL L YDSPKARQEVDHHWQASGGPHI VCI LDVYEN
MHHGKRCLLI | MECVEGGEL FSRI QERGDQAFTEREAAEI VRDI GTAI
QFLHSHNI AHRDVKPENLL YTSKEKDAVLKL TDFGFAKETTONALQTP
CYTPYYVAPEVLGPEKYDKSCDMABLGVI MY LLCG-PPFYSNTGQAI
SPGVKRRI RLGQYGFPNPEWSEVSEDAKQLI RLLLKTDPTERLTI TQF
MNHPW NQSMVVPQT PLHT ARVL QEDKDHWDEVKEEMT SALATMRVDY
DQVKI KDL KTSNNRL L NKRRKKQAGSSSASQGCNNQ

Amino acids D2 — Q382 (end) of human MAPKAP-K3.
Residue D232 of fusion protein is equilivalent to D2 of the native
enzyme. The GST tag islocated at residues 1- 220.

PreScission (LEVLFQGPL) at residues 221 — 229

BamH1 and EcoR1 of pGEX6P-1
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GGATCCGAT GGTGAAACAGCAGAGGAGCAGEEEEECCCT GTECeeCCG
CCAGT TGCACCCGECGCGACCCGEECT TGEECEGT GCT CCEEEEEEECEE
CGGEGAGCCCAAGAAGT ACGCAGT GACCGACGACTACCAGTTGT CCAAG
CAGGT GCT GEECCTGCEGET GT GAACGECAAAGT GCTGGAGTGCTTCCAT
CGGECGCCACT GGACAGAAGT GTGCCCTGAAGCTCCTGTATGACAGCCCC
AAGGCCCGECAGGAGGTAGACCATCACT GECAGECTTCTGECEECCCC
CATATTGI CTGCATCCTGGATGI GTATGAGAACATGCACCATGGCAAG
CGCTGTCTCCTCATCATCATGGAATGCATGCGAAGGTGGTGAGTTGITC
AGCAGGAT TCAGGAGCGT GGCGACCAGECT TTCACT GAGAGAGAAGCT
GCAGAGATAATGCGEGATATTGECACTGCCATCCAGT TTCTGCACAGC
CATAACATTGCCCACCGAGATGICAAGCCTGAAAACCTACTCTACACA
TCTAAGGAGAAAGACGCAGTGCTTAAGCTCACCGATTTTGECTTTGCT
AAGGAGACCACCCAAAATGCCCTGCAGACACCCTGCTATACTCCCTAT
TATGTGECCCCT GAGGT CCTGCEGT CCAGAGAAGTATGACAAGT CATGT
GACATGIGGTCCCTGEGTGICATCATGTACATCCTCCTTTGTGECTTC
CCACCCTTCTACT CCAACACGEECCAGGECCAT CTCCCCGEEEATGAAG
AGGAGGAT TCGCCTGGGECCAGTACGECTTCCCCAATCCTGAGT GGTCA
GAAGT CTCTGAGGATGCCAAGCAGCTGATCCGCCTCCTGT TGAAGACA
GACCCCACAGAGAGGCTGACCATCACTCAGT TCATGAACCACCCCT GG
ATCAACCAATCGATGGTAGT GCCACAGACCCCACTCCACACGEECCCEA
GT GCTGCAGGAGGACAAAGACCACT GCGACGAAGT CAAGGAGRAGATG
ACCAGT GCCTTGECCACTATGCGGGTAGACTACGACCAGGTGAAGATC
AAGGACCTGAAGACCTCTAACAACCGGECTCCTCAACAAGAGGAGAAAA
AAGCAGGCAGGCAGCT CCTCTGCCT CACAGGGECTGCAACAACCAGE ag
gaattc



