Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MKK4 [34 - 397]

Enzyme description:- MKK4 [34 - 397]
Clone number :- DU 1788

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

Tag:- N-terminal GST
Purification method:- GST Sepharose
Expression level:- 5-10 mg/L
Calculated molecular mass.- 67, 574 daltons
Purity:- >70 %

Activation protocol:-

GST-MKK4 (4 mM) isactivated in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 10 mM MgAc, 0.1mM ATP, with 100 pg/ml HisMEKK1
[DU 1847] at 30 °C for 30 min. Following activation, the GST-MKK4 isre-purified
by GSH Sepharose chromatography.

Enzyme stor age buffer:-

50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 1 mM benzamidine, 0.2 mM PMSF

Stor age temper atur €: - -70°C

Assay:-
Two step assay in which MKK4 activates unactive INK 1, 2 or 3[DU 700, DU 699 or
DU 1511], which then phosphorylates ATF2 [DU 1787].

Assay buffer:-
50 mM Tris-HCI pH 7.5, 0.1 % 2- mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Specific activity range:- 600 — 1200 U/mg
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Clone Data Sheset

MKK 4 [34 —397]

MKK4 [34 —397]
DU 1788

Mouse

U18310
N-terminal GST

M5PI LGYVKI KALVOQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNPLYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM_HMFEDRLCHKTYLN
GDHVTHPDFM_YDAL AVVL YNDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKYI AWPL QGANQAT FGGEGEDHPPKSDL VPRGSMQIGKRKAL KLNFAN
PPVKSTARFTLNPNTTGVONPHI ERLRTHSI ESSCGKLKI SPEQHWDFT
AEDL KDL GEl GRGAYGSVNKMVHKPSGQ MAVKRI RSTVDEKEQKQLL
MDLDVWMRSSDCPY! VQFYGAL FREGDCW CVEL MSTSFDKFYKYVYS
VLDDVI PEEI LGKI TLATVKALNHLKENLKI | HRDI KPSNI LLDRSGN
| KLCDFG SGQLVDSI AKTRDAGCRPYMAPERI DPSASRQGYDVRSDV
WELGE TLYELATGRFPYPKVWASVFDQL TQVVKGDPPQL SNSEEREFSP
SFI NFVNL CLTKDESKRPKYKEL LKHPFI LMYEERTVEVACYVCKI LD
QVPATPSSPMYVD

Amino acids S34 — D397 (end) of mouse MKK4.

Residue S226 of the fusion protein is equivalent to S34 of the native
enzyme The GST tag islocated at residues 1 - 220.

Thrombin (LVPRGS) at residues 221 - 226

BamHI sites of pGEX-2T
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GGATCCAT GCAGGGTAAGCGCAAAGCACT GAAGT TGAATTTTGCAAAT
CCACCTGI CAAATCGACAGCACGGT TTACCCTGAATCCTAATACTACA
GGAGT CCAGAACCCACACATAGAGAGACTGAGAACACACAGCATTGAG
TCATCAGGAAAACT GAAGATCTCCCCTGAACAACACTGEGATTTCACT
GCAGAGGACT TGAAAGACCT TGGAGAAAT TGGACGAGGAGCT TATGGT
TCTGI CAACAAAAT GGTCCACAAACCAAGT GGGCAGATAATGGECAGT T
AAAAGAAT TCGGT CAACT GTGGATGAAAAAGAACAAAAACAACTTCTC
ATGCGATTTGGATGTAGTAATGCCCGAGTAGTGATTGCCCATACATTGI T
CAGI TCTATGGTGCACTCTTCAGAGAGECCGACTGT TGGATCTGTATG
GAGCTCATGICTACCTCGI TCGATAAGI TTTACAAATATGTATATAGT
GIGITAGATGACGTI TATTCCGGAAGAGATCTTAGGCAAAATCACTTTA
GCAACTGT GAAAGCACTAAACCACTTAAAAGAAAACT TGAAAATTATT
CACAGAGACATCAAACCTTCCAATATTCTTCTGGACAGAAGT GGAAAT
ATAAAGCTCTGTGATTTCGGECATCAGT GGACAGCTTGTGGACTCTATT
GCCAAGACAAGAGAT CCTGGEGT GTAGGCCGTATATGECACCTGAAAGA
ATAGACCCAAGT GCATCAAGACAAGGGTATGATGTCCGCTCTGATGTC
TGGAGT TTGGGEGATCACAT TGTACGAGT TGECCACAGECCGATTTCCT
TATCCAAAGT GGAATAGT GTAT TTGATCAGCTAACACAAGT GGTGAAA
GGAGACCCT CCGCAGCTGAGTAATTCTGAAGAAAGGGAGT TCTCCCCC
AGTTTCATCAACTTTGTCAACT TGTGCCTTACGAAGGATGAATCCAAA
AGGCCAAAGTATAAAGAGCT TCTGAAACATCCCTTTATTTTGATGTAT
GAAGAACGTACTGTAGAGGT CGCATGCTATGT TTGTAAAATCCTGGAT
CAGATGCCAGCCACT CCCAGCTCGCCCATGTATGICGACE gaggat cc



