Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MKK7 beta[2 - 419]

Enzyme description:- MKK7 beta[2 - 419]
Clone number :- DU 703

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST and FLAG
Purification method:- GSH Sepharose
Expression level:- >50 mg/L

Calculated molecular mass.- 74, 861 daltons

Purity:- >70 %

Activation protocol:-

MKK7 beta (2.5 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1 mM 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, GST-MKK?7 betais re-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, 0.03 % Brij-35, 1 mM benzamidine, 0.2 MM PMSF

Storage temper atur e: - -70°C

Assay:-
Two step assay in which MKK7 beta 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:- 5000 — 10000 U/mg
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CLONE DATA SHEET

MKK7 beta[2 - 419]

MKK7 beta[2 - 419]

DU 703

Human

NM_145185

N-terminal GST and Flag

V5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNPLYYI DGDVKLTQSMAI | RYlI ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM-HMFEDRLCHKTYLN
GDHVTHPDFMLYDAL AVVL YMDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKYI AWPL QGWQAT FGGEDHPPKSDL VPRGSAT MDYKDDDDKAAS
SLEQKL SRLEAKL KQENREARRRI DLNLDI SPORPRPTL QLPLANDGG
SRSPSSESSPOHPTPPARPRHMLGLPSTLFTPRSMESI El DOKLQEI M
KQTGYLTI GGQRYQAEI NDL ENL GEMGSGT CGVWKMRFRKTGHVI AV
KQVRRSGNKEENKRI LMDLDVWWLKSHDCPY! VQCFGTFI TNTDVFI AM
ELMGT CAEKLKKRMQGPI PERI LGKMT'VAI VKAL YYLKEKHGVI HRDV
KPSNI LLDERGQ KLCDFGA SGRLVDSKAKTRSAGCAAYMAPERI DPP
DPTKPDYDI RADWABLG SLVELATGFPYKNCKTDFEVLTKVLQEEP
PL L PGHMGFSGDFQSFVKDCL TKDHRKRPKYNKLLEHSFI KRYETLEV
DVASWFKDVMVAKTESPRT SGVL SQPHL PFFR

Amino acids A2 — R419 (end) of human MKK?7 beta.

Residue A238 of the fusion protein is equilivalent to A2 of the native
enzyme. The GST tag islocated at residues 1 — 220 and the Flag tag is
located at residues 230 and 237.

Thrombin (LVPRGY) at residues 221 — 226

BamHI and Xhol sites of pGEX-4T-1
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ATGGACTACAAGGACGACGAT GACAAGGCGEECGT CCTCCCTGGAACAG
AAGCT GT CCCGCCT GGAAGCAAAGCT GAAGCAGGAGAACCGEGAGECC
CGGECCGAGGATCGACCT CAACCT GGATAT CAGCCCCCAGCGGECCCAGG
CCCACCCT GCAGCT CCCGCT GECCAACGAT GEGEGEECAGCCGECTCGCCA
TCCTCAGAGAGCT CCCCGCAGCACCCCACGCCCCCCECCCEECeeeaee
CACATGCTGEEGECTCCCGT CAACCCT GT TCACACCCCGCAGCATGGAG
AGCATTGAGAT TGACCAGAAGCT GCAGGAGAT CATGAAGCAGACGEGEC
TACCT GACCAT CGGGGEECCAGCGCTACCAGECAGAAATCAACGACCT G
GAGAACT TGEGCGAGAT GEGCAGCGECACCT GCGECCAGGT GTGGAAG
ATGCCCT TCCGGAAGACCGEECCACGT CAT TGCCGT TAAGCAAAT GCGG
CGCTCCCEGAACAAGGAGGAGAACAAGCGCATCCTCATGGACCT GGAT
GI'GGT GCTGAAGAGCCACGACT GCCCCTACATCGT GCAGTGCTTTGGEG
ACGTI TCATCACCAACACGGACGT CTTCATCGCCATGGAGCTCATGEGEC
ACCTGCGCT GAGAAGCT CAAGAAGCGGAT GCAGGECCCCATCCCCGAG
CGCATTCTGGEGCAAGAT GACAGT GGCGATTGT GAAGGCGCTGTACTAC
CTGAAGGAGAAGCACGGT GTCAT CCACCGCGACGT CAAGCCCTCCAAC
ATCCTGCTGGACGAGCGEGEECCAGATCAAGCTCTGCGACTTCGECATC
AGCGGECCCCCTGGT GGACT CCAAAGCCAAGACGCGEGAGCECCEECTGT
GCCGCCTACATGECACCCGAGCGCAT TGACCCCCCAGACCCCACCAAG
CCGGACTATGACAT CCEEECCGACGT ATGGAGCCTGEECATCTCGTI TG
GI'GGAGCT GGCAACAGGACAGT TTCCCTACAAGAACT GCAAGACGGAC
TTTGAGGT CCTCACCAAAGT CCTACAGGAAGAGCCCCCGCTTCTGCCC
GGACACATGGEGECTTCTCGGEGEGACT TCCAGT CCTTCGT CAAAGACTGC
CTTACTAAAGATCACAGGAAGAGACCAAAGTATAATAAGCTACTTGAA
CACAGCTTCATCAAGCGCTACGAGACGCTGGAGGT GGACGT GECGT CC
TGGI TCAAGGAT GT CATGECGAAGACT GAGT CACCGCGGACTAGCGEC
GTI'CCTGAGCCAGCCCCACCTGCCCTTCTTCAG:: ag



