Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active MKK1[1 - 393]

Enzyme description:- MKK1[1- 393]

Clone number :- DU 911

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal GST and C-terminal His(6)
Purification method:- GSH Sepharose followed by Ni%*-NTA agarose
Expression level:- 2-3 mg/L

Calculated molecular mass.- 70, 909 daltons

Purity:- >80 %

Activation protocol:-

MKK1 (2.5 uM) isactivated in 50 mM Tris-HCI pH 7.5, 0.1mM EGTA,

0.1 % 2-mercaptoethanol, 10 mM MgAc, 0.ImMATP, with 50 units/ml GST-cRaf- DD
[DU 811] at 30 °C for 30 min. Following activation, the active enzyme s repurified on
Ni#-NTA agarose.

Enzyme stor age buffer:-

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

Storage temper atur e: - -70°C

Assay:-

Two step assay in which MKK1 activates unactive MAPK2/ERK 2

[DU 650 or DU 1844]. Activity of MAPK2/ERK2 isthen assayed against myelin basic
protein as substrate (final concentration of 0.3 mg/ml), in the standard filter binding

assay.

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

Specific activity range: - 4000 — 8000 U/mg
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Clone Data Sheset

MKK1[2-393]

MKKZ1[2- 393
DU 911
Human
L05624

N-terminal GST and C-terminal His(6)

MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYY! DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRL CHKTYLN
GDHVTHPDFML YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAI PQl DKY
LKSSKY! AWPL QGWOAT FGGGDHPPKSDL EVL FQGPL GSPKKKPTPI Q
L NPAPDGSAVNGT SSAETNL EAL QKKL EEL EL DEQQRKRL EAFLTQKQ
KVGEL KDDDFEKI SEL GAGNGGVWFKVSHKPSGLVMARKL | HLEI KPA
| RNQ | RELQVLHECNSPY! VGFYGAFYSDGE! SI CVEHVDGGSLDQV
LKKAGRI PEQ LGKVSI AVI KGLTYLREKHKI MHRDVKPSNI LVNSRG
El KLCDFGVSGQLI DSMANSFVGTRSYMSPERL QGTHYSVQSDI WBMVG
L SLVEMAVGRYPI PPPDAKEL EL MFGCQVEGDAAETPPRPRTPGRPLS
SYGVDSRPPMAI FELLDY! VNEPPPKL PSGVFSLEFQDFVNKCLI KNP
AERADLKQL MVHAFI KRSDAEEVDFAGW.CSTI GLNQPSTPTHAAGVH
HHHHH

Amino acids P2 — V393 (end) of human MEK1.

Residue P232 of the fusion protein is equivalent to P2 of the native
enzyme. The GST tag islocated at residues 1 — 220 and the His(6) is
located at residues 624-629.

Prescission site (LEVLFQGPL) at residues 221 - 229

BamH1 site of pGEX-6P-1
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GGAT CCCCCAAGAAGAAGCCGACGCCCATCCAGCTGAACCCEECCCCC
GACGGCTCTGCAGT TAACGGGACCAGCT CTGCGGAGACCAACTTGRAG
GCCTTGCAGAAGAAGCT GGAGGAGCTAGAGCT TGAT GAGCAGCAGCGA
AAGCGCCTTGAGGECCT TTCT TACCCAGAAGCAGAAGGT GEGAGAACT G
AAGGATGACGACT TTGAGAAGAT CAGT GAGCT GGGGEGCTGECAATGEC
GGTGTGGT GT TCAAGGT CTCCCACAAGCCT TCTGGECCTGGT CATGGECC
AGAAAGCTAATTCATCTGGAGATCAAACCCGCAAT CCGGAACCAGATC
ATAAGGGAGCTGCAGGT TCTGCATGAGT GCAACTCTCCGTACATCGT G
GCCTTCTATGGT GCGT TCTACAGCGATGECGAGATCAGTATCTGCATG
GAGCACATGGATGGAGGT TCTCTGGATCAAGT CCTGAAGAAAGCTGGA
AGAATTCCTGAACAAATTTTAGGAAAAGT TAGCATTGCTGTAATAAAA
GGCCTGACATAT CTGAGGGAGAAGCACAAGATCATGCACAGAGATGTC
AAGCCCTCCAACATCCTAGT CAACT CCCGT GGGGAGATCAAGCTCTGT
GACT TTGEEGT CAGCGEECAGCT CATCGACTCCATGECCAACTCCTTC
GI GGGECACAAGGT CCTACATGI CGCCAGAAAGACT CCAGGEGACTCAT
TACTCTGTGCAGT CAGACATCTGGAGCATGEGACTGIT CTCTGGTAGAG
ATGECGGT TGEGAGGTATCCCAT CCCTCCTCCAGATGCCAAGGAGCT G
GAGCTGATGT TTGGGT GCCAGGT GGAAGGAGAT GCGECTGAGACCCCA
CCCAGGECCAAGGACCCCCEEGAGECCCCT TAGCTCATACGGAATGGAC
AGCCGACCTCCCATGECAATTTTTGAGTI TGT TGGATTACATAGT CAAC
GAGCCTCCTCCAAAACT GCCCAGT GGAGT GT TCAGTCTGGAATTTCAA
GATTTTGI GAATAAATGCT TAATAAAAAACCCCGCAGAGAGAGCAGAT
TTGAAGCAACTCATGGT TCATGCTTTTATCAAGAGATCTGATGCTGAG
GAAGTGGATTTTGCAGGT TGECTCTGCTCCACCAT CGECCTTAACCAG
CCCAGCACACCAACCCATGCT GCTGECGT CCATCATCACCATCACCAT

TAAGGATC




