Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active MKK 2 [2 - 400]

Enzyme description:- MKK2 [2 - 400]

Clone number:- DU 727

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:- 1 mg/L

Calculated molecular mass:- 71, 893 daltons

Purity:- >80 %

Activation protocol:-

MKK2 (4 uM) is activated in 50 mM Tris-HCI pH 7.5, 0.1 mM EGTA,

0.1 % 2-mercaptoethanol, 10 mM MgAc, 0.1 mM ATP, with 100 pg/ml HisMEKK1
[DU 1847] at 30 °C for 30 min. Following activation, MKK2 is re-purified by GSH
Sepharose chromatography.

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, 0.03 % Brij-35, 1 mM benzamidine, 0.2 MM PMSF

Storage temper atur e: - -70°C

Assay:-

Two step assay in which MKK?2 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: - 5000 — 10000 U/mg
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Clone Data Sheset

MKK 2 [2 - 400]

Protein MKK2 [2 - 400]
Clone number DU 727
Species Human

Accesson number  NM_030662

Tags N-terminal GST and C-terminal His(6)
Bacterially MSPI LGYWKI KGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL

exoressed protein  GLEFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM. GGCPKERAE! SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWWL YMDPNVCL DAFPKLVCFKKRI EAl PQl DKY
LKSSKY! AWPL QGWQATFGGGDHPPKSDL EVL FQGPL GSLARRKPVLP
ALTI NPTl AEGPSPTSEGASEANL VDL QKKL EEL EL DEQQKKRL EAFL
TQKAKVGELKDDDFER! SEL GAGNGGWTKVQHRPSGLI MARKLI HLE
| KPAI RNQ | RELQVLHECNSPYI VGFYGAFYSDGE! S| CVEHVDGGS
LDQVLKEAKRI PEEI LGKVSI AVLRGLAYLREKHQ MHRDVKPSNI LV
NSRGE! KLCDFGVSGQLI DSMANSFVGTRSYMAPERL QGTHYSVQSDI
WBMGL SLVEL AVGRYPI PPPDAKEL EAl FGRPVWDGEEGEPHS! SPRP
RPPGRPVSGHGVDSRPANAI FELL DYl VNEPPPKL PNGVFTPDFQEFY
NKCLI KNPAERADL KMLTNHTFI KRSEVEEVDFAGAL CKTL RLNQPGT
PTRTAVHHHHHH

Native sequence Amino acids L2 — V400 (end) of human MKK2. Residue L232 of the
fusion protein is equilivalent to L2 of the native enzyme. The GST tag is
located at residues 1 — 220 and the His(6) is located at residues 631 —
636.

Pr otease cleavage PreScission site (LEVLFQGPL) at residues 221 — 229

Cloning sites BamH1 and EcoR1 site of pGEX6P-1



Nucleotide
sequence of insert
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GGATCCCT GGCCCCGAGGAAGCCGEGT GCTGCCGEGCGCTCACCATCAAC
CCTACCAT CGCCGAGGGECCCAT CCCCTACCAGCGAGGECGCCTCCGAG
GCAAACCT GGTGGACCT GCAGAAGAAGCT GGAGGAGCTGGAACTTGAC
GAGCAGCAGAAGAAGCGECTGGAAGCCTTTCTCACCCAGAAAGCCAAG
GITGGCGAACT CAAAGACGATGACT TCGAAAGGAT CTCAGAGCTGEGEEC
GCGGECAACGECGEEEGET GGTCACCAAAGT CCAGCACAGACCCTCEEEC
CTCATCATGGCCAGGAAGCTGATCCACCTTGAGATCAAGCCGGCCATC
CGGAACCAGATCATCCGCGAGCT GCAGGT CCTGCACGAATGCAACTCG
CCGTACATCGTGGGCTTCTACGEGEECCTTCTACAGT GACGGGGAGATC
AGCATTTGCATGGAACACAT GGACGGECAEECT CCCTCGACCAGGTGCTG
AAAGAGGECCAAGAGGATTCCCGAGGAGAT CCTGGEGAAAGT CAGCATC
GCGGTTCTCCGEGEECT TGGCGTACCT CCGAGAGAAGCACCAGATCATG
CACCGAGATGTGAAGCCCTCCAACATCCTCGTGAACT CTAGAGGEGAG
ATCAAGCTGTGTGACT TCGGGEGT GAGCGECCAGCTCATAGACTCCATG
GCCAACTCCTTCGT GGECACGCGCTCCTACATGGCTCCCGAGCGGT TG
CAGGGCACACATTACT CGGTGCAGT CGGACATCTGGAGCATGEECCTG
TCCCTGGT GGAGCT GGCCGT CGGAAGGTACCCCAT CCCCCCGCCCGAC
GCCAAAGAGCT GGAGGCCATCT TTGGECCGEECCCGT GGT CGACGGEGAA
GAAGGAGAGCCTCACAGCATCT CGECCT CEECCGAGECCCCCCEEEaEC
CCCGT CAGCGGT CACCEGAT GGATAGCCEECCTGCCATGECCATCTTT
GAACTCCTGGACTATATTGT GAACGAGCCACCTCCTAAGCTGCCCAAC
GGTGTGT TCACCCCCGACTTCCAGGAGT TTGTCAATAAATGCCTCATC
AAGAACCCAGCGGAGCGEGECEGACCT GAAGATGCTCACAAACCACACC
TTCATCAAGCGGT CCGAGGT GGAAGAAGTGGATTTTGCCGECTGGT TG
TGTAAAACCCT GCGGCT GAACCAGCCCGGCACACCCACGCGCACCECC
GTGCACCATCACCATCACCATt aagaat t cgc



