Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active MKK6 [2 - 334]

Enzyme description:- MKK®6 [2 - 334]

Clone number :- DU 1671

Sour ce: - Recombinant

Expression system:- E.coli

Tag:- N-terminal MBP (maltose binding protein)
Purification method:- Amylose agarose

Expression level:- 5 mg/L

Calculated molecular mass.- 82, 970 daltons

Purity:- >80 %

Activation protocol:-

MKK®6 (2 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, MKK6 is re-purified by amylose
agarose 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

Storage temper atur e: - -70°C

Assay:-
Two step assay in which MKK6 activates unactive SAPK2a[DU 979], which then
phosphorylates MBP.

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

Specific activity range:- 500 — 1000 U/mg
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Clone Data Sheset

MKK6 [2 - 334]

MKK6 [2 - 334]
DU 1671
Human
NM_002758

N-terminal MBP

VKI KTGARI LALSALTTMVFSASALAKI EEGKLVI W NCDKGYNGLAE
VGKKFEKDTG KVTVEHPDKLEEKFPQVAATGDGPDI | FWAHDRFGGY
AQSGLLAEI TPDKAFQDKLYPFTWDAVRYNGKLI AYPI AVEALSLI YN
KDL LPNPPKTWEEI PAL DKEL KAKGKSALMFNLQEPYFTWPLI AADGG
YAFKYENGKYDI KDVGVDNAGAKAGLTFLVDLI KNKHWNADTDYSI AE
AAFNKGETAMIT NGPWAWSNI DTSKVNYGVTVLPTFKGPSKPFVGVL
SAG NAASPNKELAKEFLENYLLTDEG. EAVNKDKPLGAVALKSYEEE
LAKDPRI AATMENACKCGEI MPNI PQVSAFWYAVRTAVI NAASGRQTVD
EAL KDAQTNSSSNNNNNNNNNNLG EGRI SEFGSSRSKGKKRNPGLKI

PKEAFEQPQT SSTPPRDLDSKACI SI GNONFEVKADDL EPI MEL GRGA
YGVWWEKVRHVPSGQ MAVKRI RATVNSQEQKRLLNVDLDI SMRTVDCPF
TVTFYGALFREGDVW CVELMDTSLDKFYKQVI DKGQTI PEDI LGKI A
VS| VKALEHLHSKLSVI HRDVKPSNVLI NAL GQVKMCDFG SGYLVDS
VAKTI DAGCKPYMAPERI NPELNQKGYSVKSDI W5LG TM ELAI LRF
PYDSWGT PFQQL KQVWEEPSPQL PADKFSAEFVDFT SQCL KKNSKERP
TYPELMHPFFTLHESKGTDVASFVKLI LGD

Amino acids S2 — D334 (end) of human MKK®6.
Residue $419 of the fusion protein is S2 of the native enzyme. The
MBP tag islocated at residues 1 —408.

The following amino acid substitution is present:
Q — R, where Q3 of the native enzyme is R420 of the fusion protein.

Factor Xa (IEGR) at residues 409 - 412

BamH1 and Hindlll site of pMAL
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GGATCCTCTAGATCGAAAGGCAAGAAGCGAAACCCTGECCTTAAAATT
CCAAAAGAAGCATTTGAACAACCTCAGACCAGT TCCACACCACCTCGA
GATTTAGACTCCAAGCCTTGCATTTCTATTGGAAATCAGAACTTTGAG
GTGAAGGCAGATGACCTGGAGCCTATAATGGAACT GEGACGAGGT GCG
TACGGEEGET GGT GGAGAAGAT GCCGECACGT GCCCAGCEEGECAGATCATG
GCAGT GAAGCGGATCCGAGCCACAGTAAATAGCCAGGAACAGAAACGG
CTACTGATGGATTTGGATATTTCCATGAGGACGGTGGACTGICCATTC
ACTGTCACCTTTTATGGCGCACTGI TTCCGEGAGGGTGATGTGTGGATC
TGCATGCGAGCT CATGGATACATCACTAGATAAATTCTACAAACAAGT T
ATTGATAAAGGCCAGACAATTCCAGAGGACATCTTAGGGAAAATAGCA
GITTCTATTGTAAAAGCATTAGAACATTTACATAGTAAGCTGICTGIC
ATTCACAGAGACGT CAAGCCTTCTAATGTACTCATCAATGCTCTCGGT
CAAGTGAAGATGTIGCGATTTTGGAATCAGTGECTACTTGGTGGACTCT
GTTGCTAAAACAATTGATGCAGGT TGCAAACCATACATGGECCCCTGAA
AGAATAAACCCAGAGCT CAACCAGAAGEGATACAGTGTGAAGT CTGAC
ATTTGGAGT CTGGGCATCACGATGATTGAGT TGECCATCCTTCGATTT
CCCTATGATTCATGGCGAACTCCATTTCAGCAGCTCAAACAGGTGGTA
GAGGAGCCATCGCCACAACTCCCAGCAGACAAGTITCTCTGCAGAGTTT
GITGACTTTACCTCACAGI GCTTAAAGAAGAATTCCAAAGAACGECCT
ACATACCCAGAGCTAATGCAACATCCATTTTTCACCCTACATGAATCC
AAAGGAACAGATGTGECATCTTTTGTAAAACTGATTCTTGGAGACT aa
aagct t



