Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active COT [30 - 397]

Enzyme description:- COT [30-397]
Clone number :- DU 1810

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) tag
Purification method:- NiZ*-NTA agarose
Expression level:- 2 mg/L

Calculated molecular mass.- 45, 146 daltons
Purity:- 75 %

Activation protocol:- Constitutively active
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, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temper ature: - -70 °C [Long term stability to be determined]

Assay:-

Three step assay in which COT activates unactive MKK1 [DU 1843], which in turn
activates unactive p42MAPKinase [DU 650 or DU 1844]. Activity of p42MAPKinaseis
then 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 mM EGTA, 0.1 % 2-mercaptoethanol,
0.2 mM sodium vanadate, 0.5 pM microcystin-LR, 10 mM magnesium acetate

Specific activity range:- To be determined
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Clone Data Sheset

COT [30 - 397]

COT [30 - 397]
DU 1810

Human

PA41279
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFOGAMGSVENL YASEEPAVYEPSLMIMC
QDSNONDERSKSL L L SGQEVPW.SSVRYGT VEDL LAFANHI SNTAKHFY
GORPQESG LLNWI TPONGRYQ DSDVLLI PWKLTYRNI GSDFI PRGA
FGKVYLAQDI KTKKRVACKLI PVDQFKPSDVEI QACFRHENI AEL YGAV
LWGETVHLFMEAGEGGSVL EKLESCGPMREFE! | WWTKHVLKGLDFLHS
KKVI HHDI KPSNI VFMSTKAVLVDFGL SVOMTEDVYFPKDLRGTEI YMS
PEVI LCRGHSTKADI YSLGATLI HMQT GTPPWKRYPRSAYPSYLYI | H
KQAPPLEDI ADDCSPGVREL| EASL ERNPNHRPRAADL L KHEAL NPPRE

DQPR

Amino acids M30 — R397 of human COT.

[Full length native protein ends at residue G467]

Residue M29 of fusion protein is equilivalent to M30 of the native
enzyme. The His(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

BamH1 and EcoR1 site of pFastBAC HTb
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GGATCCATGGAAAATCTTTATGCAAGT GAAGAGCCAGCAGTTTATGAAC
CCAGTCTAATGACCATGTGTCAAGACAGTAATCAAAACGATGACGCGTTC
TAAGTCTCTGCTGCTTAGT GGCCAAGAGGTACCATGGT TGTCATCAGTC
AGATATGGAACTGTGGAGGATTTGCTTGCTTTTGCAAACCATATATCCA
ACACTGCAAAGCATTTTTATGGACAACGACCACAGGAATCTGGAATTTT
ATTAAACATGGTCATCACTCCCCAAAATGGACGT TACCAAATAGATTCC
GATGI TCTCCTGATCCCCTGGAAGCTGACTTACAGGAATATTGGTTCTG
ATTTTATTCCTCGGEGGECGCCTTTGGAAAGGTATACTTGGCTCAAGATAT
AAAGACGAAGAAAAGAATGGCGTGTAAACTGATCCCAGTAGATCAATTT
AAGCCATCTGATGT GGAAAT TCAGGCT TGCTTCCGECACGAGAACATCG
CAGAGCTGTATGGCGCAGT CCTGTGGGGT GAAACTGTCCATCTCTTTAT
GGAAGCAGGCCGAGGGAGGGT CTGT TCTGGAGAAACT GGAGAGCTGTGEA
CCAATGAGAGAATTTGAAATTATTTGGGT GACAAAGCATGT TCTCAAGG
GACTTGATTTTCTACACTCAAAGAAAGT GATCCATCATGATATTAAACC
TAGCAACATTGT TTTCATGTCCACAAAAGCTGT TTTGGTGGATTTTGEC
CTAAGTGT TCAAATGACCGAAGATGT CTATTTTCCTAAGGACCTCCGAG
GAACAGAGATTTACAT GAGCCCAGAGGT CATCCTGTGCAGGGECCATTC
AACCAAAGCAGACATCTACAGCCT GGGEECCACCCTCATCCACATGCAG
ACGGGCACCCCACCCT GGGT GAAGCGCTACCCTCGCTCAGCCTATCCCT
CCTACCTGTACATAATCCACAAGCAAGCACCTCCACTGGAAGACATTEGC
AGATGACT GCAGT CCAGGGAT GAGAGAGCTGATAGAAGCTTCCCTGGAG
AGAAACCCCAAT CACCGCCCAAGAGCCGCAGACCTACTAAAACATGAGG
CCCTGAACCCGCCCAGAGAGGATCAGCCACGCt aagaatt c




