Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active c-Raf Y 340D, Y 341D [306 - 648]

Enzyme description:- c-Raf Y340D, Y 341D [306 — 648]
Clone number :- DU 811

Sour ce: - Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 0.1 mg/L

Calculated molecular mass.- 65, 727 daltons

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35

Storage temper atur e: - -70°C

Assay:-

Three step assay in which c-Raf activates unactive MKK1 [DU 1843], which in turn
activates unactive p42MAPKinase [DU 650 or DU 1844]. Activity of pA2MAPKinaseis
then assayed against MBP 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 uM microcystin-LR, 10 mM magnesium acetate

Specific activity range:- 250, 000 - 500, 000 U/mg
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Clone Data Sheset

c-Raf Y 340D, Y 341D [306 — 648]

Protein c-Raf Y340D Y 341D [306 — 648]

Clone number DU 811

Species Human

Accession no BC018119

Tags N-terminal GST

Baculovirus VEPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL

expressed protein  GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SM_E
GAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFML YDAL DVWWL YNDPMCL DAFPKLVCFKKRI EAl PQ DKY
LKSSKYI AWPL QGWQATFGGGEDHPPKSDL EVL FQGPL GSSQPKTPVPA
QRERAPVSGTQEKNKI RPRGQRDSSDDVEI EASEVMLSTRI GSGSFGT
VYKGKWHGDVAVKI LKVWDPTPEQFQAFRNEVAVL RKTRHVNI LLFMG
YMTKDNLAI VTQACEGSSL YKHLHVQETKFQVFQLI DI ARQTAQGVDY
LHAKNI | HRDVKSNNI FLHEGL TVKI GDFGLATVKSRWSGSQQVEQPT
GSVLWWAPEVI RMQDNNPFSFQSDVYSYG VL YELMIGELPYSHI NNR
DQ | FMVGRGYASPDL SKL YKNCPKANKRL VADCVKKVKEERPL FPQ

LSSI ELLQHSLPKI NRSASEPSL HRAAHTEDI NACTLTTSPRLPVF

Native sequence Amino acids S306 — F648 (end) of human c-Raf.
Residue S232 of the fusion protein is equivalent to S306 of the native
enzyme. The enzyme hasa Y 430D and a'Y 341D mutation in order to
mimic phosphorylation of the enzyme. Residues Y430 and Y431 are
equilivalent to D266 and D267 of the fusion protein. The GST tagis
located at residues 1 — 220.

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

Cloning sites BamHI and EcoRI site of pFastBAC GST



Nucleotide

sequence of
insert
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GGATCCT CACAGCCGAAAACCCCCGT GCCAGCACAAAGAGAGCGEECA
CCAGTATCTGGGACCCAGGAGAAAAACAAAATTAGECCTCGTGGACAG
AGAGATTCAAGCGATGATTGGEGAAATAGAAGCCAGT GAAGTGATGCTG
TCCACTCGGATTGGEGT CAGCCTCTTTTGGAACTGT TTATAAGGGTAAA
TGGCACGGAGATGT TGCAGTAAAGATCCTAAAGGT TGTCGACCCAACC
CCAGAGCAATTCCAGGCCTTCAGGAATGAGGTGGCTGT TCTGCGCAAA
ACACGGCATGTGAACATTCTGCTTTTCATGGGGTACATGACAAAGGAC
AACCTGGCAATTGT GACCCAGT GGT GCGAGGGCAGCAGCCTCTACAAA
CACCTGCATGTCCAGGAGACCAAGTTTCAGATGTTCCAGCTAATTGAC
ATTGCCCGGECAGACGECTCAGGGAATGGACTATTTGCATGCAAAGAAC
ATCATCCATAGAGACATGAAATCCAACAATATATTTCTCCATGAAGEC
TTAACAGT GAAAATTGGAGATTTTGGT TTGGCAACAGTAAAGT CACGC
TGGAGTGGT TCTCAGCAGGT TGAACAACCTACTGGCTCTGTCCTCTGG
ATGGCCCCAGAGGT GATCCGAATGCAGGATAACAACCCATTCAGITTC
CAGTCGGATGTCTACTCCTATGGCATCGTATTGTATGAACTGATGACG
GGGGAGCTTCCTTATTCTCACATCAACAACCGAGATCAGATCATCTTC
ATGGT GEECCGAGGATATGCCTCCCCAGATCTTAGTAAGCTATATAAG
AACTGCCCCAAAGCAAT GAAGAGGCTGGTAGCTGACTGTGTGAAGAAA
GTAAAGGAAGAGAGECCTCTTTTTCCCCAGATCCTGICTTCCATTGAG
CTGCTCCAACACTCTCTACCGAAGAT CAACCGGAGCGCTTCCGAGCCA
TCCTTGCAT CGEGCAGCCCACACT GAGGATATCAATGCCTTGCACCCTG
ACCACGT CCCCGAGECTGECCTGICTTCt aggaat tc



