Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PKC alpha [1 - 672]

Enzyme description:- PKC alpha [1 - 672]

Clone number:- DU 5084

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)

Purification method:- Ni**-NTA agarose

Calculated molecular mass:-

Monoisotopic 80, 427.69 daltons

Average Mass 80, 479.95 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.33

Purity:- > 85 %
Activation protocol:- Constitutively active

Enzyme storage 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, 1 mM benzamidine, 0.2 mM PMSF.
Storage temperature:- -70 °C [Long term stability to be determined]
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc, 0.1
mM CaCl, 0.1 mg/ml PtdSerine, 10 ug/ml DAG

Substrate:-
Histone H1 Final concentration: 0.1 mg/ml
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Clone Data Sheet

PKC alpha [1 - 672]

PKC alpha [1 - 672]
DU 5084

Human
NM_002737
N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMDPEFMADVFPGNDSTASQDVANR
FARKGALROKNVHEVKDHKFIARFFKOPTFCSHCTDF IWGFGKQGFQCO
VCCFVVHKRCHEFVTFSCPGADKGPDTDDPRSKHKFKIHTYGSPTFCDH
CGSLLYGLIHQGMKCDTCDMNVHKQOCVINVPSLCGMDHTEKRGRIYLKA
EVADEKLHVTVRDAKNLIPMDPNGLSDPYVKLKLIPDPKNESKOKTKTI
RSTLNPOWNESFTFKLKPSDKDRRLSVEIWDWDRTTRNDFMGSLSFGVS
ELMKMPASGWYKLLNQEEGEYYNVPIPEGDEEGNMELROQKFEKAKLGPA
GNKVISPSEDRKOPSNNLDRVKLTDFNFLMVLGKGSFGKVMLADRKGTE
ELYAIKILKKDVVIQODDDVECTMVEKRVLALLDKPPFLTQLHSCFQTVD
RLYFVMEYVNGGDLMYHIQOVGKFKEPQAVFYAAEISIGLFFLHKRGII
YRDLKLDNVMLDSEGHIKIADFGMCKEHMMDGVTITRTFCGTPDYIAPEI
IAYOPYGKSVDWWAYGVLLYEMLAGOPPFDGEDEDELFQSIMEHNVSYP
KSLSKEAVSICKGLMTKHPAKRLGCGPEGERDVREHAFFRRIDWEKLEN
REIQPPFKPKVCGKGAENFDKFFTRGOPVLTPPDOLVIANIDQOSDFEGF
SYVNPQFVHPILOSAV

Amino acids M1 — V672 (end) of human PKC alpha.
Residue M31 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQG) residues 18 - 24

EcoR1 and Notlsite in pFastBAC HTa



Nucleotide
sequence of insert
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGGCGCCATGGATCCGGAATTCATGGCTGA
CGTTTTCCCGGGCAACGACTCCACGGCGTCTCAGGACGTGGCCAACCGC
TTCGCCCGCAAAGGGGCGCTGAGGCAGAAGAACGTGCACGAGGTGAAGG
ACCACAAATTCATCGCGCGCTTCTTCAAGCAGCCCACCTTCTGCAGCCA
CTGCACCGACTTCATCTGGGGGTTTGGGAAACAAGGCTTCCAGTGCCAA
GTTTGCTGTTTTGTGGTCCACAAGAGGTGCCATGAATTTGTTACTTTTT
CTTGTCCGGGTGCGGATAAGGGACCCGACACTGATGACCCCAGGAGCAA
GCACAAGTTCAAAATCCACACTTACGGAAGCCCCACCTTCTGCGATCAC
TGTGGGTCACTGCTCTATGGACTTATCCATCAAGGGATGAAATGTGACA
CCTGCGATATGAACGTTCACAAGCAATGCGTCATCAATGTCCCCAGCCT
CTGCGGAATGGATCACACTGAGAAGAGGGGGCGGATTTACCTAAAGGCT
GAGGTTGCTGATGAAAAGCTCCATGTCACAGTACGAGATGCAAAAAATC
TAATCCCTATGGATCCAAACGGGCTTTCAGATCCTTATGTGAAGCTGAA
ACTTATTCCTGATCCCAAGAATGAAAGCAAGCAAAAAACCAAAACCATC
CGCTCCACACTAAATCCGCAGTGGAATGAGTCCTTTACATTCAAATTGA
AACCTTCAGACAAAGACCGACGACTGTCTGTAGAAATCTGGGACTGGGA
TCGAACAACAAGGAATGACTTCATGGGATCCCTTTCCTTTGGAGTTTCG
GAGCTGATGAAGATGCCGGCCAGTGGATGGTACAAGTTGCTTAACCAAG
AAGAAGGTGAGTACTACAACGTACCCATTCCGGAAGGGGACGAGGAAGG
AAACATGGAACTCAGGCAGAAATTCGAGAAAGCCAAACTTGGCCCTGCT
GGCAACAAAGTCATCAGTCCCTCTGAAGACAGGAAACAACCTTCCAACA
ACCTTGACCGAGTGAAACTCACGGACTTCAATTTCCTCATGGTGTTGGG
AAAGGGGAGTTTTGGAAAGGTGATGCTTGCCGACAGGAAGGGCACAGAA
GAACTGTATGCAATCAAAATCCTGAAGAAGGATGTGGTGATTCAGGATG
ATGACGTGGAGTGCACCATGGTAGAAAAGCGAGTCTTGGCCCTGCTTGA
CAAACCCCCGTTCTTGACGCAGCTGCACTCCTGCTTCCAGACAGTGGAT
CGGCTGTACTTCGTCATGGAATATGTCAACGGTGGGGACCTCATGTACC
ACATTCAGCAAGTAGGAAAATTTAAGGAACCACAAGCAGTATTCTATGC
GGCAGAGATTTCCATCGGATTGTTCTTTCTTCATAAAAGAGGAATCATT
TATAGGGATCTGAAGTTAGATAACGTCATGTTGGATTCAGAAGGACATA
TCAAAATTGCTGACTTTGGGATGTGCAAGGAACACATGATGGATGGAGT
CACGACCAGGACCTTCTGTGGGACTCCAGATTATATCGCCCCAGAGATA
ATCGCTTATCAGCCGTATGGAAAATCTGTGGACTGGTGGGCCTACGGCG
TCCTGTTGTATGAAATGCTTGCCGGGCAGCCTCCATTTGATGGTGAAGA
TGAAGACGAGCTATTTCAGTCTATCATGGAGCACAACGTTTCCTATCCA
AAATCCTTGTCCAAGGAGGCTGTTTCTATCTGCAAAGGACTGATGACCA
AACACCCAGCCAAGCGGCTGGGCTGTGGGCCTGAGGGGGAGAGGGACGT
GAGAGAGCATGCCTTCTTCCGGAGGATCGACTGGGAAAAACTGGAGAAC
AGGGAGATCCAGCCACCATTCAAGCCCAAAGTGTGTGGCAAAGGAGCAG
AGAACTTTGACAAGTTCTTCACACGAGGACAGCCCGTCTTAACACCACC
TGATCAGCTGGTTATTGCTAACATAGACCAGTCTGATTTTGAAGGGTTC
TCGTATGTCAACCCCCAGTTTGTGCACCCCATCTTACAGAGTGCAGTAL

ga



