Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PKC alpha[l- 672

Enzyme description:- PKC alpha[l- 672

Clone number :- DU 5084

Sour ce: - Recombinant

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

Purification method:- NiZ*-NTA agarose

Expression level:- 8 mg/L

Calculated molecular mass: -

M onoi sotopic 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:- Congtitutively 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, 1 mM benzamidine, 0.2 mM PMSF.

Stor age temper ature: - -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay
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 pg/m DAG

Substrate: -
Histone H1 Final concentration: 0.1 mg/ml

Specific activity range:- To be determined
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Clone Data Sheset

PKC alpha[l- 672]

PKC apha[1- 672]
DU 5084

Human
NM_002737
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAVDPEFMADVFPGNDSTASQDVANR
FARKGAL RQKNVHEVKDHKFT ARFFKQPTFCSHCTDFI WGFGKQGFQCQ
VCCFVWVHKRCHEFVTESCPGADKGPDTDDPRSKHKFKI HTYGSPTFCDH
CGSLLYGLI HQGVKCDTCDMNVHKQCVI NVPSLCGVDHTEKRGRI YLKA
EVADEKLHVTVRDAKNL I PVDPNGL SDPYVKLKLI PDPKNESKQKTKT]I

RSTLNPQWNESFTFKL KPSDKDRRL SVE! WDWDRT TRNDFMGSL SFGVS
EL MKMPASGWYKL LNQEEGEYYNVPI PEGDEEGNVEL RQKFEKAKL GPA
GNKVI SPSEDRKQPSNNL DRVKL TDFNFL ML GKGSFGKVM_ADRKGTE
ELYAI KI LKKDVWI QDDDVECTMVEKRVLAL L DKPPFL TQLHSCFQTVD
RL YFVVEYVNGGDLMYHI QQVGKFKEPQAVFYAAE! SI GLFFLHKRG |

YRDLKLDNVM_DSEGH! KI ADFGVCKEHMVDGVTTRTFCGTPDY! APE

| AYQPYGKSVDVWAAYGVL L YEML AGQPPFDGEDEDEL FQSI MEHNVSYP
KSLSKEAVSI CKGLMIKHPAKRL GCGPEGERDVREHAFFRRI DWEKLEN
REI QPPFKPKVCGKGAENFDKFFTRGQPVL TPPDQLVI ANI DQSDFEGF
SYVNPQFVHPI LQSAV

Amino acids M1 — V672 (end) of human PKC alpha.

Residue M 31 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag islocated at residues 5 — 10.

rTEV (ENLYFQGQG) residues 18 - 24

EcoR1 and Notlsitein pFastBAC HTa



Nucleotide
sequence of insert
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACGA
CCGAAAACCTGTATTTTCAGGGECGECCATGGATCCCGAATTCATGECTGA
CGTTTTCCCGEECAACGACT CCACGECGT CTCAGGACGT GGCCAACCGC
TTCGCCCGCAAAGEEGECECT GAGGCAGAAGAACGT GCACGAGGT GAAGG
ACCACAAATTCATCGCGCCCT TCTTCAAGCAGCCCACCT TCTGCAGCCA
CTGCACCGACT TCATCTGEEEGT TTGGGAAACAAGGECTTCCAGT GCCAA
GITTGCTGITTTGIGGT CCACAAGAGGTGCCATGAATTTGTTACTTTTT
CTTGI CCGEEGT GCGGATAAGGGACCCGACACT GATGACCCCAGGAGCAA
GCACAAGT TCAAAAT CCACACT TACGGAAGCCCCACCTTCTGCGATCAC
TGTGEGTCACTGCTCTATGGACT TATCCATCAAGGGATGAAATGTGACA
CCTGCGATATGAACGT TCACAAGCAATGCGT CATCAATGT CCCCAGCCT
CTGCGGAATGGATCACACT GAGAAGAGGEGEECCEAT TTACCT AAAGECT
GAGGT TGCTGATGAAAAGCT CCATGT CACAGTACGAGATGCAAAAAATC
TAATCCCTATGGATCCAAACGEGECT TTCAGATCCTTATGTGAAGCTGAA
ACTTATTCCTGATCCCAAGAAT GAAAGCAAGCAAAAAACCAAAACCATC
CGCTCCACACTAAATCCGCAGT GGAATGAGT CCTTTACATTCAAATTGA
AACCTTCAGACAAAGACCGACGACT GTCTGTAGAAAT CTGGGACT GGGA
TCGAACAACAAGGAATGACTTCATGEGATCCCTTTCCTTTGGAGT TTCG
GAGCTGATGAAGAT GCCGECCAGT GGATGGTACAAGT TGCTTAACCAAG
AAGAAGGT GAGTACTACAACGT ACCCAT TCCCGAAGGEGACGAGGAAGG
AAACAT GGAACT CAGGCAGAAAT TCGAGAAAGCCAAACT TGGCCCTGCT
GGCAACAAAGT CATCAGT CCCTCTGAAGACAGGAAACAACCT TCCAACA
ACCTTGACCGAGT GAAACTCACGGACTTCAATTTCCTCATGGTGTTGGEG
AAAGGGGAGT TTTGGAAAGGT GATGCT TGCCGACAGGAAGEGECACAGAA
GAACTGTATGCAATCAAAAT CCTGAAGAAGGATGT GGTGATTCAGGATG
ATGACGT GGAGT GCACCAT GGTAGAAAAGCGAGT CTTGGCCCTGCTTGA
CAAACCCCCGT TCTTGACGCAGCTGCACTCCTGCT TCCAGACAGT GGAT
CGGECTGTACTTCGTCATGGAATATGT CAACGGT GGGGACCTCATGTACC
ACATTCAGCAAGTAGGAAAAT TTAAGGAACCACAAGCAGTATTCTATGC
GCCAGAGATTTCCATCGGATTGT TCTTTCTTCATAAAAGAGGAATCATT
TATAGGGATCTGAAGT TAGATAACGT CATGT TGGATTCAGAAGGACATA
TCAAAATTGCTGACT TTGGEGATGT GCAAGGAACACAT GATGGATGGAGT
CACGACCAGGACCTTCTGI GGGACTCCAGATTATATCGCCCCAGAGATA
ATCGCTTATCAGCCGTATGCGAAAAT CTGT GGACT GGTGEECCTACGECG
TCCTGTTGTATGAAATGCTTGCCGEECAGCCTCCATTTGATGGT GAAGA
TGAAGACGAGCTATTTCAGT CTATCATGGAGCACAACGT TTCCTATCCA
AAATCCTTGTCCAAGGAGGECTGT TTCTATCTGCAAAGGACT GATGACCA
AACACCCAGCCAAGCGGECT GEECT GT GEECCT GAGGGEGAGAGGEGACGT
GAGAGAGCATGCCTTCT TCCGGAGGATCGACT GGGAAAAACT GGAGAAC
AGGGAGAT CCAGCCACCATTCAAGCCCAAAGT GT GTGGCAAAGGAGCAG
AGAACTTTGACAAGI TCTTCACACGAGGACAGCCCGT CTTAACACCACC
TGATCAGCTGGT TATTGCTAACATAGACCAGICTGATTTTGAAGEGT TC
TCGTATGI CAACCCCCAGIT TTGTGCACCCCAT

CTTACAGAGT GCAGTAt ga




