MRC PPU REAGENTS

Standard Operating Procedure

Preparation of active Protein Kinase C beta isoform 2 [1 — 673]

Enzyme description:- PRKCB [1 - 673] isoform 2

Clone number-:- DU 33630

Source:- Recombinant

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

Purification method:- Cobalt agarose

Calculated molecular mass:-

Monoisotopic 80, 331.58 daltons

Average Mass 80, 383.74 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.45

Purity:- 85 %

Activation protocol:- Constitutively active

Enzyme storage 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 temperature:- -70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5, 0.1 mM CaCl,, 0.1 mg/ml PtdSerine, 10 uM DAG, 10 mM DTT,
10 mM Magnesium Acetate

Substrate:-
ERMRPRKRQGSVRRV Final concentration: 300 uM
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Clone Data Sheet

PKC beta [1 - 673] isoform 2

PRKCB [1 - 673] isoform 2
DU 33630

Human

NM_002738.7

N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGSMADPAAGPPPSEGEESTVRFA
RKGALRQKNVHEVKNHKFTARFFKOQPTFCSHCTDF IWGFGKQGFQCQVC
CFVVHKRCHEFVTFSCPGADKGPASDDPRSKHKFKIHTYSSPTFCDHCG
SLLYGLIHQGMKCDTCMMNVHKRCVMNVPSLCGTDHTERRGRIYIQAHI
DRDVLIVLVRDAKNLVPMDPNGLSDPYVKLKLIPDPKSESKOKTKTIKC
SLNPEWNETFRFQLKESDKDRRLSVEIWDWDLTSRNDFMGSLSFGISEL
QKASVDGWFKLLSQEEGEYFNVPVPPEGSEANEELROKFERAKISQOGTK
VPEEKTTNTVSKFDNNGNRDRMKLTDFNFLMVLGKGSFGKVMLSERKGT
DELYAVKILKKDVVIQODDDVECTMVEKRVLALPGKPPFLTQLHSCFQTM
DRLYFVMEYVNGGDLMYHIQOVGRFKEPHAVFYAAEIAIGLFFLQOSKGI
IYRDLKLDNVMLDSEGHIKIADFGMCKENIWDGVITKTFCGTPDYIAPE
IIAYOQPYGKSVDWWAFGVLLYEMLAGOAPFEGEDEDELFQSIMEHNVAY
PKSMSKEAVAICKGLMTKHPGKRLGCGPEGERDIKEHAFFRYIDWEKLE
RKEIQPPYKPKACGRNAENFDRFFTRHPPVLTPPDOQEVIRNIDOSEFEG
FSFVNSEFLKPEVKS

Amino acids M1 — S673 (end) of human PRKCB isoform 2.

Residue M29 of the fusion protein is equivalent to M1 of the native
enzyme. The His(6) tag is located at residues 5 — 10.

rTEV (ENLYFQ) residues 18 - 23

BamH]1 and Sall sites of pFastBac.Htb
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Nucleotide Sequence Of Insert

ggatccATGGCTGACCCGGCTGCGGGGCCGCCGCCGAGCGAGGGCGAGGAGAGCACCGTGCGCTTC
GCCCGCAAAGGCGCCCTCCGGCAGAAGAACGTGCATGAGGTCAAGAACCACAAATTCACCGCCCGC
TTCTTCAAGCAGCCCACCTTCTGCAGCCACTGCACCGACTTCATCTGGGGCTTCGGGAAGCAGGGA
TTCCAGTGCCAAGTTTGCTGCTTTGTGGTGCACAAGCGGTGCCATGAATTTGTCACATTCTCCTGC
CCTGGCGCTGACAAGGGTCCAGCCTCCGATGACCCCCGCAGCAAACACAAGTTTAAGATCCACACG
TACTCCAGCCCCACGTTTTGTGACCACTGTGGGTCACTGCTGTATGGACTCATCCACCAGGGGATG
AAATGTGACACCTGCATGATGAATGTGCACAAGCGCTGCGTGATGAATGTTCCCAGCCTGTGTGGC
ACGGACCACACGGAGCGCCGCGGCCGCATCTACATCCAGGCCCACATCGACAGGGACGTCCTCATT
GTCCTCGTAAGAGATGCTAAAAACCTTGTACCTATGGACCCCAATGGCCTGTCAGATCCCTACGTA
AAACTGAAACTGATTCCCGATCCCAAAAGTGAGAGCAAACAGAAGACCAAAACCATCAAATGCTCC
CTCAACCCTGAGTGGAATGAGACATTTAGATTTCAGCTGAAAGAATCGGACAAAGACAGAAGACTG
TCAGTAGAGATTTGGGATTGGGATTTGACCAGCAGGAATGACTTCATGGGATCTTTGTCCTTTGGG
ATTTCTGAACTTCAGAAAGCCAGTGTTGATGGCTGGTTTAAGTTACTGAGCCAGGAGGAAGGCGAG
TACTTCAATGTGCCTGTGCCACCAGAAGGAAGTGAGGCCAATGAAGAACTGCGGCAGAAATTTGAG
AGGGCCAAGATCAGTCAGGGAACCAAGGTCCCGGAAGAAAAGACGACCAACACTGTCTCCAAATTT
GACAACAATGGCAACAGAGACCGGATGAAACTGACCGATTTTAACTTCCTAATGGTGCTGGGGAAA
GGCAGCTTTGGCAAGGTCATGCTTTCAGAACGAAAAGGCACAGATGAGCTCTATGCTGTGAAGATC
CTGAAGAAGGACGTTGTGATCCAAGATGATGACGTGGAGTGCACTATGGTGGAGAAGCGGGTGTTG
GCCCTGCCTGGGAAGCCGCCCTTCCTGACCCAGCTCCACTCCTGCTTCCAGACCATGGACCGCCTG
TACTTTGTGATGGAGTACGTGAATGGGGGCGACCTCATGTATCACATCCAGCAAGTCGGCCGGTTC
AAGGAGCCCCATGCTGTATTTTACGCTGCAGAAATTGCCATCGGTCTGTTCTTCTTACAGAGTAAG
GGCATCATTTACCGTGACCTAAAACTTGACAACGTGATGCTCGATTCTGAGGGACACATCAAGATT
GCCGATTTTGGCATGTGTAAGGAAAACATCTGGGATGGGGTGACAACCAAGACATTCTGTGGCACT
CCAGACTACATCGCCCCCGAGATAATTGCTTATCAGCCCTATGGGAAGTCCGTGGATTGGTGGGCA
TTTGGAGTCCTGCTGTATGAAATGTTGGCTGGGCAGGCACCCTTTGAAGGGGAGGATGAAGATGAA
CTCTTCCAATCCATCATGGAACACAACGTAGCCTATCCCAAGTCTATGTCCAAGGAAGCTGTGGCC
ATCTGCAAAGGGCTGATGACCAAACACCCAGGCAAACGTCTGGGTTGTGGACCTGAAGGCGAACGT
GATATCAAAGAGCATGCATTTTTCCGGTATATTGATTGGGAGAAACTTGAACGCAAAGAGATCCAG
CCCCCTTATAAGCCAAAAGCTTGTGGGCGAAATGCTGAAAACTTCGACCGATTTTTCACCCGCCAT
CCACCAGTCCTAACACCTCCCGACCAGGAAGTCATCAGGAATATTGACCAATCAGAATTCGAAGGA
TTTTCCTTTGTTAACTCTGAATTTTTAAAACCCGAAGTCAAGAGCtaagtcgac



