Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PKC zeta [2 - 592]

Enzymedescription:- PKC zeta[2 - 592]
Clone number :- DU 1447

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni#*-NTA agarose
Expression level:- 5 mg/L

Calculated molecular mass.- 71, 199 daltons
Purity:- >80 %

Activation protocol:- Constitutively active
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -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,
0.1 mM sodium vanadate, 10 mM magnesium acetate

Substrater-
ERMRPRKRQGSVRRV Final concentration: 30 uM

Specific activity range: - To be determined
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Clone Data Sheet

PK C zeta [2 - 592]

PKC zeta[2 —592]
DU 1447

Human
NM_002744
N-terminal His(6)

MBYYHHHHHHDYDI PTTENL YFQGAVDPEFPSRTGPKVEGSGGRVRLKA
HYGGDI FI TSVDAAT TFEEL CEEVRDVCRL HQQHPL TL KVWDSEGDPCT
VSSQVEL EEAFRLARQCRDEGL | | HVFPSTPEQPGLPCPGEDKS! YRRG
ARRVRKL YRANGHL FQAKRFNRRAYCGQCSER! WELARQGYRC! NCKLL
VHKRCHGL VPL TCRKHVDSVMPSQEPPVDDKNEDADL PSEETDG AYI S
SSRKHDSI KDDSEDLKPVI DGVDG Kl SQGLGLQDFDLI RVI GRGSYAK
VLLVRLKKNDQ YAVKVWKKEL VHDDEDI DW/QTEKHVFEQASSNPFLV
GLHSCFQTTSRLFLVI EYVNGGDL MFHVIQRQRKL PEEHARFYAAE! Cl A
LNFLHERG! | YRDLKLDNVLLDADGH! KL TDYGMCKEGL GPGDTTSTFC
GTPNY! APE| L RGEEYGFSVDWAAL GVLMFEMVAGRSPFDI | TDNPDIVN
TEDYLFQVI LEKPI Rl PRFL SVKASHVL KGFLNKDPKERL GCRPQTGFS
DI KSHAFFRSI DWDL L EKKQAL PPFQPQ TDDYGLDNFDTQFTSEPVQL
TPDDEDAI KRl DQSEFEGFEY! NPLLLSTEESV

Amino acids P2 — V592 (end) of human PKC zeta.
Residue P31 of the fusion protein is equivalent to P2 of the native
enzyme. The His(6) tagislocated at residues 5 — 10.

ITEV (ENLYFQG) residues 18 - 24

EcoR1 and Spel sites of pFastBAC HTa
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACCGA
CCGAAAACCTGTATTTTCAGGGECGCCATGGATCCCGAATTCCCCAGCAG
GACCGGCCCCAAGAT GCGAAGGGAGCGECEECCELGT CCECCT CAAGGCG
CATTACGGGEGEEEGACATCTTCAT CACCAGCGT GGACGCCGCCACGACCT
TCGAGGAGCT CTGT GAGGAAGT GAGAGACAT GT GT CGT CTGCACCAGCA
GCACCCGCTCACCCT CAAGT GGGT GGACAGCGAAGGT GACCCTTGCACG
GTGTCCTCCCAGAT GGAGCT GGAAGAGCGCT TTCCGCCTGGECCCGT CAGT
GCAGGGATGAAGGECCTCATCATTCATGI TTTCCCGAGCACCCCTGAGCA
GCCTGGECCTGCCATGTCCGGGAGAAGACAAATCTATCTACCGCCGGGEA
GCCAGAAGAT GGAGGAAGCT GTACCGT GCCAACGECCACCTCTTCCAAG
CCAAGCGCTTTAACAGGAGAGCGTACT GCGGT CAGT GCAGCGAGAGGAT
AT GGGEGECCT CGCGAGGCAAGGCTACAGGT GCATCAACTGCAAACTCCTG
GTCCATAAGCGCT GCCACGECCTCGT CCCCCTGACCT GCAGGAAGCATA
TGGATTCTGTCATGCCT TCCCAAGAGCCT CCAGTAGACGACAAGAACCA
GGACGCCGACCT TCCTTCCGAGGAGACAGATGGAATTGCTTACATTTCC
TCATCCCGCGAAGCAT GACAGCATTAAAGACGACT CGGAGGACCTTAAGC
CAGTTATCGATGGGATGGATGGAATCAAAAT CTCTCAGGGGECT TGEGECT
GCAGGACTTTGACCTAATCAGAGT CAT CGEGCGCGGEGAGCTACGCCAAG
GITCTCCTGGTGCGGT TGAAGAAGAAT GACCAAATTTACGCCATGAAAG
TGGTGAAGAAAGAGCT GGT GCATGATGACGAGGATATTGACTGGGTACA
GACAGAGAAGCACGT GT TTGAGCAGGCATCCAGCAACCCCTTCCTGGTC
GGATTACACTCCTGCTTCCAGACGACAAGTCGGTTGTTCCTGGTCATTG
AGTACGT CAACGGCGGEEGACCT GATGT TCCACAT GCAGAGGCAGAGGAA
GCTCCCTGAGGAGCACGCCAGGT TCTACGCGECCGAGATCTGCATCGCC
CTCAACTTCCTGCACGAGAGGGEGGAT CATCTACAGGGACCTGAAGCT GG
ACAACGT CCTCCTGGAT GCGGACGGEGCACATCAAGCTCACAGACTACGG
CATGT GCAAGGAAGGCCT GEGCCCTGGT GACACAACGAGCACTTTCTGC
GGAACCCCGAAT TACAT CGCCCCCGAAAT CCTGCCGEEGAGAGGAGTACG
GGT TCAGCGTGGACT GGTGEECCCTGEGAGT CCTCATGT TTGAGATGAT
GGCCGEECECTCCCCGT TCGACAT CATCACCGACAACCCGGACATGAAC
ACAGAGGACTACCTTTTCCAAGT GATCCTGGAGAAGCCCATCCGGATCC
CCCGGTTCCTGT CCGTCAAAGCCTCCCATGT TTTAAAAGGATTTTTAAA
TAAGGACCCCAAAGAGAGGECT CGECTGCCGECCACAGACTGGATTTTCT
GACATCAAGT CCCACGCGT TCTTCCGCAGCATAGACTGGGACTTCCTGG
AGAAGAAGCAGGECGCT CCCTCCATTCCAGCCACAGATCACAGACGACTA
CGGTCTGGACAACTTTGACACACAGT TCACCAGCGAGCCCGTGCAGCTG
ACCCCAGACGATGAGGATGCCATAAAGAGGATCGACCAGT CAGAGT TCG
AAGGCTTTGAGTATATCAACCCATTATTGCTGT CCACCGAGGAGT CGGT
G ga



