Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active PDK 1 [52 - 556]

Enzyme description:- PDK1 [52 - 556]
Clone number :- DU 831

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni#*-NTA agarose
Expression level:- 3-5mg/L
Calculated molecular mass.- 62, 724 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, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature: - -70°C
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2-mercaptoethanol, 0.1mM EGTA, 10 mM MgAc
Substrate:-

PDKtide (KTFCGTPEY LAPEVRREPRILSEEEQEMFRDFDY IADWC)

Final concentration: 100 puM

Specific activity range: - 120 -240 U/mg
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Clone Data Sheset

PDK 1 [52 — 556]

Protein PDK1 [52 - 556]

Clone number DU 831

Species Human

Accession no NM 002613

Tags N-terminal His(6) and MY C (EQK LISEEDL)
Baculovirus

expressed protein~ MBYYHHHHHHDYDI PTTENL YFQGAMGSATMEQKL| SEEDL DGTAAEP
RPGAGSL QHAQPPPQPRKKRPEDFKFGKI LGEGSFSTVWLARELATSR
EYAI KI LEKRHI | KENKVPYVTRERDVVSRL DHPFFVKL YFTFQDDEK
LYFGLSYAKNGEL LKYI RKI GSFDETCTRFYTAEI VSALEYLHGKG |
HRDLKPENI LLNEDVHI QF TDFGTAKVL SPESKQARANSFVGTAQYVS
PELL TEKSACKSSDLWAL GCI | YQLVAGLPPFRAGNEYLI FOKI | KLE
YDFPEKFFPKARDL VEKL L VL DATKRL GCEENEGYGPL KAHPFFESVT
WENL HQQTPPKL TAYL PAMSEDDEDCYGNYDNL L SQFGCMQVSSSSSS
HSL SASDTGLPQRSGSNI EQYI HDLDSNSFEL DL QFSEDEKRLLLEKQ
AGGNPWHQFVENNL | L KMGPVDKRKGL FARRRQLLL TEGPHL YYVDPV
NKVLKGEl PWSQEL RPEAKNFKTFFVHTPNRTYYL MDPSGNAHKWCRK

| (EVWRQRYQSHPDAAVQ

Native sequence Amino acids D52 — Q556 (end) of human PDK1.
Residue D42 of the fusion protein is equivalent to D52 of the native
enzyme. The His(6) tag islocated at residues5 - 10 andthe MYCtagis
located at residues 32 - 41.

Protease cleavage rTEV (ENLYFQG) residues 18 — 24

Cloning sites BamHI and Kpnl sites of pFastBAC HTh
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Complete
nucleotide sequence

ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACG
ACCGAAAACCTGTATTTTCAGGEGCGCCATGEGATCTGCCACCAT GGAG
CAGAAGCTGATCTCTGAAGAGGACT TGGACGGECACT GCAGCCGAGCCT
CGGECCCEECECCEECT CCCTGCAGCAT GCCCAGCCT CCECCGCAGCCT
CGGAAGAAGCGGCCTGAGGACT TCAAGT TTGGGAAAATCCTTGGGGAA
GCCTCTTTTTCCACGGT TGTCCTGGCTCGAGAACT GGCAACCTCCAGA
GAATATGCGATTAAAAT TCTGGAGAAGCGACATATCATAAAAGAGAAC
AAGGT CCCCTATGT AACCAGAGAGCGGGATGT CATGT CGCGCCT GGAT
CACCCCTTCTTTGI TAAGCTTTACTTCACATTTCAGGACGACGAGAAG
CTGTATTTCGGECCTTAGI TATGCCAAAAATGGAGAACTACT TAAATAT
ATTCGCAAAATCGGTTCATTCGATGAGACCTGTACCCGATTTTACACG
GCTGAGATCGTGTCTGCTTTAGAGTACT TGCACGGECAAGGGECATCATT
CACAGGGACCTTAAACCGGAAAACATTTTGT TAAATGAAGATATGCAC
ATCCAGATCACAGATTTTGGAACAGCAAAAGT CTTATCCCCAGAGAGC
AAACAAGCCAGGGECCAACT CATTCGT GGGAACAGCGCAGTACGI TTCT
CCAGAGCT GCTCACGGAGAAGT CCGCCTGTAAGAGT TCAGACCTTTGG
GCTCTTGGATGCATAATATACCAGCT TGTGECAGGACTCCCACCATTC
CGAGCTGGAAACGAGTATCTTATATTTCAGAAGATCATTAAGT TGGAA
TATGACTTTCCAGAAAAATTCT TCCCTAAGGCAAGAGACCT CGTGGAG
AAACTTTTGGTTTTAGATGCCACAAAGCGGT TAGGCT GT GAGGAAATG
GAAGGATACGGACCT CTTAAAGCACACCCGI TCTTCGAGT CCGTCACG
TGGCGAGAACCT GCACCAGCAGACGCCTCCGAAGCTCACCCCTTACCTG
CCGGCTATGI CGGAAGACGACGAGGACT CCTATGGCAATTATGACAAT
CTCCTGAGCCAGT TTGECTGCATGCAGGTGTCTTCGTCCTCCTCCTCA
CACT CCCT GT CAGCCT CCGACACGGEGECCT GCCCCAGAGGT CAGGCAGC
AACATAGAGCAGTACATTCACGATCTGGACTCGAACTCCTTTGAACT G
GACTTACAGT TTTCCGAAGAT GAGAAGAGGT TGTTGT TGGAGAAGCAG
GCTGGECGCGAAACCCT TGGCACCAGT TTGTAGAAAATAATTTAATACTA
AAGAT GGECCCAGT GGATAAGCGGAAGGGT TTATTTGCAAGACGACCGA
CAGCTGTTGCTCACAGAAGGACCACATTTATATTATGTGGATCCTGIC
AACAAAGT TCTGAAAGGT GAAATTCCT TGGT CACAAGAACT TCGACCA
GAGGCCAAGAATTTTAAAACTTTCTTTGT CCACACGCCTAACAGGACG
TATTATCTGATGGACCCCAGCGGGAACGCACACAAGT GGTGCAGGAAG
ATCCAGGAGGT TTGGAGGECAGCGAT ACCAGAGCCACCCGGACGCCECT
GIGCAG ga




