Division of Signal Tranduction Therapy

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

Enzyme description:- PDK1 [52 - 556]
Clone number :- DU 954

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST
Purification method:- GST Sepharose
Expression level:- 3 mg/L

Calculated molecular mass:- 85, 047 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-HCl pH 7.5, 0.1% 2-mercaptoethanol, 0.1mM EGTA, 10 mM MgAc
Substrate: -

PDKtide (KTFCGTPEY LAPEVRREPRILSEEEQEMFRDFDYIADWC)
Final concentration:  100uM

Specific activity range:- 60 - 120 U/mg
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Clone Data Sheset

PDK 1 [52 — 556]

Protein PDK 1 [52 - 556]

Clone number DU 954

Species Human

Accession no NM 002613

Tags N-terminal GST

Baculovirus VEPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL

expressed protein  GLEFPNLPYYI DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAE! SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM. YDAL DVWL YMDPMCL DAFPKLVCFKKRI EAl PQI DKY
LKSSKY! AWPL QGWQATFGGGEDHPPKSDLEVL FQGPL GSPEFDGTAAE
PRPGAGSL QHAQPPPQPRKKRPEDFKFGKI LGEGSFSTWLARELATS
REYAI KI LEKRHI | KENKVPYVTRERDVMSRL DHPFFVKL YFTFQDDE
KL YFGLSYAKNGELLKYI RKI GSFDETCTRFYTAEI VSALEYLHGKG
| HRDLKPENI LLNEDVHI QI TDFGTAKVL SPESKQARANSFVGTAQYV
SPELLTEKSACKSSDLWALGCI | YQLVAGLPPFRAGNEYLI FQKI | KL
EYDFPEKFFPKARDL VEKL L VL DATKRL GCEEMEGYGPL KAHPFFESV
TVENL HQQTPPKL TAYL PAVSEDDEDCYGNYDNL L SQFGOMQVSSSSS
SHSLSASDTGLPQRSGSNI EQYI HDL DSNSFEL DL QFSEDEKRLLLEK
QAGGNPWHQFVENNL | LKMGPVDKRKGL FARRRQLLL TEGPHL YYVDP
VNKVLKGEl PWSQEL RPEAKNFKTFFVHTPNRTYYLVDPSGNAHKWCR

KI QEVWRQRYQSHPDAAVQ

Native sequence Amino acids D52 — Q556 (end) of human PDK1.
Residue D235 of the fusion protein is equivalent to D52 of the native
enzyme. The GST tag islocated at residues 1 — 220.

Pr otease cleavage PreScission (LEVLFQGPL) residues 221 - 229

Cloning sites EcoR1 and Sall of pFastBAC GST



Nucleotide
sequence of insert
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GAATTCGACGGCACT GCAGCCGAGCCT CEECCCEECECCEECTCCCTG
CAGCAT GCCCAGCCT CCGCCGECAGCCT CCGAAGAAGCGECCTGAGGAC
TTCAAGT TTGGGAAAATCCTTGEGEGAAGGCTCTTTTTCCACGGTTGTC
CTGGCTCGAGAACT GGECAACCTCCAGAGAATATGCGATTAAAATTCTG
GAGAAGCGACATATCATAAAAGAGAACAAGGT CCCCTATGTAACCAGA
GAGCGGGATGT CATGTCGCGCCTGGATCACCCCTTCTTTGT TAAGCTT
TACTTCACATTTCAGGACGACGAGAAGCTGTATTTCGECCTTAGT TAT
GCCAAAAATGGAGAACTACTTAAATATATTCGCAAAATCGGTITCATTC
GATGAGACCTGTACCCGATTTTACACGGECTGAGATCGTGICTGCTTTA
GAGTACTTGCACGGCAAGGGCATCATTCACAGGGACCTTAAACCGGAA
AACATTTTGTTAAATGAAGATATGCACATCCAGATCACAGATTTTGGA
ACAGCAAAAGT CTTATCCCCAGAGAGCAAACAAGCCAGGEECCAACTCA
TTCGTGGGAACAGCGCAGTACGT TTCTCCAGAGCTGCTCACGGAGAAG
TCCGCCTGTAAGAGT TCAGACCTTTGGECTCTTGGATGCATAATATAC
CAGCTTGI GGCAGGACTCCCACCATTCCGAGCTGGAAACGAGTATCTT
ATATTTCAGAAGATCATTAAGT TGGAATATGACTTTCCAGAAAAATTC
TTCCCTAAGGCAAGAGACCTCGTGGAGAAACTTTTGGTTTTAGATGCC
ACAAAGCGGT TAGGCTGT GAGGAAAT GGAAGGATACGGACCTCTTAAA
GCACACCCGI TCTTCGAGT CCGT CACGT GGGAGAACCTGCACCAGCAG
ACGCCTCCGAAGCTCACCGCTTACCTGCCGECTATGTCGGAAGACGAC
GAGGACTGCTATGGCAATTATGACAATCTCCTGAGCCAGTTTGECTGC
ATGCAGGTGTCTTCGITCCTCCTCCTCACACTCCCTGTCAGCCTCCGAC
ACGGGCCTGCCCCAGAGGT CAGGCAGCAACATAGAGCAGTACATTCAC
GATCTGGACTCGAACTCCTTTGAACTGGACTTACAGT TTTCCGAAGAT
GAGAAGAGGT TGT TGT TGGAGAAGCAGGCTGECGEGAAACCCTTGECAC
CAGTTTGTAGAAAATAATTTAATACTAAAGAT GGECCCAGTGGATAAG
CGGAAGGGT TTATTTGCAAGACGACGACAGCTGTTGCTCACAGAAGGA
CCACATTTATATTATGI GGATCCTGT CAACAAAGT TCTGAAAGGT GAA
ATTCCTTGGTCACAAGAACT TCGACCAGAGGCCAAGAATTTTAAAACT
TTCTTTGTCCACACGCCTAACAGGACGTATTATCTGATGGACCCCAGC
GGGAACGCACACAAGT GGT GCAGGAAGAT CCAGGAGGTTTGGAGGCAG
CGATACCAGAGCCACCCGEGACECCECTGTIGCAG gagt cgac




