Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active PKA [2 - 351]

Enzyme description:- PKA [2 - 351]
Clone number :- DU 951

Sour ce: - Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 1 mg/L
Calculated molecular mass:- 67, 239 Daltons
Purity:- >70 %
Activation protocol:- Constitutively active
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -20°C
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
Substrate:-
KEMPtide (LRRASLG) Final concentration: 30 pM

Specific activity range:- 250 — 500 U/mg
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Clone Data Sheset

PKA [2- 351]

PKA [2- 351]
DU 951
Human
NM_002730

N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYI DGDVKLTQSMAI | RYlI ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM.YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGEGEDHPPKSDL EVL FOQGPL GSGNAAAAKKG
SEQESVKEFL AKAKEDFL KKVWESPAQNTAHL DQFERI KTLGT GSFGRV
MLVKHKETGNHYAMKI LDKQKVVKLKQ EHTLNEKRI LQAVNFPFLVK
L EFSFKDNSNL YMMEYVPGGEM-SHLRRI GRFSEPHARFYAAQH VLT
FEYLHSLDLI YRDLKPENLLI DQQGY! QVTDFGFAKRVKGRTWILCGT
PEYLAPEI | LSKGYNKAVDWMLGVLI YEMAAGYPPFFADQPI Q YEK
| VSCKVRFPSHFSSDL KDL L RNL L QVDL TKRFGNLKNGVNDI KNHKWF
ATTDW Al YORKVEAPFI PKFKGPGDTSNFDDYEEEEI RVSI NEKCGK
EFSEF

Amino acids G2 — F351 (end) of human PKA.
Residue G232 of the fusion protein isresidue G2 of the native enzyme.
The GST tag islocated at residues 1 — 220.

PreScission (LEVLFQPGL) at residues 221 — 229

BamH1 and Sall site of pGEX6P-1



Nucleotide

sequence of
insert

Division of Signal Tranduction Therapy

GGATCCGGECAACGCCGECCGCCECCAAGAAGEECAGCGAGCAGRAGAGC
GTGAAAGAATTCTTAGCCAAAGCCAAAGAAGATTTTCTTAAAAAATGG
GAAAGT CCCGCTCAGAACACAGCCCACTTCGGATCAGTI TTGAACGAATC
AAGACCCT CCECACGEEECTCCT TCCEECEEGTGATGCTGGT GAAACAC
AAGGAGACCGCEEAACCACTATGCCATGAAGATCCTCGACAAACAGAAG
GTGGTGAAACTGAAACAGATCGAACACACCCTGAATGAAAAGCGCATC
CTGCAAGCTGTCAACTTTCCGTI TCCTCGTCAAACTCGAGITCTCCTTC
AAGGACAACTCAAACTTATACATGGTCATGGAGT ACGT GCCCEECEEG
GAGATGI TCTCACACCTACGECGEGATCCEAAGGT TCAGT GAGCCCCAT
GCCCGITTCTACGCGECCCAGATCGTCCTGACCTTTGAGTATCTGCAC
TCGCTGGATCTCATCTACAGGGACCT GAAGCCGCRAGAATCTGCTCATT
GACCAGCAGGGECTACATTCAGGTGACAGACTTCGGT TTCGCCAAGCGC
GTIGAAGGECCECACT TGGACCT TGTGCGECACCCCTGAGTACCTGECC
CCTGAGATTATCCTGAGCAAAGGECTACAACAAGECCGTGGRACTGGT GG
GCCCTGEEEGT TCTTATCTATGAAATGECCGCTGECTACCCECCCTTC
TTCGCAGACCAGCCCATCCAGATCTATGAGAAGATCGT CTCTGGGRAAG
GIGCGCTTCCCTTCCCACTTCAGCTCTGACT TGAAGGACCTGCTGCEG
AACCTCCTGCAGGTAGATCTCACCAAGCCCT TTGCGAACCTCAAGAAT
GGGGTCAACGATATCAAGAACCACAAGT GGTTTGCCACAACTGACT GG
ATTGCCATCTACCAGAGGAAGGTGEAAGCTCCCTTCATACCAAAGTTT
AAAGGCCCTGEGGATACGAGTAACT TTGACGACTATGAGGAAGAAGAA
ATCCGGGTCTCCATCAATGAGAAGT GTGECAAGGAGT TTTCTGAGT TT

t aggt cgac




