Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active PP2C alpha[1 —382]

Enzyme description:- PP2C alpha[1l - 382]
Clone number :- DU 1852

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

Tag:- None

Purification method:-

30 — 55 % ammonium suphate precipitation, Q-Sepharose and Mono-Q

Method based on:

Davis, SP. Helps, NR. Cohen, PTW. and Hardie, DG. (1995).

“5-AMP inhibits dephosphorylation, as well as promoting phosphorylation, of the AMP-
activated protein kinase. Studies using bacterially expressed human protein phosphatase
2C apha and native bovine protein phosphatase 2A”

FEBS Letters. 377. 421 - 425.

Expression level:- 3 mg/L

Calculated molecular mass.- 42, 420 daltons
Purity:- >90 %

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

50 mM Tris-HCl pH 7.5, 2 mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 50 % glycerol, 1 mM benzamidine and 0.1 mM PM SF

Storage temper ature: - -20°C
Assay:- Standard phosphatase assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 2 mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol
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Substrate:-
6 UM *P labelled casein (phosphorylated by PKA)

Specific activity range: - 80 — 160 mU/mg



Protein

Clone number

Species

Accession humber

Tags
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Native sequence

Pr otease cleavage

Cloning sites
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Clone Data Sheset

PP2C alpha[1l - 382]

PP2C alpha[1 - 382]
DU 1852

Human

S87759

None

MGAFL DKPKVEKHNAQGQGNGL RYGL SSMQGWRVENEDAHT AV
GLPSGLESWBFFAVYDGHAGSQVAKYCCEHL L DHI TNNQDFKGS
AGAPSVENVKNG RTGFLEI DEHVRVMVBEKKHGADRSGSTAVGY
LI SPQHTYFI NCGDSRGL L CRNRKVHFFTQDHKPSNPLEKER! Q
NAGGSVM QRVNGSL AVSRAL GDFDYKCVHGKGPTEQL VSPEPE
VHDI ERSEEDDQFI | LACDG VWDVMGNEEL CDFVRSRLEVTDDL
EKVCNEVVDT CL YKGSRDNVBVI LI CFPNAPKVSPEAVKKEAEL
DKYLECRVEE! | KKQGEGVPDLVHVMVRTLASEN PSLPPGGELA
SKRNVI EAVYNRLNPYKNDDTDSTSTDDMN

Amino acids M1 —W382 (end) of human PP2C apha.
M1 is the initiating methionine of PP2C alpha

None

Ndel and HindIll sites of pCW



Nucleotide
sequence of insert
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ATGCGGAGCATTTTTAGACAAGCCAAAGAT GGAAAAGCATAATGEC
CCAGGGGCAGGGTAATGEGT TGCGATATGGGCTAAGCAGCATGC
AAGGCCTGCCCGTGT TGAAATGGAGGATGCACATACGGECTGTGATC
GGTTTGCCAAGTGGACTTGAATCGTGGTCATTCTTTGCTGT GTA
TGATGGCGECATGCCTGGT TCTCAGGT TGCCAAATACTGCTGTGAGC
ATTTGI TAGATCACATCACCAATAACCAGGATTTTAAAGGGTCT
GCAGGAGCACCTTCTGTGGAAAATGTAAAGAATGGAATCAGAAC
AGGTTTTCTGGAGATTGATGAACACATGAGAGI TATGTCAGAGA
AGAAACATGGT GCAGATAGAAGT GGGTCAACAGCTGTAGGTGTC
TTAATTTCTCCCCAACATACTTATTTCATTAACTGIGGAGACTC
AAGAGGT TTACTTTGTAGGAACAGGAAAGI TCATTTCTTCACAC
AAGATCACAAACCAAGTAATCCGCCTGGAGAAAGAACGAATTCAG
AATGCAGGTGECTCTGTAATGATTCAGCGT GTGAATGGCTCTCT
GCCTGTATCGAGGGCCCTTGGEGGATTTTGATTACAAATGI GICC
ATGCGAAAAGGT CCTACTGAGCAGCTTGTCTCACCAGAGCCTGAA
GICCATGATATTGAAAGATCTGAAGAAGATGATCAGI TCATTAT
CCTTGCATGTGATGGTATCTGGGATGI TATGGGAAATGAAGAGC
TCTGTGATTTTGTAAGATCCAGACTTGAAGTCACTGATGACCTT
GAGAAAGT TTGCAATGAAGTAGTICGACACCTGTTTGTATAAGGG
AAGTCGAGACAACATGAGTGTGATTTTGATCTGITTTCCAAATG
CACCCAAAGT ATCGCCAGAAGCAGT GAAGAAGGAGGCAGAGITG
GACAAGTACCTGGAATGCAGAGTAGAAGAAATCATAAAGAAGCA
GGGGEGAAGGCGT CCCCGACTTAGT CCATGTGATGCGCACATTAG
CGAGT GAGAACATCCCCAGCCT CCCACCAGGGGEGTGAATTGGECA
AGCAAGAGGAATGT TATTGAAGCCGTI TTACAATAGACTGAATCC
TTACAAAAAT GACGACACTGACTCTACATCAACAGATGATATGT
& aa



