Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active PPM 1 betaisoform 1[2 - 479]
(PP2C betaisoform 1)

Enzyme description:- PPM1 betaisoform 1 [2 - 479]
Clone number :- DU 3021

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 5-10 mg/L
Calculated molecular mass.- 79, 658 daltons
Purity:- >80 %

Activation protocol:- Constitutively active
Enzyme storage buffer :-

50 mM Tris-HCI 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 temperature: - -20°C
Assay:- Standard phosphatase assay
Assay buffer:-

50 mM Tris-HCl pH 7.5, 2 mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol

Substrate:-
6 UM *P |abelled casein (phosphorylated by PKA)

Specific activity range: - To be determined
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Clone Data Sheset

PPM 1 betaisoform 1[2 —479]

PPM1 betaisoform 1 [2 — 479]
DU 3021

Human

AAH64381

N-terminal GST

M5PI LGYVKI KALVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYY! DGDVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM.YDAL DVWL YNDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGEGEDHPPKSDL EVL FOGPL GSPEFGAFL DK
PKTEKHNAHGAGNGL RYGL SSMQGW\RVEMEDAHTAVWG PHGLEDWSF
FAVYDGHAGSRVANYCSTHLLEH TTNEDFRAAGKSGSALELSVENVK
NG RTGFLKI DEYMRNFSDL RNGVDRSGSTAVGYM SPKHI YFI NCGD
SRAVLYRNGQVCFSTQDHKPCNPREKERI QNAGGSVM QRVNGSLAVS
RAL GDYDYKCVDGKGPTEQLVSPEPEVYEI LRAEEDEFI | LACDA WD
VMSNEEL CEYVKSRL EVSDDL ENVCNW/VDT CL HKGSRDNMSI VL VCF
SNAPKVSDEAVKKDSEL DKHLESRVEEI MEKSGEEGVWPDLAHVMRI LS
AENI PNLPPGGGELAGKRNVI EAVY SRLNPHRESDGASDEAEESGSQGK
LVEALRQVRI NHRGNYRQLLEEM.TSYRLAKVEGEESPAEPAATATSS
NSDAGNPVTMAESHTESESGLAEL DSSNEDAGT KMSGEKI

Amino acids G2 — 1479 (end) of human PPM1 betaisoform 1.
Residue G235 of the fusion protein is equivalent to G2 of the native
enzyme The GST tag islocated at residues 1 - 220.

PreScission (LEVLFQGPL) at residues 221 - 229

EcoRI and Not1 sites of pGEX-6P-1



Nucleotide
sequence of insert
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gaat t cGGTGCATTTTTGGATAAACCCAAAACT GAAAAACATAATGCT
CATGGTGCTGGGAATGGTTTACGT TATGGCCT GAGCAGCATGCAAGGA
TGGAGAGT GGAAATGGAAGATGCACACACACGCTGI TGTAGGTATTCCT
CACGGCTTCGAAGACTGGTCATTTTTTGCAGT TTATGATGGT CATGCT
GGATCCCGAGT GGCAAATTACTGCTCAACACATTTATTAGAACACATC
ACTACTAACGAAGACT TTAGGEGCAGCT GGAAAATCAGGATCTGCTCTT
GAGCTTTCAGTGGAAAATGT TAAGAATGGTATCAGAACTGGATTTTTG
AAAATTGATGAATACATGCGTAACT TTTCAGACCT CAGAAACGCEGATG
GACAGGAGT GGT TCAACTGCAGT GGGAGT TATGAT TTCACCTAAGCAT
ATCTACTTTATCAACTGTGGTGATTCACGT GCTGT TCTGTATAGGAAT
GGACAAGT CTGCTTTTCTACCCAGGATCACAAACCTTGCAATCCAAGG
GAAAAGGAGCGAAT CCAAAAT GCAGGAGGECAGCGT GATGATACAACGT
GITAATGGT TCATTAGCAGTATCTCGTGCTCTGEGEGACTATGATTAC
AAGT GTGT TGATGGCAAGGGECCCAACAGAACAACTTGT TTCTCCAGAG
CCTGAGGTTTATGAAATTTTAAGAGCAGAAGAGGATGAATTTATCATC
TTGECTTGTIGATGGEGATCTGEGATGT TATGAGT AATGAGGAGCTCTGT
GAATATGT TAAATCTAGCCT TGAGGTATCTGATGACCTGGAAAATGT G
TGCAATTGGEGTAGT GGACACT TGT TTACACAAGGGAAGT CGAGATAAC
ATGAGTATTGTACTAGT TTGCTTTTCAAATGCT CCCAAGGTCTCAGAT
GAAGCGGT GAAAAAAGAT TCAGAGT TGGATAAGCACT TGGAAT CACGG
GITGAAGAGATTATGGAGAAGT CTGGECGAGGAAGGAATGCCTGATCTT
GCCCATGI CATGCGCATCTTGTCTGCAGAAAATATCCCAAATTTGCCT
CCTGEEEGAGGT CTTGCTGECAAGCGTAATGT TATTGAAGCTGI TTAT
AGTAGACTGAATCCACATAGAGAAAGT GATGGGEGECCTCCGAT GAAGCA
GAGGAAAGT GGATCACAGGGAAAAT TGGT GGAAGCT CTCAGGCAAATG
AGAATTAATCATAGCGGAAACT ACCGACAACT TCTGGAGGAGATGCTG
ACTAGT TACAGGCTAGCTAAAGT AGAGGGAGAAGAAAGCCCTGCCTGAA
CCAGCTGCCACAGCTACTTCTTCGAACAGT GATGCTGGAAACCCAGT G
ACAATGCAGGAAAGCCATACT GAATCAGAAAGT GGTCTTGCTGAATTA
GACAGCTCTAATGAAGATGCAGGGACAAAGATGAGT GGTGAAAAAATA

t gagcggecge




