Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active PP5 [1 —499]

Enzyme description:- PP5 [1—499]

Clone number :- DU 1727

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

Tag:- N-terminal GST and C-terminal EE
Purification method:- GST Sepharose
Expression level:- 5 mg/L

Calculated molecular mass.- 84, 281 daltons
Purity:- 90 %

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

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

Storage temperature: - -20°C
Assay:- Standard phosphatase assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 3mM MnCl,, 0.03 % Brij 35, 0.1 mM EGTA,
200 pM Arachidonic acid, 0.1 % 2-mercaptoethanol

Substrate: -
[*P] casein:  phosphorylated by PKA Final concentration: 6 uM

Specific activity range: - 50 — 100 mU/mg
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Clone Data Sheset

PP5 [1—499]

PP5 [1 —499]
DU 1727
Human
NM_006247

N-terminal GST and C-terminal EE (EFMPME)

MBPI LGYWKI KGLVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKK
FELGLEFPNLPYY! DGDVKLTQSMAI | RYl ADKHNMLGGCPKERA
El SMLEGAVLDI RYGVSRI AYSKDFETLKVDFL SKLPEM.KMFED
RL CHKTYLNGDHVTHPDFML. YDAL DVWL YNDPMCL DAFPKL VCFK
KRI EAl PQ DKYLKSSKY! AWPL QGWQATFGGGDHPPKSDLVPRG
SPNSTMAVAEGERTECAEPPRDEPPADGAL KRAEEL KTQANDYFK
AKDYENAI KFYSQAI ELNPSNAI YYGNRSLAYLRTECYGYALGDA
TRAI ELDKKY! KGYYRRAASNVAL GKFRAAL RDYETVWKVKPHDK
DAKMKYQECNKI VKQKAFERAI AGDEHKRSVVDSL DI ESMTI EDE
YSGPKLEDGKVTI SFVMKEL MQWYKDQKKL HRKCAYQ LVQVKEVL
SKLSTLVETTLKETEKI TVCGDTHGQFYDLLNI FELNGLPSETNP
YI ENGDFVDRGSFSVEVI LTLFGFKL L YPDHFHL L RGNHETDNIVN
Q YGFEGEVKAKYTAQWEL FSEVFEW.PLAQC! NGKVLI MHGGL
FSEDGVTLDDI RKI ERNRQPPDSGPMCDL LWSDPQPQNGRS| SKR
GVSCQFGPDVTKAFLEENNLDY! | RSHEVKAEGYEVAHGGRCVTV
FSAPNYCDQVIGNKASY! HL QGSDL RPQFHQF TAVPHPNVKPMAYA
NTLLQLGVVEFVPVE

Amino acids M1 — M499 (end) of human PP5.

Residue M231 of the fusion protein is equilivalent to M1 of the
native enzyme. The GST tag islocated at residues 1 — 220 and the
EE tag islocated at residues 730 — 735.

Thrombin (LVPRGS) residues 221 - 226

BamH1 sites of pGEX 4T



Nucleotide
Sequence of insert
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GGATCCCCGAAT TCCACCAT GGCGAT GGCCGAGGEGECGAGAGGACT
GAGT GT GCT GAGCCCCCCCGGEGACGAACCCCCGECT GATGGAGCT
CTGAAGCGGGECAGAGGAGCTCAAGACTCAGECCAATGACTACTTC
AAAGCCAAGGACTACGAGAACGCCATCAAGT TCTACAGCCAGECC
ATCGAGCT GAACCCCAGCAATGCCATCTACTATGGECAACCGCAGC
CTGGCCTACCTGCGCACT GAGT GCTATGGCTACGCGCT GGGAGAC
GCCACGCGGGECCATTGAGCT GGACAAGAAGTACATCAAGGGT TAT
TACCGCCGEGECT GCCAGCAACAT GGCACT GEGECAAGT TCCGEECC
GCGCTGCGAGACTACGAGACGGT GGTCAAGGT GAAGCCCCATGAC
AAGGAT GCCAAAAT GAAATACCAGGAGT GCCAACAAGATCGTGAAG
CAGAAGGCCT TTGAGCGGEGCCAT CGCGGECGACGAGCACAAGCEC
TCCGT GGTGGACT CGCTGGACAT CGAGAGCAT GACCATTGAGGAT
GAGTACAGCGGACCCAAGCTTGAAGACGGECAAAGT GACAATCAGT
TTCATGAAGGAGCT CATGCAGT GGTACAAGGACCAGAAGAAACT G
CACCGGAAATGT GCCTACCAGATTCTGGTACAGGT CAAAGAGGTC
CTCTCCAAGCT GAGCACGCT CGT GGAAACCACACTCAAAGAGACA
GAGAAGATTACAGTATGTGGGGACACCCATGECCAGITCTATGAC
CTCCTCAACATATTCGAGCTCAACGGTTTACCCTCGGAGACCAAC
CCCTATATATTTAATGGTGACT TTGTGGACCGAGGCTCCTTCTCT
GTAGAAGTGATCCTCACCCTTTTCGGCTTCAAGCTCCTGTACCCA
GATCACTTTCACCTCCTTCGAGGCAACCACGAGACAGACAACATG
AACCAGATCTACGGT TTCGAGGGT GAGGT GAAGGCCAAGTACACA
GCCCAGATGTACGAGCTCTTTAGCGAGGT GT TCGAGT GECTCCCG
TTGGCCCAGT GCATCAACGGCAAAGT GCTGATCATGCACGGAGEC
CTGTTCAGT GAAGACGGT GTCACCCTGGATGACATCCGGAAAATT
GAGCGGAATCGACAACCCCCAGATTCAGEGCCCATGIGTGACCT G
CTCTGGT CAGATCCACAGCCACAGAACGEECCECTCGATCAGCAAG
CGEGEECGTGAGCTGT CAGT TTGGECCTGACGT CACCAAGGCCTTC
TTGGAAGAGAACAACCT GGACTATATCATCCGCAGCCACGAAGTC
AAGGCCGAGGECTACGAGGT GGCTCACGGAGGCCECTGIGTCACC
GICTTCTCTGCCCCCAACTACT GCGACCAGATGGGGAACAAAGCC
TCCTACATCCACCTCCAGGEGCTCTGACCTACGGECCTCAGI TCCAC
CAGTTCACAGCAGT GCCTCATCCCAACGT CAAGCCCATGGCCTAT
GCCAACACCCTGCTGCAGCTAGGAATGATGGAATTTATGCCCGATG
GAAt gaattc



