Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active PDPC2 [2 - 529]
(Pyruvate Dehydr ogenase Phosphatase | soenzyme 2)

Enzyme description:- PDPC2 [2 - 529]
Clone number :- DU 1363

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

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 2 mg/L
Calculated molecular mass.- 86, 615 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

PDPC2[2 —529]

PDPC2 [2 - 529]
DU 1363
Human
BC028030

N-terminal GST

V5PI LGYVKI KALVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL G-
EFPNLPYY! DGDVKLTQSMAI | RYI ADKHNM. GGCPKERAEI SMLEGAVL
DI RYGVSRI AYSKDFETLKVDFL SKLPEM_KM-EDRL CHKTYLNGDHVTH
PDFM.YDAL DVVLYMDPMCL DAFPKLVCFKKRI EAI PQ DKYLKSSKYI A
WWPL QGWAT FGGGEDHPPKSDL EVLFQGPLGSSSTVSYW LNSTRNSI ATL
QGGRRL YSRYVSNRNKL KWRL FSRVPPTLNSSPCGGFTLCKAYRHTSTEE
DDFHL QLSPEQ NEVLRAGETTHKI LDLESRVPNSVLRFESNQLAANSPV
EDRRGVASCLQTNGLMFGE FDGHGGHACAQAVSERL FYYVAVSL MSHQOQT L
EHVEGAMESMKPLLPI LHW.KHPGDSI YKDVTSVHLDHLRVYWQEL LDLH
VEMGLSI EEALMYSFQRLDSDI SLEI QAPLEDEVTRNLSLQVAFSGATAC
MAHVDG HLHVANAGDCRAI L GVQEDNGMASCL PL TRDHNAVWNQAEL SRL
KREHPESEDRTI | MEDRLLGVLI PCRAFGDVQLKWEKEL QRSI LERGFNT
EALNI YQFTPPHYYTPPYLTAEPEVTYHRL RPQDKFLVLASDGLWDM_SN
EDVVRL VWWGHL AEADVWHKT DL AQRPANL G- MQSL L L QRKASGL HEADONA
ATRLI RHAI GNNEYGEMEAERLAAMLTLPEDLARMYRDDI TVTVVYFNSE
SI GAYYKGG

Amino acids S2 — G529 (end) of human PDPC2.
Residue S232 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

BamH1 and Notl sites of pGEX-6P-1



Nucleotide
sequence of insert
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ggat cc TCAAGTACTGTGTCCTACTGGATCTTAAATTCTACAA
GGAACAGCATTGCCACATTGCAAGGGEGEGTAGACGCTTATACTC
CAGGTATGICTCAAATAGGAATAAATTAAAATGGAGCCTCTTT
TCCCGEGETGCCACCCACCCTAAACAGTI TCCCCATGTI GGTGECT
TTACTCTGIGCAAAGCCTACAGACACACATCAACAGAGRAAGA
TGATTTTCACT TGCAACTCAGCCCTGAGCAGATAAATGAAGT G
CTTCGAGCTGGECGAGACAACCCACAAGATTCTTGACCTTGAAA
GCAGAGI CCCAAATTCAGT GT TGCGGT TTGAGAGCAACCAGCT
GGECTGCCAATTCCCCAGT GGAGGACCGEECGAGGTGTAGCCTCC
TGCCTGCAAACCAATGGACTGATGI TTGGCATCTTCGATGGAC
ATGGTGGTCATGCAT GTGCCCAAGCAGT GAGCGAGAGECTCTT
CTACTATGI GGCAGTGTCCCTGATGTCCCACCAGACCCTGRAG
CACAT GGAGGGAGCTATGGAAAGCATGAAACCCTTGCTGCCCA
TCCTGCATTGGECTCAAGCACCCAGEGEGACAGTATCTACAAGA
TGICACATCTGTGCATCTTGACCACCTCCGTGTCTATTGGECAG
GAACTGCTTGATTTGCACATGGAAATGGGACTAAGCATTGAAG
AAGCATTAATGTACTCCTTCCAGAGACTGGATTCTGACATCTC
GCTGGAAAT CCAGGCCCCCCTGGAAGATGAGGT GACAAGRAAC
CTGICACTCCAGGTTGCTTTCTCTGGGEECAACAGCTTGCATGG
CCCATGITGATGGAATTCACT TGCACGT GGCAAATGCTGGECGA
CTGCCGAGCCATCCTTGGTGT CCAAGAGGACAATGECATGT GG
TCTTGICTGCCCCTTACACGT GACCACAATGCCTGGAACCAGG
CCGAGCTGI'CCCGECTAAAGAGEGAGCACCCTGAGTCAGAEA
CAGGACGATCATCATGGAGGACAGGCTACTGEECGTCCTCATC
CCCTGCAGGECCTTTGEEGATGT TCAGCTGAAGT GGAGTAAAG
AGT TGCAGCGCAGCATTCTGGAGAGGEECTTCAATACCGAGEC
CCTCAACATTTACCAGT TCACACCCCCACACTACTACACTCCA
CCCTACCTGACTGCTGAGCCT GAGGTCACATACCACAGECTA
GGECCCCAGGATAAGT TCCTTGT GCTGECCTCAGATEECCTGI G
GGACATGCTGAGCAAT GAGGACGT GGTAAGECTGGT GGTEEEG
CACCTGECTGAGGCAGATTGECACAAGACAGACCTECCCAGA
GACCCGCCAACT TGEEECTCATGCAGAGCCTGCTGCTGCAGAG
GAAAGCCAGCGGEECTCCACGAGECTGACCAAAATGCAGCCACG
CGGECTGATCAGACATGCCATCGEGAACAATGAGTATGGEEAGA
TGGAGGCCAGAGCGEECT GECEECGATGCTGACATTGCCAGAGA
CTTGCECGAGGATGTACAGCGATGATATCACTGICACTGTGGTG
TATTTTAACTCAGAAT CAATCGGTGCATATTACAAGEEEEGT
aagcggccgce



