Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active PKD1 [2 - 912]

Enzyme description:- PKD1[2-912]
Clone number :- DU 1441

Sour ce: - Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6)
Purification method:- Ni#*-NTA agarose
Expression level:- 5 mg/L

Calculated molecular mass.- 104, 877 daltons
Purity:- >80 %

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

50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature: - -70 °C [Long term stability to be determined]
Assay:- Standard filter binding assay
Assay buffer:-

50 mM Tris-HCI pH 7.5, 0.1 % 2- mercaptoethanol, 0.1 mM EGTA,
0.1 mM sodium vanadate, 10 mM magnesium acetate

Substrater-
KKLNRTLSVA Final concentration: 30 uM

Specific activity range: - To be determined
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Clone Data Sheet

PKD1[2- 912]

PKD1[2-912]
DU 1441

Human
NM_002742
N-terminal His(6)

MSYYHHHHHHDYDI PTTENL YFQGAMGSSAPPVL RPPSPL L PVAAAAAA
AAAALVPGSGPGPAPFLAPVAAPVGG SFHLQ GLSREPVLLLQDSSGD
YSLAHVREMACS! VDQKFPECGFYGWYDKI LLFRHDPTSENI LQLVKAA
SDI QEGDL| EWLSASATFEDFQ RPHAL FVHSYRAPAFCDHCGEM_ WG
L VRQGL KCEGCGLNYHKRCAFKI PNNCSGVRRRRL SNVSLTGVSTI RTS
SAEL STSAPDEPL L QKSPSESFI GREKRSNSQSY! GRPI HLDKI LMBKV
KVPHTEVI HSYTRPTVCQYCKKL LKGL FRQGL QCKDCRFNCHKRCAPKY
PNNCL GEVTI NGDL L SPGAESDVVMVEEGSDDNDSERNSGL MDDVEEAWY
QDAEMANVAECQONDSGEMQDPDPDHEDANRT! SPSTSNNI PLMRWQSVK
HTKRKSSTVMKEGWWHY T SKDTL RKRHYWRL DSKCI TLFQNDTGSRYY
KEI PLSEI LSLEPVKTSALI PNGANPHCFEI TTANVVYYVGENVVNPSS
PSPNNSVL TSGVGADVARMAE! Al QHALMPVI PKGSSVGTGTNLHRDI S
VS| SVSNCQ QENVDI STVYQ FPDEVLGSGQFG VYGGKHRKTGRDVA
| KI | DKLRFPTKQESQLRNEVAI LQNLHHPGVWNL ECMFETPERVFWM
EKLHGDMLEM LSSEKGRLPEHI TKFLI TQ LVALRHLHFKNI VHCDLK
PENVLLASADPFPQVKLCDFGFARI | GEKSFRRSVWGTPAYLAPEVLRN
KGYNRSLDMABVGVI | YVSLSGTFPENEDEDI HDQ QNAAFMYPPNPWK
El SHEAI DLI NNLLQVKVRKRYSVDKTL SHPW. QDYQTW. DL REL ECKI

GERY| THESDDL RWEKYAGEQGL QYPTHLI NPSASHSDTPETEETEMKA
LGERVSI L

Amino acids S2 — L912 (end) of human PKD1.
Residue S29 of the fusion protein is equivalent to S2 of the native
enzyme. The His(6) tagislocated at residues 5 — 10.

The following amino acid substitutions are present:

R — A, where R135 of the native enzyme is A162 of the fusion protein
R — G, where R877 of the native enzyme is G904 of the fusion protein
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Pr otease cleavage ITEV (ENLYFQG) residues 18 - 24

Cloning sites BamH1 and EcoR1 sites of pFastBAC HTb



Complete
nucleotide

uence
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ATGITCGTACTACCATCACCATCACCATCACGATTACGATATCCCAACCGA
CCGAAAACCTGTATTTTCAGGGECGECCAT GGGAT CCAGCGCCCCT CCGGT
CCTGCGECCAECCCAGT CCGCT GCTGCCCGT GECEECGECAGCT GCCGECA
GCGECCECCAECACT GGT CCCAGGEGT CCEEECCCEEECCCECECCEI TCT
TGGECTCCTGTCECEECCCCEGT CGEEEECATCTCGT TCCATCTGCAGAT
CGGCCTGAGCCGT GAGCCGGT GCTGCT GCTGCAGGACT CGT CCGGEGGAC
TACAGCCT GGCGCACGT CCCCGAGAT GECT TGCTCCATTGT CGACCAGA
AGI TCCCTGAATGTGGT TTCTACGGAATGTATGATAAGATCCTGCTTTT
TCGCCATGACCCTACCTCTGAAAACATCCTTCAGCTGGT GAAAGCGEECC
AGTGATATCCAGGAAGCCGATCTTATTGAAGT GGTCTTGTCAGCTTCCG
CCACCTTTGAAGACTTTCAGATTCGT CCCCACCCTCTCTTTGITCATTC
ATACAGAGCTCCAGCTTTCTGI GATCACT GTGGAGAAATGCTGT GGGEGEG
CTGGTACGTCAAGGT CTTAAATGT GAAGGGTGTGGT CTGAATTACCATA
AGAGATGT GCATTTAAAATACCCAACAAT TGCAGCGEGT GT GAGGCGGAG
AAGGCTCTCAAACGT TTCCCTCACT GGGGT CAGCACCATCCGCACATCA
TCTGCTGAACTCTCTACAAGT GCCCCTGATGAGCCCCTTCTGCAAAAAT
CACCATCAGAGT CGT TTATTGGT CGAGAGAAGAGGT CAAATTCTCAATC
ATACATTGGACGACCAATTCACCTTGACAAGATTTTGATGICTAAAGT T
AAAGT GCCGCACACATTTGI CATCCACT CCTACACCCGGECCCACAGTGT
GCCAGTACTGCAAGAAGCT TCTGAAGGEEECT TTTCAGGCAGEECTTGCA
GTGCAAAGAT TGCAGAT TCAACTGCCATAAACGT TGTGCACCGAAAGT A
CCAAACAACT CCCTTGECGAAGT GACCATTAATGGAGAT TTGCTTAGCC
CTGGGECAGAGT CTGATGT GGTCATGGAAGAAGGEGAGT GATGACAATGA
TAGT GAAAGGAACAGT GGGCTCATGGATGATATGCGAAGAAGCAATGGTC
CAAGAT GCAGAGAT GGCAAT GGCAGAGT GCCAGAACGACAGT GGCGAGA
TGCAAGAT CCAGACCCAGACCACGAGGACGCCAACAGAACCATCAGTCC
ATCAACAAGCAACAATATCCCACTCATGAGGEGTAGT GCAGTCTGICAAA
CACACGAAGAGGAAAAGCAGCACAGT CATGAAAGAAGGATGGATGGT CC
ACTACACCAGCAAGGACACGCT GCGGAAACGECACTATTGGAGATTGGA
TAGCAAATGTATTACCCTCTTTCAGAAT GACACAGGAAGCAGGTACTAC
AAGGAAATTCCTTTATCTGAAATTTTGT CTCTGGAACCAGTAAAAACTT
CAGCTTTAATTCCTAATGGEGECCAATCCTCATTGI TTCGAAATCACTAC
GGCAAATGTAGT GTATTATGT GGGAGAAAATGT GGTCAATCCTTCCAGC
CCATCACCAAATAACAGT GT TCTCACCAGT GECGT TGGT GCAGATGI GG
CCAGGATGTGGGAGATAGCCAT CCAGCATGCCCTTATGCCCGTCATTCC
CAAGGGCT CCTCCGT GGGTACAGGAACCAACT TGCACAGAGATATCTCT
GIGAGTATTTCAGTATCAAATTGCCAGATTCAAGAAAATGT GGACATCA
GCACAGTATATCAGATTTTTCCTGATGAAGTACTGGGTTCTGGACAGT T
TGGAATTGT TTATGGAGGAAAACAT CGTAAAACAGGAAGAGATGTAGCT
ATTAAAATCATTGACAAATTACGATTTCCAACAAAACAAGAAAGCCAGC
TTCGTAATGAGGT TGCAATTCTACAGAACCT TCATCACCCTGGTGI TGT
AAATTTGGAGT GTATGT TTGAGACGCCTGAAAGAGTGT TTGTTGI TATG
GAAAAACT CCATGGAGACATGCTGGAAATGATCTTGT CAAGT GAAAAGG
GCAGGT TGCCAGAGCACATAACGAAGT TTTTAATTACTCAGATACTCGT
GCCTTTGCGGECACCTTCATTTTAAAAATATCGT TCACTGTGACCTCAAA
CCAGAAAATGTGI TGCTAGCCTCAGCTGATCCTTTTCCTCAGGTGAAAC
TTTGTGATTTTGGI TTTGCCCGGAT CATTGGAGAGAAGT CTTTCCGGAG
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GI'CAGT GGTGEGTACCCCCGCT TACCTGECTCCTGAGGT CCTAAGGAAC
AAGGECTACAATCCCTCTCTAGACATGTGGTCTGT TGEEGT CATCATCT
ATGTAAGCCTAAGCGGECACATTCCCATTTAATGAAGATGAAGACATACA
CGACCAAATTCAGAATGCAGCTTTCATGTATCCACCAAATCCCTGGAAG
GAAATATCTCATGAAGCCATTGATCT TATCAACAATTTGCTGCAAGTAA
AAATGAGAAAGCGCTACAGT GTGGATAAGACCT TGAGCCACCCTTGECT
ACAGGACTATCAGACCTGGT TAGAT TTGCGAGAGCT GGAATGCAAAATC
GGGGAGCGCTACAT CACCCAT GAAAGT GAT GACCT GAGGT GGGAGAAGT
ATGCCAGGCGAGCAGEEECTGCAGT ACCCCACACACCTGATCAATCCAAG
TGCTAGCCACAGT GACACTCCTGAGACT GAAGAAACAGAAATGAAAGCC
CTCGGTGAGCGT GTCAGCATCCTCt ga



