Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active Platelet-derived growth factor receptor, alpha
polypeptide [551 — 1089]

Enzyme description:- PDGFRA [551 — 10589]
Clone number:- DU 4793

Source:- Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal His(6) tag
Purification method:- Ni**-NTA agarose
Calculated molecular mass:-

Monoisotopic 64,759.90 daltons

Average Mass 64,801.18 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 527

Purity:- 80 %

Activation protocol:-
Autoactivated by incubation with Mn / ATP followed by dialysis to remove excess ATP

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2-mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine

Storage temperature:- -70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5,0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 2 mM MnCl,

Substrate:-
KKKKEEIYFFFG Final concentration: 300 uM
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Clone Data Sheet
PDGFRA [551 - 1089]

PDGFRA [551 - 1089]
DU 4793

Human

NM_006206

N-terminal His(6)

MSYYHHHHHHDYDIPTTENLYFQGAMGSQKPRYEIRWRVIESISP
DGHEYIYVDPMOLPYDSRWEFPRDGLVLGRVLGSGAFGKVVEGTA
YGLSRSQPVMKVAVKMLKPTARSSEKQALMSELKIMTHLGPHLNI
VNLLGACTKSGPIYIITEYCFYGDLVNYLHKNRDSFLSHHPEKPK
KELDIFGLNPADESTRSYVILSFENNGDYMDMKOADTTQYVPMLE
RKEVSKYSDIQRSLYDRPASYKKKSMLDSEVKNLLSDDNSEGLTL
LDLLSFTYQVARGMEFLASKNCVHRDLAARNVLLAQGKIVKICDF
GLARDIMHDSNYVSKGSTFLPVKWMAPESIFDNLYTTLSDVWSYG
ILLWEIFSLGGTPYPGMMVDSTFYNKIKSGYRMAKPDHATSEVYE
IMVKCWNSEPEKRPSFYHLSEIVENLLPGQYKKSYEKIHLDFLKS
DHPAVARMRVDSDNAYIGVTYKNEEDKLKDWEGGLDEQRLSADSG
YIIPLPDIDPVPEEEDLGKRNRHSSQTSEESAIETGSSSSTFIKR
EDETIEDIDMMDDIGIDSSDLVEDSFL

Amino acids Q551 — L1089 (end) of human PDGFRA.
Residue Q29 of the fusion protein is equivalent to Q551 of the
native enzyme. The His(6) tag is located at residues 5 - 10.

rTEV (ENLYFQGQG) residues 18 - 24

BamH]1 and No sites of pFBHTDb
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ATGTCGTACTACCATCACCATCACCATCACGATTACGATATCCCA
ACGACCGAAAACCTGTATTTTCAGGGCGCCATGGGATCCCAGAAA
CCGAGGTATGAAATTCGCTGGAGGGTCATTGAATCAATCAGCCCG
GATGGACATGAATATATTTATGTGGACCCGATGCAGCTGCCTTAT
GACTCAAGATGGGAGTTTCCAAGAGATGGACTAGTGCTTGGTCGG
GTCTTGGGGTCTGGAGCGTTTGGGAAGGTGGTTGAAGGAACAGCC
TATGGATTAAGCCGGTCCCAACCTGTCATGAAAGTTGCAGTGAAG
ATGCTAAAACCCACGGCCAGATCCAGTGAAAAACAAGCTCTCATG
TCTGAACTGAAGATAATGACTCACCTGGGGCCACATTTGAACATT
GTAAACTTGCTGGGAGCCTGCACCAAGTCAGGCCCCATTTACATC
ATCACAGAGTATTGCTTCTATGGAGATTTGGTCAACTATTTGCAT
AAGAATAGGGATAGCTTCCTGAGCCACCACCCAGAGAAGCCAAAG
AAAGAGCTGGATATCTTTGGATTGAACCCTGCTGATGAAAGCACA
CGGAGCTATGTTATTTTATCTTTTGAAAACAATGGTGACTACATG
GACATGAAGCAGGCTGATACTACACAGTATGTCCCCATGCTAGAA
AGGAAAGAGGTTTCTAAATATTCCGACATCCAGAGATCACTCTAT
GATCGTCCAGCCTCATATAAGAAGAAATCTATGTTAGACTCAGAA
GTCAAAAACCTCCTTTCAGATGATAACTCAGAAGGCCTTACTTTA
TTGGATTTGTTGAGCTTCACCTATCAAGTTGCCCGAGGAATGGAG
TTTTTGGCTTCAAAAAATTGTGTCCACCGTGATCTGGCTGCTCGC
AACGTCCTCCTGGCACAAGGAAAAATTGTGAAGATCTGTGACTTT
GGCCTGGCCAGAGACATCATGCATGATTCGAACTATGTGTCGAAA
GGCAGTACCTTTCTGCCCGTGAAGTGGATGGCTCCTGAGAGCATC
TTTGACAACCTCTACACCACACTGAGTGATGTCTGGTCTTATGGC
ATTCTGCTCTGGGAGATCTTTTCCCTTGGTGGCACCCCTTACCCC
GGCATGATGGTGGATTCTACTTTCTACAATAAGATCAAGAGTGGG
TACCGGATGGCCAAGCCTGACCACGCTACCAGTGAAGTCTACGAG
ATCATGGTGAAATGCTGGAACAGTGAGCCGGAGAAGAGACCCTCC
TTTTACCACCTGAGTGAGATTGTGGAGAATCTGCTGCCTGGACAA
TATAAAAAGAGTTATGAAAAAATTCACCTGGACTTCCTGAAGAGT
GACCATCCTGCTGTGGCACGCATGCGTGTGGACTCAGACAATGCA
TACATTGGTGTCACCTACAAAAACGAGGAAGACAAGCTGAAGGAC
TGGGAGGGTGGTCTGGATGAGCAGAGACTGAGCGCTGACAGTGGC
TACATCATTCCTCTGCCTGACATTGACCCTGTCCCTGAGGAGGAG
GACCTGGGCAAGAGGAACAGACACAGCTCGCAGACCTCTGAAGAG
AGTGCCATTGAGACGGGTTCCAGCAGTTCCACCTTCATCAAGAGA
GAGGACGAGACCATTGAAGACATCGACATGATGGACGACATCGGC
ATAGACTCTTCAGACCTGGTGGAAGACAGCTTCCTGtaagcggcc

gc



