Division of Signal Transduction Therapy

Standard Operating Procedure

Preparation of Vascular Endothelial Growth Factor Receptor

[784 - 1338]
Enzyme description:- VEGEFR [784 - 1338]
Clone number:- DU 8999
Source:- Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 5 mg/L
Calculated molecular mass:-
Monoisotopic 89, 588.98 daltons
Average Mass 89, 646.69 daltons
[cysteines reduced, methionines have not been oxidised]
Theoretical pl:- 6.03
Purity:- >80 %
Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM Sucrose, 150 mM NacCl, 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-HCl pH 7.5, 0.1 % 2-mercaptoethanol, 0.1 mM EGTA, 10 mM MgAc

Substrate:-
KKKSPGEY VNIEFG Final concentration: 300 uM

Specific activity range:- To be determined
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Clone Data Sheet

Vascular Endothelial Growth Factor Receptor [784 - 1338]

Protein

Clone number

Species
Accession number
Tags

Baculovirus

expressed
protein

Native sequence

Protease cleavage

Cloning sites

VEGFR [784 - 1338]
DU 8999

Human
NM_002019.3

N-terminal GST

MSPILGYWKIKGLVOQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAITIRYIADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKYLKSS
KYTITAWPLOGWOQATFGGGDHPPKSDLEVLFOQGPLGSKRSSSEIKTDYLSI
IMDPDEVPLDEQCERLPYDASKWEFARERLKLGKSLGRGAFGKVVQASA
FGIKKSPTCRTVAVKMLKEGATASEYKALMTELKILTHIGHHLNVVNLL
GACTKQOGGPLMVIVEYCKYGNLSNYLKSKRDLFFLNKDAALHMEPKKEK
MEPGLEQGKKPRLDSVTSSESFASSGFQEDKSLSDVEEEEDSDGFYKEP
ITMEDLISYSFQVARGMEFLSSRKCIHRDLAARNILLSENNVVKICDFG
LARDIYKNPDYVRKGDTRLPLKWMAPESIFDKIYSTKSDVWSYGVLLWE
IFSLGGSPYPGVOMDEDFCSRLREGMRMRAPEYSTPEIYQIMLDCWHRD
PKERPRFAELVEKLGDLLOANVQODGKDYIPINAILTGNSGFTYSTPAF
SEDFFKESISAPKFNSGSSDDVRYVNAFKFMSLERIKTFEELLPNATSM
FDDYQGDSSTLLASPMLKRFTWTDSKPKASLKIDLRVTSKSKESGLSDV
SRPSFCHSSCGHVSEGKRRFTYDHAELERKIACCSPPPDYNSVVLYSTP
PI

Amino acids K784 — 11338 (end) of human VEGFR.
Residue K232 of the fusion protein is equivalent to K784 of the native
enzyme. The GST tag is located at residues 1 — 220.

PreScission (LEVLFQGPL) residues 221 - 229

BamH]1 and Notl sites of pFastBAC GEX6P-1



Nucleotide
Sequence of insert
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ggatccAAAAGGTCTTCTTCTGAAATAAAGACTGACTACCTATCAATTA
TAATGGACCCAGATGAAGTTCCTTTGGATGAGCAGTGTGAGCGGCTCCC
TTATGATGCCAGCAAGTGGGAGTTTGCCCGGGAGAGACTTAAACTGGGC
AAATCACTTGGAAGAGGGGCTTTTGGAAAAGTGGTTCAAGCATCAGCAT
TTGGCATTAAGAAATCACCTACGTGCCGGACTGTGGCTGTGAAAATGCT
GAAAGAGGGGGCCACGGCCAGCGAGTACAAAGCTCTGATGACTGAGCTA
AAAATCTTGACCCACATTGGCCACCATCTGAACGTGGTTAACCTGCTGG
GAGCCTGCACCAAGCAAGGAGGGCCTCTGATGGTGATTGTTGAATACTG
CAAATATGGAAATCTCTCCAACTACCTCAAGAGCAAACGTGACTTATTT
TTTCTCAACAAGGATGCAGCACTACACATGGAGCCTAAGAAAGAAAAAA
TGGAGCCAGGCCTGGAACAAGGCAAGAAACCAAGACTAGATAGCGTCAC
CAGCAGCGAAAGCTTTGCGAGCTCCGGCTTTCAGGAAGATAAAAGTCTG
AGTGATGTTGAGGAAGAGGAGGATTCTGACGGTTTCTACAAGGAGCCCA
TCACTATGGAAGATCTGATTTCTTACAGTTTTCAAGTGGCCAGAGGCAT
GGAGTTCCTGTCTTCCAGAAAGTGCATTCATCGGGACCTGGCAGCGAGA
AACATTCTTTTATCTGAGAACAACGTGGTGAAGATTTGTGATTTTGGCC
TTGCCCGGGATATTTATAAGAACCCCGATTATGTGAGAAAAGGAGATAC
TCGACTTCCTCTGAAATGGATGGCTCCTGAATCTATCTTTGACAAAATC
TACAGCACCAAGAGCGACGTGTGGTCTTACGGAGTATTGCTGTGGGAAA
TCTTCTCCTTAGGTGGGTCTCCATACCCAGGAGTACAAATGGATGAGGA
CTTTTGCAGTCGCCTGAGGGAAGGCATGAGGATGAGAGCTCCTGAGTAC
TCTACTCCTGAAATCTATCAGATCATGCTGGACTGCTGGCACAGAGACC
CAAAAGAAAGGCCAAGATTTGCAGAACTTGTGGAAAAACTAGGTGATTT
GCTTCAAGCAAATGTACAACAGGATGGTAAAGACTACATCCCAATCAAT
GCCATACTGACAGGAAATAGTGGGTTTACATACTCAACTCCTGCCTTCT
CTGAGGACTTCTTCAAGGAAAGTATTTCAGCTCCGAAGTTTAATTCAGG
AAGCTCTGATGATGTCAGATACGTAAATGCTTTCAAGTTCATGAGCCTG
GAAAGAATCAAAACCTTTGAAGAACTTTTACCGAATGCCACCTCCATGT
TTGATGACTACCAGGGCGACAGCAGCACTCTGTTGGCCTCTCCCATGCT
GAAGCGCTTCACCTGGACTGACAGCAAACCCAAGGCCTCGCTCAAGATT
GACTTGAGAGTAACCAGTAAAAGTAAGGAGTCGGGGCTGTCTGATGTCA
GCAGGCCCAGTTTCTGCCACTCCAGCTGTGGGCACGTCAGCGAAGGCAA
GCGCAGGTTCACCTACGACCACGCTGAGCTGGAAAGGAAAATCGCGTGC
TGCTCCCCGCCCCCAGACTACAACTCGGTGGTCCTGTACTCCACCCCAC
CCATCtaggcggccgcyg



