Division of Signal Transduction Therapy

Standard Operating Procedure
Preparation of active VEGFR2 [789 - 1356]

Enzyme description:- VEGFR?2 [789 — 1356]
Clone number:- DU 26346

Source:- Recombinant
Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 90, 880.67 daltons

Average Mass 90, 938.67 daltons

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

Purity:- >80 %

Activation protocol:- Constitutively active

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

Storage temperature:- -70 °C

Assay buffer:-
50 mM Tris-HCI pH 7.5,0.1 mM EGTA, 0.1 % 2-mercaptoethanol, 10 mM MgAc

Substrate:-
Poly Glu:Tyr (4:1) Final concentration: 1 mg/ml
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Clone Data Sheet
VEGFR2 [789 - 1356]

VEGFR2 [781 - 1124]
DU 26346

Human
NM_002253.2

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMAITRYTIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSPNSRVDVKR
ANGGELKTGYLSIVMDPDELPLDEHCERLPYDASKWEFPRDRLKLGKP
LGRGAFGQVIEADAFGIDKTATCRTVAVKMLKEGATHSEHRALMSELK
ILIHIGHHLNVVNLLGACTKPGGPLMVIVEFCKFGNLSTYLRSKRNEF
VPYKTKGARFRQGKDYVGAIPVDLKRRLDSITSSQSSASSGFVEEKSL
SDVEEEEAPEDLYKDFLTLEHLICYSFQVAKGMEFLASRKCIHRDLAA
RNILLSEKNVVKICDFGLARDIYKDPDYVRKGDARLPLKWMAPETIFD
RVYTIQOSDVWSFGVLLWEIFSLGASPYPGVKIDEEFCRRLKEGTRMRA
PDYTTPEMYQTMLDCWHGEPSQRPTFSELVEHLGNLLOANAQODGKDY
IVLPISETLSMEEDSGLSLPTSPVSCMEEEEVCDPKFHYDNTAGISQY
LONSKRKSRPVSVKTFEDIPLEEPEVKVIPDDNQTDSGMVLASEELKT
LEDRTKLSPSFGGMVPSKSRESVASEGSNQTSGYQSGYHSDDTDTTVY
SSEEAELLKLIEIGVQTGSTAQILOPDSGTTLSSPPV

Amino acids V789 — V1356 (end) of human VEGFR2.

Residue V238 of the fusion protein is equivalent to V789 of the native
enzyme. The GST tag is located at residues 1 — 220.

PreScission site (LEVLFQGP) residues 221 — 228

Sall and Not1 sites of pFastBac GST 6P3
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gtcgacGTTAAGCGGGCCAATGGAGGGGAACTGAAGACAGGCTACTTG
TCCATCGTCATGGATCCAGATGAACTCCCATTGGATGAACATTGTGAA
CGACTGCCTTATGATGCCAGCAAATGGGAATTCCCCAGAGACCGGCTG
AAGCTAGGTAAGCCTCTTGGCCGTGGTGCCTTTGGCCAAGTGATTGAA
GCAGATGCCTTTGGAATTGACAAGACAGCAACTTGCAGGACAGTAGCA
GTCAAAATGTTGAAAGAAGGAGCAACACACAGTGAGCATCGAGCTCTC
ATGTCTGAACTCAAGATCCTCATTCATATTGGTCACCATCTCAATGTG
GTCAACCTTCTAGGTGCCTGTACCAAGCCAGGAGGGCCACTCATGGTG
ATTGTGGAATTCTGCAAATTTGGAAACCTGTCCACTTACCTGAGGAGC
AAGAGAAATGAATTTGTCCCCTACAAGACCAAAGGGGCACGATTCCGT
CAAGGGAAAGACTACGTTGGAGCAATCCCTGTGGATCTGAAACGGCGC
TTGGACAGCATCACCAGTAGCCAGAGCTCAGCCAGCTCTGGATTTGTG
GAGGAGAAGTCCCTCAGTGATGTAGAAGAAGAGGAAGCTCCTGAAGAT
CTGTATAAGGACTTCCTGACCTTGGAGCATCTCATCTGTTACAGCTTC
CAAGTGGCTAAGGGCATGGAGTTCTTGGCATCGCGAAAGTGTATCCAC
AGGGACCTGGCGGCACGAAATATCCTCTTATCGGAGAAGAACGTGGTT
AAAATCTGTGACTTTGGCTTGGCCCGGGATATTTATAAAGATCCAGAT
TATGTCAGAAAAGGAGATGCTCGCCTCCCTTTGAAATGGATGGCCCCA
GAAACAATTTTTGACAGAGTGTACACAATCCAGAGTGACGTCTGGTCT
TTTGGTGTTTTGCTGTGGGAAATATTTTCCTTAGGTGCTTCTCCATAT
CCTGGGGTAAAGATTGATGAAGAATTTTGTAGGCGATTGAAAGAAGGA
ACTAGAATGAGGGCCCCTGATTATACTACACCAGAAATGTACCAGACC
ATGCTGGACTGCTGGCACGGGGAGCCCAGTCAGAGACCCACGTTTTCA
GAGTTGGTGGAACATTTGGGAAATCTCTTGCAAGCTAATGCTCAGCAG
GATGGCAAAGACTACATTGTTCTTCCGATATCAGAGACTTTGAGCATG
GAAGAGGATTCTGGACTCTCTCTGCCTACCTCACCTGTTTCCTGTATG
GAGGAGGAGGAAGTATGTGACCCCAAATTCCATTATGACAACACAGCA
GGAATCAGTCAGTATCTGCAGAACAGTAAGCGAAAGAGCCGGCCTGTG
AGTGTAAAAACATTTGAAGATATCCCGTTAGAAGAACCAGAAGTAAAA
GTAATCCCAGATGACAACCAGACGGACAGTGGTATGGTTCTTGCCTCA
GAAGAGCTGAAAACTTTGGAAGACAGAACCAAATTATCTCCATCTTTT
GGTGGAATGGTGCCCAGCAAAAGCAGGGAGTCTGTGGCATCTGAAGGC
TCAAACCAGACAAGCGGCTACCAGTCCGGATATCACTCCGATGACACA
GACACCACCGTGTACTCCAGTGAGGAAGCAGAACTTTTAAAGCTGATA
GAGATTGGAGTGCAAACCGGTAGCACAGCCCAGATTCTCCAGCCTGAC
TCGGGGACCACACTGAGCTCTCCTCCTGTTtagcggccgce



