Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of active FGR [1 - 529]

Enzyme description:- FGR [1 - 529]

Clone number:- DU 61009

Source:- Recombinant

Expression system:- Baculovirus expression vector system
Tag:- N-terminal GST

Purification method:- GSH Sepharose

Calculated molecular mass:-

Monoisotopic 86, 247.18 daltons

Average Mass 86, 302.78 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 5.51

Purity:- >80 %

Activation protocol:- Constitutively active

Enzyme storage buffer:-
50 mM Tris-HCI pH 7.5, 270 mM sucrose, 150 mM NaCl, 0.1 mM EGTA,
10 mM DTT, 0.02 % Brij-35,0.2 mM PMSF, 1 mM Benzamidine.

Storage temperature:- -70 °C

Assay Buffer:-
50 mM Tris-HCI pH 7.5,0.1mM EGTA, 10 mM DTT, 10 mM MgAc

Substrate:-
POLY Glu:Tyr (4:1) Final concentration: 1 mg/ml
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Clone Data Sheet
FGR [1 - 529]
FGR [1 - 529]
DU 61009

Human

NM_001042729.1

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNK
KFELGLEFPNLPYYIDGDVKLTQSMAIIRYIADKHNMLGGCPKE
RAEISMLEGAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKM
FEDRLCHKTYLNGDHVTHPDFMLYDALDVVLYMDPMCLDAFPKL
VCFKKRIEAIPQIDKYLKSSKYIAWPLQOGWQATFGGGDHPPKSD
LEVLFQGPLGSMGCVFCKKLEPVATAKEDAGLEGDFRSYGAADH
YGPDPTKARPASSFAHIPNYSNFSSQAINPGFLDSGTIRGVSGI
GVTLFIALYDYEARTEDDLTFTKGEKFHILNNTEGDWWEARSLS
SGKTGCIPSNYVAPVDSIQAEEWYFGKIGRKDAERQLLSPGNPQ
GAFLIRESETTKGAYSLSIRDWDQTRGDHVKHYKIRKLDMGGYY
ITTRVOFNSVQELVQOHYMEVNDGLCNLLIAPCTIMKPQTLGLAK
DAWEISRSSITLERRLGTGCFGDVWLGTWNGSTKVAVKTLKPGT
MSPKAFLEEAQVMKLLRHDKLVQLYAVVSEEPIYIVTEFMCHGS
LLDFLKNPEGQDLRLPQOLVDMAAQVAEGMAYMERMNY IHRDLRA
ANILVGERLACKIADFGLARLIKDDEYNPCQGSKFPIKWTAPEA
ALFGRFTIKSDVWSFGILLTELITKGRIPYPGMNKREVLEQVEQ
GYHMPCPPGCPASLYEAMEQTWRLDPEERPTFEYLOSFLEDYFT
SAEPQYQPGDQT

Amino acids M1 — T529 (end residue) of human FGR.
Residue M232 of the fusion protein is equivalent to M1 of the
native enzyme. The GST tag is located at residues 1 - 220.
PreScission (LEVLFQGP) residues 221 - 228

Bglll and Not1 to BamH1 and Notlsites of pFastBac Dual.



Nucleotide
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agatctATGGGCTGTGTGTTCTGCAAGAAATTGGAGCCGGTGGCC
ACGGCCAAGGAGGATGCTGGCCTGGAAGGGGACTTCAGAAGCTAC
GGGGCAGCAGACCACTATGGGCCTGACCCCACTAAGGCCCGGCCT
GCATCCTCATTTGCCCACATCCCCAACTACAGCAACTTCTCCTCT
CAGGCCATCAACCCTGGCTTCCTTGATAGTGGCACCATCAGGGGT
GTGTCAGGGATTGGGGTGACCCTGTTCATTGCCCTGTATGACTAT
GAGGCTCGAACTGAGGATGACCTCACCTTCACCAAGGGCGAGAAG
TTCCACATCCTGAACAATACTGAAGGTGACTGGTGGGAGGCTCGG
TCTCTCAGCTCCGGAAAAACTGGCTGCATTCCCAGCAACTACGTG
GCCCCTGTTGACTCAATCCAAGCTGAAGAGTGGTACTTTGGAAAG
ATTGGGAGAAAGGATGCAGAGAGGCAGCTGCTTTCACCAGGCAAC
CCCCAGGGGGCCTTTCTCATTCGGGAAAGCGAGACCACCAAAGGT
GCCTACTCCCTGTCCATCCGGGACTGGGATCAGACCAGAGGCGAT
CATGTGAAGCATTACAAGATCCGCAAACTGGACATGGGCGGCTAC
TACATCACCACACGGGTTCAGTTCAACTCGGTGCAGGAGCTGGTG
CAGCACTACATGGAGGTGAATGACGGGCTGTGCAACCTGCTCATC
GCGCCCTGCACCATCATGAAGCCGCAGACGCTGGGCCTGGCCAAG
GACGCCTGGGAGATCAGCCGCAGCTCCATCACGCTGGAGCGCCGG
CTGGGCACCGGCTGCTTCGGGGATGTGTGGCTGGGCACGTGGAAC
GGCAGCACTAAGGTGGCGGTGAAGACGCTGAAGCCGGGCACCATG
TCCCCGAAGGCCTTCCTGGAGGAGGCGCAGGTCATGAAGCTGCTG
CGGCACGACAAGCTGGTGCAGCTGTACGCCGTGGTGTCGGAGGAG
CCCATCTACATCGTGACCGAGTTCATGTGTCACGGCAGCTTGCTG
GATTTTCTCAAGAACCCAGAGGGCCAGGATTTGAGGCTGCCCCAA
TTGGTGGACATGGCAGCCCAGGTAGCTGAGGGCATGGCCTACATG
GAACGCATGAACTACATTCACCGCGACCTGAGGGCAGCCAACATC
CTGGTTGGGGAGCGGCTGGCGTGCAAGATCGCAGACTTTGGCTTG
GCGCGTCTCATCAAGGACGATGAGTACAACCCCTGCCAAGGTTCC
AAGTTCCCCATCAAGTGGACAGCCCCAGAAGCTGCCCTCTTTGGC
AGATTCACCATCAAGTCAGACGTGTGGTCCTTTGGGATCCTGCTC
ACTGAGCTCATCACCAAGGGCCGAATCCCCTACCCAGGCATGAAT
AAACGGGAAGTGTTGGAACAGGTGGAGCAGGGCTACCACATGCCG
TGCCCTCCAGGCTGCCCAGCATCCCTGTACGAGGCCATGGAACAG
ACCTGGCGTCTGGACCCGGAGGAGAGGCCTACCTTCGAGTACCTG
CAGTCCTTCCTGGAGGACTACTTCACCTCCGCTGAACCACAGTAC
CAGCCCGGGGATCAGACAtagcggcecgce



