Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of EWS [2 - 656]

Protein description:- EWS [2 - 656]
Clone number:- DU 1883
Source:- Recombinant
Expression system:- E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Calculated molecular mass:-

Monoisotopic 95, 484 .46 daltons

Average Mass 95, 544 .62 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 8.79

Purity:- >85 %

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:- Substrate for ERK and JNK
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CLONE DATA SHEET

EWS [2 - 656]

EWS [2 - 656]
DU 1883
Human
NM_005243.3

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFEL
GLEFPNLPYYIDGDVKLTQSMATITRYTIADKHNMLGGCPKERAEISMLE
GAVLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLN
GDHVTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEAIPQIDKY
LKSSKYIAWPLOGWOATFGGGDHPPKSDLEVLFQGPLGSPEFASTDYS
TYSQOAAAQOGYSAYTAQPTOGYAQTTOAYGOOSYGTYGQPTDVSYTOQA
OTTATYGOTAYATSYGOPPTGYTTPTAPQOAYSQPVOGYGTGAYDTTTA
TVITTOASYAAQSAYGTOPAYPAYGOQOPAATAPTRPODGNKPTETSOQP
OSSTGGYNQPSLGYGOSNYSYPQVPGSYPMOPVTAPPSYPPTSYSSTQ
PTSYDOSSYSQONTYGOPSSYGQOOSSYGOQOSSYGQOPPTSYPPOTGSY
SQOAPSQYSQOSSSYGOOSSFRODHPSSMGVYGOQESGGFSGPGENRSMS
GPDNRGRGRGGFDRGGMSRGGRGGGRGGMGSAGERGGFNKPGGPMDEG
PDLDLGPPVDPDEDSDNSAIYVQOGLNDSVTLDDLADFFKQOCGVVKMNK
RTGOPMIHIYLDKETGKPKGDATVSYEDPPTAKAAVEWFDGKDFQGSK
LKVSLARKKPPMNSMRGGLPPREGRGMPPPLRGGPGGPGGPGGPMGRM
GGRGGDRGGFPPRGPRGSRGNPSGGGNVOHRAGDWOCPNPGCGNONFA
WRTECNQCKAPKPEGFLPPPFPPPGGDRGRGGPGGMRGGRGGLMDRGG
PGGMFRGGRGGDRGGFRGGRGMDRGGFGGGRRGGPGGPPGPLMEQMGG
RRGGRGGPGKMDKGEHRQERRDRPY

Amino acids A2 — Y656 of human EWS.
Residue A234 of the fusion protein is equivalent to A2 of the native
protein. The GST tag is located at residues 1 — 220.

PreScission (LEVLFQGP) residues 221 - 228



Cloning sites

Nucleotide
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EcoR1 and Sall sites of pGEX-6P-1

gaattcGCGTCCACGGATTACAGTACCTATAGCCAAGCTGCAGCGCAG
CAGGGCTACAGTGCTTACACCGCCCAGCCCACTCAAGGATATGCACAG
ACCACCCAGGCATATGGGCAACAAAGCTATGGAACCTATGGACAGCCC
ACTGATGTCAGCTATACCCAGGCTCAGACCACTGCAACCTATGGGCAG
ACCGCCTATGCAACTTCTTATGGACAGCCTCCCACTGGTTATACTACT
CCAACTGCCCCCCAGGCATACAGCCAGCCTGTCCAGGGGTATGGCACT
GGTGCTTATGATACCACCACTGCTACAGTCACCACCACCCAGGCCTCC
TATGCAGCTCAGTCTGCATATGGCACTCAGCCTGCTTATCCAGCCTAT
GGGCAGCAGCCAGCAGCCACTGCACCTACAAGACCGCAGGATGGAAAC
AAGCCCACTGAGACTAGTCAACCTCAATCTAGCACAGGGGGTTACAAC
CAGCCCAGCCTAGGATATGGACAGAGTAACTACAGTTATCCCCAGGTA
CCTGGGAGCTACCCCATGCAGCCAGTCACTGCACCTCCATCCTACCCT
CCTACCAGCTATTCCTCTACACAGCCGACTAGTTATGATCAGAGCAGT
TACTCTCAGCAGAACACCTATGGGCAACCGAGCAGCTATGGACAGCAG
AGTAGCTATGGTCAACAAAGCAGCTATGGGCAGCAGCCTCCCACTAGT
TACCCACCCCAAACTGGATCCTACAGCCAAGCTCCAAGTCAATATAGC
CAACAGAGCAGCAGCTACGGGCAGCAGAGTTCATTCCGACAGGACCAC
CCCAGTAGCATGGGTGTTTATGGGCAGGAGTCTGGAGGATTTTCCGGA
CCAGGAGAGAACCGGAGCATGAGTGGCCCTGATAACCGGGGCAGGGGA
AGAGGGGGATTTGATCGTGGAGGCATGAGCAGAGGTGGGCGGGGAGGA
GGACGCGGTGGAATGGGCAGCGCTGGAGAGCGAGGTGGCTTCAATAAG
CCTGGTGGACCCATGGATGAAGGACCAGATCTTGATCTAGGCCCTCCT
GTAGATCCAGATGAAGACTCTGACAACAGTGCAATTTATGTACAAGGA
TTAAATGACAGTGTGACTCTAGATGATCTGGCAGACTTCTTTAAGCAG
TGTGGGGTTGTTAAGATGAACAAGAGAACTGGGCAACCCATGATCCAC
ATCTACCTGGACAAGGAAACAGGAAAGCCCAAAGGCGATGCCACAGTG
TCCTATGAAGACCCACCCACTGCCAAGGCTGCCGTGGAATGGTTTGAT
GGGAAAGATTTTCAAGGGAGCAAACTTAAAGTCTCCCTTGCTCGGAAG
AAGCCTCCAATGAACAGTATGCGGGGTGGTCTGCCACCCCGTGAGGGC
AGAGGCATGCCACCACCACTCCGTGGAGGTCCAGGAGGCCCAGGAGGT
CCTGGGGGACCCATGGGTCGCATGGGAGGCCGTGGAGGAGATAGAGGA
GGCTTCCCTCCAAGAGGACCCCGGGGTTCCCGAGGGAACCCCTCTGGA
GGAGGAAACGTCCAGCACCGAGCTGGAGACTGGCAGTGTCCCAATCCG
GGTTGTGGAAACCAGAACTTCGCCTGGAGAACAGAGTGCAACCAGTGT
AAGGCCCCAAAGCCTGAAGGCTTCCTCCCGCCACCCTTTCCGCCCCCG
GGTGGTGATCGTGGCAGAGGTGGCCCTGGTGGCATGCGGGGAGGAAGA
GGTGGCCTCATGGATCGTGGTGGTCCCGGTGGAATGTTCAGAGGTGGC
CGTGGTGGAGACAGAGGTGGCTTCCGTGGTGGCCGGGGCATGGACCGA
GGTGGCTTTGGTGGAGGAAGACGAGGTGGCCCTGGGGGGCCCCCTGGA
CCTTTGATGGAACAGATGGGAGGAAGAAGAGGAGGACGTGGAGGACCT
GGAAAAATGGATAAAGGCGAGCACCGTCAGGAGCGCAGAGATCGGCCC
TACtaggtcgac



