Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of active EPH A4 [570 - 986]

Enzyme description:- EPH A4 [570 - 986]
Clone number:- DU 4580

Source:- Recombinant
Expression system:- E.coli

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

Monoisotopic 74,567 .72 daltons

Average Mass 74, 615.92 daltons

[cysteines reduced, methionines have not been oxidised
Theoretical pl:- 6.73

Purity:- 90 %

Activation protocol:- Constitutively active

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, 1 mM benzamidine, 0.2 mM PMSF

Storage temperature:- -80 °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: 0.1 mg/ml
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EPH A4 [570 - 986]

EPH A4 [570 - 986]
DU 4580

Human
NM_004438

N-terminal GST

MSPILGYWKIKGLVQPTRLLLEYLEEKYEEHLYERDEGDKWRNKKFELG
LEFPNLPYYIDGDVKLTQSMAITRYTADKHNMLGGCPKERAEISMLEGA
VLDIRYGVSRIAYSKDFETLKVDFLSKLPEMLKMFEDRLCHKTYLNGDH
VTHPDFMLYDALDVVLYMDPMCLDAFPKLVCFKKRIEATPQIDKYLKSS
KYTAWPLOGWQATFGGGDHPPKSDLEVLFQGPLGSPNSRVDSRRRSKYS
KAKQEADEEKHLNOGVRTYVDPFTYEDPNOAVREFAKEIDASCIKIEKV
IGVGEFGEVCSGRLKVPGKREICVAIKTLKAGYTDKORRDFLSEASIMG
OFDHPNIIHLEGVVTKCKPVMIITEYMENGSLDAFLRKNDGSFTVIQLV
GMLRGIGSGMKYLSDMSYVHRDLAARNILVNSNLVCKVSDFGMSRVLED
DPEAAYTTRGGKIPIRWTAPEAIAYRKFTSASDVWSYGIVMWEVMSYGE
RPYWDMSNODVIKAIEEGYRLPPPMDCPIALHQLMLDCWOKERSDRPKF
GOQIVNMLDKLIRNPNSLKRTGTESSRPNTALLDPSSPEFSAVVSVGDWL
OAIKMDRYKDNFTAAGYTTLEAVVHVNQEDLARIGITAITHONKILSSV
OAMRTOMOOMHGRMVPV

Amino acids S570 — V986 (end) of human EPH A4.
Residue S238 of the fusion protein is equivalent to S570 of the native
enzyme. The GST tag is located at residues 1 — 220.

PreScission (LEVLFQGP) residues 221 - 229

Sall and Notlsite of pGEX 6P-3
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ATGTCCCCTATACTAGGTTATTGGAAAATTAAGGGCCTTGTGCAACCCA
CTCGACTTCTTTTGGAATATCTTGAAGAAAAATATGAAGAGCATTTGTA
TGAGCGCGATGAAGGTGATAAATGGCGAAACAAAAAGTTTGAATTGGGT
TTGGAGTTTCCCAATCTTCCTTATTATATTGATGGTGATGTTAAATTAA
CACAGTCTATGGCCATCATACGTTATATAGCTGACAAGCACAACATGTT
GGGTGGTTGTCCAAAAGAGCGTGCAGAGATTTCAATGCTTGAAGGAGCG
GTTTTGGATATTAGATACGGTGTTTCGAGAATTGCATATAGTAAAGACT
TTGAAACTCTCAAAGTTGATTTTCTTAGCAAGCTACCTGAAATGCTGAA
AATGTTCGAAGATCGTTTATGTCATAAAACATATTTAAATGGTGATCAT
GTAACCCATCCTGACTTCATGTTGTATGACGCTCTTGATGTTGTTTTAT
ACATGGACCCAATGTGCCTGGATGCGTTCCCAAAATTAGTTTGTTTTAA
AAAACGTATTGAAGCTATCCCACAAATTGATAAGTACTTGAAATCCAGC
AAGTATATAGCATGGCCTTTGCAGGGCTGGCAAGCCACGTTTGGTGGTG
GCGACCATCCTCCAAAATCGGATCTGGAAGTTCTGTTCCAGGGGCCCCT
GGGATCCCCGAATTCCCGGGTCGACAGCCGGAGACGGAGTAAATACAGT
AAAGCCAAACAAGAAGCGGATGAAGAGAAACATTTGAATCAAGGTGTAA
GAACATATGTGGACCCCTTTACGTACGAAGATCCCAACCAAGCAGTGCG
AGAGTTTGCCAAAGAAATTGACGCATCCTGCATTAAGATTGAAAAAGTT
ATAGGAGTTGGTGAATTTGGTGAGGTATGCAGTGGGCGTCTCAAAGTGC
CTGGCAAGAGAGAGATCTGTGTGGCTATCAAGACTCTGAAAGCTGGTTA
TACAGACAAACAGAGGAGAGACTTCCTGAGTGAGGCCAGCATCATGGGA
CAGTTTGACCATCCGAACATCATTCACTTGGAAGGCGTGGTCACTAAAT
GTAAACCAGTAATGATCATAACAGAGTACATGGAGAATGGCTCCTTGGA
TGCATTCCTCAGGAAAAATGATGGCAGTTTTACAGTCATTCAGCTGGTG
GGCATGCTTCGTGGCATTGGGTCTGGGATGAAGTATTTATCTGATATGA
GCTATGTGCATCGTGATCTGGCCGCACGGAACATCCTGGTGAACAGCAA
CTTGGTCTGCAAAGTGTCTGATTTTGGCATGTCCCGAGTGCTTGAGGAT
GATCCGGAAGCAGCTTACACCACCAGGGGTGGCAAGATTCCTATCCGGT
GGACTGCGCCAGAAGCAATTGCCTATCGTAAATTCACATCAGCAAGTGA
TGTATGGAGCTATGGAATCGTTATGTGGGAAGTGATGTCGTACGGGGAG
AGGCCCTATTGGGATATGTCCAATCAAGATGTGATTAAAGCCATTGAGG
AAGGCTATCGGTTACCCCCTCCAATGGACTGCCCCATTGCGCTCCACCA
GCTGATGCTAGACTGCTGGCAGAAGGAGAGGAGCGACAGGCCTAAATTT
GGGCAGATTGTCAACATGTTGGACAAACTCATCCGCAACCCCAACAGCT
TGAAGAGGACAGGGACGGAGAGCTCCAGACCTAACACTGCCTTGTTGGA
TCCAAGCTCCCCTGAATTCTCTGCTGTGGTATCAGTGGGCGATTGGCTC
CAGGCCATTAAAATGGACCGGTATAAGGATAACTTCACAGCTGCTGGTT
ATACCACACTAGAGGCTGTGGTGCACGTGAACCAGGAGGACCTGGCAAG
AATTGGTATCACAGCCATCACACACCAGAATAAGATTTTGAGCAGTGTC
CAGGCAATGCGAACCCAAATGCAGCAGATGCACGGCAGAATGGTTCCCG
TCtgagcggccgce



