Division of Signal Tranduction Therapy

Standard Operating Procedure
Preparation of el F4E [2 - 217]

Protein description:- elF4E [2 - 217]
Clone number:- DU 1129

Sour ce: - Recombinant
Expression system: - E.coli

Tag:- N-terminal GST
Purification method:- GSH Sepharose
Expression level:- 5mg/L
Calculated molecular mass: - 51, 757 daltons
Purity:- > 950
Enzyme stor age buffer :-

50 mM Tris-HCI pH 7.5, 50 % glycerol, 150 mM NaCl, 0.1 mM EGTA,
0.1 % 2- mercaptoethanol, 0.02 % Brij-35, 0.2 mM PMSF, 1 mM Benzamidine.

Stor age temper atur e: - -20°C

Assay:- Substrate for MNK 2 apha
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CLONE DATA SHEET

el F4E [2 - 217]

elF4E [2 - 217]
DU 1129
Human
NM_001968

N-terminal GST

M5PI LGYVKI KALVOQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRLCHKTYLN
GDHVTHPDFM_YDAL DVVL YMDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKY! AWPL QGWQAT FGGGDHPPKSDLEVL FOGPLGSATVEPETTP
TPNPPTTEEEKTESNQEVANPEHY! KHPL QNRWALWFFKNDKSKTWQA
NLRLI SKFDTVEDFWAL YNHI QL SSNLMPGCDYSLFKDGE EPMAEDEK
NKRGGRWLI TLNKQQRRSDLDRFWLETLLCLI GESFDDYSDDVCGAVW
NVRAKGDKI Al WITECENREAVTHI GRVYKERLGLPPKI VI GYQSHAD
TATKSGSTTKNRFW

Amino acids A2 — V217 (end) of human el F4E.
Residue A232 of the fusion protein is equivalent to A2 of the native
protein. The GST tag islocated at residues 1 — 220

PreScission (LEVLFQGPL) residues 221 - 229

BamHI and EcoRlI sites of pGEX 6P-1
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GGATCCGCGACT GTCGAACCGGAAACCACCCCTACTCCTAA
TCCCCCGACTACAGAAGAGGAGAAAACGGAATCTAATCAGG
AGGT TGCTAACCCAGAACACTATATTAAACATCCCCTACAG
AACAGATGGEECACTCTGGTTTTTTAAAAATGATAAAAGCAA
AACTTGGCAAGCAAACCTGCGECTGATCTCCAAGI TTGATA
CTGTTGAAGACTTTTGEECTCTGTACAACCATATCCAGTI TG
TCTAGTAATTTAATGCCTGECTGIGACTACTCACTTTTTAA
GGATGGTATTGAGCCTATGI GGGAAGATGAGAAAAACAAAC
GCGEGAGGACGATGGCTAATTACAT TGAACAAACAGCAGAGA
CGAAGTGACCTCGATCCCTTTTGGECTAGAGACACTTCTGT G
CCTTATTGGAGAATCTTTTGATGACTACAGTGATGATGTAT
GTGECGCTGITGTTAATGT TAGAGCTAAAGGT GATAAGATA
GCAATATGGACTACTGAATGTGAAAACAGAGAAGCTGITAC
ACATATAGGCGAGGGTATACAAGGAAAGGT TAGGACTTCCTC
CAAAGATAGTGATTGGT TATCAGT CCCACGCAGACACAGCT
ACTAAGAGCGECTCCACCACTAAAAATAGGTTTGITGI Tt a
agaattc




