Division of Signal Tranduction Therapy

Standard Operating Procedure

Preparation of Green Fluorescent Protein [2 — 238]

Protein description:- Green Fluorescent Protein [2 — 238]
Clone number:- DU 1574

Sour ce: - Recombinant

Expression system: - E.coli

Tag:- N-terminal GST

Purification method:- GSH Sepharose

Expression level:- 10 mg/L

Calculated molecular mass: - 53, 600 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
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CLONE DATA SHEET

Green Fluorescent Protein [2 — 238]

Green Fluorescent Protein [2 — 238]
DU 1574

Aequoreavictoria

M62653

N-terminal GST

V5PI LGYVKI KALVQPTRLLLEYLEEKYEEHL YERDEGDKWRNKKFEL
GLEFPNLPYYI DADVKLTQSMAI | RYl ADKHNM. GGCPKERAEI SMLE
GAVLDI RYGVSRI AYSKDFETLKVDFLSKLPEM.KMFEDRL CHKTYLN
GDHVTHPDFM.YDAL DVVL YMDPMCL DAFPKLVCFKKRI EAlI PQI DKY
LKSSKYI AWPL QGWQAT FGGGEDHPPKSDL EVL FQGPLGSVSKGEELFT
GVVPI LVELDEVNGHKFSVSGEGEGATYCKLTLKFI CTTGKLPVPW
PTLVTTLTYGVQCFSRYPDHVKQHDFFKSAMPEGYVQERTI FFKDDGN
YKTRAEVKFEGDTLVNRI ELKG DFKEDGNI LGHKLEYNYNSHNVYI M
ADKQKNG KVNFKI RHNI' EDGSVQL ADHYQONTPI GDGPVLLPDNHYL
STQSAL SKDPNEKRDHWLLEFVTAAG TLGVDELYK

Amino acids S2 — K238 (end) of Aequorea victoria Green Fluorescent
Protein.

Residue S231 of the fusion protein is equivalent to S2 of the native
protein. The GST tag islocated at residues 1 — 220.

The following amino acid substitutions are present:

F—L, where F64 of the native sequenceis L295 of the fusion protein.
S—T, where S65 of the native sequence is T296 of the fusion protein.

H —L, where H231 of the native sequence is L462 of the fusion protein.

PreScission (LEVLFQGPL) residues 221 - 229

BamHI and EcoRI sites of pGEX-6P-1



Nucleotide
sequence of insert
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GGATCCGT GAGCAAGGGECGAGGAGCT GT TCACCGEGEGT GGTGCCCATC
CTGGT CGAGCT GGACGECGACGT AAACGGECCACAAGI TCAGCGT GTICC
GGCGAGGEECGAGEGECGATGCCACCTACGECAAGCCTGACCCTGAAGITC
ATCTGCACCACCGGECAAGCT GCCCGT GCCCT GECCCACCCTCGTGACC
ACCCTGACCTACGECGT GCAGT GCT TCAGCCGCTACCCCGACCACATG
AAGCAGCACGACTTCTTCAAGT CCGCCATGCCCGAAGGCTACGT CCAG
GAGCGCACCATCTTCT TCAAGGACGACGGECAACTACAAGACCCGCECC
GAGGTGAAGT TCGAGGECGACACCCT GGTGAACCGCATCGAGCTGAAG
GGCATCGACT TCAAGGAGGACGGCAACAT CCTGGEGCACAAGCTGGAG
TACAACTACAACAGCCACAACGT CTATATCATGGCCGACAAGCAGAAG
AACGGCATCAAGGT GAACTTCAAGATCCGCCACAACATCGAGGACGEC
AGCGT GCAGCT CGCCGACCACT ACCAGCAGAACACCCCCATCGECGAC
GGCCCCGT GCTGCTGCCCGACAACCACT ACCT GAGCACCCAGT CCcaCC
CTGAGCAAAGACCCCAACGAGAAGCGECGATCACATGGTCCTCCTGGAG
TTCGT GACCGCCGCCCEGATCACT CTCGGCATGGACGAGCTGTACAAG
t aagaat cc



