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" Glick_here to view the MCS for his vector,

Restriction Map snd Multiple Cloning Site of pEGFP-CI1, {Unique restriction sites
are jn bold.) The Xba I and Bel 1 sites (*) are methylated in the DNA provided by CLONTECH. If you
wish to digest the vector with these enzymes, you will nced to ransform the vector into a dam-

host and make fresh DNA
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PEGFP-C1 encodes a red-shifted variant of wild-type GFP (13} which has been
optimized for brighter flucrescence and higher expression in mammalian cells.
{Excitation maximum = 488 nm; emission maximum = 507 nm.) pEGFP-C1
encodes tha GFPmutt variant (4} which contains the double-amino-acid
substitution of Phe-64. to Leu and Ser-65 to The. The coding sequence of the
EGFP gene contains more than 150 silent base changes which corespond fo
human codon-usage preferences (5), Sequences flanking EGFP have baen
converted to a Kozak censensus teanslation initiation sits (6) to further increase
the translation efficiency in eukaryolic cglls. The MCS in pEGFP-C1 Is baiwasn
the EGFP coding sequences and the SV40 poly A. Genes cloned into the MCS
will be expressed as fusions to the C-terminus of EGFP H they are in the same
reading frame as EGFP and there are no intervening stop codons. SV40
polyadenylation signals downstream bf the EGFP gene direct proper processing
of the 3" end of the EGFP. mRNA. The vector backbone also contains an SV40
origin for replication in mammalian cells expressing the SV40 T-aatigen. A

neomycin resistance casselle (nea'), consisting of the SV40 early promoter, the
neomycinfkanamycin resistance gene of Tn5, and polyadenyiation signals from
the Herpes simplex thymidine kinase (HSV TK) gene, allows stably transfected
eukaryotic cells to be selected using G418, A bacterial promoter upstream of this
cassetio expresses kanamycin resistance in E. coli. The pEGFP-C1 backbone
also provides a pC origin of replication for propagation in E. colf and an £1
origin for singfe-stranded DNA production,
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