c
S
=)

(1]

£

S

(=}
-
£

S

o
]

5
>

r—
=
Clontech

United States/Canada
800.662.2566

Asia Pacific
+1.650.919.7300

Europe
+33.(0)1.3904.6880

Japan
+81.(0)77.543.6116

Clontech Laboratories, Inc.
ATakara Bio Company
1290Terra Bella Ave.
Mountain View, CA 94043
Technical Support (US)
E-mail: tech@clontech.com
www.clontech.com

pAcGFP1-C Vector Information PT3933-5

Sold as part of Catalog No. 630458

PCMV IE

AcGFP1

pAcGFP1-C

4722 bp

MCS
SV40 early
poly A*
Kan'/Neo'
SV40 ori
MCS
AcGFP1 Sall Bglll Hindlll

EcoRI
w

1312 ATGGATGAGC TGTACAAGTC CGGACTTAAG GCCTCTGTCG ACCAGATCTC TAAGCTTGCG
TACCTACTCG ACATGTTCAG GCCTGAATTC CGGAGACAGC TGGTCTAGAG ATTCGAACGC
MCS
EcoRI BamHI Xbal Bcll
MWW MWW

1372 AATTCTGGCG GATCCACCGG ATCTAGATAA CTGATCAT
TTAAGACCGC CTAGGTGGCC TAGATCTATT GACTAGTA

Map of pAcGFP1-C Vector. All restriction sites shown are unique.

Description

pAcGFP1-C Vector is a mammalian expression vector that encodes a green fluorescent
protein (GFP) from Aequorea coerulescens. The fluorescent protein coding sequence in this
construct has been human-codon-optimized for efficient expression and enhanced brightness.
AcGFP1 protein has an excitation maximum at 475 nm and an emission maximum at 505 nm.
Sequences flanking AcGFP1 have been converted to a Kozak consensus translation initiation
site (1) to further increase translation efficiency in eukaryotic cells. A gene of interest can
be added in-frame downstream of the AcGFP1 coding sequence and expressed as a fusion
proteintothe C-terminus of AcGFP1. SV40 polyadenylation signals downstream of the AcGFP1
gene direct proper processing of the 3’'end of the mRNA transcript. In addition, the vector
also contains a SV40 origin of replication in mammalian cells expressing the SV40T-antigen.
A neomycin resistance cassette (Neo’) containing an SV40 early promoter, the neomycin/
kanamycin resistance gene of Tnb, and polyadenylation signals from the Herpes simplex
virus thymidine kinase (HSVTK) gene, allows selection of stable transformants in eukaryotic
cells using G418. A bacterial promoter upstream of the gene expresses kanamycin resistance
in E. coli. pAcGFP-C Vector also provides a pUC origin of replication for propagation in
E. coli and an f1 origin for single-stranded DNA production.

Use

Provided with the Matchmaker™ Chemiluminescent ColP Vector Set (Cat. No. 630458),
the pAcGFP1-C Vector allows the generation of a N-terminal AcGFP1-bait fusion. Any bait
sequence in our current Matchmaker Yeast Two Hybrid System 3 pGBKT7 bait vector can be
PCR-amplified using the AcGFP BD FWD/REV universal In-Fusion primer set, and directionally
and efficiently cloned into the Sall/Hindlll sites of the pAcGFP1-C using our In-Fusion Dry-Down
PCR Cloning Kit (Cat. No. 639602). The recombinant AcGFP1 vector can be transfected into
mammalian cells using any standard transfection method. The resulting expressed AcGFP1-
bait fusion protein will automatically be in-frame and can be used to monitor transfection
efficiency as well as AcGFP1-bait fusion expression and localization in vivo since the AcGFP1-
bait fusion retains the fluorescent properties of the native AcGFP1 protein.

(PR6Y2127; published 9 November 2006)



pAcGFP1-C Vector Vector Information

Location of features
e PCMV ie
Start: 1 End: 589
AcGFP1
Start: 613 End: 1329
SV40 early poly A
Start: 1541 End: 1591
e 1 ori
Start: 1638 End: 2093
SV40 ori
Start: 2434 End: 2569
Kan R/Neo R
Start: 2618 End: 3410
e Kanamycin/neomycin resistance gene:
Neomycin phosphotransferase coding sequences:
start codon (ATG): 2629-2631
stop codon: 3421-3423
G to A mutation to remove Pst | site: 2811
C to A mutation to remove BssH Il site: 3157
HSVTK poly A
Start: 3648 End: 3666
pUC ori
Start: 3997 End: 4640

Propagation in E. coli

e Suitable hoststrains: DH5a, HB101 and other general purpose strains. Single-stranded DNA production requires
a host containing an F plasmid such as JM101 or XL1-Blue.

Selectable marker: plasmid confers resistance to kanamycin (50 pg/ml) in E. coli hosts.

E. coli replication origin: pUC

Copy number: ~500

Plasmid incompatibility group: pMB1/ColE1

References
1. Kozak, M. (1987) Nucleic Acids Res. 15(20):8125-8148.
2. Gorman, C. (1985) In DNA cloning: A practical approach, Vol. Il. Ed. D.M. Glover. (IRL Press, Oxford, UK) pp. 143-190.

Note: The attached sequence file has been compiled from information in the sequence databases,
published literature, and other sources, together with partial sequences obtained by Clontech. This vector
has not been completely sequenced.
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Notice to Purchaser

Clontech products are to be used for research purposes only. They may not to be used for any other purpose, including, but not limited
to, use in drugs, in vitro diagnostic purposes, therapeutics, or in humans. Clontech products may not be transfered to third parties,
resold, modified for resale, or used to manufacture commercial products or to provide a service to third parties without written approval
of Clontech Laboratories, Inc.

Living Colors® Products

AcGFP1, DsRed, HcRed, AsRed, AmCyan, ZsGreen, ZsYellow and their variants:

Not-For-Profit Entities: Orders may be placed in the normal manner by contacting your local representative or Clontech Customer
Service at 650.919.7300. At its discretion, Clontech grants Not-For-Profit Entities a non-exclusive, personal, limited license to use this
product for non-commercial life science research use only. Such license specifically excludes the right to sell or otherwise transfer
this product, its components or derivatives thereof to third parties. No modifications to the protein coding sequence may be made
without express written permission from Clontech. Any other use of this product requires a license from Clontech. For license
information, please contact a licensing representative by phone at 650.919.7320 or by e-mail at licensing@clontech.com.

For-Profit Entities wishing to use this product are required to obtain a license from Clontech. For license information, please contact a
licensing representative by phone at 650.919.7320 or by e-mail at licensing@clontech.com.

This product is the subject of U.S. patents.

CMYV Sequence

ProLabel™ Products

This product is intended to be used for research purposes only. It is not to be used for drug or diagnostic purposes nor is it intended
for human use. Clontech products may not be resold, modified for resale, or used to manufacture commercial products without
written approval of Clontech Laboratories, Inc.

PCR

DISCLAIMER OF RIGHTS

No license is conveyed with the purchase of this product under U.S. Patents Nos. 5,804,375, 5,994,056 and
6,171,785, and corresponding patent claims outside the U.S., relating to the 5’ nuclease and dsDNA-binding dye processes. Further
information on purchasing licenses may be obtained by contacting the Director of Licensing, Applied Biosystems, 850 Lincoln Centre
Drive, Foster City, California 94404, USA.

Clontech, the Clontech logo and all other trademarks are the property of Clontech Laboratories, Inc.
Clontech is aTakara Bio Company. ©2006
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