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2816 CTC GAG CTC AAG CTT CGA ATT CTG CAG TCG ACG GTA CCG CGG GCC CGG GAT CCA

Start of AcGFP1
e 2
2870 CCG GTC ATG GTG AGC

pLVX-AcGFP1-N1 Vector Map and Multiple Cloning Site (MCS).

Description

pLVX-AcGFP1-N1 is an HIV-1-based, lentiviral expression vector that allows you to express
your gene of interest fused to AcGFP1, a green fluorescent protein derived from Aequorea
coerulescens. Genes cloned into the multiple cloning site (MCS), located upstream of the
AcGFP1 coding sequence, are expressed as N-terminal fusions of the AcGFP1 protein.
Expression of the fusion protein is driven by the constitutively active human cytomegalovirus
immediate early promoter (P, .) located just upstream of the MCS. Lentiviral particles
derived from the vector allow the expression of AcGFP1 fusion proteins in virtually any cell
type, including primary cells.The unmodified vector expresses AcGFP1, and may be used to
produce marker virus to optimize infection protocols.

pLVX-AcGFP1-N1 contains all of the viral processing elements necessary for the production
of replication-incompetent lentivirus, as well as elements to improve viral titer, transgene
expression, and overall vector function. The woodchuck hepatitis virus posttranscriptional
regulatory element (WPRE) promotes RNA processing events and enhances nuclear export
of viral and transgene RNA (1), leading to increased viral titers from packaging cells,
and enhanced expression of your gene of interest in target cells. In addition, the vector
includes a Rev-response element (RRE), which further increases viral titers by enhancing the
transport of unspliced viral RNA out of the nucleus (2). Finally, pLVX-AcGFP1-N1 also
contains a central polypurine tract (cPPT) element that increases nuclear importation of the
viral genome during target cell infection, resulting in improved vector integration and more
efficient transduction (3).
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In addition to lentiviral elements, pLVX-AcGFP1-N1 contains a puromycin resistance gene (Puro’) under the
control of the murine phosphoglycerate kinase (PGK) promoter (P, ) for the selection of stable transductants.
The vector also contains a pUC origin of replication and an E. coli ampicillin resistance gene (Ampr) for
propagation and selection in bacteria.

Use

pLVX-AcGFP1-N1 constitutively expresses your gene of interest from P, . when transduced into target

cells. Before the vector can be transduced into cells, however, it must be transfected into 293T packaging
cells with our Lenti-X™ HT Packaging System (Cat. Nos. 632160 and 632161). This packaging system allows
you to safely produce high titer, infectious, replication-incompetent, VSV-G pseudotyped lentiviral particles
that can infect a wide range of cell types, including non-dividing and primary cells (4).

Location of Features

e 5'LTR: 1-635

e PBS (primer binding site): 636-653

* ¥ (packaging signal): 685-822

¢ RRE (Rev-response element): 1303-1536

e cPPT(central polypurine tract): 2028-2151

* P (human cytomegalovirus immediate early promoter): 2185-2788
e MCS (multiple cloning site): 2816-2868

e AcGFP1 (Aequorea coerulescens green fluorescent protein): 2876-3592
* P..(phosphoglycerate kinase promoter): 3614-4122

e Puro’(puromyecin resistance gene ): 4143-4742

e WPRE (woodchuck posttranscriptional regulatory element): 4756-5347
e 3'LTR: 5551-6187

e pUC origin of replication: 6657-7327 (complementary)

e Amp’ (ampicillin resistance gene; B-lactamase): 7472-8468 (complementary)

Selection of Stable Transfectants
e Selectable marker: plasmid confers resistance to puromyecin.

Propagation in E. coli

e Suitable host strains: DH5a, DH10B and other general purpose strains.

Selectable marker: plasmid confers resistance to ampicillin (100 ug/ml) in E. coli hosts.
E. coli replication origin: pUC

e Copy number: high

Notes:

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 sequence.

The viral supernatants produced by this lentiviral vector could contain potentially hazardous recombinant
virus. Due caution must be exercised in the production and handling of recombinant lentivirus. Appropriate
NIH, regional, and institutional guidelines apply.
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Notice to Purchaser

Clontech products are to be used for research purposes only. They may not 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 transferred to third parties,
resold, modified for resale, or used to manufacture commercial products or to provide a service to third parties without prior written
approval of Clontech Laboratories, Inc.

Your use of this product is also subject to compliance with the licensing requirements described on the product’s web page at
http://www.clontech.com. It is your responsibility to review, understand and adhere to any restrictions imposed by these statements.

Clontech and the Clontech logo are trademarks of Clontech Laboratories, Inc. All other marks are the property of their respective owners.
Certain trademarks may not be registered in all jurisdictions. Clontech is aTakara Bio Company. ©2011 Clontech Laboratories, Inc.

This document has been reviewed and approved by the Clontech Quality Assurance Department.
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