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Restriction map of pRevTet-Off ™ Vector. Unique restriction sites are in bold.

Description :

pRevTet-OffTMis a retroviral vector expressing the tetracycline-controlled transactivator (tTA) from
the CMV promoter. This vector is derived from pLNCX, a retroviral vector created using elements
of Moloney murine leukemia virus (MoMuLV) and Moloney murine sarcoma virus (MoMuSV) as
described (1). tTA is a fusion of amino acids 1-207 of the tet repressor (TetR) and the negatively
charged C-terminal activation domain (130 amino acids) of the VP16 protein of Herpes Simplex
Virus. The 5' viral LTR controls expression of the transcript that contains W* (the extended viral
packaging signal), and the neomycin resistance gene (Neo") for antibiotic selection in mammalian
cells. tTA is derived from vectors described previously (2, 3). pRevTet-Off also includes the E. coli
Amp' gene for antibiotic selection in bacteria.

Use:

pRevTet-Off can be used to establish stable Tet-Off cell lines via retrovirus-mediated gene transfer
(4). Retroviral gene transfer allows the highly efficient transduction of virtually all dividing cell types.
The RevTet™ Systems are also suitable for establishing transgenic animals. In combination with the
pRev-TRE retroviral expression vector, a gene of interest can be inducibly expressed at high levels
in response to varying concentrations of tetracycline (Tc) or Tc derivatives such as doxycycline
(Dox). tTA binds to the Tet-response element (TRE), thus activating transcription in the absence of
Tc or Dox. As Tc or Dox is added to the culture medium, transcription from the inducible promoter
isturned off in a highly dose-dependent manner. pRevTet-Off lacks the viral genes gag, pol, and env,
which are supplied by the packaging cell line. It can be transfected into a high titer packaging cell
line and thereby mediate production of infectious, replication-incompetent retroviral particles (1, 5—
6).The transcript produced by the pRevTet-Off constructis recognized by the viral structural proteins
expressed in a packaging cell line and packaged into infectious retroviral particles. Because the
RNA transcript packaged in these particles does not contain the viral genes, it cannot replicate in
the target cells that it infects.

The level of induction in cell populations infected with this vector depends on the efficiency of
infection, the site of integration, and the titer of the virus. Viral supernatants with titers >10° cfu/ml
should be produced to achieve high-level induction.
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pRevTet-0ff™ Vector Vector Information

Location of features:

* 5" MoMuSV LTR: 1-589

* W (extended packaging signal): 659-1468

* Neomycin resistance gene: 1512-2306
Start codon: 1512-1514; stop codon: 2304—2306

« CMV promoter (P, ): 2655-3465

« tTA coding sequence: 3476—-4483

e 3' MOMuLV LTR: 4749-5342

» Ampicillin resistance (p-lactamase) gene: 7498-6638
Start codon: 7498-7495; stop codon: 6640-6638

Propagationin E. coli:

 Suitable host strains: DH5a, HB101, and other general purpose strains.

» Selectable marker: plasmid confers resistance to ampicillin (50 pg/ml) to E. coli hosts.
» E. colireplication origin: Col E1

» Copy number: low copy
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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
sequenced.

The viral supernatants produced by this retroviral vector could, depending on your cloned insert, contain potentially
hazardous recombinant virus. Due caution must be exercised in the production and handling of recombinant
retrovirus. Appropriate NIH, regional, and institutional guidelines apply.

Notice to Purchaser

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.

Use of the Tetracycline controllable expression systems (the "Tet System") is covered under U.S. Patent #5,464,758, which has been assigned
to BASF Aktiengesellschaft.

Academic research institutions are granted an automatic license with the purchase of this product to use the Tet System only for internal,
academic research purposes, which license specifically excludes the right to sell, or otherwise transfer, the Tet System or its component parts
to third parties. In accepting this license, all users acknowledge that the Tet System is experimental in nature. BASF makes no warranties,
express or implied of any kind, and hereby disclaims any warranties, representations or guarantees of any kind as to the Tet System, patents
or products.

All others are required to obtain a license from BASF prior to purchasing these reagents or using them for any purpose. CLONTECH is required
by its licensing agreement to submit a report of all purchasers of the Tet-controllable expression systems to BASF Bioresearch Corporation. For
license information contact: Director of Business Development, BASF Bioresearch Corporation, 100 Research Drive, Worcester, MA 01605-
4314. Fax: 508-755-8506.
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