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5 pg of dried purified DNA stabilized in DNAstable PLUS

pLAI

The gag-enhanced green fluorescent protein (eGFP) fragment was inserted (Apal-BssHII)
into pLAI to create pLAI-Gag-iGFP. The cytomegalovirus-mCherry (CMV-mCherry)
cassette was inserted into pLAI-Gag-iGFP using BlpI-Xhol sites.

DH10B, or DH5a. Grow at 300C.

The construct, pRGH-AU3 (3') (pPRGH(LAI-gagiGFP-CMVmCherry-AEnv)-AU3(3'LTR)), is a
LAI-based, single cycle HIV-1 reporter containing an LTR-driven gag-iGFP marker and a
CMV-driven mCherry marker. It contains a 126 bp Kpnl/Sacl linker from pTY-EFeGFP
(cat# 4828) that deletes 557 bp of the U3 region of the 3’ LTR.

This is one of a set of four reagents that were designed to study latency. The base
construct is double-labeled vector, Red-Green-HIV-1 (pRGH-WT cat# 12427). The pRGH
construct is a LAI-based HIV-1 reporter containing an LTR-driven gag-iGFP marker and a
CMV-driven mCherry marker. The other constructs are: pRGH-Integrase D116A (cat#
12428) and pRGH-ACMV (cat# 12429).

This reagent was designed as a U3 (3' LTR) deletion control vector for pRGH-WT.
Infectious pseudotyped virions can be produced by co-transfecting HEK293T cells with this
vector as well as an appropriate envelope expression vector. Reporter gene expression in
infected cells (LTR-eGFP, CMV-mCherry) can be detected by western blotting, fluorescent
microscopy, or flow cytometry.
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http://www.aidsreagent.org/support_docs/12430_seq_lot1.pdf
http://www.aidsreagent.org/support_docs/12430_map.pdf

Contributor provided plasmid map

Plasmid map and sequence file lot 130103

This reagent is currently being provided as dried purified DNA stabilized in DNAstable
PLUS. Please see the notice for additional information and the protocol for reconstitution
of dried DNA reagents. Dried DNA Notice

Recommended Keep the reagent at room temperature in a dry storage cabinet or in a moisture barrier
Storage: bag.
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NOTE: Acknowledgment for publications should read "The following reagent was obtained
through the NIH AIDS Reagent Program, Division of AIDS, NIAID, NIH: pRGH-AU3 (3')
(#12430) from Ivan Sadowski and Viviana Simon." Also include the references cited
above in any publications.
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