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1. Collect virus after 48 hr
2. Transduce host cells

121 1. The Lenti—-X HT Packaging System. A lentiviral vector (e.g. pLVX-Puro) and the Lenti-X HT Packag—
ing Mix are cotransfected into 293T cells using the highly efficient Lentiphos HT transfection system. High titer
supernatants are ready for use 48 hr after transfection.
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* Vectors available as part of an expression system.
** Vectors available separately.

% 2. Lenti-X vectors for many applications. Lenti-X vectors contain sequence elements that facilitate lenti—
viral packaging, boost transgene expression, or both. Among them are the HIV-1 LTRs and packaging signal (Y),
a Rev response element (RRE), the central polypurine tract/central termination sequence (cPPT/CTS), and the
woodchuck hepatitis virus posttranscriptional regulatory element (WPRE). All vectors are designed to be used
with the Lenti-X HT Packaging System and the Lenti-X 293T Cell Line, which will produce high titers of VSV—
G-pseudotyped lentivirus for transducing virtually any cell type, See article text for vector descriptions and ap—
plications.
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2 3. High infectivity of supernatants produced by the Lenti-X HT Packaging System. The Lenti-X HT
Packaging System (Panel A) and a packaging system from a competitor (Panel B) were each used to gener—
ate viral supernatants from their respective lentiviral system vector that was engineered to express the Zs—
Green1 fluorescent protein. As little as 10 ul of supernatant from the Lenti-X HT Packaging System transduced
the majority of these Hel.a cells, whereas 10 ul of supernatant from the other system transduced only a small
percentage of the cells. Transduced cells were guantified by flow cytometry

12 4. Transduction of neural progenitor cells by Lenti-X lentivirus. Recombinant lentivirus for expressing
7sGreent was produced from the Lenti-X HT Packaging System and used to transduce normal human neural
progenitor cells. A single transduced cell is shown under phase contrast microscopy (Panel A) and fluores—
cence microscopy (Panel B).
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1% 5. Induced expression in the Tet—Off Advanced and Tet—On Advanced Systems. The Tet—controlled
transactivators are fusion proteins that contain a DNA—binding TetR domain joined to three minimal transcription
activation domains from HSV VP16. Each transactivator has been optimized for expression in mammalian cells.
In Tet—0Off Advanced Systems, the basal state is maintained in the presence of doxycycline (Dox), and induced
by its withdrawal. Tet-On Advanced Systems are activated in the presence of Dox. System induction produces
high—level transcription of your gene from Py, .
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. Produce regulator and
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Lenti-X supernatants

3. Coinfect any target cell type
and culture — and + Dox

IS

. Harvest cells for analysis

Target cells containing
Tet-On Advanced

Expression OFF

No expression of transgene

Expression ON

High expression of transgene

T12! 6. Establishing an inducible gene expression system with Lenti-X Tet-On Advanced. Use the Lenti-X
HT Packaging System and 293T cells to generate high-titer lentiviral supernatants from the pLVX-Tet-On Ad—
vanced Vector, and from the pLLVX-Tight-Puro Vector containing your gene of interest. Simultaneously coinfect
cultures of your target cells with the two lentiviruses (~8 hr). Then, after culturing for an additional 48-72 hr (+
and-Dox), harvest the cells for analysis. These same procedures also apply to the Lenti-X Tet-Off Advanced
System, but the effects of Dox are reversed.
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112l 7. The Lenti-X Tet-Advanced Systems are highly inducible. Using equal amounts of high-titer super—
natants, Hela cells cultured at the indicated concentrations of Dox were cotransduced for 8 hr with a LVX—
Tight-Puro-Luc lentivirus and a LVX-Tet-On Advanced lentivirus. Cultures were harvested after 48 hr and
assayed for luciferase activity. Luciferase was expressed at very high levels, while the basal/uninduced ex—

pression level was very low.
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Lenti-X HT Packaging System
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B HHANE
HZ=Y 22t TaKaRa Code

20 rxn 632160
Lenti-X HT Packaging System

40 rxn 632161
Lentiphos HT 20 rxn 632151
Lenti-X Expression System each 632164
Lenti-X Bicistronic Expression System (Neo) each 632181
Lenti-X Bicistronic Expression System (Hyg) each 632182
Lenti-X Bicistronic Expression System (Puro) each 632183
Lenti-X Tet-On Advanced Inducible Expression System each 632162
Lenti-X Tet-Off Advanced Inducible Expression System each 632163
Lenti-X ProteoTuner System each 632173
Lenti-X ProteoTuner Green System each 632175
pLVX-DsRed-Monomer-N1 Vector 10 ug 632152
pLVX-DsRed-Monomer-C1 Vector 10 ug 632153
pLVX-AcGFP1-N1 Vector 10 ug 632154
pLVX-AcGFP1-C1 Vector 10 ug 632155
pLVX-IRES-ZsGreen1 20 ul 632187
Lenti-X shRNA Expression System each 632177
pLVX-shRNA2 Vector 10 pg 632179
Lenti-X 293T Cell Line 1ml 632180
Lenti-X gRT-PCR Titration Kit 100 rxns 632165

* License Notice: [1], [2], [3], [4], [5], [7], [8], [9]

March 2009 - 7



