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Lenti-X HTX
Packaging Mix

Lenti-X 293T cells

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

2 1. 4th generation lentiviral packaging system. A lentiviral vector and the Len—
ti-X HTX Packaging Mix are cotransfected into 293T cells. High titer lentiviral supernatants
are ready for use 48 hr after transfection.
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13 2. High infectivity of supernatants produced by Lenti-X. Lenti-X (Panel A) and
a packaging system from a competitor (Panel B) were each used to generate virus con—
taining a vector system for expressing the ZsGreen1 fluorescent protein. 10 ul of superna—
tant from each system was used to transduce Hela cells. ZsGreen1—positive cells were
quantified by flow cytometry Lenti-X transduced the majority of cells, whereas the other
system transduced only a small percentage of the cells.
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& 3. The Lenti-X Concentrator protocol. Add Lenti-X Concentrator reagent to
clarified viral supernatant, incubate for 30 min to overnight at 4°C, and spin. That's it
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18 4, Efficient concentration with minimal loss. Lentiviral supernatant from a
pLVX-ZsGreen1 vector was concentrated from 3 ml down to 30 ul using the Lenti-X Con-
centrator reagent, which reflected a 100—fold increase in viral titer. Measuring the total
amount of virus contained in each sample indicated that the resuspended pellet captured
90% of the virus present in the original sample. Samples were titrated using HT1080 cells
and analyzed by flow cytometry 48 hr post-transduction.
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H1. Lenti-X Concentrator vs. Ultracentrifugation

Feature Lenti-X Concentrator Ultracentrifugation
Easily Scalable Yes No
Shemes No

Time Required ~1 hr 4 hr to overnight
Ease-of-Use ++++ +

Yield >90% >90%
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13 5. The Lenti-X Maxi Purification Kit allows you to generate high yields
of purified lentivirus from crude packaging cell supernatants. The gravity col-
umn-based method (bind, wash, elute) is extremely simpleand effective, and preserves
virus infectivity much better than filter-based methods.
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Lenti-X Gravity column 84.7 61.6 KA
Vendor S Syringe filter 15.1 18.9 **

18 6. Lenti-X Maxi Purification Kit yields are far higherthan the yields of fil-
ter-based methods. Panel A. Virus contentin the indicated Lenti-X column fractions
was tracked using either Lenti-X gRT-PCR (RNA copies) or flow cytometry/fluorescence
(IFU) titration. The mean values from seven experiments are shown. Panel B. In a head-
to—head comparison, Lenti-X column purification recovers more virus than a filter-based
method.far fewer contaminating proteins at equivalent IFU than either sample prepared
from the filter-based systems,
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190- 1% 7. The Lenti-X Maxi Purification Kit
yields highly purified lentivirus. Equivalent
amounts of purified virus (1 x 10° IFU) prepared
using either the Lenti-X Maxi Purification Kit
(Lenti=X) or a filter-based system (Vendor M &
Vendor S) were subjected to SDS-PAGE and sil-
ver-stained. The Lenti-X sample clearly contained
far fewer contaminating proteins at equivalent IFU
than either sample prepared from the filter-based
systems.
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Instantly Test for Lentivirus
Lenti—X™ GoStix™
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13 8. p24 is located in the lentiviral capsid and is one of 4 proteins encoded by
the HIV-1 gag gene.
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13 9. Higher proviral content is associated with higher expression levels. Pro—
virus content in the genomic DNAs of HT1080 cells transduced at either high or low MOI
were determined using the Lenti-X Provirus Quantitation Kit. AcGFP1 expression levels
(MFI) were determined using flow cytometry. The figure represents data pooled from two
groups having either low—copynumber ({3; n = 8) or high—copy-number (39; n = 7) provi-

ruses.
4
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18 10. Equivalent MOI in different cell types can result in different provirus
copy numbers. HT1080, Hela, and HEK 293 cell cultures were transduced at equivalent
MOls using a single lentiviral stock (100 ul). The provirus copy numbers in the genomic
DNAs of the transduced cell populations were determined using the Lenti-X™ Provirus
Quantitation Kit.
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& 11. Proviruses amplified by inverted PCR correspond to qPCR copy number.
Provirus copy numbers were determined for genomic DNA purified from 106 stably trans—
duced HT1080 cells representing either individual clones (Lanes 1-3) or polyclonal popu-
lations (Lanes 4 & 5). The DNA samples were also subjected to inverted PCR analysis to
amplify individual provirus junction sequences using vector-specific primers (1). NTC = no
template control.

Note: Not all proviruses can be amplified with this method.
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13 12. Lenti-X Accelerator provides high transduction efficiency in a 25 min
protocol. Lentiviral transduction of HT1080 cells was carried out for 5 min with Lenti-X™
Accelerator beads after a 20 min incubation to bind the beads to the virus—and for 5 min
or overnight with Polybrene. After the cultures were grown for an additional 72 hr at 37°C,
the number of transduced cells was determined by flow cytometry.
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13 13. A magnetic separator is includ-
ed with the Starter Kit.
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Viral Receptor Boosters
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12 15, Viral transduction of human cells with ecotropic lentivirus following
Ecotropic Receptor Booster treatment. HT1080 cells were seeded in 6-well plates 24
hr prior to transduction and incubated with 10 ul Ecotropic Receptor Booster for 2 hr, Cells
were then transduced with Lenti-X ZsGreent lentivirus (MOI=~15) produced using Clon—
tech’s Lenti-X HTX Ecotropic Packaging System (Code 631251) and assayed 48 hr later for
ZsGreen1 expression.
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&l 16. Ecotropic Receptor Booster aides transduction of ecotropic lentivirus.
Panel A. Usually, it is not possible to infect Jurkat cells, hMSCs, or NHNPs with ecotropic
pseudotyped lentivirus. However, pre—treatment of these cell types with Ecotropic Re—
ceptor Booster allows for very efficient transduction. Panel B. A panel of human cell lines,
normally resistant to transduction by ecotropicpseudotyped lentiviral vectors, were effi-
ciently transduced after treatment with Ecotropic Receptor Booster.
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Flow Chart of the Lenti-X Integratin Analysis protocol

Amplify viral integration site

Prowral GenomeWalker
AP1 DNA Adaptor
LsP1 Primary PCR

Secondary or “nested” PCR
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632164 Lenti—X Expression System each
631253 Lenti—X Expression System (EFalpha) each
632181 Lenti—X Bicistronic Expression System (Neo) each
631187 Lenti—X Tet—On 3G Inducible Expression System each
631189 Lenti—X Tet—Express Inducible Expression System each
632177 Lenti—X shRNA Expression System each
631247 Lenti—X HTX Packaging System 20 3|
631251 Lenti—X HTX Ecotropic Packaging System 20 g
631258 Lenti—X HTX Packaging System (Integrase Deficient) 20 3|
632180 Lenti—X 293T Cell Line 1mQ
631231 Lenti—X Concentrator 100 mQ
631233 Lenti—X Maxi Purification Kit 2 preps
631243 Lenti—X GoStix 20 3§
631235 Lenti—X gRT—PCR Titration Kit 200 3|
631239 Lenti—X Provirus Quantitation Kit 200 2|
632200 Lenti—X p24 Rapid Titer Ki % 2|
631471 Ecotropic Receptor Booster 20 3|
631263 Lenti—X Integration Site Analysis Kit each




