


250 um cerebellar sections

were prepared and cultured as
described above. After 3 and 72
hrs of incubation with Accell Red
Non-targeting siRNA, slices were
inspected with a Leica DM IRE2
microscope (filter TX2).

As shown in Figure 1, uptake of
Accell siRNA was visible after 3 hrs
of incubation. The most prominent
fluorescence was observed in

cells of the Purkinje and granule
cell layer. After 72 hrs in culture,
fluorescence in the slices was more
intense, indicating an increased
uptake of Accell siRNA with
extended incubation. The addition
of B-27 neuronal media supplement
enhanced the overall cellular
viability and had no observed effect
on siRNA uptake (data not shown).

Demonstration of knockdown of
Cyclophilin B

To demonstrate target gene
knockdown in cultured brain slices
using Accell siRNA, the workflow
described above was employed to
target the housekeeping gene PPIB
(Cyclophilin B, NM_011149).
Cultured brain slices were assessed
following Accell siRNA incubation
for three time points (48, 72, 96
hrs) and the level of remaining
protein was evaluated using
Western blot analysis. The results
of these experiments are presented
in Figure 2 and demonstrate the
efficacy of Accell technology in
providing effective target silencing.

Summary
These preliminary studies
demonstrated that Accell SIRNA
can be delivered into cells of a brain
slice culture allowing for successful
RNAI in neurons. Furthermore,
the ease and convenience of this
method will enable scientists to use
Accell siRNA to empower a variety
of applications for the study of
neuronal mechanisms and diseases.
t Medium- to high-throughput
RNAI screens to assess gene
silencing in neurons.
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Figure 1. 3 hours and 72 hours pos-Accell application. Shutter time 150 ms.
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Figure 2. Accell effectively silenced a target gene in cultured brain slices 250 um fresh
P8 mouse cerebellum slices were incubated in Accell delivery media (Dharmacon cat#
B-005000) supplemented with GftbBe27 serum-free supplement containing 1 pM Accell
siRNA targeting Cyclophilin B (Accell PPIB; Dharmacon cat# D-001920-02) or Accell Non
targeting siRNA #1 (NTC; Dharmacon cat# D-001910-01). Slices were cultured for 48, 72
or 96 hrs prior to knockdown detection. Tissue was harvested using RIPA-buffer, 50 ug of
protein lysate were analysed per sample.

t Knockdown of a gene’s
expression and monitoring the
resulting phenotype to evaluate
the experimental potential of
a knockout mouse of the same
gene.

t The ex vivo model of the
cultured brain slice can also
serve as a framework to address
the discrepancy between
anticipated and actual in vivo
results, addressing phenotypes
such as cellular organization and
differentiation.

Troubleshooting

For technical information or
troubleshooting contact Thermo
Scienti c Genomics Tech Support:

In North America (US, Canada,
Central/South America)
Techservice.genomics@
thermo sher.com

+1 (800) 235-9880

In Europe (EU, Middle East, Africa)
Techservice.emea.genomics@
thermo sher.com

(+)44 1372 840410

In Other Countries
www.thermo.com/
dharmacondistributors
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