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13 1. Expression of pEGFP in Neuro—2a Cells,

Neuro—2a cells transfected with 4 ul TransIT-Neural Transfection Reagent and 2 ug
pEGFP (Clontech) per well of a 6-well plate and incubated in complete media. The
image on the left was acquired 48 hours post-transfection on a Zeiss Axiocam. The
image on the right was acquired 48 hours post-transfection on a Zeiss LSM 510 Con—
focal Microscope.
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3 2. Tracking and Expression of Plasmid DNA in DI-TNC1 Cells.

DI-TNCT astrocytes were transfected with 1 ug Label IT Tracker Cy5 labeled pEGFP
and 3 ul TransIT-Neural Transfection Reagent per well of a 6-well plate in complete
media. The blue represents the Cy5 fluorescence, and the green represents pEGFP
expression. Images were acquired at 24 hours post-transfection using a Zeiss LSM
510 Confocal Microscope.
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18 3. Target Gene Expression Knock Out in Neural Cell Lines.

Efficiency of knock out in various neural lines using the TransIT-TKO Transfection
Reagent with 5-10 nM anti-firefly luciferase SiRNA duplexes (Dharmacon Research,
Inc). Cell lines were first transfected with plasmids expressing firefly and sea pansy
luciferase using the TransIT-Neural Transfection Reagent. Twenty—four hours post-
transfection, cell lysates were assayed for both firefly and sea pansy luciferase ex—
pression using Promega’s Dual-Luciferase Reporter Assay System.
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3 4. siRNA Tracking in Human Astrocytes.

Human astrocytes (ScienCell Research Laboratories) were seeded on poly-D-lysine
coated coverslips in a 24—well plate and incubated overnight. One ul of TransIT-TKO
Transfection Reagent was diluted in 50 ul of serum—free media and 50 nM (final con-
centration in well) of Label IT siRNA Tracker Cy 3 labeled siRNA duplex was added to
the diluted TransIT-TKO Transfection Reagent for complex formation. Subsequently,
these complexes were added to 30% confluent human astrocytes in their complete
growth media. Confocal image of the single astrocyte was acquired 24 hours post-
transfection on a Zeiss LSM 510 Confocal Microscope.



18 5. siRNA Tracking in C6 Cells.

C6 glioma cells were seeded on poly-D-lysine coated coverslips in a 6-well plate and
incubated overnight. Eight ul of TransIT-TKO Transfection Reagent were diluted in 200 0
of serum—free media and 50 nM (final concentration in well) of Label IT siRNA Tracker
Cy3 labeled siRNA duplex was added to the diluted TransIT-TKO Transfection Reagent
for complex formation. Subsequently, these complexes were added to 45% confluent
C6 cells in their complete growth media. Confocal image was acquired 20 hours post-
transfection on a Zeiss LSM 510 Confocal Microscope.
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TransIT—Neural Transfection Reagent

Code HZE g
MIR 2144 TransIT-Neural Transfection Reagent 0.4 ml
MIR 2140 TransIT-Neural Transfection Reagent 1ml
MIR 2145 TransIT-Neural Transfection Reagent 1 mIx5
MIR 2146 TransIT-Neural Transfection Reagent 1 mIx10
TransIT—TKO Transfection Reagent

Code HZE g
MIR 2154 TransIT-TKO Transfection Reagent 0.4 ml
MIR 2150 TransIT-TKO Transfection Reagent 1ml
MIR 2155 TransIT-TKO Transfection Reagent 1 mIx5
MIR 2156 TransIT-TKO Transfection Reagent 1 mIx10

Label IT Tracker Intracellular Nucleic Acid Localization Kit

Code H=H 2
MIR 7020 Label IT Tracker Cy3 Kit 1 Kit
MIR 7021 Label IT Tracker Cy5 Kit 1 Kit
MIR 7022 Label IT Tracker CX—Rhodamine Kit 1 Kit
MIR 7023 Label IT Tracker TM—Rhodamine Kit 1 Kit
MIR 7024 Label IT Tracker Biotin Kit 1 Kit
MIR 7025 Label IT Tracker Fluorescein Kit 1 Kit

Kit +4E2 Label IT Tracker Reagent, Tracker Reconstitution Solution, 10X Labeling
Buffer A, TransIT -LT1 Transfection Reagent7t 2|0 UL}, 50-200 ug2| plasmid DNA
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Label IT siRNA Tracker Intracellular Localization Kit

Code HZEE 2

Label IT siRNA Tracker Cy3 Kit 50ng &

MIR 7212 . :
without Transfection Reagent
Label IT siRNA Tracker Cy5 Kit S0ug &

MIR 7213 without Transfection Reagent

MIR 7214 Label IT siRNA Tracker CX-Rhodamine 0ng &
Kit without Transfection Reagent

MIR 7215 Label IT siRNA Tracker TM—-Rhodamine 50ng &
Kit without Transfection Reagent

MIR 7216 Label IT siRNA Tracker Fluorescein 0ug &
Kit without Transfection Reagent

MIR 7217 Label IT siRNA Tracker Biotin Kit without 0ug &

Transfection Reagent

Kit T+&=2 Label IT siRNA Tracker Reagent, Label IT Reconstitution Solution, 10xLa-
beling Buffer A, siRNA Dilution Buffer7t ZL&=|0] QUL 50 ug2| sSIRNAS HAIZ QU= &
ZO|LCt.
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