Product Insert

Thermo Scientific Dharmacon®
siGLO® Transfection Indicators

Introduction

siGLO® transfection indicators (siGLO Green and siGLO Red) are fluorescent oligonucleotides that localize

to the nucleus thus permitting unambiguous visual assessment of uptake into mammalian cells. This product

is not intended to provide information about siRNA function, localization or duration of silencing. They are
ideal (1) for use in experiments to determine optimal siRNA transfection conditions (2) for tracking individually
transfected cells and (3) for monitoring relative efficiency of delivery when co-transfected with siRNA.

Product Description

¢ Double-stranded, chemically synthesized RNA

¢ Chemically labeled with 6-FAM or Pierce NuLight™ DY-547 fluorophores (see Table 1)

¢ Chemically modified to prevent uptake by RISC and assure optimal localization to the nucleus

Table 1. Properties of siGLO Transfection Indicators

siGLO
Transfection
Indicator

siGLO Green

Emission Max

6-FAM (494 nm /520 nm)

Fluorophore Absorption/  Extinction Coefficient Filter

75,000 M~ cm™ FITC

Catalog Number

D-001630-01-02
D-001630-01-05
D-001630-01-20

siGLO Red DY-547 (557 nm /570 nm) 150,000 M cm™ Cy™3, D-001630-02-02
Rhodamine D-001630-02-05
and PE D-001630-02-20

Shipping and Storage Resuspension

¢ siGLO transfection indicators are shipped at room
temperature (23°C) as dried pellets in amber tubes.
Under these conditions, they are stable for at least
four weeks.

e Upon receipt, siGLO transfection indicators should
be stored at —20°C to —80°C, protected from ambient
light. Under these conditions, they are stable for at
least nine months.

¢ siRNA should be resuspended in RNase-free
solutions. We recommend 1X siRNA buffer (diluted
from 5X siRNA buffer — Dharmacon Products Cat.
# B-002000-UB-100). RNase-free water (for short-
term storage) is also appropriate for resuspension of
concentrated stocks (i.e., 20-100 pM). Alternatively,
an RNase-free buffer (pH 7.3-7.6) may be used such
as PBS (Fisher Cat. # NC9826748)

e Upon resuspension, aliquot the siRNA into small
volumes and store at —20°C to —80°C. For best
results, limit freeze-thawing of each tube to no more
than five events. Under these conditions, the siRNA
is stable for at least 6 months.

Oligonucleotides are susceptible to enzymatic
degradation by nucleases and to chemical degradation
by extreme pH and temperature. We recommend
wearing gloves and maintaining nuclease-free
conditions when handling the oligonucleotides.

1. Briefly centrifuge tubes containing siGLO
transfection indicators to ensure that the pellet is
collected at the bottom of the tube.

2. Resuspend siGLO transfection indicators to the
desired stock concentration in 1X siRNA buffer
or another RNase-free, pH 7.4-buffered solution (see
Table 2).

3. Incubate at room temperature for 20 - 30 minutes
with gentle mixing to ensure complete resuspension.
Centrifuge briefly to collect contents to the bottom
of the tube.

4. Upon resuspension, aliquot the siGLO transfection
indicators into small volumes and store at —20°C to
-80°C protected form ambient light.




Table 2. Preparing Stock Solutions

siGLO Resuspension  Resuspension
Transfection Buffer (mL) Buffer (mL)
Indicators for 20 pM for 100 pM
(nmol)
2 0.1 0.02
5 0.25 0.05
20 1.00 0.2
Guidelines for Use

Delivery and Detection

siGLO transfection indicators are suitable for delivery
into mammalian cells by lipid-mediated transfection,
electroporation, or nucleofection. For the best signal,
detection should be performed at 24 hours. For
microscopy, a 400X magnification with an exposure time
of 2.5 - 5 seconds and a gain of 8 produces good images.
Fixing with 4% paraformaldehyde or co-staining with
nuclear stains (propidium iodide or Hoechst 33342)
does not affect the signal; however, ethanol or methanol-
based fixatives may lead to loss of signal.

Due to distinct spectral properties of the two
fluorophores, performance may differ based on the
delivery and detection methods employed. siGLO
Green (FAM) exhibits minimal punctuate fluorescence,
with virtually 100% of the nuclear signal localized

to the nucleus and represents the ideal choice for
microscopy or flow cytometry following lipid-mediated
transfection. siGLO Red (Pierce NuLight™ DY-547)
exhibits a stronger signal at lower concentrations and is
best for electroporation or nucleofection.

Contact Information

Recommended Concentrations

siGLO transfection indicators are suitable for use alone
in delivery optimization experiments or with a functional
siRNA for identification of transfected cells for single-
cell analysis. When used alone, the recommended
concentration range of siGLO Green or siGLO Red is
20 nM - 50 nM for lipid-mediated delivery. When co-
delivered with a functional siRNA the recommendation
is to use a 1:1 ratio not to exceed 100 nM (i.e., up

to 50 nM each). When performing electroporation

or nucleofection, higher concentrations of siGLO
transfection indicators will be required. When used
alone, the recommended concentration range of siGLO
Green or siGLO Red is 500 nM - 2 pM.

The siGLO transfection indicators should not be used
at concentrations less than 20 nM as it will be difficult
to visualize. Note that optimal siRNA concentrations
should be determined based on function (i.e., titrate
the siRNA to the lowest concentration that delivers the
best knockdown).

Related Products

DharmaFECT® Transfection Reagents are available in
four formulations that are optimized for transfecting
siRNA into a wide variety of cell lines. For more
information, go to www.thermo.com/DharmaFECT.

Publication Reference Guide

When referencing the use of the siGLO transfection
indicators described in this document, please include
the following information: siGLO® (type, catalog
number, Thermo Fisher Scientific, Lafayette, CO)

For technical questions regarding the use of siRNA reagents, please contact Dharmacon Products Technical Support at:

In America/Asia

800-235-9880

303-604-9499
dharmacon.lab@thermofisher.com

In Europe/Israel

32-53-85-71-84

00800 73724648

perbio.eurotech@thermofisher.com

In Other Countries

Please contact your appropriate
distributor as listed on
www.thermo.com/dharmacondistributors

© 2008 Thermo Fisher Scientific Inc. All rights reserved. QuantiGene is a trademark of Bayer. alamarBlue is a trademark of

Accumed International, Inc. All other trademarks are the property of Thermo Fisher Scientific Inc. and its subsidiaries.

Literature Code: 00125-06-1-04-U

Part of Thermo Fisher Scientific




