Product Protocol

SmartBase™ siRNA Modifications
Guaranteed RNAI Explorer kit with Molecular Probe

RNAI Explorer™ Online siRNA Design Algorithm
Custom siRNA Synthesis

SmartBase™ siRNA/RNA
Resuspension, Annealing, Handling and Storage

Modifications for Increased Cell Permeability, Duplex Stability & Nuclease Resistance

Duplex Stability & Nuclease Resistance Conferring Modifications
Propyne dC and dU

Phosphorothioate linkages

5-Me-dC & 2-amino dA

2’F bases

2’0 methyl bases

2’MOE Bases

2’-5’ linked Oligos

Methylated Oligos

Cell Delivery/Cell Permeation Modifications
Thiol & Amine

Cholesterol TEG

Spacer 18

Polyethylene Glycol (PEG)

Stearyl & a-tocopherol

GalNAc (N-acetylgalactosamine-C3)

Cell Penetrating Peptides (CPPs)
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RNAi: Smart Base siRNA Design

For research use only. Not for use in diagnostic procedures for clinical purposes.

RNA & SmartBase™ siRNA
Resuspension, Annealing, Handling and Storage

Gene Link supplies all RNA and siRNA oligos in a dried state and either annealed as duplex or single
stranded as requested. These are DNase-RNase free and all steps in synthesis and processing are DNase-
RNase free.

The exact nmols supplied is indicated on the Certificate of Analysis and the label on the tube. These can
be requested as reconstituted at the desired concentration and choice of buffers.

Email Gene Link at support@genelink.com for any special requirements.

General Handling of RNA & siRNA oligos

RNA & siRNA oligos especially single-stranded are susceptible to degradation by RNase introduced during
handling. Wear gloves and use RNase-free pipette tips and RNase free conditions.

The dried RNA and siRNA oligos can be safely stored in a non-frost-free freezer for up to 6 months at -20 °C.
Resuspension of RNA & siRNA oligos

The dried oligo during transportation may have dislodged from the bottom of the tube and may reside in
the cap and/or distributed on the sides of the tube.

Prior to opening the tube, briefly centrifuge the tubes to ensure that the dried oligonucleotide is at the
bottom of the tube. Resuspend single stranded siRNA oligonucleotides at a convenient concentration, e.g.
100 uM, in RNase free sterile water and duplex siRNA at a concentration of 100 uM. These are general
guidelines, and you may elect to reconstitute at a different concentration or buffer condition.

Aliquot the siRNA into small volumes and store at —20°C to -80°C
Annealing of single-stranded siRNA

Reagents: Annealing buffer (5X)

Buffer 1:

50 mM Tris, pH 8.0
100 mM NacCl

Buffer 2:

100 mM Potassium Acetate
30 mM HEPES at pH 7.4
2 mM Magnesium Acetate

Note: Either Buffer can be used without much difference. All annealing solutions are given as 5X and can
be stored frozen at -20°C and freeze-thawed many times.
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Annealing of single-stranded siRNA

1. Dissolve siRNA, as stated above, at a convenient concentration, e.g. 100 pM, in RNase free

water and store at -20°C or preferably at -80°C

Dilute each siRNA using sterile RNase free water to a final concentration of 50 pM.

Combine 30 pl of each siRNA solution and 15 pl of annealing buffer. Final volume is 75 pl,

final concentration of siRNA duplexis 20 uM (30 pl X 50 uM = 75 pl X 20 uM).

4. Incubate the solution for 1 minute at 90 °C and cool slowly down afterwards to room
temperature (over a period of about 45 min). This can be conveniently performed using a
thermal cycler.

wn

5. Briefly spin the tube to bring down all droplets from the wall and lid of the tube.
6. Aliquot the annealed siRNA into RNase-free tubes and store at -80°C. Do not freeze-thaw
more than 5 times.
References

1. Elbashir SM, Harborth J, Lendeckel W, Yalcin A, Weber K, Tuschl T. Duplexes of 21-nucleotide RNAs mediate
RNA interference in cultured mammalian cells. Nature, 2001,411[6836]:494-8.

2. Elbashir SM, Lendeckel W, Tuschl T. RNA interference is mediated by 21- and 22-nucleotide RNAs. Genes Dev,
2001, 15[2]:188-200

3. Tuschl T, Zamore PD, Lehmann R, Bartel DP, Sharp PA. Targeted mRNA degradation by double-stranded RNA in
vitro. Genes Dev, 1999, 13[24]:3191-7.

4. nttp://www.rockefeller.edu/labheads/tuschl/sirna.html

Q9 .
siRNA_Handling_Annealing_V1.2.doc I www.genelink.com | Page 3 0of 4 ¢ Gene Link



RNAi: Smart Base siRNA Design

For research use only. Not for use in diagnostic procedures for clinical purposes.

Document Warranty and Liability

Information in this document is subject to change without notice. This document and all information
presented in this document are written as a guide. Gene Link, Inc. does not warrant this document to be
free of errors and assumes no responsibility for any errors that may appear in this document.

Gene Link disclaims all warranties with respect to this document, expressed or implied, including but not
limited to those of merchantability or fitness for a particular purpose. In no event shall Gene Link be liable,
whether in contract, tort, warranty, or under any statute or on any other basis for special, incidental,
indirect, punitive, multiple or consequential damages in connection with or arising from this document,
including but not limited to the use thereof.

Website

As the receipt of information on the Internet is highly dependent upon factors, including without limitations
to, the user’s computer, browser, operation system, etc., information may be perceived incorrectly.
Therefore, Gene Link does not warrant or guarantee that the information contained on its website
www.genelink.com is error free.

Product Warranty and Liability

Warranty: Gene Link makes no warranty of any kind, specifically disclaims and excludes all other warranties
of any kind or nature, directly or indirectly, express or implied, including, without limitation, as to the
suitability, productivity, durability, fitness for a particular purpose or use, merchantability, condition, or any
other matter with respect to Gene Link products. Gene Link products are for research purposes only
including custom products. There is no warranty or claim of its performance for any specific research
application. All Gene Link products are guaranteed to meet or exceed the specifications stated. Each
Gene Link product is shipped with documentation stating specifications and other technical information. If
the product fails to meet the stated specifications the sole remedy is prompt replacement by Gene Link or
within 30 days of purchase a refund of the purchased price.

Liability: Under no circumstances shall Gene Link be liable for any damages directly or indirectly related to
Gene Link’s products and services. Whether direct, incidental, foreseeable, consequential, or special
(including but not limited to loss of use, revenue or profit), whether based upon warranty, contract, tort
(including negligence) or strict liability arising in connection with the sale or the failure of Gene Link
products to perform in accordance with the stated specifications.

Research Use Only. Not for use in diagnostic or clinical procedures.

Notice to Purchaser: The purchase of this product conveys to the purchaser the limited, non-transferable
right to use the purchased amount of the product only to perform internal research for the sole benefit of
the purchaser. No right to resell this product or any of its components is conveyed expressly, by implication,
or by estoppel. This product is for internal research purposes only and is not for use in commercial
applications of any kind, including, without limitation, quality control and commercial services such as
reporting the results of purchaser's activities for a fee or other form of consideration. For information on
obtaining additional rights, please contact support@genelink.com.

© 2024 Gene Link Inc. All rights reserved.
The trademarks mentioned herein are the property of their respective owners.

Gene Link, Inc.

Email: support@genelink.com
www.genelink.com
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