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Gene / nucleic acid transfection reagent

wm¥r Hokkaido System Science Co., Ltd.

LipoTrust™ Ex Oligo0 <in vivo>

m  Contents

LipoTrust™ EX Oligo <in vivo>

m  Amount and Storage

Lyophilizate for 1ml use (containing 10umol cationic lipid/ vial) ~ Storage at 2-8 C
m  Description

LipoTrust™ EX Oligo <in vivo> is a proprietary cationic liposome formulation that facilitates highly efficient delivery of short
oligonucleotides such as siRNA, antisense DNA or miRNA into organs or tissues. Customers can easily prepare liposomal

suspension for highly effective transfection with direct mixing of short oligonucleotides solution into lyophilized powder.

m  How to apply for vivo use
Transfection Procedure with LipoTrust™ EX Oligo<in vivo> and administration

(1) Prepare 80 pmol/pl (1 mg/ml) oligonucleotide solutions* with sterile and Nuclease free water.

(2) Open the cap of LipoTrust'™"EX Oligo for in vivo vial and pour 1 ml of above prepared
oligonucleotide solution into the vial.

(3) Mix the liquid well by which liquid are allowed in and out from the vial at least 10 times using
clean disposable pipette. After this procedure, the liquids will be kept for about 20 minutes at
room temperature.

(4) Apply the mixed liquid to animals (80 pl/1 mouse is usually appropriate ).

" Less than 80 pmol/pl (1 mg/ml) oligo-nucleotide solution representing siRNA is recommended
to avoid neutralization of cationic lipid by excess amount of anionic nucleotide and followed by
agglomeration of liposome.

" Less than 80 pl/1 mouse is recommended when no diluted solution is injected. Excess

volume of injection might hurt animals. When dilution is required, use isotonic solution
such as 9% sucrose solution or 5% glucose solution without containing ionized materials.

[ Example 1 ]

Reduction of both mice serum cholesterol and LDL by injecting LipoTrust™EX Oligo / siRNA
complex which can down-regulate Apo-B gene
Procedure
(1) 1 ml of prepared 83.0hPmoI/pL of siRNA solution which can down-regulate Apo-B gene was
poured into LipoTrust™EX Oligo vial. Liquid was mixed well and kept for 20 minutes according
to the Protocol.
(2) Aliquot of each 80 ul were injected into 6 week old mice (n=5) from tail vein once in a day.
(3) The same volume of injection was continuously repeated for 3 days and 80 pl of blood were
taken 48 hours after final injection.

(4) Blood was allowed for ultra-centrifugation with 10,000 rpm <Figure 1>
for 10 minutes. Change of cholesterol in mice with or without siRNA
(5) Serum was taken, and then both cholesterol and LDL were ’s
analyzed. o
(6) For the comparison, 1 mL of LipoTrust™EX Oligo liposome % 2 I
without containing siRNA was prepared and injected into | o I
mice (n=5) with the same volume and same interval. E 15
Result £ 10
As shown in the right figure, more than 10% reduction of both E
cholesterol and LDL using siRNA mixed liposome were observed | 2 °
in comparison with that of siRNA-free liposome. ° 0




Advantage ]

Improvement of siRNA stability in the serum mixed with liposome

SiRNA easily decomposes in a few minutes by Nuclease in the presence of serum whereas siRNA
mixed with appropriate liposome can survive for a few hours.

In fact, more than 50% of SiRNA activity remained in 120 minutes with LipoTrust™EX Oligo while
99 % of naked siRNA decomposed less than 5 minutes in the presence of bovine serum as shown in
Figure 2.

<Figure 2>

SiRNA Stability in bovine serum
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m Precautions for use

-Liposomal suspension should be used as soon as possible for good results.

This product is distributed for laboratory research use only. Caution: Not for diagnostic, food, cosmetic or
household use. Never inject human. The safety and efficacy of this product in diagnostic or other clinical uses has
not been established.

Terms and Condition of Use

Hokkaido System Science Co., Ltd. (HSS) grants to you, its customer, a non-exclusive, non-transferable license to access
the LipoTrust™EX Oligo transfection protocol applicable to HSS products, as set forth above (the "Protocol). You
acknowledge that the Protocol is protected by copyright. All rights not specifically granted to you are expressly reserved to
HSS.

You may use Protocol for personal, educational, or scientific research or professional use, but in no case for a fee. You may
not remove, obscure or modify any copyright or proprietary notices, author attribution or any disclaimer contained in the
Protocol.

HSS PROVIDES THE PROTOCOL "AS IS", WITHOUT WARRANTIES OF ANY KIND, EITHER EXPRESS OR IMPLIED,
INCLUDING, BUT NOT LIMITED TO, WARRANTIES OF TITLE, OR IMPLIED WARRANTIES OF MERCHANTABILITY OR
FITNESS FOR A PARTICULAR PURPOSE OR NON-INFRINGEMENT; YOUR USE OF THE PROTOCOL IS AT YOUR
OWN RISK; NEITHER HSS NOR ITS AFFILIATES, EMPLOYEES, OFFICERS OR DIRECTORS SHALL BE LIABLE TO
YOU OR ANY THIRD PARTY FOR ANY DIRECT, INDIRECT, INCIDENTAL, SPECIAL, CONSEQUENTIAL OR PUNITIVE
DAMAGES ARISING OUT OF THIS LICENSE OR ANY USE OF THE PROTOCOL.

Some jurisdictions do not allow the exclusion or limitation of liability for certain damages, so the above limitation may not
apply to you to the extent prohibited by such local laws; if so, then HSS's liability for damages hereunder shall not exceed an
equal to the amounts paid by you hereunder, or one hundred dollars ($100.00), whichever is less.

Confidentiality

You acknowledge the Protocol is HSS's confidential information and constitutes HSS's proprietary and valuable trade secrets.
You agree to take reasonable care to protect the Protocol from disclosure to third parties, except as may be expressly
authorized by HSS.

For any inquiry about the product, please contact to

Hokkaido System Science Co., Ltd.

2-1, Shinkawa Nishi 2-1, Kitaku

Sapporo, Hokkaido, Japan 001-0932

TEL: 81-11-768-5901 FAX: 81-11-768-5951
E-mail: bio@hssnet.co.jp

URL: http://www.hssnet.co.jp



