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LipoTrustTM EX O“go <in vitro> @ Hokkaido System Science Co., Ltd.

m Contents: LipoTrust™ EX Oligo <in vitro>
m  Amount and Storage: Lyophilizate for 1ml use (containing 1pmol cationic lipid); one vial ~ Storage at 2-8 C

m Description: LipoTrust™ EX Oligo <in vitro> is a proprietary cationic liposome formulation that facilitates highly efficient delivery of
short oligonucleotides such as siRNA, antisense DNA or miRNA to mammalian cells. Lyophilized powder is supplied so that customers
can select 2 types of application which are Lipoplex Type and Coating Type. Lypoplex Type utilizes mixing of both separately prepared
liposome suspension and short oligonucleotides solution while Coating Type utilizes direct mixing of short oligonucleotides solution into
lyophilized powder.

TIP for Transfection

1. Although good transfection efficiency is observed with LipoTrust™ EX Oligo <in vitro> under serum containing medium (Ex:FEB
10%), use serum free medium at the time of preparation of Transfection complex.

2. Use healthy cells

3. Use medium free of antibiotics

4. Use high quality of oligonucleotide

Transfection Procedure

A. Lipoplex Type Method of mixing prepared liposome suspension using nuclease free water with nucleotide solution

A-1. Preparation of liposome suspension

1. Remove the aluminum cap of vial by tool with extreme care and take off the rubber cap.

2. Add 1 mL of nuclease free water into the LipoTrust™ EX Oligo vial and gently shake the vial until no powder is remained. Be
kept for 10 minutes before use. Please store this suspension at 2-8

A-2. Transfection

Use this procedure to transfect siRNA, antisense DNA or miRNA into mammalian cells using LipoTrust™ EX Oligo in a 24-well
format. For other formats, see the table in Recommended Reagent Amounts and Volumes for appropriate reagent amounts to add.
Tip: To reduce well-to-well variability when transfecting multiple replicates (triplicates), proportionally scale up the reagent volumes to
form complexes, then aliquot an equal volume of complexes into each well.

STEP 1. Cell plating
One day before transfection, plate cells and culture them for 1 day in ordinary growth medium without antibiotics per well.
Cells should be 60-80% confluent at the time of transfection. (ex. HeLa Cell: 2-4x10* cells/well)
STEP 2. Preparation of Transfection Complex and Application to Cells
1. Add 20 pmol of oligonucleotides in 50 pl of serum free medium previously prepared in a suitable microtube and mix well.
2. Add 2 pl of prepared LipoTrust™ EX Oligo suspension (A-1) and mix gently. (vortex mix with 5-10 seconds)
3. Incubate for 15 -20 minutes at room temperature to form Trasfection complex.
4. Transfer this complex to well in which cells were plated (STEP 1) and mix well with gently rocking the plate back and forth.
STEP 3. Incubation
Incubate the cells at 37  for 24 to 72 hours.
Incubation time may be varied according to cells or oligonucleotides so that previous test to examine appropriate conditions is

recommended.
[ Recommended Reagent Amounts and Volumes per 1 well ]
Step 1 2-1 2-2
Plate/dish Medium _ Serum-free medium Oligonucleotide** |LipoTrust™ EX Oligo*'
volume/well |dilution for oligonucleotide

96 well 100 pl 10 4pmol / 60ng* 0.5l
48 well 200 20 ul 8pmol / 120ng 1yl
24 well 500 ul 50 ul 20pmol / 300ng 2 ul
12 well 1ml 100 pl 40pmol / 600ng 4l
6 well 2.5ml 250 pl 100pmol / 1.6ug 10
10 cm 15 ml 1.5ml 600pmol / 9.2ug 60 pl

*1 Optimum amounts of Oligonucleotides and LipoTrust™ EX Oligo may be varied according to kind of cells or conditions.
Variation from 1/4 to 4 times of LipoTrust™ EX Oligo is recommended to obtain optimum transfection efficiency.
*2 |n case that Oligonucleotide is 21 mer and double helix RNA, this amount is suitable.

In case that plating and transfection is simultaneously performed, excess number of cells on plating is
recommended.



B. Coating Type Method of direct mixing prepared nucleotide solution with lyophilized lipid powder

B-1. Transfection

Use this procedure to transfect siRNA, antisense DNA or miRNA into mammalian cells using LipoTrust™ EX Oligo in a 24-well
format. For other formats, see the table in Recommended Reagent Amounts and Volumes for appropriate reagent amounts to add.
Tip: To reduce well-to-well variability when transfecting multiple replicates (triplicates), proportionally scale up the reagent volumes to
form complexes, then aliquot an equal volume of complexes into each well.

STEP 1. Cell plating
One day before transfection, plate cells and culture them for 1 day in ordinary growth medium without antibiotics per well. Cells
should be 60-80% confluent at the time of transfection. ( ex. HeLa Cell: 2-4x10° cells/well)
Serum contained medium is possibly used.
STEP 2. Preparation of Transfection Complex and Application to Cells
1. Remove the aluminum cap of LipoTrust™ EX Oligo vial by tool with extreme care and take off the rubber cap.
2. Add 1 ml of 20 uM of oligonucleotides solution which was previously prepared into the vial and mix well. This suspension
should be used within a day.
Incubate for 15 -20 minutes at room temperature to form Trasfection complex.
Take 2ul of this complex and transfer into microtube containing 250 ul serum free medium and mix well with gentle.
Add 250 pl of 20% serum contained medium into microtube and mix well.
. Remove medium from cell plating (STEP 1) and transfer 500 pl of prepared mixture at STEP 2-5.
STEP 3. Incubation
Incubate the cells at 37  for 24 to 72 hours.
Incubation time may be varied according to cells or oligonucleotide so that previous test to examine appropriate conditions is
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recommended.
Recommend Reagent Amounts and Volumes per 1 well (20uM oligonucleotide solution is used) '
. Medium Serum-free medium ; ™ L3 20% serum
Plate/dish volume/well [dilution for oligonucleotide LipoTrust ™ EX Oligo contained medium
96well 100 pl 50 ul 0.5l 50 pl
48well 200 pl 100 pl 1l 100 ul
24well 500 pl 250 pl 2 ul 250 ul
12well 1ml 500 pl 4l 500 pl
6well 2.5ml 1.3 ml 10 1.3 ml
10cm 15 ml 7.5 ml 60 pl 7.5 ml

*3 Optimum amounts of Oligonucleotides and LipoTrust'™ EX Oligo may be varied according to kind of cells or conditions.
Variation from 1/4 to 4 times of LipoTrust™ EX Oligo is recommended to obtain optimum transfection efficiency.
(Ex:While 1/4 times of LipoTrust™ EX Oligo, 80uM of oligonucleotide solution is appropriate. In case of 2 times, 10uM is suitable.)

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

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: htto://www.hssnet.co.ip




