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For Genetic Research

microRNA Extractor® Kit for Purified EV

[Introduction])

This kit is for RNA extraction, including micro RNA, from
purified Extracellular Vesicle (EV) derived from cell culture
supernatants, serum, and plasma. microRNAs can be easily and
efficiently obtained from EVs by using a proteolytic enzyme, a
chaotropic agent, and spin columns. There is no need to use
toxic chemicals such as phenol or chloroform.

This product is intended for laboratory use only.

[Features)

@Optimal for RNA extraction from purified EV solution

@Excellent RNA recovery

@Phenol and chloroform are not required

@Lxtracted RNA can be used for real-time quantitative PCR,
microarrays, and next-generation sequencing

[Kit contents (for 20 extractions)]
This kit consists of 9 components.

Lysis Solution

9 mL X 1 tube

Reducing Agent

80 uL X 1 tube

Protease Solution

200 uL X 1 tube

Enhancer

200 uL X 1 tube

Wash Solution I

5mL X 1 tube

Wash Solution I

5mL X 2 tubes

Elution Buffer

1 mL X 2 tubes

Spin Column

20 tubes

Collection Tube

20 tubes

[Other materials required]

Reagent :

(1) 2-Propanol (Code No. 168-21675)
(2) Ethanol (99.5) (Code No. 054-07225)
(3) 1-Butanol (Code No. 022-16035)

Equipment :

(1) 1.5 mL Micro centrifugation tube

(2) Micropipette
(3) Pipette tip

(4) Cooling micro high-speed centrifuge

(5) Vortex mixer

[Precautions)
1. Tools

Microcentrifugation tubes, pipette tips, and other experimental
tools should be autoclaved, or use commercially available
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RNase-free products. Plastic gloves and masks should be
worn during the experiments to avoid contamination of
RNase.

2. Reagents
Since the procedure mainly extracts RNA, handles the
reagents with great care, and keeps the working reagents as
sterile as possible.

3. Handling of samples and disposable tools used in the experi-
ment
Handle the purified EV solution as infectious samples. Waste
fluid generated during the RNA extraction protocol, pipette
tips, microcentrifuge tubes, and other disposable tools used
in the experiments should also be disposed of appropriately
as infectious waste in accordance with the guidelines of your
institution.

[Protocol]

Preparation of purified EV samples and precautions
Prepare 200 uL of purified EV solution in advance using the
MagCapture™ Exosome Isolation Kit PS Ver.2 (Code No.
290-84103) or by some other means™. This solution is used as
the sample for extraction.

*] If the volume is less than 200 L, make up the sample to
200 uL with the solvent used to prepare the purified EV
solution.

Preparation of reagents
@Wash Solution I (+2-Pro)

Add 75 mL of 2-propanol to Wash Solution I and mix well.
@Wash Solution I (+Etha)

Add 15 mL of ethanol to Wash Solution 1T and mix well.
@Lysis Solution (+ reducing agent)

Immediately before use, add 8.0 uL of the reducing agent to

1.0 mL of the Lysis Solution™ and mix with a vortex mixer™.
@®Spin column®

Place the spin column into a collection tube in advance.

*2 The components of the Lysis Solution may precipitate. If
this occurs, warm the solution in a water bath of ~ 37C,
and make sure that the precipitate is completely dissolved
before use.

*3 The prepared solution can be stored refrigerated (2-10C)
for about one week. Since the required amount of Lysis
Solution changes depending on the number of samples for
extraction, calculate the required amount in advance,
transfer the solution to microcentrifugation tubes or other
containers, and then add the reducing agent.

#4 Spin Column may habe deposits of filling material
and scracches on then, but there is no problem with its
performance of it.

Protocol of microRNA extraction
(1) Transfer 10 uL of Protease Solution to a sterile 1.5 mL mi-
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crocentrifugation tube.

(2) Add 200 uL of the prepared sample for extraction to the
microcentrifugation tube prepared in step (1).

(3) Add 200 uL of the prepared Lysis Solution (+ reducing
agent)”, mix with a vortex mixer, and spin down using a
tabletop centrifuge.

(4) Incubate the solution in a block incubator at 37°C for 30
minutes and spin down using a tabletop centrifuge.

(5) Add 200 L of 1-butanol® and mix with a vortex mixer.

(6) Add 10 uL of Enhancer and mix with a vortex mixer.

(7) Add 300 uL of 2-propanol and mix with a vortex mixer.

(8) Spin down the solution using a tabletop centrifuge for
about 2-3 seconds”.

(9) Mix the solution by pipetting® and load half of the solution
on the spin column.

(10) Centrifuge the spin column at 8,000 g for 1 minute at
room temperature, remove the spin column, and discard
the solution (filtrate) in the collection tube.

(11) Mix the remaining solution by pipetting® and load the
solution on the spin column.

(12) Repeat step (10).

(13) Load 500 4L of the Wash Solution I (+2-Pro) on the spin
column.

(14) Repeat step (10).

(15) Load 700 uL of the Wash Solution I (+Etha) on the spin
column.

(16) Repeat step (10).

(17) Repeat steps (15) and (16).

(18) Set the spin column on a sterile 15 mL tube™ and centrifuge
the column at 8,000 X g for 3 minutes at room temperature
to remove the washing solution altogether.

(19) Set the spin column on a new sterile 1.5 mL tube.

(20) Carefully load 20 uL of Elution Buffer*® on the center of
the membrane of the spin column and let it stand for 5
minutes at room temperature.

(21) Centrifuge the column and tube at 8,000 g for 1 minute
at room temperature; the solution ell]l;[ed into the 1.5 mL

tube can be used as the RNA sample™ .

*5 Do not add the Lysis Solution (+ reducing agent) directly
to the proteolytic enzyme. The order of addition must be
as follows : Protease Solution — sample for extraction —
Lysis Solution (+ reducing agent).

*6 If 1-butanol is not available, 2-propanol can be used instead.
However, if 2-propanol is used, the recovered RNA fraction
will be contaminated by more protein; therefore, 1-butanol
should be used whenever possible

*7 Do not spin down for a prolonged period; removing the
solution at the top of the microcentrifugation tube is
sufficient.

#8 As microRNA may precipitate, be sure to mix the solution
by pipetting.

*9 The collection tube can also be used continuously, but a
new sterile 1.5 mL microcentrifuge tube is recommended
to avoid contaminating the RNA sample with alcohol.
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%10 The recovery rate may increase slightly when more
Elution Buffer is loaded, but the RNA concentration in the
eluate will decrease. The amount of Elution Buffer to be
loaded should be between 6 and 100 L, depending on the
application after extraction.

%11 Store the collected RNA sample at -80C until use in sub-
sequent analysis.

[Extraction flowchart]
200pL Sample for extraction (purified EV solution)

«—10pL Protease Solution
«200uL Lysis Solution (+reducing agent)

37°C,30min  Incubation

«200uL 1-Butanol
«—10pL Enhancer
«—300uL 2-Propanol

Sed

— Spin down very gently

Mix the solution by pipetting

Load the solution on the gpin column in two parts

= — 8,000%g, 1min, room temperature

«500pL Wash Solution I (+2-Propanol)

= | 8,000xg, Imin, room temperature (Remove the waste fluid)

«700uL Wash Solution1l (+Ethanol)

X2
= | 8,000xg, Imin, room temperature ~ (Remove the waste fluid))

= | 8,000xg, 3min, room temperature (completely remove the waste fluid)

Place the spin column into a sterile 1.5 mL tube

«20uL Elution Buffer

Incubate for Smin, room temperature

%} 8,000xg, 1min, room temperature

Eluate containing microRNA

[Storage]
Store at 2~10TC.

[Package]
Code No. Package size
294-84601 20 extractions
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH
1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0

Facsimile : +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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