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<For Research Use Only >

Code No. 295-71701

For Genetic Research

microRNA Extractor® SP Kit

(Introduction]

microRNA Extractor® SP Kit is designed for the extraction of microRNA
from serum and plasma of human and rodents (rat etc.). The extraction
method of this kit is based on the procedure using chaotropic reagent,
which allows for a safe extraction without hazardous phenol/chloroform, and
spin column. This kit is useful microRNA extraction kit for circulating
microRNA in serum and plasma.

[(Features]

® microRNA extraction from serum and plasma of human and rodents

® Safe procedure without hazardous phenol/chloroform

® Easy protocol by using protease, chaotropic reagent and spin column

® Preparation of RNA fraction for real-time qPCR (TagMan® MicroRNA
Assay)

[Kit contents] (50 reactions)

This kit includes a total of 9 components.

(1) Lysis Solution 19mL X1 bottle
(2) Reducing Agent 50 L %1 vial
(3) Protease Solution 500 L %1 vial
(4) Enhancer 500 L x1 vial

(5) Wash Solution I 12mL X1 bottle
(6) Wash Solution I 21 mL X1 bottle
(7) Elution Solution 5mL X1 bottle
(8) Spin Column 50 columns
(9) Collection Tube 50 tubes

[Additional materials required]
Reagents :
1) 2-Propanol (Code No. 168-21675)
2) Ethanol (Code No. 054-07225)
3) 1-Butanol (Code No. 022-16035)

Equipment :
1) 1.5mL Micro centrifugation tube
2) Micro pipette
3) Pipette tip
4) High speed micro-centrifuge (Max > 14,500 rpm, 20,000 X g)
5) Vortex mixer

(Important information before experiment)

1. Equipment
PCR tube, micro centrifugation tube, pipette tip must be sterilized by
autoclave. There is no problem with using commercially available RNase
free products. We recommend that you must use gloves and a mask to
avoid contamination of RNase.
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2. Reagents
Please use RNase free reagents for RNA extraction procedure.

3. Handling of infectious wastes
Please correctly handle human serum, plasma, extraction equipment
after the procedure as an infectious waste.

(Procedure]
Preparation of serum and plasma sample

1) Add enough volume of serum or plasma*! into 1.5 mL microtube.

2) Centrifuge at 20,000 X G for 5 min at 4C.

3) Collect 200 pL of supernatant after centrifugation. ((SAMPLE])
The 200 pL is appropriate volume for an extraction.

%1 : We recommend you use EDTA or citric acid as an anticoagulant. We
can NOT recommend to use heparin, because heparin will inhibit PCR
after RNA extraction. To avoid RNA degradation by RNases, serum
and plasma sample has been handled on ice until addition of Lysis solu-
tion.

Preparation of reagents

o Wash Solution I (+2-Pro)
Add 18 mL of 2-Propanol into the bottle of Wash Solution I and mix gently.
o Wash Solution Il (+ Etha)
Add 63 mL of Ethanol into the bottle of Wash Solution Il and mix gently.
o[Lysis Solution (+Reducing Agent)]
Add 2.6 pL of Reducing Agent into 1 mL of Lysis Solution”? and mix by
vortex mixer*3. The required volume of Lysis Solution will be changed by
the number of samples.
Therefore, please calculate the required volume of Lysis Solution and
transfer this into a centrifugation tubes before mix with Reducing Agent.

32 : The precipitants will be appeared in Lysis Solution during the storage.
In this case, the precipitants have to be completely dissolved on 37 C by
water bath etc.

33 : |Lysis Solution (+Reducing Agent)]|is stable in 2~10C for 1 week.

microRNA extraction procedures

1) Add 10 pL of Protease Solution into a new 1.5 mL micro centrifugation
tube.

2) Add 200 gL of into a tube of step 1).

3) Add 200 xL of [Lysis Solution (+ Reducing Agent)[** and mix by vortex
mixer and spin down by mini centrifuge.

4) Incubate for 30 minutes on heat block at 37 C and spin down by mini cen-
trifuge.

5) Add 200 pL of 1-Butanol*s and mix by vortex mixer.

6) Centrifuge at 12,000 X G for 10 minutes at 4 ‘C*6,

7) Add 10 pL of Enhancer into a new 1.5 mL micro centrifugation tube and
transfer the all of supernatant of step 6) into this tube by decantation.

8) Add 300 xL of 2-Propanol and mix by vortex mixer.

9) Spin down for 2-3 seconds by mini centrifuge*7.

10) Mix by pipetting® and transfer a half volume of the sample solution into

Spin Column.

11) Centrifuge at 8,000 X G for 1 minute at room temperature. Remove the
filtrated solution from Collection Tube by decantation.

12) Mix by pipetting®® and add the remaining sample solution into Spin
Column.
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13) Repeat Step 11).

14) Add 500 L of [Wash Solution I (+2-Pro)| into Spin Column.

15) Repeat Step 11).

16) Add 700 xL of [Wash Solution Il (+ Etha)| into Spin Column.

17) Repeat Step 11).

18) Repeat Step 16) and Step 11).

19) Set the Spin Column into Collection Tube*® and centrifuge at 8,000 X G
for 3 minutes at room temperature. Remove the Wash Solution com-
pletely.

20) Set the Spin Column into a new 1.5 mL micro centrifugation tube.

21) Add 50 pL*10 of Elution Solution into the center of Spin Column mem-
brane and incubate for 5 minutes at room temperature.

22) Centrifuge at 8,000 X G for 1 minute at room temperature. Remove the
Spin Column from 1.5 mL micro centrifugation tube. This sample is final
RNA fraction™!L,

X4

X5

X6

X7
X8
X9

%10

X11:

Do NOT add the |Lysis Solution (+Reducing Agent)| into Protease
Solution directly. We recommend you add these reagents by the fol-
lowing.

Protease Solution > |[SAMPLE | — | Lysis Solution (+ Reducing Agent)

If you could not prepare 1-Butanol, you can use 2-Propanol as an alter-
native reagent. In the case of using 2-Propanol, the quantity of con-
taminating protein will be increased in final RNA fraction. We recom-
mend you use 1-Butanol as much as possible.

The centrifuge has to be set up from 4C to room temperature for the
following procedure.

Avoid the spin down for a long time.
This pipetting procedure is necessary.

To avoid the contamination of alcohol in final RNA fraction, we recom-
mend you use a new 1.5 mL micro centrifugation tube.

: In the case of using 100 xL of Elution Solution, recovery efficiency of
microRNA will be increased 10~30% more than standard procedure.
However, the concentration of microRNA will be decreased. Please
optimize the adding volume of Elution Solution to your following ex-
periment.

Store the final RNA fraction at —80C until the analysis by real-time
qPCR.
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(Extraction flow chart]

Serum or Plasma
20,000 X G, 5min, 4°C

200 4 L SAMPLE
—10u L Protease Solution
l'—ZOO (L Lysis Solution(+Reducing Agent)
37°C 30min Incubation
«—200 ¢ L 1-Butanol
12,000 X G, 10min, 4°C
I: Preparation of new tube ]
Add 10 ¢ L Enhancer

Supernatant (Transfer into a New tube(+Enhancer) by decantation)

<300 L 2-Propanol
Spin down

Mix by pipetting
Add into Spin Column at twice

8,000 X G, 1min, room temperature
<500 ¢ L Wash Solution I (+2-Propanol)
8,000 X G, Tmin, room temperature (Remove the waste fluid)
<700 L Wash Solution I (+Ethanol)
{ 8,000 X G, Tmin, room temperature (Remove the waste fluid) } X2

8,000 X G, 3min, room temperature (Remove the waste fluid)
Set Spin Column into New 1.5mL tube
l<—50u L Elution Solution
Incubate for 5min, room temperature

%> 8,000 X G, 1min, room temperature

microRNA fraction

(Storage]

Store at 2~10C.

(Products]
Code No. Description Package Size
295-71701 | microRNA Extractor® SP kit 50 extractions
168-21675 | 2-Propanol 500 mL
054-07225 | Ethanol(99.5) 500 mL
022-16035 | 1-Butanol 500 mL

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://ffwk.fuijifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A. 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

FUJIFILM Wako Chemicals Europe GmbH
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200« L YT IL(SerumE = [EPlasmaf )
—10u L Protease Solution
L—ZOO L Lysis Solution(+Reducing Agent)
37°C 30min AVFarR—|
«—200 1 L 1-Butanol
12,000 X G, 10min, 4°C
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295-71701 | microRNA Extractor® SP kit 50[E1
168-21675 | 2-Propanol 500 mL
054-07225 | Ethanol(99.5) 500 mL
022-16035 | 1-Butanol 500 mL
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Tel : 06-6203-3741
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