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Code No. 297-97901

For Genetic Research

RNA Quantification Kit for Purified EV

[Introduction]

This kit enables highly sensitive quantification of trace amounts
of total RNA contained in a sample by using RNA-binding
fluorescent dyes. It can be used to quantify total RNA
extracted from purified extracellular vesicles (EVs) derived
from cell culture supernatants, serum, or plasma.

This kit can be used to quantify trace amounts of RNA derived
from EVs extracted using the microRNA Extractor'™ Kit for
Purified EV (Code No. 294-84601).

This product is intended for laboratory use only.

[Features])

- Quantification of trace amounts of RNA samples
Sample volume required for measurement : 1 - 20 uL

+ High sensitivity (Quantification Range : 0.1 - 10 ng/uL)
Ideal for quantifying trace amounts of RNA, such as RNA
extracted from purified EV solutions

+ Short measurement time
Fluorescence-based measurement method with a reaction
time of only 5 minutes

[Kit contents (for 1,000 assays)]
This kit consists of 3 components.

Item Amount
Control RNA 100 uL X1 vial
Fluorescent Reagent 100 4L X1 vial
Dilution Buffer (20x) 25 mL X1 vial

[Other materials required]

+ Nuclease-free water (Code No. 314-09291)

- 96-well plates

+ Micropipettes

+ Pipette tips

- Microplate shaker (if available)

- Microplate reader for 96-well plates (for fluorescence
measurement)

[Precautions]

L. Tools
Microcentrifugation tubes, PCR tubes, pipette tips, and other
experimental tools should be autoclaved, or use commercially
available RNase-free products. Plastic gloves and masks
should be worn during the experiments to avoid contamination
of RNase.
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2. Reagents
Since the procedure primarily involves RNA quantification,
handle all the reagents with great care, and strive to
maintain the sterility of the working reagents during use.

[Protocol]

Preparation of RNA samples derived from purified EVs and
precautions

Prepare a 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. Next, prepare a quantitative RNA sample using a
MicroRNA Extractor ™ Kit for purified EV (Code No. 294-
84601) or by some other means.

Preparation of reagents

1. 1 X Dilution Buffer
Add nuclease-free water to Dilution Buffer (20 ) at a ratio
of 1:20 and mix well.

2. Fluorescent Buffer
Add 1 x Dilution Buffer to the Fluorescent Reagent at a ratio
of 1:2000 and mix well™".

3. Control RNA Solution
Dilute the Control RNA (100 ng/uL) stepwise as shown below

to prepare Control RNA Solutions of each concentration*?

Concentration of Volume of the Control RNA | Volume of 1 X
the Control RNA . P
. Solutions Dilution Buffer
Solution (ng/ uL)
100 Stock Control RNA : 100 uL -
1 100 ng/ uL solution : 2 uL 198 uL
0.5 1 ng/uL solution : 50 u L 50 ul
0.25 0.5 ng/ uL solution : 50 uL 50 ul
0.125 0.25 ng/ uL solution : 50 u L 50ul
0.0625 0.125 ng/ uL solution : 50 u L 50ul
0.03125 0.0625 ng/ uL solution : 50 u L 50ul
0.015625 0.03125 ng/ uL solution : 50 u L 50 ul

*1 Protect from light by wrapping in aluminum foil, etc.

*2 The table shows an example of stepwise dilution. Adjust
the dilution concentration of the Control RNA Solutions for
each sample.

Assay Procedure

(1) Dispense 200 uL of Fluorescent Buffer into each well.

(2) Dispense 10 uL of Control RNA Solution into the wells
designated for standards.
Add 10 uL of 1 X Dilution Buffer to the blank.

(3) Dispense 1 - 20 uL of pretreated-RNA samples into the
wells designated for samples.

(4) Agitate the mixture in each well using a microplate shaker
or by pipetting.

(5) Incubate at room temperature for 5 minutes in the dark.

(6) Determine the fluorescent intensity using the 96-well
microplate reader (Excitation wavelength : 492 nm,
Emission wavelength : 540 nm).
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Calculation Method

(1) Create a standard curve by plotting the concentration of
Control RNA amount (ng) on the X-axis against the
fluorescent intensity value on the Y-axis.

(2) Read the concentration (ng) corresponding to the
fluorescent intensity of the diluted sample.

(3) Multiply the read concentration by the sample dilution
factor to obtain the measured concentration.

Control RNA Solution (ng/pL) pretreated-RNA samples
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Figure 1. Example of dispending Control RNA Solution to a
multiwell plate
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Figure 2. Standard curve (an example)

[Storage]
Store at -20C

[Package]
Code No.
297-97901

Package size
For 1,000 assays

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://fwk fujifilm.co.jp

Group Companies

O 0]

Distributors

EirE

—3/6 —

Code No. 297-97901

BT R
"R EV H RNAEE*Y b

[Zrwic]

RE v M, RNAREEHEoFBOEZFALC wilEHicaE s
N2ZMED total RNA # BIKIEICERT HI LN TEDLF v b
T o MRS LR - it L VL7227 v Y — 4 (EV)
B S L7 total RNA #8®T 52 ETEE T,

720 KF v M, BREVH {70 RNAZF A 525 -—™
¥ v b (22— F No. 294-84601) THlifti L7z EV HEOMHE RNA
DERIHEHT LI ENTEXET,

C oG, MEHBETITHAT Vv,

[FEE]
- RO RNA Hifk % & 2T ik
WA DR EIZ 1 ~20ul
- EIEE GEEHEEPE 0 0.1 ~ 10ng/uL)
L EV BIEA S L7z RNA 22 &, i RNA O E = Ik
- JHIRE TR
HHAR—=ZDOWEFE T, PUSKFIIE DT A5 5

[£> bNE (1,000 MH)]
AFxy MI3OOWEEH 2S5 £7,

i B i A
I Fa—)L RNA 100 uL X1 A
HOGRASE 100 uL x1 A&
ARG (20 ) 25mL %1 A

[ v FPSHCERT 2 0]

s X7 L7 —=¥71Y =K (32— F No. 314-09291)
c 967 VTL— |

A r7aERy b

cERy b FY T

AT L= MELEIE (HIUTFE L)
c96 T VT L— MY —F— (HEER)

[FRPEN DR ]

1. #2550
XA 70 Fa—T, ¥Ry M v TR+ L—T0
HF 13O RNase 7 ) —# G2 AL TFEwvw, 72,
EBRPIEITIATF v 7 PFRBIO~Y A7 %24 M L. RNase D
RAIITHDDOEREZ A > TFE W,
F L LTRNA 2 E®mT HELZITVETOT, HEOHFR
W TaEE L. fH 3 2 EHIXTRE 2 BR D MR IR % IR
DX LT T E v,

[#:0%]

K EVs sk RNA H >~ 7V o iefii & 7355

MagCapture™ Exosome Isolation Kit PS Ver.2 (2 — K No. 290-
84103) R EEZHWT, HOPLOBH EVs Bl 2 HET 5,

—4/6 —




WISHREVH <4 7ORNAZF XA b5 75 —"MFy +(a—
F No. 294-84601) 72 &2 MW CTEREA RNA Y > V2 HET 5,

A D i
1. 1 x #fRit
TR (20%) 12X 27 L7 —¥71)—K%21:20 %5 X9k
mi. £<RET S,

2. SOBIHR
HOGERIIC I A2 1:2000 £ 25 XML, X <EA

EE

3. 2 bu—)L RNA &
2 o —)V RNA (100ng/uLl) % FRURT & 5 1B
L. &iBEEO T Y hu—)L RNA A% 83 252

MEE (ng/ul) | 2> ba—) RNABEOER | 1x A0

100 I Fua—)V RNA B - 100 uL -

1 100ng/ uL &% 2ul 198 uL

05 Ing/uL W 50 uL 50 uL

0.25 05ng/ uL ¥ - 50 uL 50 uL

0.125 0.25ng/ uL i 50 uL 50ul

0.0625 0.125ng/ uL ¥ - 50 uL 50ul

0.03125 0.0625ng/ uL ¥ - 50 uL 50ul

0.015625 0.03125ng/ uL W - 50 uL 50ul

KL TWVIFRANEBLRELTELL TS v,
2 FRORIHFRO—FIE 2D 5, BT nicibEgTa
¥ hE—)U RNA B OBEZRZELTF &,

e e

(1) 9% 7= V7L—bOFEHT 547 2 VICHGERZ 200 uL
TOMET %0

(2) BEMERLIE Y = MICHAGHR L 22K BE0a > ba— )b
RNA imﬁvi» IOuL TOMET 5o

T IE I FmREE 10u LiET %,

(3) BetfifilaE ln/ ZMSEH RNA Bifkz 1~ 200 L2098
;o)o

4) ~427a7L—MREIEHDLLBERY 714 ¥ FBIETH
Y L VORGWHE BT 5.

(5) WL, BRTHHMA v Fax=+F 5,

6) 7L— MY —=F—%MH LTt 2k 492nm, #589%
£ 540nm) #WET S,

ARG VsREN

(1) X #hza>yba— IV RNAE (ng). Y #z75 7ok
REE % 25 LD [\ 7 S BREE OEHE fh & ME S % o

(2) FFRBARD HSEHREE AT IS 5 RNA # (ng) ZHAMS,

(3) AN -7z RNA & (ng) ISHAFHEZ 20 THlEM L 5
;o)o

—5/6 —

F 1 2 3 4 5 6 7 8 9 10 11 12N
1000000000000
{Ol00]00]00]00]00]@)
OO0
2¢O
€600
ICIC 000000000
2SI 0l0[00/00/00/00
HQCOOOOOOOOOO

J

L — bRl

N

I 1O IVF 7 v

50000

e
= 40000 | ®
o
3
5 30000 | ey = 4129, 0%+ 205.17
% Pt R? = 0.9964
20000 | g
= .
510000 | L
I
0 2 4 6 8 10 12
RNA (ng)

2. FEAE R O B

(P
ARF v MIHH (-20C) THRAELTFE W,
(@]
2 — K No. i
297-97901 1,000 [a] H
RIEFFTIT

B1TT714)VA T EAR ST
KRR EEBEI=THI1&25
Tel : 06-6203-3741

2508KA2
—6/6 —




