FUJIFILM

Code No. 290-83601 (96 reactions)

CD63-Capture Human Exosome
ELISA Kit (Streptavidin HRP)

[Other supplies Required]

Test tubes for dilution of samples and antibodies

Glassware for preparation of Reaction/Washing Buffer (Graduated
cylinder)

Micropipettes

Syringe-type repeating dispenser (If available)
Such as Eppendorf Multipette or ThermoFisher Finnpipette
Disposable reservoir (As necessary)

[Materials Supplied]

Preparation

Amount State
before use

Components

(A) Anti-CD63 Antibody- | 8 wellx

immobilized 96 Well | 12 strips/ Use after  |Wash 3 times with

washing | Washing Buffer (1x).

Plate 1 plate
(B) Plate Seal 4 sheets - -
50 mL x

(C) Sample Reaction Buffer Ready-to-Use -

1 vial

(D) Antibody Reaction 50 mL X

Buffer 1 vial Ready-to-Use -

Bring it to room
temperature before
Concentrated. |opening and dispense the

(E) Washing Buffer (10x) 10? rr}IIX Use after  |required volume. Dilute
via dilution. 10 times with purified
water (distilled water).
[Washing Buffer (1x)]
(F) Control Biotinylated Concentrated. |21ute 100 times with
Antibody Anti-CD63 120 uLL X Use after Antibody Regctlon
1 tube dilution Buffer. [Biotinylated
(100) : antibody]
(G) HRP-conjugated 24041 x | Concentrated Elrlnltlittfoii?foégszxth
Use after |; .
Streptavidin (100X ) 1 tube dilution Buffer. [HRP-conjugated

Streptavidin (1x)]

(1) TMB Solution 12mlX | Ready-toUse -
(I) Stop Solution 121 lf;il,('ﬂx Ready-to-Use -
(J) Instruction Manual 1 copy - -

[Storage]
Store at 2-10C.

[Materials Required, Not Supplied]
Purified water (distilled water)

Biotinylated antibody against any extracellular vesicle surface
marker protein (for detection except human CD63)
If a biotinylated antibody is unavailable, antibodies can be labeled
with biotin using Biotin Labeling Kit-SH (Code No. 348-90941) or Biotin
Labeling Kit-NH, (Code No. 347-90891).

Reference Standard (for quantitative analysis)
Prepare purified extracellular vesicles from appropriate culture super-
natants of cell strain or body fluids using MagCapture™ Exosome Isola-
tion Kit PS (Code No. 293-77601) or PS Capture™ Exosome Isolation
Resin Kit (Code No. 290-80301). Measure protein concentration and
particle number. Make sure that the purified extracellular vesicles have
any surface marker protein and use it as the reference standard.
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Paper towels to remove the remained solution in the wells after
washing steps

Vortex-type mixer

Shaker for microplate (500 rpm)
Recommended products : Code No. 623-05671 MS 3 digital, Code No.
627-05691 MS 3 basic

Automatic washer for 96-well plate (If available)
Recommended products : Code No. 510-22411 HydroFlex M8Ch2
Microplate reader capable of measuring at 450 nm, with the

correction wavelength set at 600-650 nm
Recommended products : Code No. 518-84231 Infinite F50R

Software for data analysis
Recommended products : Code No. 290-34631 PLATEmanager V5/1 PC
SET (for infinite)

[Standard Curve Preparation for Quantitative Measurement]
(for quantitative analysis)

Dilute the reference standard of extracellular vesicles to an
appropriate concentration with Sample Reaction Buffer in order
to make its absorbance value at 450 nm (absorbance at 620 nm
is subtracted) for ELISA measurement to be within the range
of 0.1 to 3.0.

[Sample Dilution]

Dilute the sample appropriately with Sample Reaction Buffer

using a tube, etc. so that the absorbance at 450 nm (value obtained

by subtracting the absorbance at a secondary wavelength of

620 nm) measured by this ELISA is in the range of 0.2 to 25™"%

31 Dilute cell culture supernatant, serum, and heparin plasma samples
twice or more. It is also recommended to dilute other samples at
least 2 times.

%2 Since the appropriate dilution rate of the sample varies greatly
depending on the concentration of extracellular vesicles in the sample
and the amount of surface protein marker to be detected, it is
recommended to serially dilute the sample and preliminarily examine
the appropriate dilution rate.

[Assay Procedure]

1) Wash each well of Anti-CD63 Antibody-immobilized 96
Well Plate (only strips to use) 3 times with 300 to 350 uL
of Washing Buffer (1x)*

2) Add 100 uL of sample dilutions, standard dilutions (when
quantitative analysis is performed), and Sample Reaction
Buffer as a blank to each well.

3) Cover with Plate Seal™. Incubate for 2 hours at room
temperature (20 to 25C) with shaking at about 500 rpm

using a microplate shaker™.
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4) Discard the solution and wash 3 times with 300 to 350 uL
of Washing Buffer (1x)*,

5) Add 100 uL of biotinylated antibody to each wells.

6) Cover with new Plate Seal™. Incubate for 1 hour at room
temperature (20 to 25C) with shaking at about 500 rpm
using a microplate shaker™.

7) Discard the solution and wash 3 times with 300 to 350 uL
of Washing Buffer (1x)*,

8) Add 100 uL of HRP-conjugated Streptavidin (1 %) to each
wells.

9) Cover with new Plate Seal™. Incubate for 2 hours at room
temperature (20 to 25C) with shaking at about 500 rpm
using a microplate shaker™.

10) Discard the solution and wash 5 times with 300 to 350 uL
of Washing Buffer (1x)*

11) Add 100 L of TMB Solution brought to room temperature
to each wells. Shake for about 1 minute using microplate
shaker.

12) Cover with new Plate Seal™. Incubate for 30 minutes at
room temperature (20 to 25C).

13) Add 100 uL of Stop Solution brought to room temperature
to each wells.

14) Shake for about 5 seconds by microplate shaker. Measure
immediately the absorbance at 450 nm and 620 nm as reference
wavelength (600-650 nm) *® using a microplate reader.

%3 After the last wash, turn the plate upside down on a stack of paper
towels and tap it lightly to remove the liquid remaining in the
wells.

%4 When plate strips are separately used, cut a Plate Seal into a size of
the strips for use.

%5 Incubation with shaking at about 500 rpm using a microplate shaker
is recommended since standing condition may cause low detection
sensitivity and large well to well variation.

%6 Reference wavelength can be used in the range of 600-650 nm.

[Calculation of Results]

In the following calculation, use the calculated value at 450 nm
obtained by subtracting the absorbance readings at 620 nm
(600-650 nm).

{Qualitative measurement)

Calculate the value by subtracting the absorbance readings of
blank at 450 nm from the absorbance readings of diluted sample
at 450 nm, and compare it between samples.

(Quantitative measurement)

1) Calculate the value by subtracting the absorbance readings
of blank at 450 nm from the absorbance readings of diluted
samples at 450 nm ™.

2) Calculate the value by subtracting the absorbance readings
of blank at 450 nm from the absorbance readings of dilution
series of the reference standard at 450 nm.

3) Prepare a standard curve by plotting the absorbance readings
(Y-axis) against values of standard concentration (X-axis) *®.

4) Determine the unknown sample concentration from the
Standard Curve™ and multiply the value by the dilution
factor.

—3/8—

%7 When the absorbance value of the diluted sample falls outside the
absorbance range of standard curve, dilute it again to the appropriate
concentration and perform the measurement.

%8 Prepare a new standard curve for each assay performed.

%9 The use of a 3rd order regression curve for log-log plot or 4 or 5
parameters method for log-normal plot in computer calculation is
recommended.

[Precaution]

- Wear protective gloves, clothing, eye, and face protection.

- Avoid contact of skin and mucous membranes with kit reagents
or specimens. If any reagents come in contact with eyes,
skin, or mucous membranes, wash with copious amounts of
water and contact a physician.

- Handle any reagents carefully for preventing any transmissions
during laboratory procedures. This kit contains reagents of
animal origin.

- Used samples and tips should be rinsed in 1% formalin, 2%
glutaraldehyde or more than 0.1% sodium hypochlorite solution
for more than 1 hour or be treated by autoclaving before
disposal. Dispose of waste in accordance to applicable national,
regional or local regulations.

- When allowing the plate to incubate in each step, always affix
a plate seal to protect the wells from drying, contamination
with foreign matters, uneven temperature, and evaporation
of the dispensed reagents.

- ELISA can be easily affected by the laboratory environment.
Follow the assay procedure and the temperature in the labo-
ratory should be strictly maintained at 20-25C. Also, avoid
measurement in an environment with wind current (including
air conditioner wind) and low humidity.

- Avoid cross contamination of samples or reagents by changing
tips between sample, standard and reagent additions.

[Additional Information]

Detailed information about this kit is available on our website.
Please review this information of a better understanding of
product features, performance, and operation.

Please access from the URL below and search by Product
Code.

https://labchem-wako.fujifilm.com

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

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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