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[1. Introduction]

Extracellular vesicles such as exosome have attracted attention as a messenger
of cell-to-cell communication and a biomarker of diseases since they include
proteins, mRNAs, microRNAs, and DNAs on their surface or inside and they
are stably present in body fluids such as blood, urine, saliva, spinal fluid, and
breast milk after being secreted from cells.

The kit includes reagents for enzyme-linked immunosorbent assay (ELISA)
available for a qualitative analysis of extracellular vesicles purified from cell
culture supernatant or samples from body fluid as well as a quantitative analysis
of extracellular vesicles in samples of cell culture supernatant. It can detect
extracellular vesicles, which have any surface marker protein, with high
sensitivity by using a mouse monoclonal antibody against any surface marker
protein of extracellular vesicles as a primary detection antibody and HRP-
conjugated anti mouse IgG antibody of the kit as a secondary detection antibody
after extracellular vesicles are captured by a plate on which proteins that
specifically bind with phosphatidylserine (PS) on the surface of extracellular
vesicles are immobilized. As a control primary detection antibody, anti human
CD63 mouse monoclonal antibody is included in the kit. By using this, human
CD63 positive extracellular vesicles can be detected.

This kit can easily detect surface marker proteins of extracellular vesicles
purified from a sample with MagCapture™ Exosome Isolation Kit PS Ver.2
(Code No. 290-84103) with 50 to 1,000 times higher sensitivity than Western
blot. Also, extracellular vesicles in samples of cell culture supernatant can be
quantitatively measured by using extracellular vesicles purified from cell
culture supernatant with MagCapture™ Exosome Isolation Kit PS Ver.2 as a
reference standard.
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Fig. 1 Measurement principle
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[2. Summary of the measuring method]

Diluted cell culture supernatant samples or samples of extracellular vesicles
purified by MagCapture™ Exosome Isolation Kit PS Ver.2 and diluted are
incubated with stirring at room temperature for 2 hours in the wells of the
Exosome Capture 96 Well Plate (PS binding protein immobilized microplate).
After washing, add mouse monoclonal antibody against any surface marker
protein of extracellular vesicles as a primary detection antibody or Control
Primary Antibody Anti CD63 included with the kit and incubate that with
stirring at room temperature for 1 hour. After washing, add Secondary
Antibody HRP-conjugated Anti mouse IgG and incubate that with stirring at
room temperature for 1 hour. After washing again, it is reacted with TMB
Solution (coloring reagent) at room temperature for 30 minutes. Add Stop
Solution and measure absorbance at 450 nm (reference wavelength 620 nm).
Compare measurement values of each sample.

When the kit is used for a quantitative measurement, prepare a standard
curve by using extracellular vesicles purified from samples with MagCapture™
Exosome Isolation Kit PS Ver.2 as a reference standard (Protein concentration
or particle numbers should be measured beforehand) and plotting absorbance
values of the dilution series of the reference standard, to determine the
concentration of the sample from the standard curve.

[3. Intended purpose]

(1) A qualitative analysis of extracellular vesicles purified from cell culture
supernatant or samples from body fluids
The kit enables us to conduct a highly sensitive qualitative analysis of
any surface marker protein of extracellular vesicles purified from cell
culture supernatant or samples from body fluids with MagCapture™
Exosome Isolation Kit PS Ver.2 by using a mouse monoclonal antibody
against any surface marker protein of extracellular vesicles as a primary
detection antibody.

(2) A quantitative analysis of extracellular vesicles in cell culture supernatant
Extracellular vesicles positive for any marker protein in cell culture
supernatant can be quantitatively analyzed by using extracellular vesicles
purified from cell culture supernatant with MagCapture™ Exosome
Isolation Kit PS Ver.2 as a reference standard and using a mouse monoclonal
antibody against any surface marker protein of extracellular vesicles as a
primary detection antibody.

Note : Although Control Primary Antibody Anti CD63 as a control primary
detection antibody in the kit can detect human CD63, it cannot detect
mouse, rat, and bovine CD63. When a surface marker protein other
than human CD63 is required to be detected, use an appropriate mouse
monoclonal antibody.

Note : Since Secondary Antibody HRP-conjugated Anti mouse IgG as a secondary
detection antibody of the kit can strongly react non-specifically with
mouse IgG in a sample and weakly react non-specifically with human
IgG and rat IgG, a quantitative analysis of serum or plasma samples
including these IgGs should be avoided.
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[4. Reagent supplied]

Components State Amount
(A) Exosome Capture 96 Well Plate Use after washing 8 well x 12 strips/1 plate
(B) Plate Seal - 4 sheets
(C) Reaction/Washing Buffer (10x) Concentrated 50 mLx 2 vials
Use after pretreatment’
(D) Exosome Binding Enhancer (100 x ) Concentrated . 10 mL x 1 vial
Use after pretreatment’
(E) Control Primary Antibody Anti Concentrated .
CD63 (100 x) Use after pretreatment 1202 Lx1 vial
(F) Secondary Antibody HRP-conjugated Concentrated .
Anti mouse IgG (100 %) Use after pretreatment* 120 uL > 1 vial
(G) TMB Solution Ready for use 12 mL X1 vial
(H) Stop Solution Ready for use 12 mL X 1 vial
(1) Instruction Manual - 1 copy

Note : each reagent should be prepared in accordance with section 10. Preparation
of reagents.

[5. Storage and the expiration date of the kit]

Store the kit at 2-10C (Freezing is strictly prohibited). The kit is stable until
the expiration date under the condition (The expiration date is printed on the
label). Do not use expired reagents. Please use opened reagents as soon as
possible since they may be affected by storage conditions.

[6. The storage method of each reagent when the kit is separately used]
(A) Exosome Capture 96 Well Plate
When the plate strip is separately used, the remained unused strips
should be returned to a zip seal pack and stored at 2-10C. The strips are
stable until the expiration date.
(C) Reaction/Washing Buffer (10x)
After it is returned to a room temperature and required volume of the
solution is dispensed, the remained solution should be stored at 2-10C
with their caps tightened. The solution is stable until the expiration date.
(D) Exosome Binding Enhancer (100X )
After it is returned to a room temperature and required volume of the
solution is dispensed, the remained solution should be stored at 2-10C
with their caps tightened. The solution is stable until the expiration date.
(E) Control Primary Antibody Anti CD63 (100X )
After required volume of the solution is dispensed soon after taking out
from a refrigerator, the remained solution should be stored at 2-10C with
their caps tightened. The solution is stable until the expiration date.
(F) Secondary Antibody HRP-conjugated Anti mouse IgG (100 x )
After required volume of the solution is dispensed soon after taking out
from a refrigerator, the remained solution should be stored at 2-10C with
their caps tightened. The solution is stable until the expiration date.
(G) TMB Solution
After required volume of the solution is dispensed soon after taking out
from a refrigerator, the remained solution should be stored at 2-10C with
their caps tightened. The solution is stable until the expiration date.
(H) Stop Solution
After required volume of the solution is dispensed soon after taking out
from a refrigerator, the remained solution should be stored at 2-10C with
their caps tightened. The solution is stable until the expiration date.
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[7. Reagents required other than the kit]
[] Primary detection antibody against any surface marker protein of extracellular
vesicles (Except antibody for detection of human CD63)
~ Recommend products ~
Anti CD9, Monoclonal Antibody (1K) (Code No. 014-27763)
Anti CD9, Rat Monoclonal Antibody (77B) (Code No. 019-28173)
Anti CD81, Monoclonal Antibody (17B1) (Code No. 011-27773)
Anti CD81, Rat Monoclonal Antibody (9B) (Code No. 010-28223)
[] MagCapture™ Exosome Isolation Kit PS Ver.2 (Code No. 290-84103) (When
a reference standard is prepared)

[8. Equipment and materials required other than the kit]

[] Use as a check box

[] Test tubes for dilution of sample and antibody

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

[ ] Micropipette

[]Syringe-type repeating dispenser such as Eppendorf multipette or
ThermoFisher Finnpipette (If available)

[] Disposable reservoir (As necessary)

[] Paper towel to remove the remained solution in wells.

[] A vortex-type mixer

[] A shaker for 96 well-plate (500 rpm)
Recommended products : Code No. 623-05671 MS 3 digital
Recommended products : Code No. 627-05691 MS 3 basic

[] An automatic washer for 96 well-plate (If available)
Recommended products : Code No. 510-22411 HydroFlex™ M8Ch2

(] A 96 well-plate reader (Required wavelength is 450 nm * 10 nm and 600-
650 nm)
Recommended products : Code No. 518-84231 Infinite® F50R [450 nm, 620
nm]

[] Software for data analysis

[9. Preparation of a reference standard of an extracellular vesicle (When
a quantitative measurement is conducted)]

Purify extracellular vesicles from a sample with MagCapture = Exosome Isolation

Kit PS Ver.2 in accordance with the instruction manual. In regard to the

purified extracellular vesicles, protein concentration shall be measured with

such as BCA method or particle numbers shall be measured by Nanoparticle

Tracking Analysis (by using such as NanoSight LM-10) *". Purified extracellular

vesicles should be refrigerated™?

% 1 Conduct each measurement in accordance with an appropriate protocol.

% 2 Since responsiveness of extracellular vesicles tends to be weakened by freezing and
thawing, refrigeration storage is recommended.

T™

[10. Preparation of reagents)

Reagents described as “Ready for use” in [4. Reagent supplied] can be used
as it is after it is returned to a room temperature. Reagents described as
“Concentrated and use after pretreatment” shall be prepared as follows. Only
required amount of each reagent shall be prepared at the time of use.

Preparation of the Reaction/Washing Buffer (1x)

After Reaction/Washing Buffer (10x)*3 is diluted 10-fold with purified water
(distilled water), which has been returned to a room temperature, add 1/100
volume of Exosome Binding Enhancer (100X ) to the diluted solution " and
mix them well *°.
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% 3 Since ingredients of Reaction/Washing Buffer (10x) may be deposited by refrigeration
storage, after returning that to a room temperature, check no presence of deposition
before use.

% 4 Be sure to add Exosome Binding Enhancer (100X ) since it is an essential ingredient
for extracellular vesicles to bind with a plate.

% 5 Since ingredients of the Reaction/Washing Buffer (1x) tend to be deposited after
addition of Exosome Binding Enhancer (100X ), please use it within 8 hours after
preparation.

(e.g.) When solution for 96-well reactions is prepared

After adding 900 mL of purified water (distilled water) to 100 mL of Reaction/
Washing Buffer (10x) to make 1000 mL, add 10 mL of Exosome Binding
Enhancer (100x) and mix them well.

Preparation of the reaction solution for anti CD63 antibody as a control detection
antibody (When human CD63 is measured as a surface antigen)

Add 1/100 volume of Control Primary Antibody Anti CD63 (100 %) to Reaction/
Washing Buffer (1x) and mix them well.

(e.g.) When solution for 96-well reactions is prepared
Add 100 4L of Control Primary Antibody Anti CD63 (100 %) to 10 mL of Reaction/
Washing Buffer (1x) and mix them well.

Preparation of the reaction solution for a primary detection antibody (When a
surface antigen other than human CD63 is measured)

Dilute mouse monoclonal antibody against any surface protein of extracellular
vesicles with Reaction/Washing Buffer (1X)*® to an appropriate concentration.
A rough standard of the antibody concentration in a reaction solution for a
primary detection antibody is 200-500 ng/mL.

(e.g.) When the reaction solution for a primary detection antibody (250 ng/
mL) is prepared for 96-well reactions from the primary detection antibody (1
mg/mL)

To prepare 40-fold dilution, add 195 L of Reaction/Washing Buffer (1) to 5
uL of the primary detection antibody (1 mg/mL) and mix them. Then add
100 uL of the 40-fold dilution to 9.9 mL of Reaction/Washing Buffer (1x) and
mix them well.

Preparation of the reaction solution for a secondary detection antibody
Add 1/100 volume of Secondary Antibody HRP-conjugated Anti mouse IgG
(100X ) to Reaction/Washing Buffer (1x)*° and mix well.

(e.g.) When it is used for all 96 wells
Add 100 #L of Secondary Antibody HRP-conjugated Anti-mouse IgG (100 %)
to 10 mL of Reaction/Washing Buffer (1x) and mix them well.

Preparation of the dilution series of a reference standard of extracellular vesicles
for preparation of a standard curve (When a quantitative measurement is
conducted)

Dilute a reference standard of extracellular vesicles prepared in [9. Preparation
of a reference standard of an extracellular vesicle] to an appropriate concentration
with Reaction/Washing Buffer (1x)*° 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 0.1-3.0.

(e.g.) Regarding a reference standard of extracellular vesicles (Protein
concentration is 20 ug/mL) : when 7 steps of 2-fold serial dilution are prepared
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from 20 ng/mL of a reference standard of extracellular vesicles.

1) Prepare a 10-fold dilution (2000 ng/mL) of a reference standard of extracellular
vesicles by mixing 5 uL of the reference standard of extracellular vesicles
(20 ug/mL) with 45 uL of Reaction/Washing Buffer (1x).

2) Mix a reference standard of extracellular vesicles with Reaction/Washing
Buffer (1x) in accordance with the following table to prepare 7 steps of
2-fold serial dilution from 20 ng/mL.

Concszrllﬁii)tlllo?nogf /;tlégdard Volume of standard solution Rezgi}(f):r/\(ﬂgajl)nng
20.0 10-Fold Dilution (2000 ng/mL) : 5uL 495 uLl
10.0 Standard solution (20.0 ng/mL) : 250 uL 250 uL
5.00 Standard solution (10.0 ng/mL) : 250 uL 250 uL
250 Standard solution (5.0 ng/mL) : 250 uL 250 uL
1.25 Standard solution (2.5 ng/mL) : 250 uL 250 uL
0.625 Standard solution (1.25 ng/mL) : 250 uL 250 uL
0.313 Standard solution (0.625 ng/mL) : 250 uL 250 uL
0.00 (Blank) - 250 uLL

[11. Dilution of samples]

Dilute samples with Reaction/Washing Buffer (1 X using a tube, etc. so

that absorbance at 450 nm for ELISA (value obtained by subtracting the

absorbance at a secondary wavelength of 620 nm) falls in the range between

0.2 to 2.5. Also, when measuring undiluted samples, please add 1/100 volume

of Exosome Binding Enhancer (100X) to them.

% 6 Dilute a primary detection antibody, a secondary detection antibody, a reference
standard of extracellular vesicles, and samples with Reaction/Washing Buffer (1x)
containing Exosome Binding Enhancer prepared in [6. The storage method of each
reagent when the kit is separately used]. In other cases, there is also the possibility
that using a TBS buffer containing BSA (Final concentration : 1 w/v %) and Exosome
Binding Enhancer (Final concentration : 1X) may decrease background and
increase responsiveness. Since ingredients of PBS-based buffer are deposited after
addition of Exosome Binding Enhancer (100 ), please do NOT use it.

>><b

[12. Operating method]

In advance of following each washing step, prepare the reagents to be dispensed
next in accordance with [6. The storage method of each reagent when the
kit is separately used].

1) Wash each well of Exosome Capture 96 Well Plate (strips to be used)
with 300-350 uL of Reaction/Washing Buffer (1x) 3 times™”. Then, wipe
off the remained fluid in the wells by turning the plate upside down and
gently tapping it on a folded paper towel.

2) Dispense 100 uL of sample dilution, standard dilution (When quantitative
analysis is conducted), or Reaction/Washing Buffer (1x) as a blank in
each well.

3) Label a plate seal *® and react them by stirring at about 500 rpm using a
microplate shaker at room temperature (20-25C) for 2 hours *°.

4) After reaction, remove the reaction solution and wash each well with
300-350 uL of Reaction/Washing Buffer (1x) 3 times. Then, wipe off
the remained fluid in the wells by turning the plate upside down and
gently tapping it on a folded paper towel.

5) Dispense 100 uL of either anti CD63 antibody reaction solution or any
primary detection antibody reaction solution in each well.

6) Label a plate seal ™® and react them by stirring at about 500 rpm using a
microplate shaker at room temperature (20-25C) for 1 hour *°.
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7) After reaction, remove the reaction solution and wash each well with 300-
350 uL of Reaction/Washing Buffer (1x) 3 times. Then, wipe off the
remained fluid in the wells by turning the plate upside down and gently
tapping it on a folded paper towel.

8) Dispense 100 #L of the secondary detection antibody reaction solution in
each well.

9) Label a plate seal *® and react them by stirring at about 500 rpm using a
microplate shaker at room temperature (20 to 25C) for 1 hour **.

10) After reaction, remove the reaction solution and wash each well with 300
to 350 uL of Reaction/Washing Buffer (1x) 5 times. Then, wipe off
remained fluid in the wells by turning the plate upside down and gently
tapping it on a folded paper towel.

11) Dispense 100 #L of TMB Solution, which is returned to a room temperature,
in each well and stir them with a microplate shaker for about 1 minute.

12) Label a plate seal *® and react them by standing at room temperature
(20-25C) for 30 minutes.

13) Add 100 L of Stop Solution, which is returned to a room temperature, in
each well.

14) After the plate is stirred using a microplate shaker for about 5 seconds,
measure the absorbance at 450 nm and 620 nm™" with a 96-well microplate
reader.

% 7 Deposits may be observed on surface of a plate. It does not affect quality of a product.

% 8 When a plate strip is separately used, cut a plate seal into a size of the strip for use.

% 9 Since detection sensitivity becomes lower under the condition of standing and the
error between wells tends to become larger, reaction by stirring at about 500 rpm
using a rotary microplate shaker is recommended.

%10 When the absorbance at 620 nm cannot be measured, measure it at a wavelength
in the range of 620-650 nm.

[13. Calculation]
In the following calculation, use the value of 450 nm by subtracting the absorbance
value of 620 nm (600-650 nm) from the absorbance value of 450 nm.

{Qualitative measurement)

Calculate the value by subtracting the absorbance value of blank (450 nm)
from the absorbance value of diluted samples (450 nm) and compare the values
between samples.

{Quantitative measurement)

1) Calculate the value by subtracting the absorbance value of blank (450 nm)
from the absorbance value of a diluted sample (450 nm)*". ---An absorbance
value of a diluted sample

2) Calculate the value by subtracting the absorbance value of blank (450 nm)
from the absorbance values of the dilution series of the reference standard
(450 nm). ---An absorbance value of a reference standard

3) Plot the concentration of the reference standard on the horizontal axis and
its absorbance value on the vertical axis to prepare a standard curve * 2.

4) Read a concentration value corresponding to an absorbance value of a
diluted sample with the standard curve™? Multiply the dilution ratio of the
sample and the read concentration together to determine the measurement.

%11 When an absorbance value of a diluted sample is deviated from the range of a

standard absorbance curve, measure it again after diluting it with an appropriate
scale.

%12 Prepare a standard curve for each measurement.

%13 Usage of a third-degree polynomial with 4 or 5 parameters is recommended for

computer software processing.
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[14. Reference data on performance of the kit]
B 1 Qualitative analysis of extracellular vesicles purified from various cell

culture supernatants

Add 1 ng of extracellular vesicles purified from a various cell culture
supernatant to a well and surface marker levels were compared by a
qualitative analysis with the kit using a primary detection antibody,
which recognized cell surface markers, CD9, CD63, or CD81 each. Also,
as reference comparative data, 150 ng of extracellular vesicles purified
from a various cell culture supernatant was electrophoresed and protein
levels of each surface markers were detected by Western blot using a
primary detection antibody, which recognized cell surface markers, CD9,
CD63, or CD81 each. Then, qualitative analysis was conducted.

<Reference comparative data>

<Qualitative analysis of extracellular vesicles> Purified Exosome : 150 ng
S a g
V
e 'Y X &P
Purified Exosome : 1 ng each m CD9 v X
s urifi X g9 & Qs, & \5\
CD63
- - cDy [w= S
= m CD81
5
o 2 -
N
£
=) CD63
24 |
<
M
E # M
0 -
COLO201 HEK293T HuH-7 LNCaP CDg1 ™= & -

Fig. 2 Qualitative analysis of extracellular vesicles purified from various cell

culture supernatants

B 2 Qualitative analysis of extracellular vesicles purified from healthy human

serum

40, 20, or 10 ng of extracellular vesicles purified from 6 healthy human
serum samples were added to each well and qualitative analysis was
conducted using a control primary detection antibody which recognized
the cell surface marker CD63.

< Qualitative analysis of extracellular vesicles>

Abs.(450nm) (ABLANK)

16 m40ng
1.4 m20ng
1.2 u10ng
1
0.8
0.6
0.4 -+
0.2 +
0 -
Sample A Sample B Sample C Sample D Sample E Sample F

Fig. 3 Qualitative analysis of extracellular vesicles purified from healthy human

serum
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B 3 Reference data : Standard curve of extracellular vesicles purified from
cell culture supernatant
An example of a standard curve of extracellular vesicles purified from cell
culture supernatant of COLO 201 cells (Detected by anti CD63 antibody)

Concentration Abs. (450 nm-620 nm)
(ng/mL) 1 2 Mean | ABlank

0 0.051 0.0522 0.0516 -
0.3125 0.0859 0.0882 0.0871 0.0355
0.625 0.132 0.1339 0.1330 0.0814
1.25 0.2198 0.2217 0.2208 0.1692
25 0.3812 0.382 0.3816 0.3300
5 0.7137 0.7307 0.7222 0.6706
10 1.4068 1.406 1.4064 1.3548
20 26552 26261 2.6407 25891

Purified exosomes of COLO201 (Anti -CD63)
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Protein concentration (ng/mL)

An example of a standard curve of extracellular vesicles purified from cell
culture supernatant of K562 cells (Detected by anti CD63 antibody)

Concentration Abs. (450 nm-620 nm)
(ng/mL) 1 2 Mean | ABlank

0 0.0462 0.0528 0.0495 -

1.25 0.0870 0.0911 0.0891 0.0396
25 0.1360 0.1446 0.1403 0.0908
5 0.2355 0.2387 0.2371 0.1876
10 04320 0.4205 04263 0.3768
20 0.8192 0.7850 0.8021 0.7526
40 1.5618 15124 15371 1.4876
80 29187 2.8005 2.8596 2.8101

Purified exosomes of K562 (Anti - CD63)

10

0.1

Abs.(450 nm-620 nm)

0.01

1 10 100

Protein concentration (ng/mL)
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B 4 Reference data : Detection sensitivity of extracellular vesicles purified
from cell culture supernatant
Detection sensitivity of extracellular vesicles purified from each sample of
cell culture supernatant by the assay (Detected by anti CD63 antibody)

Detection limit Determination limit

(Blank +3.3SD) (Blank +10SD)
Purified exosomes of COLO201 0.11 ng/mL (11 pg) 0.34 ng/mL (34 pg)
Purified exosomes of K562 050 ng/mL (50 pg) 1.34 ng/mL (134 pg)

(Reference comparative data)
Detection sensitivity of extracellular vesicles purified from cell culture super-
natant of COLO201 cells by Western blot (Detected by anti CD63 antibody)

Purified exosomes of COLO201

(kDa) & A N O NS

250

150

100
75

50
*
. - —CD63

37

25
20

15

Fig. 4 Result of Western blot analysis
sample : extracellular vesicles purified from cell culture supernatant of
COLO201 cells with MagCapture™ Exosome Isolation Kit PS
Ver.2
% : Detection limit

B 5 Reference data : Precision of the quantitative analysis of cell culture
supernatant samples
Intra-assay error (Detected by anti CD63 antibody)
A standard curve was prepared using extracellular vesicles purified from
cell culture supernatant of COLO201 cells and K562 cells as a standard.
Then concentrations of 4-step dilution samples of cell culture supernatant
of K562 cells (1:100 to 1:800) and 4-step dilution samples of cell culture
supernatant of COLO201 cells (1 : 200 to 1: 1600) were measured (n = 6)
and CV (%) of measurement values were calculated.

Cell culture sup. of COLO201 Assay value (ng/mL)
(Dilution ratio) 1 2 3 4 5 6 |Mean| SD CV (%)
1: 1600 118 | 117 | 116 | 117 | 115 | 1.14 | 116 | 001 1.3
1:800 231 | 232 | 232 | 230 | 231 | 232 | 231 | 001 | 04 07
1:400 482 | A78 | 477 | 478 | 481 | 478 | 479 | 002 | 04 ’
1:200 994 | 989 | 976 | 985 | 9.77 | 996 | 986 | 009 | 09
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Cell culture sup. of K562 Assay value (ng/mL)
(Dilution ratio) 1 2 3 4 5 6 |Mean| SD CV (%)
1: 800 393 | 388 | 388 | 383 | 378 | 386 | 386 | 0.05 1.3
1:400 771 | 782 | 764 | 764 | 748 | 746 | 762 | 0.13 1.8 20
1:200 1547 | 14.89 | 1532 | 1532 | 14.85 | 1469 | 1509 | 032 | 2.1 ’
1:100 32.03 | 31.77 | 31.21 | 31.59 | 30.31 | 30.03 | 31.16 | 0.82 2.6

Inter-assay error (Detected by anti CD63 antibody)

A standard curve was prepared using extracellular vesicles purified from
cell culture supernatant of COLO201 cells and K562 cells as a standard.
Then concentrations of 4-step dilution samples of cell culture supernatant
of K562 cells (1:100 to 1:800) and 4-step dilution samples of cell culture
supernatant of COLO201 cells (1 : 200 to 1 : 1600) were measured by 3
different assays and CV (%) of measurement values were calculated.

Cell culture sup. of COLO201 Assay value (ng/mL)
(Dilution ratio) 1 2 3 Mean SD CV (%)
1:1600 1.09 1.07 112 1.09 0.02 2.1
1:800 213 213 219 2.15 0.03 1.6 18
1:400 426 4.39 442 4.36 0.09 2.0 :
1:200 8.65 8.80 8.96 8.81 0.16 1.8
Cell culture sup. of K562 Assay value (ng/mL)
(Dilution ratio) 1 2 3 Mean SD CV (%)
1:800 3.10 3.30 4.09 350 0.52 150
1:400 6.53 6.76 745 691 048 6.9 39
1:200 1344 14.53 15.27 1441 0.92 6.4 :
1:100 27.09 29.19 3134 29.21 212 7.3
B 6 Reference data : Dilution linearity of cell culture supernatant samples

A standard curve was prepared using extracellular vesicles purified from
cell culture supernatant of COLO201 cells and K562 cells as a standard.
Then dilution linearity of 5-step dilution samples of cell culture supernatant
of COLO201 cells (1 : 100 to 1 : 1600) and 5-step dilution samples of cell
culture supernatant of K562 cells (1:50 to 1: 800) was evaluated.

Dilution linearity of cell culture supernatant samples of COLO201 cells
(Detected by anti CD63 antibody)

Dilution Assay value |Expected value|
Ratio Factor (%) (ng/mL) (ng/mL) % of expected
1:1600 0.000625 0.89 091 984
1:800 0.00125 1.82 1.72 105.6
1:400 0.0025 344 352 97.8
1:200 0.005 7.04 6.78 1039
1:100 0.01 136 - -
16
y = 1351.7x + 0.113
" R? = 0.9996
5 12
£
3 10
3 s
©
Z 6
]
2 4
ol
0
0 0.002 0.004 0.006 0.008 0.01 0.012
Dilution factor ( x )
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Dilution linearity of cell culture supernatant samples of K562 cells (Detected
by anti CD63 antibody)

Dilution Assay value |Expected value|
Ratio Factor (%) (ng/mL) (ng/mL) % of expected
1:800 0.00125 3.02 3.07 98.2
1:400 0.0025 6.15 6.19 99.3
1:200 0.005 124 12.7 975
1:100 0.01 254 26.1 97.2
1:50 0.02 52.2 - -
60
y = 2627.4x - 0.5317
50
- R® = 0.9998
% 40
g
F 20
2
10
0 : : : : :
0 0.005 0.01 0.015 0.02 0.025
Dilution factor ( x )
B 7 Reference data : Spike and Recovery test with cell culture supernatant

samples

Spike and Recovery on 1 : 400 diluted cell culture supernatant samples of
COLO201 cells

Three concentrations (2.5, 5, 10 ng/mL) of extracellular vesicles purified
from cell culture supernatant of COLOZ201 cells were added to 1 : 400 diluted
samples of cell culture supernatant of COLOZ201 cells and concentrations of
samples were measured to calculate the recovery rate.

Diluted samples of cell culture supernatant of COLO201 (1 : 400)

Spiked value Assay value Recovery value Recovery rate
(ng/mL) (ng/mL) (ng/mL) (%)
- 4.23 - -
25 7.03 281 112.2
5.0 9.19 4.96 99.2 104
10.0 14.3 10.1 100.5

Spike and Recovery on 1 : 200 diluted cell culture supernatant samples of
K562 cells

Three concentrations (10, 20, 40 ng/mL) of extracellular vesicles purified
from cell culture supernatant of K562 cells were added to 1 : 200 diluted
samples of cell culture supernatant of K562 cells and concentrations of
samples were measured to calculate the recovery rate.

Diluted samples of cell culture supernatant of K562 (1 : 200)

Spiked value Assay value Recovery value Recovery rate
(ng/mL) (ng/mL) (ng/mL) (%)
- 14.3 - -
10.0 24.6 10.3 103.0
20.0 338 19.5 975 99
40.0 534 39.1 97.8
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[15. Precautions]

e Wear gloves, glasses, and laboratory coats when handling the assay materials.

* Be careful not to allow the reagent solutions of the kit to touch the skin,
eyes and mucus membranes. In case of contact with these, wash skin/eyes
thoroughly with water and seek medical attention when necessary.

e In treating assay samples of human or animal origin, be careful for possible
biohazards. This kit contains components of animal origin. These materials
should be handled as potentially infectious.

e 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 consumable and unused
component in accordance with applicable regional/national regulatory
requirements.

e In order to avoid dryness of wells, contamination of foreign substances, bias
of temperature, and evaporation of dispensed reagents during incubation,
never forget to label a plate seal.

e ELISA can be easily affected by the laboratory environment. Follow the
operating method and temperature in the laboratory and in the incubator
should be strictly maintained at 20-25C . In addition, avoid airstream veloci-
ty over 04 m/sec including wind from an air conditioner and humidity less
than 30%.

e Measurements should be conducted considering cross contamination between
wells.
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3 — KNo. 297-79201

EEFHER
PS Capture™ Exosome ELISA Kit
(Anti Mouse IgG POD)

[1. ko]

L7 VY —2IES D HMRAMEIE, KilF ENEBIZY v 87 H
mRNA. microRNA, DNA % &% &, MilA 50w S %, M. IR,
M, BEE. BEFLZ EORER TREMICHFEL TWL 2 20, flgia 3 2
=T avDRA kI —RFEHEONA A= —L L THEHEED T
9,

ARE o ME, MR LR AR AR S K L 22 sy N e o e T, B
X OHINa5s 28 LA s o IR N o 2 B IRAT ISR © & 2 RER sa sl ik
T, MNSVNEETORA 7 7 F It ) v (PS) HRMIHEEGT S v
N7 B ERFEME L7 L — MMl b NE 2 SOo 28 TREL L7z, [EED
MR VNIRRT~ — A — 5 X7 BT A< A€ 7 a—F ik E b
— PRI, F v b HRP BRIt~ 7 A 1gG Pifk 2 Mt Z kPRI w5 2
LT RO —H—F X Ea RINCA T 20 INE & SR IR 5
HIENTEEY, Fvy Mooy buo—ukil—&kiifke LTHie & CD63
RYAE 7 U—FVPEREEFNTBY, TNEHWLZ & Tk b CD63 by
s e T2 2 & TEE T,

Ky b EHWDZ L TR EEB X O S MagCapture™ Exosome
Isolation Kit PS Ver.2 (Code No. 290-84103) % F\>THEHL L 2B L N o &
M~—Hh—% Ry 8% A% r7ay FX)dH 50~ 1,000 F5HREE 8 R
THEICMINT A2 e TE TS, 72, Ml LiEd S MagCapture™
Exosome Isolation Kit PS Ver.2 % H\v» TR L 72l sb Mg % B i v %
Z & T MR iR oM MNEE EREINICIET S 2 ETEE T,

Y
)

Secondary Antibody HRP -
conjugated Anti mouse IgG

O
j>‘/dkj
Vel

N

Control Primary
Antibody Anti CD63

/""-—7\ Measure the absorbance.
¥/ (450 nm — 620 nm) (A BLANK)

Exosome Capture 96 well Plate

Fig. 1 Measurement principle
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(2. Wz i ko BE#)

TR E NIk IS MRS 5 v id. MagCapture™ Exosome Isolation Kit
PS Ver.2 & TR AR L Z-Mla M MuitE %2, Exosome Capture 96 Well
Plate (PS#&&r4 v /87 BBt~ 70 7L — 1) T )VIZMZ, 7 T
THIEL RSB T2 A v F 2= b LEF, ik, RBH KA
FOGHE & L CTIEE MBIV MR~ —h — % V82 BIZida~ T 2A€ ) 2
g —F Wik 721 F v MEE D Control Primary Antibody Anti CD63 Kt
WEMZ HIPELAPSZERTIREMNA v F a2 xX— ML FET, A A
TRPUABUG L & LT Secondary Antibody HRP-conjugated Anti mouse IgG
A, BIEL LS ETIHMA v Fax—F LTS, BOWEELE.
TMB Solution (F&fuitdE) & ST 30 4 Ut & 4, Stop Solution % il 2. 72 4.
450nm (R 620nm) OWSEEZHE L9, WEk. KA ile il it
BLTTFXw,

KE¥Fv baEERWEICHET 41, Miikd 5 MagCapture™ Exosome
Isolation Kit PS Ver.2 & TR L7/ g (FRic s v 87 BiREF
IR T EEME L TB L) ZEENICHWT, ZoEENFFRIICH LT
WNEE7Tay 352 L TR ZER L. Z oI S Bk o
ErE L ET,

(3. 71 &)

(1) MIfaRsEE BB £ ORI D & A58 L 72 M dh K o 5g VAT
EEOMBNINEAET~Y —h —F VR BICHT AT RAE ) 7 a—F
VR E B — R IURICH WA 2 & T e Ll R RIR 2 5
MagCapture™ Exosome Isolation Kit PS Ver.2 % H TR L 72 1a 44/
NOFRE~ =5 —5 V37 BOEMN % WEEIAT) 2B TEFET,

(2) MRaEE A2 LIS O ML ML 0 52 1 FHT
ks B3 A 5 MagCapture™ Exosome Isolation Kit PS Ver.2 # T
R L 7l v e & AR IS v R oM VNE R~ - — 5 v
NRIBIHT AT AE ) 7 u—F ik il —kPukic w5 2 & T,
MR FERARTR O B0~ — 5 — & 225 7 NN % 58 &
HIENTEET,

X¥F v boary bu—VE—kIUAETH % Control Primary Antibody Anti
CD63 ik F CD63 # Mt CT&E 34, ¥~ A, T b+, 7 CD63d#it
T&FHAo, b CDE3LSNDETI~—H—F Y7 Huell L&
WY 2~ A€ 70— F ik E ST S v,

¥F v b oM R PUK T H % Secondary Antibody HRP-conjugated Anti
mouse IgG ZBAKRF D~ 7 2 IgG 12 < JEF RS L, & FIgG. T v b
IgG ICFF S IR RIS T B 720, TN D 1gG % & Lol R M 4E 7 & OMfR
DERIFHTIZBIEZ T L\,

[4. K]

HE B ®ORE FoI
(A) Exosome Capture 96 Well Plate et i Swell x 12strips/1 #
(B) Plate Seal - 41
(C) Reaction/Washing Buffer (10x) AR 50mL x 2 A&
(D) Exosome Binding Enhancer (100X ) A 10mL x 1 A&
(E) goD%‘go(lll(;ng;lry Antibody Anti W 120 uLx 1 &
T e
(G) TMB Solution Z0F M 12mL x 1 &
(H) Stop Solution ZOE I 12mL x 1 &
(1) BURHMH - 16
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[5. % v tOGAEE IR

FyMI2~10CTRAELTF S (B, CORERMETTEY M
AR E CREETT (BRIBRIE T NVIZEEH) o AR O X 725038
B L2 WTT v, BE LgkdE, RERBICL ) BRL 2 5
HAH) ETOTROOTHHEZHIEL T3,

[6. % v &5 EIHHT 258 O MRAED G171 1k)

(A) Exosome Capture 96 Well Plate
TVU—= b AUy TERGELUTHEHT G, RYOKREHOA M) v 7
Yy 7Y —=Ry ZIREL, Z0FF 2~ 10CTHRIELTT SV, A5
LR o e el R U S S% S

(C) Reaction/Washing Buffer (10x)
FHICRE L TR EROBEREZE LR, R OBHIEEZ L-o2) &
O, 2~10CTRIFLTTF v, ARIIRAZER 2R 9,

(D) Exosome Binding Enhancer (100 %)
FHICRE L TR EROBEREZE LR, R OBHIEEZ L-o2) &
O, 2~10CTRIFLTTF v, ARIIRAZ e 2R 9,

(E) Control Primary Antibody Anti CD63 (100 x )
GRS LT CICLER OB Z 5FE L%, R OBERIEsE
LoD LMD, 2~ 10CTHRAFLTTF v, ARIIRAZRZEEZHD
ESc

(F) Secondary Antibody HRP-conjugated Anti mouse IgG (100 )
GRS B LT IR ER OB Z 0 L7k, R ) OB
LoD EMD, 2~ 10CTHRAL T v, FRINRANZEEEZ RS
9,

(G) TMB Solution
WHREP S LT CICLBEEORRZ E LB R OBiizE
ELoMDEMD, 2~ 10CTHRAFLTTF v, ARIHRAREEZHD
9,

(H) Stop Solution
GRS LT CICRLEROBEZ 5FE L%, R OBERIEsE
LoD LMD, 2~ 10CTHRAFLTTF v, ARIIRAZRZEEZHD
9,

[7. % v FUSHC L ZiK5E]

O fEEofilgsMe &~ — & — B —kPifk (e b CD63 Mt Btk List)
Anti CD9, Monoclonal Antibody (1K) (Code No. 014-27763)
Anti CD9, Rat Monoclonal Antibody (77B) (Code No. 019-28173)
Anti CD81, Monoclonal Antibody (17B1) (Code No. 011-27773)
Anti CD81, Rat Monoclonal Antibody (9B) (Code No. 010-28223)

[] MagCapture™ Exosome Isolation Kit PS Ver.2 (Code No. 290-84103) (f i
AR 2 554)

[8. B L]
[JFxzvyZ7Y A}
O Btk BithmRHF 2 —7
O SO / PSR o A%H (XA Y v ¥—7% &)
O~v47vEXRY b
O #ifmE Y Ry b F2E 8 @EY Ry b (HIUXEFF L)
O 74 AR=FTNYHF—"— @EpEYXy baFHT 555)
O R=N—=F FNVEOWKREDH 2 S D (PEiFizIC T L — MR- 722 D)
B <)
ORVTFY 7 A3 FH—
Oz~ A 7o 7L —MEE D 8 (% 500rpm)
HEZE N, - Code No. 623-05671 7L — b ¥ = — 7% — MS 3 digital
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AL Code No. 627-05691 7L — ¥ = — %1 — MS 3 basic
(196 7TV 7L — MHTEERE (HIUIiFE L)
3% 5 0 Code No. 510-22411 HydroFlex™ M8Ch2
(9% 7T Vv7L—1t1)—=%— (450%10nm & 600~650nm 23l %E T & % Wk
FEE ) 7
3T Code No. 518-84231 Infinite” F50R [450nm, 620nm]
O7F—s@imy 7 rox7
SN - Code No. 290-34631 PLATEmanager” V5/1 PC SET

[9. R AL MEEESROER (RRWEZT9 HE)]

MagCapture™ Exosome Isolation Kit PS Ver2 Z AT, & v FEEEHIE -

T Btk M VM Z R L TF 2w MR L 72Mls M BCA #:2: &1

0y N ERERWET B, 7/ VT v F 2 I@E (5794 M0

e SR WX DR ENELTTF SWH R L 2 s N e g T

LTFE0H,

¥ 1 BMEIEY 22 70 b a—IZito TITo TTF & W,

% 2 M NI LSRRl & D BOS 2K T § 2 05 ) £ 30T, mMTRET S
ZrlEBEOLET,

[10. 3B R

[4. # ) CTEoFEHH] H2RBEREICR L% T0E IR
RCMHHTEET, [ARKMEN] £HEHLDICOVTIITROEHETHEL
TF &V, FRIIHE LB ST AR L TF S v,

BB / P (A x) o

Reaction/Washing Buffer (10x)*® % S I25E L7250k GERAK) T 10 f51C

R L 728, A LT 1/100 % @ Exosome Binding Enhancer (100x)**

EHRMLTHS, IRALTT IV,

% 3 Reaction/Washing Buffer (10 %) (2R TROAHTH L T LW MDD 5 DT,
SIMICE L7, SR nwZ L2 MR L TR O LTTF S,

% 4 Exosome Binding Enhancer (100x) (ZHg#NMEAT L — MIFEET 5 720 DM
W TH B OLTHRMLTT Sv,

% 5 Exosome Binding Enhancer (100x) % @1 L7z B0t / PR (1x) &85 257 H
LT VoT, BTG 8 BERM LIS SHH T &S v,

() 96 7 TV % ST 256

100mL @ Reaction/Washing Buffer (10Xx) (2 900mL D58k GEEAK) %M
% 1,000mL & L72#%. 10mL @ Exosome Binding Enhancer (100x) &L
TrbLIRAT 5,

M 2 >~ o — )Vt CD63 ik US O . (KmipuE & LT + CD63 & il
ET A

B / #EEE (1<) 12k LT 1/100 #:® Control Primary Antibody Anti CD63
(100x) Z#FML T, EKBAELTFE W,

(B1) 96 7 TV UG5 % TS 53454
10mL & K& / $ & (1x ) 12 100 uL @ Control Primary Antibody Anti
CD63 (100x) ZFMLTLLIRAET %,

B — RPURRISH O (v b CD63 DUt KPR % e T 256
fEE OISV NERT S » 87 IS T 537 A€/ 7 a—F Wk %E )G /
PREHE (1) ™ Tt 2 e B IS AL T T S o B —REUE ST O PR
WO H%1E 200 ~ 500ng/mL T9,

(B1) #A—&PUE (Img/mL) 2 SR H—KPUEBOSH (250ng/mL) %
96 7 TOVEUG S B 6
5ul OB —&kIUA (Img/mL) (2 195 uL O UG / Pl (1x) & IR
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L. 40 BERHEEEMER S 50 Z D% 9.9mL OFUG / P (1x) 12100uL
D40 ARG EBEML T L CRAET B0

R = UL B iE 0D 3 3
B / Pt (1x) ™% 12%F LT 1/100 %@ Secondary Antibody HRP-conjugated
Anti mouse IgG (100x) ZHEML T, LLBALTFE W,

(B1) 96 7 TV E&THHEMT 2454
10mL D JE / $eiHE (1x) 12 100 uL @ Secondary Antibody HRP-conjugated
Anti mouse IgG (100x) ZHRMLTILBRAET 5,

B fA O O M b Me B A R OB (ERWE x24T BE)

[9. Mg N S OER CERMEZ1T ) Ha)] R L 7 Mlsh/ I kg #
% ELISA #ll%E 0 450nm OWEEEME (B9 & 620nm OWELIEREE % 7 L [\ 721H)
H301 ~ 30 DHPAIZ A BFHRYI & 42 B X D12, BTG / P (1x)™° 2w
THY BB ICHIMLTTF S0,

() MiRsb Nk (7 28 7 B 20 ug/mL) 122w T, 20ng/mL

Mo TEBE D 2 A HCRY & RS 284

1) M AN 5 (20 ug/mL) S5ul & BSOS / TEi (1x) 45ul ZEA L.
HIRRAL NS 10 f5 A7 FUE (2000ng/mL) ZFH#5 %,

2) FTRROED X ZEAETHIG / R (1x) LRAL. 20ng/mL 205 7 B R
D 2 fEFHRY % S %,

e T B (ng/mL) FEHE R D7t B / P (1)
20.0 10 5 BUGE  (2000ng/mL) = 5uLl 495 uL
10.0 20.0ng/mL DOFEHEF © 250 uL 250 uL
5.00 10.0ng/mL OFEHEEWE © 250 uL 250 uL
250 5.00ng/mL DFEHEFZHL - 250 uL 250 uL
1.25 250ng/mL OEEAEREHR : 250 uL 250 uL
0.625 1.25ng/mL OFEAEZE @ 250 uL 250 uL
0.313 0.625ng/mL OREHEZE - 250 uL 250 ulL
0.00 (Blank) - 250 uLL
(11. Bk AMR]

ELISA il 5 @ 450nm O WOt (Rl Pk & 620nm OWOLEE % 7 L[\ 721#) 25 0.2
~ 25 DHEFHICA S XS, Fa—T % EFR PO THRIER JUB / PEFHE (1x)*°
THMLTTF SV, Foo MR ARETICHET 536 1&. Exosome Bind-
ing Enhancer (100x) & 1X& %5 X)WL TT S,

X6 MU —RPUIR, Mo bk, MR N B X Ok o mBucix [6. ¥ v b
BT A B A O SERGRIEO AT )] T L 72 Exosome Binding Enhancer
WA O RIS / i (1 x) ZHWTF S, 20O, TBS I BSA % #&i i
1w/v%. Exosome Binding Enhancer # 1 X £ %2 X IR L@ EH WL 2 &
TNy 7799y FaTP RStks Lo na84605H ) 9. PBS N—2DER
12 Exosome Binding Enhancer Z#I3 % EATHWAA: U % 720X ICH W2 WTF
S\,

[12. $0EIE]

TROZLGFAT v TERIED DATIIRICHET 2L [6. Fv 20T

B DFRERGRIE DO RAF )R] OB HE > THTD > THELTT &,

1) Exosome Capture 96 Well Plate ((EfHZDA M) v 7)) KT TV %, K
I/ PEEE (1) 300 ~ 350 uL T 3 WPkHT 2%, otk HEllzR—r—
ZHANGZEDETTL—b2HEICL, BLIMEDFLLHICLTY I
2B - 72 ALY B <o

2) MoARA R, AR AR CERMEDOHE). 79 v 7 & LTRIG / Hki
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W (I1x) 2% TWI2100 ul $O5ET 50

3) FL— b= 2N 4 7T L — MEE D EE H TR 500rpm
T L 2D H W (20 ~ 25C) T2 KMEIE #2557,

4) FUSHT #. RIS AIET, £ TV S / 26 (x1) 300 ~ 350 uL
TI3MEET 5, DK, BERIRX=—NR=FF VR EDOLETTL— 2
KIZL, BLAMPEDITA LI LTy TS 722 Y B o

5) Bt 2 > b e — Vit CD63 Hufh SUS i F 72 3L 3 o Mt — RGTAR BUS
W7 TV 100 uL 25T %,

6) FL—Fy—LZ2MNFS =4 7S L — MEE D EE VTR 500rpm
THAR L 2255 %0 (20 ~ 25C) T1MMEIE &€ 57,

7) ST oy BB Z T, &7 ooV % s / P (x1) 300 ~ 350 u L
T3WBPEHT 5, FOMHh, ERIZR—IN—FF VB EDETTL— %
S, BLMMEDTBLHICL Ty TV 2 Z2TLD B <,

8) Mt H kBRI % & ™7 T V12 100 uL 32401 5.

9) FL—rY—LE2MFS =4 ra S L — MEE D EE VTR 500rpm
THAR L 2255 80 (20 ~ 25C) T1HMEIE &5,

10) FUBK T, BUSEEZIBET, &7 TV &S / PEiFi (1x) 300 ~ 350 4L
TH5REBEHT 5, FOMHh, ERIZR=—IN—FF VB EDETTL— %
S, BLMMEDTBLHICL Ty IVITHE - 2 Z T B <,

11) &% TVIZSEEICE L7z TMB Solution % 100 4L ¥2403 L, =<4 707
L— MREE S BEAHWTH 1 5 BEET 5,

12) FL— ¥ — L 2H D8 Sl (20 ~ 25C) T30 S HEEEE S5,

13) &7 TIVIZEIZE L 72 Stop Solution % 100 uL 323 %0

14) v~ 4 707V — MEE D B2 TH SR ERZ, ER»I29%6 v
A4 707 L — k1Y —%—T450nm O WG E L k& 620nm (600 ~
650nm) * ' DWESLE & E T %o

X7 T U— FEEIHTHIARSONE 2 E0H ) 305, ME~OEEIIH ) TEA.

M8 TL—PMAM) v TRGELTHENT 256, 7V— 2 —VE2AN) v TOHA X
CEDETH Y PLTHALTTFS W,

%O HE 4 CRIB 3¢ 2 EMINBIEAMIE T L, 7 VB K& A2 DD ) £
FOT, [WERA 787 L— FMEE D 8% TR 500rpm THEFE L 2555 )G £
5 EEHLTT,

10 FI9%F1d 600 ~ 650nm OHFPH TR TE 3,

[13. 3F %]
LUF o #H TR $ 5 450nm OB EE M I3 R 5 620nm (600 ~ 650nm) W
FEEEZE LG22 LTS v,

GRS DY)
A HURAR D 450nm WG A & 7T >~ 7 @ 450nm WIGEEAE % 7 L5\ 7=l &
HIL, BRMTHREEL TF S v,

CGEmlsE DB
1) BB D 450nm WOLEEAED S 75 > 7 @ 450nm WEEEME % 7 Ly [ 724l
(TR EEAE) 24 LT T v,
2) P ARSI O 450nm WL S 7T ¥ 7 @ 450nm WO % 725 L5 |
W7o (B RITOLEEME) 2R L TR S v,
3) X fﬂilz%%‘éi’éﬁi%ﬁi\ Y i & B OGO BERE MR 7 T 7 2 ER L TR S
W
4) FEREMAR L D A PBRARIE S S 2 B & B AR ) £, &
B o 7o FE IR R 2 e LM E LE T,
ST ABRBAR O WL B Al A HE ARG BE R 20 S AN 251, SRR IC AR L
U CHENEZ KL TF v,
12 B AT E IS ER LT T & v,
K13 A KEa—F Y7 FTOMEBUI T, SKEER, 4 7213585 2 =7 —ffi
HeBEOLET,
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(14. % v MERESET— 5]

| DS ) R RN e LA DAL ) EEAYAN AN Ga Ay
FAA RS 7S LA S AR L 22 AN Ing & 7 2V L, £l
~— 7% — CD9, CD63, CD81 % il 3 % Ml — itk & H T4 &M~ —
H—mueARK¥y FCTEMIK Lz, /o WESETFT— 5 & LK
Na¥5 38 1ig 2 SR8 L 72/l g 150ng 2 Bk B L, K~ — 7 —
CD9. CD63. CD8I % ik 3 2 M —wIithz H W CH R~ —H—%
YT Eme T 2 AY yT7ay MTEMT L7z,

< Reference comparative data>

< Qualitative analysis of extracellular vesicles> Purified Exosome : 150 ng
> A
7
" P F
Purified Exosome : 1 ng each m CD9 RO
PR
m CD63

A%

w

CD9 |w== -

m CD81

N
I

CD63

Abs.450nm (ABLANK)

§i.

COLO201 HEK293T HuH-7 LNCaP CDg1 |™= & =

o
I

Fig. 2 Qualitative analysis of extracellular vesicles purified from various cell
culture supernatants

W2 E e M2 S H 8 L 2 s Nl o sg MR
EH e MG OE R 6 Mifkd & 2 2 U8 L 22 Fa sk i 40, 20, 10
ng v I VIEML, FHi~v—%— CD63 ##8ikd 5> ha— Vi —
WHLR % F W CEMEIE L 720

< Qualitative analysis of extracellular vesicles>

1.6
m40ng
14
x
Z 1.2
@
S 1
g 0.8
=]
e
S 0.6 -
13
< 0.4 -+
0.2 +
0 -
Sample A Sample B Sample C Sample D Sample E Sample F

Fig. 3 Qualitative analysis of extracellular vesicles purified from healthy human
serum
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W 3 AR 2R L O RE R L 22 MRs N iR o il (Standard curve) %
7
COLO201 s Fif 2 R 8 L 22 My b e o BL el (Bt CD63 Bt
ARp)

Concentration Abs. (450 nm-620 nm)
(ng/mL) 1 2 Mean | ABlank

0 0.051 0.0522 0.0516 -
0.3125 0.0859 0.0882 0.0871 0.0355
0.625 0.132 0.1339 0.1330 0.0814
1.25 0.2198 0.2217 0.2208 0.1692
25 0.3812 0.382 0.3816 0.3300
5 0.7137 0.7307 0.7222 0.6706
10 1.4068 1.406 1.4064 1.3548
20 26552 26261 2.6407 25891

Purified exosomes of COLO201 (Anti -CD63)

10

0.1

Abs.(450 nm-620 nm)

0.01 t t {
0.1 1 10 100

Protein concentration (ng/mL)

K562 Ak g B2 5 R 3R L 7l s IMa o R RG] (5 CD63 i kil

Concentration Abs. (450 nm-620 nm)
(ng/mL) 1 2 Mean | ABlank
0 0.0462 0.0528 0.0495 -
1.25 0.0870 0.0911 0.0891 0.0396
25 0.1360 0.1446 0.1403 0.0908
5 0.2355 0.2387 0.2371 0.1876
10 0.4320 0.4205 04263 0.3768
20 0.8192 0.7850 0.8021 0.7526
40 15618 15124 15371 1.4876
80 29187 2.8005 2.8596 28101

Purified exosomes of K562 (Anti -CD63)

0.1

Abs.(450 nm-620 nm)

0.01 t {
1 10 100

Protein concentration (ng/mL)
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W 4 AR B2 SRR L ISV NE o R R (Sensitivity) % 57— 4
B TN AR L 72BN O AR T v A4 BHEEE (PT CD63 Huik
M)

Detection limit Determination limit

(Blank + 3.35D) (Blank + 10SD)
Purified exosomes of COLO201 0.11ng/mL (11pg) 0.34ng/mL (34pg)
Purified exosomes of K562 0.50ng/mL (50pg) 1.34ng/mL (134pg)

(B ET—%)
COLO201 Mkt 4 LA SRR L 2figibNan s = 28 > 7 a y b
B (Bt CD63 ki)

Purified exosomes of COLO201

)
o, S
IR

PRI PRI IV
(kDa) NS NN

250

150

100
75 |

50
*

. - —CDe63

37

25
20

15

Fig. 4 Result of Western blot analysis
sample : extracellular vesicles purified from cell culture supernatant of
COLO201 cells with MagCapture™ Exosome Isolation Kit PS
Ver.2
% : Detection limit

W 5 AIBRE S LISk o i s AT O TEMEYE (Precision) ZE7— %
7 v A WEE (L CD63 HLiktkil)
COLO201 g3 & 0 K562 Mg K53 Eiik 20 5458 L 22 Millast /i % B
I TRESE R A R L K562 Ml RY 28 L3 o> 4 BB A AU AR (1
100 ~ 1 : 800) 35 & U¥ COLO201 MiNas 22 Lik o 4 BeRE Atk (1 : 200
~1:1600) DERERE (n=6) ATV, WEMD CV (%) ZRKD7z

Cell culture sup. of COLO201 Assay value (ng/mL)
(Dilution ratio) 1 2 3 4 5 6 |Mean| SD CV (%)
1:1600 118 | 117 | 116 | 117 | 115 | 114 | 116 | 001 1.3
1:800 231 | 232 | 232 | 230 | 231 | 232 | 231 | 001 04 07
1:400 482 | 478 | 477 | 478 | 481 | 478 | 479 | 002 04 ’
1:200 994 | 989 | 976 | 985 | 977 | 996 | 9.86 | 0.09 0.9
Cell culture sup. of K562 Assay value (ng/mL)
(Dilution ratio) 1 2 3 4 5 6 |Mean| SD CV (%)
1: 800 393 | 388 | 388 | 383 | 378 | 386 | 386 | 0.05 1.3
1:400 771 | 782 | 764 | 764 | 748 | 746 | 762 | 0.13 1.8 20
1:200 1547 | 14.89 | 1532 | 1532 | 14.85 | 14.69 | 1509 | 0.32 2.1 :
1:100 32.03 | 31.77 | 31.21 | 31.59 | 30.31 | 30.03 | 31.16 | 0.82 26
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7 v A RS (i CD63 Skl

COLO201 #ifad & O K562 ML DR 28 i 7 S K8 L 7z Ml s/ iy % fi
W TR B & R L. K562 MHa ks 38 Rl o 4 Be R BRMAE (1
100 ~ 1 :800) B X U COLO201 Hifa ks & Fiik o 4 BeBE A BBk (11 200
~1:1,600) DEEMEZRLD 3T v ITv, WEMEDCV (%) %
Kbz,

Cell culture sup. of COLO201 Assay value (ng/mL)
(Dilution ratio) 1 2 3 Mean SD CV (%)
1:1600 1.09 1.07 1.12 1.09 0.02 2.1
1:800 213 213 2.19 2.15 0.03 1.6 18
1:400 4.26 4.39 442 4.36 0.09 2.0 :
1:200 8.65 8.80 8.96 8.81 0.16 18
Cell culture sup. of K562 Assay value (ng/mL)
(Dilution ratio) 1 2 3 Mean SD CV (%)
1:800 3.10 3.30 4.09 3.50 0.52 15.0
1:400 6.53 6.76 745 6.91 048 6.9
1:200 1344 14.53 15.27 1441 0.92 6.4 89
1:100 27.09 29.19 31.34 29.21 212 7.3
W 6 AT LIEHAROBREME (Linearity) %7 — %

COLO201 e & 0 K562 Mg K38 b2 A58 L 2z iiadh /M % B
TR T & AR L COLO201 Alfass 38 13k o 5 BB A sk (1 :
100 ~ 1 : 1,600). K562 #iifass 3 135 o> 5 BeREABUBA (1250 ~ 1 : 800)
DATHIE A & 5Pl L 720

COLO201 Mifudsa Lt~ 7 v oY (Pl CD63 Jufktit)

Dilution Assay value |Expected value|
f
Ratio Factor (x) (ng/mL) (ng/mL) % of expected
1:1600 0.000625 0.89 091 984
1:800 0.00125 1.82 1.72 105.6
1:400 0.0025 344 352 97.8
1:200 0.005 7.04 6.78 103.9
1:100 0.01 13.6 - -
16
y = 1351.7x + 0.113
" R2 = 0.9996
I 12
£
3 10
3 8
s s
3
2 4
2
0 : : : ; . )
0 0.002 0.004 0.006 0.008 0.01 0.012
Dilution factor ( x )
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K562 MilfakE 2 Lilt > 7 o BUEHE (B CD63 Hifkiril)

Dilution Assay value |Expected value % of expected
Ratio Factor (x) (ng/mL) (ng/mL) ’ P
1:800 0.00125 3.02 3.07 98.2
1:400 0.0025 6.15 6.19 99.3
1:200 0.005 124 12.7 975
1:100 0.01 254 26.1 972
1:50 0.02 522 - -
60
y = 2627.4x - 0.5317
50
= R2 = 0.9998
E 4
2
g 30
% 20
<
10
0 ; ; . . ,
0 0.005 0.01 0.015 0.02 0.025
Dilution factor ( x )

W 7 HiassEE LA~ OFMEIL (Recovery) %57 —%
COLO201 Hlfaksse FiE+ >~ 7V 1 1 400 75 RBAR~ O 30 Y
COLO201 Mk 2 B ok (1:400) 2. COLO201 HlizH:2¢ Lik
PONGEL 72 3 (25, 5. 10ng/mL) OMBA/NMLZRINL. Ao
B & AT W E SR 72,

Diluted samples of cell culture supernatant of COLO201 (1 : 400)

Spiked value Assay value Recovery value Recovery rate
(ng/mL) (ng/mL) (ng/mL) (%)
- 423 - -
25 7.03 2.81 112.2
5.0 9.19 4.96 99.2 104
10.0 14.3 10.1 100.5

K562 fifakiEse i+~ 7 v 1 200 7Bk~ i e L

K562 Mk i oAk (1:200) (2. K562 Mk ik o & Hyi
L7z 338 (10, 20, 40ng/mL) OMUFas /L2 7 L. Bk oo e i il &
ATV, B E R D 72,

Diluted samples of cell culture supernatant of K562 (1 : 200)

Spiked value Assay value Recovery value Recovery rate
(ng/mL) (ng/mL) (ng/mL) (%)
- 14.3 - -
10.0 24.6 10.3 103.0
20.0 338 19.5 975 99
40.0 534 39.1 97.8

[15. 3]

o HEARNE NS AR v MREFIITAS, IRSE. RENARZHIZOTTT S v,
e RIFHZ LI VT FE Vv, AF v FORIEIFE ST, Hy 1L B0
B2 8IS L2 A 3 B ICRE R TR T 55 o b 2L E % 17
W, DEREAREMOFE LR TEZZITTT S,
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o BHDERMEN D HMRRIATEZ L T P> TTE v, AFy MBI
HEDOW % EATHE T,

o HHIFEADKAR, HH L2HEHASR 1% R V<) v, 2% ZVF— LT ILF
B RFEAE01% ML EORMEFEZEE T ) 7 AEHIC TR BRI TF &
Vo T3 -7 U= TIREE L CTEEFEL TTF 3w, i L-HELP
F Al O 3 ST R i ik O BB I K IO Ao THEFELTT S
Vo

e BAT v T TORIBIICIE, 7T VOEE, BYoRA, REOMRY . 75
REOEFEHIET B, LTFFL— vy — 2o TTF &,

o ELISA I MEREIC X D B2 2 £ 3. WEHIE. FUSHIT O % « 20
~25C (EBBLEFEA v FaxR—FHIRE) 2HTFLTTS W, F7-
JiE (m7aVAd Et) KBEOBE T TOMEILMITTT SV,

eIVl O AT F I F—Ya VIZEHEBLIWERERLTF S W,
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