FUJIFILM

Code No. 297-79701 (300 reaction)

For Genetic Research
PS Capture™ Exosome Flow Cytometry Kit

[Introduction]

Extracellular vesicles (EVs) 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 etc. 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.

PS Capture™ Exosome Flow Cytometry Kit includes reagents for flow
cytometer available for a qualitative analysis of extracellular vesicles in
a cell culture supernatant and a body fluid. It can detect any surface
marker proteins on extracellular vesicles with high sensitivity by using
a fluorescence-labeled anti exosome surface antigen antibody after
extracellular vesicles are captured by magnetic beads on which proteins
that specifically bind with phosphatidylserine (PS) on the surface of
extracellular vesicles are immobilized.

[Features]

@ Easy operation by magnetic beads.

@ The kit can detect EVs in a sample directly without concentration
procedure.

@ The kit can detect any surface marker proteins of EVs within 3 hours.

[Kit contents]
This kit includes 3 components.

Components Amount State Note
Exosome Capture Beads |3 mL X 1 vial|Ready for use |Store at -20C
Concentrated o
Washing Buffer (10 x) 45 mL Use after Store at ZTIOC
X 2 bottles after melting
pretreatment
L Concentrated o
Exosome Binding 15 mL Use after Store at 2-10C
Enhancer (100 %) x 1 bottle ) after melting
pretreatment

[Storage and the expiration date of the kit]

Store the Exosome Capture Beads at -20 C . Store the Washing Buffer
(10x) and the Exosome Binding Enhancer (100 %) at 2-10C after melting.
The kit is stable until the expiration date under the condition (The
expiration date is printed on the label).

[Additional required materials]

Reagents :

1) TBS (As necessary)

2) Fluorescence-labeled anti exosome surface antigen antibody and
Fluorescence-labeled isotype control antibody

3) Sodium Heparin (As necessary)

Equipment :
1) Microcentrifuge
2) Vortex mixer
3) Tabletop centrifuge
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4) Magnetic stand (Code : 290-35591)

5) Tube mixer (Code : 623-05671) (As necessary)

6) Micro pipette

7) Pipette tip

8) Microcentrifuge tube (1.5 mL) ™!

9) Centrifuge tube (15 mL)

10) Ultrafiltration unit (Vivaspin20, M. W. cut off : 100K, Code No. VS2041)

(As necessary)

%1 It was shown that several types of microcentrifuge tubes are not
suitable for the reaction of exosome isolation and exosome stain-
ing. It has been confirmed that 1.5 mL microcentrigufe tubes in
the following table 1 is suitable for our Kkit.

Manufacturer Code No.
BM EQUIPMENT Co., LTD BM-15
Sumitomo Bakelite Co., Ltd. 631-27511
Eppendorf 0030108116
Eppendorf 0030120086
Thermo Fisher Scientific 90410

Table 1 Recommended 1.5 mL microcentrifuge tube

[Precaution for use]

Handling of biohazardous waste

Please treat human serum, human plasma, and human tissue samples as
infectious samples. Biohazardous wastes, which include waste liquid and
equipment such as microcentrifuge tubes, pipette tips, and gloves, must
be disposed of according to the guidelines of the institution.

[Outline of procedure]

\
[

Exosome Capture Beads

(10,000 X g supernatant)

1 pL Exosome Binding Enhancer (100 %)

ﬁ 100 pL of cell culture supernatant or body fluid

EVs Isolation with Exosome Capture Beads
(1 hour, room temperature)

Washing
Suspending Exosome Capture Beads (300 pL)

EVa-binding beads (300 uL)

\ Dispense 100 pL into each of two new 1.5 mL microtubes

&Q 100 uL EVs-binding beads
Fluorescence labeled Fluorescence labeled
Anti-Exosome surface antigen antibody

Tsotype control antibody \i 1/
Staining EVs with Fluorescence labeled antibody
(1 hour, room temperature)

Washing
Suspending Exosome Capture Beads (300 pL)

Flow Cytometric analysis of Exosomes
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[Procedure]

1. Preparation of sample

This is the section to prepare samples. This protocol is set for cell culture
supernatant and body fluids (serum and plasma). When other body
fluids are used, please examine the appropriate pretreatment protocol by
referring to the protocol for serum and heparin plasma.

In the case of cell culture medium
1) Culture cells under an appropriate condition™?

%2 Please refer to appropriate culture conditions, depending on cell
lines. To ensure that isolated extracellular vesicles originate
from your cells, please use extracellular vesicle-depleted FBS.
Extracellular vesicle-depleted FBS is prepared by ultracentrifuga-
tion (Example : at 110,000 x g for 18 hours) or is commercially
available.

2) Harvest the cell culture medium.

3) Centrifuge the cell culture medium at 300 X g for 5 minutes at 4T to
remove cells and debris.

4) Transfer the supernatant from step 3) into a new tube.

5) Centrifuge 4) at 1,200 X g for 20 minutes at 4C to remove the cell
debris.

6) Transfer the supernatant from step 5) into a new tube.

7) Centrifuge 6) at 10,000 x g for 30 minutes at 4C to remove the large
EVs.

8) Transfer the supernatant from step 7) into a new tube™.-+- (10,000 x g
supernatant)

%3 10,000 X g supernatant can be filtered through a 0.2 um filter to
remove the large EVs completely.

In the case of Serum, Heparin plasma, EDTA plasma and

Citrated plasma™!

1) Centrifuge the sample at 1,200 X g for 20 minutes at 4C to remove
the cell debris.

2) Transfer the supernatant from step 1) into a new tube.

3) Centrifuge 2) at 10,000 X g for 30 minutes at 4C to remove the large
EVs.

4) Transfer the supernatant from step 3) into a new tube. --- (10,000 X g
supernatant)

%4 In the case of EDTA plasma and Citrated plasma, the anticoagulant
contained in the sample inhibits the binding of extracellular vesicles
to Exosome Capture Beads. Therefore, when the sample is
EDTA plasma and Citrated plasma, perform the operation for In
the case of EDTA plasma and Citrated plasma according to step
8)" of 2. Isolation of Extracellular Vesicles. Then proceed to 3.
Immunostaining of Extracellular Vesicles.

—3/20 —

(Flowchart of Sample Preparation (Section 1))

Cell Culture Medium

Sample
(Cell culture medium)

300 x g, 5 min, 4°C

| Precipitation | | Supernatant |
(Cells) 1,200 x g, 20 min, 4°C
| Precipitation | | Supernatant |
(Cell Debris) 10,000 x g, 30 min, 4°C
| Precipitation | | Supernatant |ﬁ Isolation step
Proceed to step 1) of
(Large EVs) (10,000 x g sup. fraction) section 2
Serum and heparin plasma
| Sample |
é = 1,200 xg, 20 min, 4
| Precipitation ” Supernatant
(Cell Debris) é = 10000 xg, 30 min, 4
| Precipitation ” Supernatant |% Isolation step
Proceed to step 1) of
(Large EVs) (10,000 x g sup. fraction) section 2
EDTA plasma and Citrated plasma

(EDTA plasma and Citrated plasma)

é 2 1,200 x g, 20 min, 4°C

| Precipitation ” Supernatant

(Cell Debris) 10,000 x g, 30 min, 4°C
Isolation step

| Sample |

| Precipitation | | Supernatant Proceed to step 1) of
section 2.
(Large EVs) (10,000 x g sup. fraction) However, from step 8), proceed to

the operation for In the case of
EDTA plasma and Citrated plasma.

2. Isolation of Extracellular Vesicles

This is the section to isolate extracellular vesicles from samples with
Exosome Capture Beads. Here, the reaction scale for 2 reactions using a
1.5 mL microcentrifuge tube is set as the basic protocol. Scale-up is
required, please increase the amount of Exosome Capture Beads, the
sample volume, the amount of Exosome Binding Enhancer (100X ), and
the volume of WB (+Enhancer) per one washing in accordance with the
following table 2.

Please note that the operation after step 8) is different for EDTA plasma
and Citrated plasma. Choose the protocol that suit your sample type.

i
Quvof B Copaele | Esorome B v washing
Reaction |Beads (uL) (uL) cuspen dix?gnprocess )
2 reactions
(basic) 30 100 1.00 300
3 reactions 40 133 1.33 400
4 reactions 50 167 1.67 500
5 reactions 60 200 2.00 600
6 reactions 70 233 2.33 700
7 reactions 80 267 2.67 800
8 reactions 90 300 3.00 900
9 reactions 100 333 3.33 1000
10 reactions 110 367 3.67 1100

Table 2. Recommended reaction scale
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1) Add 05 mL of Washing Buffer (10 X) and 45 mL of ultrapure wa-
ter to a 15 mL centrifuge tube and mix by vortex mixer. Moreover,
add 50 L (1:100 volume) of Exosome Binding Enhancer (100x) to
the 15 mL centrifuge tube containing Washing Buffer (10x) and ul-
trapure water, and mix it by vortex mixer..--WB (+Enhancer)

2) Add 300 uL of WB (+Enhancer) to a new 1.5 mL microcentrifuge
tube.

3) Suspend Exosome Capture Beads thoroughly for 10 sec ~ using a
vortex mixer. Make sure homogeneous suspension of the magnetic
beads is achieved before use.

4) Transfer 30 uL of Exosome Capture Beads from step 3) to the 1.5
mL microcentrifuge tube of step 2).

5) Vortex the 1.5 mL microcentrifuge tube from step 5) for 5 sec ~
and spin down, and then place it on the magnetic stand for 1 minute.
Remove the supernatant after separation of magnetic beads and su-
pernatant.

6) Add 300 uL of WB (+Enhancer) to the 1.5 mL microcentrifuge tube
from step 6) and vortex it for 5 seconds—~.

7) Spin down the 1.5 mL microcentrifuge tube from step 7), and then
place it on the magnetic stand for 1 minute. Remove the superna-
tant after separation of magnetic beads and supernatant.

8) Add 100 uL of 10,000 X g supernatant to the 1.5 mL microcentrifuge
tube from step 7) and vortex it for 5 seconds~.

9) Add 1uL of Exosome Binding Enhancer (100 X ) to the 1.5 mL
microcentrifuge tube from step 8) and vortex it for 5 seconds~.

10) Place the 1.5 mL microcentrifuge tube from step 9) at room temper-
ature for an hour with vortexing the tubes every 20 minutes *°.

%5 When a tube mixer is used in the step 10), the mixing speed of
the tube mixer should be set at 500 rpm. Faster speed than 500
rpm may result in the inefficient binding between EVs and the
Exosome Capture Beads.

Recommended tube mixer : MS3 Control, IKA, Code : 623-05671

11) Spin down the 1.5 mL microcentrifuge tube from step 10), and then
place it on the magnetic stand for 1 minute. Remove the superna-
tant after separation of magnetic beads and supernatant.

12) Add 300 L of WB (+Enhancer) and vortex it for 3 seconds~.

13) Spin down the 1.5 mL microcentrifuge tube from step 12), and then
place it on the magnetic stand for 1 minute. Remove the superna-
tant after separation of magnetic beads and supernatant.

14) Repeat steps 12)-13) again.

15) Add 300 uL of WB (+Enhancer) and vortex it for 3 seconds~.
---EVs-binding beads

In the case of EDTA plasma and Citrated plasma
8)" Dissolve 10,000 U of sodium heparin (Code: 085-00134) with purified

water to make 1,000 U/mL heparin sodium solution.

Add 100 uL of 10,000 X g supernatant to the 1.5 mL microcentrifuge

tube from step 7) and vortex it for 5 seconds~.

Add 1 : 200 volume of heparin sodium solution to 1.5 mL microcen-

trifuge tube from step 9)". (final concentration : 5 U/mL)

11)" Add 1 : 20 volume of Exosome Binding Enhancer (100x) to 1.5 mL
microcentrifuge tube from step 10)" and vortex it for 5 seconds~.

12)" Spin down 1.5 mL microcentrifuge tube from step 11)" and then
place it at room temperature for an hour with vortexing the tube
every 20 minutes *° for 5 seconds~.

13)" Spin down 1.5 mL microcentrifuge tube from step 12)", and then

place it on the magnetic stand for 1 minute. Remove the supernatant

after separation of magnetic beads and supernatant.

Add 300 «L of WB (+Enhancer) to which 1 : 200 volume of heparin

sodium solution was added, and vortex it for 3 seconds~.

15)" Spin down 1.5 mL microcentrifuge tube from step 14)", and then

9)

10)

14)
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place it on the magnetic stand for 1 minutes. Remove the supernatant
after separation of magnetic beads and supernatant.

16)" Add 300 uL of WB (+Enhancer) and vortex it for 3 seconds~.

17)" Spin down 1.5 mL microcentrifuge tube from step 16" ), and then
place it on the magnetic stand for 1 minute. Remove the supernatant
after separation of magnetic beads and supernatant.

18)" Add 300 uL of WB (+Enhancer) and vortex it for 3 seconds~. -
EVs-binding beads

(Flowchart of Extracellular Vesicles Isolation (Section 2)]

1.5 mL microcentrifuge tube
+ 300 1« L WB (+Enhancer)
+ 30 uL Exosome Capture Beads

Vortex

Spin-down

Magnetic stand, place for 1min.

Remove sup.
+ 300 u« L WB (+Enhancer)
Vortex

Spin-down

Magnetic stand, place for 1min.

Remove sup.

+100 1L 10,000 % g sup. fraction
+ 1 uL Exosome Binding Enhancer (100 x)

>In the case of EDTA plasma and Citrated plasma
+ 100 1L 10,000 x g sup. fraction
+ Heparin sodium solution : 1/200 of sample
+ Exosome Binding Enhancer (100x%) : 1/20 of sample

Incubate at R.T. for 1h (vortexing every 20 min)

<>_|> Spin-down

Magnetic stand, place for 1min.

1
Remove sup.

+ 300 L WB (+Enhancer)

>In the case of EDTA plasma and Citrated plasma
+ Heparin sodium solution : 1/200 of WB (+Enhancer).
(Only the first washing step.)
x1 Vortex
Spin-down
Magnetic stand, place for 1min.

|
Remove sup.

+ 300 ¢ L WB (+Enhancer)
EVs-binding beads

3. Immunostaining of Extracellular Vesicles

This is the section to immunostain extracellular vesicles with fluores-
cence-labeled antibody (fluorescence-labeled anti exosome surface anti-
gen antibody and fluorescence-labeled isotype control antibody). Here,
the reaction scale for 2 reactions using a 1.5 mL microcentrifuge tube is
set as the basic protocol. When the reaction scale at 2. Isolation of
Extracellular Vesicles was scaled up than 2 reactions, increase the
number of aliquots of EVs-binding beads dispensed in step 1) in this
section.
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1) Dispense 100 uL of EYs_-binding beads into each of two new 1.5 mL
microcentrifuge tubes *°.

%6 When the reaction scale at 2. Isolation of Extracellular Vesicles
was scaled up than 2 reactions, increase the number of aliquots
of EVs-binding beads according to the reaction scale. (Example :
when the section 2 was performed in 6 reactions, dispense 100
uL of EVs-binding beads suspension into each of six new 1.5
mL microcentrifuge tubes.)

2) Add fluorescence-labeled anti exosome surface antigen antibodies or
fluorescence-labeled isotype control antibodies into the each of 1.5 mL
microcentrifuge tubes from step 1) and vortex it for 5 seconds ~*".

%7 Optimization of antibody concentration is necessary to obtain
good sensitivity. In the first experiment, add the recommended
amount used per test in accordance with the manufacturer’s
instruction (e,g, the amount of antibody used per 1 x 10° cells).

3

N

Place the 1.5 mL microcentrifuge tube from step 2) at room tempera-
ture for an hour with vortexing the tubes every 20 minutes **.

%8 When a tube mixer is used in the step 3) , the mixing speed of
the tube mixer should be set at 500 rpm. Faster speed than 500
rpm may result in the inefficient binding between EVs and the
Exosome Capture Beads.

Recommended tube mixer : MS3 Control, IKA, Code : 623-05671

4) Spin down the 1.5 mL microcentrifuge tube from step 3), and then
place it on the magnetic stand for 1 minute. Remove the supernatant
after separation of magnetic beads and supernatant.

5) Add 300 uL of WB (+Enhancer) and vortex it for 3 seconds~.

6) Spin down the 1.5 mL microcentrifuge tube from step 5), and then
place it on the magnetic stand for 1 minute. Remove the supernatant
after separation of magnetic beads and supernatant.

7) Repeat steps 5)-6) again.

8) Add 300 uL of WB (+Enhancer) and vortex it for 3 seconds~*".

%9 The suspension volume of Exosome Capture Beads can be
changed in the step 8) according to the flow cytometer used.
Please adjust the appropriate amount of WB (+Enhancer).

9

=

Analyze the Exosome Capture Beads by flow cytometry *'* '’

%10 When analyzing the Exosome Capture Beads by flow cytometry,
as shown in Fig. 1 below, gate the fraction in which Exosome
Capture Beads are not aggregated from the plot diagram
composed of forward scattered light (FS) and side scattered
light (SS), and then compare the fluorescence intensity of the
Exosome Capture Beads contained inside the gate.

10004
~ 8004
2]
[23 i 100
B ewoq 3 : -
H €
e 2
£ 6 ____..é
H w0
Gating no 01
@ g
pes P aggregation. fraction
@ 004 i
T T T T T U
0 200 400 800 80 1000 10 10 10 10
Forward Scattered (SS) Fluorescence Intensity

Fig. 1 Procedure for analysis of extracellular vesicles using flow cytometry

%11 Filtrating the Exosome Capture Beads with cell strainer before
the flow cytometric analysis may decrease the aggregation of
Exosome Capture Beads. (Falcon” 5 mL Round Bottom Polystyrene
Test Tube, with Cell Strainer Snap Cap, Code : 643-50461 etc.)

—7/20 —

(Flowchart of Extracellular Vesicles Immunostaining (Section 3))

1.5 mL microcentrifuge tube

X1

+ 100 uL EVs-binding beads

Vortex
1

+ Fluorescence labeled antibodies (e.g. anti CD63 - PE)

Incubate at R.T. for 1h (vortexing every 20 min)

QI) Spin-down

Magnetic stand, place for 1min.

Remove sup.

—

+ 300 L WB (+Enhancer)
Vortex

Spin-down
Magnetic stand, place for 1min.
Remove sup.

+ 300 uL WB (+Enhancer)

Flow Cytometry Analysis

[Related products]

Code No.

Product Name

Package Size

297-79201

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

96 reactions

PS Capture™ Exosome ELISA Kit

298-80601 (Streptavidin HRP) 96 reactions
299-77603 . . . 2 purifications
MagCapture * Exosome Isolation Kit PS - -
293-77601 10 purifications
290-80301 | PS Capture™ Exosome Isolation Resin Kit 05 ;LKéfurry)
012-27063 | Anti CD63, Monoclonal Antibody (3-13) 100 uL
018-27641 | Anti CD63, Monoclonal Antibody (3-13), 25 tests
014-27643 | Fluorescein Conjugated 100 tests
011-27751 | Anti CD63, Monoclonal Antibody (3-13), 25 tests
017-27753 | Red Fluorochrome (635) Conjugated 100 tests
Anti CD63, Monoclonal Antibody (3-13),
01927713 Biotin Conjugated v 100 4L
014-27763 | Anti CD9, Monoclonal Antibody (1K) 100 uL
013-27951 | Anti CD9, Rat Monoclonal Antibody (30B), 20ul
019-27953 | Biotin Conjugated 100 uL
011-27773| Anti CD81, Monoclonal Antibody (17B1) 100 u L
052-09301 | Exosomes, from COLO201 cells, purified 50 uL
058.09261 g};zzsz Extracellular Vesicle Blocking 1 mL
085-00134 | Heparin Sodium 10,000 U
317-90175| 10 x TBS (pH 7.4) 500 mL
290-35591 | Magnet Stand 1 unit
623-05671 | MS 3 Control (tube mixer) 1 unit
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3) HlER AR & 300 x g, 4C T 5 oM aiEs 2 Giieo 558k .

4) D LEEFH LT 2—TITET,

5) 1200 x g, 4C T 20 om0 2 GEgW A o458 o

6) 5D LEEH LVF 2 —TITET,

7) 10,000 X g, 4°C T 30 4= 0 or#ET 2 (K& w4 Xofiust e
D5HE) o

8) D Eifiz# L\ F 2 — 712837 -+ (10,000 x g @05 Bl i i)

¥3 K EWH A ZOMINaIIE Z SE 4Tk Lo wiaid. 10,000 x
g D EEE 02um 74 V7 —TABUE L TL 728w,

L3 - ~28Y) VIR O EDTA IE - 7 = VBIIE D47

1) H ¥ 7NV%E 1200 X g, 4CT 20 B2 IR F o558 o

2) DOLFEEHLVF 2—T 128 T,

3) 10,000 X g, 4T T 30 M L adEST % (K& Wi A4 ZofMifasb e
DHHE) o

4) 3O LFEEH LT 12— T8 T, (10,000 x g L5 B i misy)

¥4 EDTA M - 7 = VRIS~ 7V Tl $ > 7VIicE T b0
BeEF) AsH AL/ NE & Exosome Capture Beads D& % fH L
3. 207, ¥ 7P EDTA M4 - 7 =V BRIEDY &
2. MifgsNMaodEEo 8) X b, EDTA I - 7 = ¥ BRI
F Y TNOEEOBNEEIT . 3. MKV N O eth o TREAN B
ML 7280,
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(o Inodfi7a— (TF1))
fRisE LS DES

[ o> mmemss |

f 2 300 x g, 5min, 4C

[ | [ b8 ]
(#a) E 2 1,200 x g, 20min, 4°C
EEEREEE
(HRBRURF) 10,000 x g, 30min, 4°C
| P | | = |—> s NIRRT

(Large EVS) (10,000 x g iSiD$YRE L5&ESY)

& - NNV > MRS

| B2 |
E —> 1,200 xg, 20min, 4°C
IR
(HRRRERE) 10,000 x g, 30min, 4°C

ks Z Ty T
(Large EVs) (10,000 x g L3 LiEEIS)

EDTAI#E - ¥/ TUBmMBEOIEE

| HrIn |

EE 1,200 x g, 20min, 4°C

IEEEEREEE

(HERRER ) <2 10,000 x g, 30min, 4°C
P i MRS INREBER T Y T
f=fZL, 8)h 5 FEDTAMEE -+ &

(Large EVs)  (10,000xg EOSHELMED) T3 EMmBOHBE DIRIE~NED,

2. My o B

A T.# 1 Exosome Capture Beads &4 > 7 )V % G X8, ¥ 7 ho
M 2 kS 2 TR TY . 15mL A~ A 27 0F 2 — 7% {7z s
F QIS BEATT PI-VICEELTVET, JUSAT— V&K
& {9544, Exosome Capture Beads fli i@, ¥ > 7w, # 7w
W29 % Exosome Binding Enhancer (100 x) &, — PG T
4% WB (+Enhancer) i % DL FORICHEVA T — VT v 7 EETL
728w,

EDTA Iii%t - 7 = Y BEIMSEOY A, 8) 2L Eb Y 3., v 7
OFEFICAbE 7O F a— ) VIZBHEAL 720,

) Exosome Capture P Tz zmu +5 ‘1 [RI DY K O & — XD
g4 Beads (uL) 4271 (uL) | Exosome Binding Enhancer ;§{11£FH1’Z>
(100 x) it (uL) it (uL)

2&"%} 30 100 1.00 300
3RSy 40 133 1.33 400
4RSSy 50 167 1.67 500
Blranys 60 200 2.00 600
6y 70 233 2.33 700
RIS 80 267 2.67 800
8IIE4Y 90 300 3.00 900
RISy 100 333 3.33 1000
1OKEI 5y 110 367 3.67 1100

2 BRIGBICET 288386 XY ¥ TV OHIR

1) 15mL AL 1C 05mL @ Washing Buffer (10 ) & 45mL O 5
KEMZTRVT v 7 ATRET 5. E5HI250uL (1/100 &) O
Exosome Binding Enhancer (100 x) Z ML RV T v 7 A3 FH—
THAT %, -WB (+Enhancer)
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2) rLwlsmL&E~ A 7 uF 2—712, WB (+Enhancer) % 300 uL
Mz %

3) Exosome Capture Beads 2SA 572 HF ANAL TV RNVTF v 7 AT
10D LR L, @5 — X%+ %3 %,

4) 3)DH T ANA T H 5 30 uL @ Exosome Capture Beads ZHL 1 ,2)
®» WB (+Enhancer) %# & 15mL A~ A 7 0F 2 —712Z %,

5 4D I5SmLAEYA 7 0F2—TE5PRIERLVT v 2 AL, H i
LETRE YTy v Licth, BHBAASY Y Ficky FL. #15H
i 5. 0%, Lz Exy FTHRL

6) 5) D 15mLAE~A 7 0F 2— 72 WB(+Enhancer) % 300 uLMZ T,
SHRERVT Y 7 2§ 5,

7) 6)D 15mLER A 7B F 2— 7%$LL®%TXE/V@/LK&
HHBSAAY Y Fizty ML, H 1 0HEET 2, 20k, Lz
~y F T A<,

8) )P 15mLAE~YA 7 aF 2— 712100 uL @ 10,000 x g L% B
Wl EMZ. SBRERLVT Y 7 23 5,

9) 8)® 15mL #~ A4 71 F 2—712 1 uL ® Exosome Binding Enhancer
(100 x) ZFEML T, SBEERVT v 7 A5 2%,

10) 99D 15mLAEYA 7 B F 2 — 7 & ERT LREREEST 2, ZOMH,
Y TV 20 55, 40 56 1O 5 4 3 27 T9) @ 15mL %
“AraF2a—T R 5PBRERLVT v 7 A LT, A — X &HRET
Z)XE

%5 F 2 — 7 XY — 2T AHEE. 500rpm FEE o [l iz K E T
i, 1R LT 223w iR 4. Exosome
Capture Beads ~OFMIEAVNEOREE AT oL b ’"J‘ﬁ'é‘fﬂiﬁ“i%
DEd,

HEdEF 2 — 7 3 F 49— IKA #: MS3 Control (2 — F No. 623-
05671)

11) 100D 1L5mLE~YA 7 0 F 2 — T & 5 Eab g TAY v 7 v L7k,
HHABAASY ¥ FiZty FL. 81 0HEHEST 5, 20k, Lifz ¢
~y F T A<,

12) WB (+Enhancer) 300 uL # 15mL A~ 4 7 08 F 22— 712 Zx T3
BWRERVT Y7 A3 5,

13) 12)D15mLAE~YA 7 0F 2 — 7% H E g TRAE ¥y v L7z,
HHMAAY » Ficky ML, 15 HEEST S5, 2ok, Lt e
~Xy FTH<

14) 12)~13) O#FfEzE 25121 Y KT,

15) WB (+Enhancer) 300 uL # 2 C3BRERVT v 7 X5 5, -l
RSk s S g € — X

EDTA I - 7 = VIBIEEY ¥ T VO%E

8)" ~s%1) ¥+ Y4 (Code: 085-00134) 10,000U % 4% 8K T L
1000U/mL A% ¥ 5 b A& RS %,

9)" 7)®15mL AR A 7 aF 2—712100 uL 10,000 % g 55805 8 |
Wiy %z, 5HRBERVT Y 7 2§ 5,

10)" 1/200 5D ANSY ¥ F 8 ) & AT Z RIS 5 GEIREE 5U/mL) o

11)" 1/20 % i @ Exosome Binding Enhancer (100 x) #i&mL. 5
BERLVFY 7 2T 5,

12)) A& oL, 11) O 15mLERA 7 0F 2 —T %% MTlﬁﬁ
RS %0 ZOML ¥ 7VRINE 20 57 40 50, 1RO % £ 3
FTHEMBERLTF v 7 A LT, WAE— X257,

13)" 12) ® 15mL A A 7 0F 2 — 72 H EBETAE Y ¥y v Lz
By HHBAAY Y Ficky L. 81 5HMBEST 5, 20k, Lk
HEEXRY FTHL{,

14)" 1/200 58D ~8) ¥ F ) o AR Z TR L 72 WB (+Enhancer)
300uL % 13)" D 15mL %~ 4 7 0 F 2 — 72 T, 3RREER L
Fv I AT 5,

15)" B EEOETAE Yy ¥ v Lz, SR AY ~ Fizky b L.
W1oMEET 5, Tok, iz vxy FThLE

16)" WB (+Enhancer) 300 uL # i1z C3MBERLV T v 7 A5 %,

17)" HEmOHETAE Y ¥y v Lk, BEHBRASY ~ Fizky bL,
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18)°

10 HEEST 5. €Ok, RifEZEXy TR
WB (+Enhancer) 300 uL # 12 C. SHERERVF v 7 2T %,
KRR SRR E — X

(RIS g7 v — (L#2))

1L.5mMLEY/ o 0Fa—T

X1

+ 300¢L WB (+ Enhancer)
+ 30uL Exosome Capture Beads

RILTF VIR
ZEVEYY
WRA2 Y R, 19HKE
|
LEERE
| + 300 WB (+Enhancen)
RLF o R
ZEVEYY
HMRRAE Y R, 15 HKE

|
LiEERE

+1004L 10,000 x g iy L ME S
+ 14L Exosome Binding Enhancer (100%)

XEDTAME - ¥ T RMIEDIEE
+100uL 10,000 x g D43 EEE S
+1/200 ~/SY UF R o LER
+ 1/20 Exosome Binding Enhancer (100x)

FRTIMKMSHE (204, 409, 1BHOE2( IV TRLT VI R)

{l) REVEDY

I&ZTﬁxa v RS HERE
LEEERE

+ 300 4L WB (+Enhancer) XEDTAMm#E - & T > EmiENIHE

+ 300uL WB (+Enhancer)

+ 1/200~/81) UF B LIER

HILFvs R (MEDWashdD )
AEVHEDY

Wlﬁxﬁ v RS HERE

LEERE

+ 300uL WB (+ Enhancer)

| smmastrmmamsE—X |

3. MRS Gt
ARTAIWEAE — 2 FICHEE L Ml sh N e % SouiEiuil (b7
AV s A Fary ra—uikd L REtEskT 7 v v — 24 R P

%) 1<

XY Yfad 5 TRTY, 1L5mLAYA 7 0F 2 — T2 -G R

@ BIEsr) ZEATO P a—vELTwET, MM EE TR IS
BOTHIBAT — V& 2 UG LD dRELHEE ATRED 28
VF 2 MRS MRFS SRR E — ADMEAREZ WP LTS v,

D 2A% 0 L 15mL &~ 4 7 05 2 — 7 MV S AR E —

A% 100 uL 2507 %o

XGﬁ%ﬂ¢m®$%Iﬁ:bmf\ZﬁMﬁ;b§k§wx#—»
TS S 7204, MRIPMERERRE — X% 513 % 15mL
KA 70 F 2 —TOREE., FUBAT —VIZHE-> THIR LTL
2EE W, (f: AHas N HEE TR % 6 BUS 45 CHEM L 7256
KD 15mLH~Y A4 7 0F 2— 712 100 uL $O5 T %0)
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2)

3)

4)

5)
6)

7)
8)

9)

ORI T A VI AL Tary ba—Pifkd L daseidike ~
VY — AREPFEPUEZ BRI L T SHRERLVT v 7 2577,

T R IRIE % 1 B 72O PURIRIE O B L LTS RO
FERTIE, PUARORENGRITCOHERT S 1 7 A Mo ) ofifhfl
M (B0 1 x 10° Ml d 72 0 WM 2 Pufka) 2L T <
AR

2)D 15mLAY A 70 F 2 —T 2R T MEHET 2. €O, #&
SEREREPUARTRME 20 4 40 5 1Bl % 4 3 2 7 C2) D 15mL &
XA OF 2 —TESHRERLVF Y 7 A LT, WAE— X288y
%58,

¥ F 2 — 7 IFF—FMI SN DYE 1, 500rpm 2 FE o )iz 5
TR L TL 28 v, s3SI A, s~
DHCRIEDOREE VAT L R D WEEEYEDH ) £5,

H4EF 2 — 7 3 F 49— 1 IKA #: MS3 Control (= — F No. 623-
05671)

JDLSMLAEYA 7 8F 2 —T & H LEOMETAYE V¥ v Lz,
BHMARAY v gty ML, 1 0MEET 5. €0k, Lifze
Ry FTHR<

WB (+Enhancer) 300 uL iz C3HBRERVT v 7 X5 5,

5)D 15mLAEYA 7 8F 2 — T & H L@ ETAY V¥ v Lz,
BHMARAY v Mgty ML, ®15MEET 5. €0k, Lifze
~y FTE <,

5)~ 6) DFMEE E HIT 1 Y KT,

WB (+Enhancer) 300 L Iz T 3WRERLF v 7 2§57,

¥OTHHO7u—H A4 X M) —OEHFICEDE T, WB (+
Enhancer) OFMIE 2 LT 7280,

TH—HA b AR Ik D TR 0

10 70 =% A4 P A MY =X EAT)BIE, LTOM1IOX
I ISHITEELE (FS) L MUTRGEDE (SS) @7 m vy b &
HRE—ADPEEL TR VEIGETy—74 7L, 7= FPAIZ
HEENDWRE — XDHOLIMEZ B L T 728w,

1000-{
—~ 8004
o
(./_J, 100+
R 004 ﬁ
% S e )
R 400 .. - o
= BELTORWESE—X R s
= ERES—F1ITD
200+
T T T T T L N "
0 200 400 600 800 1000 10° 10" 10° 10°

AIASHEKE (FS) s
B17a—44 2 +Y =27k ME o i Tt

11V A PL—F =2 T5I 210D, U= ZX0EEZTRWT
X LMD S Y £, (Falcon” 5mL Round Bottom Polystyrene
Test Tube, with Cell Strainer Snap Cap, I — F No. 643-50461
L)

(s Mo Rt 7 o — (14 3))

1.5mLBAYA( 9 0Fa—T

X1

—

+ 100 uL MRSV MEFE SR E—X
+ BRBHIAK (4] : :1CD63-PE)
RILTF VIR
|
FRTIRMHFE (209, 4093,

%_|> REVEYY

WRRAE 2 R 15 RHKE
|
LEERE

+ 300 1L WB (+ Enhancer)
RILTFvIR
ZEVHESY

HWRRA5 Y R, 12HKE

|
LEERE

+ 300 1L WB (+ Enhancer)

TO—HA bA YT

1RO E M 2T TRILT Y R)
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(B85 5]
a— K No. i % FOI TS
My y—a v
29779201 | [ SDe 20T T A PSATT L ey
™ T ) — ) "
29977603 | MagCapture™ 2 [l il
203-77601| TZ VYV —LTA VL —Yar*xv bPS 10 [al)
PS Capture™ 1% b
290-80301 b ‘/p‘/ —AT7AVL—=YaryLYrFy b+ (05 mL Slurry)
012-27063 | ¥i CD63, E/ 7 1o —F ik (3-13) 1004L
01827641 | 4 CD63, €./ 7 u—F Ltk (313), 25 [l
01427643 | 7V F L4 VL 100 [a1
011-27751 | #i CD63, ./ 7 u—F LHifk (3-13), 25 M
017-27753 | REHOLEFE (635) #E 100 111
019-27713 f’_tg_'fi %ﬁz\’ 7 =Tl (313), 1004L
014-27763| $i CD9, €/ 7 u—F Ltk (1K) 100L
01327951 | # CD9, 5 v k& 7 a—F itk (30B), 20uL
019-27953 | €A F v #ie 100uL
011-27773| #i CD81, &/ 7 u—F ¥tk (17B1) 100xL
052-09301 | =2 vy —2, COLO201 AIapsE, Hish 50uL
05809261 | EV-Save™ Milasb/ a7 v v % v 7 ik ImL
085-00134 | ~/SY ¥ F R L 10,000U
317-90175| 10x TBS (pH 74) 500mL
200-35591 | 7 kv b RF UK 15
623-05671 | MS 3 Control (tube mixer) 154
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