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MagCapture™ Exosome Isolation Kit PS

[Introduction]

Exosomes and other extracellular vesicles (EVs) are small
membrane vesicles containing protein, mRNA, microRNA,
DNA, and lipids, which are secreted by various cells and are
stable in body fluids including blood, saliva, urine, cerebrospinal
fluid (CSF) and breast milk. These EVs have been recognized as
messengers of cell-to-cell communication, and biomarkers for
various diseases. Conventionally, ultracentrifugation, affinity
purification using antibody to surface antigen, and precipitation
with polymer reagents are used for isolation of exosomes.
However, these methods are not fully satisficing in all perfor-
mances criteria such as recovery efficiency, purity and operability.

MagCapture™ Exosome Isolation Kit PS adopts a novel affinity
purification method using magnetic beads and phosphatidylserine
(PS)-binding protein (PS affinity method). This kit can easily
isolate high purity exosomes and other EVs from cell culture
medium and body fluids at high yield by a normal microcentri-
fuge. If higher purity exosomes are needed, please use the
10,000 X g supernant as sample. This kit enables the isolation
of exosomes and other EVs as intact forms because the captured
EVs are eluted from magnetic beads with metal-chelating
reagent at neutral pH. The isolated intact exosomes and other
EVs can be used for various applications including electron
microscopic analysis, nanoparticle tracking analysis, administra-
tion of EVs and analysis of molecular constituents such as pro-
teins, lipids, or nucleic acids.

[Features)

® High purity exosomes and other EVs are isolated by a novel
affinity purification method (PS affinity method).

® The purity and yield of exosomes are higher than ultracen-
trifugation.

® This kit enables the purification of exosomes and other EVs
as intact forms, and can be used for various applications.

® Exosomes can be isolated with magnetic beads.

® No ultracentrifugation is required.

[Kit contents]
This kit includes 7 components.
- 2 purifications

(1) Streptavidin Magnetic Beads 120 L X1 tube

(2) Biotin-labeled Exosome Capture 20 pL X1 tube

(3) Exosome Capture Immobilizing Buffer 7 mL X1 bottle

(4) Exosome Binding Enhancer (X 500) 100 L X1 tube

(5) Washing Buffer 30 mL X1 bottle

(6) Exosome Elution Buffer 1 mL X1 bottle
)

Reaction Tubes 4 tubes
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- 10 purifications

(1) Streptavidin Magnetic Beads 600 2L %1 tube
(2) Biotin-labeled Exosome Capture 100 L X1 tube
(3) Exosome Capture Immobilizing Buffer 35 mL X 1 bottle
(4) Exosome Binding Enhancer ( X 500) 500 xL %1 tube
(5) Washing Buffer 75 mL X 2 bottles
(6) Exosome Elution Buffer 5mL X1 bottle
(7

) Reaction Tubes 22 tubes

[Storage]
Store at 2-10C

[ Additional required materials]
Reagents :
1) TBS (As necessary)

Equipment :

1) Microcentrifuge (Max > 10,000 X g)

2) Vortex mixer

3) Tabletop centrifuge

4) Magnetic stand

5) Rotator or tube mixer

6) Micro pipette

7) Pipette tip

8) Microcentrifuge tube (1.5 mL)

9) Centrifuge tube (15 mL) (As necessary)

10) Centrifuge tube (50 mL) (As necessary)

11) Ultrafiltration unit (Vivaspin6, M. W. cut off : 100K,
Code No. VS0641 or Vivaspin20, M. W. cut off : 100K,
Code No. VS2041) (As necessary)

[Precaution for use]

1. Equipment
Please use sterile or DNase and RNase free microcentrifuge
tubes and pipette tips. We recommend the use of gloves and
a mask to avoid contamination of DNase and RNase.

2. Reagents
If you analyze the nucleic acid (RNA, DNA) after isolation of
exosomes and other EVs, please handle reagents carefully
and keep them as sterile as possible. Additionally, if you
analyze the mass spectrometry of proteins after isolation of
exosomes and other EVs, please be careful of contamination
from other proteins.

3. 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 accord-
ing to the guidelines of the institution.
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[Procedure]

1. Preparation of sample

This is the section to prepare samples. When exosomes
and other large EVs are needed, prepare 1,200 X g super-
natant as a sample. Additionally, when highly purified
exosomes are needed, prepare 10,000 X g supernatant
as a sample*!. This protocol for sample preparation is set
for cell culture medium, serum, and plasma. When other
body fluids are used, please examine the appropriate
pretreatment protocol by referring to the protocol for serum
and plasma.

%1 To remove Large EVs such as apoptotic vesicles and
microvesicles from a sample, use of a centrifugal filter unit
(Millipore, Ultrafree-MC, GV 0.22 ym sterile, Product
Code : UFC30GVO0S) on the “supernatant’” obtained from
the sample by centrifugation at 10,000 X g for 30 minutes is
recommended. The filtrate can be used as a test sample.

In the case of cell culture medium

1) Culture the cells under the appropriate condition™2,

2) Harvest cell culture medium.

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

6) Transfer the supernatant from step 5) into a new tube.
( 1,200 X g supernatant )

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

8) Transfer the supernatant from step 7) into a new tube.
( 10,000 X g supernatant )

(Optional: Concentration of cell culture supernatant
by ultrafiltration and cautions]

If the volume of 1,200 X g supernatant or 10,000 X g
supernatant is over 1 mL, concentrating the sample by using
ultrafiltration unit (Vivaspin6, M. W. cut off : 100K, Code No.
VS0641 or Vivaspin20, M. W. cut off : 100K, Code No. VS2041)
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is recommended. Please concentrate until the sample is less
than or equal to 1 mL in accordance with the manufacturer’s
instruction manual. The maximum sample volume of ultrafiltra-
tion treatment is 50 mL (50-fold concentration). Exosomes and
other EVs can be efficiently recovered from concentrated sam-
ple.

Cautions for ultrafiltration concentration

Since extracellular vesicles may be adsorbed to the centrifugal
ultrafiltration unit and the amount recovered may be reduced,
add EV-Save™ Extracellular Vesicle Blocking Reagent (Code :
058-09261) (sold separately) to the sample for preventing loss of
them. However, EV-Save™ contains polymers, its use is not
recommended for proteomic analysis samples.

2% 2 Please examine appropriate culture conditions depending on cell
lines. Since the amount of extracellular vesicles in the medium is
small, please increase the culture scale as much as possible.
(Example: 20 mL or more is better) In addition, to ensure that
isolated exosomes which originate from your cells, please use
exosome-depleted FBS. Exosome-depleted FBS is prepared by
ultracentrifugation (Example: at 110,000 X g for 18 hours) or is
commercially available.

In the case of Serum and Heparin Plasma

Please centrifuge serum and heparin plasma used in this sec-
tion at 1,200 X g beforehand or prepare the processed sample.
When exosomes and Large EVs are needed, 1,200 X g sup.
fraction is used as a sample for purification. In that case, a float-
ing matter may be observed in 1,200 X g centrifuged samples.
When it was observed, centrifuge again at 1,200 X g and use it
as a sample for exosome and Large EVs purification.
1) Centrifuge a sample at 10,000 X g for 30 minutes at 4 C to
remove the large EVs*3,
2) Transfer the supernatant from step 1) into a new tube. - - -
( 10,000 X g supernatant )
%3 When Large EVs are needed, use ppt of Large EVs obtained by

centrifugation at 10,000 X g as sample after suspending it with
500 ¢L to 1 mL of TBS.

In the case of EDTA Plasma and Citrated Plasma

Please centrifuge EDTA plasma and citrated plasma used in
this section at 1,200 X g beforehand or prepare the processed
sample.

In the case of EDTA and citrated plasma, the anticoagulant
contained in the sample inhibits the binding of extracellular vesi-
cles to Exosome Capture Beads. Therefore, adjust the heparin
sodium solution just before the affinity reaction, add it to the
centrifuged sample, and proceed to the purification step. Details
are described in the section on EDTA Plasma and Citrated
Plasma in 3. Affinity Reaction.

1) Centrifuge a sample at 10,000 X g for 30 minutes at 4 C to
remove the large EVs*3,

2) Transfer the supernatant from step 1) into a new tube. - - -
( 10,000 X g supernatant )
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(Flowchart of Sample Preparation (Section 1)]
Cell Culture Medium

Sample
(Cell Culture Medium)

300 x g, 5 min, 4

i Precipitation Supernatant
(ppt) i (sup)
(Cells) 1,200 x g, 20 min, 4

ppt | sup*t > Purification Step
i Proceed to step 1) of section 3
(Cell Debris) (1,200 x g sup. fraction)
10,000 x g, 30 min, 4C

Purification Step i3
Proceed to step 1) pp
of section 3

Purification Step

%2
| | sup Proceed to step 1) of section 3

(Large EVs) (10,000 x g sup. fraction)

Concentration (optional*4)

“~50 mL (1,200 x g sup. fraction or 10,000 x g sup. fraction)

Ultrafiltration and concentration
(VivaSpin20, M. W. cut off: 100K)

Purification Step

. (~50-fold concentrated)

Serum and Heparin Plasma
| Sample (Serum and Heparin Plasma)*1 H Purification Step

Proceed to step 1) of section 3

(1,200 x g sup. fraction)
10,000 x g, 30 min, 4°C

Purification Step 3
Proceed to step 1) PP
of section 3

Purification Step

#2
| | sup Proceed to step 1) of section 3

(Large EVs) (10,000 x g sup. fraction)

EDTA Plasma and Citrated Plasma

Purification Step
Proceed to step 1) of section 3

| Sample (EDTA/Citrated Plasma)*1 |_>

(1,200 x g sup. fraction)

10,000 x g, 30 min, 4C

Purification Step
/]\ Proceed to step 1) of section 3

uonn|os unedsaH+

[we ] [ >

\b (Large EVs) (10,000 x g sup. fraction)
Purification Step | Add 1/100 volume of Exosome Binding Enhancer (X500)

Proceed to step 1) of section 3

%1 When exosomes and large EVs are needed, use 1,200 x g sup. fraction as sample.

%2 When exosomes are needed, use 10,000 x g sup. fraction as sample.

%3 When Large EVs are needed, use ppt of Large EVs obtained by centrifugation at
10,000 x g as sample after suspending it with TBS.

%4 The concentration step is an option when using a large volume (~ 50 mL) of cell
culture supernatant as a sample for purification. However, since recovery efficiency
improves, please perform it as much as possible.

2. Immobilization of Exosome Capture
This is the section to immobilize Biotin-labeled Exosome
Capture reagent to Streptavidin Magnetic Beads. Please
use the 1.5 mL Reaction Tube (included) in the downstream
experiment which requires magnetic beads operation™*.

1) Transfer 60 ¢L*5 of Streptavidin Magnetic Beads into a
new 1.5 mL Reaction Tube.

2) Add 500 ¢L of Exosome Capture Immobilizing Buffer
into the 1.5 mL Reaction Tube from step 1) and suspend
it by vortexing.

3) Spin down 2), then places it on the magnetic stand for 1
minute. Remove the supernatant after separation of
magnetic beads and supernatant.
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4) Add 500 ¢L of Exosome Capture Immobilizing Buffer
and 10 pL of Biotin-labeled Exosome Capture into the
1.5 mL Reaction Tube from step 3) and mix by vortex-
ing.

5) Mix for 10 minutes at 2-10 C with rotator or tube mixer.

6) Spin down 5), then places it on the magnetic stand for 1
minute. Remove the supernatant after separation of
magnetic beads and supernatant.

7) Add 500 xL of Exosome Capture Immobilizing Buffer
into the 1.5 mL Reaction Tube from step 6) and mix by
vortexing.

8) Spin down 7), then places it on the magnetic stand for 1
minute. Remove the supernatant after separation of
magnetic beads and supernatant.

9) Repeat steps 7)-8) twice.- - -
immobilized beads

34 Please only use the 1.5 mL Reaction Tube included in this
kit because only these tubes can generate the high recovery
rate of extracellular vesicles by preventing non-specific
adsorption of magnetic beads to the tube wall.

5 Please adequately suspend the magnetic beads by vortex-
ing. Make sure homogeneous suspension of the magnetic
beads is achieved before use.

Exosome Capture-

(Flowchart of immobilization of Exosome Capture (Section 2)]

1.5 mL Reaction Tube
+ 60 pL Streptavidin Magnetic Beads

+ 500 pL Exosome Capture Immobilizing Buffer
Vortex

Spin-down
Magnetic stand, place for 1min
|

Remove sup.

+ 500 L Exosome Capture Immobilizing Buffer
+ 10 pL Biotin-labeled Exosome Capture
Vortex

Incubate for 10 min at 4°C with gentle mixing

&I_) Spin-down

Magnetic Istand, place for 1min

Remove sup.

—
| + 500pL Exosome Capture Immobilizing Buffer
Vortex

%2 | Magnetic stand, place for 1min

Remove sup.

Exosome Capture-immobilized beads

Affinity Reaction

This is the affinity reaction section of the Exosome
Capture-immobilized beads with exosomes and other EVs in
sample. This protocol is based on the use of 1.5 mL Reaction
Tube (max volume : 1 mL). When exosomes and large EVs
are needed, use 1,200 X g supernatant as sample. Addi-
tionally, when highly purified exosomes are needed, use
10,000 X g supernatant as sample.

Please note that the affinity reaction protocol for EDTA
plasma and citrated plasma are different.
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In the case of cell culture medium, serum, and heparin plasma

1) Transfer sample (max volume : 1 mL)*% to anew 1.5 mL
microcentrifuge tube (not included in this kit) and add
1:500 volume of Exosome Binding Enhancer ( X 500) to
sample. Mix by vortexing.--- A sample including
Exosome Binding Enhancer ( X 500)

2) Spin down A sample including Exosome Binding
Enhancer (X 500), then transfer it into the 1.5 mL
Reaction Tube containing Exosome Capture-
immobilized beads. Mix by vortexing.

3) Mix for 3 hours~ at 2-10 ‘C with rotator.

4) Spin down 3), then places it on the magnetic stand for 1
minute. Remove the supernatant’®7 after separation of
magnetic beads and supernatant.--- EVs-binding
beads

In the case of EDTA/citrated plasma

1) Dissolve 10,000U of sodium heparin (Code : 085-00134)
with purified water to make 1,000U/mL heparin sodium
solution™8,

2) Transfer sample (max volume : 1 mL) *¢ to a new 1.5
mL microcentrifuge tube (not included in this kit) and
add 1 : 200 volume of heparin sodium solution to sample.
(final conc. : 5 U/mL)

3) Add 1:100 volume of Exosome Binding Enhancer ( X
500) to 2) and mix by vortexing.--- A sample includ-
ing Exosome Binding Enhancer (X 500)

4) Spin down A sample including Exosome Binding
Enhancer (X 500) , then transfer it into the 1.5 mL
Reaction Tube containing Exosome Capture-
immobilized beads. Mix by vortexing.

5) Mix for 3 hours~at 2-10 C with rotator.

6) Spin down 5), then places it on the magnetic stand for 1
minute. Remove the supernatant’®7 after separation of
magnetic beads and supernatant. - - EVs-binding
beads

6 Add the appropriate volume of TBS buffer to each sample

to reach a volume of 0.5 mL to obtain the better mixture of
the Exosome Capture-immobilized beads with sample. (Ex-
ample : 100-200 L—500 pL)

7 When further recovery of remaining extracellular vesicles

is needed, please store the used supernatant.

%8 The maximum usage per kit (for 10 purification) is 100 pL.

After preparation, please keep refrigerated.

4. Washing of EVs-binding beads

This is the washing section of EVs-binding beads.
Please use Washing Buffer after adding Exosome Binding
Enhancer (X 500) certainly*®.

1) Add 1: 500 volume of Exosome Binding Enhancer ( X
500) to the required Washing Buffer*1? and mix by vor-
texing®11,

2) Add 1 mL of Washing Buffer (+Exosome Binding
Enhancer ( X 500)) into the 1.5 mL Reaction Tube con-
taining EVs-binding beads and mix by vortexing.

In the case of EDTA/citrated plasma

After adding 1:200 volume of heparin sodium solution to
1 mL of Washing buffer (+ Exosome Binding Enhancer
(% 500)) only at the first washing (final conc. : 5U/mL),
suspend with a vortex mixer.

3) Spin down 2), then places it on the magnetic stand for 1
minute. Remove the supernatant after separation of
magnetic beads and supernatant.
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4) Add 1 mL of Washing Buffer (+ Exosome Binding
Enhancer (X 500)) and mix by vortexing.

5) Spin down 4), then places it on the magnetic stand for 1
minute. Remove the supernatant after separation of
magnetic beads and supernatant.

6) Repeat steps 4)-5) one more time.

7) Spin down again the 1.5 mL Reaction Tube from step 6),
then places it on the magnetic stand for 1 minute.
Remove the supernatant completely after separation of
magnetic beads and supernatant®!2, - - - Washed EVs-
binding beads

%9 If the addition of Exosome Binding Enhancer (X 500) to
Washing buffer is omitted, captured exosomes and EVs
will be eluted from the magnetic beads by Washing Buffer
during washing section.

%10 The required volume of Washing Buffer is 3 mL per reac-

tion.

%11 Please prepare Washing Buffer (+ Exosome Binding
Enhancer (X 500)) just before use, because constituents
may be precipitated after the addition of Exosome Bind-
ing Enhancer (X 500) overtime.

%12 Please remove Washing Buffer (+ Exosome Binding
Enhancer (X 500)) in the tube completely, because
remaining buffer causes reduction of elution efficiency of
captured exosomes and other EVs.

Elution of extracellular vesicles

This step is to elution section of extracellular vesicles from
Washed EVs-binding beads . By adding EV-Save™
Extracellular Vesicle Blocking Reagent (Code : 058-09261)
(sold separately) to the Exosome Elution Buffer used in this
section, the adsorption of extracellular vesicles to the tube
can be suppressed and the recovery efficiency can be
increased. However, EV-Save™ contains polymers, its use
is not recommended for proteomic analysis samples.

1) Add 50 4L of Exosome Elution Buffer into the 1.5 mL
Reaction Tube containing Washed EVs-binding
beads and mix by vortexing™13, then spin down.

2) Places it at room temperature for 10 minutes. After the
reaction, resuspend by vortexing and spin down*13,

3) Places the Reaction Tube from step 2) on the magnetic
stand for 1 minute. Transfer the supernatant into a new
1.5 mL microcentrifuge tube (not included in this Kkit)
after separation of magnetic beads and supernatant.

4) Add 50 pL of Exosome Elution Buffer into the 1.5 mL
Reaction Tube from step 3) again, and mix by vortexing*13,
then spin down.

5) Places it at room temperature for 10 minutes. After the
reaction, resuspend by vortexing and spin down*13,

6) Places the Reaction Tube from step 5) on the magnetic
stand for 1 minute. Transfer the supernatant into the 1.5
mL microcentrifuge tube from step 3) after separation
of magnetic beads and supernatant, and then pool
together*14.15. (Total: 100 xL)

213 If the magnetic beads aggregate and can not be uniformly
suspended with only a vortex mixer, suspend the beads
evenly while applying tapping or pipetting operation.
Please avoid excessive suspension using a tube mixer.

%14 Exosome Capture-immobilized beads are reusable
after eluting EVs (up to 4 times). Therefore, when you
need to recover more remaining EVs from samples, please
repeat the section 3-5 to increase the recovered amount.

- 8/24 —




After recovering the eluate, please add the stored
supernatant of section 3 (refer to >¢7) into the 1.5 mL
Reaction Tube containing Exosome Capture-im-
mobilized beads from step 6) of section 5 and repeat
the section 3-3) to the section 5 as necessary. When using
EDTA/Citrated plasma, repeat from 3-5). This kit
includes the required reagents to reuse a maximum of 4
times.

215 There is a possibility that the pooled eluate have a small
amount of magnetic beads. When extracellular vesicles
are analyzed by Nanoparticle Tracking Analysis (NTA) or
electron microscopic analysis, please filter pooled eluate
by using 0.45 pm pore size filter unit (Example: Ultrafree
® MC 0.45 pm, Code No. UFC30HV25, Millipore®)
before analysis as needed.

(Flowchart of Affinity Purification (Section 3-5) ]

1.5 mL microcentrifuge tube (not included in this kit)
Cell Culture Medium, Serum, Heparin Plasma
+ 1 mL 1,200xg sup. fraction or 10,000xg sup. fraction

+ Exosome Binding Enhancer: 1/500 of sample
EDTA/Citrated Plasma

+ 1 mL 1,200xg sup. fraction or 10,000xg sup. fraction

+ Heparin Solution: 1/200 of sample

+ Exosome Binding Enhancer: 1/100 of sample

Exosome Capture-immobilized beads / 1.5 mL Reaction Tube
letex
Mix for 3 hours ~ at 4°C by rotator
Spin-down
Magnetic stand, places for 1 min
Rem0\1e sup.

Extracellular vesicles-binding beads

—
|+ 1 mL Washing Buffer (+Exosome Binding Enhancer(x500))

Vortex % EDTA/Citrated Plasma

. Spin-down _ + Heparin Solution: 1/200 of Washing Buffer
x2 | Magnetic stand, places for 1min  (Add only the first time)
Remove sup.
Spin-down

Magnetic stand, places for 1 min
Remove sup. completely
|+50 ML Exosome Elution Buffer
Vortex
Spin-down
Places for 1? min at room temperature
Vortex

Ql) Spin-down
Magnetic stand, places for 1 min
Recover sup. to a new 1.5 mL microcentrifuge tube

(Purified extracellular vesicles)
+50 pL Exosome Elution Buffer
Vortex
Spin-down

Places for 1? min at room temperature

Vortex
Spin-down
Magnetic stand, place for 1 min

(Optionall

1.

RAN extraction from Purified Extracellular Vesicles

In the case of RNA purification from eluted extracellular
vesicles, please add 100 zL of Exosome Elution Buffer to
pooled eluate to prepare 200 1L of sample in total. Then,
extract RNAs from extracellular vesicles with Wako’s
microRNA Extractor SP Kit (Code No. 295-71701) in accor-
dance with the instruction manual.

. Recycling of Exosome Capture-immobilized beads after

eluting of extracellular vesicles
Used Exosome Capture-immobilized beads can be recycled
for “Repeated extraction of extracellular vesicles from the
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same sample (refer to ¢ 14)” and ‘‘Purification of extracel-
lular vesicles from culture supernatant sample of the same
lot and body fluid sample of the same lot”. Recycling is up to
4 times.

When purifying extracellular vesicles from samples of the
same lot, prepare samples first and proceed from affinity
reaction [section 3-1)].

When storing used Exosome Capture-immobilized beads,
please add the Washing buffer in the kit or 1 X TBS con-
taining 0.05 w/v% sodium azide to the Reaction Tube con-
taining the used Exosome Capture immobilized beads and
suspend it. After suspension, keep it at 2-10C.

As a record of our company, it has been confirmed that
after 3 months elapsed Exosome Capture immobilized-beads
can be reused. However, please use it as soon as possible.

[Related Products]

Code No. Description Size
PS Capture™ Exosome ELISA Kit .
297-79201 (Anti Mouse IgG POD) 96 reactions
PS Capture™ Exosome ELISA Kit .
298-80601 (Streptavidin HIRP) 96 reactions
297-79701 | PS Capture™ Exosome Flow Cytometry Kit | 300 reactions
. - 1 Kit
} ™
290-80301 | PS Capture™ Exosome Isolation Resin Kit (05 mL Shurry)
016-27061 . . 20 oL
Anti CD63, Monoclonal Antibody (3-13)
012-27063 100 ¢L
018-27641 | Anti CD63, Monoclonal Antibody (3-13), 25 tests
014-27643 | Fluorescein Conjugated 100 tests
013-27711 | Anti CD63, Monoclonal Antibody (3-13), 20 L
019-27713 | Biotin Conjugated 100 ¢L
011-27751 | Anti CD63, Monoclonal Antibody (3-13), 25 tests
017-27753 | Red Fluorochrome (635) Conjugated 100 tests
018-27761 . . 20 oL
—————— Anti CD9, Monoclonal Antibody (1K) ———————
014-27763 100 L
015-27771 . . 20 oL
Anti CD81, Monoclonal Antibody (17B1)
011-27773 100 ¢L
05809261 EV-ngeTM Extracellular Vesicle 1mlL
Blocking Reagent
290-35591 | Magnet Stand 1 each
295-71701 | microRNA Extractor SP Kit 50 reactions
317-90175 |10 x TBS (pH 7.4) 500 mL
[Refferences]

1) W. Nakai, et al., Sci. Rep., 6, 33935 (2016).

2) A. Kraft, W81 Award. (2017).

3) S. Osawa, et al., Biochem. Biophys. Res. Commun., 488,
232-238 (2017).

4) S. Nagashima, et al., J. Virol., 91(22), e00822-17 (2017).

5) T. Yoshida, et al., Curr. Protoc. Cell Biol., 7T7(1),
3.45.1-3.45.18 (2017).

6) S. Saito, et al., Sci. Rep., 8, 3997 (2018).

- 10/24 -




7) H. Kobayashi, et al., Nagoya J. Med. Sci., 80(2), 141-153
(2018).

8) Y. Obata, et al., JCI Insight, 3(8), €99680 (2018).

9) R.C. Middleton, et al., J. Extracell. Vesicles, 7(1), 1456888
(2018).

10) H. Kawahara, and R. Hanayama, Biol. Pharm. Bull., 41,
1119-1125 (2018).

11) M. Santiana, et al., Cell Host & Microbe, 24, 208-220
(2018).

12) T. Antes, et al., J. Nanobiotechnol., 16, 61 (2018).

13) H. Kimura, et al., Clinical Cancer Research, 25(6),
1936-1947 (2019).

14) G. Gorji-Bahri, et al., Current Gene Therapy, 18, 336-350
(2018).

15) H. Xu, et al., Anal. Chem., 90(22), 13451-13458 (2018).

16) H. Kuroda, et al., Mol Pharm., 16, 292-304 (2019).

17) J. Juan, et al., Stem. Cell Res. Ther., 10(1), 95 (2019).

18) L. Zhi, et al., Cell Death Discovery, 5, 79 (2019).

19) G.K. Patel et al., Sci Rep., 9(1), 5335 (2019).

20) Y.L. Tai et al., J. Biomed. Sci. 26(1), 35 (2019).

21) Y. Sugihara et al., PLoS One., 14(5), €0217394 (2019).

- 11/24 —

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://www.wako-chem.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
US.A. Germany
Telephone : + 1-804-271-7677 Telephone : +49-2131-311-0

Facsimile +1-804-271-7791 Facsimile +49-2131-311100

http:/lwww.wakousa.com http://www.wako-chemicals.de

- 12/24 —




a— K No. 293-77601 (10 =)
299-77603 ( 2 [EA)

SEEFHZEA
MagCapture™ Exosome Isolation Kit PS

[FL&HIC]

TV Y —ACRESNDMBI MR, FilE/2EREIC
2/ 7878, mRNA., microRNA7Z: ¥ %8 A&, Ml S50s
nrte. MR, R, MER. SR, 7% E ORIRP TRENIC
FAELTWAIERD, MBI a=r—yavD Aoty
Vo —RBEBONA T == L CTERZHEDOTVEYT, T
7 — AOHEEEE LT, iR OsHRE, RESURICH T
LR E RN T 7 ¢ 7 = R < —R I X ARk
IR EP—EANCH SN TWE 2, BURIR, fE, FRIEE
REFTRNTCOETHRBTELHERIHD EFHATL,

KFy b, FAT7»FVItU v (PS) CHETLHXV
IR7BEWEE—AEFBLPRT 7+ =5« —1 (PST
T4 =T —E) IRV, PSEREHEICES LA VY —A
A OMIFIME % BHTE 2> O bR TR ICHEEST 5 &0
TEEJ, 72, 10,000 x g mOTHEAE 1T - L&YV L
ICHWAZ LT, Lo@EiiEicey Yy — LT85 Lh
TEET, BT, AFv FIERBEA A/ IRGERISHBasNMa
AR T 5720, FU—FAIC I DAFHEBETTA V27 Min
REEOMTas NMaA B 5 2 ENTE, TG L Mzt a
. BTHEMBIENT. > /RNTF Ty U R, B5ER,
W1 (2 X7'B, B8, B E) Ol bk« T
TVr—v a VICFIRATAZ EBRTEET,

[F K]

& T 74T —3k (PST 74254 —1) Ik &M
JE 7 AR st e 25 A mT RE

o EROMELSMELV OB VINETEME LTy Y Y —
LS ATRE

o (iU FiMilaMNIMNERTETE, a7 TV —v
a VICFIFH T RE

® AU —RIT & AHiEERE

® LV EE SN

[*v FAZE]

¥y b7 OOBHEEMMAORY ET,

- 2[EA

(1) Streptavidin Magnetic Beads 120 pL X 1K
(2) Biotin-labeled Exosome Capture 20 pL X 1K
(3) Exosome Capture Immobilizing Buffer 7mL x1K
(4) Exosome Binding Enhancer ( x 500) 100 xL X 1K
(5) Washing Buffer 30 mL X1AK
(6) Exosome Elution Buffer 1mL X1AK
(7) Reaction Tubes 4K
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- 10 @A

(1) Streptavidin Magnetic Beads 600 L X 1A
(2) Biotin-labeled Exosome Capture 100 yL X 1K
(3) Exosome Capture Immobilizing Buffer 35mL X174
(4) Exosome Binding Enhancer (X 500) 500 pL X 1A
(5) Washing Buffer 75mL X 2K
(6) Exosome Elution Buffer 5mL xX1AK
(7) Reaction Tubes 22°K
[FFFH4]

wiEk (2~107C)

[ MLSMIERT D]

1) TBS (MFEITJLL )
& 2

1) ABHEFGEO B (Max > 10,000 X g)

2) RIVF v 7 AIFY—

3) H O

4) WRAR VT

5) mEfEBEHE (0—F—X—) F@dF 2 —TIFY—
6) XA 7Ry b

7 EXRy FFyS

8) 15mLAEXA7B0F 12—

9) 15 mLA&EKE (WEICIHL T)

10) 50 mLZ& = E (MBI L T)

11) mORBEA RN = v I (Sartorius#: Vivaspin6 735 F
100K, Code: VS0641 % 7z Vivaspin20 %)% T & 100K,
Code: VS2041) (MZEZIHL T)

[EEaIDEER]

1. =B

RA7OF 2a—T, ERy b Fy T3 A -7V =7
LI F 7213 WO DNase - RNase 7 U —#L 5 % i L T <
FEZ, Fio, EFBRFPIITIAF v I FRBIUOR AT &
%A L. DNase RNase DR AICIZMOLOEREZH - TL
2SN,

2. HREHE
T VY —L0MOMast M aE BEER IR (RNA.
DNA) O 47> BE&1id, REORE TR oS
L. A4 2RI TRER R 0 EEIRFEA R X 5 D
FCR 2SN, EHEERIC X VT BOEBS N HITD
BT, 2 VS EORACTHHEEL TL 22X,

3. HHEELUERICHER LIEFEROEIRG
v R TV, MR R LS TV R &
LTl T2 S, ko, fhili#RrEhICReA: L 72 BRI,
FERICHWIZERy B F v TRTA 70 F 0 — T RS
PR & LT, FTBRERDOT A FF A4 VITH-> TEYIC
BEEL T 2EW0,
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(R{EHE]
*j—‘z?’)l«ﬁﬂﬂlﬂ - - Streptavidin Biotin—labeled
WREELEE  mE-mE-R Magnetic Beads ~ Exosome Capture
- . b omos } Bk
15 mi BfE(FTvay) —
T et
FI4=T4—RiE \ / Reaction Tubes
(180 min~) Exosome Binding ] —
Enhancer(x500) o ‘
V
ﬁ&ﬁ . @P Washing Buffer
A i E: . Bindi
(35 min) Exosome Elution Buffer ~~g| E)(:::V:T;Zr(;golgf
AT
[ {F]

1. Yo TILD%lF
AKITREYTV TIVORAE AT v 7T, TV —A

L oMo (A4 7aRY 7 )Lk Y) AEREL

7oA TR/ a b a—IVIZREy (1,200 X gm0 EEE

BES ZHABL T3V, /oy 7YY —L%EEDE

FEEEICHUS L 72V AT FRe 7B b a—)UIZiEwy 110,000 X g

BEONEEEEES AL T2V, gk, KTV T

JVHEME T T b a—)L Clddilaksss big s JOUME - gy

VINERWAGEOT O Fa—)vEE#HL Tk £,

ZOMMDOMEREY VTV W AEEINE - Mgy v

OB Fa—)VEEEIC, BEMLETE Fa—)Lx K

LRI,

X1 Vb bT R =Y ZMNaR< A 70XV 7 )Vt ED
Large EVs#frEL 725G, 10,000 X g, 3055 fHE 045
HEL /2 TR #EE, 20X 74X —a2= 9 b
(Millipore #: Ultrafree-MC, GV 0.22 pm¥KE¥. A —Hh—
gégéggﬁmvm)%ﬁbtﬁﬁ%%ﬁv7wttf

MiEE EEOSE

1) HEYOMIRERE 7 #Y) 70 S F T TR E § 5 %2,

2) HfEREER A BT %,

3) AfakEHEW A 4 C. 300 x g T 5 pfbEO i 5 (lao
EE) o

4) N DOLFHEEFLVF 2 —TICBT,

5) 4C. 1,200 X g C20 0o BT 5 (faw A o558

6) DD EFEEFLVF 2 —7ICBT (11,200 %X g &8 L
BEES ).

7) 4T, 10,000 x g T30 HELDHEET S (KEWHA XD
HRa s N O3 HE) o

8) NDOLEEFLWF 2 —7ICBT (10,000 x g 3= HEk
FES ),
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(A7 a3 EBEEFORMEREELSFER]

ALV 1,200 x g @OSEE EEES £/:13 10,000 % g
FEONE EEES ORED 1mLU EOBE, ORI G
2= v I (SartoriusttVivaspin6%4 E 44 F&E 100K,
Code:VS0641 £ 71X Vivaspin204 M2 T 100K,
Code:VS2041) #HWT, A—A—7B Fa—Vilft-> T
1ImLU T & CRINEEREME TS LD L 4, BifET
E HIARAFITS0 mL (50f55HE) T3 Vv Va5
T TRR L MV NEERG T A A TEE T,

PRI IRAE 3 535 A DR S

Mot a2 E ORRAMEE L= v FICBAE L., BIRED
WL HGEPB LD, VT IVITHFTEDEV-Save™
Extracellular Vesicle Blocking Reagent (Code : 058-09261) %
LT 6, BRIMNEARME T 52 B3O L £, /2210,
EV-Save™ (3R X =& &ds/cd, a5 3 7 A
T TVAOFEREIHIEL A,

X2 BB MR &3 B I OMBIRRIC I U Gl Y e S 2 &
Beat < 720, BitrhOffash Ma i3 7728, aTEeeiR
DREEA T —IV e KRELLTLLZEW (2 20mLLL E),
F/o, BEHIC Yy VRIBME (FBS) ZiRind 28541,
OB (1, 110,000 X g T18MERA) 7% 12 & 0 Ml

Héﬂ}?[‘g\ﬁ L 72FBS & 73 filiOfiiast Makr X FBS & C i
2\,

mi%E - AN CMEDHE

ATRETHERT LI -~/ Vil Faiic1,200 X gD
FEODHAREZERL T 230, £72031,200 X g mOo B
BE LDV T )V CHBEL IS,

IV —2A,+Large EVs#HUGF L /=W 5A . 1,200 X g b
ARERAY Y TV E LT L 945, 1,200 X g O BELIE
BHIY VT IVHRIIFEY PER TE 28500 4, 208
. THE1,200X g DRODBMEBAE_KL, =7V —A+
Large EVs¥BLAY V7 & L CTHAL 230V,

1) 10,000 x g, 4 CTI0HHELHHEST S CKEWT A XD
MRSt N O S HER3)

2) DOLEFEEHLVF 2 —TICBY, -+ (10,000 X gFi
DB EEES)

%3 Large EVs I8 L 72\WHi4& . 10,000 X g TiEODEEL TH S
N5 [kt ] %500 uL~1mLOTBSICEEL., T /IL &
LCTHHL T2V,

EDTAME - ¥ T BRMEDIHE

KRTARTEHEHA T A2EDTAISE S XU 7 T U/BIMEE. Faic
1,200 X g D3g Ly BEALIR & FE i L C < 123V F72131,200 X
g EODBMIFE LDV T IV T RHEL 1230,

EDTAIEL LU 7 T VEBIMEDOSE, YV /icegEns
PUBEE K 25 Mg st ) g & Exosome Capture Beads D & % PR
LET, ZD/d, "NUVF P UTABERET 7 4 25 4 —
SOGE R FAR U Tl BELEEYE 28 v T b~ imin L, R
AT v TNBEAL IV, FEMIE, 3.7 7 4 =7 4 —RIED
EDTAMSE - ¥ T BemuiE OHEICFHL T £,

1) 10,000x g, 4 C T30 MELDHT S (KEWH A4 XD
MRS+ IR D 53 BE3)

2) DOEFHFLVWF 2 —TICBY, - (10,000 X &1
AEEEEES)
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W7 O#EHFETR— (T 1))
R LBDIRS

I

[ 300xg, 5min, 4T

.o EN
(4p) 1,200 x g, 20 min, 4°C
5 sl BRAFYT
wR | il > (13D R
(R (1,200 x GBUAM LHES)
10,000 x g, 30min, 4C
BEZFYT wms | [ o BRZFYT
(TR3-1) D) R i (T#23-1) Cittd)

(Large EVs) (10,000 x gifil:535 EBES)
B (AT 3>%)
{ ~50 mL (1,200 x GELHR EEEHEH10,000 x GBS LEES)

H PROMEBIRE
H (VivaSpin20 43E%F&100K)
maxzs

\__ (~50fEE)

& - NN MmEDES

< : T BRFYT
[ 9570 wm - Az mm il i

(1,200 x gili53Bk LiRESY)

10,000 x g, 30min, 4C

BRIAFYT SRRE*3 | | s RERFYT
(T®3-1) ) i i (TE3-1) [CED)

(Large EVS) (10,000 x giflx$3ft LiNES)

EDTAIMEE - U T >EMEDIES

| H>7)L (EDTAMIE - &I >EemIE)y
(1,200 x gii5 8 LiFES)

HWRRTYT
(TH#3-1) [C#0)

10,000 x g, 30min, 4°C

BRIFYT " » i
(TE3-1) CED) R LiEe
(Large EVs) (10,000 x giftib:syii Ei&ES)

BUFYT
(I3 -1) [CED)

|

| 1/100&0mExosome Binding Enhancer (X500)% 70

%1 IOYY—h+Large EvsERBUIEWES. 1,200xg HEZBRBY>TIL
EUTHERALTLEZLY,

%2 TOVY—LZBEBULEWSESE. 10,000xg EEEFERAY>TILELTERLT
<EEW.

%3 Large EVSZERIBUEWMES. 10,000xgTELIBEL T/SNSD LR ZTBS

BELTHIILELTERL T EE0,
27y T FRBE (~50 mL) OMIEE BEERRAY > TILELTERTS
BAEDATS 3> TIN, BUIENE LT BIzs, TRERBORML T ZEN,

2. Exosome Capture DEIFE{L

AT #2{3 Biotin-labeled Exosome Capture % Streptavidin
Magnetic BeadsIZHE @t d 2 TRETY, AIRLUEOB
SE—XFERZEETE®T v FRFD1.5mL Reaction
TubeZ TR T I (V¥4

1) Streptavidin Magnetic Beads 60 pL*5 % 1.5 mL Reac-
tion TubelZf 4,

2) Exosome Capture Immobilizing Buffer 500 x L%, 1) D
1.5 mL Reaction TubelZ¥#INL 7RIV T v 7 AR FH—
THET 5%,

3) 1.5mL Reaction Tube % H EmOETAY VX7 /L
7oth, ARG AZV Ficty L. 1 5HEEE
5o WMRYE —AMFEERICTF 2 —TREICE LD % i
BLItk, EEE< A 70Xy FTHR<,
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4) Exosome Capture Immobilizing Buffer 500 »L & Biotin-
labeled Exosome Capture 10 xL%, 3) © 1.5 mL Reac-
tion TubelZiRML . BERAZ Y EL DIV AL THIV
T v 7 AIFY—TRET S,

5 W (2~10C) TH—F—X —%Z L VAR L
B HI0GRERIESE %,

6) 1.5mL Reaction Tube% & E@OETCAY X7/ L
7o, HRAMRAZVEICEY FL, f1 5 HEEEd
%o WRYE —AMERITF 2 —TBECHE LD %
BLI, EEE<A 70Xy FTHR<,

7) Exosome Capture Immobilizing Buffer 500 x L%, 6) ®
1.5 mL Reaction TubelZl#INL RILVT v 7 A FH—
TRET 5,

8) 1.5mL Reaction TubeZ# H FEOMETAY VX7 v/ L
7ote. BAMERAZ YV FICEy L, $91 5EEES
bo WRYE —AMFERIITF 2 —TRECAHE L D% T
BLIH, EEE<A 70Xy FTH<,

9) 7)~8) DIEfFEZ I LI 2EEVIE T, - - Exosome
CaptureEE{kE—X

¥4 v FERfFO1.5 mL Reaction Tubeld 5y —ADF 2 —

TREFANOBREN VI EEZFRAL T, ¥— ARG

ICEBERERE T AMZ 52 LN TEET,

Streptavidin Magnetic Beads(3 i ARG T v 7 A3 F

YT AL, U—ZRE—ICRBIhTWAH I E%

HEREL ThLIHH 2TV,

(Exosome Capture DEIEL70— (TiE2)]
1.5 mL Reaction Tube
+ 60 uL Streptavidin Magnetic Beads
+ 500 pL Exosome Capture Immobilizing Buffer
MILTFY IR
eI
ﬁz‘i’f_\,X’S"/F‘r 153 IRE
LEZRE

+ 500 uL Exosome Capture Immobilizing Buffer
+ 10 pL Biotin-labeled Exosome Capture

MNILTFY IR

(92

ER{EIRA, 1053R, 4°C
e_|_> e

a5 > I\I 1D RERE
LEERE

| + 500 pL Exosome Capture Immobilizing Buffer
MILFTYV IR

SRR > R 1DRERE
EEERE

X2

Exosome Capture BEE{LE—X

3. 774=7T4—RI&

A T3 Exosome CaptureEH @b — A &8V T IVa K
IS ® AT TY, 1.5mL Reaction Tube % i\ 72 KE%
ABEEImL) ##¥EATOFa—ELTC0Ed, TV
VY — A EZOMMOMNENIE (4 7Ry 7V k)
IR L72WEBAT 1,200 x g @BONBEEEFESY . TV
VY — N XD @I g LAl 10,000 X g &
DB EEES #Y IV E L TITHAL SN,

7o, EDTAIMME - 7 T VBIREORIE T 1+ 2)Vid R
bz, THBELLZI,
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#MfEtEE BF - 08 - ~NY S MEOBE

1) Y7 ERREE1ImL)* 2%y FREMHTIRZW
15mLEXA70F 2 —TICB L, YV IR T
1/500% & Exosome Binding Enhancer (X 500) % ¥
mL., Rvsry 7 AIFY—TRAET 5, -+ Exo-
some Binding Enhancer (x500) RinFast4 > 7L

2) Exosome Binding Enhancer (x500) HRiNFHH
TN EREEROCETAC VATV Lk, VT
% Exosome CaptureEE{LE—X DA -7 1.5mL
Reaction TubelZB L., RIVF v 7 ZAIFT—TRET

%o
3) WETH—7T—Z—IC X DERERML %285 3 KL
ERIEEE %,

4) 1.5mL Reaction Tube% & EROETAY VX7 v/ L
7. HARSAZ Y FICEy FL. 81 50K%ET
5o MRYE —APFELEIITF o —TBECHNE L 2D % Tl
HBLE, EEE<A 70Xy FTHRLSH, - #
s ERESE—X

EDTAIM#E - & T MmiEnES

1) ~3UvF FUT A (Code : 085-00134) 10,000 U%
FEHOKTHMEL. 1,000 UmLA/N) v B U™ AR
A EBLG 5 K8,

2) YT RAEE1ImL)* 2%y FRm TR
1.5mLAERA 70F 2 —T7ICBL, T/ IR T
12008 EBON/R) VI U ABRERNT 5, (7%
1B 5 U/mL)

3) 2)IZ 1/100 &8 Exosome Binding Enhancer (X 500)
ML, DIVTFy 7 AIFY—TRET S, - Ex-
osome Binding Enhancer (X 500) FiEH4 > 7L

4) Exosome Binding Enhancer (x500) FRin#FHiy >
T wE EEOETAY VX Lk, YV T vE
Exosome CaptureEE{tE—X DA - 7-1.5mL
Reaction TubellB L., BRIV TF v 7 AIFHV—TRET

ZQ)O
5) WK TH—7— X —IC X VEERRL 7228 5 3 KR L
RSS2,

6) 1.5mL Reaction Tube% i FiE O CAY VX v/ L
7o, HHAMEAZ VY RICEy FL, #1 5EEE
5o WRE —APELITF o —TBEICHE L D%
BLIth, EEE< A4 7BEXy TR, - 4
s RS E—X

X6 YV TIVERED 0.5 mLAK#OE &, Exosome Captureld]
B =XV VTP —F—2 =12 k) EFL B
TV EDRDH %, LEIZIEU TTBS Buffer # 7N
LCHV/IVER 05mLU EIC A7y —)L 7 v 7 LT
S (] 2 100~200 L—>500 pL),

K7 RSO _EE 2 D AREUIROME M E S S [EIL 7=
WA, RV EEABEEL THORRICE L TRE
LTENTLZE N,

X8 1+ v I (10[H) 47/-0 OFAFEHAEIZ, 100 xLTH,
TR, WITRAE L T 230,

4. MARSMIMEREE L — XDBEE
ARITREMEMMas e — A e s+ 2 TR TS, K

TR THHAT % Washing Buffer [ EHATIC# 3 Exosome
Binding Enhancer (Xx500) ZARMLTHhHIERALLEE

(R
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1) LEEX0 D Washing Buffer X L T 1/500 B&D
Exosome Binding Enhancer (x500) ##pnlL. AL
Ty 7 AIFY—TRET HH,
2) #MRESMIERAE —X 23 A - 72 1.5 mL Reaction Tube
IZWashing Buffer (+ Exosome Binding Enhancer
(x500)) 1mLZHEML, RVTF v 7 AIFH—ThK
HT 5,
EDTAIME - 7 L/ BINEOEE
1200 2D~/ v b U v AW % B BT ERE O A
1 mL® Washing Buffer (+ Exosome Binding Enhan-
cer (x500)) IZiREMNE (FEBRES5U/mL). BTy
7 AIFY—THRET 5,
3) 1.5 mL Reaction TubeZ% 5 L@ O TAY VX7 v/ L
7o, HHAWRAZ YV FICEy FL, #15MEEES
bo BRYE —ANELITF 2 —TBEIN A L 72D %
BLtE, ElEEZEXy FTER<,
4) Washing Buffer (+ Exosome Binding Enhancer ((Xx
500)) I1mLAEHML, BTy 7 AIFY—CRIET
Do
5) 1.5mL Reaction TubeZ & E@EOEETAY VX7 L
7o, BAMKRAZVEICEy FL, 1 5MEEES
%o WRYE —AMERITF 2 —TBECAE LD % i
BRIk, EEXEXRY TR,
6) 4)~5) DEAFAE S HIT 1 [EEE DK,
7) 1.5 mL Reaction Tube% 5 FROBETAY VX7V L
7. BHABERAZ Y FICEy FL. 1 5 REE
bo WRY —AMPERITT 2 —TREICHE L /D& hif
BLIE, EERKE<A 78Ry P TELICRD
B <Rz, - ek lasM N EREEE—X
%9 Exosome Binding Enhancer (X500) Z#RANL TWiz
Washing Buffer (A d % &, U— A THife L 7-Mifast
MEABEEHRECHEE L, BUBBIERAZE L IKTLE,

%10 Washing Buffer OB H 23 1 KIGH7-D 3mL T4,

311 Exosome Binding Enhancer Z i L C7» & REFHE (1 FF
MUE) #8458, RGPS L5500 ETO
T, LFFEABERNCHL T 23w,

312 Washing Buffer (+ Exosome Binding Enhancer ( X 500))
731.5 mL Reaction Tubell#5 & IEHEIERMEFL £
DOTEEICPDRNTL 230,

fmRashNIRODEH
ARTRIL, FEEFAMEEMNREESE—X 2 O Hilast )

Rz 4 5 TR T, KT TH T % Exosome Elution

BufferiZ 556 OEV-Save™ Extracellular Vesicle Blocking

Reagent (Code : 058-09261) Z#¥siNd % & & T, [AIRF = —

T O NEOBRAE I 2, [BBGERE O S LD

T&EEd, /272, EV-Save™ [37R Y ~—R & &7z,

TRaTE 7 AR AT VA OERIEHEREL A,

1) WEEFHmEs N ERaE—X A -7 1.5mL Reac-
tion TubelZ Exosome Elution Buffer 50 pLZ& ¥ L |
WRAZV EDLLIRONL CRIVTF Y 7 AIFT—T
BBL, 5RO TAY VA4 5%,

2) 105 MI=R THE T %, ULk, BIVT v 7 AIFT—
THBREBEL., % ERMETAY /X v/ F 5513,

3) 1.5mL Reaction Tube # HHMS AX v Ficty F L.
W1 oHEE S 5, R — APTELEICTF 2 —THEC
FE LD #ERE. EEAYFy FIEMFSTERWH
LW 15mLAE~YA 7 0F 2 —7IZ[EIRT %,

4) 3) DAY — AIZExosome Elution Buffer# & 51250
p LML, R AZV EDLDLIOAL TRIVT v 7 A
SFEY—CTREL., F EROETAE VXY v 538,

5) 105 HZER CTHE T 5, IS, NIVT v 7 AIFHP—
THEHL., £ LR TAE XY 3 5358,
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6) 1.5mL Reaction Tube # AR A X v FiIZt v F L.
1 oBEEST 5, MRE —ANELICF o — TBEC
& LD EMR L%, EEZ3)D1.5mL< A7
D5 2 —FICEL L T —Ib %5145,

¥ 13 MR —ADEEL TRV T v 7 AIF T —721F CTlidH—I1C

BB SN WEEIL. Xy UV T I ERy 74 V7 HBIE
ML, BE—=ZXa—IC BB L TR SV, ko, Fa—
7 3= OB RE LT T 2230,

14 Mt A BH L 2% O Exosome Capture i E /LY — Aid

R (RA4E) +52 ERTELLD, TV T IVICHKS
Fofifast A S SICEIR L 22 W &R, TRE3~5D07 7
4 ST —REBAAR VRS & TR AR LR TE
T, BHHEEEINL 724, Exosome Capture[EE (LY — X
MA - 72T 5-6) D1.5mL Reaction TubelZ TH 3 THIZ
BB L TBWAHARYT VIV CK7T2B) ZiRmL,
MBI U CLRE3-3)~LTHE5-6) T DIRL T 23\,
EDTAI#E - 7 TU/MmEOLE, T/&3-5) ~TF56) %
BORLTFSV, A, AFy MZERK 4 EHMAT S
7O BERRESPHE SN TOES,

X165 R L 729 FIVIC B EOBERE — ARRAL TV AR

s x4, MsNaE S BT -5y F 0 7 RN E
T MG RN 2R3 SBEITIEC T, 0.45 pm ™~ 4 VX —{E
WAL (F) : 27— F No. UFC30HV25, A7 2 URT )
wAT o 7ot ZOUER 2 ATIC T AT SV,

(774=T4+—HKE 70— (I¥E3~5)]

1.5 mMLBERAOO0F 1 —J (Fy MIBRTIFR)
HRRLEE BV - i - AU mERDBE
+ 1 mL 1,200xgiE0538E EEESY or 10,000 gim 03B LAY
+ B> 7)LICx L T1/5008F8DEx0osome Binding Enhancer
EDTAMSE - T > BMEDHBE
+ 1 mL 1,200xgiz 0538 E5EESY or 10,000 x gizilo3 i Ay
+ B2 TILICH U TL/2008RDON ) > F RUDLER
+ B> T)LICH L T1/100FEDEX0osome Binding Enhancer

Exosome CaptureEIE{LE—X / 1.5 mL Reaction Tubes
|
) L?—I‘y 2
WERA, 3L, 4°C
REZAHT>
BRRE2 R 1DRERE
J:i%’/lill%f
RSB S E—X
|+ 1 mL Washing Buffer (+Exosome Binding Enhancer(x500))
RILTY IR 3% EDTAMSE - U > EMEDSEE
BT+ 1/200B8BON U F NUDLABR (#EDF)
x2| WMRAY> R 19MEKE
LiEERE
EZID>
WRA5> R 1DHRE
LERRERRICIRE
|+50 ML Exosome Elution Buffer
RILTFY O
Z|> zeyy
loﬁﬁaﬁ?’lﬁ\ =R
RILFV IR
REAHD
HRRE > R 13HRE
7E%1.5 MLEY A U0F 21— (CEUR(FEHEVS)
+50 pL Exosome Elution Buffer
MILTY IR
Z|= zezyuy
loﬁﬁaﬂﬁ?’lE\ =R
ATV I
RE>IT>
MRRY> R 13EKRE
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r
1.

Tiall
FEEmRas g s 5 D RNAHH

WS L 7-ffast a2 5 RNA 458 L 7o Wi &3, Bid
3) & 6) TEURL 7/—)V L7 H#K100 L IZ Exosome
Elution Buffer 100 LA ¥INL (51200 pLOWEWK & L 7=,
microRNA Extractor SP Kit (Code : 295-71701) % Fi\» T,
RGBT > TRNAKELZ T > T 230,

2. RS )EEA % D Exosome CaptureEE( L — X O EF|B
[R—5 v 7 bl MaziE o &L a4 5546
(X142M8) | ° [FH—1 v FOEEFEY V7V, KRY
Vi Bl N R R 85 G | IS T A Exo-
some Capture[HE(L Y — A% HFH (KA 40E) TExEd,
—y FOY VTV bilifast Ma a4 28546,
YT AT, T 7 0 =5 0 — S [TH3-1)]
PHHEDTL I,
5 % A Exosome Capture @ &b Y — A% (17T 554
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