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[1] Background

Exosomes are 40 —=100 nm membrane vesicles. They are found in many biological fluids including blood,

urine, saliva, amniotic fluid, cell culture supernatants, and malignant ascites fluids. CD9 is a well known

surface marker for exosomes. ExoTrap Spin Columns utilize immobilized CD9 antibody to capture exosomes

from biological fluids in as little as 30 minutes. The contents of the captured exosomes are then readily

processed for downstream analysis by western blotting, mass spectrometry, PCR, or sequencing, etc.

[2] Component

Component

Quantity

Storage

ExoTrap™ Spin Column

10

4°C

Required but not provided:

1.7 mL tube
PBS
Elution Buffer

For research use only, Not for diagnostic use.
Please read this manual thoroughly before use.
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[3] Protocol for samples with low protain concentration
like culture supernatant, urine, cerebrospinal fluid etc...

Note: Sample should be prepared at the discretion of the user. The following recommendations are
only guidelines and may be altered to optimize or complement the user's experimental design.
Prepare Sample
1. Transfer 10 mL of culture supernatant to 15 mL tube.
2. Centrifuge the tube at 3,000 rpm for 15 minutes at 4°C .
3. Filter the supernatant by cyringe and 0.22 um disc filter and transfer to new tube.
Prepare Column
4. Open the top and bottom caps of ExoTrap™, set the column to 1.7 mL tube and centrifuge at 5,000 rpm
for 1 minute at 20°C . Remove the medium.
Load Column with Sample
5. Apply 600 pL of sample to the column and centrifuge at 5,000 rpm for 1 minute at 20°C . Remove the
flow through.
6. Repeat procedure 5 for 10 times. (6 mL of supernatant was used in total.)
Wash Sample-Loaded Column
7. Apply 600 uL PBS to the column and centrifuge at 5,000 rpm for 1 minute at 20°C and remove the flow
through.
8. Repeat procedure 7 once again and wash the column.
Elute Exosomes
9. Transfer the column to new 1.7 mL tube.
10. Apply 50 uL of the desired elution buffer to the column filter (top of column).
For Western Blotting Analysis: use SDS sample buffer
For Mass spectroscopic Analysis: use a solution of 8M Urea, 50 mM ammonium bicarbonate
For RNA recover and miRNA Analysis: use a denaturing solution
11. Incubate at 37°C for 30 minutes.
12. Centrifuge at 7,500 rpm for 1 minute at 20 °C and collect

sample. E E 5 E
N = N =
Isolation of exosomes from cell culture supernatant }88 i
Using ExoTrap™, exosome-derived protein was isolated by 50 73 1
uL SDS sample buffer and did western blotting analysis. 27 | o
25 - b
Sample: 293T cell culture supernatant, MKN7 cell 20 -
culture supernatant
Primary Antibody: Anti CD9 (#CSR-SHI-EXO-M01) 151
(20 pL / lane was applied.) 10 o

WB: anti-CD9  CBB
2

[Outside Japan] e-mail: export@cosmobio.co.jp  Phone: +81-3-5632-9617 Fax: +81-3-5632-9618



Product Manual

ExoTrap™ Exosome Isolation Spin Column Kit for protein research » Cosmo BIo CO., LTD.
Cat. No. CSR-SHI-EXO-K010

[4] Protocol for blood serum or blood plasma

Note: Sample should be prepared at the discretion of the user. The following recommendations are
only guidelines and may be altered to optimize or complement the user's experimental design.
Prepare Sample

1. Dilute blood serum or blood plasma 6 times with PBS.

2. Centrifuge at 12,000 rpm for 15 minutes at 4°C .

3. Filter the supernatant by cyringe and 0.22 um disc filter or 0.22 um spin filter tube and transfer to new
tube.

Prepare Column

4. Open the top and bottom caps of ExoTrap™, set the column to 1.7 mL tube and centrifuge at 5,000 rpm
for 1 minute at 20°C . Remove the medium.

Load Column with Sample

5. Apply 600 pL of sample to the column and centrifuge at 5,000 rpm for 1 minute at 20°C . Remove the
flow through.

6. Repeat procedure 5 as needed. (In the example below, 200 uL versenized Human plasma was diluted 6
times and centrifuged twice.)

Wash Sample-Loaded Column

7. Apply 600 pL PBS to the column and centrifuge at 5,000 rpm for 1 minute at 20°C and remove the flow
through.

8. Repeat procedure 7 once again and wash the column.

Elute Exosomes

Plasma #1
Plasma #2

Plasma #1
| Plasma #2

KDa
9. Transfer the column to new 1.7 mL tube. 150 4
10. Apply 50 pL of the desired elution buffer to the column 1(7)(5) I
filter (top of column). 50
For Western Blotting Analysis: use SDS sample buffer 37
For Mass spectroscopic Analysis: use a solution of 8M
Urea, 50 mM ammonium bicarbonate 3(5) | —-——
For RNA recover and miRNA Analysis: use a
denaturing solution 1(5):
11. Incubate at 37°C for 30 minutes. = |
12. Centrifuge at 7,500 rpm for 1 minute at 20°C and collect WB: anti-CD9  CBB

sample. Sample: Versenized Human plasma

primary antibody: Anti CD9 (#CSR-SHI-EXO-MO01)

Isolation of exosomes from human plasma (20 uL / lane was applied.)

Using ExoTrap™, exosome-derived protein was isolated by 50
uL SDS sample buffer and did western blotting analysis.
>
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[1] BER&AERE

TV —LIFHRELSDWMENTRREZERTHEM ENSER 40nm ~ 100nm FZE D/
faTY, EERTIEER. MK, R. FK EEEKEOKRRFTTCERERIN, BEMARELISED
WENET, HE. TUVVY—LIKIIRLGEZVINTEP RNAHLEENTVWBELIRETN.
MR DBREIET HRE)ZIEHO TV BRI ERINTUVETY,

KERBIAECVHATLICIIYVY—LI—H—ELTHSNTWAE b CDI itk E EE(E
L. & ~oommE. mig, @R R \BELENS 0N TUVIRAZ>TAOY MaEDZVINT
BMEICERTESI VYV Y LRIV BZHRET 5 EHAHRET,

(1) v MMERS
RERE : 4°C

RS BeE BRI HS L UBIR EDEE
A HBREFHEEICIEZL TIH BRSO B
ExoTrap™ Spin Column 10 ICI3BRER - FROEEDFREEZEFRAD L. AKD
BB AL D TRICBR L TLRIREW,

TEEWECBD (ZDMBELZEHD)

@ 1.7mLF1—7 (BM 123 #BM4017)
@ PBS
® st/\v T 77—

AmlE ARBENIICOHERLLEL, & MEINDOER ERRZERICIIER LGV TIIEEL,
AIZ 27 IVETKHEDS A ARBMICDHFERLEEL,
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(m) 7o ra—Jv

HptEE LA, IR, HERRGEZVNVEREMEWNS TV

@ 10cmdish 1 O OMEREEE LEA 15mL F 1 —JICEUT %, * (# 10mL)
MR, HERRGEIZOD 50D S,

@ 3,000 rpm, 4°C 15 min &9 %,
® YL 022 M TARTT4IL2ERBONTLESEEBL. :TLWF1—TICEINT 5,

@ ExoTrap™ D ETFH+ v TZEH L 1.7/mLF 21— (BMHEE #BM4017) IchS Lz Y
kL. 5000 rpm, 20°C, 1 min =0\ L TIREREE T 5,

® HoFI600uL EAS LT TS5A4T 3,
5,000 rpm, 20°C, 1 min&E O L. 70—X)b— (FT) ZFRET 5,

O~@HEFHELKEYIRT, (ERATIEI0EY Y FIVEELL. 516 mL D EEAFER
L7

PBS 600 lL EHS LT TS5 4 F %,

5000 rpm, 20°C, 1 mini=0O\L. FT ZBRET %,
@O~0ZEHL>—ERVIRLTHT LZRET 5,
AT LZHFLW1ImL F 21— TICREH]Z S,

BE7 TV avIicBLIEBE/NNY 77— 50 L BHZLDT 1 JVRAERNCT 7>
19 %,
XOILAR>T O T4 >7% : SDS sample buffer

REEL/\

BE=%%r © 8M Urea, 50 MM ammonium bicarbonate
miRNA 2347 : =D RNA BB 4R
37°C,30min 1 >Fa2X— 9 3,
7500 rpm, 20°C , 1 min = O L TH > 7 IV ERINT 5,
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A Mg 70

M 175, Mm% PBS T 6 EHRT 5.
@ 12,000 rpm, 4°C , 15 min @209 5.

® YL 022uM T AR T bR Eeld 022 um REY T 4 )2 Fa1—TZBAWT
FEz®aLl. HLWF1—TICENT S,

@ ExoTrapMDETFDF vy TZREL. 1.7mLFa1—TIchHSZLEE Y L. 5000 rpm,
20°C, 1 min @0 L TRERZIE TS,

® HTIV600uUL HEAHZ LT TZ514T B,

® 5,000 rpm,20°C,Tmin&=OL. FT #BET 3,

@ O~O©ENELFHR)IRY, (SRHEFITIE EDTA miE 200 uL & 6 FHR L. 2 BEiEGLT)
PBS600 UL EHS LICT 751 T %,

© 5,000 rpm, 20°C, 1 min &0 L. FT ZfRET 3,
O~0%FHLOI—ERVRLTHS LEFRFT 5,

@ ASLEFLWILIMLF1—TITREHRZ S,

@ BE7 )= 3B LIEBENY 77— 50 uL ZHSLDT 1 )VRZERICT TS
19 %,
XTI RAZ>TJTOY T+ >% : SDSsample buffer
BE7H © 8M Urea, 50 mM ammonium bicarbonate
miRNA 2% © {20 RNA EINBZE Y AE

@3 37°C,30min 1/ >F a2X— 9 3,
7500 rpm, 20°C , T min =L L TH > 7 IV EREINT 5,
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