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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
Syringe
«0.22 um disc filter or 0.22 pum spin filter tube

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 syringe 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 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
9. Transfer the column to new 1.7 mL tube.
10. Apply 50 pL 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
QE R E
Isolation of exosomes from cell culture supernatant 188 i
Using ExoTrap™, exosome-derived protein was isolated by 50 3
UL SDS sample buffer and did western blotting analysis. ?7) | e
25 - b
Sample: 293T cell culture supernatant, MKN7 cell 20 4
culture supernatant
Primary Antibody: Anti CD9 (#CSR-SHI-EXO-M01) 151
(20 uL / lane was applied.) 101

WB: anti-CD9  CBB
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[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 syringe 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
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Plasma #1
.| Plasma #2

9. Transfer the column to new 1.7 mL tube. KDa
10. Apply 50 pL of the desired elution buffer to the column }88 .
filter (top of column). 754"

For Western Blotting Analysis: use SDS sample buffer 50 1
For Mass spectroscopic Analysis: use a solution of 8M 371
Urea, 50 mM ammonium bicarbonate 25 P
For RNA recover and miRNA Analysis: use a 20 -
denaturing solution 15 -

11. Incubate at 37°C for 30 minutes. 10 -

12. Centrifuge at 7,500 rpm for 1 minute at 20°C and collect .
N P or it anareotee WB: anti-CD9 CBB

sample.
Isolation of exosomes from human plasma Sample: Versenized Human plasma
Using ExoTrap™, exosome-derived protein was isolated by 50 primary antibody: Anti CD9 (#CSR-SHI-EXO-M01)

UL SDS sample buffer and did western blotting analysis. (20l /lane was applied.
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