Mixing guidelines
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Device Mixing Conditions

HulaMixer™Sample Mixer Display Settings:

Tilting:
5 c¢m per 50 cm length

Orbital Shaker Speed: 650 rpm
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Materials needed

Exosome isolation

* Pre-enriched exosomes prepared from Total Exosome Isolation
(from cell culture) (Cat. No. 4478359) or ultracentrifugation

* Assay Buffer (PBS with 0.1% BSA, 0.2 um filtered)

* DynaMag -2 (Cat. No. 12321D) or DynaMag"-5 (Cat. No. 12303D)
Magnetic Separator

» Orbital shaker (capable of 1000 rpm)
* HulaMixer™ Sample Mixer (Cat. no. 15920D)

Flow cytometry analysis

* Anti-human CD9-RPE, clone ML-13 (BD Cat. No. 555372)
* Mouse IgG1-RPE isotype control (BD Cat. No. 559320)
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Important licensing information
This product may be covered by one or more Limited Use Label Licenses. By use of this
product, you accept the terms and conditions of all applicable Limited Use Label Licenses.

Limited product warranty

Life Technologies Corporation and/or its affiliate(s) warrant their products as set forth in
the Life Technologies’ General Terms and Conditions of Sale found on Life Technologies’
website at www.thermofisher.com/us/en/home/global/terms-and-conditions.html.

Disclaimer

TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT
BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL
DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE
OF IT.

Corporate entity: Life Technologies | Carlsbad, CA 92008 USA | Toll Free in USA
1.800.955.6288

©2017 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property
of Thermo Fisher Scientific and its subsidiaries unless otherwise specified.
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Exosome - Human CD9 Flow Detection (from cell culture) CD9 positive isolation protocol

This protocol is designed for one isolation sufficient for a single positive staining and background control. The protocol below describes an exosome input
of 10 pL pre-enriched exosome solution. Scale the protocol according to the number of analyses to be performed.

Timeline Step Action
200L 1. Place vial of beads on a roller for >10 minutes or vortex for 30 sec to resuspend.
1 Prepare exosome - human 2. Transfer 20 uL bead solution to a tube containing 1 mL Assay Buffer.
(=) CD9 isolation beads 3. Place the tube in magnetic separator for 1-2 min.
- 4. Remove the buffer.
-l
g 10pL 90pL
) Y M Mix isolation beads with pre- | 1. Add 90 pL Assay Buffer to tube containing beads.
enriched exosome sample 2. Add 10 pL pre-enriched exosome sample.
3 Incubate beads and exosomes | Incubate at 2-8°C overnight with end-over-end mixing (tilting and rotation).
1. Centrifuge sample tube briefly 1-2 sec.
4 Isolate bead-bound exosomes | 2. Add 300 pL of Assay Buffer and place tube in magnetic separator for
/D with magnetic separator 1-2 min before removing all supernatant.
3. Remove tube from magnetic separator.
1. Add 300 pL of Assay Buffer and place tube in magnetic separator for
N . .
z Q}\ 1-2 min before removing all supernatant.
e Wash bead-bound exosomes .
5
2. Remove tube from magnetic separator.
3. Add 300 pL Assay Buffer.
X » Flow cytometr
6 Lkl Proceed to dov_vnstream y . y
. analysis = Electron microscopy
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Flow cytometry analysis after CD9 positive exosome isolation

» Include a matched isotype control as a background control.

» Use 100 pL of sample for each staining reaction.

» Titrate staining antibodies to ensure optimal staining (high levels of staining reagent are generally required).

Timeline Step Action
20uL  100pL
1 MM Prepare target Specific . Add 20 HL of anti-human CD9—RPE, clone ML-13 [BD Cat. No. 555372]
' sample . Add 100 pL of bead-bound exosome sample.
20uL  100pL
5 YO P ot trol . Add 20 pL of mouse IgG1-RPE (BD Cat. No. 559320).
repare isotype contro
' pare 15otyp . Add 100 pL of bead-bound exosome sample.
. . Incubate tubes at room temperature for 45 min on an orbital shaker at 1000 rpm.
o 3 Stain samples . . .
g . Protect samples from light during incubation.
Qﬂ . Add 300 pL of Assay Buffer to each tube, and place the tubes in a magnetic separator for
4 Wash samples 1-2 min before removing buffer.
. Remove the tubes from the magnetic separator and repeat the wash step.
. Add 300 pL of Assay Buffer to each sample (adjust volume according to instrument and
5 . Perform flow cytometry tubes used).
T~ analysis )
C . Perform flow cytometry analysis.
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