Mixing guidelines CLOSE

Device Mixing Conditions
HulaMixer®Sample Mixer Display Settings:

5 c¢cm per 50 cm length
Orbital Shaker Speed: 650 rpm
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CLOSE> 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.

Materials needed

Exosome isolation

* Pre-enriched exosomes prepared from Total Exosome Isolation Limited product warranty

(from cell culture) (Cat no. 4478359) or ultracentrifugation Life Technologies Corporation and/or its affiliate(s) warrant their products as set forth in
* Isolation Buffer (PBS with 0.1% BSA, 0.2 um filtered) the Life Technologies” General Terms and Conditions of Sale found on Life Technologies’

. . . website at www.lifetechnologies.com /termsandconditions. If you have any questions,
DynaMag"-2 (Cat no. 12321D) or DynaMag™-5 (Cat no. 12303D) please contact Life Technologies at www.lifetechnologies.com/support.
Magnetic Separator

. Disclaimer
» Capture Tubes with lids (Sarstedt tubes (Sarstedt Cat. no. 72.664))
LIFE TECHNOLOGIES CORPORATION AND/OR ITS AFFILIATE(S) DISCLAIM ALL WARRANTIES WITH
. . ® - RESPECT TO THIS DOCUMENT, EXPRESSED OR IMPLIED, INCLUDING BUT NOT LIMITED TO THOSE
HulaMixer® Sample Mixer (Cat no. 15920D) OF MERCHANTABILITY, FITNESS FOR A PARTICULAR PURPOSE, OR NON-INFRINGEMENT. TO THE

EXTENT ALLOWED BY LAW, IN NO EVENT SHALL LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) BE
Western blotting LIABLE, WHETHER IN CONTRACT, TORT, WARRANTY, OR UNDER ANY STATUTE OR ON ANY OTHER
BASIS FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES
) IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING BUT NOT LIMITED TO THE
* Lysis buffer (e.g. RIPA buffer) USE THEREOF.

* Protease inhibitor solution (e.g. cOmplete, EDTA-free; Roche Cat.
no. 11 837 580 001)

* Protein electrophoresis equipment All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless

otherwise specified.
* Primary antibodies (Cat. nos. 10626D, 10628D, 10630D)

© 2014 Thermo Fisher Scientific Inc. All rights reserved.
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Exosome - Human CD81 Isolation (from cell culture) Protocol Rev. A.0

CD81 positive isolation

This protocol is designed for one isolation. The protocol can be scaled according to the desired number of analyses to be performed. The protocol below
describes an exosome input of 10 pL pre-enriched exosome solution with 40 uL of bead solution.

. Place vial of beads on a roller for >10 minutes or vortex for 30 sec to
4oL resuspend.
Prepare exosome - human

1 2. Transfer 40 pL bead solution to a tube containing 1 mL Isolation Buffer.
CD81 isolation beads . . .
(=) 3. Place the tube in magnetic separator for 1-2 min.
4. Remove the buffer.
-l
E 10uL  90pL
5 MM Mix isolation beads with pre- 1. Add 90 uL Isolation 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. Spin sample tube briefly 1-2 sec.
2. Add 1 mL of Isolation Buffer and place tube in magnetic separator for
4 Isolate bead-bound exosomes 1-2 min before removing all supernatant.
D) with magnetic separator 3. Remove tube from magnetic separator.
P 4. Add 0.5 mL of Isolation Buffer and place tube in magnetic separator for
a 1-2 min before removing supernatant.
» Western blot analysis
5 S5 Proceed to dov_vnstream - gPCR
2, analysis

» Sequencing

- For support, visit www.lifetechnologies.com/support.
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Exosome - Human CD81 Isolation (from cell culture) Protocol Rev. A.0

Western blot analysis after CD9 positive exosome isolation
» Electrophoresis should be performed using a 5-15% gradient gel, or 12% homogeneous gel.
» Exosomal markers such as CD9, CD81, and CD63 should be separated under non-reducing conditions.

= For detection of proteins that are equal in size to antibody heavy- or light-chains (e.g. CD81) we recommend the Mouse TrueBlot® Ultra Ig HRP
Secondary antibody (eBioscience Cat. no. 18-8817).

1. Add 10 uL 1X RIPA buffer with protease inhibitors to bead bound exosomes.
1 ) ( Lyse exosomes 2. Sonicate for 10 sec.
3

. Incubate on ice for 15 min.

—_

. Add 10 pL 2X sample buffer (with or without reducing agent).
. Add 1 pL loading buffer.
3. Incubate at 95°C for 5 min.

N

2 Denature protein sample
13}

Day 2

o 1. Spin sample tube briefly 1-2 sec.

U Load sample on . .
<) H’ el R e 2. (Optional) Place tube on magnetic separator.
3. Pipette sample into well.

'|_'|_'|_" 1. Add appropriate molecular weight markers.

Perform electrophoresis 2. Perform electrophoresis at 200 V for 30 min (or according to your standard
protocol).

1. Perform wet transfer at 100 V for 1 hour on ice.
Zor Perform western blot 2. Incubate with primary antibody overnight.

Z,

Day 3
o1

3. Detect protein by chemiluminescence.

-3- For support, visit www.lifetechnologies.com/support.
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