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Disclaimer

DISCLAIMER - FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,
or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have
undergone a formal approval of any kind. Information presented in this protocol should not substitute for
independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from
taking using or relying upon the information presented here is strictly at your own risk. You agree that
neither the Company nor any of the authors, contributors, administrators, or anyone else associated with
protocols.io, can be held responsible for your use of the information contained in or linked to this protocol
or any of our Sites/Apps and Services.

Abstract

Laboratory protocol for blood processing and plasma isolation for cell-free DNA analysis from dogs using blood
samples collected in EDTA tubes.
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Guidelines

1. After blood collection, turn the tube gently 10 times to homogenize the blood and place at room temperature, in
upright position, until processing.

2. It is critical that blood samples are centrifuged twice as described in the protocol, within 1-3 hours of collection
to minimize the possibility of white blood cells (WBCs) lysis that can affect ability to measure circulating tumor
DNA (ctDNA).

3. Collect buffy coat in a separate 2 mL sterile screw-capped DNase-free microcentrifuge tube.

4. Collect plasma aliquots in separate 2 mL sterile screw-capped DNase-free microcentrifuge tubes.
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Procedure

1

Collect blood in K2-EDTA tubes with 6 mL or 3 mL capacity, based on expected blood
volume and size of the dog

Note: The tube should be filled during collection to ensure the correct proportion of
additive and blood.

Gently invert the tube 10 times, and leave it on upright position at room temperature prior
to centrifugation.

Within 1-2 hours, centrifuge the tubes at 820 x g for 10 minutes at room temperature,
with the centrifuge brake off (gentle slowdown speed).

Collect the supernatant (plasma), transferring 1 mL aliquots to microtubes, taking care to
not disturb the whitish band (which is the buffy coat).

Label the tubes: #1 #2 #3 (...) in the order of aliquoting the plasma.

Use these in Step 6.

Collect the buffy coat (~700 L) in a separate microtube (cryotube, screw-capped): start
collecting from slightly above (~2 mm) the white band.

Note: It is expected to pipette a small amount of red blood cells during buffy coat
collection.

Store microtubes with buffy coat at -80°C.

Centrifuge the plasma aliquots (from step 4) at 16,000 x g for 10 minutes at room
temperature, with the centrifuge brake off (gentle slowdown speed).

Record the time that the centrifugation started (centrifugation #2).

Note: a pellet will likely be formed.

Collect the supernatant (plasma), transferring 900 pL of each aliquot to a new microtube
(cryotube, screw-capped)

Note: be careful to not disturb the pellet.

Store microtubes at -80°C.
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