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License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License, which
permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

Protocol status: Working
We use this protocol and it's working

Created: May 16, 2018
Last Modified: August 10, 2020

Protocol Integer ID: 12204
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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or safety advice, or otherwise; content added to protocoils.io is not peer reviewed and may not have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

This protocol describes how to prepare different plasma fractions from venous blood draw (10 ml) according to
the extracellular RNA quality control study.

Guidelines

= |n the Center for Medical Genetics Gent (CMGG), plasma preparation is performed in the blood lab. Guidelines
on how to handle blood samples and how to work in this lab are described in H5.3-OP2-B1.
= Take pictures of tubes (optional) on a white background, upright position.
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Materials

Liquid nitrogen

Pipettes and filter tips

Centrifuge with swinging bucket rotor (centrifugation speed up to 2500 g (rcf)) and
soft brake function, and buckets for blood collection tubes and conical 15 ml tubes
Mini centrifuge (for centrifugation of 1.5 ml tubes)

Disposable lab coat

Nitrile powder-free gloves

VERSI-DRY Lab Table Soakers (Nalgene, cat. no. 62080-00)

Safe-Lock cup DNA LoBind 1.5 ml PCR clean (Eppendorf, cat.no. 022431021)
Conical 15 ml polypropylene tube (Cellstar, cat.no. 188271)

Racks for different types of tubes

Centrifugation step 1: 20 min at 400 g (rcf) - preparation of PRP

2 [ ]

Invert tubes 5 times before centrifugation.

Spin tubes for 20 min at 400 g (rcf) (without brake), at room temperature. Note time
point of centrifugation start.

Pipette platelet-rich plasma (PRP) carefully into a new collection tube, leave + 0.5 cm
above the buffy coat (do not disturb the buffy coat).

Invert the PRP tube before aliquoting. Aliquot the PRP into LoBind tubes, snap freeze
in liquid nitrogen and store at -80 °C (note time point of snap freeze), and/or continue
to prepare platelet-poor plasma (PPP) and/or platelet pellet.

Centrifugation step 2: 10 min at 800 g (rcf) - preparation of PPP and platelet pellet

3 Preparation of platelet pellet

Pipette 250 ul PRP into a LoBind tube.

Spin the PRP for 10 min at 800 g (rcf) (without brake) to obtain a platelet pellet, at
room temperatue.

Carefully remove the plasma and snhap freeze the platelet pellet in liquid nitrogen, and
store at -80 °C (note time point of snap freeze).

Preparation of PPP

Spin the remaining PRP for 10 min at 800 g (rcf) (without brake) to obtain platelet-poor
plasma (PPP), at room temperature.

Pipette PPP carefully into a new collection tube, leave + 0.5 cm above pellet (do not
disturb pellet).

Invert the PPP tube before aliquoting. Aliquot the PPP into LoBind tubes, snap freeze
in liquid nitrogen and store at -80 °C (note time point of snap freeze), and/or continue
to prepare platelet-free plasma (PFP).
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Centrifugation step 3: 15 min at 2500 g (rcf) - preparation of PFP

4 = Spin the PPP for 15 min at 2500 g (rcf) (without brake) to obtain platelet-free plasma
(PFP), at room temperature.
= Pipette PFP carefully into a new collection tube, leave + 0.5 cm above pellet (do not
disturb pellet).
= Aliquot the PFP into LoBind tubes, snap freeze in liquid nitrogen and store at -80°C
(note time point of snap freeze).

Notes

5 PRP, PPP and PFP contain approximately 125, 10 and less than 1% of platelet
concentration in whole blood (~ 300,000 platelets/pul), respectively.
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