€3} protocols.io Partof SPRINGERNATURE

Oct 02, 2024
€y RNA isolation

DOI
https://dx.doi.org/10.17504/protocols.io.dm6égpznpplzp/v1

Angkana Kidtiwong1

TUniversity of veterinary medicine, Vienna

ﬁ,j Angkana Kidtiwong

University of veterinary medicine, Vienna

Create & collaborate more with a free account

Edit and publish protocols, collaborate in communities, share insights through comments, and
track progress with run records.

Create free account

OPEN aACCESS

DOI: https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/vi

Protocol Citation: Angkana Kidtiwong 2024. RNA isolation. protocols.io
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/vi

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: October 02, 2024

protocols.io | https://dx.doi.org/10.17504/protocols.io.dmégpznpplzp/v1 October 2, 2024 1/6



https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1
https://www.protocols.io/researchers/angkana-kidtiwong1
https://www.protocols.io/researchers/angkana-kidtiwong1
https://www.protocols.io/researchers/angkana-kidtiwong1
https://www.protocols.io/researchers/angkana-kidtiwong1
file:///sign-up?u=about%3Ablank
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1
https://creativecommons.org/licenses/by/4.0/
https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1

€3} protocols.io Partof SPRINGERNATURE

Last Modified: October 02, 2024
Protocol Integer ID: 108813

Keywords: rna isolation rna isolation for sample, rna isolation rna isolation, rna isolation, rna, trizol, isolation

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or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have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

RNA isolation for sample stored in TRIzol reagent
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RNA isolation 23m

1 &> Sample in TRIzol

Equipment

accuSpin Micro 17R refrigerated centrifuge NAME
refrigerated microcentrifuge TYPE
Fisher Scientific BRAND
Micro17R SKU

Prepare the centrifuge at 4°C and meanwhile thaw the frozen sample (in TRIzol, stored at
-80°C) at room temperature for about 10-15 minutes.

2 Add chloroform at 20% of the sample volume to the sample tube (typically, 1 ml of TRIzol D %L/}
sample, so add 200 pl of chloroform in sample tube) and incubate at room temperature
for 5 minutes. Mixing from time to time during the incubation

3 Centrifuge at 13,000 rpm, 4°C for 15 minutes. @
Equipment
accuSpin Micro 17R refrigerated centrifuge NAME
refrigerated microcentrifuge TYPE
Fisher Scientific BRAND
Micro17R SKU
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3.1

7

In a meanwhile, prepare the mixture of RNA precipitation as follow:

a. Isopropanol: 0.8 times the total volume of supernatant plus 400 pl DEPC water
(typically, take 400 pl of supernatant after centrifugation (clear part), add 640 ul of
isopropanol) per sample.

b. DEPC water: 400 ul per sample.

c. Glycoblue: 1-2 pl per sample.

= Note: Always prepare 2-3 extra mixtures.

Transfer 400 ul of supernatant after centrifugation (clear part) to a new Eppendorf tube -
Carefully pipetting

Add 1,041 pl of the RNA precipitation mixture (400 ul DEPC water + 640 pl isopropanol +
1 pl Glycoblue) to the supernatant. Incubate on ice for 10-30 minutes.

Centrifuge at 13,000 rpm, 4°C for 15 minutes.

Equipment

accuSpin Micro 17R refrigerated centrifuge NAME
refrigerated microcentrifuge TYPE
Fisher Scientific BRAND
Micro17R SKU

Check if a blue pellet has formed at the bottom of the Eppendorf tube, then discard the
supernatant and add 1 ml of 75% ethanol (ETOH volume is proportional to TRIzol
volume).

Centrifuge at 13,000 rpm, 4°C for 5 minutes.

protocols.io | https://dx.doi.org/10.17504/protocols.io.dmégpznpplzp/v1 October 2, 2024

A

L1/

DS

4/6


https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.dm6gpznpplzp/v1

€3} protocols.io Partof SPRINGERNATURE

9

10

11

12
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Equipment

accuSpin Micro 17R refrigerated centrifuge NAME
refrigerated microcentrifuge TYPE
Fisher Scientific BRAND
Micro17R SKU

Discard the supernatant, then add 1 ml of 75% ethanol and transfer everything to a new
Eppendorf tube - Ensure the pellet is transferred as well.

Centrifuge at 13,000 rpm, 4°C for 5 minutes.

Equipment

accuSpin Micro 17R refrigerated centrifuge NAME
refrigerated microcentrifuge TYPE
Fisher Scientific BRAND
Micro17R SKU

Discard all ethanol and air-dry the pellet in the chamber for 5 minutes.

Add 20 ul of nuclease-free water to each Eppendorf tube
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13 Prepare the RNA treatment mixture (10 ul per sample) of:
a. 6 ul of nuclease-free water.
b. 3 pl of DNase buffer.
c. 1l of DNase enzyme.
Note: Always prepare 1-2 extra mixtures.

14 Add 10 pl of the RNA treatment mixture to the sample and incubate at 37°C for 20 20m
minutes on thermo shaker incubator - /

15 Add 3 pl of DNase inactivation reagent and incubate for 2 minutes at room temperature. D / t/}

16  Centrifuge at 13,000 rpm, 4°C for 3 minutes. 3m

Equipment

accuSpin Micro 17R refrigerated centrifuge NAME

refrigerated microcentrifuge TYPE

Fisher Scientific BRAND
SKU

Micro17R

17 Transfer 25 pl of the supernatant to a 1.5 ml Eppendorf tube — keep on ice until RNA
measurement.
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