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or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have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

MRNA extraction and cDNA preparation
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*x*Thaw and Resuspend Cells** - Thaw cells stored in TRIzol (15596026, Invitrogen). -
Resuspend cells in 1 mL of TRIzol.

*xAdd Chloroform** - Add 200 pL of chloroform to the samples.

*xCentrifuge Samples** - Centrifuge the samples at 12,000 g for 15 minutes at 4°C.

*xCollect Aqueous Phase** - Carefully collect the aqueous phase.

**Precipitate RNA** - Add GlycoBlue Coprecipitant (AM9515, Invitrogen) and
isopropanol to precipitate the RNA.

*x\Wash RNA Pellet** - Wash the RNA pellet with 75% ethanol.

*xDry and Resuspend RNA** - Air-dry the RNA pellet. - Resuspend the RNA in 40 pL of
nuclease-free water.

*x|solate RNA*x* - [solate the RNA using the Zymo Research RNA Clean & Concentrator-
5 Kit (R1014, Zymo).

*x*Quantify RNA** - Quantify the RNA using the Qubit RNA HS Assay Kit (32852,
Invitrogen).

*xEqualize RNA Concentrations** - Dilute the RNA to equalize concentrations.

*x*Generate cDNA Libraries** - Use the qScript cDNA SuperMix (101414-102, VWR) for
cDNA library preparation. - Follow this temperature profile: - 25°C for 5 minutes - 42°C
for 30 minutes - 85°C for 5 minutes

**Dilute and Store cDNA** - Dilute the resulting cDNA threefold. - Store the cDNA at
-80°C.
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