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Dear Dr Upponi, 
I am submitting this manuscript as an original research article entitled “Extremely rapid and specific metabolic labelling of RNA in vivo with 4-thiouracil” for consideration by JoVE. 
This protocol has been extensively optimised to specifically isolate thio-labelled RNA within seconds of its synthesis, by using extremely short labelling times and pulse/chase experiments with fine temporal resolution. Every step of the protocol has been optimised, and many parameters were adjusted to improve robustness. We also provide an exhaustive troubleshooting guidance. This is a thoroughly tested protocol and provides comprehensive tips and advice for the user throughout.
Although the protocol is optimised for extraction of RNA from yeast cells, it should be usable with RNA from any source. The purified RNA can be used in many downstream applications such as RT-qPCR and SLAM-seq, accommodating the user’s needs and resources.
I can confirm that this work is original and has not been published elsewhere, nor is it currently under consideration for publication elsewhere. We also declare that we have no conflicts of interest and that there are no ethical considerations associated with this work.
Thank you so much for your time 
Yours sincerely
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