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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Abstract
	Recently, we reported a direct RNA sequencing method
	Recently, we developed a direct RNA sequencing method

	2.
	Abstract
	Here in this study
	In this study

	3.
	Abstract
	nucleotides, pseudouridine (Ψ) and 5-methylcytosine (m5 C),
	Nucleotides (pseudouridine (Ψ) and 5-methylcytosine (m5 C)),

	4
	Abstract
	oligonucleotide, as well as mixture of RNA oligonucleotides
	Oligonucleotide as well as a mixture of RNA oligonucleotides

	5
	Introduction
	one dimensional
	one-dimensional

	6
	Introduction
	Therefore, a two-dimensional (2D) liquid chromatography (LC)-MS-based RNA sequencing method has been developed incorporating
	Therefore, a two-dimensional (2D) liquid chromatography (LC)-MS-based RNA sequencing method has been developed, incorporating

	7
	Introduction
	To the last in an RNA strand; and 2) how to effectively identify
	To the last in an RNA strand, and 2) how to effectively identify

	9
	Introduction
	must be developed for its de novo sequencing
	must be developed for its de novo sequencing

	10
	Protocol 1.3
	Frequently wipe down surfaces of lab supplies by RNase elimination wipes.
	Frequently wipe down surfaces of lab supplies using RNase elimination wipes.

	11
	Protocol 2.1
	RNase-free thin walled 0.2 mL PCR tube
	RNase-free thin-walled 0.2 mL PCR tube

	12
	Representative Results
	Thus, the 3´-ladder curve is shifted to greater y-axis values (due to increase in the tR s) and shifted to greater x-axis values (due to increase in masses)
	Thus, the 3´-ladder curve is shifted to greater y-axis values (due to the increase in the tR s) and shifted to greater x-axis values (due to the increase in masses)

	13
	Representative Results
	end-pairing is not be required as
	end-pairing is not required as

	14
	Representative Results
	it has an identical mass as uridine
	it has the same mass as uridine

	15
	Representative Results
	However, base calling is made one-by-one, each based on a mass difference between two adjacent ladder fragments in the MFE data. The correct base-call
	However, base calling is made one by one, each based on a mass difference between two adjacent ladder fragments in the MFE data. The correct base call

	16
	Discussion
	We can also perform bidirectional sequencing, which is not used to determine the terminal base/s here
	We can also perform bidirectional sequencing, which is not used to determine the terminal base(s) here

	17
	Discussion
	One of the crucial steps during sample preparation for 2DHELS MS Seq results in improvement of RNA hydrophobic tag end-labeling efficiency
	One of the crucial steps during sample preparation for 2DHELS MS Seq results in the improvement of RNA hydrophobic tag end-labeling efficiency
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