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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	INTRODUCTION:
	As a result, each degradation fragment product is detected on the mass spectrometer and all fragments together form a sequencing ladder11-16.
	As a result, each degradation fragment product is detected on the mass spectrometer and all fragments together form a sequencing ladder8-10.

	2.
	INTRODUCTION:
	Since RNAs all contain phosphodiester bonds, any type of RNA can be acid hydrolyzed to generate an ideal sequence ladder for 2D-HELS MS Seq under optimal conditions8,9,17.
	Since RNAs all contain phosphodiester bonds, any type of RNA can be acid hydrolyzed to generate an ideal sequence ladder for 2D-HELS MS Seq under optimal conditions8,9.

	3.
	PROTOCOL: 2.1.3.
	(containing 50 mM tris(hydroxymethyl)aminomethane (Tris)-HCl, pH 7.8, 10 mM MgCl2, 1 mM DTT
	containing 50 mM tris(hydroxymethyl)aminomethane (Tris)-HCl, pH 7.8, 10 mM MgCl2, 1 mM DTT

	4
	DISCUSSION:
	Unlike tandem-based MS fragmentation, highly controlled acidic hydrolysis is used in the 2D-HELS MS Seq approach to fragment the RNA before analysis with a mass spectrometer11, 12 , 13 , 14 , 15 , 16
	Unlike tandem-based MS fragmentation, highly controlled acidic hydrolysis is used in the 2D-HELS MS Seq approach to fragment the RNA before analysis with a mass spectrometer9,10.

	5
	DISCUSSION:
	Notably, we are optimizing approaches to selectively tag either the 5´- or 3´-end of any RNA using different chemical conjugation methods9
	Notably, we are optimizing approaches to selectively tag either the 5´- or 3´-end of any RNA using different chemical conjugation methods9.
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