[image: image1.png]o
1 Alewife Center, Suite 200
Cambridge, MA 02140
JOURNAL OF tel. 617.401.7770, ext. 701
VISUALIZED EXPERIMENTS =~ WWW.JOVE.com






Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 
Have fun!
Protocol Name:
Date:
Online Text/PDF Protocol
Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     
	
	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.
	ABSTRACT:
	Mass spectrometry (MS)-based sequencing approaches have shown to be useful to directly sequence RNA without the need for a complementary DNA (cDNA) intermediate.
	Mass spectrometry (MS)-based sequencing approaches have been shown to be useful in direct sequencing of RNA without the need for a complementary DNA (cDNA) intermediate.

	2.
	INTRODUCTION:
	Also, addition of the 
	Furthermore, the addition of

	3.
	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.

	4.
	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.

	5.
	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

	6.
	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 can be
	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 can be

	7.
	
	The sequencing results demonstrate that 2D-HELS MS Seq approach is not just limited to sequence purified single-stranded RNAs,
	The sequencing results demonstrate that 2D-HELS MS Seq approach is not just limited to sequencing of purified single-stranded RNAs,

	8.
	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.

	9.
	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.

	10.
	DISCUSSION:
	we use a mixture of five RNAs as a representative example to illustrate the sequencing process; we also
	we use a mixture of five RNAs as a representative example to illustrate the sequencing process. We also

	11.
	DISCUSSION:
	However, the physical separation step is not mandatory because the biotinylated RNA ladder fragments have delayed/longer tRs due to the hydrophobicity from the biotin tag, when compared to their unlabeled counterparts. In addition, base calling does not rely on physical separation, but relies on the mass differences of adjacent mass ladder components, thus,
	However, the physical separation step is not mandatory because the biotinylated RNA ladder fragments have delayed/longer tRs due to the hydrophobicity from the biotin tag when compared to their unlabeled counterparts. In addition, base calling does not rely on physical separation, but relies on the mass differences of adjacent mass ladder components; thus,
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