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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   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: Identification of Footprints of RNA:Protein Complexes via RNA Immunoprecipitation in Tandem Followed by Sequencing (RIPiT-Seq)
Date:05/30/2019
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
	Affiliation
	Email

	
	Lauren Woodward
	Ohio State University 
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	4:50
	“…add the appropriate amount of antibody. Wash the magnetic beads twice…”
	7.2
	“…add the appropriate amount of antibody. Incubate the beads for at least 10 minutes at room temperature. Wash the magnetic beads twice…”

	2.
	6:55
	“After the ethanol wash, treat the RNA with T4 polynucleotide kinase…”
	10.3
	“After the ethanol wash, treat the RNA with T4 polynucleotide kinase without any ATP and perform phenol chloroform purification according to manuscript direction…”

	3.
	7.22
	“use a low range DNA ladder and a 20-40nt synthetic oligo for size and quality standards”
	11.1
	“use a low range DNA ladder and a 20-40nt synthetic oligo for size and quantity standards”

	4.
	7:29
	“resolve the RNA on a 26% urea Polyacrylamide gel, and expose the gel to a phosphoscreen until adequate signal is detected.
	11.4
	“resolve the RNA on a 26% urea Polyacrylamide gel. Dry the gel according to manuscript directions, and expose the gel to a phosphoscreen until adequate signal is detected.”

	5.
	7:53
	“western blot analysis of proteins purified from each major step in the RIPiT procedure show that EJC interacts with both MAGOH and EIF4AIII.”
	Figure 2A (See text comments).
Should be 3A.
	“western blot analysis of proteins purified from each major step in the RIPiT procedure show that the purified EJC contains both EIF4AIII and MAGOH.”

	6.
	8:06
	“the strength of the RNA footprint correlates with the length of RNA-protein interaction…”
	Figure 2B (see text commetnts).
should be 3B
	“the strength of the RNA footprint signal correlates with the amount of RNA-protein interaction…”
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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.
	7.2
	Step says “Wash magnetic beads 2x in conjugation buffer (Table 1). Resuspend magnetic beads in 375 μL of RIPiT dilution buffer. Store on ice until next step.”

	Please correct to “Wash magnetic beads 2x in conjugation buffer (Table 1). Incubate mixture at room temperature for at least 10 minutes. Resuspend magnetic beads in 375 μL of RIPiT dilution buffer. Store on ice until next step.



	2.
	Figure 2 and 3
	These figures are swapped in the document. The legends are in the right order, but they are not with the right image
	Switch Figures 2 and 3 so that their legends and text references are right.

	3.
	Introduction
	“This approach termed RNA immunoprecipitation in tandem (RIPiT) consists of two immunoprecipitation steps, which help achieve higher specificity as compared to a single purification (Figure 1). “
	This approach termed RNA immunoprecipitation in tandem (RIPiT) consists of two immunoprecipitation steps, which help achieve higher specificity as compared to a single purification (Figure 1)8,9. 
**we omitted two references from the pdf by mistake. The additional references are :

8. Singh, G. et al. The Cellular EJC Interactome Reveals Higher-Order mRNP Structure and an EJC-SR Protein Nexus. Cell 151, 750–764 (2012).

9. Singh, G., Ricci, E. P. & Moore, M. J. RIPiT-Seq: A high-throughput approach for footprinting RNA:protein complexes. Methods 65, 320–332 (2014).
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