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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: Visualization of Estrogen Receptors in Colons of Mice with TNBS-Induced Crohn's Disease using Immunofluorescence
Date: 2/24/2020
Authors and Affiliations
Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	
	
	
	


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

	1.
	1:10
	Onscreen text should be in a different place 
	Transfer text “Do not allow the colon section to become dry at the any time during the procedure” from time code 1:10 to time code 3:11

	2.
	5:03
	Shot is too dark 
	Please remove the darkness 

	3.
	5:17
	Shot is too dark 
	Please remove the darkness

	4.
	5:17
	Onscreen text says “Fluorochrome for membrane: 2% DiOC6(3) diluted in 50 mM Tris-HCl, pH 7.4, 150 mM NaCl”
	Text should say “Fluorochrome for membrane visualization: 2% DiOC6(3) diluted in 50 mM Tris-HCl, pH 7.4, 150 mM NaCl”

	5.
	5:22
	Shot is too dark 
	Please remove the darkness

	6.
	5:25
	Shot is too dark 
	Please remove the darkness

	7.
	6:03
	Onscreen text says “Results: Estrogen Receptor Localization in Crohn’s Disease”
	Text should say “Results: Estrogen Receptor Localization in the TNBS-induced Crohn’s Disease”


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)


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.     

	
	
	Comment
	Requested Change (highlight in bold)

	
	Affiliations
	Missing letter “ 2Faculty of Medicine, Department of Biochemistr, Medical University of Lodz”
	Please correct to “ 2Faculty of Medicine, Department of Biochemistry, Medical University of Lodz”

	
	Abstract
	Remove word in the last line of the abstract text “The described methods are not only useful for estrogen receptor detection and estrogen signaling investigation in vivo but can also beapplied to for other proteins which may be involved in the development of colitis in mice”
	Please correct to “The described methods are not only useful for estrogen receptor detection and estrogen signaling investigation in vivo but can also beapplied to for other proteins which may be involved in the development of colitis”

	
	Representative results
	Figure 5 is to large compared to other figures.
	Please reduce the size of Figure 5, 3-4 times.

	
	
	Legend to Figure 5 ” Figure 5: Representative images of immunofluorescence staining of DyLight 650 in the MCF-7 cells. Additional description is available above each image. Scale bars: 20 μm.”
	Please correct to” Figure 5: Representative image of immunofluorescence staining of DyLight 650 in the MCF-7 cells. Additional description is available above the image. Scale bars: 20 μm.”


	
	Protocol 
	Comment
	Requested Change (highlight in bold)

	1.

	1. NOTE
	Step says “…tap water ad libitum.”
	Please correct to “…tap water ad libitum.”

	2.
	2.5.
	Step says “Perform macroscopic evaluation according to Table 1 using a caliper.”
	Please correct to “Perform macroscopic evaluation using a caliper according to Table 1.”

	3.
	2.7. 
	Step says “Convert the length of the colon in centimeters on a three-point scale. The length of colon obtained from each mouse with Crohn's disease is evaluated in relation to the average colon length for the control group (0: <10% shorter than the control, 1: from 10 to 20% shorter than the control, 2: over 20% shorter then the control).”
	Please correct to “Convert the length of the colon in centimeters on a three-point scale. The length of colon obtained from each mouse with TNBS-induced Crohn's disease is evaluated in relation to the average colon length for the control group (0: <10% shorter than the control, 1: from 10 to 20% shorter than the control, 2: over 20% shorter then the control).”

	4.
	Table 2 
	Step says dilution “0.111111111” for primary antibodies and “0.215277778” for secondary antibody.
	Please correct dilution to “1:100” for primary antibodies and “1:250” for secondary antibody.
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