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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: A Rapid Method for Multispectral Fluorescence Imaging of Frozen Tissue Sections
Date:02/13/2020
Authors and Affiliations

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

	1.
	1:26
	Some slides are not labeled
	Add graphics to the slides that have no label?

	2.
	2:36
	Narration and video timing do not match for “Select the appropriate Fluor and click Extract”. Clicking Extract is shown a few seconds after it has been narrated.
	Please match the timing

	3.
	3:37
	Narration and video timing do not match for “Then click Process Slide to acquire..”. Clicking Process Slide is shown a few seconds after it has been narrated.
	Please match the timing

	4.
	4:20
	Narrator says “..click Prepare All” but the video does not show the user clicking the “Prepare All” button
	Please show the video where the user clicks Prepare All button to match narration

	5.
	4:25
	Analyzing multispectral images via cell segmentation
	Change to: Analyzing multispectral images via cell segmentation and phenotyping

	6.
	4:44
	Narration and video timing do not match for shotlist 6.2
	Please match the narration and video timings

	7.
	5:42
	Representative Images are blurry
	Please sharpen images

	8.
	6:02
	Highlighting markers in yellow make the images difficult to see
	Highlight the text underneath the image and use pointers/arrows to show the highlighted cells in the image?

	9.
	6:00
	Change highlighting of text underneath the image
	B cells: CD20

Proliferating cells: Ki67

Interfollicular T cells: CD3, CD4 and CD8

	10.
	6:25
	Wrong cells highlighted in the video
	Tumor infiltrating T cells: highlight CD3 and CD8 text and include pointers/arrows
Other myeloid cell lineages including tumor associated macropahges: highlight CD11b and CD206 together text and include pointers/arrows
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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.
	2:08
	“Select Edit Protocol and New Protocol and enter a Protocol Name and Study Name. Select Fluorescence and load the single stained slides..”
	3.2 and 3.3
	“Select Edit Protocol and New Protocol. Enter a Protocol Name and Select Fluorescence under Imaging Mode. Then provide a Study Name and load the single-stained slides…”

	2.
	2:23
	“..acquire snap shots for the single stained”
	3.4
	“..acquire snap shots for the single stained slides”

	3.
	2:29
	“…save the protocol and open Build Libraries to load each single-stained..”
	3.5
	“…save the protocol and in the machine learning software, under the Build Libraries tab, load each single-stained..”

	4.
	3:18
	“Select the saved spectral library and perform a whole slide scan..”
	4.3
	“Under Task, select Whole Slide Scan to perform a whole slide scan…”

	5.
	3:30
	“These regions will be saved as multispectral images for spectral unmixing and analysis”
	4.4
	“These regions will be scanned using the previously set exposure times on the multiplex slide to be used for spectral unmixing and analysis”. 

	6.
	3:38
	“Then click Process Slide to acquire regions of interest..”
	4.5
	“In the microscope operating software, select Acquire MSI Fields under Task, and then click Process Slide to acquire regions of interest..”

	7.
	3:49
	“Once the spectral library has been created, click File..”
	5.1
	“Once the regions of interest have been acquired, in the machine learning software, click File…”

	8.
	4:02
	“Select the Spectral Library Source and click Select Fluors to load the unstained slide image”
	5.2
	“Select the Spectral Library Source and click Select Fluors to choose the previously saved spectral library.

	9.
	4:05
	“Click the Autofluorescence ink marker icon..”
	5.3
	“Click File and Open to load the unstained image. Then click the Autofluorescence ink marker icon..”

	10.
	5:11
	“After cell segmentation, select the markers...to phenotype the cells.”
	6.4
	“After cell segmentation, select the markers... to phenotype the positive cells. Additionally select at least 5 cells that are not stained with the chosen marker to phenotype the negative cells.”

	11.
	5:55
	“Here a spectrally unmixed image..of frozen mouse spleen can be observed that includes labeling of the T cell zone, the marginal zone, and proliferating cells within a germinal center”
	7.2
	“Here a spectrally unmixed image..of frozen human tonsil can be observed that includes labeling of B cells and proliferating cells within the follicular germinal center, and the interfollicular T cell region.”

	12.
	6:24
	“Multispectral imaging can also be used..”
	7.4
	“As demonstrated on a frozen mouse tumor section, multispectral imaging can be also be used..”
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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.
	Introduction: first paragraph, last sentence
	“Importantly, the special distribution of immune cells..”
	“Importantly, the spatial distribution of immune cells..”

	2.
	Introduction: last paragraph, first sentence
	“Given the abovementioned limitations when..”
	“Given the above-mentioned limitations when”

	3.
	5. Preparing a spectral library
1. Image Acquisition
	4. Provide a "Protocol Name" and "Study Name" and select Fluorescence.
	4. Provide a "Protocol Name", select Fluorescence under Imaging Mode, and provide a "Study Name".

	4.
	5. Preparing a spectral library 

1. Image Acquisition
	 “NOTE: The following steps are performed in machine learning”
	This NOTE should be placed after step 7 under Image Acquisition before ‘Under the Build Libraries tab’

	5.
	6. Multispectral Imaging
1. Whole Slide Scan
	5. Select regions of interest (ROI) across the whole slide scan image using the Stamp or ROI tool. These ROIs will be saved as an msi (multispectral image), for spectral unmixing and analysis.
	5. Select regions of interest (ROI) across the whole slide scan image using the Stamp or ROI tool. These ROIs will be scanned using the exposure times set in 6.1.1 to be used for spectral unmixing and analysis.

	6.
	6. Multispectral Imaging

2. Spectral unmixing
	1. Once the spectral library is created, under the Manual Analysis tab, load the multiplex-stained images by clicking Open under File.
	1. Once the ROIs have been acquired, in the machine learning software, under the Manual Analysis tab, load the multiplex-stained images by clicking Open under File.

	7.
	7. Analyzing multispectral images via cell segmentation
	7. Analyzing multispectral images via cell segmentation
	7. Analyzing multispectral images via cell segmentation and phenotyping
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