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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: Excitation-Scanning Hyperspectral Imaging Microscopy to Efficiently Discriminate Fluorescence Signals
Date: 8/6/2019
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.
	0:17-0:20
	Video shows adding the immersion media to the objective (the clear water in the transfer pipette), not loading the sample on the stage.
	Please show the next few seconds of the video where the round silver AttoFluor is loaded on top of the objective.

	2.
	0:30-0:40
	The video doesn’t correspond to the audio. We realized that we failed to include an appropriate image/video for reference.
	Use the newly uploaded “Excitation Peaks Occur at Different Wavelengths” screen capture video for during this duration instead.

	3.
	0:53-0:57
	Video shows adding the immersion media to the objective (the clear water in the transfer pipette), not loading the sample on the stage.
	Please show the next few seconds of the video where the round silver AttoFluor is loaded on top of the objective.

	4.
	1:40-2:02
	Originally supplied video was low-resolution and low-intensity. We have recorded a new video with similar timings but a better sample.
	Use the newly uploaded “Focusing on a Sample” screen capture video for during this duration instead. (We recommend from 0:05-0:25.)

	5.
	2:05-2:15
	Audio describes moving about the sample but shows an empty histogram instead of the image window.


	Shift the zoomed area of the screen to the right to see the moving image instead of the blank histogram.

	6.
	2:15-2:25
	As in number 4, the originally supplied video was low resolution. We have since recorded a better video.
	Use the newly uploaded “Finding the Brightest Region” screen capture video for during this duration instead. (We recommend from 0:10-0:20.)

	7.
	3:17-3:21
	Video shows adding the immersion media to the objective (the clear water in the transfer pipette), not loading the sample on the stage.
	Please show the next few seconds of the video where the round silver AttoFluor is loaded on top of the objective.

	8.
	6:05-6:25
	The "Autofluorescence Subtraction" example contains Figure 6 instead of Figure 10.


	Replace with the appropriate panels from Figure 10. (BCD, FGH.)
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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.”
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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.
	1.3
	Listed range is from 340-550 nm.
	Please change to 360-485 to maintain consistency with the rest of the protocol.

	2.
	5 (Heading)
	The section heading was originally “Data acquisition and image analysis” before we added the standalone section 6 titled “Image analysis.”
	Please change the heading for section 5 to simply “Data acquisition”.

	3.
	“Figure 6” section of “Representative Results”
	This sentence is awkward: In addition, the autofluorescence signal may influence the library spectra for the two other labels in a way for which was not properly accounted, resulting in a less accurate fitting than if the labels had been acquired using a cell line with little to no autofluorescence.
	Please replace with: “In addition, the autofluorescence signal may influence the library spectra for the two other labels in a way that was not properly accounted for, resulting in a less accurate fitting than if the labels had been acquired using a cell line with little to no autofluorescence.

	4.
	Discussion, paragraph 3.
	Misspelled word in the following sentence: “As reported previously, a carefully chosen array of thin-film tubable filters allows data acquisition with center wavelengths spaced 5 nm apart, a distance sufficient to oversample the excitation spectrum given filters with FWHM of between 14-20 nm.”
	Please replace with: “As reported previously, a carefully chosen array of thin-film tunable filters allows data acquisition with center wavelengths spaced 5 nm apart, a distance sufficient to oversample the excitation spectrum given filters with FWHM of between 14-20 nm.”

	5.
	Discussion, paragraph 6.
	We misrepresented part of the light path in the statement: “Similarly, adjusting the light path for transmission imaging may result in loss of signal to the eyepieces, depending on the configuration of the microscope.”
	Please replace with : “Similarly, adjusting the light path for transmission imaging may result in loss of signal to the camera, depending on the configuration of the microscope.”
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