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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: Xylem Water Distribution in Woody Plants Visualized with a Cryo-Scanning Electron Microscope
Date: 27/05/2019
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

	1.
	00:38
	The name of the demonstrator is Mayumi Y. Ogasa.
	Replace the name of the demonstrator with “Mayumi Y. Ogasa”

	2.
	01:34
	Wrong shots were used. As the digital indicator of the equipment omits minus symbol, higher value of indicator means ‘lower water potential’ (more negative). 
	Please interchange the shot of 1.38 (=lower than -0.5 MPa) and the shot of 0.34–0.36 (=higher than -0.5 Mpa).

	3.
	01:53
	A shot of the taping for fixing is more useful for the audience to avoid leakage of water.
	Please use the shot focusing how to fix a watertight color around the stem.

	4.
	05:10
	This shot is not enough as the movie to explain “cut the surface only once or twice” because the movie of following procedure (that is “stopping cutting and sliding the blade”) was cut.
	If possible, please contain the shot of keeping sample surface above the blade and sliding the blade.

	5.
	05:12
	The narration says “Then, slide the blade again and position an unused portion...”
	The shot like the movie from 4:56–5:02 is more appropriate.

	6.
	05:23
	The shot of rapid moving of chuck is not appropriate for the movie of this step because this step (“cut the surface only once or twice”) should be done carefully. The purpose of such rapid movement in this shot is just adjusting the distance between blade and surface of the sample.
	Please eliminate the shot of rapid moving of chuck. Or replace the shot of “cutting once, then keep the sample surface just above the blade” (the shot at 4:56 is best)

	7.
	06:30
	The procedure of freeze-etching started from the shot of 6:41
	Please display the text “Recommendation: Conduct freeze-etching...” from the frame of 6:41

	8.
	07:41
	The image with high magnification is better to demonstrate the difference in the ice plane texture between parenchyma cells and conduits.
	Please emphasize the region which can compare the texture of ice plane with Tr and R. Please refer the file named Fig2_texture.pdf. Preferred region is surrounded by a yellow flame in Fig 2B.


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)

	1.
	06:00
	This step should be conducted in the cryostat chamber to avoid sticking frost dust on the cleared surface of the sample.
	5.1
	Next, place the specimen holder with the prepared specimen into an insulating container filled with liquid nitrogen in the cryostat chamber

	2.
	06:15
	To minimize the exposure of sample surface to the air, the specimen holder should be transferred to the pre-evacuation chamber of the cryo-SEM specimen chamber as soon as starting evacuation of the pre-evacuation chamber.
	5.2
	Rapidly transfer the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber, as soon as starting evacuation of the pre-evacuation chamber.

	3.
	07:41
	Please modify the narration as follows to correspond to the emphasized image.
	7.3
	Cytoplasm in parenchyma cells can be distinguished from water within tracheids or vessels through ice plain textures [2]


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)

	1.
	1.3
	We should state the importance of tight sealing preventing the leakage of water.
	Add the sentence “Care should be taken to tightly seal the spaces between the stem and the collar using a sticky tape for preventing leakage of liquid media which are used subsequently.”, following the sentence “A plastic cup without… collar.”

	2.
	1.3
	We have not described about the transferring the sample from the watercollar to another container.
	Add this procedure ‘Transfer the sample to another container of water as quickly as possible to minimize exposing the cut end to air.’ to the end of this step. 

	3.
	4.2
	Please refer the comment of #1 in Audio comments
	"Place the specimen holder with the prepared specimen into an insulating container filled with LN2 in the cryostat chamber."

	4.
	4.4
	Please refer the comment of #2 in Audio comments
	"Rapidly set the specimen holder to the pre-evacuation chamber of the cryo-SEM specimen chamber as soon as starting evacuation of the pre-evacuation chamber. Then, place the specimen holder…"

	5.
	Representative results: L366
	We would like to demonstrate the differences in the texture more clearly in Figure 2.
	Please modify the sentence in results as follows: “Cytoplasm in parenchyma cells can be distinguished from water within trahceids or vessels through ice plain textures (e.g., Figure 2B).”
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