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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:  Immobilization of Live Caenorhabditis elegans Individuals Using an Ultra-thin Polydimethylsiloxane Microfluidic Chip with Water Retention
Date: 12/26/2018
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

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

	1.
	0:01
	Caenorhabditis elegans should be written in italic font.
	Immobilization of Live Caenorhabditis elegans individuals Using an Ultra-thin Polydimethylsiloxane Microfluidic Chip with Water Retention

	2.
	1:43-1:46
	Sealing with the cover film is the most important in this protocol, but this scene is so short in the current version.

	Please prolong this scene so as to show the operation until completely covering on the worm sheet using a flat tweezers.

	3.
	3:47
	C. elegans should be written in italic font.
	VI. Results: C. elegans Individuals …

	4.
	3:47
	“C. elegans Individuals enclosed in PS film” seems to be incorrect.
	C. elegans Individuals Enclosed With PS Film Display No Reduction in Motility
or

C. elegans Individuals Enclosed Using PS Film Display No Reduction in Motility

	5.
	4:52
	“Videographer Graham Harris” is incorrect. It should be Jeffrey.
	Videographer   Jeffrey Jousan
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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.
	2:25
	Original Script Text: 

“Immediately after immobilizing the animals, use flat tweezers to remove the cover film from the worm sheet.”
	3.1
	Rewritten Script Text:

“For collecting immobilizing animals, use flat tweezers to remove the cover film from the worm sheet.”

	2.
	3:58
	Original Script Text: 
“There was no significant difference in motility between control animals and animals enclosed in PS film”.
	6.1
	Rewritten Script Text:
“There was no significant difference in motility between control animals and animals enclosed in microfluidic channels with PS film.”

	3.
	0:04-0:34
	Dr. Suzuki's comments are difficult to hear.
	1.1-1.2
	Please dub over with a narrator if possible.

	4.
	4:15-4:50
	Dr. Suzuki's comments are difficult to hear.
	7.1-7.2
	Please dub over with a narrator if possible.
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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.
	Abstract
	By turning the cover film over, we can easily collect the worms.
	By turning the cover film over, we can easily collect the animals.

	2.
	Introduction: second paragraph
	By turning the cover film over, we can easily collect the worms.
	By turning the cover film over, we can easily collect the animals.

	3.
	Introduction: final paragraph
	live C. elegans individuals using these worm sheets
	live C. elegans individuals using worm sheets

	4.
	Introduction: final paragraph
	Thorough locomotion assays of animals 3 h after on-chip immobilization,
	Through locomotion assays of animals 3 h after on-chip immobilization,

	5.
	3.2
	Based on steps 4.1-4.6, enclose ≥10 washed adult worms (3.5 days after hatching)
	Based on steps 4.1-4.6, enclose ≥10 washed adult animals (3.5 days after hatching)

	6.
	3.3
	Allow 3 h of free movement as follows. For comparison purposes, place ≥10 washed adult worms on a 3.5 cm plate containing 3 mL fresh NGM, cover with a lid, and leave for 3 h.
	For comparison purposes, allow 3 h of free movement as follows. Place ≥10 washed adult animals on a 3.5 cm plate containing 3 mL fresh NGM, cover with a lid, and leave for 3 h.

	7.
	3.4
	Collect animals immediately after 3 h of on-chip immobilization. Remove the cover film from the worm sheet and add a drop of bu#er solution to each animal, according to steps 5.1-5.3.
	Collect animals immediately after 3 h of on-chip immobilization according to steps 5.1-5.3. Remove the cover film from the worm sheet and add a drop of buffer solution to each animal. Pick up animals swimming in the droplet using a platina picker and transfer them to a 3.5 cm plate containing 3 mL fresh NGM without food (assay plate).

	8.
	3.5
	Collect animals after 3 h of free movement. Pick up animals swimming in the droplet using a platina picker and transfer them to a 3.5 cm plate containing 3 mL fresh NGM without food (assay plate). Add a drop of bu#er solution to each animal. Pick up animals swimming in the droplet on the NGM plate and transfer them to an assay plate using a platina picker.
	Collect animals after 3 h of free movement. Add a drop of buffer solution to each animal. Pick up animals swimming in the droplet on the NGM plate and transfer them to an assay plate using a platina picker.

	9.
	3.6.3 NOTE
	Based on these experiments, a PS film with high oxygen permeability was deemed suitable (see the representative results). These PS cover films are included with the worm sheets, but other PS coverslips are also suitable.
	Based on these experiments, a PS cover film with high oxygen permeability was deemed suitable (see the representative results). These PS films are included with the worm sheets.

	10.
	3.6.3 NOTE
	; glass covers with water repellency were therefore also unsuitable (see the representative results).
	; glass covers were therefore also unsuitable (see the representative results).

	11.
	4.1
	for use as a bottom cover film, onto the experimental desk or bench
	for use as a bottom cover film, onto the experimental desk or the microscopic stage

	12.
	4.3.1
	a 6 cm non-treated (water-repellent) Petri plate
	a 6 cm non-treated (water-repellent) Petri dish

	13.
	7.3
	the dedicated sheet described in step 4.7 (see Supplement 1)
	the dedicated sheet described in step 4.7-4.8 (Supplementary File 1)

	14.
	7.12
	Immediately after irradiation, collect the animals as described in steps 5.1-5.3.
	Collect the animals as described in steps 5.1-5.3.

	15.
	8.4.1
	Sheets can also be stored on Petri plates filled with 70% ethanol.
	Sheets can also be stored on on a sterile Petri dish filled with 70% ethanol.

	16.
	Representative Results: first paragraph
	Some animals appeared to have dried out, suggesting that the water repellency of the cover glass repelled the droplet,
	Some animals appeared to have dried out, suggesting that the cover glass repelled the droplet,

	17.
	Representative Results: first paragraph
	These results suggest that PS cover films should be used to enclose worms in the worm sheet.
	These results suggest that PS cover films should be used to enclose animals in the worm sheet.

	18.
	Representative Results: second paragraph
	We observed the activities of all body-wall muscle cells in young adult worms at ≤3 days post-hatching
	We observed the activities of all body-wall muscle cells in young adult animals at ≤3 days post-hatching

	19.
	Discussion: third paragraph
	In addition, the thickness of the sheet allows ion particles to pass through the samples, thus enabling targeted irradiation to be applied to active C. elegans individuals
	In addition, the thickness of the sheet allows ion particles to pass through the samples, thus enabling targeted irradiation to be applied to live C. elegans individuals

	20.
	References 1.
	Heavy-Ion Microbeams-Development and Applications in Biological Studies
	Heavy-ion microbeams-development and applications in biological studies

	21.
	References 5.
(PDF only)
	Kakizaki, T.,#Hamada, N., 
	Kakizaki, T., Hamada, N.,

	22.
	References 6.
(PDF only)
	in Caenorhabditis elegans. germline
	in Caenorhabditis elegans germline

	23.
	References 9.
(PDF only)
	immobilization of Caenorhabditis elegans. in
	immobilization of Caenorhabditis elegans in

	24.
	References 13.
(PDF only)
	C. elegans. locomotory rate
	C. elegans locomotory rate

	25.
	References 14.

(PDF only)
	Sudevan, S., Higashitan, A.,
	Sudevan, S., Higashitani, A.,

	26.
	References 16.
(PDF only)
	Caenorhabditis elegans. research
	Caenorhabditis elegans research

	27.
	References 19.
	NatureMethods.
	Nature Methods.

	28.
	References

(Online text only)
	“Caenorhabditis elegans” and “C. elegans” are written in regular font. 
	“Caenorhabditis elegans” and “C. elegans” should be written in italic font.

	29.
	Table of Materials
	We have uploaded the revised file of Table of Materials after acceptance, but it was not used. 
	We upload the latest file (Table of Materials_R5.xlsx), please use it for revision.

	30.
	Table of Materials
	Almost all of “Name of Material/ Equipment” do not correspond to “Company”, “Catalog Number” and “Comments/Description”. It seems that the “Company” has been sorted alphabetically, and “Catalog Number” and “Comments/Description” were also sorted. However, “Name of Material/ Equipment” have never been sorted. 
	Please check them carefully again and revise.
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