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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: 60282
Date: 06/11/2019
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.
	0:08-0:12
	Onscreen the image show Enrique Martin-Blanco affiliation as “Parc Cientific de Barcelona”
	Please change affiliation to 

“Instituto de Biologia Molecular de Barcelona (CSIC)”

	2.
	0:16-0:23
	Onscreen the image shows part of the orientation analysis 
	Please exchange by  the screen capture “4.1” between 00:04 to 00:12 (histoblast expansion through the maximum intensity projection)

	3.
	1:30-1:43
	Onscreen the pupa on the glass slide with the double-sided steaky tape is oriented wrongly 
	Image should be rotated around 120 degrees clockwise and cropped to position the pupa in the center of the image at higher magnification to help visualization 
It will be ideal to keep the size of the pupa and its orientation the same in all shots 

	4.
	1:47-1:52
	Onscreen the pupa on the glass slide with the double-sided steaky tape is oriented wrongly
	The pupa is upside down. Flip vertically and crop to increase magnification and help visualization

	5.
	2:12-2:13
	Onscreen the whole image is moving/drifting
	The image frame between 2:12 and 2:13 (1 second approximately) could be cut off the final video to remove the drifting of the image 

	6.
	2:17-2:18
	Onscreen the whole image is moving/drifting
	The image frame between 2:17 and 2:18 (1 second approximately) could be cut off the final video to remove the drifting of the image

	7.
	5:29
	Color-coded image output is missing before proceding next to go to the Orientation J Measure Option
	Please show color-coded image from the screen capture “4.3.1 and 4.4.1” from time 00:38 or 00:48; Alternatively use Figure 4B left side)

	8.
	7:06-7:17
	Onscreen the data on clone orientation are shown instead of the ones of shape parameters
	Please show graphs data (box plots) from figure 5 F. These graphs illustrate the analyzed shape parameters that are described in the narration

	9.
	7:38-7:42
	Onscreen the image shows Enrique Martin-Blanco affiliation as “Parc Cientific de Barcelona”
	Please change affiliation to 

“Instituto de Biologia Molecular de Barcelona (CSIC)”

	10.
	7:58-8:00
	Onscreen the pupa on the glass slide with the double-sided steaky tape is oriented wrongly 
	Image should be rotated around 120 degrees clockwise and cropped to position the pupa in the center of the image at higher magnification to help visualization 


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.
	1:21
	“Then, remove each pupa from the wall of the vial with the moistened paintbrush”
	2.1
	“Then, remove each pupa from the wall of the vial with the help of the forceps”

	2.
	2:31
	“Hold the pupa gently by the head and transfer the pupa […]”
	2.6
	“hold the pupa gently by the ventral side and transfer the pupa […]”

	3.
	3:58
	“[…]at room temperature for 4-5 days […]”
	3.2
	“[…] at 25 degrees Celsius for 4-5 days […]”

	4.
	4:02
	“To generate flippase or FRT somatic clones in the histoblasts […]”
	3.3
	“To generate somatic clones in the histoblasts […]”

	5.
	7:12
	“[…] Shape parameters at 26 hours and 47 hours after puparium formation indicate that roughness, roundness and circularity barely changed”
	5.5
	“[…] Shape parameters at 26 hours and 47 hours after puparium formation indicate that roughness, roundness and circularity barely changed in the wild-type clones”


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.
	1.2
	Step says “Transfer white prepupae (0 h APF) to a fresh plastic vial using a moistened paintbrush […]”
	Please correct to “Transfer white prepupae (0 h APF) to a fresh plastic vial using a moisten paintbrush […]”

	2.
	2.1
	Step says “[…] Then, remove the staged pupae from the wall of the vial using moisten paintbrush”
	Please correct to “[…] Then, remove the staged pupae from the wall of the vial with the help of the forceps”

	3.
	2.6
	Step says “Transfer the pupa with the help of the forceps to a glass-bottomed dish and deposit it on top of a small drop of gas-permeable halocarbon oil. Hold the pupa gently by the head to avoid any possible tissue damage”
	Please correct to “Transfer the pupa with the help of the forceps to a glass-bottom dish and deposit it on top of a small drop of gas-permeable halocarbon oil. Hold the pupa gently by the ventral side to avoid any possible tissue damage”

	4.
	3.1 
	Step says “Orient the pupa over the oil drop on the glass-bottomed dishes according to the domain and the process to be evaluated […]”
	Please correct to “Orient the pupa over the oil drop on the glass-bottom dish according to the domain and the process to be evaluated […]”

	5. 
	3.2 
	Step says: “Transfer the glass-bottomed dish containing the mounted pupae to the microscope stage and focus on the surface of the abdominal area using the transmitted light”. 


	Please correct to: “Transfer the glass-bottom dish containing the mounted pupae to the microscope stage and focus on the surface of the abdominal area using the transmitted light”. 



	6.
	3.4
	Step says: “Turn on the appropriate lasers (i.e., 488 nm and 561 nm to visualize GFP and mCherry fluorophores respectively) and adjust the laser power […]”
	Please correct to: “Turn on the appropriate lasers (i.e., 488 nm and 561 nm to visualize GFP and RFP fluorophores respectively) and adjust the laser power […]”

	7.
	4.2
	Step says “[…] This is performed by submerging the plastic vials containing the animals in a water bath at 37 °C for 45 min−1 h at the wandering larvae (LIII) stage”

	Please correct to “[…] This is performed by submerging the plastic vials containing the animals in a water bath at 37 °C for 45 min to 1 h at the wandering larvae (LIII) stage”


	8. 
	5
	NOTE says: Note: Data were processed using ImageJ (imagej.nih.gov/ij/). 


	Please correct to: Note: Data are processed using ImageJ (imagej.nih.gov/ij/). 



	
	Summary


	Comment
	Requested Change (highlight in bold)

	1.
	
	Text says: “This protocol is designed for the imaging and analysis of the dynamics of cell orientation and tissue growth in the Drosophila abdominal epithelia as the fruit flies undergo metamorphosis. The methodology described here can be applied to the study of different developmental stages, tissues, or subcellular structures in Drosophila or other model organisms.”
	Please correct to: “This protocol is designed for the imaging and analysis of the dynamics of cell orientation and tissue growth in the Drosophila abdominal epithelia as the fruit fly undergoes metamorphosis. The methodology described here can be applied to the study of different developmental stages, tissues, and subcellular structures in Drosophila or other model organisms.”

	
	Abstract


	Comment
	Requested Change (highlight in bold)

	1.
	
	Text says: “A remarkable example is sensory epithelia, where cells of the same or distinct identities are brought together via cell-cell adhesion showing highly organized planar patterns”.
	Please correct to: “A remarkable example is given by sensory epithelia, where cells of the same or distinct identities are brought together via cell-cell adhesion showing highly organized planar patterns”.

	
	Introduction

	Comment
	Requested Change (highlight in bold)

	1.
	
	Text says: “A detailed protocol is provided, covering all the steps required from the initial pupae preparation (i.e., staging and imaging) to the extraction and quantification of directionality and orientation features”
	Please correct to: “A detailed protocol is here provided, covering all the steps required from the initial pupae preparation (i.e., staging and imaging) to the extraction and quantification of directionality and orientation features.

	
	Representative results

	Comment
	Requested Change (highlight in bold)

	1.
	
	Text says: “This would permit the exploration of nonautonomous responses in surrounding cells, facilitating the identification of cross talk or cell communication mechanisms
	Please correct to: “This would allow the exploration of nonautonomous responses in surrounding cells, facilitating the identification of cross talk or cell communication mechanisms

	
	Figure legends

	Comment
	Requested Change (highlight in bold)

	1.
	Figure 1
	Text says: (B) The essential toolkit for dissection is shown. From left to right: glass slide, double-sided tape, a pair of forceps, and a glass-bottomed dish.
	Please correct to: (B) The essential toolkit for dissection is shown. From left to right: glass slide, double-sided sticky tape, a pair of forceps, and a glass-bottom dish. 

	2.
	Figure 1
	Text says: “(G) and transferred to a glass-bottomed dish over a minimal drop of halocarbon oil”.
	Please correct to: “(G) and transferred to a glass-bottom dish over a minimal drop of halocarbon oil”.

	3.
	Figure 2
	Text says: “(A) A parental heterozygous cell (pale magenta) carries a recessive mutant allele (dashed rectangle) on one chromosome arm and a gene encoding for a fluorescent marker (magenta) in the other chromosome arm (the left arm of the chromosome 2 [2L] in this example)”.
	Please correct to: “(A) A parental heterozygous cell (pale magenta) carries a recessive mutant allele (dashed rectangle) on one chromosome arm and a gene encoding for a fluorescent marker (magenta) in the other chromosome arm [the left arm of the chromosome 2 (2L) in this example]”.

	4.
	Figure 4
	Text says: “(A) […] Top: Schematic views of a pupa oriented for dorsolateral imaging at 16 and 26 h APF”.
	Please correct to: “(A) […] Top: Schematic views of a pupa oriented for dorsolateral imaging at 16 h and 26 h APF”.

	5.
	Figure 4 
	Text says: “(B)Top: Schematic view of a pupa oriented for dorsal imaging at 32 and 48 h APF”.
	Please correct to “(B)Top: Schematic view of a pupa oriented for dorsal imaging at 32 h and 48 h APF”.


Note: We are re-uploading the entire document of the manuscript to implement these changes.   
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