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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 FACS-based Protocol to Isolate RNA from the Secondary Cells of Drosophila Male Accessory Glands

Date: 13-08-2019
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.
	0:24
	This little portion of video is not in the correct position relative to the chronology of the experiment. The transfer part starting at 0:27 should be placed before it.
	Invert shots 0:24 and 0:27

	2.
	1:10
	Video shows flame rounding of 2 tips twice at 0:48 and then 1:10. This is a relatively trivial part and does not require to be shown this much. The sorting of narrow/wide tips is more important for people to see so they get an idea of what they should obtain.
	1:10 shot could be reduced to show only one flaming. 

Then please include the aspiration video of the narrowest tip as well. No need to keep it full length, but it would be good to see what the aspiration/expelling speed looks like.



	3.
	1:47 to 2:06
	This section shows a lot of gland transfers, which is quite long and boring. I suggest inserting here the 20 glands shot we did.
	Include a short shot of 20 pairs of Accessory glands at 1:53 and reduce the other transfer parts to fit the narrative.

	4.
	4:29 to 4:43
	A transition is missing between accessory glands and RNA concentration, and no reference to the FACS sorting, which is bad for an article whose title starts with “A FACS-based Protocol”.

Step 4.3 is thus changed.

See the modified shotlist joined.
	At 4:29, include Fig2 panels F and G. Highlight panel F when narrative talks about selecting living cells [1], and then highlight panel G when narrative talks about GFP fluorescence level[2].

For clarity, please add the titles: Draq-7 to panel F; and GFP to panel G. 

	5.
	5:19
	
Here only one sample is highlighted. Both should be highlighted.
	Highlight Act5C in both samples please.

	6.
	5:54
	This little portion of video is not in the correct position relative to the chronology of the experiment. The transfer part starting at 5:57 should be placed before it.
	Invert shots 5:57 and 5:54
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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.
	4:15 to 4:43
	This portion of the results is unclear and needs to be reworked. There is no transition between accessory glands and RNA concentration, and no reference to the FACS sorting, which is bad for an article whose title starts with “A FACS-based Protocol”. Sorry for the inconvenience.
	
	I will send a revised version of the shotlist steps 4, and put the new texts here below as well. Hope this is clear.
Steps 4.2 and 4.3 change.

4.2 is made simpler (description of the mutant)

4.3 becomes a description of FACS key steps.

The former step 4.3 (RNA concentration) is shortened and becomes 4.3.3

Then the shotlist resumes normally from step 4.4

	2.
	4:15
	“Removing the enhancer of Abd-B responsible for secondary cell expression also removes the promoter of MSA (M-S-A), an important transcript for secondary cell development, morphology, and function [1].”

	4.2
	“In this study, both cell types were sorted from wild type and Iab6cocuD1 (i-a-b-six-cocü-D-one) mutant accessory glands. This D1 (d-one) mutant lacks the expression of Abd-B and MSA (a-b-d-b-and-m-s-a) transcripts, which affects secondary cells development, morphology, and function. [1]”


	3.
	4:29
	“If the estimated concentrations of RNA are variable between samples [1], the starting material for both reverse transcription-quantitative PCR and cDNA library synthesis can be adjusted to roughly 2 nanograms per sample [2].”

	4.3
	“After cell dissociation, FACS is used to select living cells based on Draq-7 (Draq-seven) [new1], and GFP fluorescence level is used to isolate secondary cells and main cells [new2]. RNA is extracted from each cell population, and adjusted to 2 nanograms per sample for subsequent RT-qPCR and sequencing [new3].”

	4.
	5:03
	“Principal component analysis of three wild type and three mutant replicates reveals that the wild type replicates both cluster close together to each other [1] and far from the mutant samples [2].”
	
	“Principal component analysis on RNA sequencing data of three wild type and three mutant replicates reveals that the wild type replicates both cluster close together to each other [1] and far from the mutant samples [2].”

	5.
	2:06-2:10
	« ...use flamed forceps and a dissecting microscope to firmly pinch the middle... »
	
	« ... use SHARP forceps UNDER a dissecting microscope to firmly pinch the middle... »

	6.
	2:10-2:16
	« ...to remove the proximal region of the accessory gland and the ejaculatory duct. »
	
	« ...to separate the proximal region of the accessory gland and the ejaculatory duct from the portion of the gland containing secondary cellS. »

	7.
	4:08- 4:13
	« ...the Abd-B gal-4 construct can be used to label secondary but not main cells with GFP. »
	
	« ... the Abd-B gal-4 construct USED IN THESE EXPERIMENTS LABELS secondary but not main cells with GFP. »

	8.
	5:09-5:10
	“...the wild type replicates both cluster...”
	
	“... ALL THREE wild type replicates cluster. . .”
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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.”
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