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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   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: Using the GAL4-UAS System for Functional Genetics in Anopheles gambiae
Date: 09.12.2020
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.
	Introduction, Paragraph 2, Sentence 1
	Text says: 

“In the African malaria mosquito, An. gambiae, the GAL4-UAS system was first tested by cell line co-transfection9”
	Please correct to: 

“In the African malaria mosquito, Anopheles gambiae, the GAL4-UAS system was first tested by cell line co-transfection9”

	2.
	Introduction, Paragraph 3, Sentence 1
	Text says:
“The responder lines created to date are designed to express the transgene either at elevated levels or to reduce gene expression through RNA interference (RNAi).”
	Please correct to:

“The responder lines created to date are designed to either express the transgene at elevated levels or to reduce gene expression through RNA interference (RNAi).”

	3.
	Introduction, Paragraph 4, Sentence 2
	Text says:

“Most importantly for the Gal4-UAS system there is a necessity to distinguish the responder and driver lines to establish crosses and identify individual progeny that carry both transgenes.”
	Please correct to:

“Most importantly for the GAL4-UAS system there is a necessity to distinguish the responder and driver lines to establish crosses and identify individual progeny that carry both transgenes.”

	4.
	Introduction. Final paragraph: sentence 2
	Text says:

“maintained for promoter/gene combination”
	Please correct to:
“Maintained for each promoter/gene combination”

	5.
	1.1.3
	Step says:

“Produce transgenic mosquitoes created using ΦC31 recombination mediated cassette exchange as described in the this paper10,17,18,23.


	Please correct to:

“Produce transgenic mosquitoes created using ΦC31 recombination mediated cassette exchange10,17,18,23.”

Delete: “as described in the this paper”



	6.
	1.3.3.1.1
	Step says:

“Use the forward primer from 1.3.1.2 again in this second reaction. However, this will mean that a single enzyme digest is essential.”
	Please correct to:

“NOTE: The forward primer from 1.3.1.2 can be used again in this second reaction. However, this will mean that a single enzyme digest is essential.”

	7.
	2.2.6.1
	Step says:

“which the expected fluorescent phenotype from individuals with no fluorescence can be reliably distinguished.”
	Please correct to:

“which the expected fluorescent phenotype can be reliably distinguished from individuals with no fluorescence”

	8.
	2.6.4.NOTE
	NOTE says:

“Double check all the progeny selected for the G1 intercross.”
	Please correct to:

“Double check all the progeny selected for the F1 intercross.”

	9.
	3.2.2.1
	Step says:

“Fill oviposition pot with water to a depth of approximately 5 mM.”
	Please correct to:

“Fill oviposition pot with water to a depth of approximately 5 mm.”

	10.
	3.3.5
	Step says:

“At this point fixed, store eggs at 4 °C overnight in water to keep them hydrated.”


	Please correct to:

“At this point, fixed eggs can be stored at 4 °C overnight in water to keep them hydrated.”



	11.
	Representative Results, Sentence 4
	Text says: 

“The bipartite GAL4-UAS system permits modification of gene expression in a controlled spatio-temporal manner that can be visualized by crossing the oenocyte (Figure 6A,C) and ubiquitous driver (Figure 6B,D) lines with the responder line UAS-mCD8:mCherry10”
	Please correct to:

“The bipartite GAL4-UAS system permits modification of gene expression in a controlled spatio-temporal manner that can be visualized by crossing the ubiquitous (Figure 6A,C) and oenocyte driver (Figure 6B,D) lines with the responder line UAS-mCD8:mCherry10”

	12.
	Table 1 Legend
	Text says:

“Table listing the available lines in the Lycett Laboratory,”
	Please correct to:

“Table listing published lines,”

	
	
	
	

	
	
	
	


The changes noted in the table above have been applied to “REVISED Manuscript JoVE GAL4-UAS Article 09.12.2020” and reuploaded. I have made some additional comments below regarding the formatting of the figures and pdf file.
Additional comments:

1. The quality of all images in both the webpage and pdf versions of the article has substantially decreased from the submitted versions. White lines have appeared on some figures and the overall quality is poor. We have submitted the figures to the File Uploader as .png files incase this is of assistance.
2. In the pdf file, the distribution of text and images is unusual in places, particularly at the end of the introduction and in the discussion. I think it would be best if rather than a large gap, the final paragraph of the introduction is placed above figure 1 and the figure has a full page so that it is large enough to view clearly. In the discussion, it seems unnecessary for each new paragraph to have a column break, could it be formatted like the introduction?

3. Is it possible for all figures to be the full width of the page as opposed to within a column as I think increasing the size will be better for readers.

4. I had noted for some of the figures to be embedded within the text rather than placed after the representative results. I am unable to see exactly where is the best place in terms of formatting to move the figures to exactly. Can they be placed in the general area of the manuscript where it is noted but without leaving large white spaces as is sensible for the pdf conversion? 
[image: image1.png]