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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 Visual Guide for Studying Behavioral Defenses to Pathogen Attacks in Leaf-Cutting Ants
Date: 19/09/2018
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.
	01:19
	It is not shown that spores are transferred to agar plates
	Include footage showing that spores are transferred to agar plates

	2.
	3:23
	It is not clear how the camera setup is, as the clip is very short
	Expand the clip to make the USB tube cam visibly targeted at the subcolony

	3.
	3:37
	The title “V. Behaviors” is not descriptive of the objective 
	V. The Visual Guide to Defensive Behaviors

	4.
	4:42
	Onscreen text says “Metapleural glad grooming”
	Text should say “Metapleural gland grooming”

	5.
	4:45
	It is not necessarily clear to viewers where the metapleural glands are.
	Insert a snapshot of Fig. 1 (as is done at time point 3.47)  and highlight where the glands are.

	6.
	4:59
	It is not necessarily clear where viewers should focus their viewing
	Either zoom in or highlight the focal ant with a red circle around the mouth parts and Escovopsis spores

	7.
	5:50
	There is not enough time for readers to read the title
	Let the frame stand for long enough for readers to read the title.

	8.
	6:21
	There is a zero at the y-axis where it should say 16
	Either remove the 0 or replace with the number 16

	9.
	6:32
	X-axis labels are missing
	Please insert x-axis labels “Time after infection (only results for infected sub-colonies shown)” and 0h and 72h, as per the pdf version of the protocol.

	10.
	6:32
	There is a zero at the y-axis where it should say 1
	Either remove the 0 or replace with the number 1

	11.
	7:03
	Errors in Table 1
	There are several changes made to Table 1 in the pdf version of the protocol that also have to be made here.


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.
	2:59
	“add two brood, two minor workers and four major workers”
	2.8
	“add two brood, four minor workers and four major workers”

	2.
	3:37
	
	5
	Please add the following speak, while the title “V. The Visual Guide to Defensive Behaviors” is shown:
“The following clips provide a description of the key distinct behaviors to be observed during the observations”

	3.
	4:06
	“pointed towards the fungus and touching each other”
	4.2.1
	“pointed towards the fungus and almost touching each other”

	4.
	6:38
	“A tendency for weeding to increase with time since infection was observed”
	6.4
	“A tendency for fungus weeding to increase with time since infection was observed”


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, line 8
	Says: between different castes of worker ant, and between
	Please correct to: between different castes of worker ants, and between

	2.
	Introduction, line 5
	Says “the ant farmers protect the monoculture from”
	Please correct to: “the ant farmers protect their crop monoculture from”

	3.
	Introduction, line 15
	Says  “antcolonies”
	Please correct to “ant colonies”

	4.
	Page 2, line 7
	Says  “and spreads further within the fungus garden”
	Please correct to “and spreads within the fungus garden”

	5.
	1.1
	Says “Isolate Escovopsis strains from Acromyrmex echinatior field colonies, by growing spores removed from the colony waste dump or fungus

garden on potato dextrose agar (PDA, 39 g/L) plates. Incubate at ca. 23°C for approximately two weeks.”
	Please correct to: “Isolate Escovopsis strains from Acromyrmex echinatior laboratory colonies, by placing fungus garden fragments, with ants removed, on a Petri dish with moist cotton wool for several days until Escovopsis germinates and sporulates. Transfer spores to potato dextrose agar plates (PDA, 39 g/L) and incubate at ca. 23°C for approximately two weeks.”

	6.
	2.2
	Says: “Note: While in full colonies”
	Please correct to: “Note: While in parent colonies”

	7.
	2.4
	Says: “For each sub-colony, approximately 4 h prior to ant introduction, add a tea-spoon sized”
	Please correct to: “For each sub-colony, add a tea-spoon sized”

	8.
	2.4
	Do you wish to have cubic inches indicated for the 2.2 cm3?
	Please correct as per JoVE desire

	9.
	2.7
	Says: “before adding ants or video recording”
	Please correct to: before adding ants or initiating video recording”

	10.
	2.9
	Says: “after inoculation.”
	Please correct to: “after inoculation with Escovopsis.”

	11.
	4.7
	Says “antenna-cleaners”
	Please correct to: “antenna cleaners”

	12.
	5.2
	Says “to grab visible Escovopsis spores and detaches”
	Please correct to: “to grab visible Escovopsis spores and detach”

	13.
	8.1
	Says “tip of the mandibles”
	Please correct to: “tips of the mandibles”

	14.
	Figure 2
	Seems blurry
	Can that be changed?

	15.
	Page 6
	Why so much white space?
	Can figure sizes be adjusted to more effectively use space?

	16.
	Figure 3 legend
	Says “comparing minors and majors from control and treatment groups”
	Please correct to: “comparing minors and majors from treatment groups”

	17.
	Table 1
	Says “Allo-grooming” (note that it appears twice!)
	Please correct to “Allogrooming” in both instances

	18.
	Table 1
	Says “Fecal droplet grooming” (note that it appears twice!)
	Please correct to “Fecal fluid grooming” in both instances

	19.
	Table 1
	Both 0h and 72h have been left aligned
	Please center align

	20.
	Table 2
	Is too small and blurry
	Please make same width and quality as Table 1

	21.
	Page 11, line 7 from below
	Says “meaning that grooming of the metapleural gland may be needed less often”
	Please correct to: “meaning that the need for grooming of the metapleural gland may be infrequent”

	22.
	Page 12, line 7
	Says “anti-microbial”
	Please correct to: “antimicrobial”

	23.
	Page 12, line 16
	Says “naturalistic”
	Please correct to: “natural”
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