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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: Determining the Egg Fertilization Rate of Bemisia Tabaci Using a Cytogenetic Technique
Date: 24Feb2019
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.
	0:00-0:04
	This is the title slide that reads “Determining the Egg Fertilization Rate of Bemisia Tabaci Using a Cytogenetic Technique”
	“Bemisia tabaci” should be italicized

	2.
	1:28-1:37
	This is advice for collecting eggs
	This scene should be moved to 1:50, after video of egg collection

	3.
	3:25-3:29
	The narration describes sealing a slide with clear nail polish, but the video shows a slide being placed on a microscope mount
	The narration should stay the same, but the video should be replaced by video in 3:29-3:34. The original video from 3:25-3:29 should be placed after 3:34, with the original narration describing a slide being imaged by a fluorescent microscope. In summary, the two video scenes from 3:25-3:29 and from 3:29-3:34 should be switched, but the audio should remain the same.

	4.
	3:35-3:37
	Title slide that reads: “IV. Results: Influence of Rickettsia sp. nr. bellii Endosymbiont on Primary Sex Ratio of B. tabaci”
	“Rickettsia,” “bellii,” and “B. tabaci” should be italicized

	5.
	3:52-3:55
	Narration describes female pronucleus in both male and female eggs
	To further help audience know where these are, the female pronuclei should be circled in both photos. I will go ahead and send edited documents with circled pronuclei that you can add in the video from 3:52-3:55

	6.
	3:57-3:59
	Narration describes sperm in incipient female egg
	To further help audience know where the spermatozoon is, it should be circled. I will go ahead and send an edited document with circled spermatozoon that you can add in the video from 3:57-3:59

	7.
	4:55-5:06
	This is a warning about bleach, glacial acetic acid and DAPI
	This scene should be moved to 1:27, before bleach is used


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.
	4:01
	Original Script Text:
“Primary sex ratios of eggs laid by Rickettsia-infected and uninfected B. tabaci whiteflies […]” 
	
	Rewritten Script Text with added beginning and corrected pronunciation:
“One application of this technique is to determine whether bacterial endosymbionts affect primary sex ratios of whiteflies. As an example, the primary sex ratios of eggs laid by Rickettsia-infected and uninfected B. tabaci [pronounced tuh-baw-sigh] whiteflies […]


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, Last Paragraph, Second sentence
	Sentence reads “The protocol is convenient in comparison with staining methods used for other insect eggs as it omits an overnight fixation step and, therefore, can be completed within 3 h.”
	Please correct to “The protocol is convenient in comparison with staining methods used for other insect eggs as it omits an overnight fixation step and, therefore, can be completed within 3 hours.”

	2.
	1.1
	Step says: 
1. Allow female whiteflies to oviposit on clean leaves. Examples for oviposition arenas include clip cages or leaves cut to fit on agar in a Petri dish. Make a coverable hole in the clip cage or Petri dish cover to insert and remove the adults.

1. Alternatively, quickly put a vessel of collected adults on ice and, then, deposit them on the leaf. Limit the time between oviposition and egg fixation to no more than 60 min, to ensure the observation of the sperm transition into the paternal pronucleus in eggs.
	Please correct by merging steps into one step. Also, correct abbreviation of “min” to “minutes”: 
Step says: 

1.
Allow female whiteflies to oviposit on clean leaves. Examples for oviposition arenas include clip cages or leaves cut to fit on agar in a Petri dish. Make a coverable hole in the clip cage or Petri dish cover to insert and remove the adults. Alternatively, quickly put a vessel of collected adults on ice and, then, deposit them on the leaf. Limit the time between oviposition and egg fixation to no more than 60 minutes, to ensure the observation of the sperm transition into the paternal pronucleus in eggs.

	3.
	2.3
	Sentence in step says:

 “To make a probe, insert a minuten nadeln pin at 45° or at a comfortable working angle into a melted pipette tip (Figure 2).”
	Please correct mis-spelling:
“To make a probe, insert a minuten nadel pin at 45° or at a comfortable working angle into a melted pipette tip (Figure 2).”

	4.
	2.4
	Note says: 
“NOTE: When collecting eggs, slowly lift the egg from its base until the pedicel is removed from the leaf. The pedicel is sticky, and the egg will commonly stick to the probe tip until it is dipped into the bleach. It is recommended to use separate glass Pasteur pipettes for all reagents, and the pipettes may be modified with heat to make the tips narrower and reduce the risk of accidentally aspirating whitefly eggs. To prevent residue and contamination, clean the pipettes with deionized water after every use.”
	Should be separated into two notes:

 “NOTE: When collecting eggs, slowly lift the egg from its base until the pedicel is removed from the leaf. The pedicel is sticky, and the egg will commonly stick to the probe tip until it is dipped into the bleach.
NOTE: It is recommended to use separate glass Pasteur pipettes for all reagents, and the pipettes may be modified with heat to make the tips narrower and reduce the risk of accidentally aspirating whitefly eggs. To prevent residue and contamination, clean the pipettes with deionized water after every use.”

	5.
	2.5
	Step says: 

“Wait for 10 min. If there is an interest in embryogenesis in eggs older than 1 h, leave the eggs in bleach for up to 15 min.

NOTE: For eggs that are up to 1 h old, 10 min is sufficient.”
	Correct by removing abbreviations:
“Wait for 10 minutes. If there is an interest in embryogenesis in eggs older than 1 hour, leave the eggs in bleach for up to 15 minutes.

NOTE: For eggs that are up to 1 hour old, 10 minutes is sufficient.”

	6.
	3.1
	Step says:
“Remove the bleach (containing the chorion fragments) with a glass Pasteur pipette and discard it. Add drops of glacial acetic acid with a glass Pasteur pipette and wait 3 min.[…]”
	Correct by removing abbreviations:

 “Remove the bleach (containing the chorion fragments) with a glass Pasteur pipette and discard it. Add drops of glacial acetic acid with a glass Pasteur pipette and wait 3 minutes.[…]”

	7.
	3.2
	Sentence in step says:

 “Wait until most of the solution has evaporated (or 10 min max).”
	Correct by removing abbreviations:

 “Wait until most of the solution has evaporated (or 10 minutes max).”

	8.
	3.3
	Step says:
“Add drops of 70% ethanol to the eggs with a glass Pasteur pipette and wait until most of the ethanol has evaporated (or 10 min max).”
	Correct by removing abbreviations:

 “Add drops of 70% ethanol to the eggs with a glass Pasteur pipette and wait until most of the ethanol has evaporated (or 10 minutes max).”

	9.
	4.1
	Sentence in step says:

 “Wait at least 30 min.”
	Correct by removing abbreviations:

“Wait at least 30 minutes.”

	10.
	4.2
	Sentence in step says:

“Set the microscope slide in a dark humidity chamber and wait at least 15 min.”
	Correct by removing abbreviations:

 “Set the microscope slide in a dark humidity chamber and wait at least 15 minutes.”

	11.
	5.2
	Sentences in step say:
“Wait 5 min before removing the 1x TBST with a glass Pasteur pipette. Repeat this step 2x.”
	Correct by removing abbreviations:

“Wait 5 minutes before removing the 1x TBST with a glass Pasteur pipette. Repeat this step 2 times.”

	12.
	6.2
	Step says: 
“For long storage, seal the cover slide with clear nail polish and, then, either store the slide in the dark at 2 °C or immediately view it under a fluorescent microscope.”
	Should say:

“For long-term storage, seal the cover slide with clear nail polish and, then, either store the slide in the dark at 2 °C or immediately view it under a fluorescent microscope.”

	13.
	Figure 4
	First sentence says:

“Fluorescent microscope images of B. tabaci eggs. (a) B. tabaci MEAM1 fertilized, incipient female eggs. (b) Unfertilized, incipient male eggs.”
	Should be corrected from plural to singular:

“Fluorescent microscope images of B. tabaci eggs. (a) B. tabaci MEAM1 fertilized, incipient female egg. (b) Unfertilized, incipient male egg.”

	14.
	Discussion, First paragraph
	First paragraph says:
“This protocol is the first to capture the fertilization rate or primary sex ratio of B. tabaci. The challenge of this protocol is that it requires researchers to learn how to handle the whitefly eggs quickly, ensuring that not more than 1 h has passed since the eggs were oviposited until they are fixed. During preliminary experiments, eggs that were fixed at 3 h or more postoviposition were too old to observe fertilization, as syngamy had occurred and mitotic divisions were underway. Between 1 to 3 h, the pronuclei took on a rounder shape. While the early presence of two nuclei indicates a fertilized egg, a bit later, the apposition of the two nuclei in preparation for syngamycan appear to be one nucleus, and later again, the two products of the first mitotic division are found in both male and female eggs. Therefore, the distinction between the sexes is not clear at these later time points, and we advise limiting the interval from oviposition to fixation to 1 h as a conservative measure. It is also challenging to learn how to be gentle with the eggs with each transfer of liquid so that they are not accidentally aspirated into the pipette. At the time of viewing the eggs under a fluorescent microscope, a few of the eggs may have broken during the protocol, so those eggs cannot be sexed and counted as the pronuclei and yolk may have escaped. Otherwise, once the operator becomes comfortable with these steps, the protocol can be completed conveniently within 3 h, as it does not require an overnight fixation step. It is also flexible in that it can be modified to stain older eggs, for those researchers interested in capturing development.”
	Correct by removing abbreviations and putting spaces between words:

“This protocol is the first to capture the fertilization rate or primary sex ratio of B. tabaci. The challenge of this protocol is that it requires researchers to learn how to handle the whitefly eggs quickly, ensuring that not more than 1 hour has passed since the eggs were oviposited until they are fixed. During preliminary experiments, eggs that were fixed at 3 hours or more postoviposition were too old to observe fertilization, as syngamy had occurred and mitotic divisions were underway. Between 1 to 3 hours, the pronuclei took on a rounder shape. While the early presence of two nuclei indicates a fertilized egg, a bit later, the apposition of the two nuclei in preparation for syngamy can appear to be one nucleus, and later again, the two products of the first mitotic division are found in both male and female eggs. Therefore, the distinction between the sexes is not clear at these later time points, and we advise limiting the interval from oviposition to fixation to 1 hour as a conservative measure. It is also challenging to learn how to be gentle with the eggs with each transfer of liquid so that they are not accidentally aspirated into the pipette. At the time of viewing the eggs under a fluorescent microscope, a few of the eggs may have broken during the protocol, so those eggs cannot be sexed and counted as the pronuclei and yolk may have escaped. Otherwise, once the operator becomes comfortable with these steps, the protocol can be completed conveniently within 3 hours, as it does not require an overnight fixation step. It is also flexible in that it can be modified to stain older eggs, for those researchers interested in capturing development.”
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