[image: image1.png]o
1 Alewife Center, Suite 200
Cambridge, MA 02140
JOURNAL OF tel. 617.401.7770, ext. 701
VISUALIZED EXPERIMENTS =~ WWW.JOVE.com






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:
Preparation of Prokaryotic and Eukaryotic Organisms Using Chemical Drying for Morphological Analysis in Scanning Electron Microscopy (SEM)

Date: 11/12/18
Authors and Affiliations

Please fill in any missing author information not included in the video.
All author information is correct.
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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.
	00:55
	Onscreen text is missing
	Onscreen text should say
0.8 or 0.2 µm pores

	2.
	1:20
	Narrator says the talent is adding three drops of OsO4 (step 1.2.2) but the video shows talent added an entire pipette-full of solution.
	Talent recalls shooting video of adding just 3 drops of OsO4 to the filtration rig, please use video clip of just adding 3 drops instead (otherwise text and video do not match)

	3.
	2:47
	Onscreen text at bottom left reads “t-butyl alcohol”
	Please modify text to read “t-butyl alcohol (TBA)”

	4.
	3:51
	Title shows Fixation, Washing and Dehydration of Drosophila (no italics)
	Please change to: Fixation, Washing and Dehydration of Drosophila

	5.
	4:35
	Onscreen text reads 

25% -> 75% -> 80% 

-> 50% -> 95% and 100%
	Text should read
25% -> 50% -> 75% 

-> 80% -> 95% and 100%

	6
	4:52
	Title shows Drosophila (not italics) Drying and Mounting
	Please change to: Drosophila Drying and Mounting

	7.
	4:58
	Onscreen text reads hexamethyldisilazane
	Please modify text to read “hexamethyldisilazane (HMDS)”

	8.
	5:00-5:24
	HMDS is an acute toxin and must be handled in a fume hood, but video shows the tube right next to talent’s face
	Please either reuse shots from 3:53-4:08 (which may be inside the hood since you can’t see the talent’s face), or use other close-ups you may have of talent working with the microfuge tube inside the hood.  Putting clear liquids in and out of tube will look the same, so repeating shots should be ok.

	9.
	8:57
	When you bring up the individual panels for Figure 4, you seem to suggest that panel E is an example of an enhancer, but it’s actually one of the potential artifacts to avoid. Also, panels F and G are skipped all-together. 
	When you bring up the individual panels for Figure 4, panel C is the example of a suppressor, and panel D is the example of the enhancer.

Please use the text provided in the last sentence of the 3rd paragraph of Representative Results: “Also shown in Figure 4 are examples of potential pitfalls to avoid including an example of the collapsed structure of the eye from improper drying technique (Figure 4E) and electron charging from insufficient sputter coating that appears during image acquisition (Figures 4F and 4G).” 

Can you use pseudo-coloring like you did for the other figures to highlight the electron charging shown by the arrows in panels F and G?
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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.
	7:56
	Narrator says “Fragment-like protrusions extend from the individual cells”
	7.3
	Narrator should say “Filament-like protrusions extend from the individual cells”
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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.”

	1.
	Introduction, paragraph 5, third sentence
	Sentence reads “…as the drying method in adult Drosophila retinal issue23.” (issue should be tissue)
	Please correct to “…as the drying method in adult Drosophila retinal tissue23.”

	[image: image1.png]

	2.
	1.1.2
	Step says “Transfer the fixed cells into a 10 mL filtration rig (Figure 1) using a polycarbonate 25 mm filter with 0.8 or 0.2 µm pores, depending on the size of the cells.”
	Please correct to “Transfer the fixed cells with a glass pipette into a 10 mL filtration rig (Figure 1) containing a polycarbonate 25 mm filter of 0.8 or 0.2 µm pores, depending on the size of the cells.”

	[image: image2.png]214
215
216
217
218
219
220

3. Drying

3.1.  Perform chemical drying using hexamethyldisilazane (HMDS'ZO.

3.1.1. Replace the 100% ethanol solution with a 1:2 solution of HMDS and 100% ethanol for 20
min. Replace the 1:2 solution with a 2:1 solution of HMDS and 100% ethanol for 20 min. Replace
the 2:1 solution with 100% HMDS for 20 min. Repeat once.

Author Yesterday <

Is it ok that the video shows TBA (step 3.2) at time 2:39
(using eyglenoids) before HMDS (step 3.1) at time 4:58
(using Drosophila)? Do we need to modify the text of the
‘manuscript so they match or is it ok as-is?






	3.
	1.2.1
	Step says “Transfer 2 mL of low density (OD600 < 0.5) culture into a 10 mL filtration rig (Figure 1) using a polycarbonate 25 mm filter with 8 µm pores”
	Please correct to “Transfer 2 mL of low density (OD600 < 0.5) culture with a glass pipette into a 10 mL filtration rig (Figure 1) containing a polycarbonate 25 mm filter with 8 µm pores.”

	[image: image3.png]89  excellent-description-of-the-principles-of CPD-can-be-found-here:-
90 (https://www.emsdiasum.com/microscopy/technical/datasheet/critical_drying.aspx).-While-
91  CPDis-generallythestandard-method, it-has-several drawbacks. -First, the process-requires-






	4.
	Representative Results, paragraph 3, first sentence
	Sentence reads “…the external morphology of model organisms such as Drosophilamelanogaster can be used to identify genetic modifiers” (missing a space between Drosophila and melanogaster – appears to be fine in .doc version, but no space in the version below the video at website)
	Please correct to “…the external morphology of model organisms such as Drosophila melanogaster can be used to identify genetic modifiers”

	[image: image4.png]In addition to morphological characteristics that identify species, the external morphology
of model organisms such as Drosophilamelanogaster can be used to identify genetic
modifiers using the photoreceptors neurons that comprise the compound Drosophila





	5.
	4th paragraph of introduction
	Originally, we embedded a link directly before the sentence that begins ‘While CPD is generally the standard method…” (line 87)
	Can we add this link back?  Or can this link be added to the materials list? Or is it not ok to embed links to commercial sites in the manuscript?
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1.2.1. Grow unialgal cultures in AF-6 media?® with 150 mL L of commercially-available soil-
water medium added to the media, at a temperature of 22 °C on a 14:10 h light dark cycle.
Transfer 2 mL of low density (ODsoo < 0.5) culture with a glass pipette into a 10 mL filtration rig

(Figure 1) containing a polycarbonate 25 mm filter with 8 um pores. Seal the side arm and funnel
with rubber stoppers to contain the culture in the funnel.

Author
Deleted: using





	6.
	Steps 3.1 and 3.2
	Is it ok that the video shows TBA (step 3.2) at time 2:39 (using euglenoids) before HMDS (step 3.1) at time 4:58 (using Drosophila)?  Do we need to modify the text of the manuscript so they match or is it ok as-is?
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Deleted: using a

a polycarbonate 25 mm filter of 0.8 or 0.2 pm p , depending on the of the cells. Seal
side arm and funnel with rubber stoppers to contain the culture in the funnel. Remove the fixative
by gentle vacuum on the filtration flask, after removing both stoppers.

Author
Deleted: with
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[image: image7.png]97  difference in the integrity of the tissue or the quality of the final image captured whenusingCPD Author
98 orTBAas the drying method in adult Drosophila retinal issue2 Unlike CPD, TBA and HMDS do tissue
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