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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: 4D Microscopy of Yeast
Date: 03/18/19
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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.
	2:51
	Onscreen text says “Set each laser intensity to a level that will give visible signal without rapid bleaching”
	Text should say “Set each laser intensity to a level that will give visible signal without rapid bleaching as determined empirically”

	2.
	3:34 – 3:37
	Narration says, “Turn on live imaging and turn up gain until cells are clearly visible”
	Uploaded Screenshot video intended here: 58618_3_10_1

	3.
	3:45
	Narration says, “Turn range of gray values shown from manual to automatic…”
	Show more of screen (Screenshot 3.11.1) here such that visible fluorescence can be seen green and red channel preview windows

	4.
	4:17
	Onscreen text says “Reduce interval for short movies w/ fast dynamics/increase interval for longer movies w/ slow dynamics text”
	Text should say
“Reduce interval for short movies w/ fast dynamics, or increase interval for longer movies w/ slow dynamics”

	5.
	4:20
	To be inserted after setting time interval and before saving movie: show start acquisition and several frames of movie being acquired 
	Uploaded screenshot video: 3_14_2_t3

	6.
	5:41
	Narration says, “Select accept to next channel if noise is sufficiently removed without eliminating the genuine fluorescence from dim structures”
	Show screenshot video 4_9_1 where I scroll through deconvolution result window

	7.
	6:39
	After executing the split channels command, only part of 1 channel is shown here (C1-Deconvolution).
	Show more of screen (uploaded video 4_14_1) so that all 3 channels resulting from the split channel command are shown (C1-Deconvolution, C2-Deconvolution, C3-Deconvolution)

	8.
	6:48
	The (bleach corrected) products to be merged are not shown
	Show the bleach corrected fluorescent channel windows created here. They are labeled DUP_C1-Deconvolution and DUP_C2-Deconvolution in uploaded video 4_14_1

	9.
	6:53
	Only bottom part of deconvolved bleach-corrected hyperstack is shown. 
	Show entire hyperstack

	10.
	7:24
	Only top slice of montage created from make montage command is shown.
	Show full screen shot of entire montage before saving it

	11.
	9:43
	The two different cisternae analyzed are on the right and the left (not the top versus bottom)
	The white arrows used to distinguish the two should highlight the right side versus the left side

	12.
	9:49
	Vrg4 labels the top panel
	White arrows should highlight Golgi at 00:42 and 02:48 

	14.
	9:53
	Sec7 labels the bottom panel
	White arrows should highlight Golgi at 01:56 and 04:12

	15.
	10:03
	All optical sections at a single time point 
	This corresponds to the top 10 slices shown (highlight)

	16.
	10:05
	Optical sections before and after editing
	Before editing corresponds to top 10 slices, after editing corresponds to bottom 10 slices

	17.
	10:17
	Original and edited projections incorrectly labeled
	The original projections are on top for EACH time point (lots of colored structures). The edited projections are on bottom for EACH time point (only 1 colored structure)
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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.
	1:58
	Original Script text:
“To image yeast cells, select the 63X oil immersion lens with a N.A. of at least 1.4.” 
	3.1
	To be stated immediately after:
“A 100X objective lens can also be used instead of a 63X objective lens.” 

	2.
	2:36
	Original Script Text:

“Adjust the zoom factor to 9 which will result in a pixel size of approximately 80 nm”
	3.4
	To be stated immediately after:
“If a 100X objective is used, adjust the zoom factor accordingly to maintain a pixel size of approximately 80 nm”

	3.
	2:54
	Narration from authors requested
	3.7
	“If available, enable the use of photon-counting mode under the configuration tab by de-selecting Maximum Integration Time”

	4.
	6:40
	Pause after executing split channels command and state that each fluorescent channel should be bleach corrected.
	4.14
	Read like this: “Image, color, split channels”. 1-2 sec narration pause. “Then for each fluorescent channel, go to plugins, EMBLtools, bleach correction…. “

	5.
	6:53
	Original script text:
Save the hyperstack as an 8bit tiff file
	4.15
	Save the deconvolved and bleach corrected hyperstack for subsequent movie generation and editing as an 8bit tiff file

	6.
	7:41,7:46, 7:49, 7:52,

8:47,

9:17
	Project hyperstack is pronounced incorrectly as “Prah-ject” with an emphasis on the first syllable.
	5.4
	It should be pronounced “Prow-ject” with an emphasis on the second syllable

	7.
	8:23
	Original script text:

Create a 4D hyperstack from the edited montage
	5.8
	Create a 4D hyperstack from the edited montage for the period including the structure(s) of interest

	8.
	9:51,

10:32
	Sec7 is mispronounced as “Seek-7”.
	6.2
	Correctly pronounced “Seck-7”. Rhymes with deck
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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.
	Abstract, intro, Figure 3 caption
	Zstacks needs a hyphen
	Change to Z-stacks

	2.
	1.2.
	50ml needs a hyphen
	Change to 50-ml baffled flask

	3.
	Representative results, video1 caption
	Movieof needs to be seperate
	Initial movie of the projected Z-stacks.
Final movie of the projected Z-stacks.

	4.
	Citation in discussion
	Replace “our unpublished data” with new citation
	Reference 21: Casler, J.C., Papanikou, E., Barrero, J.J., & Glick, B.S. Maturation-driven transport and AP-1-dependent recycling of a secretory cargo in the Golgi. J Cell Biol. Epub ahead of print (2019).
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