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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 Static Self-Directed Method for Generating Brain Organoids from Human Embryonic Stem Cells
Date: 11/14/19
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.
	0:55
	“in a 15ml tube”
	Currently shows a 1.5 and a 15mL tube. Please show the contents of the 1.5ml tube being added to the 15mL tube, and the contents of the 15mL tube being distributed to the wells (can use something similar to what is shown at 2:12).

	2.
	3:02
	This currently shows Jason adding DMEM to the wells which is incorrect
	Please have this show the mixing of 2 solutions (protease solution from 1.5mL tube + DMEM or DMEM/F12) in a 15mL 


	3.
	2:25-2:35
	This should show the colonies being collected and being broken down, this currently shows only rinsing 
	Please show the media/cells being put into a 50mL conical tube 

	4.
	3:01
	This footage is not correct. It should show a solution being mixed in a 15mL tube and then distributed 
	Please adapt the video to show a solution being mixed in a 15mL tube and then distributed

	5.
	3:26
	Incorrect placement of footage
	The footage of the cells with the edges lifting off at 4:02 should be here instead. 

	6.
	4:02
	Lots of bubbles; show the footage where the cells came off easier 
	Please show the footage from the plate that had less bubbles for this same step

	7.
	4:24
	Incorrect footage - This does not show cells at 1/30th of their original size!
	To allow time for the voiceover, we could show the media being titrated in the 50 ml tube here

	8.
	4:50
	There are no cells here
	We filmed the flask from further away for this purpose so that it’s not obvious that there are not cells in the flask. Please use this footage. 

	9.
	4:54
	This is a conical tube; this does not show the cells adhering to the flask
	Please eliminate the shot of the conical tube with pointing, and spend more time on the transfer of media from one flask to the next ~4:58

	10.
	5:04
	Flask does not show dead cells
	Please do not show flask here. Can show another couple of seconds of Erin pipetting if needed here to allow time for VO 

	11.
	5:23
	We can not use this image here! These are the cells at 5 months stained with H&E, not cells in media at 2 days! 
	Please instead use the current figure 1C image (this has 3 organoids at day 2)

	12.
	5:47
	Can show the addition of bfgf (from 1.5ml tube) here
	Please use footage of the addition of bfgf (around 6:10) instead 

	13.
	6:03
	No cells there – Can use a similar shot with hand covering more of the flask 
	If possible, use a similar shot with hand covering more of the flask (like at ~5:46)

	14.
	6:11
	This is clearly bfgf (labeled on the tube) and not pen strep
	Please cut out the liquid being drawn from the 1.5ml tube around 6:10-6:12, and just show the micropipette tip adding in liquid to the conical tube

	15.
	6:40
	Add in D3, D5, and D17 images to figure 1 
	Please add in images for D3, D5, and D17 and adjust audio as well as the text/timing

	16.
	
	
	Please modify to say “To take a more in depth look at the gene expression within the cells”


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.
	2:02
	“4-6 days prior to utilizing the H9 cells to produce organoids, rinse the cells with F12 media, and aspirate…”
	
	“Cells should be passaged 4-6 days prior to utilizing the H9 cells to produce organoids. To passage the cells, start by rinsing the cells with DMEM F12 media and aspirate excess media…” 

	2.
	
	Dilute the protease stock solution to the working concentration by adding 1 milliliter of the stock solution plus 5 milliliters of DMEM or F12 to each 6-well of hESCs 

	
	Dilute the protease stock solution to the working concentration by adding 1 milliliter of the stock solution plus 5 milliliters of DMEM or F12 for each 6-well of hESCs 


	3.
	2:25
	“Wait 40 minutes”
	
	“Incubate for 40 minutes”

	4.
	7:05
	To take a more in depth look at the gene expression within the cells
	5.4
	Please change to “To take a more in depth look at the gene expression within the cells, qPCR analysis was performed. The glutamate transporter…” 

	5.
	7:35
	The ventral markers Eng1 and Hoxb4”
	5.6
	Please change to “the more ventral marker Engrailed1 (en-grailed-1), the hindbrain/spinal cord marker Hoxb4 (hox-bee-4), and the…”  

	6.
	Figure 1
	We will need to add in D3 (D), D5 (F), and D17 (I)
	
	Please add in images for D3, D5, and D17 and adjust VO as well as the text/timing
Figure 1: Overview of organoid growth conditions and morphology. (A) Schematic of media changes. (B-M) Representative images of organoids as they matured.(B) H9 hESCs were utilized to form the brain organoids. Organoids on (C) day 2 in 20 ng/mL bFGF media and (E) day 4 in 10 ng/mL bFGF media. (F-M) Organoids in neural induction media (NIM) on days 5 (F), 8 (G), 10 (H), 17 (I) 35 (J,K), and 70 (L,M). Arrows point to neural rosettes. Bar = 200 µm

	7.
	3.4
	Add “)”
	
	Add ~20 mL of low bFGF media (DMEM/F12 supplemented with 1x N2, 1x B27, 1x L-glutamine, 1x NEAA, 0.05% bovine serum albumin (BSA), and 0.1 mM monothioglycerol (MTG) supplemented with 30 ng/mL bFGF).

	8.
	
	Dilute the protease stock solution to the working concentration by adding 1 milliliter of the stock solution plus 5 milliliters of DMEM or F12 to each 6-well of hESCs
	
	Dilute the protease stock solution to the working concentration by adding 1 milliliter of the stock solution plus 5 milliliters of DMEM or F12 per each 6-well plate of hESCs

	9.
	
	After 4 days, the cells reach approximately 80% confluency
	2.6
	After 4 to 6 days, the cells reach approximately 80% confluency

	10.
	
	Remove this, it is better to give a ratio as we updated to
	2.5
	After rinse, break down colonies until they resemble 30-60 clusters

	11.
	
	Change from 30-60 cell clusters to a ~1:8 ratio
	2.5.2
	Talent breaks apart colonies and splits at approximately a 1:8 ratio into 30-60 cell clusters

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	


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.
	1.3
	Four to six days prior to utilizing the H9 cells to produce organoids, dissociate the cells with a neutral protease
	“Cells should be passaged four to six days prior to utilizing the H9 cells to produce organoids. To passage the cells, start by rinsing the cells with DMEM F12 media dissociate the cells with a neutral protease (e.g., dispase, henceforth referred to simply as protease), rinse with DMEM/F-12….”



	2.
	5.2 (fig 1)
	We will need to add in D3 (D), D5 (F), and D17 (I) – Please see new version of the figure
	Figure 1: Overview of organoid growth conditions and morphology. (A) Schematic of media changes. (B-M) Representative images of organoids as they matured.(B) H9 hESCs were utilized to form the brain organoids. Organoids on (C) day 2 in 20 ng/mL bFGF media and (E) day 4 in 10 ng/mL bFGF media. (F-M) Organoids in neural induction media (NIM) on days 5 (F), 8 (G), 10 (H), 17 (I) 35 (J,K), and 70 (L,M). Arrows point to neural rosettes. Bar = 200 µm

	3.
	Representative results; paragraph 4 
	“The expression of the ventral markers Eng1 (Figure 3E) and Hoxb4 (Figure 3F)”
	Please change to “the expression of the ventral marker Engrailed1 (en-grailed-1) (Figure 3E), the hindbrain/spinal cord marker Hoxb4 (hox-bee-4) (Figure 3F), as well as the…”  

	4.
	Text 1.2 
	Specify that the cells should be split approximately 1:12 every 7 days for regular maintenance 
	Culture the cells week to week at approximately a 1:12 split ratio every 7 days. Maintain the cells using mTESR-1 media in a 37 °C

	5.
	Text 1.3
	Specify that the cells should be split approximately 1:8 
	Four to six days prior to utilizing the H9 cells to produce organoids, the cells should be passaged at approximately a 1:8 ratio of cell clusters. To do this, dissociate the cells with a neutral protease
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