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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: Efficient and Scalable Directed Differentiation of Clinically Compatible Corneal Limbal Epithelial Stem Cells from Human Pluripotent Stem Cells
Date: 27th of September 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

	1.
	0:12
	
	If possible, please cut approx. 0.25 seconds from the end of the first interview.

	2.
	0:13-0:21
	“The cell culture methods shown here enable efficient production of limbal epithelial stem cells from human pluripotent stem cells for future corneal cell replacement therapies.”
	Please place after statement presented by Meri Vattulainen, meaning 0:41 onwards as the last introduction statement.

	3.
	01:27 – 01:36
	“after three minutes…”
	xeno-free trypsin EDTA is a clear, colorless solution, while plate containing medium with phenol red is taken from the incubator in the shot used. If possible, please replace with the correct shot where plate containing xeno-free trypsin EDTA (Tryple Select) is removed from the incubator. Shot number: 2.2.2D.
However, as the medium color is not very clearly visible in the shot, this can be left as it is if the alternative shot is not as good.

	4.
	01:46 – 01:51
	“at the optimal time, remove the xeno-free trypsin EDTA from the cells.”
	xeno-free trypsin EDTA is a clear, colorless solution, while medium with phenol red is removed from the cells in the shot used. Please replace with the correct shot where the xeno-free trypsin EDTA (Tryple Select) is removed from the cells. Shot number: 2.2.4

	5.
	01:51 – 01:56 
	“add defined trypsin inhibitor and gently pipet to detach the cells.”
	Wrong shot where the talent is adding DPBS instead of defined trypsin inhibitor (You can see the label!). Please replace with the correct shot where Defined Trypsin Inhibitor is added to the cells. Shot number: 2.2.4

	6.
	02:13-02:24
	“After counting the cells, distribute two-to-three million cells in three ml of basal induction medium supplemented with 5 µM blebbistatin to each well of a low attachment six well plate.”
	Please add text on screen describing the medium: Basal induction medium + 5 µM blebbistatin 

	7.
	02:30-02:48
	“The next day, check the quality of the embryoid bodies under a microscope. Remove the medium and replace it with three ml of basal induction medium supplemented with 10 µM SB505124 and 50 ng/ml of human basic fibroblast growth factor.” 
	Please add text on screen describing the medium: Basal induction medium + 10 µM SB-505124 + 50 ng/mL bFGF
Could be presented at the same time with the picture of embryoid bodies (Lab media 2.4.2: Phasecontrast microscope footage of the embryoid bodies).

	8.
	02:55 – 03:06
	“The following two days, remove the medium and replace with three 3ml of basal induction medium supplemented with 25 ng/ml of BMP-4”.
 
	Please add text on screen describing the medium: Basal induction medium + 25 ng/ml BMP-4



	9.
	04:21-04:28
	“Making sure to replace the medium with 10 ml of fresh differentiation medium three times per week.”
	Please add text on screen describing the medium: Differentiation medium (Cnt30)

	10.
	05:06-05:22
	“After five minutes…” 
	Please show the emphasis on the Lab media 4.2.2 middle image here a bit later.)

	11.
	05:23-05:27
	“At the optimal time, remove the xeno-free trypsin-EDTA from the cells”
	Xeno-free trypsin EDTA is a clear, colorless solution, there is medium w. phenol red being pipetted in the shot used. The shot describes medium change to the cells. Since we did not shoot these particular shots, if possible, please leave this and the following shots out? (And add: “At the optimal time, remove the xeno-free trypsin-EDTA from the cells and detach the cells as described earlier” to the narration at  05:06-05:22)
OR can you zoom in to crop the shot so, that the medium bottle with Cnt-30 is not visible to the viewer? Or use the shot at 03:52-03:55 Shot number 3.3.1

	12.
	05:27-05:36
	“Add defined trypsin inhibitor and gently pipet to detach the cells. Collect the single cell suspension in a 15 ml centrifuge tube.

	Similarly, to the previous shot, this shot describes medium change to the cells. Since we did not shoot these particular shots, if possible, please leave this shot and the narration out?
OR zoom in to crop the shot so, that the medium bottle with Cnt-30 is not visible to the viewer? Or use the shot at 03:55-03:59 Shot number 3.3.1.

	13.
	05:37-05:39
	“Centrifuge at 300g for five minutes.” 
	Similarly, to the previous shot, if possible, please leave this shot and the narration out?

OR if the green options are used above, leave as it is.

	14.
	05:40-05:46
	“Then remove the supernatant and resuspend the cells in 1 ml of culture medium.”
	Similarly, to the previous shot, if  possible please leave this shot and the narration out? The shot describes medium change to the cells and not resuspending the cells to 1 ml of culture medium in a conical centrifuge tube.
OR if the green options are used above,” Please replace with the shot at 07:19-07-25. Shot number: 5.4.2

	15.
	06:30-06:48
	“Before thawing the cells….”
	The shot describes the talent transferring reagents to the laminar hood. As the voice over talks about coating the dishes, if possible, we would prefer a short take demonstrating this action (shots 3.1.2 and 3.1.3A-B) and after that, replace the shot where reagents are transferred to the laminar hood with a shot from 03:46-03:51, close-up of the materials actually needed at this phase. Shot number: 3.2.1
(However, we feel that these changes are optional.)

	16.
	07:15 – 07:18
	Talent places the 50 ml tube to the centrifuge
	As in the previous shot the cells are in 15 ml tube, please replace with a shot where centrifuge screen is shown instead of the tubes, as in 05:37 – 05:39?

	17.
	08:46-09:26
	Figure 3 presented in landscape orientation. 
	Please present Figure 3. in portrait orientation, not landscape!

Or if needed we can make a landscape version of the figure to have the texts and scale bars in correct direction.


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)

	1.
	02:55 – 03:06
	“The following two days, remove the medium and replace with three 3ml of basal induction medium supplemented with 25 ng/ml of BMP-4”. 
	2.5
	Please replace the narration with: “The following two days, remove the medium and replace with three 3ml of basal induction medium supplemented with 25 ng/ml of bone morphogenetic protein four”. 

	2.
	03:12-03:30
	“On Day four, prepare a mixture of 5µg/cm2 human placental collagen type IV and 0.5 µg/cm2 laminin-521 diluted in 1x DPBS containing calcium2+ and magnesium2+ ions.”


	3.1
	Please replace narration with:

“On Day four, prepare a mixture of 0.5 µg/cm2 laminin-521 and 5 µg/cm2 human placental collagen type IV diluted in DPBS containing calcium2+ and magnesium2+ ions.”

(solutions pipetted in this order on the video)

	3.
	05:06-05:22
	“After five minutes, remove the cells from the incubator and check the cell morphology to determine the optimal phase for trypsin removal. Carefully observe the cells to determine the optimal time to remove the xeno-free trypsin EDTA when the cells have rounded up, but have not detached completely.”
	4.2
	Please replace the narration with: ”After five minutes, remove the cells from the incubator and check the cell morphology. Carefully observe the cells to determine the optimal time to remove the xeno-free trypsin EDTA when the cells have rounded up, but have not detached completely. At the optimal time, remove the xeno-free trypsin-EDTA from the cells and detach the cells as described earlier”. 

(Last sentence said if the shots 05:23-05:27; 05:27-05:36; 05:37-05:39; 05:40-05:46 are left out as suggested)


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)

	1.
	As several small changes were made, we have uploaded a new, corrected version of the text document. (58279_R2_final edited 270918_HHo)

	2.
	Results
	Figure 2. is disproportionately large.
	Could the figure 2. be presented as a smaller image?
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