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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: Assessing Cell Viability and Death in 3D Spheroid Cultures of Cancer Cells

Date: 30.04.19
Authors and Affiliations

Please fill in any missing author information not included in the video.
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General comments:
· We noticed that the during ‘II Spontaneous spheroid formation’, neither the narration nor the video inform/show that we visually inspect the plate when removing the medium to make sure that we haven’t lost any spheroids. This is a quite important trick, that can save researchers from spoiling their experiments by unknowingly removing the spheroids. We therefore think it is an important part of the spheroid protocol and should be part of the final video if in any way possible. 
The shoot that shows that we inspect the plate was number: 2.4.2.

· We noticed that the order of the protocols in the video is not the same as the order of the protocols in the pdf text. We would like the order to be the same in the video and in the text. We therefore suggest that the protocol called ‘Propidium Iodide (PI) staining of spheroids’ is moved down after the protocol called ‘Preparing Protein Lysates for Western Blotting from 3D Spheroids’. ‘Propidium Iodide (PI) staining of spheroids’ will become protocol number 5 in the pdf text and ‘Preparing Protein Lysates for Western Blotting from 3D Spheroids’ will become protocol number 4 in the pdf text.
If you change the order of the ‘Propidium Iodide (PI) staining of spheroids’ and ‘Preparing Protein Lysates for Western Blotting from 3D Spheroids’ protocols, a number in step 1.4.7 must be changed.

Currently the text is: 1.4.7. If to be used for protein lysates or embedding, pool spheroids by removing the lid and tilt it, in order to wash down the drops with 1 mL of heated media. Transfer the resulting media containing spheroids to a 1.5 mL tube and allow them to settle to the bottom of the tube. Proceed as described in 5.4 and 6.2.2 for protein lysates and embedding, respectively.
The highlighted number must be switched to 4.4.
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.
	07.36
	Correct narration, but mismatched image/scene.
Onscreen: Talent places microscope slide with agarose drop on heating plate but the narrator says to incubate at room temperature or at 4 C
	For this narration: Show the microscope slide incubating on the table at room temperature (not on the heating plate). You could show one of the still images that were taken of the agarose drop with spheroids inside.

	2.
	08.25
	The image below ‘3’ in the SKBr-3 panel is highlighted twice and the image below ‘4’ is not highlighted
	Remove one highlight from the image below ‘3’ and highlight the image below ‘4’ in the SKBr-3 panel. 

	3.
	8.25
	The highlight of the image below ‘3’ is solid, not transparent
	Please make the highlight transparent so the spheroid is visible.

	4.
	4.18
	Onscreen text says:
V. Preparing Protein Lysates for Western Blotting rom 3D Spheroid Cultures
	Please correct to:

V. Preparing Protein Lysates for Western Blotting from 3D Spheroid Cultures

	5.
	3.15
	Onscreen text: see text for details preparing cell suspensions.
	Please correct to: see text for details on preparing cell suspensions.

	6.
	05.26
	Current text on screen:
Propidium iodide (PI) staining of spheroids 
	Please change it to:
Propidium Iodide (PI) Staining of Spheroids
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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.
	9.18
	Original script text: The spatial arrangement of dead cells upon an increasing concentration of an inhibitor can be visualized using PI staining [1]. As seen, control and vehicle spheroids show a limited necrotic/late apoptotic core, whereas the dead cells are distributed throughout the spheroid as the concentration of inhibitor is increased [2].

	8.5
	Rewritten Script text: The spatial arrangement of dead cells upon an increasing concentration of an inhibitor can be visualized using PI staining [1]. As seen, control spheroids show a limited necrotic/late apoptotic core, whereas the dead cells are distributed throughout the spheroid as the concentration of inhibitor is increased [2].
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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.
	1.3.11
	Current text says: Centrifuge the plate for 15 min at 750 x g (if possible, at 4 °C to keep the rBM fluid longer but not a requirement for successful spheroid formation), to ensure that the cells are clustered together when the rBM hardens, facilitating the formation of one single spheroid.’
	Please correct to: ‘Centrifuge the plate for 15 min at 750 x g using ‘soft descent’ /no braking (if possible, centrifuge at 4 (C to keep the rBM fluid longer but not a requirement for successful spheroid formation), to ensure that the cells are clustered together when the rBM hardens, facilitating the formation of one single spheroid.’


	2.
	Between step 6.2.3 and 6.2.4
	6.2.3: To fix the spheroids, add 1 mL of 4% paraformaldehyde.
6.2.4: Let them incubate for 24 h at RT.


	Please insert the following note:
NOTE: Handling of paraformaldehyde should be performed in a fume hood.
Final text: 

6.2.3: To fix the spheroids, add 1 mL of 4% paraformaldehyde.
NOTE: Handling of paraformaldehyde should be performed in a fume hood.
6.2.4: Let them incubate for 24 h at RT.



	3.
	NOTE after 1.1
	Text says: It was tested that MCF-7 and BxPC-3 cells are suitable for spontaneous spheroid formation, while MDA-MB-231, SKBr-3, Panc-1 and MiaPaCa require the addition of reconstituted basement membrane to successfully form spheroids

	Please correct to ‘We have found that MCF-7 and BxPC-3 cells are suitable for spontaneous spheroid formation, while MDA-MB-231, SKBr-3, Panc-1 and MiaPaCa require the addition of reconstituted basement membrane to successfully form spheroids


	4.
	1.2.3
	Text says: Transfer the cell suspension to a sterile reservoir and, using a multichannel pipette, dispense 200 µL/well into ultra-low attachment 96-well round bottom plates (Figure 1A (iii)). Fill the outer ring of wells with 1x PBS or growth medium to reduce evaporation from the remaining wells.

	Switch the order of the sentences so that the text becomes: Fill the outer ring of wells with 1x PBS or growth medium to reduce evaporation from the remaining wells. Transfer the cell suspension to a sterile reservoir and, using a multichannel pipette, dispense 200 µL/well into ultra-low attachment 96-well round bottom plates (Figure 1A (iii)).


	5.
	Step 1.3.4
	Text says: ‘Dilute the cell suspension in a 15 mL tube to obtain 0.5-2 x 104 cells/mL (optimal cell density needs to be determined for each cell line) (Figure 1A (ii)).’
	Add: ‘Fill the outer ring of wells with 1x PBS or growth medium to reduce evaporation from the remaining wells.’
Final text: ‘Fill the outer ring of wells with 1x PBS or growth medium to reduce evaporation from the remaining wells. Dilute the cell suspension in a 15 mL tube to obtain 0.5-2 x 104 cells/mL (optimal cell density needs to be determined for each cell line) (Figure 1A (ii)).’

	6.
	6.2.12
	Text says: Once the gel drop has solidified somewhat (but still rather soft), carefully push the gel drop from the microscope slide into a plastic tissue cassette with a scalpel.

	Please correct to: Once the gel drop has solidified somewhat (but is still rather soft), carefully push the gel drop from the microscope slide into a plastic tissue cassette with a scalpel

	7.
	Results section, paragraph 4
	Current text: As seen, control and vehicle spheroids show a limited necrotic/late apoptotic core, whereas the dead cells are distributed throughout the spheroid as the concentration of EIPA is increased.

	Please correct to: As seen, control spheroids show a limited necrotic/late apoptotic core, whereas the dead cells are distributed throughout the spheroid as the concentration of EIPA is increased.


	8.
	6.1.3
	Current text: Keep it warm in a water bath at 60 °C.


	Please change ‘it’ to ‘the bactoagar’
Final text: Keep the bactoagar warm in a water bath at 60 °C.



	9.
	1.1.4
	Current text: Use a Bürker chamber to count cells (Figure 1A (i)) and count 8 squares in the chamber per cell preparation to obtain a high reproducibility of the size of the spheroids.

	Please remove (Figure 1A (i)) 
Final text:

Use a Bürker chamber to count cells and count 8 squares in the chamber per cell preparation to obtain a high reproducibility of the size of the spheroids.


	10.
	Note under 1.3
	Current text: Lactose dehydrogenase elevating virus (LDEV)-free reduced growth factor reconstituted basement membrane (rBM) was used. rBM is temperature-sensitive and should always be kept on the ice, as it will clot if it reaches 15 (C. Thaw the rBM on ice either overnight at 4 (C or 2-4 h at room temperature (RT) before plating.

	Remove ‘the’ before ice:

Final text:

Lactose dehydrogenase elevating virus (LDEV)-free reduced growth factor reconstituted basement membrane (rBM) was used. rBM is temperature-sensitive and should always be kept on ice, as it will clot if it reaches 15 (C. Thaw the rBM on ice either overnight at 4 (C or 2-4 h at room temperature (RT) before plating.


	11.
	1.3.2
	Current text: Keep plates and reservoirs (if individually wrapped) on the ice before use
	Remove ‘the’

Final text: Keep plates and reservoirs (if individually wrapped) on ice before use

	12.
	1.4.7
	Current text:

If to be used for protein lysates or embedding, pool spheroids by removing the lid and tilt it, in order to wash down the drops with 1 mL of heated media. Transfer the resulting media containing spheroids to a 1.5 mL tube and allow them to settle to the bottom of the tube. Proceed as described in 5.4 and 6.2.2 for protein lysates and embedding, respectively.


	Change ‘media’ to ‘medium’.


Final text: 
If to be used for protein lysates or embedding, pool spheroids by removing the lid and tilt it, in order to wash down the drops with 1 mL of heated medium. Transfer the resulting medium containing spheroids to a 1.5 mL tube and allow them to settle to the bottom of the tube. Proceed as described in 5.4 and 6.2.2 for protein lysates and embedding, respectively.



	13.
	1.3.5
	Current text: Place the 15 mL tube containing the diluted cell suspension on the ice (e.g., in glass beaker)

	Please remove ‘the’.

Final text: Place the 15 mL tube containing the diluted cell suspension on ice (e.g., in glass beaker)


	14.
	4.1
	Current text: Set up 3-6 spheroids per desired the condition as described in 1.2 or 1.3 and place in the incubator at 37 °C with 5% CO2 and 95% humidity.


	Please remove ‘the’.

Final text: Set up 3-6 spheroids per desired condition as described in 1.2 or 1.3 and place in the incubator at 37 °C with 5% CO2 and 95% humidity.
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