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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: Obtaining Cancer Stem Cell Spheres from Gynecological and Breast Cancer Tumors
Date: 28/01/2020
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	00:02
	Onscreen text says
Mafalda Laranjo1,2,3*, Maria João Carvalho1,2,3,4,5*, Beatriz Serambeque1,2, André Alves6, Carlos Miguel Marto1,2,3,7, Isabel Silva8, Artur Paiva2,8,9, Maria Filomena Botelho1,2,3
1Institute of Biophysics, Faculty of Medicine, University of Coimbra, Portugal.

2Institute for Clinical and Biomedical Research (iCBR), area of Environment Genetics and Oncobiology (CIMAGO), Faculty of Medicine, University of Coimbra, Portugal.

3CNC.IBILI, University of Coimbra, Portugal.

4Universitary Clinic of Gynecology, Faculty of Medicine, University of Coimbra, Portugal.

5Gynecology A Service, Coimbra Hospital and Universitary Center, Portugal

6Institute of Pharmacology & Experimental Therapeutics, Coimbra Institute for Clinical and Biomedical Research (iCBR), Faculty of Medicine, University of Coimbra, Portugal

7Institute of Experimental Pathology, Faculty of Medicine, University of Coimbra, Portugal.

8Cytometry Operational Management Unit, Clinical Pathology Service, Coimbra Hospital and Universitary Center, Portugal.

9Polytechnic Institute of Coimbra, ESTESC-Coimbra Health School, Laboratory Biomedical Sciences (Portugal)

	Text should say
Mafalda Laranjo1,2,3,4*, Maria João Carvalho1,2,3,4,5,6*, Beatriz Serambeque1,2,3, André Alves2,7, Carlos Miguel Marto1,2,3,4,8, Isabel Silva9, Artur Paiva3,9,10, Maria Filomena Botelho1,2,3,4,8

1Institute of Biophysics, Faculty of Medicine, University of Coimbra (FMUC); 2iCBR, CIMAGO, FMUC; 3CNC.IBILI/CIBB, University of Coimbra; 4Clinical Academic Center of Coimbra; 5Universitary Clinic of Gynecology, FMUC; 6Gynecology A Service, Coimbra Hospital and Universitary Center (CHUC); 7Institute of Pharmacology & Experimental Therapeutics, FMUC; 8Institute of Experimental Pathology, FMUC; 9Cytometry Operational Management Unit, Clinical Pathology Service, CHUC; 10Polytechnic Institute of Coimbra, ESTESC-Coimbra Health School, Laboratory Biomedical Sciences

	2.
	01:44
	Onscreen text says
5 MIN,

200 X G,

RT
	Text should say
5 MIN

200 X g

RT

	3.
	03:20
	Onscreen text says
5 MIN,

125 X G,

RT
	Text should say
5 MIN

125 X g

RT

	4.
	04:32
	There was a spelling mistake in the formula, which was previously submitted by us in the Jove File Uploader with the name LAB MEDIA 4.4.2
	Please replace with the new version: LAB MEDIA 4.4.2 V2

	5.
	00:32
	Interview statement 1.3:

The image plan of Professor Filomena Botelho is too closed.
	If possible open the plan (as in statement 7.2).

	6.
	00:32
	Interview statement 1.3:

During video recording we noted Take 3 seemed to be the better. 
	Please check if this is take 3 or, if it is not, if take 3 is better.

	7.
	00:32
	Interview statement 1.3:

We think the statement might be being told too slow. 
	Please check if a slight increase in take velocity will improve spelling clarity.

	8.
	06:33
	Interview statement 7.1:

The image plan is too closed.
	If possible open the plan (more like in statement 1.1).

	9.
	00:16
	Interview statement 1.2:

We think the statement is not properly placed in the video. 
	Please place this statement after 5.3 (after showing LAB MEDIA: Figure 2D)

	10.
	00:46
	Interview statement 1.4:

We think the statement is not properly placed in the video.
	Please place this statement after 6.3 (after showing LAB MEDIA: Figures 2B, 2C, 2D)

	11.
	02:03
	Interview statement 2.5:

We think the statement does not add new information.
	Please remove this statement.

	12.
	06:33
	Interview statement 7.1:

We think the statement is not properly placed in the video.
	Please place this statement after 2.4 (where interview statement 2.5 was previously placed).

	14.
	06:41
	Interview statement 7.2:

We think the statement is not properly placed in the video.
	Please place this statement after 6.4 (after showing LAB MEDIA: Figures 3A+)

	15.
	01:22
	On screen shows talent closing incubator and putting hands together. This last part is not necessary.
	Please cut right after closing the incubator door (about 1 second in the end of the take)

	16.
	02:39
	LAB MEDIA 2A (step 2.7.1)
There are some black spots in the image. 


	Please check image quality, considering the one we provided. 

	17.
	02:55
	LAB MEDIA 2A (step 2.9.1)

There are some black spots in the image. 


	Please check image quality, considering the one we provided.

	18.
	05:24
	Representative results, final script 6.1 and 6.2, LAB MEDIA Figure 2A

The animation of the lab media shown is not in line with the audio description. 

	Please considerer the Power Point Instructions sent by mail to Michael Karadimos and uploaded in project page (file: LAB MEDIA 2A.pptx).

	19.
	
	
	

	20.
	
	
	


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.
	5:47
	Original Script Text: 

In these representative experiments, the hormonal receptor-positive breast cancer MCF7 (M-C-F-seven) cell line cells demonstrated a higher sphere-forming capacity [1], self-renewal ability [2], and projection area [3] than the triple negative HCC1806 (H-C-C-one-eight-oh-six) breast cancer cell line cells [4].


	6.3
	Rewritten Script Text:

In these representative experiments, the hormonal receptor-positive breast cancer MCF7 (M-C-F-seven) cells demonstrated a higher sphere-forming capacity [1], self-renewal ability [2], and projection area [3] than the triple negative HCC1806 (H-C-C-one-eight-oh-six) breast cancer cells [4].



	2.
	6:07
	Original Script Text: 
In this representative analysis of spheres obtained from endometrial cell lines, four populations of cells expressing cancer cell markers were identified in each cell line by flow cytometry [1].

	6.4
	Rewritten Script Text:

In this representative analysis of spheres obtained from endometrial cell lines, four populations of cells expressing cancer stem cell markers were identified in each cell line by flow cytometry [1].
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	6.
	
	
	
	

	7.
	
	
	
	

	8.
	
	
	
	

	9.
	
	
	
	

	10.
	
	
	
	

	11.
	
	
	
	

	12.
	
	
	
	

	13.
	
	
	
	

	14.
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	16.
	
	
	
	

	17.
	
	
	
	

	18.
	
	
	
	

	19.
	
	
	
	

	20.
	
	
	
	


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.
	Authors affiliations
	Text says

Mafalda Laranjo1,2,3*, Maria João Carvalho1,2,3,4,5*, Beatriz Serambeque1,2, André Alves6, Carlos Miguel Marto1,2,3,7, Isabel Silva8, Artur Paiva2,8,9, Maria Filomena Botelho1,2,3
1Institute of Biophysics, Faculty of Medicine, University of Coimbra, Portugal.

2Institute for Clinical and Biomedical Research (iCBR), area of Environment Genetics and Oncobiology (CIMAGO), Faculty of Medicine, University of Coimbra, Portugal.

3CNC.IBILI, University of Coimbra, Portugal.

4Universitary Clinic of Gynecology, Faculty of Medicine, University of Coimbra, Portugal.

5Gynecology A Service, Coimbra Hospital and Universitary Center, Portugal

6Institute of Pharmacology & Experimental Therapeutics, Coimbra Institute for Clinical and Biomedical Research (iCBR), Faculty of Medicine, University of Coimbra, Portugal

7Institute of Experimental Pathology, Faculty of Medicine, University of Coimbra, Portugal.

8Cytometry Operational Management Unit, Clinical Pathology Service, Coimbra Hospital and Universitary Center, Portugal.

9Polytechnic Institute of Coimbra, ESTESC-Coimbra Health School, Laboratory Biomedical Sciences (Portugal)

	Text should say
Mafalda Laranjo1,2,3,4*, Maria João Carvalho1,2,3,4,5,6*, Beatriz Serambeque1,2, André Alves2,7, Carlos Miguel Marto1,2,3,4,8, Isabel Silva9, Artur Paiva3,9,10, Maria Filomena Botelho1,2,3,4,8

1Institute of Biophysics, Faculty of Medicine, University of Coimbra

2Coimbra Institute for Clinical and Biomedical Research (iCBR), area of Environment Genetics and Oncobiology (CIMAGO), Faculty of Medicine, University of Coimbra

3CNC.IBILI/Center for Innovative Biomedicine and Biotechnology (CIBB), University of Coimbra

4Clinical Academic Center of Coimbra (CACC)

5Universitary Clinic of Gynecology, Faculty of Medicine, University of Coimbra

6Gynecology A Service, Coimbra Hospital and Universitary Center

7Institute of Pharmacology & Experimental Therapeutics, Faculty of Medicine, University of Coimbra

8Institute of Experimental Pathology, Faculty of Medicine, University of Coimbra

9Cytometry Operational Management Unit, Clinical Pathology Service, Coimbra Hospital and Universitary Center

10Polytechnic Institute of Coimbra, ESTESC-Coimbra Health School, Laboratory Biomedical Sciences



	2.
	1.2.2
	Text says
 (160022 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	Text should say
 (10000 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	3.
	2.1
	Text says
 (160022 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	Text should say
 (10000 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	4.
	2.3
	Text says
 (160022 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	Text should say
 (10000 U/mL penicillin, 10 mg/mL streptomycin and 25 μg/mL amphotericin B).

	5.
	Table 1
	Text says

Marker

CD24

CD29

CD44

CD44/CD24-/low 

CD44+/CD24-/low/ESA

CD44/ALDH1+/hi
CD44/CD24−/low/ABCG2

CD44/CD24−/low/ALDH1

CD44/CD24−/low/EpCAM

CD44/CD24−/low/SSEA-3

CD44/CD49f/CD133/2

CD44/CD133/ALDH1+/hi
CD44/CD117

CD44/MyD88

CD44/E-cadherin-/CD34-
CD44/CD24/Epcam

CD44/CD24-
CD44/CD166

CD44/CD24

CD49f

CD117 or c-Kit

CD133

CD133hi/CXCR4hi/ALDH1hi
CD133/ALDH1

CD133/CXCR4

ABCG2

ALDH-1

CXCR4 or CD184

EpCAM/CD49f

EpCAMhi/PROCRhi/SSEA-3

GD2/GD3/GD3Shi
ITGA6

PROCR


	Text should say
Marker

CD24

CD29

CD44

CD44/CD24-/low 

CD44+/CD24-/low/ESA

CD44/ALDH1+/hi
CD44/CD24−/low/ABCG2

CD44/CD24−/low/ALDH1

CD44/CD24−/low/EpCAM

CD44/CD24−/low/SSEA-3

CD44/CD49f/CD133/2

CD44/CD133/ALDH1+/hi
CD44/CD117

CD44/MyD88

CD44/E-cadherin-/CD34-
CD44/CD24/Epcam

CD44/CD24-
CD44/CD166

CD44/CD24

CD49f

CD117 or c-Kit

CD133

CD133hi/CXCR4hi/ALDH1hi
CD133/ALDH1

CD133/CXCR4

ABCG2

ALDH-1

CXCR4 or CD184

EpCAM/CD49f

EpCAMhi/PROCRhi/SSEA-3

GD2/GD3/GD3Shi
ITGA6

PROCR



	6.
	Table 1 title
	Placed below the table
	Should be placed above the table

	7.
	Table 1 Note
	Missing
	Add the Note below the table 

Should read:
Note: This table provides a list of surface epitopes expressed by various gynaecological and breast cancer stem cells; most of these markers are also expressed by a range of other tissues. This list does not aim to include all markers reported.



	8.
	Table 2 title
	Placed below the table
	Should be placed above the table

	9.
	Table 2 note
	Placed in a last line of the table
	Should be placed below the table

	10.
	Introduction 

2nd Paragraph 

	In vivo
	In vivo should be in italic style 

	11.
	Discussion

2nd Paragraph
	In vivo
	In vivo should be in italic style 

	12.
	Discussion

4th Paragraph
	In vivo
	In vivo should be in italic style 

	13.
	Discussion

5th Paragraph
	In vivo
	In vivo should be in italic style 

	14.
	Introduction 

2nd Paragraph 

	In vitro
	In vitro should be in italic style 

	15.
	Representative results 

3rd Paragraph 

	In vitro
	In vitro should be in italic style 

	16.
	Figure 1
	Figure 1 is not properly positioned in text.
	Please place Figure 1 in the protocol section, before 3. Sphere-forming capacity, self-renewal and sphere projection area

	17.
	Figure 1
	Figure 1 is too small.
	Please dimension Figure 1 to adjust to the width of the page.

	18.
	Figure 2
	Figure 2 is too small.
	Please dimension Figure 2 to adjust to the width of the page.

	19.
	Figure 3
	Figure 3 is too small.
	Please dimension Figure 3 to adjust to the width of the page.
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