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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: Hemogenic Reprogramming of Human Fibroblasts by Enforced Expression of Transcription Factors 
Date: 12th of September 2019
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.
	00:19 and 11:18
	Rita Alves
	Texts should say: Rita Silvério-Alves

	2.
	01:39
	Change text placement
	Separate text with commas “5 min, 350 x g, RT” and place it on the bottom, similar to text in time 02:10

	3.
	04:35
	Missing text
	Add text on the bottom: “Store supernatants at 4 (C after each collection” (This text should follow step 2.19) 

	4.
	04:47
	Text says: “Discard plates after last collection”
	Text should say: “Discard dishes after last collection”

	5.
	05:09
	Text says: “(25 min 4000 x g 4 ºC RT)”
	Text should say: “25 min, 4000 x g, 4 ºC”. Remove parenthesis and put text on the bottom, similar to text in time 02:10

	6.
	05:32
	Text says: “4 °C: 1-2 wks; -80 °C: 1-2 yrs
	Text: should say: “4 °C: 1-2 weeks; -80 °C: 1-2 years”. Place text on the bottom, similar to text in time 02:10

	7.
	05:46
	Text says: “Control: transduction w/ M2rtTA lentivirus alone” 
	Text should be corrected to “Control: transduction with M2rtTA lentivirus alone” and added to time 06:40. It should follow step 3.4.

	8.
	07:46
	Text says: “Refresh medium 2x/wk/25 d”
	Text should say: “Refresh medium 2x a week for 25 days”

	9.
	07:51
	Text says: “Optimization of Fibroblasts Expansion for Chromatin Immunoprecipitation (ChIP)-Sequencing Analysis at the Onset of Hemogenic Reprogramming
	Text should say: “Optimization of Fibroblast Expansion for ChIP-Seq Analysis at the Onset of Hemogenic Reprogramming”

	10.
	08:05
	Text says: “e.g. pFUW-tetO-FOS, pLV-tetO-HA-GFI1B and pFUW-tetO-3xFLAG-GATA2V”
	Should say: “i.e., pFUW-tetO-FOS, pLV-tetO-HA-GFI1B and pFUW-tetO-3xFLAG-GATA2”. 
Corrected text should be added to time 08:23. It should follow step 4.2

	11.
	09:26
	Text says: “Results: Human Dermal Fibroblast (HDF) Hemogenic Fate Induction and Chromatin Immunoprecipitation Sequencing (ChIP-Seq) Analysis”
	Text should say: “Hemogenic Fate Induction and Chromatin ChIP-Seq Analysis”

	12.
	09:32
	“DAPI” in the CD34 plot of M2rtTA is in bold contrary to the rest of the text
	Change the image with the updated version of Figure 1 without the bold text

	13.
	10:09
	Only the CD143 merged image is highlighted
	Both CD9 and CD143 merged images should be highlighted (extend highlight box to the image on top as well)

	14.
	10:20
	Image replacement and missing text 
	Substitute day -2, 0, 2, 15 and 25 images by the updated version of Supplementary Figure 2. Image can be manipulated to fit the video better (e.g., day -2, 0 and 2 above and 15 and 25 below). 
Add text on the bottom: “Day 0: addition of doxycycline”


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.
	00:58
	Original:
On the day prior to transfection, after aspirating the medium, wash the plate carefully with 5 milliliters of PBS and detach the cells with 1.5 milliliters of dissociation solution
	2.2
	Rewritten:

“On the day prior to transfection, after aspirating the medium, wash the dish carefully with 5 milliliters of PBS and detach the cells with 1.5 milliliters of dissociation solution.”

	2.
	01:12
	Original:

“After 5-10 minutes at 37 degrees Celsius and 5% carbon dioxide, inactivate the solution with 3 milliliters of complete DMEM and transfer the cell suspension to a 15-milliliter conical tube”
	2.3
	Rewritten:

“After incubating for 5-10 minutes at 37 degrees Celsius, inactivate the solution with 3 milliliters of complete DMEM and transfer the cell suspension to a 15-milliliter conical tube.”

	3.
	01:29
	Original:

“Wash the plate with 5 milliliters of fresh complete DMEM to remove any remaining attached cells and pool the wash with the cell solution.”
	2.4
	Rewritten:

“Wash the dish with 5 milliliters of complete DMEM to remove any remaining attached cells and pool the wash with the cell solution.”

	4.
	01:39
	Original:

“Collect the cells by centrifugation, aspirate the supernatant and resuspend the pellet in 6 milliliters of fresh complete DMEM.”
	2.5
	Rewritten:

“Collect the cells by centrifugation, aspirate the supernatant and resuspend the pellet in 6 milliliters of complete DMEM.”

	5.
	01:49
	Original:

“Then split the suspension evenly between six 100-millimeter tissue culture-treated dishes in a final volume of 10 milliliters of complete DMEM per plate.”
	2.6
	Rewritten:

“Then split the suspension evenly between six 100-millimeter tissue culture-treated dishes in a final volume of 10 milliliters of complete DMEM dish.”

	6.
	03:35
	Original:

“During the incubation, carefully replace the supernatant of the HEK293T cell cultures with 10 milliliters of DMEM without additives per plate.”
	2.15
	Rewritten:

“During incubation, carefully replace the supernatant of the HEK293T cell cultures with 10 milliliters of complete DMEM without antibiotics.”

	7.
	03:47
	Original:

“Distribute 1 milliliter of each plasmid mixture drop-wise onto individual HEK293T cell culture plates for a 24-hour incubation at 37 degrees Celsius and 5% carbon dioxide.
	2.16
	Rewritten:
“Distribute the DNA complexes drop-wise onto individual HEK293T cell culture dishes and incubate for 24-hours.”

	8.
	04:01
	Original:

“The next day, replace the supernatants with 4 milliliters of complete DMEM per culture and return the plates to a 37-degree Celsius, 5% carbon dioxide cell culture incubator overnight.”
	2.17
	Rewritten:
“The next day, replace the supernatants with 4 milliliters of complete DMEM per culture and return the dishes to a 37-degree Celsius, 5% carbon dioxide cell culture incubator overnight.”

	9.
	04:19
	Original:

“The next morning, collect the supernatants into one 50-milliliter tube per plate and add 4 milliliters of fresh medium to each plate.”
	2.18
	Rewritten:

“The next morning, collect the supernatants into one 50-milliliter tube per dish and add 4 milliliters of fresh medium to each dish.”


	10.
	04:29
	Original:

“After 8 more hours of culture, pool the supernatant in each plate with the previously-harvested supernatant and add 4 milliliters of fresh medium to each plate.”
	2.19
	Rewritten:
“After 8 more hours of culture, pool the supernatant in each dish with the previously-harvested supernatant and add 4 milliliters of fresh medium.”

	11.
	04:40
	Original:

“Return the plates to the cell culture incubator overnight and collect the supernatants one final time.
	2.20
	Rewritten:
“Return the dishes to the cell culture incubator overnight and collect the supernatants one final time.”

	12.
	05:57
	Original:

“At the end of the incubation, aspirate the remaining gelatin solution and plate 1.5 x 105 passage 3-10 human dermal fibroblasts in 2 milliliters of fresh medium per well to the 6-well plate for an overnight culture at 37 degrees Celsius and 5% carbon dioxide”
	3.2
	Rewritten:

“At the end of the incubation, aspirate the remaining gelatin solution, plate human dermal fibroblasts at a density of 1.5 x 105 cells per plate in 2 mL of complete DMEM per well and incubate overnight.”

	13.
	06:18
	Original:

“The next morning, replace the medium in each well with 2 milliliters of DMEM supplemented with 8 micrograms/milliliter polybrene and add a 1:1 mixture of pool-produced transcription factor lentiviruses and M2rtTA in a new microcentrifuge tube.”
	3.3
	Rewritten:

“The next morning, replace the medium in each well with 2 milliliters of complete DMEM supplemented with 8 micrograms/milliliter polybrene and add a 1:1 mixture of pool-produced transcription factor lentiviruses and M2rtTA in a new microcentrifuge tube.”

	14.
	06:48
	Original:

“After 16 hours of incubation, replace the supernatants with fresh complete DMEM and return the cells to the cell culture incubator for 6-8 hours.”
	3.5
	Rewritten:

“After 16 hours of incubation, replace the supernatants with complete DMEM and return the cells to the cell culture incubator for 6-8 hours.”

	15.
	07:00
	Original:

“After the recovery, replace the supernatants with 2 milliliters of DMEM supplemented with polybrene and perform a second transduction as just demonstrated.”
	3.6
	Rewritten:

“After the recovery, replace the supernatants with 2 milliliters of complete DMEM supplemented with polybrene and perform a second transduction as just demonstrated.”

	16.
	07:12
	Original:

“At the end of the second transfection incubation, replace the supernatants with DMEM supplemented with 1 microgram/milliliter of doxycycline and return the plate to the cell culture incubator for 48 hours”
	3.7
	Rewritten:

“At the end of the second transfection incubation, replace the supernatants with complete DMEM supplemented with 1 microgram/milliliter of doxycycline and return the plate to the cell culture incubator for 48 hours.”

	17.
	07:28
	Original:

“At the end of the incubation, split each well at a 1:2 ratio and re-plate the cells in 2 milliliters of hematopoietic medium supplemented with 1 microgram/milliliter of doxycycline in each well of a new tissue-culture treated 6-well plates coated with 0.1% gelatin”
	3.8
	Rewritten:

“At the end of the incubation, split each well at 1:2 ratio and re-plate cells in 2 milliliters per well of hematopoietic medium supplemented with doxycycline in a new gelatin-coated 6-well plate.”

	18.
	7:57
	Original:

“To obtain a sufficient number of cells for chromatin immunoprecipitation sequencing analysis, plate 3 x 105 fibroblasts in a gelatin-coated, 6-well, tissue culture-treated plate for an overnight incubation 37 degrees Celsius and 5% carbon dioxide.
	4.1
	Rewritten:

“To obtain a sufficient number of cells for chromatin immunoprecipitation sequencing analysis, plate 3 x 105 fibroblasts in a gelatin-coated 6-well plate and incubate overnight.”

	19.
	08:16
	Original:

“At the end of the incubation, transduce cells twice in two consecutive days with 10-20 microliters of lentivirus containing the individual factors of interest, or a pool of the three factors, plus FUW-M2rtTA at a 1:1 ratio as demonstrated.”
	4.2
	(Remove “as demonstrated”)
Rewritten:

“At the end of the incubation, transduce cells twice in two consecutive days with 10-20 microliters of lentivirus containing the individual factors of interest, or a pool of the three factors, plus FUW-M2rtTA at 1:1 ratio.”

	20.
	08:36
	Original:

“Sixteen hours after the second transduction, remove the virus-containing supernatant and incubate the cells in fresh complete DMEM for 24 hours at 37 degrees Celsius, and 5% carbon dioxide.”
	4.3
	Rewritten:

“Sixteen hours after the second transduction, remove the virus-containing supernatant and incubate the cells in complete DMEM for 24 hours.”

	21.
	09:10
	Original:

“After 6 days, replace the supernatant with DMEM supplemented with 1 microgram/milliliter of doxycycline and return the cultures to the incubator for an additional 2 days.
	4.5
	Rewritten:

“After 6 days, replace the supernatant with complete DMEM supplemented with doxycycline and return the cultures to the incubator for an additional 2 days.”

	22.
	10:20
	Original:

“Bright-field imaging at days minus 2, 0, 2, 15 and 25 can be performed to visualize the cell confluency and morphology at the different time points.”
	5.5
	Rewritten:

“Bright-field imaging is performed to visualize cell confluency, morphology and colony formation throughout the reprogramming process.”

	23.
	10:34
	Original:

“Single cell analysis of day-2 unsorted and of purified reprogrammed fibroblasts on days 15 and 25 reveals a stepwise increase in CD49f, CD9, and CD143 expression from days 2 to 25.”
	5.6
	Rewritten:

“Single cell RNA-sequencing analysis of reprogrammed cells reveals a stepwise increase in CD49f, CD9, and CD143 expression from days 2 to 25.”


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.”
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The entire document will be re-uploaded.      
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