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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: Database-guided Flow-cytometry for Evaluation of Bone Marrow Myeloid Cell Maturation
Date:26/08/2018
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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	03:49-06:05
	The audio comments do not fit with the screen image.
Example: the audio comments make reference to the analysis of the CD34+ precursors committed toward neutrophil lineage but the video shows how to import a file in Infinicyt software.
	This part need to be replaced with the following steps:
1.1 Before to start a new analysis, download from the Jove site https://www.jove.com/account/file-uploader?src=17649483&aar the cyt. files containing the normal bone marrow data for neutrophil, monocytic and nucleated red cell lineages and the analysis profiles (.inp files
).
1.2 Save data in your computer.

1.3 Open Infinicyt software (version superior to 1.8) and open Neutrophils_NM_GMFF.cyt
.

1.4 Draw a maturation pathway on the APS2 graph
.

1.5 Save the maturation pathway to the database
.

1.6 Open a new fcs file for neutrophil lineage analysis
.

1.7 Open the Neutrophils_Maturation.inp profile.

1.8 Select the CD34+ neutrophil-committed blasts [introduce Fig 1A.1
]. 
1.9 Remove from visibility the dots that were attributed to the Neutrophil tab
.

1.10 Next step is selection of CD117+ CD34- neutrophil precursors [introduce Fig 1A.2
].

1.11 Next step is selection of more mature neutrophil cells [introduce Fig 1A.3
].

1.12 Open Monocytes_NM_GMFF.cyt file
.

1.13 Draw a maturation pathway on the APS1 graph
.

1.14 Save the maturation pathway to the database
.

1.15 Open a new fcs file for monocytic lineage analysis
.

1.16 Upload the profile Monocytes_Maturation.inp for monocytic lineage analysis
.

1.17 Select the monocytic lineage cells [introduce Fig 2A
].

1.18 Open NRC_NM_GMFF.cyt file
.

1.19 Draw maturation pathway on the APS7 graph
.

1.20 Save maturation data from NRCs_NM_GMFF.cyt to the NRC database
.

1.21 Open a new fcs file for nucleated red cells analysis
.

1.22 Upload the profile NRC_Maturation.inp for monocytic lineage analysis
.

1.23 Select the CD34+ erythroid-committed blasts [introduce Fig 3A.1
].

1.24 Select the rest of erythroid lineage cells
.

	2.
	06:06-07:18
	The audio comments do not fit with the screen image.
	This part need to be replaced with the following steps:
2.1 Comparison of the maturation profile of the neutrophil cells from the new case with the data from normal bone marrows included in the neutrophil maturation database
.
2.2&2.3 Comparison of the maturation profile of the monocytic cells from the new case with the data from normal bone marrows included in the monocytes maturation database
.

2.4 Comparison of the maturation profile of the NRCs from the new case with the data from normal bone marrows included in the NRCs maturation database
.
2.5 Keep the rest of the video 07:18-07:26 as in original version.

	3.
	07:50-08:05
	The audio comments do not fit with the screen image. (i.e. the audio comments refers to the neutrophil cell lineage abnormalities but the video image corresponds to the red cell lineage).
	Please replace this video part with figures 4A, 5A, 6A and 7A (in this order! To fit with the audio comments).

	4.
	09:02-09:26
	
	Can be removed if needed more time for the parts dedicated for data analysis.


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.
	1:06-1:18
	The audio comment says that “Begin by mixing 600 microliters of the primary cell sample with 20 mL of washing buffer in a 15 mL conical tube for two centrifugations in 10 mL of fresh washing buffer per wash.”
	
	The audio comment should say “Begin by mixing 600 microliters of the primary cell sample with 10 mL of washing buffer in a 15 mL conical tube for two centrifugations in 10 mL of fresh washing buffer per wash.”

	2.
	2:32-2:40
	The audio comments do not fit with the screen image. 

The audio comments make reference about the pellet re-suspension in PBS, but the video shows the supernatant removing after the second wash.

Original Script Text:

“After a second wash as just demonstrated, resuspend the pellet in 200 microliters of PBS with mixing for immediate analysis”
	
	“After the second wash, discard the supernatant, leaving approximately 50 µL residual volume in each tube without disturbing the pellet. Resuspend the pellet in 200 microliters of PBS with mixing for immediate analysis.”

	3.
	
	
	1.1
	Before to start a new analysis, download from the JoVE site the cyt. files containing the normal bone marrow data for neutrophil, monocytic and nucleated red cell lineages and the analysis profiles (.inp files). Save data in your computer.

	4.
	
	
	1.3
	Save the Neutrophil maturation of the normal bone marrows to the database.

Open Infinicyt software (version superior to 1.8) and then open cyt file corresponding to the neutrophil  maturation

“Neutrophils_NM_GMFF.cyt”.

	5.
	
	
	1.4
	Draw the maturation pathway on the APS graph.

	6.
	
	
	1.5
	Save the neutrophils maturation pathway to the database.

	7.
	
	
	1.6-1.7
	In the next few minutes, will be demonstrated the analysis strategy for neutrophil cell lineage. Open the fcs file for neutrophil lineage maturation that has to be analysed.

	8.
	
	
	1.8
	The analysis for this lineage is divided in 3 steps, starting with selection of the CD34+ neutrophil-committed blasts. To this aim use an intersection of seven gates to allow selection of the CD34+CD117+HLADRloCD10-CD13+CD11b- events.

	9.
	
	
	1.10
	Continue the analysis with selection of CD117+ CD34- neutrophil precursors.

	10.
	
	
	1.11
	Continue the analysis with selection of more mature neutrophil cells.

	11.
	
	
	1.12
	Next step show the analysis of monocytic lineage cells.

	12.
	
	
	1.13
	Draw the maturation pathway on the APS graph. Verify that the arrow that indicates the sense of maturation is oriented from immature monocytic cells CD14- IREM2- to the mature monocytes CD14+ IREM2+.

	13.
	
	
	1.14
	Save the maturation pathway for monocytic lineage to the database.

	14.
	
	
	1.15
	In the next step will be demonstrated the analysis strategy for monocytic lineage maturation in bone marrow. Open the fcs file for monocytic lineage maturation that has to be analysed.

	15.
	
	
	1.16
	Upload the profile for monocytic lineage analysis.

	16.
	
	
	1.17
	To identify the monocytic lineage cells, use an intersection of four gates that allow selection of CD64+hi CD117+/- HLADR+ events. Assign these events to the Monocytic tab in the Population Hierarchy Tree.

	17.
	
	
	1.18
	Next steps show the analysis of nucleated red cells.

	18.
	
	
	1.19
	Draw the maturation pathway on the APS graph.

	19.
	
	
	1.20
	Save the nucleated red cells maturation pathway to the database.

	20.
	
	
	1.21
	In the next steps will be demonstrated the analysis strategy for nucleated red cells maturation in bone marrow. Open the fcs file for NRC maturation that has to be analysed.

	21.
	
	
	1.22
	Upload the profile for NRCs analysis.

	22.
	
	
	1.23
	The analysis for this lineage is divided in 2 steps, starting with selection of the CD34+ erythroid-committed blasts. To this aim use an intersection of seven gates to allow selection of the CD34+CD117+HLADRloCD105+
CD33-CD36+CD71+ events. Assign these events to the NRC tab in the Population Hierarchy. 

Remove from visibility the CD34+ erythroid-committed blasts.

	23.
	
	
	1.24
	To identify more mature nucleated red cells, use an intersection of five gates that allow the discrimination of CD45-/+dim Side scatterlo CD36hi CD71hi CD105+/- cells, assign these events to the NRC tab, and remove the CD36hiSide scatterlo platelets from the nucleated red cell population.

	24.
	
	
	2.1
	To assess myeloid maturation in the bone marrow compartment, open the .cyt file corresponding to the lineage of interest from the case that has to be evaluated (i.e., the cyt file corresponding to the neutrophil cell lineage analysed in the steps 1.8-1.11). Keep in visibility only the events assigned to the Neutrophils tab in the Population Hierarchy Tree. Draw the maturation pathway on the APS graph. Load the database corresponding to the Neutrophils maturation in normal bone marrows and compare data. If the data are at least partially compatible, the software will create a Normalized Maturation Differences diagram and a Parameter Band to visualize the Maturation Differences.

	25.
	
	
	2.2
	To compare the monocytes maturation in the bone marrow compartment for a new case

with data from normal bone marrows included in the monocytes database, open the .cyt file corresponding to the monocytic cell lineage (i.e., the cyt file corresponding to the monocytic cell lineage analysed in the step 1.17). Keep in visibility only the events assigned to the Monocytes tab in the Population Hierarchy Tree. Draw the maturation pathway on the APS graph.

	26.
	
	
	2.3
	Load the database corresponding to the Monocytes maturation in normal bone marrows and compare data. If the data are at least partially compatible, the software will create a Normalized Maturation Differences diagram and a Parameter Band to visualize the Maturation Differences.

	27.
	
	
	2.4
	To compare the nucleated red cells maturation in the bone marrow compartment for a new case

with data from normal bone marrows included in the NRC database, open the .cyt file corresponding to the NRCs lineage (i.e., the cyt file corresponding to the NRC lineage analysed in the steps 1.23-1.24). Keep in visibility only the events assigned to the NRC tab in the Population Hierarchy Tree. Draw the maturation pathway on the APS graph. Load the database corresponding to the NRC maturation in normal bone marrows and compare data. If the data are at least partially compatible, the software will create a Normalized Maturation Differences diagram and a Parameter Band to visualize the Maturation Differences.

	28.
	
	
	2.5
	Keep the rest of the audio comments 07:18-07:26 as in original version.

	29.
	
	
	3
	Keep the audio comments for the parts 07:50-08:05 as in original version.


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
	Maria Alessandra Rossenthal-Allier
	Maria Alessandra Rosenthal-Allieri

	2.
	Affiliation
	University Hospital of Grenoble
	University Hospital of Grenoble-Alpes

	3.
	Correspondence to
	Carmen Mariana Aanei at caanei@yahoo.com
	Carmen Mariana Aanei at caanei@yahoo.com; cmaanei@gmail.com;
carmen.aanei@chu-st-etienne.fr

	4.
	Introduction, page 1/15, last sentence
	permitting their applicability in normal
laboratories
	permitting their applicability in clinical pathology laboratories

	5.
	Introduction, page 2/15, first sentence
	as have been signaled by MDS diagnosis
	as have been signaled in MDS diagnosis

	6.
	4. Data analysis, Note
	To construct the normal BM, databases
	To construct the normal BM databases


	7.
	4. Data analysis
1. Strategy of analysis for neutrophils
	Strategy of analysis for neutrophils
	Strategy of analysis for neutrophils - Neutrophils_NM database construction

	8.
	4. Data analysis

2. Strategy of analysis for monocytes
	Strategy of analysis for monocytes
	Strategy of analysis for monocytes - Monocytes_NM database construction

	9.
	4. Data analysis

3. Strategy of analysis for nucleated red cells (NRCs)
	Strategy of analysis for nucleated red cells (NRCs)
	Strategy of analysis for nucleated red cells (NRCs) -  NRC_NM database construction

	10.
	Table 1. List of fluorochrome-conjugated antibody reagents used to setup the fluorescence compensation matrices with their

reference populations
	
	Would it be possible to add:
Please click here to view a larger version of this table.
?

	11.
	Table 2. Combination and quantities of antibodies used for evaluation of maturation of neutrophil, monocytes and erythroid cells in BM
	
	Would it be possible to add:

Please click here to view a larger version of this table.

?


Disclosures

	
	The Flow-Cytometry Laboratory at the University Hospital of Saint-Etienne is

a member of EuroFlow Consortium.
	The Flow-Cytometry Department, Hematology Laboratory at the University Hospital of Saint-Etienne is

a member of EuroFlow Consortium.
	


�Replace Rossenthal with Rosenthal.


�Grenoble-Alpes instead of Grenoble


�Screen display movie 1.1


�Screen display movie 1.3. The time needed for the Infinicyt software to import the cyt file can be reduced.


�Screen display movie 1.4. The time needed for the Infinicyt software to perform calculation and to draw the maturation pathway can be reduced also.


�Screen display movie 1.5


�Screen display movie 1.6


�Screen display movie 1.8


�Screen display movie 1.9


�Screen display movie 1.10


�Screen display movie 1.11


�Screen display movie 1.12


�Screen display movie 1.13


�Screen display movie 1.14


�Screen display movie 1.15


�Screen display movie 1.16


�Screen display movie 1.17


�Screen display movie 1.18


�Screen display movie 1.19





�Screen display movie 1.20





�Screen display movie 1.21


�Screen display movie 1.22


�Screen display movie 1.23


�Screen display movie 1.24


�Screen display movie 2.1.


�Screen display movies 2.2 and 2.3. If the video is too long this step can be removed.


�Screen display movie 2.4. If the video is too long this step can be removed.


�Remove comma please.
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