
Dear Author(s),
This document is divided into sections in which you can add your comments to the video and voiceover.   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: Measuring Naturally Acquired Phagocytosis-Inducing Antibodies to Plasmodium falciparum Parasites by a Flow Cytometry-Based Assay
Date: 17th of September 2020

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.
	0:10
	Onscreen text says
MARIA DEL PILAR QUINTANA
	If the intention is to highlight my last name then it should be 
MARIA DEL PILAR QUINTANA
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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 or a web link. 

	
	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.
	01:10
	“….prepare around 1,2 milliliters of packed P. falciparum parasite culture in 10 milliliters of parasite culture medium with at least 5% parasitemia and add to a magnetic…” 
	2.3
	“….prepare around 1,2 (one point two, NOT 1 to 2) milliliters of packed P. falciparum parasite culture in 10 milliliters of parasite culture medium with at least 5% parasitemia and add to a magnetic…”

	2.
	01:57
	“…Adjust the purified infected erythrocyte suspension to 3.3 x 107 cells/milliliter in parasite culture medium containing ethidium bromide to a final concentration of 2.5 micrograms/milliliter”
	3.1
	“…Adjust the purified infected erythrocyte suspension to 3.3 x 107 cells/milliliter in parasite culture medium containing ethidium bromide to a final concentration of 2.5 micrograms/milliliter”

	3.
	02:44
	“At the end of the incubation, add 170 microliters of parasite culture medium to each well and sediment the IEs at the bottom of the plate by centrifugation”
	3.4
	“At the end of the incubation, add 170 microliters of parasite culture medium to each well and sediment the infected erythrocytes at the bottom of the plate by centrifugation”

	4.
	03:00
	“…and wash the ethidium bromide-labeled IEs two more times with 200 microliters of parasite culture medium per well as just demonstrated”
	3.5
	“…and wash the ethidium bromide-labeled infected erythrocytes two more times with 200 microliters of parasite culture medium per well as just demonstrated”

	5.
	03:47
	“While the IEs are being opsonized, collect the THP-1 cells by centrifugation and re-suspend the pellet in 12 milliliters of fresh pre-warmed THP-1 cell culture medium”
	4.1
	“While the infected erythrocytes are being opsonized, collect the THP-1 cells by centrifugation and re-suspend the pellet in 12 milliliters of fresh pre-warmed THP-1 cell culture medium”

	6.
	04:01
	“After a second centrifugation, resuspend the pellet in 1 milliliter of THP-1 cell culture medium for counting and adjust the cells to a 5 x 105 cells/milliliter of medium concentration”
	4.2
	“After a second centrifugation, resuspend the pellet in 1 milliliter of THP-1 cell culture medium for counting and adjust the cell concentration to 5 x 105 cells/milliliter in THP-1 cell culture medium”

	7.
	04:34
	“At the end of the opsonization incubation, add 170 microliters of parasite culture medium to each well of the opsonization plate and sediment the IEs to the bottom of the plate by centrifugation”
	5.1
	“At the end of the opsonization incubation, add 170 microliters of parasite culture medium to each well of the opsonization plate and sediment the infected erythrocytes to the bottom of the plate by centrifugation”

	8.
	04:49
	“Wash the opsonized IEs two times with 200 microliters of parasite culture medium per well, using a multichannel pipette to carefully remove the supernatant after the second wash”
	5.2
	“Wash the opsonized infected erythrocytes two times with 200 microliters of parasite culture medium per well, using a multichannel pipette to carefully remove the supernatant after the second wash

	9.
	05:01
	“Resuspend the opsonized IEs in 100 microliters of pre-warmed THP-1 cell culture medium per well and transfer 50 microliters of each opsonized IE suspension to a corresponding well in the phagocytosis plate”
	5.3
	“Resuspend the opsonized infected erythrocytes in 100 microliters of pre-warmed THP-1 cell culture medium per well and transfer 50 microliters of each opsonized infected erythrocyte suspension to a corresponding well in the phagocytosis plate”

	10.
	06:21
	“For flow cytometric acquisition and analysis, immediately load the cells onto a flow cytometer and use the linear forward- versus linear side-scatter plot for the wells with no IEs to gate the THP-1 cells”
	6.1
	“For flow cytometry acquisition and analysis, immediately load the cells onto a flow cytometer and use the linear forward- versus linear side-scatter plot for the wells without infected erythrocytes to gate the THP-1 cells”

	11.
	06:37
	“Acquire 10,000 events on this gate and use the THP-1 cells with no IEs wells to set up a histogram plot to measure ethidium bromide fluorescence intensity”
	6.2
	“Acquire 10,000 events on this gate and use the THP-1 cells with the infected erythrocytes opsonized with a positive control to set up a histogram plot to measure ethidium bromide fluorescence intensity”

	12.
	06:51
	“For analysis, open the linear forward- versus linear side-scatter plot for the wells with no IEs and gate the THP-1 cells”
	6.3
	“For analysis, open the linear forward- versus linear side-scatter plot for the wells without infected erythrocytes and gate the THP-1 cells”

	13.
	07:50
	“In this opsonization experiment, the THP-1 cells were gated first according to their forward and side scatter profiles to allow quantification of the percentage of ethidium bromide-labeled cells, indicative of cells that have phagocytized at least one antibody-opsonized IE”
	7.2
	“In this opsonization experiment, the THP-1 cells were gated first according to their forward and side scatter profiles to allow quantification of the percentage of ethidium bromide-labeled cells, indicative of cells that have phagocytized at least one antibody-opsonized infected erythrocyte”
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