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Dear Author(s),
This document is for you to list any changes to the online text/PDF of your article.   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. 
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Protocol Name: Flow Cytometry Approach to Characterize Phagocytic Properties of Acutely-Isolated Adult Microglia and Brain Macrophages In Vitro
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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.
	3.2.2
	Step says “Add 1 mL of 1× PBS to each tube and gently vortex.”
	Please change to “Subsequently, add 1 mL of 1× PBS to each tube and gently vortex.”

	2.
	3.2.3
	Step says “Quickly pour off the supernatant, and re-suspend the cell pellet in 100 µL of 1× PBS.”
	Please change to “Quickly pour off the supernatant and re-suspend the cell pellet in 100 µL of 1× PBS.”

	3.
	3.7
	Step says “Place the compensation tubes on ice and cover them with the foil until further processing.”
	Please change to “Place the compensation tubes on ice and cover them with the foil until flow cytometry.”

	4.
	3.8
	Step says “Quickly pour off the supernatant and repeat the wash with 1ml 1× PBS. Pour off the supernatant and re-suspend the cell pellet in 100 µL of 1× PBS.”
	Please change to “Quickly pour off the supernatant and repeat the wash with 1ml 1× PBS. After centrifugation, pour off the supernatant and re-suspend the cell pellet in 100 µL of 1× PBS.”

	5.
	4.1.2
	Step says “These values are highly variable between any two different cytometers and needs to be calibrated prior to the actual experiment.”
	Please change to “These values can vary between any two different cytometers and need to be calibrated prior to the actual experiment.”

	6.
	4.2.2
	Step’s note says “NOTE: Brain Researchident microglia are typically CD11b+CD45intermediate, whereas infiltrating macrophages are CD11b+CD45high”
	Please change to ““NOTE: Brain resident microglia are typically CD11b+CD45intermediate, whereas infiltrating macrophages are CD11b+CD45high”

	7.
	4.2.4
	Step says “After recording all the sample tubes on the flow-cytometer, export the data files in.fcs format for further analysis.”
	Please change to “After recording all the sample tubes on the flow-cytometer, export the data files in .fcs format for further analysis.”

	8.
	4.3.2
	Step says “Add.fcs files to the analysis software and double click on the first file. A graph displaying all the recorded events pops up. Follow similar gating strategy as shown in Figure 2 to subsequently gate single, live mononuclear cells and study phagocytosis on specific population such as CD11b+CD45intermediate microglial cells or CD11b+CD45high infiltrating macrophages (Figure 2H).”
	Please change to “Add the .fcs files to analysis software and double click on the first file. A graph displaying all the recorded events will appear. Follow similar gating strategy as shown in Figure 2 to subsequently gate single, live mononuclear cells and study phagocytosis on specific population, for example CD11b+CD45intermediate microglial cells (Figure 2H).”
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