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	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.
	1.3
	Step says “Wash buffer: Make this with PBS containing…”
	Please correct to “Wash buffer: Prepare phosphate buffer saline (PBS) containing…”

	2.
	1.4
	Step says “FACS buffer: Prepare phosphate buffer saline (PBS) containing...”
	Please correct to “FACS buffer: Prepare PBS containing…”

	3.
	1.5
	Step says “Fixation buffer: Add 4% formaldehyde to PBS.”
	Please correct to “Fixation buffer: Prepare PBS containing 4% formaldehyde.”

	4.
	1.7
	Step says “Wash buffer (for immunofluorescence): Make this with PBS containing…”
	Please correct to “Wash buffer (for immunofluorescence): Prepare PBS containing …”

	5.
	1.8
	Step says “Blocking buffer: Add 0.1% BSA and 10% normal goat serum (NGS) to PBS.” PBS.”
	Please correct to “Blocking buffer: Prepare PBS containing 0.1% BSA and 10% normal goat serum (NGS).“

	6.
	1.9
	Step says “Staining buffer (for immunofluorescence): Prepare by adding 0.1% BSA to PBS.”
	Please correct to “Staining buffer (for immunofluorescence): Prepare PBS containing 0.1% BSA.”

	7.
	2. NOTE
	Text says “Perform all work with human blood inside a class II biosafety hood”.
	Please correct to “Perform all work with human blood inside a class II biosafety cabinet”.

	8.
	2.4
	Step says “resuspend the cell pellet by flipping the bottom of the tube within the fingers”.
	Please correct to “resuspend the cell pellet by flipping the bottom of the tube with the fingers”.

	9.
	3.1
	Step says “Briefly, seed freshly isolated PBMCs in a 6 well culture plate at an appropriate concentration…”
	Please correct to “Briefly, seed freshly isolated PBMCs in a 6-well culture plate at an appropriate concentration…”

	10.
	5.2
	Step says “Remove the cell culture medium from the wells in the 6 well plate(s) containing monocyte-derived cells”
	Please correct to “Remove the cell culture medium from the wells in the 6-well plate(s) containing monocyte-derived cells”

	11.
	5.3
	Step says “Resuspended the Mtb-infected monocyte-derived cells”.
	Please correct to “Resuspend the Mtb-infected monocyte-derived cells”.

	12.
	6. NOTE
	Step says “The flow cytometry staining could be performed in a 96 well plate instead of tubes”
	Please correct to “The flow cytometry staining could be performed in a 96-well plate instead of tubes”

	13.
	7. NOTE
	Step says “To avoid problems with cell clumping and dissociation of fluorochromes after cell fixation”
	Please correct to “To avoid problems with cell clumping and dissociation of tandem dyes after cell fixation”

	14.
	7.1
	Step says “…antibody listed in the staining panel (Table of Materials) using…”
	[image: image1.png]Please correct to “antibody listed in the staining panel (Table 1) using”...”.

	15.
	7.5
	Step says “Export the acquisition files from the flow cytometer in FCS format 3.1.”
	Please correct to “Export the acquisition files from the flow cytometer in flow cytometry standard (FCS) format 3.1.”

	16.
	7.9
	Step says “Identify the frequency of positively stained cells and geometric mean fluorescence intensity (MFI) for all phenotypes (Table 1).”
	Please correct to “Identify the frequency of positively stained cells and geometric mean fluorescence intensity (MFI) for all markers (Table 1).”

	17.
	8.1
	Step says “…. serum-free RPMI medium into an 8 well chamber slides…”
	Please correct to ““…. serum-free RPMI medium into an 8-well chamber slides…”

	18.
	8.7
	Step says “Dilute the primary antibodies 1:100 in 0.1% BSA solution and…”
	Please correct to “Dilute the primary antibodies 1:100 in staining buffer and…”


	19.
	8.8
	Step says “Next, wash the cells 3 times with 200 µL of washing solution for 10 min each.”
	Please correct to “Next, wash the cells 3 times with 200 µL of wash buffer for 10 min each.”

	20.
	8.9
	Step says “Dilute the fluorescent labeled secondary antibodies 1:1,000 in 0.1% BSA solution and…”
	Please correct to “Dilute the fluorescent labeled secondary antibodies 1:1,000 in staining buffer and…”

	21.
	8.11
	Step says “Remove the chamber grid and place (20 (L of DAPI mounting medium in each well…”
	Please correct to “Remove the chamber grid and add (20 (L of DAPI mounting medium to each well…”

	22.
	Discussion, third paragraph
	Text says “The described protocol has also some limitations…”
	Please correct to “The described protocol also has some limitations…”

	23. 
	Legend: Figure 3C
	Text says “Geometric mean of fluorescence intensity (MFI) was shown…”
	Please correct to “Geometric mean of fluorescence intensity (MFI) is shown…”

	24.
	Legend: Figure 4 (B-C)
	Text says “MFI or makers expressed in…”
	Please correct to ““MFI of makers expressed in…”

	25.
	Table 1: List of antibodies
	Text says (Function of CCR7, row 5, column 5) “Complement receptor”
	Please correct to “Chemokine receptor”

	26.
	Figure 2B
	Figure shows “FSC-A vs FSC-H for M1 Mtb-infected cells”.
	Please correct to “FSC-A vs SSC-A for M1 Mtb-infected cells”. 

Please consider the revised Figure 2 file.

	27.
	Figure 2C
	Figure shows “FSC-A vs FSC-H for M2 Mtb-infected cells”.
	Please correct to “FSC-A vs SSC-A for M2 Mtb-infected cells”. 

Please consider the revised Figure 2 file.


