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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.
	Abstract, page 1, second paragraph, line 3 from bottom
	Sentence says “the cell cycle in the spleens and draining lymph nodes”
	Please correct to “the cell cycle in the spleen and draining lymph nodes”

	2.
	Abstract, page 1, line 2 from bottom
	Sentence says “high-quality image”
	Please correct to “high-quality discrimination”

	3.
	Introduction, page 2, right column, last two lines of the paragraph
	Sentence says “in the spleens and draining LNs of vaccinated mice”
	Please correct to “in the spleen and draining LNs of vaccinated mice”

	4


	Introduction, left column, line 8 from bottom
	Sentence says “that have undergone the

S-phase of the cell cycle (e.g., BrdU) or discriminate among

daughter cells and their ancestors (e.g., CFSE)”
	Please correct to “that have undergone the

S-phase of the cell cycle (e.g., Bromodeoxyuridine (BrdU)) or discriminate among

daughter cells and their ancestors (e.g., carboxyfluorescein succinimidyl

ester (CFSE))

	5.

	1.1
	Step says “RPMI medium”
	Please correct to “Roswell Park Memorial Institute (RPMI) medium”

	6.
	1.1
	Step says “and 10% v/v fetal bovine serum (FBS)”
	Please correct to “and 10% volume/volume (v/v) of fetal bovine serum (FBS)”



	7.
	1.2
	Step says “Phosphate-buffered saline

(PBS) with 1% w/v bovine serum albumin (BSA)”
	Please correct to “Phosphate-buffered saline

(PBS) with 1% weight/volume (w/v) of bovine serum albumin (BSA)”

	8.
	2.1
	Step says “HIV-1-gag-expressing- chimpanzee adenoviral vector”
	Please correct to “Human Immunodeficiency virus (HIV)-1-gag-expressing-chimpanzee adenoviral vector”

	9.
	3.
	Title says “Isolation of draining LN, spleen, and BM cells”
	Please correct to ““Isolation of draining LN, spleen, and BM cells”

	10.
	3.1.1
	Step says “ready for collected organs”
	Please correct to “ready for organs to be collected” 

	11.
	3.1.7
	Step says “To collect iliac LNs, remove the bowels”
	Please correct to “To collect iliac LNs, move the bowels aside”

	12.
	3.1.11
	Step says “wash the dish to ensure that”
	Please correct to “wash the dish and the strainer to ensure that”

	13.
	3.2.3
	Step says “Sterilize the skin-surface with 70% v/v/ ethanol (v/v)”
	Please correct to “Sterilize the skin-surface with 70% v/v ethanol”

	14.
	3.2.5
	Step says “place the mouse in a supine position”
	Please correct to “keeping the mouse in a supine position”

	15.
	4.1
	Step says “To be stained with Hoechst 33342 (henceforth referred as to Hoechst) only”
	Please correct to “To be stained only with Hoechst 33342 (henceforth referred as to Hoechst)”

	16.
	4.2.2
	Step says “2. Take an aliquot”
	Please correctly align “2.”

	17.
	4.2.3
	Step says “place it in a water bath”
	Please correct to “place it in the water bath”

	18.
	4.3
	Step says “Dead cell staining of experimental samples and dead/live cell mix”
	Please correct to “Dead cell staining of experimental samples, positive control for cell cycle analysis and dead/live cell mix”

	19.
	4.4
	Title says “Membrane cell staining with MHC-peptide multimers and mAbs.”
	Please correct to “Membrane cell staining with major histocompatibility complex (MHC)-peptide multimers and mAbs.” 

	20.
	4.4.2
	Step says “in the staining buffer to obtain a final concentration of 6 mg/mL; for each sample to be stained, use 20 mL of this dilution”
	Please correct to “in the staining buffer to obtain the appropriate dilution (see Table of Materials); for each sample to be stained, use 20 mL of this dilution”

	21.
	4.4.7
	Step says “7. Take the aliquot”
	Please correctly align “7.”

	22.
	4.4.7
	Step says “Take the aliquot of BM cells (3 x 106) (see list of cell samples at the beginning of section 4) to be used to compensate the Hoechst channel (Hoechst 33342 is read with an ultraviolet laser (Table 2)), and transfer the cell suspension into a 5 mL tube”
	Please correct to “Take the aliquot of BM cells (3 x 106) (see list of cell samples, section 4.1) to be used to compensate the Hoechst channel (Hoechst 33342 is excited by an ultraviolet laser (Table 2)), and transfer the cell suspension into a 5 mL tube” 

	23.
	5.3
	Step says “Add 1 mL of fixation/permeabilization buffer to each tube and vortex”
	Please correct to “Add 1 mL of the freshly prepared fixation/permeabilization buffer to each tube, including a tube with unstained spleen cells (3 x 106, see list of cell samples, section 4.1), and vortex”

	24.
	6.2.1
	Step says “Be aware that even a slightly reduced cell number (e.g., due to cell loss in previous washing steps) results in lower Hoechst binding to DNA and lower Hoechst intensity”
	Please correct to “Be aware that even a slightly reduced cell number (e.g., due to cell loss in previous washing steps) results in higher Hoechst binding to DNA and higher Hoechst intensity”

	25. 
	8.1.3
	Step says “select all the channels (PE, APC) used”
	Please correct to “select all the channels (e.g., PE, APC, etc.) used”

	26. 
	8.1.10
	Step says “and click ok”
	Please correct to “and click OK”

	27. 
	Representative results, page 11, right column, line 10 from top
	Sentence says “appropriate for detecting antigen-responding CD8 T cells”
	Please correct to “appropriate for detecting highly activated antigen-responding CD8 T cells”

	28.
	Representative results, page 11, right column, line 5 from bottom
	Sentence says “staining background in untreated mice (Figure 3B, step 5).”
	Please correct to “staining background in untreated mice (Figure 3B and C, step 5).”

	29. 
	Representative results, page 11, right column, bottom line
	Sentence says “from vaccinated mice (0.46% and 0.29% antigen-specific CD8 T cells in LNs and spleen, respectively).”
	Please correct to “from vaccinated mice (0.46% and 0.29% antigen-specific CD8 T cells in LNs and spleen, respectively, Figure 3B and C).”

	30.
	Representative results, page 12, left column, line 3 from top
	Sentence says “spleens of untreated mice”
	Please correct to “spleen of untreated mice”

	31. 
	Representative results, page 12, left column, line 6 from top
	Sentence says “high FSC-A and SSC-A (Figure 3C).”
	Please correct to “high FSC-A and SSC-A (Figure 3D).”

	32. 
	Representative results, page 12, right column, line 6 from bottom
	Sentence says “the “relaxed” gate (step 3 of Figure 3)”
	Please correct to “the “relaxed” gate (step 3 of Figure 3A, B and C)”

	33. 
	Figure 3 Legend, page 14, line 2 from top
	Sentence says “At day 3 post-boost, draining LNs and spleen cells”
	Please correct to ““At day 3 post-boost, draining LN and spleen cells”

	34. 
	Figure 3 Legend, page 14, line 5 from top
	Sentence says “spleens of untreated”
	Please correct to “spleen of untreated”

	35. 
	Figure 4 Legend, page 15, line 2 from bottom
	Sentence says “and spleens (bottom) of vaccinated mice”
	Please correct to “and spleen (bottom) of vaccinated mice”

	36.
	Discussion, page 16, right column, line 5 from top
	Sentence says “Thus, cells cannot be used for other types of analysis such as sorting and subsequent functional or genomic analysis. Moreover, DNA dyes, including Hoechst, usually interfere with the genomic analysis and are not suitable for this type of evaluation.”
	Please correct to ““Thus, cells cannot be used for other types of analysis such as sorting and subsequent functional analysis. Moreover, DNA dyes, including Hoechst, usually interfere with the genomic DNA analysis and are not suitable for this type of evaluation.”

	37.
	Acknowledgements, page 16
	We would like to add a sentence at the end.
	Please add “The following tetramer was obtained through the NIH Tetramer Facility: APC‐conjugated H‐2K (d) HIV gag 197–205 AMQMLKETI.”

	38.
	References, page 17, reference 18
	reference 18, the font is smaller than the others
	Please correct font size to make it as that of the other references
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