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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
	Description says “T follicular helper (Tfh) cells is an independent CD4+ T cell subset”
	Please correct to “T follicular helper (Tfh) cells are an independent CD4+ T cell subset”

	2
	Introduction, paragraph 1
	Description says “Tfh cells provide the B cells help mainly in the B cell follicular zone of spleen and lymph node”
	Please correct to “Tfh cells provide the B cell help mainly in the B cell follicular zone of spleen and lymph node”

	3
	Introduction, paragraph 1
	Description says “During Tfh differentiation, ICOS could transmit necessary signals from cognate B cells and also acts as receptor”
	Please correct to “During Tfh differentiation, ICOS transmits necessary signals from cognate B cells and also acts as a receptor”

	4
	Introduction, paragraph 1
	Description says “Another factor playing the similar roles as CD40L is the cytokine IL21”
	Please correct to “Another factor playing the similar role as CD40L is the cytokine IL21”

	5
	Introduction, paragraph 1
	Description says “IL21 could directly regulate GC B cells development and production of high-affinity antibodies, but its roles in Tfh differentiation is confusing”
	Please correct to “IL21 directly regulates GC B cells development and production of high-affinity antibodies, but its role in Tfh differentiation is still controversial”

	6
	Introduction, paragraph 2
	Description says “Based on the current study, GC B cells could be identified as B220+PNA+Fas+”
	Please correct to “Based on the current study, GC B cells can be identified as B220+PNA+Fas+”

	7
	Introduction, paragraph 2
	Description says “What is more, both of these characteristics could be detected in flow cytometry and immunofluorescence analysis”
	[bookmark: _GoBack]Please correct to “What is more, both of these characteristics can be detected in flow cytometry and immunofluorescence analysis”

	8
	Introduction, paragraph 3
	Description says “Robust cellular and humoral responses are induced in influenza virus infection, with Tfh and Th1 cells dominating CD4 T cells response”
	Please correct to “Robust cellular and humoral responses are induced in influenza virus infection, with Tfh and Th1 cells dominating CD4+ T cells response”

	9
	Introduction, paragraph 3
	Description says “GC and plasma B cells and IL21 detection with flow cytometry”
	Please correct to “GC B and plasma cells and IL21 detection with flow cytometry”

	10
	Introduction, paragraph 3
	Description says “These protocols could provide the necessary techniques for new researchers in Tfh-associated study”
	Please correct to “These protocols can provide the necessary techniques for new researchers in Tfh-associated study”

	11
	2.1
	Step says “Put the 70-μm cell strainer in each dish”
	Please correct to “Put the 70-μm cell strainer in each dish”

	12
	2.3
	Step says “Put the 70-μm cell strainer in each dish”
	Please correct to “Put a 70-μm cell strainer in each dish”

	13
	2.4
	Step says “Cut the peritoneum to expose the abdominal cavity with dissection scissors”
	Please correct to “cut the peritoneum to expose the abdominal cavity with dissection scissors”

	14
	2.7
	Step says “Mesh the spleen or LN gently with plunger of 3 mL syringe”
	Please correct to “mesh the spleen or LN gently with plunger of 3 mL syringe”

	15
	2.9
	Step says “From this step onward, all the operations could be performed in the regular lab”
	Please correct to “From this step onward, all the operations can be performed in the regular lab”

	16
	2.10.3
	Step says “Calculate cells as regular method”
	Please correct to “calculate cells as regular method”

	17
	3.1.4
	Step says “Vortex by tapping the 16tube bottom gently and incubated on
ice for 10 min”
	Please correct to “Vortex by tapping the tube bottom gently and incubate on ice for 10 min”

	18
	4.2
	Step says “It is important to stain Tetramer before addition of anti-CD4 antibody”
	Please correct to “It is important to stain tetramer before addition of anti-CD4 antibody”

	19
	4.3
	Step says “incubate in dark at room RT for 30 min”
	Please correct to “incubate in dark at RT for 30 min”

	20
	5
	Step says “Immunostaining of Polyclonal Tfh cells with Bcl6”
	Please correct to “Immunostaining of Bcl6 in Polyclonal Tfh cells”

	21
	5.3
	Step says “Vortex on the vortex oscillation device and incubate at RT for 15 min”
	Please correct to “Vortex on the vortex oscillation device and incubate at RT for 20 min”

	22
	5.8
	Step says “Vortex and Centrifuge at 500 x g for 6 min at 4 °C”
	Please correct to “Vortex and centrifuge at 500 x g for 6 min at 4 °C”

	23
	5.9
	Step says “Incubate cells in dark on ice till the flow cytometry analysis”
	Please correct to “Keep cells in dark on ice till the flow cytometry analysis”

	24
	6.1.3
	Step says “Add solution prepared in step 6.2 into cells in the 24-well plate and mix by shaking the plate to stimulate cells”
	Please correct to “Add solution prepared in step 6.2 into cell suspension in the 24-well plate and mix by shaking the plate”

	25
	6.2.1
	Step says “Resuspend cells by gently pipetting up and down and transfer the cells into the FACS tube”
	Please correct to “Resuspend cells by gently pipetting up and down and transfer the cells into a FACS tube”

	26
	6.2.2
	Step says “Perform Fc receptor block staining as step 3.1.4”
	Please correct to “Perform Fc-receptor blocker staining as step 3.1.4”

	27
	7.3
	Step says “Keep in dark on ice till the flow cytometry analysis.”
	Please correct to “Keep the samples in dark on ice till the flow cytometry analysis.”

	28
	8.1
	Step says “collect the blood from facial vein and incubate them in a 4 °C refrigerator overnight”
	Please correct to “collect the blood from facial vein and keep them in a 4 °C refrigerator overnight”

	29
	8.2
	Step says “Divide into 3 vials for each sample and store them in 80°C”
	Please correct to “Divide into 3 vials for each sample and store them at 80°C”

	30
	9.4
	Step says “Then slowly wash the plates on shaker with 200 µL of PBST each time for 5 min, three times in total”
	Please correct to “Then slowly wash the plates on shaker with 200 µL of PBST three times for 5 min each”

	31
	9.8
	Step says “Get the final OD450 value by subtracting the background signal”
	Please correct to “get the final OD450 value by subtracting the background signal”

	32
	10.3
	Step says “Take out the dehydrated spleens and dry completely. Embed them in optimum cutting temperature compound and cryosectioned”
	Please correct to “Take out the dehydrated spleens, embed them in optimum cutting temperature compound and cryosectioned”

	33
	10.5
	Step says “Permeabilize the tissue sections with PBS (0.2% Triton X-100) for 20 min and wash the them for three times with PBS”
	Please correct to “Permeabilize the tissue sections with PBS containing 0.2% Triton X-100 for 20 min and wash them for three times with PBS”

	34
	10.6
	Step says “Block the non-specific binding with PBS (10% normal goat serum) (block buffer) for 1 h at RT and wash the tissue sections with PBS once”
	Please correct to “Block the non-specific binding with PBS containing 10% normal goat serum (blocking buffer) for 1 h at RT and wash the tissue sections with PBS once”

	35
	10.8
	Step says “Staining with primary antibody: Add block buffer-diluted biotin-PNA (25 µg/ml)”
	Please correct to “Staining with primary antibody: add blocking buffer-diluted biotin-PNA (25 µg/ml)”

	36
	10.13
	Step says “Analyze the magnitude of GC reaction by count the GC numbers per area size”
	Please correct to “Analyze the magnitude of GC reaction by counting the GC numbers per area size”

	37
	Representative Results, paragraph 1
	Description says “PR8 virus-infected mice started to lose weight on day 6, reached to the highest loss level on day 8”
	Please correct to “PR8 virus-infected mice started to lose weight on day 6, reached the highest loss level on day 8”

	38
	Representative Results, paragraph 1
	Description says “these mice all showed expected symptoms and are qualified for the subsequent Tfh-associated immune response study”
	Description says “these mice all showed expected symptoms and were qualified for the subsequent Tfh-associated immune response study”

	39
	Representative Results, paragraph 2
	Description says “robust Tfh cells were induced in influenza virus-infected mice compared with control mice”
	Please correct to “robust Tfh cell differentiation was induced in influenza virus-infected mice compared with control mice”

	40
	Representative Results, paragraph 2
	Description says “Both in mLNs and spleens, NP311-325-speciifc CD4+ T cells were induced significantly compared with in control mice and NP311-325-speciifc Tfh cells could be analyzed by addition of PD-1 and CXCR5 into analysis”
	Please correct to “Both in mLNs and spleens from influenza virus-infected mice, NP311-325-speciifc CD4+ T cells were significantly induced and NP311-325-speciifc Tfh cells could be analyzed by addition of PD-1 and CXCR5 into analysis”

	41
	Representative Results, paragraph 2
	Description says “Because of essential roles of Bcl6 in Tfh differentiation, Bcl6+CXCR5+ could also be represented as the Tfh population”
	Please correct to “Because of essential roles of Bcl6 in Tfh differentiation, Bcl6+CXCR5+ cells could also represent the Tfh population”

	42
	Representative Results, paragraph 2
	Description says “With similar strategy, ICOS, the other Tfh-associated molecules were also analyzed”
	Please correct to “With similar strategy, ICOS, the other Tfh-associated molecule was also analyzed”

	43
	Representative Results, paragraph 2
	Description says “As shown in (Figure 3f), intracellular staining of
IL21”
	Please correct to “As shown in Figure 3f, intracellular staining of
IL21”

	44
	Representative Results, paragraph 3
	Description says “Detection of GC B and plasma B cells development and influenza virus-specific antibodies in serum”
	Please correct to “Detection of GC B and plasma cells development and influenza virus-specific antibodies in serum”

	45
	Representative Results, paragraph 3
	Description says “The main function of Tfh cells is to provide B cell help in GCs, in which antibody class switch and affinity maturation occurs”
	Please correct to “The main function of Tfh cells is to provide B cell help in GCs, in which antibody class switching and affinity maturation occurs”

	46
	Representative Results, paragraph 3
	Description says “Plasma cells, identified as IgDlowCD138+ cells (Figure 2c), are also generated in PR8 virus-infected mice (Figure 3b)”
	Please correct to “Plasma cells, identified as IgDlowCD138+ cells (Figure 2d), are also generated in PR8 virus-infected mice (Figure 4b)”

	47
	Figure AND TABLE Legends: Figure 3(b)
	Description says “The intracellular staining of Bcl6+CXCR5+ cells”
	Please correct to “The intracellular staining of Bcl6 in CD4+CD44hi T cells”

	48
	Figure AND TABLE Legends: Figure 3(f)
	Description says “Intracellular staining of IL-21 in spleens from PR8 virus-infected and PBS-treated mice”
	Please correct to “Intracellular staining of IL-21 in splenic CD4+ T cells from PR8 virus-infected and PBS-treated mice”

	49
	Discussion, paragraph 1
	Description says “Influenza virus infection induced vigorous Tfh and GC B cells response, thus being an appropriate model for this field of research”
	Please correct to “Influenza virus infection induces vigorous Tfh and GC B cells response, thus being an appropriate model for this field of research”

	50
	Discussion, paragraph 3
	Description says “Herein addition of CD3 antibody could help visualize Tfh cells”
	Please correct to “Herein addition of CD3 antibody can help visualize Tfh cells”

	51
	Discussion, paragraph 4
	Description says “In addition, parameters detected here is also commonly used in other models”
	Please correct to “In addition, parameters detected here are also commonly used in other models”
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