Manuscript editorial comments rebuttal 

Manuscript Number: 59545-R1
Di Carluccio et al “quantification of proliferating human antigen specific CD4+ T cells using Carboxyfluorescein Succinimidyl Ester (CFSE)”

Below we have copied the eidtorial comments and our responses are shown in blue text.

Editorial comments:

1. Line 121: Mention temperature and environmental conditions.
‘Incubate these unlabeled cells for 7 days in a 37oC 5% CO2 incubator with the CFSE-labeled cells (2.6.1).’

2. Line 126: Cells from 2.3?
‘Transfer cells from step 2.3 into a 50 mL tube.’  

3. [bookmark: _GoBack]Line 149: At what concentration? Add RRID to the table of materials.
I have updated this with our dilution of the antibody. ‘Stain with anti-human CD4-Alexa Fluor 647 (1/400 dilution) in 100 µL PBS/0.1% FCS’.  RRID is now included in the table of contents

4. Line 154: How? By centrifuging? Mention speed (in g) and duration.
‘Wash cells by adding 1 mL PBS/0.1% FCS, centrifuge at 550 x g for 5 minutes at room temperature and re-suspend in 100 µL of PBS/0.1% FCS.’

5. Line 169: Please describe this in more detail.
Section has been updated as follows:
‘Use unstained cells to set a voltage baseline for non fluorescent cells. The voltages for CD4-A647 and CFSE are set so that the fluorescence signal is below 1000 for each (Figure 1C). The single color controls CFSE (Figure 1D) and CD4-A647 (Figure 1E) confirm positive fluorescent signals (~10,000) for each colour using the voltages set with unstained cells. CFSE and PI have some spectral overlap; adjust compensation for to subtract PI fluoresence from the CFSE fluoresence until the CFSE only sample does not give a signal in the PI channel.’

6. Line 176: I re-write several steps in the previous section in the imperative voice. Please edit this section so that the steps under it are in the imperative voice. Ensure sufficient detail. How are the numbers of divinding and undivided cells obtained from FACS? Please describe. Please ensure that the supplementary file is referenced somewhere in the text. The File also needs updating as the numerical values appear as "Div/0" errors. Did you intend to use this file in your final version?
The supplementary table is now referenced and the table has been updated to display numerical values. ‘CDI refers to the number of divided cells (CD4+/CFSEdim) per 5,000 undivided cells (CD4+/ CFSEbright). When the number of undivided CD4+ cells is not exactly 5,000, the number of divided cells is corrected to express the number of divided cells per 5,000 undivided cells. For example, using the tetanus toxoid-specific proliferation of (Figure 2D)there were 4,930 undivided cells (CFSE bright) and 3,268 divided cells (CFSE dim), therefore the corrected number of divided cells is (5,000/4,930) x 3,268 = 3,304.3. The CDI (supplementary table 1) is calculated by dividing the number of divided cells/5,000 undivided cells from the antigen-stimulated group by the mean number of divided cells (per 5,000 undivided cells) from the cells cultured without antigen (Table 2).’ 


