Answer  to  editor

A1 Title reworded to make it concise. Please check.
OK for reworded title

A2 Corresponds to which exon ? 
I643T corresponds to exon 13 of CR1 gene. We have added this to the manuscript as follows:
“in exon 13 encoding SCR 10 (I643T) and in exon 19 encoding SCR16 (Q981H)” 


A3 Corresponds to which exon ? 
Q981H corresponds to exon 19 of CR1 gene. We have added this to the manuscript as follows:
“in exon 13 encoding SCR 10 (I643T) and in exon 19 encoding SCR16 (Q981H)” 


A4 How do you know the CR1 density ? How do you figure out that these 3 individuals will have three different values ? Is this available along with the kit as control blood ? 
At the beginning, the CR1 density of the subjects of the range (standards : low, medium and high) was determined by the Scatchard method using radiolabelled antibodies, studying the free ligand / bound ligand ratio after separation of the erythrocytes in dibutyl phthalate cushion tubes. The standards (low, medium and high) thus determined were used for the calibration curve and made it possible to quantify new standards or sub-standards by our method of cytometry. They correspond to healthy volunteers whose CR1 density is thus known. We did not use a kit.


A5 Please expand
[bookmark: _GoBack]GR corresponds to erythrocyte and GR MFI  corresponds to the mean fluorescence intensity of the erythrocytes. GR is the abbreviation for red cells (“Globule Rouge” in French).
“GR” has been replaced by ”RBC” in the manuscript and in the figures 1, 2, 3, 4 and 5; “or red blood cells (RBC)” has been added to the manuscript.

A6 How do you confirm just with a single run ?  
The samples are usually run singly, because the handling error rate is extremely low and when a reagent is missing, the result is abnormal enough to be immediately suspected. In our hands, there is less than 1% handling errors when distributing reagents at the tube level, as the tubes are spaced.
During the development of the method, the use of triplicates did not yield additional accuracy.

A7 How do you ensure that these people will be in the required range ? 
We know the density of erythrocyte CR1 of the 3 subjects of the range (standards) expressing respectively a low level (180 CR1 / E), a medium level (646 CR1 / E) and a high level (966 CR1 / E) thanks to the experiments previously mentioned in point A4. If a problem occurs with an abnormal level of CR1, due to a physiological or technical problem, cytometry fluorescence measurements will not yield a linear calibration curve (R2 not around 0.99) to quantify CR1 properly. 
If a standard is not satisfactory, we consider that the experiment has to be redone.
For subjects whose density is to be quantified, we determine the value according to the equation of the regression line established from the calibration curve. For off-range subjects, we extrapolated the value thanks to the equation, assuming that curve is a straight line.

A8 Some of the shorter steps of the protocol can be combined to show 2-3 action per step. Please see section 1,2, 3 and rearrange the others accordingly. 
Section 5 has been rearranged.

We can have a minimum of 1 page and up to 2.75 pages of highlighting including headings and spacings. Please adjust the highlight if needed.
The highlighting has been checked.


A9 Do you add this to the pellet directly ? Do you first disperse the pellet ?
The 20 µL of biotinylated anti-CR1 J3D3 are added to the pellet directly. Then by mixing the tube gently, the pellet is dispersed in the antibody solution.  
At step 3.4, “Add 20 µL of biotinylated anti-CR1 J3D3 “ was replaced by “Add 20 µL of biotinylated anti-CR1 J3D3 to the pellet directly”.

A10 Do u place it in rocking ? 
The tubes are not placed in rocking.

A11 From here on, please reformat as shown for above steps. 
Step : « 3. Erythrocyte immunostaining » was reformated.

A12 New or the one with sample ? Please bring out this clarity throughout the protocol
It is not a new tube. It is the one with sample.
“1.4 mL tube” has been replaced by ”the same tube”.

A13 Is this the wash step ?
Step 3.13 corresponds to the wash step. 

A14 Added this for clarity. Please ensure that the protocol is a cohesive story from one step to the next. 
“immunostained erythrocyte tubes” is added for clarity.

A15 Do you incubate with the fixation buffer for some time? 
The immunostained erythrocytes are fixed by placing them in 450 μl of fixation buffer. They stay there all the time. It is in this buffer that the cytometer reading is done. They can then be stored in the refrigerator for up to 48 hours to be read again on the cytometer if necessary.

A16 Any particular number of cells ? 
The entire cell suspension (450 μL) is transferred to 5 mL round bottom tubes.

A17 Please ensure that the cytometer is added to the table
The cytometer is present in the table at line 12 : LSRFORTESSA Flow Cytometer (catalog number 647788).

A18 Prime the fluidic system How ?
We press the prime button on the console located at the front of the cytometer and wait until the indicator light changes from red to green.
This part has been reworded.

A19 Please reword this part as it matches with previously published literature. 
This part has been reworded.

A20 Please check the new step number. 
Removed in the new version of the manuscript.

A21 SIP Please expand. 
The sample injection port (SIP) is a support (rack) on the cytometer on which the tube containing the cell suspension is placed. It enables the needle of the cytometer to suck up the cell suspension in order to analyze the immunostaining.

A22 Please reword as it matches with the previously published literature. 
This part concerning : step 5. Flow cytometry analysis of stained erythrocytes, has been reworded.

A23 Please reword as it matches with previously published literature. 
This part concerning : step 5. Flow cytometry analysis of stained erythrocytes, has been reworded.


A24 Please reword as it matches with previously published literature.
This part concerning : step 5. Flow cytometry analysis of stained erythrocytes, has been reworded.
 

A25 Citation ?
The reference :  Scatchard, G. The attractions of proteins for small molecules and ions. Annals of the New York Academy of Sciences. 51(4), 660-672 (1949). has been added to the manuscript.

A26 Please revise the step number. 
The step numbers have been revised concerning the legend to figure 1.


A27 Please include the legend here. 
The legend to figure 7 has been included in the manuscript.
