· Line 27-37: This section is not required. Please expand during the first-time use and delete this part. 
We had followed the guidelines of the journal defining all abbreviations during the first-time use and then using the acronym. Although, we had created this section following reviewer 2 suggestion: in the first comment asked for a list of abbreviation. Now we have removed the section.

· Line 69, citation. We added citation 1

· Line 79, citation. We added citations 3 and 4

· Line 87, citation. We added citation 9

· Line 116, Highlighted section should not be more than 2.75 pages including headings and spacing. Please check and edit. 
The highlighted section is less than 2.75 pages.

· Line 121, The protocol needs to be stand alone in itself. Please add details to this section 1.
We added more details.

· Line 123, From whom – what kind of patients/controls, any age or sex specific bias? Which part of the body is the biopsy taken from? How many per person? Please list all details here.
Before the protocol we added a brief section in which we answer all this questions. 

· Line 148, “Is this correct”? 
We corrected the mistake.

· Line 164, Where are the sections stored?
We had explained how to store the section at point 3.8 and in the following note.

· Line 166, Added for clarity please check.
We re-wrote the phrase. 

· Line 171, “Why so?”
We re-wrote the phrase. 

· Line 176, “Isn’t this same as 3.7”? 
We clarify the concept, re-writing the first steps. 

· Line 179, “Do you transfer the sections from one plate to another or aspirate the liquid and add the second round to the same plate?”
We had explained this point in the note, however we re-wrote some passages to clarify the concept.

· Line 188, “Added this here, please check. Please bring out this kind of clarity throughout.”
 We re-wrote the phrase. 

· Line 217, “Please reword”. 
We change “catch” with “pick up”

· Line 227, Analyze for what and how. Please provide all the button clicks, graphical user interface, etc. We need discrete experimental steps. For example, Click “Open”. Use the xxx tool and count the number of cells stained. Then Click “Analyze”
We added few steps.

· Line 236, Include this in the protocol somewhere. 
We added this details at the beginning of the protocol.

· Line 240, Reworded.
We changed the phrase. 

· Line 240, Please provide a Table to show how all of the patients used for the study were classified as PD? What does G and H represent? 
We provide this information at the beginning of the protocol. We explained figure 2G and 2H. 

· Line 304, “Please include limitation of the protocol The significance with respect to existing methods Any future applications of the technique
We included this information in the last paragraph of discussion:
“The advantage of this protocol in respect to previous studies is thee use of 5G4 antibody, allowing the detection of αSyn small aggregates for the first time in dermal autonomic nerve fibers of PD patients. It can be potentially used for diagnostic purposes in different types of neurodegenerative disorders involving PNS especially at early phases when potential cure can be mostly effective.  Limitations of the method is that sensitivity of P-αSyn and specificity of 5G4 in identifying PD are still suboptimal but a combination of different pathological markers in future studies could certainly improve the diagnostic yield of skin biopsy in PD.”

· Line 344 “??”
We changed “furtherly” with “moreover”.

· Line 352 “??”
[bookmark: _GoBack]We changed “in alternative”  with “alternatively”.


