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Point-by-point responses.

Dear Dr. Vineeta Bajaj,

First, we want to thank you and two reviewers for your valuable comments and guidance.  We were encouraged by comments such as “the paper contains an interesting isolation method” (Reviewer #1); “describes a novel protocol of macrophage isolation”; “the manuscript is well-written”; “Data collected using this protocol and presented in the paper is convincing” (Reviewer #2). With your permission to resubmission, we have diligently attempted to address each point to satisfy all reviewers. The changes are now marked in RED in the revision.  

Editorial comments:	
The manuscript has been revised to address the editorial comments. —Thank you!
· The figures are now submitted in eps format for higher resolution. 
· Table of Materials and Reagents and a Summary are now included in the revised manuscript. 
· It is now described how proper anesthetization is confirmed
· Brief explanation of laminectomy is included in the protocol. 

Reviewers’ Comments:

Reviewer #1:
Specific major points:
1) How will you stain/ do without transgenic mice- recommendation for antibodies-some gating strategies? It would be useful if this was accessible to everyone.
The data of CX3CR1-APC staining of the freshly isolated DRG cells from the wild-type mice are now included in Figure 2. 

2) How many mice were used in this process? How many DRGs were pooled together?
Ipsilateral or contralateral L4 and L5 DRG from one mouse were combined for macrophage isolation and subsequent FACS analysis. About 50,000-100,000 cells are expected from two DRG. 

3) Can you show the percentage of live and dead cells by flowcytometry using PI/7-AAD or any other dye such as Zombie (Biolegend)? Scatter plots.
Propidium iodide (PI) staining now reveals that more than 80% of the freshly isolated DRG cells are viable. The representative plots are included in Figure 2. 

Minor points:
Correct the following lines:
--24 abstract FCAS should become FACS: 
Revised. Thank you!

--35/36 CD11b+Ly6Chi and CD11b+Ly6Chi should become CD11b+Ly6Chi and CD11b+Ly6Clow/-
Revised. 

--42 37C should become 37ºC
Revised.

--43 certain period of time - vague sentence
This sentence has been eliminated.

86 GFP should be eGFP
Revised.

103 Mild digestion with collagenase/ dispase- which collagenase? and any recommended concentration? Incubation time?
The technical details are now included in the text.



Reviewer #2:
Major Concerns:
None
Thank You!

Minor Concerns:
1. A little more information on steps for macrophage enrichment will help readers not familiar with FACS to better understand the technique. Is Percoll working solution served as a step for enrichment? What about the 800G centrifugation? How is it determined?
Percoll working solution is served for both myelin removal and macrophage enrichment. 800 g centrifugation is determined based on the previous report in which 1000g was recommended and the recommendation from the manufacture (Sigma). 
2. The L4/L5 DRG in rats are actually L3/L4 in mice as described originally by Quinn Hogan's group.
We are aware of the discrepancies in the literature (see References). We often trace the sciatic nerve to confirm the right DRG isolation. For the historic reason, we continue to use “L4/5” in this manuscript.
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3. FACS in the Abstract was spelled wrong.
Revised. Thank you!
