May 11, 2020
Dear Editor of Journal of Visualized Experiments:
[bookmark: _GoBack] Thank you very much for your decision letter, dated May 6, 2020, regarding manuscript, JoVE61513 "Obtaining primary osteocytes through murine calvarial fractionation of GFP-expressing osteocytes". The following are our answers to the editor’s comments:


1. We added keywords: SOST, and Fractionation for a total of 6 keywords. 
2. Clarify concentrations in g/mL: 
-Collagenase solution 0.2% or 2:1 --> 2 mg/mL (step 2.1, 2.1.1)
-BSA 1 mg/mL (step 2.1.1)
-Glucose 5 mg/mL (step 2.1.1)
-BSA 1mg/mL (step 2.4)

3. α-MEM --> α-Minimum Essential Medium (MEM) containing 10% fetal bovine serum (FBS), 100 IU/ml penicillin G, and 100 μg/ml streptomycin.(step 2.6).

4. Fraction 1 is mentioned in step 2.2 and 2.3 and is discarded. Fraction 2 is mentioned in step 2.6 and is seeded. 

5. Define all abbreviations.
- FBS: Fetal bovine serum. 

6. Mention sorting conditions and gating strategy. Unclear how the sorting is performed.
- Prior to the sort, optimize gating to remove artifacts and cells cells by adjusting the side scatter (SSC) area and forward scatter (FSC) area. Eliminate doublets by adjusting SSC-width vs SSC-Height and FSC-area vs FSC-width. 

7.Missing figure. Please include it in your submission.
- Figure 1 is included in the submission. 

8. Remove the product name.
- Product name moved to table of content. 

9. Mention statistical test used.
- T student test is added. 

10. Confusing. Please clarify what is meant.
- Line 273-275: The first isolated osteocyte was from a chicken calvaria7 isolated by using (OB7.3) or the aviant variant of PHEX; however, this method is limited by the availability of workable antibodies, as osteocyte-specific antibodies that are also specie-specific have to be manufactured.
-The meaning is that it is difficult to come up with antibodies that recognize osteocyte specifically.
11. Ref 24: mention book/chapter title.
- We updated the citation: Bernhardt A, Wolf S, Weiser E, Vater C, Gelinsky M. An improved method to isolate primary human osteocytes from bone. Biomed Tech (Berl). 2020;65(1):107‐111. 




