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Dear Dr. Bajaj,
thank you very much for your kind and constructive comments and your invitation to re-submit our revised manuscript to JoVE. Please find enclosed a point-by-point response to your comments.
Editorial comments:
1. The editor has formatted the manuscript to match the journal's style. Please retain and use the revised version for revision.
Thank you very much. We keep the format without any change.
2. Please address all the comments marked in the manuscript.
We revised the manuscript according to all the comments. All changes can be followed in tracking mode.
Introduction part lines 104-105 are replaced by:

[…]

For microdissection of SAN and AVN, anatomical landmarks are used for the region identification.
[…]
Step 4.2 Note is replaced by:
[…]

Note: Mincing the tissue well will increase the digestion efficiency and help to get good cell suspension for sorting.

[…]
Step 4.6 Note is replaced by:

[…]

Note: Before magnetic separation, pipette the cell suspension gently a few times or pass through a 30 µm cell strainer to remove cell clumps if necessary, to obtain a single cell suspension for optimal performance of magnetic enrichment of interesting cell populations.
[…]
Step 5.7 Note is replaced by:
[…]

Note: Avoid formation of air bubbles in the column. Based on introduction of the manufacture’s protocol, although the column filling time might change from storage conditions, it has no influence on the quality of the separation. 
[…]
Step 5.8 Note is replaced by:

[…]

Note: Add the cell sorting buffer immediately when the column reservoir is nearly empty. 
[…]
For the explanation of usage of magnetic beads CD45, note is added for procedure 5 as followed:
[…]

5. Magnetic enrichment of CD45 (Manufacture’s Protocol) and sample staining

Note: To isolate the cardiac macrophages with high sorting efficiency, exclusion of undesired cells including lymphocytes was performed with CD45 microbeads according to the manufacturer’s protocol. Based on our sorting panel, we identify cardiac resident macrophages as CD45highCD11bhighCD64high Ly6Clow/int F4/80high.
[…]
REPRESENTATIVE RESULTS description for Figure 5 was modified as followed:

Figure 5
[…]

A. Freshly sorted cells observed under brightfield view of microscope. B. Same view of the sorted cells observed under the fluorescent microscope with channel for fluorophore-PE showing the sorted cells are CD45+. C. Same view of the sorted cells observed under the fluorescent microscope with channel for fluorophore-APC-Cy7 showing the sorted cells are CD11b+. D. Same view of the sorted cells observed under the fluorescent microscope with channel for fluorophore-PE-Cy7 showing the sorted cells are F4/80+. E. Merged figures of B, C and D with the fluorescent microscope for the sorted cells.
[…]
Titles for each figure are added as followed:
[…]
FIGURE AND TABLE LEGENDS:

Figure 1. Anatomy of the SAN and AVN under the dissection microscope.

Figure 2. Schematic illustration of SAN and AVN localization.

Figure 3. Identification of the SAN and AVN with histological stain.

Figure 4. Gating strategy for cell sorting of resident cardiac macrophages.

Figure 5. Freshly sorted cardiac macrophages.

Figure 6. Culture of sorted macrophages.

Table 1. Material and Reagents.

Table 2. Composition of solutions needed.
[…]

3. The first half of the protocol is already published in our journal by your group. Please cite your previous publication instead. Please see the attached iThenticate report.
Thank you very much for this comment. Parts that are similar with previous published article are deleted and reference was added. Changes are as followed:
[…]
1.3
Procedures of preparation of dissection dish have been described previously10. In brief, add 30ml agarose gel (3%-4%) into a 100mm diameter petri dish and cool down at room temperature.
2.
Animal sacrifice and Heart excise
2.1
Anesthetize the mouse with isoflurane by placing it into an incubation chamber connected with an isoflurane vaporizer and flushed with 5% isoflurane/95% oxygen.

2.2
Experimental details have been described previously10. In brief, after the injection of fentanyl for analgesia, open the rib cage and perfuse the heart by injecting 5-10ml ice-cold 1x PBS directly into the LV. Extract the mice heart and put it on the dissection dish.
3.
Microdissection of SAN and AVN

3.1
After isolating the heart, operate the following microdissection procedures in the dissection dish with ice-cold 1x PBS under the dissecting microscope. 

3.2
Use the cardiac anatomical landmarks, i.e., aorta, pulmonary artery, coronary sinus, left/right ventricle, etc. to determine the left/right (left: LV; right: RV) and anterior/posterior (anterior: aorta; posterior: coronary sinus) of the heart. After the orientation is determined, turn around the heart with the front of it at the bottom of the dish (to expose the large veins that are located posterior). 

3.3
Microdissection of SAN

Microdissect the SAN microdissection procedures as described previously10. In briefly, expose the inter-caval region by pining the RAA and the tissue adjacent to SVC and IVC on the microsection dish using insect pins. Cut the heart along the interatrial septum parallel to the CT to separate the inter-caval region and to obtain the SAN sample (Figure 1A, 2A). Put the sample in an empty 1.5 mL microcentrifuge tube on ice. 

[…]
REFERENCES:
[…]
10 Xia, R. et al. Whole-Mount Immunofluorescence Staining, Confocal Imaging and 3D Reconstruction of the Sinoatrial and Atrioventricular Node in the Mouse. Journal of Visualized Experiments. 10.3791/62058 (166), (2020).

[…]
4. Once done please ensure that the highlighted section is no more than 3 pages including headings and spacings.
We highlighted parts of the protocol as suggested.
öffentl. Verkehr: 
U6, 56, 266, 269 oder N41 bis Haltestelle Klinikum Großhadern


