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Editorial comments:

1. The editor has formatted the manuscript to match the journal's style. Please retain and use the attached version for incorporating changes.
Answer: It has been done.
2. Please address all the specific comments marked in the manuscript.
Answer: It has been done.
3. For each step, please ensure you answer the “how” question, i.e., how is the step performed?
Answer: It has been done.
4. Once done please ensure that the highlighting is no more than 2.75 pages including headings and spacings.

Reviewer #1:

Reviewer 1 reply to R1.

I mostly satisfied with the last version of MS, some remaining questions and new comments are follows. To the Editor: may be it is possible to name the software used in the study, at least in Used Equipment chapter? The protocol steps in program are software-specific, and without mention the name whole second part of the protocol are become senseless.

5. Still have doubts what 10 min postfixation of whole rat brain (not the 300-500 mkm slices) is enough to adequately fix inner parts of the brain, esp. hippocampus. Did you made some experimental optimization of the time required, or just follow the Seabold et al. recommendations?
Answer: Actually, the inner parts of the brain are fixed adequately after the animal is perfused with 100 mL 4%PFA. We have tried different post-fixation times in our study, including 10 minutes, 20 minutes, 30 minutes and 1 hour. The quality of neuronal labeling in the current protocol is decreased when a 1 hour post-fixation time is used. However, there is no significant difference between 10 minutes, 20 minutes, and 30 minutes of post-fixation.

24. Is it possible to be sure you chosen a "typical neuron" for a brain? How you can comment the variability of morphology of pyramids in the same brain, not between-group of animals? For me between-group analysis made from only one arbitrary chosen neuron in brain looks weird. What the typical sample size (number of neurons per brain/structure) for such analysis in other morphological studies, is "gold standard" exists?
Answer: Neurons are randomly selected to prevent experimenter bias. The analysis of multiple neurons per animals violates the independent observation assumption that underlies many statistical approaches. In preclinical studies utilizing biological systems to model disease, many researchers consider six animals per group to be an adequate sample size (Charan & Kantharia, 2013). 
39. I don't see the mentioned paper in References and Discussion. BTW, Discussion is not contained any Refs at all — is it OK by the journal rules? One number for success rate mean nothing without explanation how it was calculated. If I got it correctly, in 83% of brains you were able to find at least 1 neuron? How many section do you did - at least 5 x 500 mkm for hippocampus I guess. All these details must be in MS, to allow the follower of your protocol to correctly estimate the chances of the successful staining and overall successful rate of the method.
Answer: We are able to successfully find, and image, at least 1 neuron in all of our brain slices. The success rate is based on the percentage of neurons meeting selection criteria. We have added these details to the manuscript.
Line 243 3.17 — seems unneeded, as it repeated again in 3.19.
Answer: It has been changed.
Line 245 3.18 — This is not step, it is chapter name for following steps 3.19-20. Or, alternatively this step must be after 3.20.
Answer: It has been changed.
Line 341 and later — Please clarify, which software used for this analysis — the same reconstruction soft, or some table editor.
Answer: It has been explained in video-2.
Line 427 — 'neurons', but only one visible in Fig. Please reconcile.
Pages 20-21 in PDF file look strange — is some part of MS missing?
Answer: It has been changed.


Reviewer #4:

Manuscript Summary:
The authors describe methodology to label pyramidal neurons in brain slices and primary culture using ballistic delivery of the fluorescent dye DilC18(3). The authors demonstrate that images obtained from the ballistic method can be analyzed with neuronal reconstruction software to investigate neuronal and dendritic complexity and dendritic spine morphology. Overall, the protocol is well organized and the resulting manuscript would be a worthy addition to the JoVE library. Some minor concerns are noted that would strengthen the protocol.

Major Concerns:
None noted.

Minor Concerns:

The first paragraph of the introduction is somewhat confusing as it is not clear if the technique referenced in Seabold et al, is the same or different from the biolistic technique in the present manuscript.
Answer: We have adapted the present protocol from the one originally reported by Seabold et al. We believe the novel aspect of our protocol is the focus on utilizing neuronal reconstruction software to analyze neuronal morphology and dendritic spines. To our knowledge, a protocol has not yet described how to utilize neuronal reconstruction software and analyze output to draw inferences about neuronal complexity and synaptic connectivity.
[bookmark: _GoBack]Protocol
Step 1.1; 1.15: Please clarify the required purity of the water to used (ie., dH20)
Answer: It has been changed.
Step 1.10; 1.13: Please indicate approximately how long it takes for the suspension to air dry
Answer: It has been changed.
Discussion:
The second paragraph discussing the steps to which researchers should pay special attention could be better organized. For example, point 3 begins with slice thickness but then switches to labeling efficiency and dye penetration. Sometimes a point begins with a sentence and sometimes a phrase. I suggest the following format: "When conducting the protocol, researchers should pay special attentions to a few steps. First,… Second,…Third,…Fourth,…"
Answer: It has been changed.
Lines 451-453: The authors state that, "We have also determined that DiI diffuses throughout individual neurons more completely, in comparison to DiO in this ballistic methodology." However, there are no images shown for DiO in the representative results.
Answer: It has been changed.
Fig 2: The term 'HIP' in panel A is not defined.
Answer: It has been changed.

