RESPONSE TO REVIEWER _2
1. It is unclear that the first sentence of the abstract fits the purpose of this protocol.
The statement, "Primary cilia can be visualized through several methods, including TEM, 3D imaging or using software for the automatic detection of PC," doesn't fit this protocol. Immunofluorescence staining would still be needed to do 3D imaging or automatic detection of PC. 
Thank you for pointing this out. We changed the sentence: " Primary cilia can be visualized through several highly sophisticated methods, including transmission electron microscopy, 3D imaging or using software for the automatic detection of primary cilia. However, immunofluorescence staining of primary cilia would still be needed to perform these methods and the detection of primary cilia still needs basic, fast and easy protocols for their staining."

2. "Extremely high quality" is overstated based on the images presented in the figures. 
As suggested by the reviewer, we have changed the statement to: "quality images".
3. In the last sentence - I think "fluorescent" is supposed to mean "epifluorescence" microscope (confocal microscopy also relies on fluorescence).
We are grateful for this comment. However, we meant fluorescence and confocal microscopes. A fluorescence microscope allows the detection and localization of fluorescent molecules in the sample. A confocal microscope is a specific fluorescent microscope that enables the obtention of 3D images of the sample with good resolution. In both methods, the sample contains fluorescent molecules.
4. Was "axoneme" was meant by "axonema"?
“Axoneme” is the correct term in the English language.

5. The general IF portion of the protocol (fix, block/permeabilize, primary ab, wash, secondary ab, wash, mount, image) could also be applied to staining for PC in tissues - e.g. intact mouse tissues or thin sections.
In accordance with the reviewer's comment, the portion of the protocol can be used for staining primary cilia in paraffin embed tissue or for other experiments where fluorescence is needed.
6. A description of the differences between PFA and methanol fixation and why PFA was chosen here would be helpful.
In accordance with the reviewer's comment we explain the use of PFA: "PFA is good for preserving cell morphology, and is especially suited to the visualization of membrane bound proteins. The organic solvents, such as methanol, have a dehydrating effect on the cell and remove a lot of small, soluble molecules and lipids in the fixation process, making them unsuitable for use in certain scenarios."
7. Skin fibroblasts" are mentioned in the abstract but not in the materials.
Skin fibroblasts were kindly gifted from Charles University, Faculty of Medicine in Hradec Králové.
8. The way antibodies are listed in the table is not particularly helpful. It might be better to list their characteristics explicitly, e.g. Polyclonal Rabbit anti-Mouse IgG2a against gamma tubulin.
As suggested by the reviewer, we have changed the characteristics of antibodies.
Monoclonal Anti-Acetylated Tubulin antibody produced in mouse
Polyclonal Rabbit anti-Mouse IgG2a
Anti-Mouse IgG (whole molecule) F(ab′)2 fragment–Cy3 antibody produced in sheep
AffiniPure F(ab')₂ Fragment Goat Anti-Rabbit IgG


9. This standardization would also improve the paragraph beginning at line 271. In that paragraph, it is unclear why it is specified that the secondary abs were diluted separately and then incubated concurrently.
As suggested by the reviewer we change the paragraph: "In contrast with other protocols, both primary antibodies Monoclonal Anti-Acetylated Tubulin antibody produced in mouse and Anti-γ-Tubulin antibody produced in rabbit were incubated concurrently for 60 minutes using a 1:800 and 1:300 dilution in 1x PBS respectively. In addition, the secondary antibodies, Anti-Mouse IgG (whole molecule) F(ab′)2 fragment–Cy3 antibody produced in sheep and Alexa Fluor488 AffiniPure F(ab')₂ Fragment Goat Anti-Rabbit IgG were diluted in a 1:300 ratio in 1x PBS. Both were incubated concurrently for 45 minutes."
10.  DAPI dilution is not present.
The dilution of DAPI – 1:5,000 has been registered.
11.  Fig 1 - Should include explanation for other green dots present in images. Discuss difference in length of cilium in C.
The additional green dots represent background. The length of primary cilium in figure C was measured by ImageJ and we didn’t detect any significant changes in length of primary cilia as this primarily a methods paper, further discussions on our results can be seen elsewhere (Filipová A et al. Ionizing radiation increases primary cilia incidence and induces multiciliation in C2C12 myoblasts. Cell Biol Int. 2015, 39(8):943-53. doi: 10.1002/cbin.10462). 
12.  Isotype controls and secondary antibody only controls are not included.
This is correct. Neither of these were included because this is a methods paper and therefore does not discuss in depth research into primary cilia where such inclusions are a strict requirement for experimental control and publication of results.
13. It is not clear to me that the addition of gelatin to the coverslips is a critical step. Adherence of the cells to the coverslips could be achieved by coating with other options as well, e.g. poly-lysine. If it is necessary for PC staining, the reason why should be more explicitly stated so that it is not deemed unnecessary by readers with other IF experience.
Coating cover slips with gelatin is much easier and cheaper than coating with poly-lysine.
14.  The bold and underlined statements in 3.1-3.6 should include an explanation as to why those steps are so critical. Adding a few words to each would add a lot.
These are addendums and/or tips into each step of the protocol and as such are self-explanatory. 
15. Cy3 is a relatively poor fluorophore compared to newer options. It would be good to point out that other combinations of secondary antibodies could be used as long as species are compatible with the two primary abs used.
As suggested by the reviewer, we pointed out, that other combinations of secondary antibodies could be used as long as species are compatible with the two primary antibodies used.
16.  It is unclear if fixation, blocking, washes, ab incubations, etc. are performed on a shaker or without shaking.
All mentioned steps are performed without shaking, otherwise it would have been stated for convenience sake.
17.  To avoid using such a high volume of antibody solution for overnight incubations, use of a humidity chamber could be recommended with the same 150 µL volume of ab solution on coverslips. 
In accordance with the reviewer's comment we wrote the note that humidity chamber can be used.
18.  Reference 2 is nonstandard.
Reference 2 was changed: 2.	Primary cilia. Elsevier, Acad. Press. Amsterdam. (2009).
19.  The section of the introduction describing types of signaling dependent on PC-based receptors should be expanded.
As suggested by the reviewer, the paragraph was expanded as follows: "Depending on the cell type, the primary cilia express different types of receptors, ion channels and active signaling pathways. The most important signaling receptors affecting proliferation and survival are EGFR, PDGFR and FGFR. Some of the signaling pathways that may affect the function of one or more organs include Hedgehog, Notch, and Wnt. Thanks to these receptors and signaling pathways, the primary cilia also performs a chemosensory function. This function allows primary cilia to detect specific ligands for Notch, hormones and biologically active substances such as serotonin or somatostatin. Other specific functions exhibited by primary cilia of different length include reaction to changes in temperature, gravity and osmolality."
20.  A brief aside that expands on example methods of inducing ciliation might be helpful.
It is a good suggestion; however, this protocol is solely dedicated toward the detection of primary cilia by immunofluorescent staining.
21. More references should be cited that describe inducing ciliation in various cell types.
As mentioned in the previous point, this protocol is solely dedicated towards the detection of primary cilia by immunofluorescence. Therefore, such suggestion falls beyond the intended scope of this communication.

22. Pixelation in the figures distracts from visualization of cilia.
The format of the images has been changed accordingly.

23. Repetition in the figure legends is distracting. Consider grouping similar images together into fewer figures.
Figure legends have been modified as suggested.

24. The purpose of the paragraph at line 271 is unclear.
This has been addressed accordingly.
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25. Other antibody-mediated methods for detection of primary cilia should at least be mentioned (e.g. Arl13b).
We included only the detection of the axoneme and basal body of the primary cilia as this has been implemented as the go-to method. While the use of alternative means is a valid suggestion, care must be taken into which proteins are chosen for such purpose. For example, Ar113b is commonly related to the study of neuronal development and its relationship with pathologies such as Joubert syndrome. Unless the researcher is specifically addressing this subject the use of alternative means of detection might be overkill or produce misleading results.
Dear referee, thank you the time and effort set into the review of our manuscript. It surely improved its quality and impact. 
