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1. No other methods of fixation, blocking or staining were compared. Is this really the best protocol if there is no comparison to other methods discussed or shown?
We appreciate this comment. Our protocol has been developed and optimized by studying expert articles across this topic. We don’t make a comparative study.
2. Does this protocol allow for imaging of other ciliary proteins that are currently of high-interest in the ciliary research field, such as transition zone proteins? Staining for many of these proteins requires methanol fixation.
Thank you for pointing this out. Our protocol is focused toward primary cilia staining (i.e. axoneme and basal body), that’s why we used the PFA for fixation. We carefully reviewed several articles and some authors use methanol instead to fix transition zone proteins. However, some of them use PFA fixation e.g.:
 Schou KB et al. KIF13B establishes a CAV1-enriched microdomain at the ciliary transition zone to promote Sonic hedgehog signalling. Nat Commun. 2017 30;8:14177. doi: 10.1038/ncomms14177.     
Takao D et al. Protein Interaction Analysis Provides a Map of the Spatial and Temporal Organization of the Ciliary Gating Zone. Curr Biol. 2017 7;27(15):2296-2306.e3. doi: 10.1016/j.cub.2017.06.044.
Kim MS et al. describing that the best fixation condition for transition zone proteins uses both PFA and methanol. It is best to test all three fixation conditions (PFA, Methanol,and both together) to determine suitability for a particular antibody. Kim MS et al. Immunofluorescent staining of septins in primary cilia. Methods Cell Biol. 2016;136:269-83. doi: 10.1016/bs.mcb.2016.03.015.
3. Why were these cell lines chosen, and not the well characterised ciliary cell models such as mouse IMCD3, or human RPE-1 cells? 
The cell lines were chosen based on previous experiments and well establish reaction after ionizing radiation, serum starvation and cytostatics. Also, we chose these cell lines to show readers that there are additional cell lines possessed of primary cilia and in which it is easy to promote ciliogenesis.    
4. Images are not correctly labelled with which colour represents which antibody or stain.
As suggested by the reviewer, we have changed the labeling of the images (see changes in the text file).
Dear referee, thank you for the time and effort set in the review of our manuscript. It surely improved its quality and impact.


