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The present work aims to explain how we can obtain primary neurons and glia from the bladder of adult rats. Although every step is described in detail, there are some major and minor concerns about this work.

Major Concerns:
My major concern about this protocol is the fact that authors are culturing neurons from the bladder itself. Most of the primary afferents (if not all) are in the dorsal root ganglia. The autonomic nervous system has extramural ganglia. In fact, one of the reasons why botox doesn't work or has low efficacy when applied in bladder of rats is that the cell body of neurons (in general) are outside the bladder wall. This is supported by figure 2B, that only shows nerve fibres. Furthermore, Beta-3-tubulin (here used as a neuronal markers) has been shown to be expressed by normal mesenchymal and epithelial cells (among others... see Jouhilahti et al, at https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2583904). Hence, it is difficult to me to understand what neurons are being plated in this work. Can authors explain?

[bookmark: OLE_LINK78][bookmark: OLE_LINK79][bookmark: _Hlk36288912]Our response: Thank you for your comments. Researchers declared that detrusor muscles in fetal rats and mice were densely innervated, possessing abundant intramural ganglia1,2. And with the development of urinary system, there are a small number of intramural ganglia preserving in the bladder of adult rats and mice, which leads to difficulty in increasing the proportion of primary neurons2,3. Furthermore, extirpation of the pelvic ganglion could induce intramural neurons appearing in the urinary bladder wall, suggesting plasticity of bladder innervation4,5. Therefore, plated neurons might be from intramural ganglia and neuronal differentiation6. Moreover, except for Beta-3-tubulin, MAP 2 was also used to identify neurons in figure 2C, which is widely used as a neuronal marker7,8.
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Minor Concerns:
It is not clear how authors change media in step 3.15 without losing the cells that, at that moment, are not attached yet.

Our response: Thank you for your comments. There exits slight cell loss. However, this step aims to increase the proportion of neurons, which have quick adherence to coated plates1. Meanwhile, laminin and poly-D-lysine play a role in promoting attachment of cells2,3. And after preliminary experiments, we chose to replace all the media in 1 h. 
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Also, how did authors prevent non-neuronal cell growth? After 5-7 days of culture, if not "blocked", non-neuronal cell will cover all the slides/dishes. However, when observing the figures, the cells seem to be quite isolated.

Our response: Thank you for your comments. To prevent non-neuronal cell growth, we use neurobasal A media with serum-free culturing and GDNF, B27 as supplement in reference to former studies. Serum stimulates cell division and leads to limited neuron-growing space1. Therefore, we replace all the media with serum-free media in 1 h when most neurons have attached. Neurobasal A media are widely used in neuron culture and allows for long-term maintenance of the normal phenotype and growth of neuronal cells2. And GDNF could significantly enhance dendritic arborization3. Moreover, B27 is an optimized serum-free supplement used to support the low- or high-density growth and short- or long-term viability of neurons4. 
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