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Introduction. Poor bladder blood flow can lead to hypoxia and resultant bladder dysfunction (Andersson et al, 2017). The urothelium is known to play a role in maintaining normal bladder function (Birder et al, 2013), however, there is limited research on the impact of hypoxia on urothelial function and mediator release. 
Aims. This study aimed to investigate the effect of chemical hypoxia on urothelial mediator release in vitro.
Methods. Chemical hypoxia was induced using the method of Teti et al (2018) in RT4 urothelial cells. The cells were treated with cobalt chloride (50-200 µM) for 24 hours. To confirm if hypoxia was induced, HIF1-α activity was assessed in control and cobalt chloride treated cell lysate. Cell viability was assessed using the methylene blue assay. Basal and hypotonic stretch induced release of urothelial ATP, ACh and PGE2 were assessed using commercially available kits. 
Results. Cobalt chloride treatment had no effect on cell viability. There was a significant concentration-dependent increase in HIF-1α levels (P < 0.001), confirming HIF-1α was induced following 24-hours cobalt chloride treatment. No difference in basal or stretch induced ATP, or PGE2 release was observed, however there was a significant decrease in basal ACh (P < 0.05) following exposure to 200 µM cobalt chloride. 
Discussion. Chemically induced hypoxia was confirmed by increased HIF-1α levels in cobalt chloride treated cells, which was associated with a decline in basal ACh release corresponding to the highest level for HIF-1α expression.  This may be a useful model to investigate longer term changes in urothelial function with hypoxia.
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