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Coelenterazine Reagent Preparation 
 
 

 
 
Preparation of Coelenterazine for In Vivo Assay* 
 

1) Create stock solution: dissolve 50mg of coelenterazine in 10ml of acidified methanol or ethanol 
containing 200ul of 3N HCl to reach a final concentration of 5mg/ml.  

2) Add 20μl of coelenterazine with 130μl PBS (at this ratio each animal will receive 100μg of 
coelenterazine). 

3) Inject solution in tail vein immediately.  
 
*Reference: Tannous, B.A. Gaussia luciferase reporter assay for monitoring of biological processes in culture and in vivo. Nature Protocols 4, 
582 - 591 (2009) 

 
 
 

Preparation of Coelenterazine for in Vitro Assay* 
 

1) Add 4.07mg of coelenterazine-h (4.23mg for coelenterazine-n) to 10ml of acidified methanol or 
ethanol containing 200ul of 3N HCl to reach a 1mM coelenterazine-h stock solution. 

2) Add 60μl of stock solution to 40ml D-PBS (with Ca2+ and Mg2+) to achieve a 1.5μM concentration. 
This should result in a working solution containing 24.4μg coelenterazine-h (25.4 μg 
coelenterazine-n).  Allow working solution to reach room temperature.  

3) Inject 50μl of coelenterazine working solution into wells.  
4) Use Luminometer to measure luminescence by following instructions on your device.  

 
*Reference: Subrizi, A. Yliperttula, M. et al. Optimized transfection protocol for efficient in vitro non-viral polymeric gene delivery to human 
retinal pigment epithelial cells (ARPE-19). Nature Protocols (2009) 

 

 

Reagent Preparation 

Solubility of coelenterazine in water is very low; however, a water solution containing 45-50mM of 

hydrozypropyl- β-cyclodextrin can be used to avoid the cytotoxic effects of methanol*. 
 

*Reference: Teranishi K, Shimomura O. Solubilizing Coelenterazine in Water with Hydroxypropyl-Iý-cyclodextrin. Biosci Biotechnol 

Biochem. 1997;61:1219–1220. 

 

 

Storage 

Coelenterazine should be stored at –20 or -70°C under nitrogen and protected from light.  

Coelenterazine can be stored as a solution in methanol for up to 2 weeks at -70°C.  For best results, 

store coelenterazine in its solid form. 


