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Method for staining with voltage sensitive dyes (RH237, RH414, RH795)
1. Purpose: Visualizing neurons electrical physiology.

2. Method: Stain neurons with Molecular Probes sensitive dyes.

3. Protocol:
i. RH237 are typically 1 mM solution in EtOH. 
i. RH237 stock is 5 mg. (MW=496.7g/mol)
ii. To make stock of 1 mM, dissolve 5 mg in 10 ml DMSO.
iii. Make 10 uL Aliquots, store at 4C
ii. Make a 10 mL stock solution (1 µM).:
i. 10 ml PBS (+Ca, +Mg)
ii. 10 µl RH237 (1 mM)
iii. Cultures should be stained for 5-10 min at room temperature.
iv. Wash cultures for 30 minutes in fresh CO2-insensitive media 1x. It is important to remove all culture media.
v. Image cells under epifluorescence.
i. Excitation 520-550 nm.
ii. Emission >610 nm.
iii. Use 20x fluorescent objective
iv. Set a maximum exposure time of 200 ms, minimum 2 FPS
v. For fastest imaging, click ‘1-frame’ and adjust binning to boost camera sensitivity, keep fluorescent light as low as possible.
vi. Image over 10 to 20 minute periods.
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