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Determination of acidification of synaptic vesicles (SV) by acridine orange quenching
Adjust isolated synaptic vesicles to 2.5 mg/ml protein

Take 20-60 μg of isolated SV (LP2 fraction in Takamori) in 1 ml of assay buffer:

0.3 M sucrose

4 mM MgSO4 
2 μM acridine orange

10 mM MOPS, pH 7.3

492 nm – excitation

530 nm – emission

Add 4 mM ATP and

40 μM FCCP

For Cl- - dependent acidification, add KCl to 10 mM final

For glutamate-dependent acidification, add KCl to 4 mM and potassium glutamate to 10 mM

Measurements are quantified by taking the difference in fluorescence 10 s after ATP mixing and 10 s before FCCP addition.

Traces are normalized to the fluorescence at t=0

Subtract the rapid increase in acridine orange fluorescence caused by the addition of ATP

(In Takamori, LP fractions were obtained from 5-12 mice)
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