ATP measurements

Method is based on bioluminescent determination of ATP by SIGMAs ADENOSINE 5’-TRIPHOSPHATE (ATP) BIOLUMINESCENT ASSAY KIT.

Chemicals:

Perchloric Acid (70%)

1M Na2CO3
Equipment Bioluminometer

FALCON tubes 352058

Cell material 250 ul is fixed by addition of 19 ul perchloric acid, and incubated on ice 1-2 min, prior to pelleting (1-2 min). 200ul of supernatant containing ATP is transferred to 1ml of sodium carbonate for neutralization. This sample can be used directly in assay kit.

Mix 100 ul prediluted ATP Assay Mix with 100 ul of the neutralized mixture.

For tissue, first quick-freeze in liquid nitrogen, crack with tools, put peaces in cold HBS/perchloric acid solution and sonicate 20 sec to obtain a uniform blend. Proceed as above. 

To estimate protein concentration, pellet is dissolved (triturated) in UREA/SDS (3M/2%). A 10% water solution is prepared, and its protein concentration measured by Bradford.

Approximate assay mix dilutions:

Signal of 2-500 yields:

300 000 neurons (10 fold dilution)

50mg brain tissue (25 fold dilution)

