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(Brownlee M. Nature 2001)
38ATP (from 1Glucose)

(Alam et al. Cl/in Trans Med. 2016; DOI 10.1186/s40169-016-0082-9)
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Glycolytic ATP production rate calculation:
Glucose + 2 ADP + 2 Pi > 2 lactate + 2 ATP + 2 H,O +2 H+

glycoATP Production Rate (pmol ATP/min) = glycoPER* (pmol H*/min)

Mitochondrial ATP production rate calculation:

OCRarp (pmol O,/min) = OCR (pmol Oz/min) — OCR ojigomycin* (Pmol O2/min)

mitoATP Production rate (pmol ATP/min) = OCRarp (pmol O,/min) x 2(pmol O/pmol O;) x P/O*** (pmol ATP/pmol O)

ATP Production rate (pmol ATP/min) = glycoATP production rate (pmol ATP/min) + mitoATP production rate (pmol ATP/min)
* PER: Proton Efflux Rate

** Oligomycin: ATP synthase inhibitor

*** P/O ratio: the ratio of phosphate incorporated into ATP to oxygen atoms; P/O value for NADH oxidation is 2.75
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Real-time ATP Rate Assay
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1. & assay Media: 100 mL of Seahorse XF DMEM (pH 7.4) + 10 mM of glucose + 1 mM of Pyruvate + 2 mM of glutamine at 37°C
2. Preparation of Seahorse XF cell culture microplate:

a. Remove the cell culture medium and rinse cells twice with the assay medium prepared above.

b. Incubate cell culture microplate with assay medium at 37°C in a non-CO, incubator for 40-60 minutes.
3. Preparation of stock compounds: refer to MZX|etd 24 XtZE 4 (Cellomics online archive) “XFe96 Assay Kit Dilution Method”.

4. Normalization: Hoechst based nuclei counting method or protein level quantification could be recommended.
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