
Culture and stimulate cells in appropriate 96-well plates  

H+

OCR

ECAR

O2

Inhibitors → ∆ECAR, ∆OCR

Extracellular
flux analysis

Glucose Glucose

Gluta-
mine

Puromycin ≈
Protein synthesis

Fatty acids

Puro

Inhibitors → ∆protein synthesis

SCENITH
Fatty acidsGlucose

ΔΨm

Metabolic dyes

Mito mass

Metabolic characterisation(ii)

Cells

+ functional assays e.g. 
ELISA, cytometry, viability

NO

Arginase

Lactate

Glucose

Supernatants

Pre-screening(i)

Substrates

NAD(P)H 
Redox dye & FADH2

◦ Substrate oxidation

◦ Metabolomics
◦ Transcriptomics
◦ Single-cell profiling

Follow-up options(iii)
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Metabolic 
pre-screening

NO / arginase
assay

Glucose / lactate
measurement

Metabolic
characterisation

Extracellular flux
analysis SCENITH 

- Substrate utilization 
- Metabolomics
- 13C Fluxomics
- Transcriptomics (RNA-seq)

- Cytometric metabolic profiling
- Single-cell RNA-seq
- MSI Spatial metabolomics
- Immunohistochemistry

Follow-up options

Cytokine measurements

Viability assessment

Parallel screening

Activation / lineage
 markers

Normalization

Bulk Single-cell/
cell subsets

Fluorescent 
metabolic dyes


