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the Agilent XF Seahorse analyzer. The new Agilent Mito-rOCR
assay offers an innovative solution for assessing
mitochondrial respiration through relative oxygen

Mito-rOCR in labeled cells.
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The multiplexed Mito-rOCR assay using JC-1 and

Mito-rOCR (AU/h)
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In this study, mitochondrial dysfunction induced by FCCP, a - ~N ~ Multiplexed Mito-rOCR Assay Workflow
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mitochondrial membrane potential and morphology with membrane potential -
fluorescence imaging markers JC-1 and BioTracker A B A 5 m m
Mitochondria. 7 - () Jc "] 257 o (-) BioTracker 259 Live-cell Mito-rOCR Live-cell
. " g = ’_E 0- +) BioTracker = ] labeling assay imaging
~ / § 1.0 o S 101 5 207 == () BioTrack 5 2.0 Sample Geiina” Wash mesnsnene: | | Newh i
E:/ P>t E:’ 1.5 B—:/ 1.54 preparation interference Optional pre- for 45 minutes Ren‘oxp‘ imaging
Q 8 O ) Seed cells and imaging magnetic holder
Experimental S o] £ ooy 5] 2 101 '
= = S 057 % 0.5 . .
. 00- ‘ 0.0 Step 1. Sample (cell) preparation: Cells are seeded on an Agilent 96-
4 Mito-rOCR Assay ) Vehicle ~ Oligo ~ FGCP  Rot/AA @\O\Q N pr\‘; Q@Q@ N Vehicle  Oligo  FCCP  Rot/AA " Vehicle 05pM  2pM  5uM well microplate a day before the Mito-rOCR assay. Cells can also be
A FCcP Fcep pretreated with test compounds during this preparation step if

necessary.

Mito-rOCR Seal Lid
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Step 2. Live-cell labeling: On the day of the assay, cells are labeled

with molecular markers either before or after the Mito-rOCR assay. If
there is no interference between the Mito-rOCR reagents and the live
cell marker, cells can be labeled before the Mito-rOCR measurement.
If cell labeling potentially interferes with Mito-rOCR measurements or
if the Mito-rOCR assay environment affects live cell markers, the Mito-
rOCR assay should be completed before cell labeling and imaging.
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l Step 3. Mito-rOCR assay:. Depending on the live cell markers, the
cell labeling and washing steps need to be carefully arranged.. To
examine the acute effect of test compounds, they are typically
FCCP 2 pM FCCP 5 pM administered to cells along with Mito-rOCR reagents and included
during the Mito-rOCR measurement.
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B Step 4. Live-cellimaging:. It is recommended to remove the
magnetic holder from the plate before imaging. If reagent addition or
media change is required between the Mito-rOCR assay and imaging
step, the lid must be carefully removed to avoid lifting the cells and
replaced with the Agilent 96-well microplate lid.
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Seed cells Reagent preparation Lid assembly Fluorescence plate Export data to text file Data analysis using
and media change reader measurements and transfer to Seahorse | the Mito-rOCR
ataz"c Analytics software Analysis Module within

Seahorse Analytics
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