

Measure cytokines using HTRF assays and determine cell viability on a well-by-well or cell-by-cell basis with the EarlyTox™ Cell 
Integrity Kit on the SpectraMax i3x® Multi-Mode Microplate Reader and the SpectraMax® Minimax™ 300 Imaging Cytometer.


Thaw cells at 37°C 
in water bath


PBMC frozen Falcon 15 mL


1400 RPM/4 min


1 mL
1 mL medium


+ 1 mL medium RPMI
+ 10% FBS


1 million
PBMC/mL


100 µL


Cell density
% of covered area


PBMC seeding


PBMC treatment2


+100 µL


LPS + dexamethasone
or


PMA + ionomycin + 
dexamethasone


O/N 37°C
5% CO2


Caution: Tilt the plate
to avoid aspirating cells


HTRF cytokine assays3


Supernatant


EarlyTox assay4


Cells


Image cells on 
MiniMax cytometer


+ 20 µL mix EarlyTox
15–30 min


(37°C – 5% CO2)


Viability


Normalization5


The normalized concentration of cytokines
is expressed in pg/mL per living cell.


Read HTRF on SpectraMax i3x 
reader with HTRF cartridge


+ 4 µL mix anti cytokine-K
+ anti cytokine-d2


Neat samples
16 µL


TNFa / IL1β


Diluted samples
• IL6, IL2 and IFNγ 1:10 = 
  10 µL supernatant + 90 µL RPMI/FBS
• IL8 1:20 = 5 µL supernatant + 
  95 µL RPMI+FBS


16 µL


1


Normalize HTRF cytokine assays to cell viability


For more information on the SpectraMax i3x reader with MiniMax cytometer, please visit moleculardevices.com/i3x
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