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Franken N., Rodermond H., Stap J, Haveman J, van Bree C. (2006). Clonogenic assay of cells in vitro. Nature Protocols 1. 2315-2319.
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Nejadmoghadaams et al., Scientific Reports volume 7, Article number: 13373 (2017)
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Nejadmoghadaams et al., Scientific Reports volume 7, Article number: 13373 (2017)
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Resazurin -

U Resorufin and 570-620 nm as emission wavelengths,
Blue and low Pink ared high since this dye has both chromophoric
Buorescence JOTEsSCEnceE

N
z and fluorophore properties

OH 530-580 nm as excitation wavelengths

Viable cell

7-hydroxy-3H-phenoxazin-3-
one 10-oxide
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Calcein AM (A)
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- E T T T Te—nl
H, COCOM, COOCH,C I I j M TCH,GOOCHD00CH,
S
Endogencus Intraceliular Estarasss . .
Calcein assay: A non-fluorescent, hydrophilic compound that
HODC,  HO. - O e, JOH_COOH . ) ) ) )
y "\h‘*l J\i\] [ easily permeates intact, live cells. The hydrolysis of Calcein AM
HOOC. M s S e LN by intracellular esterases produces calcein (structure B), a
Rw) age .
& ﬂl ‘*':a hydrophilic, strongly fluorescent compound that is well-
AV & retained in the cell cytoplasm. Cells grown in black-walled

Calcein (B) plates can be stained and quantified in less than two hours.
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Metabolization of MTT to a formazan salt by viable cells.




Cells number titration to seed in cell culture plate

OD 570nm

 Untreated cells need to be growing
exponentially when you "stop" the assay by
adding MTT.

Treated cells which are going to be a much
lower density can have a higher metabolic
activity (which MTT determines) and so
appear to be less "inhibited" with respect to
control cells.

!

 the upper limit of absorbance value for any
reader >1.2 - should not be exceeded if
you can avoid it,. Thus, high cell number
can cause absorbance saturation and
lower estimation of total cells.
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1

Ve  Thus, if you do an assay for 3 days, you

should have a cell number that can double
cells/well the MTT absorbance if they were
incubated for another day.
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MTT ,I5 yoe, U
1. Plate cells into 96-well tissue culture plates. In general, 5000 -10,000 cells per well according to the experimental factors tested.
2. Carry out your experiment by adding chemicals or biological agents into appropriate well. Incubate for 6 to 24 hours.
3. Add 10 ul MTT Reagent.
4. Incubate for 2 to 4 hours until purple precipitate is visible.
5. Remove medium and add 100uL. DMSO into each well to dissolve the formazan.
6. Leave at room temperature in the dark for 2 hours or Shaking 15min.

7. Record absorbance at 570 nm. 30 oo b s ol (5 !
o ow)y 2 s yge )]

(100 X (control — sample)

% Cell Cytotoxicity = control
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