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Detailed protocol is available online at www.lifetechnologies.com/manuals.
WARNING! For every chemical, read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate 
protective eyewear, clothing, and gloves. Safety Data Sheets (SDSs) are available from www.lifetechnologies.com/support.

Chemical CAS Warning
DMSO 67-68-5 Components of the product may be absorbed into the body through the skin.

1. Prepare a 10-mg/mL HCS CellMask™ stock solution by dissolving 
the entire contents of Component A in 25 μL of Component B.

2. Prepare 4% paraformaldehyde and 0.1% Triton® X-100 solutions 
(available separately in the Image-iT® Fixation/Permeabilization 
Kit, Cat. no. R37602).

3. Prepare HCS CellMask™ staining solution by adding 2 μL of HCS 
CellMask™ stock solution (from step 1) to 10 mL of PBS.

4. Remove cell medium and add 4% paraformaldehyde solution. 
Incubate for 15 minutes at room temperature.
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5. Wash fixed cells 2–3 times with PBS and add 0.1% Triton® X-100 
solution to each well. Incubate the cells for 15 minutes at room 
temperature.

6. Wash the cells 2–3 times with PBS. Add 100 µL of HCS CellMask™ 
staining solution (from step 3) to each well and incubate for 
30 minutes at room temperature.

7. Wash each well with PBS 2–3 times. Image under appropriate 
filters. 

Spectral Characteristics of the Fluorescent Dyes
HCS CellMask™ Stain Ex/Em (maxima, in nm)

HCS CellMask™ Blue stain 346/442
HCS CellMask™ Green stain 493/516
HCS CellMask™ Orange stain 556/572
HCS CellMask™ Red stain 588/612
HCS CellMask™ Deep Red stain 650/655
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