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H2DCFDA (2’,7'-dichlorodihydrofluorescein diacetate)
http://hk.lumiprobe.com/p/h2dcfda

H,DCFDA (2',7'-dichlorodihydrofluorescein diacetate) is a common reagent used for investigating the production of reactive
oxygen species in living cells.

H,DCFDA is a non-fluorescent fluorescein derivative (its reduced acetylated form). The reagent begins to emit fluorescence
only after cleavage of acetyl groups and the reagent’s oxidation in the cell while converting to 2’,7'-dichlorofluorescein. This
is a bright green-fluorescent dye (absorption maximum 511 nm, fluorescence maximum 533 nm). This reagent can be used
for assays in living cells and is not compatible with sample fixation.

Acetyl groups in H,DCFDA increase its lipophilicity and improve its cell membrane permeability. Once got into the cell, the
dye is deacetylated by cell esterases, thus becoming charged and better fixed inside the cell. Oxidation with reactive oxygen
forms results in the formation of a fluorescent product (2',7'-dichlorofluorescein) and can be detected using various
methods, for example with a flow cytometer, plate reader, or fluorescent microscope.

Recommendations for using the reagent:

» Use a freshly prepared solution of the reagent (the working solution is not intended for long-
term storage because of gradual reagent oxidation).

e Select an optimal working concentration of the reagent and incubation time required for
reagent deacetylation and oxidation for the specific cell line and assay conditions. If there are
no protocols recommended for the specific cell line, start with a concentration from 1 to 10 uM
and incubation for 30 min.

¢ Do not incubate the dye with the cells in the presence of serum because it contains enzymes
that cleave H,DCFDA.
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