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ABSTRACT

The tetrazolium dye, 3-(4, 5-dimethylthiazol-2-y1)-2, 5-diphenyltetrazolium bromide
(MT'T), is reduced by live but not dead cell, and this reaction is used as the end point in
a rapid drug screening assay. It can also be used for accurate determinations of drug
sensitivity but only if a quantative relationship is established between cell number and
MTT-formazan production. Several conditions were examined to devise an i vitro
assay method in primary cultured hepatocytes, such as optimum wavelength, optimal
MTT concentration, optimal incubation time, and cell density.
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Fig. 1. Structures of MTT tetrazolium and formazan.
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Fig. 2. Absorption spectra of MTT-formazan

produced by incubation of rat cultured he-
patocytes with MTT (Img/ml) for 2 hours.
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Fig. 3. Relationship between cell number and absor-
bance. Cells were inoculated to a 96-well plate
in various concentrations. After 24hr of culture,
numbers of cells were counted, and the MTT
assay was performed. Each point and bar repre-
sent a mean and standard deviation of 5 sam-
ples.
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Fig. 4. Effect of MTT concentration on MTT-form-
azan production. Isolated rat hepatocytes were
seeded at a density of 500,000 per well. MTT (a
solution of 0 to 5mg/ml) was added. The
medium was removed, and the MTT-formazan
crystals were dissolved in acid-isopropanol.
Each point and bar represent a mean and stan-
dard deviation of 5 samples.
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Fig. 5. Cultured rat hepatocytes were incubated with

MTT-tetrazolium dye for various length of

time. The amount of MTT-formazan was

quantitated as described above and each point

and bar represent a mean and standard devia-
tion of 4 samples.
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