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The Measurement of Antifungal Effect by MTT Assay. Dong Gun Lee, Sung Gu Lee, Kil
Lyong Kim and Kyung-Soco Hahm* Peptide Engineering Research Unit, Korea Research in-
stitute of Bioscience and Biotechnology. KIST, Taejon 305-600, Korea ~In this study, we show a
convenient MTT assay for detect the susceptibility of yeast-like form of Trichosporon beigelii against
antifungal agents. This assay was developed based on mitocondrial respiration by determining reduction
of 3-(4,5-dimethyl-2-thiazolyl)-2,5-diphenyl-2H-tetrazolium bromide (MTT) to formazan. Cells of T. beigelii
are seeded into 96-well microtiter plates, and antifungal agents, amphotericin B, magainin and CA-ME
hybrid peptide were added with various concentrations. After 24 hr incubation, MTT was added, then
incubations were continued for 4 hr. Formazan formation was quantified photometrically after extrac-
tion of the formazan with acid sodium dodesyl sulfate (SDS). From this assay, we could obtained
MICs of antifungal agents against 7. beigelii. The presented method can easily be used as an effective
methods to assess the antifungal action of various agents on yeasts with minimal amounts of antifun-

gal agents.
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Table 1. Amino acid sequences of the parental and synthetic hybridpeptides used in this study

Peptides Sequences

Remarks

CA KWKLFKKIEKVGQNIRDGHKAGPAVAVVGQATQL AK-NH;,
ME GIGAVLKVLTTGLPALISWIKRKRQQ-NH,
GIGKFLHSAKKFGKAFVGEIMNS-NH,

MA-2

CA-ME KWKLFKKIGIGAVLKVLTTG-NH,

parental
parental

CA:1-8 ME:1-12

Ak A3
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Fig. 1. Correlation between number of viable T. beigelii and
formazan formation.

Various numbers of T. beigelii were incubated with MTT. After
4 hr, formazan was extracted and measured photometrically. A
good correlation was seen between absorption and the number
of fungal organisms. All assays were performed as triplicates.
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Table 2. Antifungal activities of the peptides

Peptides MIC" (ug/ml) values
CA ND"

ME 5

MA-2 2.5

CA-ME 10
Amphotericin B 5

"Minimal inhibition concentration (MIC) was determined by seri-
al dilution of peptide. "Not Determined.
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