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Figure 1. Representative panel of the checkerboard design combining EOs with commercial antifungals (ANT). GC stands for growth control. Dark circles show fungal growth; white circles show no fungal growth. 

Method for Broth Dilution Antifungal Susceptibility Testing of Yeasts and Filamentous Fungi

The minimum inhibitory concentrations (MICs), defined as the lowest concentrations of oils that completely inhibit the visible growth of microorganisms in broth, determined using the microbroth dilution method according to the protocols of the Clinical and Laboratory Standards Institute (CLSI) [1,2], in 96-well microtiter plates with RPMI-1640 (Roswell Park Memorial Institute medium, Sigma, St. Louis, Mo, USA) broth at pH 7.0. The microtiter plates were incubated at  for yeasts (24-48 h) and for dermatophyte (7 ds) strains at 28–30°C. The inocula of cells or spore suspensions were obtained according to reported procedures [1,2] and adjusted to 1 – 5x103 cells/spores with colony forming units (CFU)/ml. Stock solns. of EOs in DMSO were diluted to give serial two-fold dilutions that were added to the medium at a final concentration of 0.98 – 1000µg/ml (100 µl final volume) and a final DMSO concentration <1%. Fluconazole and terbinafine were used as positive controls. Minimum inhibitory concentrations (MICs), defined as the lowest concentrations of EOs that produce total inhibition growth, and were determined spectrophotometrically at 405 nm using a VERSA Max microplate reader (Molecular Devices, USA).
[1] CLSI (Clinical and Laboratory Standards Institute). Reference Method for Broth Dilution Antifungal Susceptibility Testing of Yeasts, Approved standard M 27-A2, 2nd edn., Wayne, PA, 2002. 
[2] CLSI (Clinical and Laboratory Standards Institute). Reference Method for Broth Dilution Antifungal Susceptibility Testing of Filamentous Fungi, Approved standard M 38- A2, 2nd edn., Wayne, PA, 2008
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