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Introduction

Auricularia auricula-judae, commonly called ‘wood ear ,‘tree ear or ‘black fungus has
long been used as food and traditional remedies in Asian countries such as Korea and
China. The fruiting body of this mushroom is rich in carbohydrates and protein and its
active constituents include beta (1-3) and (1-6) D glucans. Despite the well-documented
pharmacological and therapeutic properties of other Basidiomycota mushrooms, there is
lack of available literatures on the biological activities of Auricularia auricula-judae. In
this study, we evaluated the in vitro anti-tumor activity of various fractions from the
ethanol extracts of Auricularia auricula-judae using various tumor cell lines.

Materials and Methods

The mesh of Auricularia auricula—judae was mixed with 809 ethanol and heated at
1000C for 6 hrs and ethanol extract (ETOH) was collected. Thereafter, ethanol extract
was successively fractionated with the same volume of dichloromethane (DCM), ethyl
acetate, n—-butanol and a water extract at room temperature as well as concentrated to
dry materials in a vacuum concentrator at a controlled temperature (< 500C). The
P388D1 macrophage cells and Sarcoma 180 cells, human NSCLC NCI H358
(bronchioalveolar) cells and SNU1 cells (Gastric carcinoma) were cultured in RPMI-1640
medium supplemented with FBS, L-glutamine, penicillin and streptomycin. All cell
cultures were incubated at 370 C with 5% COZ2. The cytotoxicity of different fractions
to tumor cells was measured by MTT and SRB assays. Doxorubicin was used as
positive control. All values were expressed as the mean * S.D. Statistical analysis was
done by one way analysis of variance (ANOVA) using SAS program. GraphPad Prism
program was used to calculate IC50 values. P-values less than 0.05 were considered
significant.
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Results

The cytotoxicity of the {fractional extracts decreased significantly (P <0.05) in a
dose-dependent manner. The anti-tumor activity of dichloromethane extract (1 mg/ml)
was the highest (P < 0.05) in all experimental cell lines. There was also a significantly
different sensitivity (P <0.05) among the P388D1, Sarcoma 180, NCI H358 and SNU1
cells for the fractional extracts. According to IC50 values, the most potent cytotoxic
activity of dichloromethane fraction was found in Sarcoma 180 and NCI H358 cell lines.
Butanol fraction appeared more cytotoxic to SNUI1 cell line and water fraction had the
highest cytotoxicity in P388D1 cell line. We did not find any significant difference
between MTT and SRB assays in their ability to estimate cytotoxicity in all cell lines.
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Anti-tumor activity of solvent fractions; A. ethyl acetate (EtOAc), B. butanol (BuOH),
C. dichloromethane (DCM), D. ethanol (ETOH) and E. Water of ethanol extract from
Auricularia auricula-judae at the various concentrations and doxorubicin as a positive
control on P388D1 (Fig.1), Sarcoma 180 (Fig. 2), NCI H358 (Fig. 3) and SNU1 (Fig. 4)
cell line by MTT assay. All values are presented as percentages of the results from
control, and are expressed as mean * SD, * for the dose-dependent significant
decreasing manner of anti-tumor activity at P<0.05
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