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Abstract

Two basic immunotoxicological tests were modified for screening medicinal plants with
immunomodulating activity The present project used the tetrazolium dye -3-(4, 5-dimethyl-
thiazol-2-yl)-2, ~ 5-diphenyltetrazolium  bromide =~ (MTT) for the measurement of
lymphoproliferative response in mitogenesis assay and mixed lymphocyte reaction (MLR) as an
alternative to the standard method using the radioactive [SH]-thymidine. In the mitogenesis assay,
splenocytes from female C57B1/6 mice were cultured in the presence or absence of mitogen in a
96-well plate, incubated at 37°C and 5% CO,. The optimized cell number of the culture was 8x10°
cells/well.  For the optimum B cell mitogenic response, 1-100 Llg/ml lipopolysaccharide was
used, and the peak response was 24-48 h post stimulation. For the T-cell mitogenic response, the
optimum concentration of concanavalin A was 2.5-10 [lg/ml, and the response was evaluated at
48-72 hr. For the optimum mitogenic response of both T and B cells, 1-100 Jlg/ml poke weed
mitogen was used and the response was evaluated at 24 hr.. In MLR, splenocytes from female
C57Bl/6 mice was used as responder cells and the 50 Jlg/ml mitomycin C-treated splenocytes
from DBA/2 mice were used as stimulator cells. The optimum concentration of responder cells in
the culture was 4-8x10’ cells/well, the ratio of responders to stimulators was 1 to 4, and the peak
response occurred at day 4 or 5. Overal, MTT colorimetric method could be used for
determining lymphoproliferative response in the mitogenesis assay, and applied for selecting
medicinal plants with immunomodulating activity. However, using the MTT method for
measurement of the response in one-way mixed lymphocyte reaction in MLR could be difficult to

interprete and might be less relevant compared to the traditional method.





