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ABSTRACT Objective: Anemone taipaiensis saponin B was first isolated from Anemone taipaiensis, a ferine plant of the Qinling
mountains of southern Shaanxi province, China, that is distributed in the hill country of the fertile slopes or rocky grasslands at altitudes
between 2900 and 3700 m. in this paper, we first investigated the impact of saponin B to the human glioblastoma cell, as an in vitro
model to explore the effects of saponin B on GBM cell growth and apoptosis. Methods: the 3- (4, 5-dimethyl)-2, 5 diphenyl tetrazolium
bromide (MTT) assay was used to evaluate the cell proliferation, apoptosis was analyzed after staining of the cells with Hoechst 33342
(Sigma Aldrich) and follow fluorescence microscopy. Results: The results of MTT showed that saponin B significantly suppressed
U87MG and U251MG cell Proliferation. For U§7MG cells, the inhibitory concentrations of saponin B at 72 h were found to be 1C,s= 5.2
pmol/L, ICs = 6.7 pmol/L and IC;s= 8.7 pmol/L. For U251MG cells, the inhibitory concentrations were ICxs = 6.2 pmol/L, ICs = 7.9
pmol/L and IC;s=10.5 wmol/L(SPSS 18.0). Chromatin condensation and the apoptotic bodies observed by fiuorescence microscopy, We
determined the residual cell viability and number of apoptotic cells in glioma U87MG cells after treatment with saponin B at the
concentrations of ICy, ICs, and IC5s for 8 and 24 h. Typical of the induction of apoptosis were observed: (a) weak and irregularly shaped
marginal chromatin condensation; (b) highly condensed nuclear chromatin that was inverted in one side; (c) relatively compact and
irregularly shaped marginal chromatin condensation. under light microscopy, with increasing concentrations of saponin B, cells were
increasingly found in rounded form. Conclusion: As pointed out by the experimental results, saponin B is an efficient cytostatic agent of
glioblastoma cells, may be considered a novel compound can inhibit glioma cell growth and survival.
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Fig.l The structure of Anemone taipaiensis saponin B (A) and the HPLC

of the saponin, chromatographic conditions(B): column, YMC-Pack R&D
ODS-A (5 mm, 4.6 x 250 mm 1.D.); mobile phase, MeOH:H,O (65:35,
V/V); flow rate, 1.0 ml/min; temperature, 30°C ; detective wavelength,
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Fig.2 Cell viability was determined by MTT assay, and the result shows that saponin B has a dose-dependent cytotoxic effect on human glioma cells at 72
h, which is only about 20 % below the cytotoxic effect on ECV304 at the highest concentration. Results are shown as mean values of three experiments
(+ standard deviation [SD]).25 %(ICy = 5.2 wmol/L), 50 %(ICs,= 6.7 pmol/L), and 75 %(IC;s= 8.7 wmol/L), on the basis of which it was chosen to
expose US7MG to saponin B in the further experiments
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Fig.3 Determination of residual cell viability and apoptosis in glioma U87MG cells after treatments with saponin B. After U§7MG cells were exposed to

S\

the concentrations of IC,s, ICs, and IC;; for 8 and 24 h, morphological changes under a light microscope show that the cells shrank and started to round up
in proportion to the increasing concentrations and different time points. The outstanding chromatin condensation and nuclear fragmentation (nuclear
condensation, boundary aggregation and split, even DNA fragmentation) for apoptosis induction were visualized by fluorescence microscopy of Hoechst
33342-stained US7TMG cells after treatment with ICys, IC5, and IC5s of saponin B for 8 and 24 h.
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