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Abstract: Objective  To preliminarily analyze the chemical constituents in methanol extract of Bufonis Venenum (MEBV), and to
evaluate its anti-angiogenesis and anti-inflammatory activities in zebrafish. Methods A reversed-phase C, column with 0.1%
formic acid solution-acetonitrile as mobile phase was used for gradient elution by liquid-mass spectrometry (LC-MS). The samples
were analyzed by electrospray and triple quadrupole time-of flight mass spectrometry (TFMS) with positive/negative ion dual
scanning. The transgenic zebrafish with green fluorescent protein (GFP) labeled blood vessels at 24 hpf (hours post fertilization)
were used as the experimental animal model. The angiogenesis of back internode was observed under fluorescent microscope, the
development of dorsal longitudinal anastomotic vessel (DLAV) and the length of inter-segmental blood vessels (ISV) were measured
to study the effects of MEBV (2, 4, and 6 pg/mL) and PTK787 (positive medicine, 0.2 pg/mL) on zebrafish angiogenesis at different
concentrations. The transgenic zebrafish with GFP labeled inflammatory cells on 3 dpf (days post fertilization) were used to study
the effect of of MEBV on inflammatory response by counting the number of inflammatory cells around the neuromast. The control
group, model group (CuSO,,20 umol/L), ibuprofen group (positive drug,20 umol/L) and MEBV (0.4 and 0.8 pg/mL) groups were
set. Results A total of 33 chromatographic peaks were detected in methanol extract of toad venom, and seven of them were

conjugated bufadienolides. In the experiment of antiangiogenesis, the formation of new blood vessels were inhibited at the
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concentration of 4 and 6 pg/mL, and the vascular development was not complete and the length of ISV was significantly decreased

(P < 0.05 and 0.01). The results of anti-inflammatory experiment showed that compared with model group, the migration of

inflammatory cells in zebrafish at the concentration of 0.8 pg/mL was significantly decreased (P < 0.01). Conclusion

Seven

Bufonadienolides were identified by LC-MS from the MEBV. Bufonis Venenum has anti-angiogenesis and anti-inflammatory activities.
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