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y In the first set of experiments, the effect of spiroketal 5,, was evaluated in vitro on B16 cell
growth in order to confirm on this murine model, the previously reported efficacy on human
- : cell lines. Moreover, to acquire additional information on the origin of the antiproliferative
% 8 gj li activity, we have also studied the role of cell cycle modification, the apoptosis induction, the
— o OH , HO 0 migration characteristics of B16 cultured cells, the gene expression of the hypoxia inducible
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factor 1la (HIF1a) in B16 murine melanoma cells and the modification of the actin structure
and cytoskeleton conformation induced by 5, ,..

PCR expression analysis of HIF1a in Cell Proliferation Inhibition Assay
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Antiproliferative effect of 5a,b on B16 tumor cell line

Cell migration analysis.
Culture of untreated
control cells (left plate)
and treated with 10 ug/
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Cell growth inhibition evaluated by MTT test

* IN VIVO ACTIVITY:
. . , , _ Tumor Growth Inhibition in Spiroketal Treated
The assessment of the in vivo activity of the spiroketal 5, in a well-known B16/C57BL/6J syngenic model Mice

of murine melanoma was performed. The effect of this compound on cancer growth reported in the

: : : Average Tumor Growth
Figures, showed a tumor volume reduction with respect to the control. 5
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* CONCLUSION: 2500

We have identified the spiroketal 5,, as a new promising anticancer agent with in vivo activity on a
murine melanoma model. Compound 5, , showed potent dose-dependent anticancer efficacy in syngenic
murine model (C57Black mice) of melanoma, suppressing cancer growth by an average of 90% at a dose
of 5 mg/kg by one intra-peritoneum administration at alternate days for 15 days. It also displayed high
anticancer activity in the B16 cells in vitro with nanomolar IC., value. In addition to the proapoptotic and
telomerase inhibition activity previously observed, the compound 5, has also shown to inhibit cell
migration and the deterioration of the actin cytoskeleton. Moreover our spiroketal strongly reduces the o L
HIF1o expression that is considered as regulator of multiple cellular functions related to the progression Time (Days)
from primary to metastatic disease. Therefore, although the full mechanism of action has yet to be
completely elucidated, we can conclude that spiroketal 5, is a promising anticancer drug candidate for
the clinical treatment of melanoma.
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