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Introduction. Hepatocellular carcinoma (HCC) is a highly metastatic and recalcitrant carcinoma, frequently detected at advanced stages with extremely poor prognosis and limited therapeutic options. On the other hand, autophagy exhibits a dual role in HCC tumorigenesis, acting to both pro-survival and pro-death pathways. Of note, cytoprotective autophagy inductions upon therapeutics treatment has been identified as a mechanism of HCC resistance, inducing stemness and evading apoptosis. Hence, targeting cytoprotective autophagy can be a potential target for innovative treatments to enhance the therapeutics efficacy against HCC. 
Aims. The present study evaluated the potential antineoplastic effects of Hellebrigenol (HBGL), a metabolite of bufadienolides in vitro with different HCC cell lines and in vivo in HCC bearing mice model. 
[image: ]Methods. The effect of HBGL on HCC growth and viability was measured using MTT assay and Calcein AM and ethidium homodimer-1 staining. Western blot, Annexin V/PI staining, Cas3/7 glow, wound healing, invasion, migration and sphere formation assays were conducted to study the apoptosis, epithelial-mesenchymal transition (EMT) and stemness inhibition potential of HBGL in HCC. Acridine orange staining, lysotracker staining and Western blot were conducted to check the autophagy induction potential of HBGL. Next, MTT assay, colony formation, sphere assays were conducted to determine the nature of HGBL induced autophagy on HCC fate. The in vivo efficacy of HBGL was demonstrated in HCC bearing mice. 
Results. HBGL demonstrated a strong antiproliferative activity against HCC as demonstrated by MTT and colony formation assay. Increased dose treatment of HBGL reported to induce apoptosis, EMT and stemness inhibition in HCC. Similarly, treatment of HBGL decreased the tumor burden in HCC bearing mice. Interestingly, treatment with autophagic blockers led to a noticeable reduction in HBGL-treated cell viability, stemness and induction of apoptosis in HCC suggesting the cytoprotective roleplay of HBGL induced autophagy. 
[bookmark: _GoBack]Discussion. In this study, we evaluated the apoptotic, EMT and stemness inhibition potential of HBGL in HCC which can be more efficient upon autophagy inhibition for successful HCC therapy.
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