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            Abstract
We previously demonstrated that quercetin, a naturally occurring flavonoid with strong antioxidant properties, was able to enhance programmed cell death in HPB-acute lymphoblastic leukemia (ALL) cell line, derived from a human tymoma, when associated with the agonistic anti-CD95 monoclonal antibody. Here, we report that HPB-ALL cells are normally resistant to CD95-mediated apoptosis, and quercetin is able to sensitize this cell line through a mechanism independent of its antioxidant properties. In fact, other compounds structurally and functionally similar to quercetin, when associated with anti-CD95 antibody did not induce any CD95-mediated apoptosis, still maintaining their antioxidant capacity. We found that quercetin effects are mediated by the activation of PKCα. Treatment of HPB-ALL cells with quercetin slightly decreased PKCα activity, but when the flavonoid was associated with anti-CD95, the kinase activity increased by 12-fold with respect to the treatment with quercetin. In addition, overexpression of PKCα induced programmed cell death in the absence of any additional stimulus, while a kinase-defective mutant of PKCα was ineffective. Our data confirm the involvement of specific PKC isoforms in CD95 signaling and suggest, for the first time, that quercetin targets this pathway increasing apoptogenic response in a cell line resistant to CD95-mediated apoptosis.
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                Abbreviations
	DCFDA:
	
                    2′-7′-dichlorofluorescin diacetate

                  
	DMSO:
	
                    dimethylsulfoxide

                  
	IETD-AFC:
	
                    Ile-Glu-Thr-Asp-7-amino-4-trifluoromethyl coumarin

                  
	LB:
	
                    lysis buffer

                  
	LEHD-AFC:
	
                    Leu-Glu-Hys-Asp-7-amino-4-trifluoromethyl coumarin

                  
	PBS:
	
                    phosphate-buffered saline

                  
	PCD:
	
                    programmed cell death

                  
	PKC:
	
                    protein kinase C

                  
	PI3K:
	
                    inositol 1,4,5-triphosphate kinase

                  
	PMA:
	
                    12-O-tetradecanoylphorbol-13-acetate

                  
	T-TBS:
	
                    Tween-20/Tris-buffered saline

                  
	ROS:
	
                    reactive oxygen species

                  
	Z-DEVD-AFC:
	
                    carbobenzoxy-Asp-Glu-Val-Asp-7-amino-4-trifluoromethyl coumarin
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