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Hepatotoxicity investigated in chemo-naive patients by proteomics
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Defibrotide (DF) is a recognized as an endothelial protective agent. The aim of
the study was to investigate the interaction of DF with endothelial cells (ECs). A human hepatic EC line
was exposed to different DF concentrations. Using inhibitory assays and flow cytometry techniques along
with confocal microscopy, we explored: DF-EC interaction, endocytic pathways, and internalization
kinetics. Confocal microscopy showed interaction of DF with EC membranes followed by internalization,
though DF did not reach the cell nucleus even after 24 hours. Flow cytometry revealed concentration,
temperature, and time dependent uptake of DF in 2 EC models but not in other cell types. Moreover,
inhibitory assays indicated that entrance of DF into ECs occurs primarily through macropinocytosis. The
antiinflammatory and antioxidant properties of DF seem to be caused by the interaction of the drug with
the cell membrane.
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Uptake of defibrotide by endothelial
cells.

(A) SECs were incubated with DF (4 p g/mL
final concentration), labeled with Alexa
488, for the indicated period of time (from
0-4 h). (B) The addition of 10 p M
adenosine receptor antagonist
(8-p-sulfophenyltheophylline) to SEC
monolayers for 1 hour before the
incubation with DF (4 h) did not interfere
with  SEC-DF interaction. (C) For
saturation assays, SEC monolayers were
exposed to increasing doses of DF (from
0-12 p g/mL) for 2 hours. (D) For
temperature dependence assays, SECs were
incubated with 4 p g/mL for 2 hours at
37° C and 4° C.
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