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            Abstract
The treatment of common bile duct (CBD) disorders, such as biliary atresia or ischemic strictures, is restricted by the lack of biliary tissue from healthy donors suitable for surgical reconstruction. Here we report a new method for the isolation and propagation of human cholangiocytes from the extrahepatic biliary tree in the form of extrahepatic cholangiocyte organoids (ECOs) for regenerative medicine applications. The resulting ECOs closely resemble primary cholangiocytes in terms of their transcriptomic profile and functional properties. We explore the regenerative potential of these organoids in vivo and demonstrate that ECOs self-organize into bile duct–like tubes expressing biliary markers following transplantation under the kidney capsule of immunocompromised mice. In addition, when seeded on biodegradable scaffolds, ECOs form tissue-like structures retaining biliary characteristics. The resulting bioengineered tissue can reconstruct the gallbladder wall and repair the biliary epithelium following transplantation into a mouse model of injury. Furthermore, bioengineered artificial ducts can replace the native CBD, with no evidence of cholestasis or occlusion of the lumen. In conclusion, ECOs can successfully reconstruct the biliary tree, providing proof of principle for organ regeneration using human primary cholangiocytes expanded in vitro.
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                    Figure 1: Derivation and characterization of ECOs.[image: ]


Figure 2: Functional characterization of ECOs.[image: ]


Figure 3: ECOs dissociated to single cells can populate biodegradable PGA scaffolds.[image: ]


Figure 4: Biliary reconstruction in a mouse model of EHBI using ECOs.[image: ]


Figure 5: ECOs can populate tubular densified collagen scaffolds.[image: ]


Figure 6: Bile duct replacement using ECO-populated densified collagen tubes.[image: ]
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