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Iron exacerbates congenital cholestatic liver injury via bile acid-induced ferroptosis
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SUPPLEMENTAL FIGURE LEGENDS

Supplemental Figure 1. Liver-specific YAP-deficient mice exhibit characteristics of cholestatic liver injury
(A) Immunoblot analysis of whole liver protein extracts from Yapflox/flox (control) and Alb-Cre/Yapflox/flox [YAP liver-KO (knockout)] mice livers (n = 3 for each group).
(B) Representative images of bile duct ink staining in control and YAP liver-KO mice at 10 weeks of age. Low- and high-magnification images are shown in panels on the left and right, respectively. White arrows indicate the extrahepatic bile duct; black arrowheads indicate the interlobular bile ducts; white arrowheads denote representative bile canaliculi. Scale bar; 2 mm.
(C) Histological analysis of the bile ducts and liver architecture. The left panel on the left shows representative immunohistochemical (IHC) staining for cytokeratin 19 (CK19) in control and YAP liver-KO mice at 10 weeks of age. Black arrowheads indicate tubular bile ducts, and white arrowheads indicate obstructed bile ducts. The panel on the right shows hematoxylin and eosin (H&E) staining of liver sections from control and YAP liver-KO mice at 10 weeks of age. Asterisks denote the representative areas of hepatic cell death. Scale bar; 50 μm.

Supplemental Figure 2. Immunoblot analysis of YAP and FBXL5 mutant mice.
(A) Immunoblot analysis of whole liver protein extracts from Yapflox/flox (control), Alb-Cre/Yapflox/flox (YAP liver-KO), Alb-Cre/Fbxl5flox/flox (FBXL5 liver-KO), Alb-Cre/Yapflox/flox /Fbxl5flox/flox  [YAP/FBXL5 liver-dKO (double knockout)] mice (n = 3 pergroup). 
The Arrowhead indicates the IRP2 band.

Supplemental Figure 3. Deoxycholic acid (DCA) induces cell death in a dose-dependent manner
(A) Effect of varying DCA concentrations on cell death in precision-cut liver slices (PCLS) from Yapflox/flox (control) mouse livers. The left panel shows representative staining images, with DCA concentrations of 0, 800, 1000, and 1500 μM. Scale bar; 25 μm. The right panel presents quantification of cell viability at DCA concentrations of 0, 800, 1000, 1250, and 1500 μM. Cell viability was assessed by the ratio of PI-positive cells to Hoechst-positive cells. Data are presented as the mean ± SEM (n = 3 per concentration). 
