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Figure 5. Comparison of Differential Gene Expression in Key Pathologic Cell Types
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PCLivS generated from PSC (n = 3) and PBC (n = 1) liver explants were cultured for 2 days in . | | | . | e | e S T i —
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(DMSO) Nuclei were i30|ated fr()m 2 pooled S|iceS per treatment and precessed f()r Sing|e Volcano plots of differentially expressed genes in bexotegrast-treated or ALKSi-treated vs vehicle-treated comparison in myofibroblasts (A) and scar-associated endothelial cells (B).
] ] ] : ] ] ] ] Genes indicated in blue are| IogZFC| > 0.5 and FDR < 0.05. Selected Reactome 2022 terms for significantly downregulated genes overlapping between bexotegrast and ALK5i are shown in accompanying tables. DEGs in the significantly downregulated extracellular matrix organization term are highlighted in the volcano plots (red).
nuclear barcoding using 10x Chromium Next GEM 3’ HT kits. Comparative differential gene

expression and pathway enrichment analysis were performed on annotated cell subpopulations. Figure 6. Comparison of Differential Gene Expression in Immune Cell Types
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Figure 3. shRNA-seq Analysis of Hepatic Cell Populations in PCLivS | | | ' | | : : .

: : : | | | | ® 30
5 i . . . . . . H . . . . . . ! . . HLA-E . . °

5 ' g - - Venhicle Bexotegrast ALKSI _ _ : : 5 7 L17RA ] . . : ® 0

Log, fold change Log, fold change Log, fold change Log, fold change A-}/éY; ) ) : @ 50

| | | h - | - o

) A:V,Mmelsen(:hy . Cholangiocyte 1 . Activated Portal Fibroblast SYK
b FBXW5 -

@ Cholangiocyte 2 . aHSC HSP90AA -

MAP2KS3 A

@ Central Venous Hepatocyte @ Wyofibroblast Reactome 2022 Terms Adj. P-Value Reactome 2022 Terms Adj. P-Value TRIM22 1

@ Hepatocyte 1 © agHscC o RPSOIAT |
@ Hepatocyte 2 @ Vascular Smooth Muscle Interferon Gamma Signaling R-HSA-877300 1.64E-05 Immune System R-HSA-168256 4.89E-05 — MRCH -

CTSL A

LAMP1 1

. B Cell CASPS A
Hepatocyte 3 - Immune System R-HSA-168256 1.07E-03 Innate Immune System R-HSA-168249 1.15E-04 INPPLT ]

@ Interzonal Hepatocyte cDC L DAr] |

! ! CTSZ -
o oo e : e Cytokine Signaling In Immune System R-HSA-1280215  6.05E-03 Signaling By Interleukins R-HSA-449147 7.09E-04 el

@ Lymphatic Endothelial O TcCels
() Scar-associated Endothelial 1 @ Kupffer Cells Volcano plots of differentially expressed genes in bexotegrast-treated or ALKSi-treated vs vehicle-treated comparison in B-cells (A) and Kupffer cells (B). Genes indicated in blue are| IogZFC| > 0.5 and FDR < 0.05. Selected Reactome 2022 terms for significantly upregulated genes unique to ALKSi-
Endothelial @ Scar-associated Endothelial2 @ MHCII treated comparison are shown in accompanying tables. DEGs in the significantly upregulated Interferon Gamma Signaling (A) or Immune System (B) terms in ALKSi-treated comparison are highlighted in the volcano plots (red) and expression across treatment groups is shown in the dot plots.

@ Vascular Endothelial () Macrophage

® alial

Vehicle Bexotegrast ALKDSI

Epithelial

Uniform manifold approximation and projection (UMAP) plots of filtered and normalized unique barcodes from 10x-sequenced single nuclei preparations of PCLivS CO N C LU S I O N S
samples from all donors and treatments. Cell type annotation for major cell type categories is indicated by color legend. aHSC, activated hepatic stellate cell; cDC,

conventional dendritic cell; LSEC, liver sinusoidal endothelial cell; MHCII, major histocompatibility complex class Il; qHSC, quiescent hepatic stellate cell e The antifibrotic activity of bexotegrast was similar to ALKS5i in cells expressing the integrin targets, aVBG and GVB1, and other pathOIOgiC cell types
- Major hepatic cell populations were identified in PCLivS, including myofibroblasts, * Inimmune cells, ALKSi upregulated immune response genes while bexotegrast had an attenuated effect, highlighting the differentiated activity of bexotegrast on TGF-f8 signaling
cholangiocytes, hepatocytes, Kupffer cells and endothelial cells  These data demonstrate the utility of snRNA-seq of PCLivS for distinguishing the cell-specific effects of anti-fibrotic therapies
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