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Introduction Results

Cyclophilins {CyPs) are peptidyl-prolyl isomerases that facilitate protein folding and regulate several biological processes. Cyclophilin inhibition with rencofilstat (CRV431) significantly reduced ECM =£35  Rencofilstat (CRV431) reduced expression and secretion of pro-
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liver disease, including steatosis, fibrosis, inflammation, cell injury and in hepatocellular carcinoma. Rencofilstat (formerly

CRV431) developed by Hepion Pharmaceuticals is a pan-cyclophilin inhibitor (non-immunosuppressant cyclosporin Preventive Curative A COL1AL DGERE TIMP1 B TIMP-1
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with TGFB+CRV431. (B) Quantification of different types of ECM fibers via IF (measure of intensity of
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Figure 1: Patient-derived primary hepatic stellate cells (HSC) and precision-cut liver slices (PCLS). Patient-matched
primary HSC and PCLS were prepared from background (tumour-free) liver specimens derived from patients undergoing
secondary liver cancer resection (different fibrotic stages, n=9) (2). HSC were activated with TGF-B1 (2.5ng/ml) for 5 days.
5uM CRV431 was added simultaneously (preventive regimen) or after TGF-B1 (curative regimen). PCLS were exposed to
mechanical (cut effect) or chemical insults including ethanol 250mM, fatty acids 0.1mM, LPS 10ug/ml individually and/or
combined for up to 5 days and 5uM CRV431 was added simultaneously with insults. In PCLS and HSC, fibrosis/HSC
activation status was assessed by gene expression, immunofluorescence (IF), and secretion of fibrotic markers. ECM fiber
deposition and alignment were quantified on cell derived matrix. Proteomics analysis was preformed on PCLS and tissue

analysis of differentially expressed proteins in pair comparisons was performed in ClueGO v. 2.5
within Cytoscape v. 3.9 environment for category clustering (according to k-score) and network
visualization. The analysis was performed within Reactome (https://reactome.org) database,
selecting categories with a p-value, corrected by Benjamini-Hochberg method, less than 0.05.
Node colour represents the percentage of proteins that are up- (red) or down- (blue) regulated
with CRV431 treatment.

== Cyclophilin inhibition with rencofilstat (CRV431) reduced

stiffness was assessed by atomic force microscopy (AFM). 3 3 PCLS PCLS stiffness
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Elena Palma (e.palma@researchinliver.org.uk) (1) Ure DR, et al. Expert Opin Investig Drugs. 2020. = @ 5 B B & Sl = @ &R & = W treated with mechanical or chemical insult £CRV431, obtained with Hertz model. JPK CellHesion
Luca Urbani (luca.urbani@researchinliver.org.uk) (2) Palma E, Doornebal EJ, Chokshi S. Hepatol Int. 2019. 300 was used to perform all measurements of stiffness. Cantilevers used were tipless silicon
Shilpa Chokshi (s.chokshi@researchinliver.org.uk) Figure 3: (A) Representative confocal Z-stack images showing the alignment of different ECM fibers deposited by | | nitride from Bruker (MLCT-010) and had a spring constant = 0.03N/m (cantilever D) and had a
FU nderS WD Ay HSC treated with TGFB alone or with TGFB+CRV431. Heatmap is generated according to fibers orientations, | | 37um polystyrene microspherical beads attached using Loctite superglue which was cured using

showing the diversity of neighbour fibers orientation. (B) Mean order parameter of Pan-Collagen and Fibronectin | | UV light for 10minutes. Cantilevers were calibrated in PBS. Four complete force maps (size =
fibers alignment in HSC-deposited ECM for the indicated treatment regimen. Dots=cell lines; n=13-14|| 100um X 100um, pixels = 8 X 8 and speed = 5um/sec) taken from distinct areas were generated
pics/condition. MeantSEM; statistical analysis: Wilcoxon-Mann-Whitney test. for each sample. Setpoint was 1.8V (2.6nN) in constant force mode. n=1 slice per condition.
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