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ABSTRACT Objective: To determine the effect of tamoxifen on the metabolism, inflammation and fibrosis-related gene expression
of LSECs in a diet-induced NASH mouse model. Methods: 8-week-old male C57BL/6 mice were purchased from Charles River. Then
these mice were fed MCD diets for 6 weeks and administrated tamoxifen intraperitoneally (100 mg/kg/day) for five consecutive days. The
next day, these mice were anesthetized and LSECs were isolated and suspended by 1 ml TRIzol Reagent and placed at -80°C refrigerator.
The samples were then sent to Genedenovo Biotechnology for RNA sequencing and subsequent bioinformatic analysis were performed
on Omicsmart platform. We also reanalyzed others' sequencing data to support our evidence using Omicshare tools. Results: Through
analyzing our own RNA-seq data and reanalyzing Xiong X's RAN-seq data, combined with liver ECs-specific metabolic gene sets derived
from Joanna Kalucka et al, we found that compared to normal LSECs, inflammation and fibrosis-related gene expression was upregulated
notably. These effects were abolished by tamoxifen administration. Meanwhile, GSEA analysis suggested that tamoxifen downregulated
the expression of inflammation and fibrosis-related pathway. Conclusions: Tamoxifen reversed the alterations of metabolic genes of
LSECs and up-regulated genes related to inflammation and fibrosis in mice with nonalcoholic steatohepatitis.
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Table 1 GO and KEGG analysis of differentially expressed genes

GO Term -logl0(FDR) KEGG Pathway -log10(FDR)
Immune system process 60.11 Cell adhesion molecules (CAMs) 6.31
Response to external stimulus 48.01 Osteoclast differentiation 6.31
Viral protein interaction with cytokine
Defense response 45.70 ) 6.22
and cytokine receptor
Regulation of multicellular

) 44.31 Lysosome 6.07

organismal process
Regulation of response to stimulus 4431 Malaria 6.07
Immune response 41.83 Inflammatiory bowel disease (IBD) 5.83
Cell migration 40.77 Cytokine-cytokine receptor interaction 4.97
Regulation of immune system process 39.10 Focal adhesion 4.63
Inflammatory response 38.19 ECM-receptor interaction 4.54

Positive regulation of biological o

38.15 Chemokine signaling pathway 4.50

process

Note: -logl 0(FDR) represents negative logarithm of FDR. -log10(0.05) =1.30103.
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Fig.1 The expression heatmap of liver ECs-specific metabolic genes
(A. The expression of liver ECs-specific metabolic genes of LSECs in
NASH liver was downregulated compared to normal liver; B. TAM
treatment restored the downregulated liver ECs-specific metabolic gene

expression in NASH liver.)
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Fig.2 The gene expression heatmap of inflammation and fibrosis-related genes

(A, B. The inflammation and fibrosis-related gene expression of LSECs in NASH liver was upregulated; C, D. TAM treatment downregulated the

inflammation and fibrosis-related gene expression of LSECs in NASH liver.)
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Fig.3 GSEA analysis of TAM treatment group and control group

(A-B. GSEA analysis revealed that TAM treatment downregulated the gene expression of inflammatory response and TNFa pathway; C-D. TAM

treatment downregulated the gene expression of extracellular matrix structural constituent and epithelial -mesenchymal transition pathway)
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