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[Abstract] Objective To investigate the release of enterogenic and hepatogenic high mobility group protein B1 (HMGB1)
through exosomes and its regulatory pathway. Methods ~We used wild-type (WT) and ASC”" mice for this study. We randomly selected
five mice per group from each strain and fed them either a normal diet (ND) or a high-fat diet (HFD) for eight weeks. The control group
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consisted of WT mice fed with the normal diet; the HFD group were WT mice with the HFD; the microflora disturbance (MD) group were
ASC” mice fed with the normal diet; the high-lipid microflora disturbance (HLMD) group were ASC” mice with HFD. We used confocal
microscopy to detect the co-localization of liver and intestinal exosome markers with HMGB 1. We then measured the expression level of
HMGBI content in exosomes by Western blotting and PCR. The AML12 cells were treated with palmitic acid (PA) and lipopolysaccharide
(LPS) for 24 h to build an in vitro model. We also detected HMGB1/CD63 levels using Western blotting. To understand the regulatory
mechanism of exosome release, we employed siRNA intervention. Results The secretion of exosomes increased significantly in HFD
group compared with control group [(3.5+0.2) ng/ml vs. (1.1+0.3) ng/ml, P<0.05], HLMD group compared with those in MD group
[(3.240.2) ng/ml vs. (1.9£0.4) ng/ml, P<0.05]. Using immunofluorescence detection, we observed increased co-localization of exosome
markers (ALP or VPS16) with HMGB1 in HED group compared with control group. We also observed this in AML12 cells treated with PA
and LPS compared with blank control. The PCR data showed that HMGB1 in hepatocyte exosomes was higher in HFD group compared
with control group (41.5£10.2 vs. 1.3+0.3, P<0.05), HLMD group was significantly higher than that in MD group (48.6£7.2 vs. 1.5£0.5, P<
0.05). TLR4 expression was higher in HFD group compared with control group (13.8+6.2 vs. 2.840.9, P<0.05), HLMD group compared
with MD group (22.6%4.1 vs. 2.5+1.5, P<0.05). In intestinal mucosal cells, the co-location of HMGB1 and exosome marker CD63 was
significantly higher in HFD group compared with control group (0.6£0.2 vs. 0.4+0.1, P<0.05), and HLMD group compared with MD group
(0.940.2 vs. 0.5+0.1, P<0.0S). In vitro, the HMGBI1 of exosomes was increased in endotoxin group (5.10.8) and high lipid endotoxin group
(5.5£0.7) compared with control group (3.840.6, P<0.0S). On the other hand, the HMGB1 of exosomes in the cell siRNA intervention
group was not increased compared with control group (3.7+0.6 vs. 3.8£0.6, P>0.05). Conclusion

HMGBI is released by exosomes in
hepatocytes and intestinal cells, and regulated by Toll-like receptor 4 (TLR4) under a high-fat diet and intestinal flora disorder, which may

be one of the contributing factors in promoting the development of steatohepatitis.
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