Supplementary Materials
MATERIALS AND METHODS 
Construction of APAP acute liver injury model
To establish an acute liver injury (ALI) model of carbon tetrachloride in vivo, male C57BL/6 mice were intraperitoneally injected with 250 mg/kg APAP. Mice in the control group were intraperitoneally injected with the same volume of normal saline. At the designated time point after injection, the mice were anesthetized with isoflurane, and blood was collected from the ocular vein. The mice were euthanized, and the livers were removed. All animal experimental protocols used in this study were conducted under the standards of the Ethics Committee of Inner Mongolia Medical University (SCXK2016-0001).
S100A6 stimulates Kuffer cells in vitro
Kuffer cells were harvested at the exponential growth phase, prepared into a suspension of 1 × 106 cells/mL, and 100 μL of this suspension was added to each well of six plates. After the cells adhered to the wall, 2, 4, and 6 µg/mL S100A6, respectively, and cellular RNA was collected at 1, 2, and 3 h.

Results
Severe inflammation during acute liver injury
After we detected that the APAP ALI model was successfully constructed, we also detected the number of macrophages in the liver. Flow cytometry results showed that the number of macrophages increased significantly on the fifth day after APAP ALI (Figure S1A). Further transcription data showed that APAP ALI was accompanied by severe inflammation (Figure S1B).
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S1 Severe inflammation during acute liver injury
(A) FACS (fluorescence-activated cell sorting) analysis of the percentage and number of macrophages in the liver (2d、5d、7d、14d) (n = 5). (B) KEGG and GO analyses were used to analyze the upregulation of differential genes on the fifth day after ALI (2d、5d) (n = 5). * p < 0.05, ** p < 0.01, *** p < 0.001 or ns (not significant).
S100A protein increased significantly on the second day of acute liver injury
We also analyzed S100A family proteins in the APAP ALI model. Further transcriptome sequencing results showed that A6, A11, A8, A10, A9, A3, and A4 in the S100A protein family increased significantly on the second day after injury. Among them, the expression of S100A6 in normal liver tissues was not very high, but the increase in ALI was most significant on the second day. (Figure S2). 
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S100A6 protein increased significantly on the second day of acute liver injury
(A) Hierarchical clustering of S100 genes (2d and 5d) (n = 5). (B) Significant order of difference between S100 genes (2d and 5d) (n = 5). (C) Expression levels of S100A genes. (D) qRT-PCR analysis of the expression of S100A6 (2d、5d、7d、14d) (n = 5). * p < 0.05, ** p < 0.01, *** p < 0.001 or ns (not significant).
S100A6 stimulates Kuffer cells to produce TNF-α
As shown in Figure S3A, S100A6 stimulated Kuffer cells to produce TNF-α at different time points. When the concentration of S100A6 was 6ug/mL and the time was 2h, the expression of TNF-α reached its highest level (Figure S3A). To further determine the source of the chemokine CCL2, we compared the expression of CCL2 stimulated by S100A6 in Kuffer cells, the cell supernatant (supernatant of S100A6 stimulated by Kuffer cells) stimulated FL83B cells, and TNF-α stimulated FL83B cells (Figure S3B). The results showed that TNF-α stimulated the production of CCL2 by liver cells, which is one of the reasons for the entry of monocytes/macrophages.

[image: FIG-S3]
S100A6 stimulates Kuffer cells to produce TNF-α
(A) Expression of TNF-α after S100A6 stimulation of Kuffer cells. (B) CCL2 expression * p < 0.05, ** p < 0.01, *** p < 0.001 or ns (not significant).
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