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Supplementary file 2. Supplementary figures
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Fig. S1 (A) Schematic diagram of in vivo ACR neuropathy model. (B) H&E and Thionine Nissl staining of the spinal cord cross-sections from rats subjected to ACR for four weeks. Cells with a distinct nucleus and a diameter of at least 25 μm located in the anterior horn ventral to the line tangential to the ventral tip of the central canal are deemed to be α motor neurons. Those α motor neurons with hyperchromatic cytoplasm are marked by red arrowheads. Corresponds to Fig. 1B, 1E. (C) Schematic diagram of in vitro ACR neuropathy model. (D) The viability of N2a cells with different concentrations ACR treated for 24 hours. The half maximal inhibitory concentration (IC50) of ACR on differentiated N2a cells is calculated by nonlinear regression in GraphPad Prism 8. IC50 = 2.609 (95%CI, 2.354 to 2.889) mM.
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Fig. S2 (A) Immunofluorescence of SARM1 (red) and Parkin (green) in spinal cord cross-sections from rats subjected to ACR for four weeks. White dotted lines outline α motor neurons and white solid lines are the region of interest (ROI) for gray intensity analysis of red and green channels. White arrowheads point out points where red and green channels co-localize along axons. Scale bar, 20 µm. (B) Immunofluorescence of SARM1 (red) and Parkin (green), and (C) SARM1 (red) and DRP1 (green) in N2a cells with ACR treated for 24 hours. White solid lines are the region of interest (ROI) for gray intensity analysis of red and green channels. Scale bar, 20 µm.
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Fig. S3 (A) Immunofluorescence of LC3 (green) and DRP1 (red) in spinal cord cross-sections from rats subjected to ACR for four weeks. White dotted lines outline α motor neurons and white solid lines are the region of interest (ROI) for gray intensity analysis of red and green channels. Scale bar, 20 µm. (B) Western blotting analysis of lysosomal function-related proteins. n=6. *, p<0.05; **, p<0.01; ***, p<0.001 compared to corresponding controls.
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Fig. S4 (A) Immunofluorescence of PINK1 (green) and Tom20 (red), and (B) LC3 (green) and Tim23 (red) in N2a cells with ACR treated for 24 hours. White solid lines are the region of interest (ROI) for gray intensity analysis of red and green channels. Black arrows in ROI plotProfiles indicate overlapped points, and black arrowheads indicate non-co-located points. The calculation of the Pearson's R value is based on the entire image, and the scatterplot is placed to the right of the corresponding image. Scale bar, 50 µm.
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[bookmark: _GoBack]Fig. S5 (A) Schematic diagram of RAPA intervention experiment. The red arrows indicate time points for the RAPA administration. (B) Western blotting analysis of mitochondrial fission-related proteins in the spinal cord from rats with RAPA intervened or not. n=6. (C) Immunofluorescence of Parkin (green) and SARM1 (red) in spinal cord cross-sections from rats with RAPA intervened or not. White dotted lines outline α motor neurons. Scale bar, 20 µm. *, p<0.05; **, p<0.01; ***, p<0.001 compared to corresponding controls. #, p<0.05; ##, p<0.01; ###, p<0.001, comparison between groups with RAPA intervention or not.
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