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(A) The renal injury and fibrosis

black arrows indicate inflammatory cells). (B) The quantitative analysis of the area affected by renal interstitial
fibrosis (“*P<0.01, “**P<0.001, ****P<0.0001). (C) The levels of Collagen I and a-SMA were detected by
qPCR (*P<0.05, **P<0.01, ***P<0.001, ****P<0.0001). (D and E) The levels of Collagen I and a-SMA were
detected by Western blot. Tubulin was used as the loading control (*P<0.05, **P<0.01, ***P<0.001). (F

and G) Immunohistochemical staining was performed to assess the expression of Collagen I and a-SMA at

a cellular level, the postive areas were measured using Image J (Original magnification: x 400, scale: 20 ym,

*P<0.05,**P<0.01, ***P<0.001, ****P<0.0001). Results were presented as. SD of three indiyi .
experiments. The ful-dengah blot/gels ar presented in Supplementary Fig. 1 s 2. Pl
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Fig. 3. UTI blocked the glycolysis process induced by UUO. (A) The expression of PKM2 and LDHA was
detected by qPCR (*P<0.05, **P<0.01, ***P<0.001, ***P<0.0001). (B) The levels of PKM2 and LDHA
were detected by Western blot. (C) The grey value results of PKM2 and LDHA. Tubulin was used as the
loading control (*P<0.05, **P<0.01). (D) Mitochondrial morphology in three groups of mice, red arrows.
indicate mitochondria (Original magnification: X 20000, scale: 0.5 um) (E and F) The expression of PKM2 was.
evaluated by immunohistochemical staining, the positive areas were quantified (Original magnification: x 400,
scale: 20 um, *P<0.05, **P<0.01, ***P<0.001, ****P<0.0001). (G) The expression of AMPK and HIF-1a was
detected by qPCR (*P<0.05, **P<0.01, ***P<0.001). (H) The levels of AMPK, p-AMPK and HIF-1a were
detected by Western blot. (1) The analysis of grey value of p-AMPK and HIF-1a. AMPK and Tubulin were
used as the loading controls (*P<0.05, “*P<0.01). Results were presented as mean £ SD of three individual
experiments. The full-length blots/gels are presented in Supplementary Fig. 1 andBig/3: /0. = - 7 F = A
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Fig. 2. UTlalleviated the profibrogenic phenotypes in TGF-B1-induced HK-2 cells. (A) The effects of diferent
concentrations of UTI on HK-2 cells viability were detected by CCK-8 assay (**P<0.01 for 10000 U/ml UTI
vs.0 U/ml UTI, ***P<0.001 for 20000 U/mi UTI vs. 0 U/ml UTI). (B) The levels of Collagen I and a-SMA
were detected by Western blot. (C and D) The analysis of grey value of Collagen I and a-SMA. Tubulin was.
used as the loading control (ns for P> 0.05, **P<0.01, ***P<0.001). (E) The level of a-SMA was evaluated by
immunofluorescence staining (Original magnification: x 200, sale: 50 um). (F) The quantitative analysis of
a-SMA positive area (***P<0.001, ****P<0.0001). (G and H) The scratch assays were performed to evaluate
the effect of TGF-1 and/or UTI on cell mobility. The leading edge is shown by the yellow lines afier 0 and 24 h
(**P<0.001, ****P<0.0001). (I and ]) Transwell assays were performed to evaluate the effect of UTI on cell
mobility (**P<0.001, ****P<0.0001). Results were presented as mean & SD of three individual experiments.
“The full-length blots/gels are presented in Supplementary Fig. 2.
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Ulinastatin attenuates renal fibrosis by regulating
AMPK/HIF-1a signaling pathway-mediated
glycolysis
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