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Supplementary Information 

1. Uncropped blots 

Uncropped P-RIPK3 blot 

 

 

Uncropped tubulin blot 



 

 

 

2. Supplementary data 

 

Insulin doses administered to groups throughout the study 

Groups No. of mice/group 
No. of mice needing 

insulin treatment 
insulin doses throughout 

the study 
WT Ctrl 14 - - 
WT DN 12 7 336 Units/mouse 

RIPK3-/- Ctrl 14 - - 
RIPK3-/- DN 11 1 336 Units/mouse 
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MLKL phosphorylation and IL-1β expression. Immunoblot analysed in kidneys from mice 

(wild-type WT or RIPK3-/-) +/- diabetes mellitus using antibodies for phospho-MLKL, Total 

MLKL, IL-1β and Tubulin. Statistical analysis was performed by one-way analysis of variance 

ANOVA followed by Tukey's multiple comparisons test. Each dot or triangle represents an 

individual sample, and horizontal bars denote the mean ± S.E.M.   
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NLRP3 score in glomeruli. Immunohistochemical analysed in kidneys from mice (wild-type) 

+/- diabetes mellitus using antibody for NLRP3. Glomeruli were identified and circled by Image 

J software. 10-14 glomeruli have been selected for each kidney section. The positive signals 

in the selected glomeruli were quantified using Image J software. Immunohistochemical 

staining was scored by multiplying the percentage of positive signals by the intensity. Score 

of intensity was from 1 to 5. Magnification: 40×. Statistical analysis was performed using two-

tailed t-tests. Each dot or triangle represents an individual sample, and horizontal bars denote 

the mean ± S.E.M.   
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Glomerulosclerosis score. Periodic acid–Schiff (PAS)-stained kidney sections from mice (wild-

type WT or RIPK3-/-) +/- diabetes mellitus were assessed. Glomeruli were identified and 

circled by Image J software. 10-14 glomeruli were selected for each kidney section. The 

positive signals in the selected glomeruli were quantified using Image J software and 

expressed as the score value. Magnification: 40×. Statistical analysis was performed using 

one-way ANOVA followed by Tukey's multiple comparisons test. Each dot or triangle 

represents an individual sample, and horizontal bars denote the mean ± S.E.M. ***, P < 0.001. 


