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Supplementary Table 1 Detailed information on SPOP and RIPK3 docking. The blue letters indicate 

the degron motifs suggested in Fig. 3C.  

 

  



 

 

Supplementary Fig. 1 SPOP regulates the RIPK3 half-life. A Confirmation of the RIPK3 and SPOP 

protein levels in colon cancer cells, such as HT-29, HCT15, DLD-1, HCT116, WiDr, and SW480. B 

Confirmation of SPOP overexpression in HeLa cells. C SPOP knockdown by sh-SPOP increased RIPK3, 

but not RIPK1, in HT-29 cells. D SPOP knockdown-mediated RIPK3 reduction was not caused by 

RIPK3 gene expression in HT-29 cells. E Measurement of the prolonged RIPK3 half-life by SPOP 

knockdown HT-29 cells. The error bars from a triplicate experiment indicate SEM. 

 

  



 

 

Supplementary Fig. 2 Illustration showing the maps of SPOP and RIPK3. Schematic maps for degron 

motif deletion mutants of RIPK3. ΔDeg-1, deleted aa 385-389; ΔDeg-2, deleted aa 399-403; and ΔDeg-

3, deleted aa 410-414. 

 

  



 

 

Supplementary Fig. 3 Phospho-mimetic mutations of RIPK3 at the degron motifs affect complex 

stability. A Full picture of the docking interface between SPOP and RIPK3-wt. The magnified boxed 

area is shown in Fig. 4B. B Mutation strategy of RIPK3 at Deg-2 and Deg-3. C-D Full pictures of the 



docking interface between SPOP and RIPK3-TTS/DDD or -TTS/EEE. The magnified boxed area is 

shown in Fig. 4G. E-F Valuation of the binding effect for the complex stabilization between SPOP and 

RIPK3-TTS/DDD or -TTS/EEE.  

 

  



 

 

Supplementary Fig. 4 Comparison of the ERK2 and PIM2 protein levels in cancer tissues. A-B 

COSMIC database was used to analyze the expression levels of ERK2 (A) and PIM2 (B) in various 

human cancer tissues.  

 

  



 

 

Supplementary Fig. 5 SPOP knockout sensitized LSZ-induced necroptosis. A Illustration confirming 

SPOP knockout using sg-SPOP by ICF analysis under a confocal microscope in HT-29 cells. B SPOP 

knockout did not affect cell proliferation under normal cell culture conditions analyzed by the MTS 

assay in HT-29 cells. C SPOP knockout sensitized LSZ-induced necroptotic cell death morphology 

observed by phase-contrast optical microscopy (×200) in HT-29 cells. D Genetic depletion of SPOP-

sensitized LSZ-induced cell death measured by flow cytometry in HT-29 cells. The measured cell 

populations were divided into AV-/PI- (alive cells), AV+/PI− (early apoptotic cells), AV−/PI+ (early 

necrosis/necroptosis cells), and AV+/PI+ (late apoptosis and necrosis/necroptosis cells). These 

supplementary data support Fig. 7C. 

 

 

 


