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Supplemental Figure 1. Celastrol does not suppress the activation of AIM2 and NLRC4 inflammasome in primary 

macrophages. Bone marrow-derived macrophages were primed with LPS (500 ng/ml) for 4 hr. Then, the cells were treated 

with celastrol for 1 hr and further stimulated with (A, B) poly dA:dT (1 mg) or (C, D) flagellin (10 mg) for 6 hr. A, C. Cell 

culture supernatants and cell lysates were immunoblotted for pro-caspase-1, caspase-1(p10), pro-IL-1b, and IL-1b. B, D. 

Cell culture supernatants were analyzed for secreted IL-1b using ELISA. Values represent the means ± SEM (n=3-5).  
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Supplemental Figure 2. Celastrol suppresses NLRP3 inflammasome activation induced by nigericin in primary 

macrophages. Bone marrow-derived macrophages were primed with LPS (100 ng/ml) for 4 hr. The cells were treated with 

celastrol for 1 hr and then stimulated with nigericin (10 mM) for (A) 1 hr or (B) 16 hr. ( A) The cell culture supernatants and cell 

lysates were immunoblotted for pro-caspase-1, caspase-1(p10), pro-IL-1b, and IL-1b. (B) The cell culture supernatants were 

analyzed for secreted IL-1b using ELISA. Values represent the means ± SEM (n=3). *, significantly different from nigericin 

alone, p <0.05. (C) The cell lysates were immunoblotted for ASC. (D) The cells were stained for ASC (green), and the nuclei 

were stained with 4',6-diamidino-2-phenylindole (DAPI; blue). The arrows indicate ASC speckles. The data are representative of 

three independent experiments. For immunoblotting results, the cropped blots from full length gels were presented. 
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Supplemental Figure 3. Celastrol suppresses NLRP3 inflammasome activation induced by uric acid crystals in 

primary macrophages. Bone marrow-derived macrophages were primed with LPS (500 ng/ml) for 4 hr. The cells 

were treated with celastrol for 1 hr and then stimulated with monosodium uric acid crystals (MSU, 10 mg/ml) for 6 hr. 

( A) The cell culture supernatants and cell lysates were immunoblotted for pro-caspase-1, caspase-1(p10), pro-IL-1b, 

and IL-1b. (B) The cell culture supernatants were analyzed for secreted IL-1b using ELISA. Values represent the 

means ± SEM (n=3). *, significantly different from MSU crystals alone, p <0.05.  
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Supplemental Figure 4. Cell viability. Bone marrow-derived macrophages were primed with LPS (A: 100 

ng/ml, B: 500 ng/ml) for 4 hr. The cells were treated with celastrol for 1 hr and then stimulated with ATP for 2 hr. 

Cell viability was determined by MTT assay. Values are expressed as the % of control (white bar). Values 

represent the means ± SEM (n=6). Comparisons of data between groups were performed by one-way analysis of 

variance (ANOVA) followed by Duncan’s multiple range test. *, significantly different from vehicle alone, p 

<0.05. ns, not significant from LPS+ATP.  
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Lee et al. Figure 5: Full gel pictures 
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Lee et al. Supplemental Figure 2: Full gel pictures 

S Figure 2A  

Caspase-1(p10) 

S Figure 2A  

Cleaved IL-1b 

S Figure 2A  

Pro-caspase-1 

S Figure 2A  

Pro-IL-1b 

S Figure 2C  

ASC oligomer 

S Figure 2C  

ASC 


