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Supplementary Figure S1. Knockdown of Drp1 leads to augmented NLRP3-activating 

stimulations-mediated cell death. (a, b) ShScr or shDrp1 BMDMs were treated with LPS, 

followed by ATP (L + A) or nigericin (L + N) treatment, or treated with TNF-

 

and CHX (TC). 

Cells were stained with propidium iodide (PI) (a) or Annexin V-FITC/PI (b), and then analyzed 

by flow cytometer. Relative PI-positive cells (a) or Annexin V-positive/PI-negative cells (b) 

were plotted. (c) Wild-type or Nlrp3-deficient BMDMs were treated with LPS, followed by 

nigercin treatment. Cell death was then determined by LDH release assay. (d, e) ShDrp1 

BMDMs were treated with LPS in the presence of YVAD-cmk (20 M), followed by ATP (d) or 

nigericin (e) treatment as indicated. Cell death was determined by LDH assay. Asterisks

indicate significant differences (n = 7, * p<0.0005; n = 7, ** p<0.0001). 



Supplementary Figure S2. Knockdown of Drp1 leads to augmented NLRP3-dependent 

caspase-1 activation. Wild-type, shScr or shDrp1 BMDMs were untreated or treated with LPS, 

followed by ATP treatment (2 mM, 45 min). Culture supernatants (Sup) or soluble lysates

(Lys) were immunoblotted as indicated antibodies.
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8.34 % 33.80 % 8.73 %

Mito-SOX

Unt LPS + ATP CCCP

Supplementary Figure S3. CCCP did not promote the production of mitochondrial ROS. 

Wild-type BMDMs were treated with LPS, followed by ATP treatment, or treated with CCCP

(10 M, 2 h). Cells were stained with MitoSOX and analyzed by flow cytometer. 



Unt LPS + ATP

6.67% 21.1% 17.5%

LPS + ATP + YVAD

Supplementary Figure S4. Inhibition of caspase-1 partially attenuates LPS/ATP-triggered 

mitochondrial ROS production. Wild-type BMDMs were treated with LPS, followed by ATP 

treatment in the presence of YVAD-cmk (20 M) as indicated. Cells were stained with

MitoSOX and analyzed by flow cytometer. Representative histograms among four-

independent experiments were displayed.
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Supplementary Figure S5. CCCP attenuates LPS-mediated ERK phosphorylation.  Wild-type 

BMDMs were untreated or treated with LPS in the presence or absence of CCCP pretreatment

(5 M) for 2 h or 4 h, followed with ATP as indicated. 
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Supplementary Figure S6. Caspase-1 inhibitor blocks mitochondrial fragmentation by NLRP3 

inflammasome stimulators.  Wild-type BMDMs were treated with LPS in the presence or 

absence of YVAD (20 M), followed by ATP or nigericin treatment as indicated. Cells were 

then stained with anti-Tom20 antibody, and observed by confocal microscope. Red and blue

signal represent mitochondrial and nuclear fluorescence, respectively. Scale bars, 10 m.
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