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Figure S1. Representative HPLC-PDA/ESI-MS chromatogram of the powdered anthocyanin-rich grape/blueberry 
extract. Identified anthocyanins according to their retention times (RT): 7.10, Delphinidin-3,5-diglucoside; 8.65, 
Cyanidin-3,5-diglucoside; 9.57, Delphinidin-3-galactoside; 10.41, Delphinidin-3-glucoside; 11.13, Peonidin-3,5-
diglucoside; 11.84, Delphinidin-3-arabinoside; 12.06, Malvidin-3,5-diglucoside; 12.72, Petunidin-3-galactoside; 13.03, 
Cyanidin-3-arabinoside; 13.52, Petunidin-3-glucoside; 14.10, Peonidin-3-galactoside; 14.59, Petunidin-3-arabinoside; 
15.00, Peonidin-3-glucoside; 15.95, Malvidin-3-glucoside; 16.99, Malvidin-3-arabinoside; 21.69, Malvidin-3-(6"-
coumaryl)-5-diglucoside. 
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Figure S2. Molecular structures of gut-derived anthocyanin metabolites. (a) Homovanillyl alcohol 
(HVA) and (b) 2,4,6-trihydroxybenzaldehyde (THBA). Molecular strtuctures were drawn with 
ChemSketch version 14.00, Advanced Chemistry Development, Inc. (ACD/Labs), Toronto, ON, 
Canada, www.acdlabs.com. 
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Figure S3. Gating strategy to assess cell viability. (a) To exclude cellular debris cells were first gated 
based on their cellular size (horizontal line). (b) Then nucleated cells were gated (angled marker) for 
their staining with the membrane-permeant DNA staining dye, that stains all cells with a nucleus 
(nucleated cells), and a DNA-binding dye, that stains dead and dying cells which have lost their 
membrane integrity (viability), to discriminate live and dead cells. 

  



 

Figure S4. Gating strategy to assess ASC and NLRP3 protein expression. To exclude debris, cells 
were first gated using forward light scatter-area (FSC-A) versus side scatter-area (SSC-A). Next, FSC-
A versus FSC-height (FSC-H) was used to perform doublet exclusion. Single cells were then gated 
for ASC and NLRP3 expression compared to the matching isotype control and median fluorescence 
intensity (MFI) was assessed. Open histogram unstained, light grey filled histogram matching 
isotype control, dark grey filled histogram stained. 

 

  



 

Figure S5. Gating strategy to assess ASC speck formation. ASC high expressing cells were gated as 
indicated in Figure S3. ASC high cells were further gated using ASC fluorescence pulse area (ASC-
A) and ASC fluorescence pulse width (ASC-W). ASC speck forming cells were selected via the 
observed reduction in ASC-W and the percentage of ASC speck positive cells was quantified. 
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Figure S6. Effect of grape/blueberry anthocyanins and their gut-derived metabolites on ASC and 
NLRP3 protein expression in THP-1 cells. THP-1 monocytes were pretreated with the indicated 
concentrations of grape/blueberry anthocyanins and their gut-derived metabolites, before cells were 
primed with LPS as mentioned in the methods section. Protein expression of (a,c) ASC and (b,d) 
NLRP3 was assessed as median fluorescence intensity (MFI) by intracellular flow cytometry. The 
presented histogram overlays depict representative results from one of at least three replicated 
experiments. 
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Figure S7. NLRP3 inflammasome activation in THP-1 cells. THP-1 monocytes were left untreated or 
primed with 10 ng/ml LPS for 4 h before the inflammasome was activated by adding 10 µM nigericin 
for further 40 min. (a) Caspase-1 activity was measured by using the Caspase-Glo® 1 Inflammasome 
Assay and luminescence was measured. Release of (b) IL-1β and (c) IL-18 into the cell culture 
supernatant were measured by ELISAs. Data are presented mean ± SD of at least three replicated 
experiments. Significant differences compared to the untreated control were calculated using one-
way ANOVA, followed by Dunnett’s multiple comparison test. **p < 0.01 and ****p < 0.0001. RLU, 
relative light unit. RLU, relative light unit. 

 


