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The anti-diabetic drug gliquidone modulates LPS-mediated microglial neuroinflammatory responses by inhibiting the NLRP3 inflammasome 
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Supplementary Figure 1. Gliquidone suppresses LPS-induced peripheral proinflammatory cytokine levels in C57BL6/N mice. The in vivo experimental procedure for gliquidone and LPS injection is shown at the top of the figure. (A-C) ELISA of the proinflammatory cytokines IL-1β, IL-6, and TNF-α in mice treated as described in the experimental procedure (IL-1β: Veh, n = 4; LPS, n = 4; L+G 10 mg, n = 4; L+G 20 mg, n = 5; IL-6: Veh, n = 5; LPS, n = 3; L+G 10 mg, n = 4; L+G 20 mg, n = 6; TNF-α: Veh, n = 5; LPS, n = 4; L+G 10 mg, n = 4; L+G 20 mg, n = 6). *p < 0.05, **p < 0.01, ***p < 0.001. 
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Supplementary Figure 2. Pretreatment with gliquidone abolishes LPS-stimulated IL-1β, IL-6, iNOS and COX-2 mRNA levels in BV2 microglial cells. (A-B) RT-PCR analysis of proinflammatory cytokine mRNA levels in cells treated sequentially with gliquidone and LPS as indicated (n = 8/group). (C) Q-PCR analysis of proinflammatory cytokine mRNA levels in cells treated sequentially with gliquidone and LPS (IL-1β, n = 8/group; IL-6, n = 6/group; iNOS, n = 7/group; COX-2, n = 8/group). *p < 0.05, **p < 0.01, ***p < 0.001. 
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Supplementary Figure 3. Gliquidone does not alter LPS-stimulated astroglial ERK phosphorylation. (A-B) Primary astrocytes were treated sequentially with LPS or PBS and with gliquidone (5 M) or vehicle (1% DMSO) as indicated, and immunocytochemistry was performed with an anti-GFAP antibody. The purity of the primary astrocytes was measured by the GFAP/DAPI ratio (C, n = 586; L, n = 839; LPS + gliquidone, n = 675). (C) Immunocytochemistry analysis of GFAP and p-ERK expression in primary astrocytes treated sequentially with LPS and gliquidone as indicated. (D) Quantification of the results in C (C, n = 38; L, n = 31; LPS + gliquidone, n = 22). *p < 0.05, Scale bar = 20 μM. 
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Supplementary Figure 4. Gliquidone does not alter LPS-stimulated astroglial NLRP3 and pro-IL-1 levels. (A-B) Q-PCR analysis of NLRP3 and pro-IL-1β mRNA levels in primary astrocytes treated sequentially with LPS and gliquidone as indicated (n = 8/group). (C) Immunocytochemistry analysis of GFAP and NLRP3 expression in primary astrocytes treated as indicated. (D) Quantification of the results in C. (C, n = 30; L, n = 42; LPS + gliquidone, n = 36). *p < 0.05, ***p < 0.001. Scale bar = 20 μM. 
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