Effect of ultrapure lipopolysaccharides derived from diverse bacterial species on the modulation of platelet activation
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Supplementary Information
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Figure S1: TLR4 expression in platelets and control cells. (A) U251-NF-κB-GFP-Luc cell lysates (left) and HEK293 cell lysates (right) were used as positive and negative controls respectively to validate the anti-TLR4 antibody used. (B) Platelet lysates stimulated with 1μg/mL collagen and their resting equivalents were also probed for their TLR4 expression using the anti-TLR4 antibody. The blot shown is representative of three separate experiments.
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[bookmark: _GoBack]Figure S2: Effect of LPSEC on platelet activation. The level of fibrinogen binding and P-selectin exposure in PRP was measured upon incubation with ultrapure LPSEC for 25 minutes at room temperature (A, B) or 50 minutes at 37C (n=5) (C, D). Furthermore, the level of fibrinogen binding to platelets treated with a non-ultrapure version of LPSEC following 20 minutes of incubation was determined (n=3) (E). All data were normalised to their resting control and analysed using one-way ANOVA and Dunnett’s post-hoc test (*p<0.05). Data represent mean  S.D.
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Figure S3: Effect of LPSSM on platelet activation. The level of fibrinogen binding and P-selectin exposure was measured in PRP in the presence of different concentrations of LPSSM and 0.25μg/mL CRP-XL after simultaneous incubation for 20 minutes at room temperature (A, B) (n=3) or preincubation with LPSSM for 5 minutes followed by stimulation with 0.5μg/mL CRP-XL for 20 minutes at room temperature (n=5) (C, D). Similarly, higher LPSSM concentrations were tested with 0.5μg/mL CRP-XL following 10 minutes of pre-incubation and the level of fibrinogen binding (E) and P-selectin exposure (F) was measured (n=7). This experimental set-up was repeated with 10μM TRAP-6 (G and H; n=7) and 10μM ADP as platelet agonists (I and J; n=7). The data were normalised to their 0.5μg/mL CRP-XL, 10μM TRAP-6, or 10μM ADP controls and analysed using one-way ANOVA and Dunnett’s post-hoc test (*p<0.05). Data represent mean  S.D. 
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Figure S4: Effect of LPSRS on platelet activation. The level of fibrinogen binding and P-selectin exposure was measured in PRP in the presence of different concentrations of LPSRS and 0.25μg/mL CRP-XL after incubation for 20 minutes at room temperature (A, B) (n=4) or preincubation with LPSRS for 5 minutes followed by stimulation with 0.5μg/mL CRP-XL for 20 minutes at room temperature (n=4) (C, D). Similarly, ultrapure LPSRS concentrations were tested with 0.5μg/mL CRP-XL following 10 minutes of pre-incubation and the level of fibrinogen binding (E) and P-selectin exposure (F) was measured (n=7). This experimental set-up was repeated with 10μM TRAP-6 (G and H; n=7) and 10μM ADP as platelet agonists (I and J; n=7). Furthermore, non-ultrapure LPSSM was also tested for its effect on fibrinogen binding and P-selectin exposure in response to 0.5μg/mL CRP-XL (K and L; n=9), 10μM TRAP-6 (M and N; n=10), and 10μM ADP (O and P; n=10) following 10 minutes of pre-incubation. The data were normalised to their 0.5μg/mL CRP-XL, 10μM TRAP-6, or 10μM ADP controls and were analysed using a one-way ANOVA and Dunnett’s post-hoc test (*p<0.05). Data represent mean  S.D. The samples treated in the absence of 0.5μg/mL CRP-XL are represented with empty bars.
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Figure S5: Cytotoxic effects of LPS chemotypes in platelets. The cytotoxic effects of LPSEC (A), LPSSM (B), and LPSRS (C) in platelets were investigated using a lactate dehydrogenase (LDH) cytotoxicity assay. All the results were normalised to the positive control. Data represent mean  S.D. (n=3) and analysed with one-way ANOVA with Dunnett’s post-hoc test.
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Figure S6: Full length immunoblots of TLR4 and α-tubulin in whole platelet lysates shown in Figure 2. Resting (-) and CRP-XL (0.5μg/mL) activated (+) platelets were examined for the presence of TLR4 via immunoblotting. The level of -tubulin was detected as a loading control.
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