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Abstract:

 The Staphylococcus aureus toxin, α-hemolysin, is an important and well-studied virulence factor in staphylococcal infection. It is a soluble monomeric protein that, once secreted by the bacterium, forms a heptameric pore in the membrane of a broad range of host cell types. Hemolysin was recently discovered to bind and activate a disintegrin and metalloprotease 10 (ADAM10). In epithelial and endothelial cells, ADAM10 activation is required for the toxin’s activity against these cells. In host monocytic cells, α-hemolysin activates the nucleotide-binding domain and leucine-rich repeat containing gene family, pyrin domain containing 3 (NLRP3) inflammasome leading to production of pro-inflammatory cytokines and cell death. We now show that ADAM10 is critical for α-hemolysin-mediated activation of the NLRP3 inflammasome in human monocytes as siRNA knockdown or chemical blockade of ADAM10-α-hemolysin interaction leads to diminished inflammasome activation and cell death by reducing the available ADAM10 on the cell surface. Unlike epithelial cell and endothelial cell damage, which requires α-hemolysin induced ADAM10 activation, ADAM10 protease activity was not required for NLRP3 inflammasome activation. This work confirms the importance of ADAM10 in immune activation by α-hemolysin, but indicates that host cell signal induction by the toxin is different between host cell types.
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1. Introduction


Staphylococcus aureus is a gram-positive bacterium that is responsible for causing infections that lead to severe morbidity and mortality. S. aureus causes infections in a broad range of host tissues including the skin, vascular, and respiratory systems [1]. It is also a growing public health concern because of the emergence of antibiotic resistance including methicillin resistant strains that cause both hospital and community acquired infections [2,3,4].



Staphylococcus aureus produces an array of virulence factors that are important for the pathogenesis of infections caused by these bacteria. Among these virulence factors are several pore-forming toxins that attack host cells by permeabilizing their cell membranes. The pore-forming toxin, α-hemolysin (Hla) is one of the best studied of these factors and is critical for virulence in mouse models of infections caused by S. aureus [5,6,7,8]. Hla is active against cells from a variety of tissues including respiratory epithelium, endothelium, immune cells, and keratinocytes [8]. This broad range of cellular targets stems from the nearly universal expression of the host cellular receptor for Hla, A Disintegrin and Metalloproteinase-10 or ADAM10 [9]. Additionally, the level of ADAM10 expression on a given cell type dictates sensitivity to the toxin [9]. Genetic loss or chemical inhibition of ADAM10 protects cellular targets from Hla in tissue culture and mitigates Hla-induced pathology in mice [9,10,11,12,13,14]. Further, mice treated with ADAM10 inhibitors or with tissue specific knock out of ADAM10 exhibit resistance to S. aureus infection. In epithelial and endothelial cells, Hla’s interaction with ADAM10 leads to the activation of ADAM10’s metalloproteinase activity. This enhanced protease activity leads to the cleavage of cell surface adhesins, like E-cadherin, and disruption of cell-to-cell contacts [9,12]. Consequently, it is believed that activation of ADAM10 by Hla is important for S. aureus ability to penetrate epithelial and endothelial barriers and thus cause invasive infection.



Hla is also a potent activator of the innate immune signaling protein, Nucleotide-binding domain and Leucine-Rich repeat containing family Pyrin domain containing 3 (NLRP3) inflammasome [15,16]. The active NLRP3 inflammasome is a protein complex containing NLRP3 and the apoptosis-associated speck-like protein containing a caspase recruitment domain (ASC) which is responsible for activation of the cysteine proteinase caspase-1. Active caspase-1 then goes on to proteolytically process the cytosolic, pro-inflammatory cytokines pro-IL-1β and pro-IL-18 into their active, secreted forms [17,18]. In addition, NLRP3 activation leads to a program of necrotic cell death termed pyroptosis [18,19,20]. Mice with genetic deletion of Nlrp3 have diminished inflammation in Hla-induced pneumonitis models and decreased severity of infection in a mouse model of Staphylococcal pneumonia [21]. Conversely, in murine models of S. aureus skin infection IL-1β production is important for proper bacterial clearance [13,22]. In this study, we sought to determine the role of Hla induced ADAM10 activation in the NLRP3 inflammasome signaling pathway. We show that in human monocytes ADAM10 mediates NLRP3 activation and that the level of ADAM10 cell surface expression and not its protease activity, is important for NLRP3 activation.




2. Results and Discussion


2.1. ADAM10 Expression Is Required for α-Hemolysin Induced Cell Death in Human Monocyte-Derived Cells


Previous work has shown ADAM10 to be important for the activity of α-hemolysin (Hla) towards a variety of host cell types [9,11,12]. Loss of expression of ADAM10 using either siRNA in immortalized human epithelial cells or tissue specific genetic knock-out in mouse epithelial cells blocks Hla induced cell death [9]. Lung epithelium specific knock out of the ADAM10 gene protects mice from pulmonary injury induced by Hla inhalation or live S. aureus instillation [10]. Targeted deletion of ADAM10 in mouse myeloid cells also protects them from Hla induced death in a murine pneumonia model [13]. We sought to confirm that ADAM10 expression is required for human monocytic cell responsiveness to Hla. Monocytic THP1 cells were transfected with siRNA directed against ADAM10 (both individual siRNAs and pooled siRNA) and after three days cell surface expression was characterized by flow cytometry. We were able to achieve significant reductions in detectable cell surface expression of ADAM10 as compared to our non-targeting siRNA controls (Figure 1B–D). Immunoblot analysis also showed reductions of total ADAM10 (Figure 1E). Because it has previously been shown that NLRP3 expression is required for Hla-induced cell death in monocytes, siRNA directed to NLRP3 were used as a positive control. While siRNA directed to NLRP3 reduced NLRP3 expression levels, it had no effect on ADAM10 levels measured by flow cytometry or immunoblot (Figure 1C–E). siRNA transfected THP1 cells were then treated with Hla and cytolysis was subsequently assessed by measuring release of cytosolic LDH into the culture supernatant. Depletion of NLRP3 or ADAM10 by siRNA significantly reduced Hla-induced LDH release as compared with controls (Figure 1F). To demonstrate the effect of ADAM10 depletion was specific to Hla-induced cell death and not generally suppressive of NLRP3 activation, siRNA transfected cells were also treated with nigericin, a pore forming toxin known to activate NLRP3, and assessed for cell death [23]. As expected, NLRP3 depletion blocked nigericin-induced death while ADAM10 depletion had no effect (Figure 1G).


Figure 1. (A) Histogram showing staining with ADAM10-directed antibody compared to isotype control measured by flow cytometry. (B–D) THP1 cells were transfected with the indicated siRNA three days prior to assessing ADAM10 cell surface expression via flow cytometry, as detailed in the experimental methods section and demonstrated in (A). (B) The relative surface expressed ADAM10 mean fluorescence intensity of THP1 cells transfected with 4 different siRNA targeting ADAM10 as compared to the non-targeting control siRNA transfected cells; (C) Histogram showing fluorescence intensity of ADAM10 staining between cells transfected with non-targeting siRNA and siRNA pools targeting Lamin, NLRP3, and ADAM10; (D) The relative surface expressed ADAM10 mean fluorescence intensity of siRNA pool transfected THP1 cells as compared to the non-targeting control. For both (B,D), n = 3; (E) Whole cell lysates from cells transfected with the indicated siRNA pools were analyzed by immunoblot analysis with antibodies for ADAM10, NLRP3, and Actin as a loading control; (F,G) siRNA-transfected THP1 cells were treated with α-hemolysin (Hla) or Nigericin (Nig) for 1 h. Culture supernatants from untreated and toxin-treated cells were assayed for LDH production as compared to a detergent-lysis control (n = 3); For (B,D), **** indicates statistically significant difference from Non-Tg transfected cells (p ≤ 0.0001) determined by one-way ANOVA with Dunnett’s multiple comparisons testing; For (F,G), ** and *** indicates statistically significant difference from Non-Tg transfected cells (p ≤ 0.01 and p ≤ 0.001 respectively) determined by two-way ANOVA testing with Dunnett’s multiple comparison testing.
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2.2. ADAM10 Expression Is Required for Hla-Mediated NLRP3 Inflammasome Activation in Monocytes


Hla-induces inflammatory cell death by activating the NLRP3 inflammasome in monocytes [15]. Activation of the NLRP3 inflammasome leads to activation of the cysteine proteinase caspase-1 and subsequent processing and secretion of the cytokines IL-1β and IL-18 [17]. To determine whether ADAM10 is required for Hla-mediated NLRP3 activation, THP1 cells transfected with individual siRNA directed against ADAM10 as well as pooled siRNA targeting ADAM10 and NLRP3 were challenged with α-hemolysin and IL-1β secretion by the cells as well as activation of caspase-1 were assessed. Cells depleted of ADAM10 expression using four different siRNA against ADAM10 all demonstrated a marked reduction in IL-1β secretion when compared to non-targeting control siRNA (Figure 2A). Caspase-1 activation was assessed by accumulation of a fluorescent inhibitor of caspase-1 (caspase-1 FLICA) after toxin administration. Knockdown of ADAM10 or NLRP3 by pooled siRNA transfection of THP1 cells significantly decreased caspase-1 activation in response to Hla (Figure 2B,C). Cells depleted of ADAM10 or NLRP3 expression by transfection of pooled siRNA exhibited markedly reduced release of IL-1β in response to Hla exposure (Figure 2D). To test whether ADAM10 depletion effected NLRP3 activation in general or only in response to Hla, siRNA-transfected cells were treated with nigericin or ATP, which activates NLRP3 through activation of the purogenic P2X7 receptor [24]. ADAM10 knockdown did not affect secretion of IL-1β after treatment with either ATP or nigericin (Figure 2D). In contrast to the reductions in Hla-induced IL-1β secretion observed after transfection with NLRP3 or ADAM10 directed siRNA, secretion of MIP-1α, a cytokine that is not dependent on caspase-1 proteolysis for secretion, was not reduced at all in these cells relative to the control siRNA transfected cells (Figure 2E). Thus, ADAM10 expression is critical for NLRP3 activation by Hla but not by other NLRP3 activating stimuli.


Figure 2. THP1 cells were treated with the indicated siRNA three days prior to assessment, as in Figure 1. siRNA-transfected THP1 cells were treated with LPS (100 ng/mL) for 3 h before the addition of an NLRP3 simulating agent for 1 h. Cell culture supernatants were then assayed for cytokine production. For some analysis the relative secretion of cytokine as compared with toxin-treated, non-targeting siRNA-transfected control cells is plotted. (A) absolute (top) and relative (bottom) IL-1β secretion in hemolysin treated THP1 cells transfected with individual ADAM10 siRNAs (n = 3). (B) THP1 cells transfected with the indicated siRNA pool were treated with Caspase-1 FLICA reagent prior to the addition of α-hemolysin for 30 min. Cells are then washed, fixed and assayed by flow cytometry. Representative histograms showing caspase-1 FLICA reagent based fluorescence in resting (left) and α-hemolysin-treated (right) cells previously transfected with the indicated siRNA; (C) Caspase-1 FLICA activation mean fluorescence intensity in cells treated with hemolysin (n = 3); (D) Relative IL-1β secretion as compared with non-targeting control in cells treated with α-hemolysin (n = 7), top, ATP (n = 4), middle, and nigericin (n = 3), bottom; (E) Relative MIP1-α secretion as compared with non-targeting control in cells treated with hemolysin (n = 3) or nigericin (n = 3); For (A,D) ** and **** indicate statistically significant difference from Non-Tg (p ≤ 0.01 and p ≤ 0.0001, respectively) determined by one-way ANOVA with Dunnett’s multiple comparisons testing; For (C) ** Indicates statistically significant difference between no treatment and Hla treatment (p ≤ 0.01) determined by one-way ANOVA with Sidak’s multiple comparision testing.
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2.3. The Protease Activity of ADAM10 Is Not Required for Hla-Mediated Activation of NLRP3-Induced Cell Death


Chemical inhibition of ADAM10 using GI254023X, a specific inhibitor of ADAM10 reduces Hla-mediated cytotoxicity and cleavage of extracellular E-cadherin in epithelial and endothelial cells [10,12,25]. To determine whether the protease activity of ADAM10 was required for Hla-induced NLRP3 activation, we treated cells with TAPI2, a non-specific metalloprotease inhibitor or GI254023X. THP1 cells were treated with inhibitor for 15–30 min prior to challenge with Hla. Short-term treatment of THP1 cells (15–30 min) with these inhibitors did not reduce Hla-induced cytotoxicity (Figure 3A,B). Inoshima et al. demonstrated that treatment of epithelial cells with GI254023X led to diminished ADAM10-mediated E-cadherin cleavage within minutes of addition of the inhibitor [10]. To ensure short-term treatment with ADAM10 inhibitors could suppress protease activity in the 30 min time-frame of our experiments, we tested the effect of the inhibitors on measurable protease activity. We found that TAPI2 and GI254023X were able to immediately impact the rate of peptide substrate cleavage by purified ADAM10 (Figure 3C). Further, total metalloproteinase activity in intact THP1 cells was immediately diminished by the addition of TAPI2 (Figure 3D). Combined these results demonstrate that the proteinase activity of ADAM10 is not required α-hemolysin-induced cell death.


Figure 3. (A,B) THP1 cells were incubated with either GI254023X or TAPI2 inhibitors or inhibitor vehicle (DMSO for GI254023X or H2O for TAPI2) for 30 min, propidium iodide (PI) was then added to the cells followed by treatment with either nothing (untreated, n = 3), α-hemolysin (Hla, n = 3), or nigericin (Nig, n = 3) for 1 h. Cell death was assessed by measuring cells that stained positive for PI using flow cytometry. (C) Purified recombinant ADAM10 protein was mixed with vehicle (square), 20 μM GI254023X (upward triangle) or 100 μM TAPI2 (downward triangle) and immediately assayed for ADAM10 protease activity as described in the Materials and Methods for 60 min with measurements taken every five minutes; (D) Metalloprotease activity was measured in THP1 cells by incubating intact cells with a fluorogenic peptide substrate and measuring fluorescent intensity every 2 min. After 10 min, the metalloproteinase inhibitor TAPI2 (100 μM) or vehicle was added to the reaction and fluorescence intensity was measured an additional 30 min.
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2.4. Inhibitors of ADAM10 Protease Activity Reduce Hla-Mediated Activation of the NLRP3 Inflammasome through down Regulation of Surface ADAM10 Levels


In contrast to the findings with short-term inhibition of ADAM10, overnight treatment with GI254023X diminished Hla-mediated but not nigericin-induced cytotoxicity in THP1 cells (Figure 4A). Overnight treatment with TAPI2, also caused a downward trend in Hla-induced death, though this did not meet statistical significance (Figure 4B). Overnight treatment with TAPI2 or GI254023X inhibited Hla-induced IL-1β secretion but not nigericin-induced IL-1β secretion in THP1 cells while 30 min inhibitor treatment had no effect on IL-1β secretion (Figure 4C–F) Because inhibition of ADAM10 protease activity did not immediately diminish Hla-induced NLRP3 inflammasome activation, we tested whether prolonged inhibitor treatment altered NLRP3 expression levels using immunoblot analysis. Levels of NLRP3 were not altered by treatment of THP1 cells with GI254023X for 20 h (Figure 5A), consistent with the continued response of these cells to nigericin (Figure 4D,F). We then sought to determine whether chemical inhibition altered the quantity of surface expressed ADAM10. Treatment of THP1 cells with either inhibitor for 30 min had no significant effect on cell surface expression of ADAM10 detectable by flow cytometry. After 20 h, treated THP1 exhibited diminished detectable surface ADAM10 (Figure 5A–C). To better understand the time dependent difference in the response of THP1 cells treated with these inhibitors, we assessed the ADAM10 cell surface expression over time during treatment with GI254023X using flow cytometry. Cell surface expression of ADAM10 decreased over time when compared to vehicle treated cells. As expected, the loss of ADAM10 expression was accompanied by similar reductions in Hla-induced IL-1β secretion at the corresponding timepoints in THP1 cells (Figure 5D,E). To ensure the effects of ADAM10 inhibition on ADAM10 cell surface expression and Hla-induced IL-1β was not limited to THP1 cells, we tested whether prolonged GI254023X exposure in U937 cells had an effect on ADAM10 levels and IL-1β secretion. U937 cells treated with GI254023X phenocopied effects observed with THP1 cells (Figure 6).


Figure 4. (A,B) THP1 cells were incubated with either GI254023X or TAPI2 inhibitors or inhibitor vehicle (DMSO for GI254023X or H2O for TAPI2) for 20 h, propidium iodide (PI) was then added to the cells followed by treatment with either nothing (untreated, n = 3), α-hemolysin (Hla, n = 3), or nigericin (Nig, n = 3) for 1 h. (C–F) THP1 cells were incubated with the indicated inhibitors either overnight (20 h) or for 30 min. Cells were subsequently incubated with LPS for 3 h followed by no addition (untreated, n = 3), α-hemolysin (Hla, n = 3), or nigericin (Nig, n = 3) for one hour. Cell-culture supernatants were then collected and assayed for IL-1β. Results are reported as either relative secretion to secretion from vehicle exposed cells subsequently treated with the indicated toxin (Hla or Nig). * and *** indicates statistically significant difference from vehicle treated cells intoxicated with Hla (p ≤ 0.05 or p ≤ 0.001, respectively) determined by one-way ANOVA with Dunnett’s multiple comparisons testing.
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Figure 5. (A) Cells were treated with either vehicle (DMSO) or GI254023X for 20 h and cell lysates were analyzed by immunoblot for NLRP3 and Actin (loading control) as indicated. Lysates from three separate vehicle treated cell populations and three separate GI254023X-treated cell populations were tested. (B) Representative histograms showing the cell surface staining in vehicle- or ADAM10 inhibitor-treated THP1 cells at either 0 or 20 h of inhibitor treatment; (C) THP1 cells were treated with GI254023X, TAPI2, or vehicle overnight or 15–30 min before flow cytometric analysis of ADAM10 cell surface expression. Each bar represents the mean of the mean fluorescent intensity of cell surface staining from multiple experiments (n = 3) (D–F) THP1 cells were treated with GI254023X or DMSO for 0, 3, 6 h, or overnight before flow cytometric analysis of ADAM10 cell surface expression or treatment with α-hemolysin was carried out as above. (n = 3) For (C), *** and **** Indicates statistically significant reduction when compared to vehicle-treated controls (p ≤ 0.001 and p ≤ 0.0001, respectively) determined by one-way ANOVA with Dunnett’s multiple comparisons testing; for (D,E), **** Indicates statistically significant reduction when compared to vehicle treated control at the same time point (p ≤ 0.0001) determined by two-way ANOVA with Sadik’s multiple comparisons testing.
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Figure 6. (A) U937 cells were treated with GI254023X or vehicle for 20 h and ADAM10 cell surface expression measured. (B) PMA-differentiated U937 cells were treated with GI254023X or vehicle for 20 h prior to treatment with α-hemolysin. For (A) *** Indicates statistically significant reduction when compared to vehicle treatment (p ≤ 0.0001) determined by paired t-test; for (B) **** Indicates statistically significant when compared to vehicle treated control cells (p ≤ 0.0001) determined by one-way ANOVA with Sadik’s multiple comparisons testing.



[image: Toxins 08 00095 g006 1024]








3. Experimental Section


3.1. siRNA Transfection of THP1 Cells


THP1 cells were purchased from ATCC (Manassas, VA, USA). THP-1 cells were maintained in RPMI 1640 media (Gibco. Thermo Fisher Scientific, Waltham, MA. USA) supplemented with 10% Fetal calf serum and Penicillin and Streptomycin as described in prior studies [15,26]. Cells were transfected with the TransIT-TKO® transfection reagent from Mirus (Madison, WI, USA) per the manufacturers protocol (product #: MIR 2150). Cells were transfected with 50 nM of pooled siRNA constructs in 6 well plates. siRNAs were obtained from the GE/Dharmacon (Lafayette, CO, USA) siGenome library. A set of 4 siRNA was ordered for both ADAM10 (product #: D-004503-01-0002, D-004503-03-0002, D-004503-04-0002, D-004503-05-0002) and NLRP3 (product #: D-017367-01-0002, D-017367-02-0002, D-017367-03-0002, D-017367-04-0002) and pooled prior to transfection. Control siRNA used, include LaminA/C (product #: D-001050-01-05), and a pool of non-targeting siRNA (Non-targeting siRNA 2, 4, and 5) (#: D-001210-02, D-001210-04, D-001210-05), were ordered from GE/Dharmacon (Lafayette, CO, USA) as well. Cells were incubated for 3 days after transfection prior to use in subsequent experiments.



Immunotblot Analysis


Western blots were performed as done by Craven et al. [15]. Primary antibodies used were Adipogen Life Sciences (San Diego, CA, USA) anti NLRP3 monoclonal antibody (#: AG-20B-0014-C100) and ABCAM (Cambridge, MA, USA) anti-ADAM10 rabbit polyclonal (#: ab1997). Blots were imaged using a FluorChem E system from ProteinSimple (San Jose, CA, USA).





3.2. Treatment of Cells with Inhibitors


GI254023X was purchased from TOCRIS Bioscience (Bristol, UK) (product #: 3995) or Sigma (St. Louis, MO, USA, product #: SML0789) and resuspended in DMSO to either 10 mM or 20 mM stocks. TAPI2 was purchased from Enzo Life sciences (Farmingdale, NY, USA, product #: BML-PI135-0001) or Sigma (product #: SML04020, St. Louis, MO, USA) and resuspended in pyrogene free water to 10 mM. Cells were then treated with vehicle or inhibitor as indicated before to challenge with inflammasome activating stimuli.




3.3. Treatment of Cultured Cells with Inflammasome Activators for Cytokine Studies


THP-1 and U937 cells were suspended in RPMI 1640 media (Gibco, Thermo Fisher Scientific, Waltham, MA. USA) supplemented with 10% Fetal calf serum and Penicillin and Streptomycin at 1 × 106 cells/mL and plated in tissue culture treated 24 or 48 well plates. U937 cells were treated overnight with phorbol 12-myristate 13-acetate (PMA) (Sigma, St. Louis, MO, USA product #: P1585). When indicated, the NLRP3 inflammasome was primed in the cells by treatment with E. coli lipopolysaccharide (Invivogen, San Diego, CA, USA, product #: tltl-3pelps) at a concentration of 100 ng/mL for 3 h. Recombinant α-hemolysin prepared as described by Craven et al. [15], α-hemolysin (30 μg/mL), Nigericin (50 μM) (Sigma, St. Louis, MO, USA product #: N7143) or ATP (100 mM) was added at the indicated concentrations to induce NLRP3 inflamamsome activation. After 1 h, cells and supernatants were collected by centrifugation at 17,000 ×g for 3 min. Cell culture supernatants were stored frozen at −80 °C until assayed for cytokine content. LDH activity was measured in supernatants using the Cyto-tox ONE kit (Promega, Madision, WI, USA, product #: G7891) read on a Perkin Elmer inspire plate reader. IL-1β was measured in cell culture supernatants using either Perkin Elmer Alphalisa (Product #: AL220C, Waltham, MA, USA) or BD bioscience (product #: 557953, San Jose, CA, USA) ELISA kits as per manufacturer protocols.




3.4. Treatment of Cultured Cells with Inflammasome Activator for Cell Death Studies


Cells were suspended in fresh media at 1 × 106 cells/mL and plated in tissue culture treated 24 or 48 well plates. Recombinant α-hemolysin was prepared as described by Craven et al. [15]. Cells were treated with α-hemolysin (30 μg/mL) or Nigericin (50 μM) at the indicated concentrations to induce NLRP3 inflamamsome activation. After 1 h, Cells and supernatants were collected by centrifugation at 17,000× g for 3 min. Prior to the end of the experiment a control group of cells were lysed using 1% Triton X-100 as a lysis control. Cell culture supernatants were stored frozen at −80 °C until assayed for LDH production.




3.5. Propidium Iodide Studies


Cells were suspended in fresh media at 1 × 106 cells/mL and plated in tissue culture treated 48 well plates at 300 μL per well. Propidium Iodide was added to cells 5 min prior NLRP3 activating stimuli. Cells were incubated for 1 h prior to cells being washed once with PBS and fixed using BD stabilizing fixative (product #: 338036, San Jose, CA, USA). Cells were then assayed by flow cytometry for Propidium iodide staining on a BD Accuri C6 flow cytometer (San Jose, CA, USA).




3.6. Measurement of Caspase-1 Activity in Treated Cells


Caspase-1 activity was measured using the FLICA® 660 caspase-1 assay far-red fluorescence kit, (Product #: 9122) from ImmunoChemistry Technologies LLC (Bloomington, MN, USA). Cells were plated in a 48 well at 300 uL per well at 1 × 106 cells/mL. The FLICA reagent was added and incubated with cells for 15 min prior to the addition of the indicated inflammasome activator. Cells were then incubated for an additional 30 min, transferred to 1.5 mL tubes, and washed twice with PBS. Cells were resuspended in 300 uL of PBS and 50 uL of supplied fixative. Accumulation of fluorescent caspase-1 inhibitor was assayed by flow cytometry on a BD Accuri C6 flow cytometer (San Jose, CA, USA).




3.7. Measurement of ADAM10 Cell Surface Immunofluorescence Staining Protocol


siRNA transfected cells were resuspended in 2% BSA in 1 × PBS with 0.1% sodium azide at a concentration of 1 × 107 cells/mL. One-hundred microliters of cells were added into sterile tubes with 5 uL of either PE mouse IgG1, κ Isotype control Ab from Biolegend (San Diego, CA, USA) (product #: 400113) or PE anti-human CD156c (ADAM10) from Biolegend (product #: 352703). Cells were incubated with antibodies for 15–20 min in the dark at 4 °C. Cells were then twice washed with 2 mL of buffer and spun down at 350G for 5 min. Cells were resuspended in 500 uL of buffer prior to being analyzed by flow cytometry on a BD Accuri C6 flow cytometer (San Diego, CA, USA).



In the inhibitor time course, assays cells were resuspended in fresh RPMI media at a concentration of 1 × 106 cells/mL. Cells were plated at 300 uL per well in a 48 well sterile tissue culture treated plate. Inhibitors and vehicle controls were added at the indicated times after which cells were washed with 500 uL of cell staining buffer from Biolegend® (San Diego, CA, USA) (product #: 420201) and spun down at 2500 RPM for 3 min. Cells were resuspended in 100 uL of cell staining buffer prior to the addition of 5 uL of either PE mouse IgG1, κ Isotype control Ab from Biolegend (product #: 400113, San Diego, CA, USA) or PE anti-human CD156c (ADAM10) from Biolegend (product #: 352703, San Diego, CA, USA). The plate was incubated at 4 °C for 15–20 min in the dark; after which the cells were washed twice with 500 uL of cell staining buffer, spun down at 2500 RPM for 3 min and resuspended in a final volume of 300 uL prior to being analyzed by flow cytometry on a BD accuri C6 flow cytometer.




3.8. Measurement of Metalloprotease Activity in Cells Treated with TAPI2


Metalloprotease activity was measured using the Mca-P-L-A-Q-A-V-Dpa-R-S-S-S-R-NH2 Fluorogenic Peptide Substrate III from R & D systems (catalog #: ES003, Minneapolis, MN, USA). THP1 cells were resuspended at a concentration of 1 × 106 cells/ml in 25 mM Tris buffer at a pH 8.0 as per manufacturers protocol. The assay was run in a 96 well plate in a 100-μL reaction with a final concentration of 10 μM of substrate per well. Reads were done every 2 min and TAPI2 100 μM or vehicle were added after 12 min and reads continued for 30 min.




3.9. Purified ADAM10 Activity Assay


This assay was conducted using the SensoLyte® 520 ADAM10 Activity Assay from ANASPEC (Fremont, CA, USA) as per manufacturers protocol (Catalog #: 72226). GI254023X was used a final concentration of 20 μM and TAPI2 100 μM.





4. Conclusions


ADAM10 is important for α-hemolysin binding to target cells [9]. In addition, Hla binding leads to increased ADAM10 proteolytic activity in keratinocytes, endothelial cells, and epithelial cells [9,10,11,12]. This increased activity leads to disruption in cell-to-cell contacts through cleavage of E-cadherin and plays a key role in S. aureus pathogenesis. In addition to causing disruption of cell-to-cell contacts, Hla is known to induce potent pro-inflammatory signals in myeloid cells, including the production of IL-1β and induction of programmed necrotic cell death [15]. These pro-inflammatory actions of Hla require host cell NLRP3 inflammasome activity [15]. Targeted deletion of ADAM10 in myeloid cells results in diminished lung levels of IL-1β in a mouse model of S. aureus pneumonia [13]. In a S. aureus sepsis model, elimination of ADAM10 from platelets and myeloid lineages resulted in diminished IL-1β observed in liver homogenates, decreased lung and liver pathology, and decreased mortality in mice [14]. We have now shown that ADAM10 is required for Hla to activate the NLRP3 inflammasome in human monocytes (Figure 2). Our data suggest that the diminished tissue levels of IL-1β observed in these mouse models lacking ADAM10 are the direct result of diminished inflammasome activation in myeloid cells from the infected animals. Interestingly, loss of ADAM10 has also been implicated in lung epithelial injury from other bacterial pore-forming toxins, like pneumolysin from Streptococcus pneumonia [10]. We have demonstrated that myeloid cell ADAM10 is not required for NLRP3 activation by nigericin, a second pore-forming toxin. The difference in ADAM10 requirement for cellular injury between epithelial cells and monocytic cells in response to pore-forming toxins other than Hla may have to do with role of ADAM10 proteolytic activation in those cell types.



In mice, ADAM10 inhibitors prevent the loss epithelial integrity that is typically induced by S. aureus Hla during infections of the skin and lung [10,11]. The enhancement of ADAM10 proteolytic activity by Hla is clearly tied to that aspect of infection pathogenesis, which is likely important for the bacteria to establish invasive infection of the tissues the toxin is acting on. However, in published studies of S. aureus infection in mice lacking ADAM10 in myeloid lineage cells, the role of ADAM10 proteolytic activity, as opposed to high-affinity Hla binding, remains unknown. Our data now demonstrate that ADAM10 proteolytic activity is not required for host inflammasome activation in isolated immune cells. Because inhibitors of ADAM10 proteolytic activity ultimately result in reduced levels of myeloid cell surface expression of ADAM10, these inhibitors can still reduce Hla-induced inflammasome activation. These data suggest that in myeloid cells ADAM10-facilitated targeting of Hla to the cell is sufficient for NLRP3 inflammasome activation, which leads to both IL-1β secretion and cell death. The exact mechanism by which these inhibitors lower ADAM10 cell surface expression remains to be explored. ADAM10 is known to undergo autoproteolysis, it is possible that processing is important for maturation and/or proper trafficking of ADAM10 [27]. Although we have not demonstrated that pharmacologic ADAM10 inhibition reduces cell surface ADAM10 expression on other cell types, our findings open the possibility that ADAM10 inhibitors may improve outcomes in murine S. aureus infection models through multiple mechanisms including both reduction in ADAM10-mediated adherence factor cleavage and reduction of Hla-receptor on multiple cell types. Further, the mechanisms by which Hla activates NLRP3 remain to be elucidated but are also still potentially attractive therapeutic targets for adjunctive therapy to antibiotic therapy in severe S. aureus infections.



In mouse models, the consequences of the loss of Hla activity towards myeloid cells differs based on the location of infection. The loss of ADAM10 in the immune cell compartment or global loss of NLRP3 was beneficial to the host in a mouse pneumonia model of S. aureus infection, reducing mortality compared to mice with intact ADAM10 or NLRP3 [13]. Loss of ADAM10 from the myeloid lineage is deleterious to the host in the skin infection model of mouse staphylococcal disease by leading to increased lesion size and bacterial burden [13]. Prior studies by our group and others have tied Hla-induced inflammasome activation to worsened host outcomes in S. aureus infections [21]. Genetic deletion of NLRP3 improved clinical parameters in mouse pneumonia without effecting pathogen burden, suggesting that blunting the inflammasome mediated inflammatory response to S. aureus could be beneficial even after infection is established [21]. This combination of findings suggested that inhibition of ADAM10 could be an attractive mechanism to reduce deleterious effects of robust inflammatory response during severe S. aureus infection. Because the effects of Hla on myeloid derived human cells is likely redundant to several other pore-forming, immune cell-restricted toxins, known as leukotoxins, made by S. aureus, the role of Hla activity on immune cells in human infection is unknown. Like Hla, these leukotoxins also activate the NLRP3 inflammasome [26,28]. Thus, during S. aureus infection, the host inflammasome will be activated in immune cells regardless of the interaction between ADAM10 and Hla. The role of the NLRP3 inflammasome in mediating Hla effects on non-immune cells remains another open question in the field. Several studies have shown Hla antibody titers are important predictors of disease outcome in patients with S. aureus infections [29,30]. Gaining a better understanding of how Hla specifically contributes to human disease by targeting leukocytes and other cell types will be an important step in the development of novel, specific therapies for Staphylococcal disease.







Acknowledgments


J.A.D. received support from the National Institutes of Health AI088255 and the Burroughs Wellcome Fund Career Award for Medical Scientists. E.E. was supported by the National Institutes of Health through the UNC Medical Scientist-Training Program (GM008719) and the Robert Watkins Fellowship from the American Society for Microbiology. C.W. was supported by American Society for Microbiology Undergraduate Research Fellowship Program.




Author Contributions


E.A.D.E.Jr., C.W. and J.A.D. participated in designing experiments. E.A.D.E.Jr. and C.W. performed the experiments. E.A.D.E.Jr. and J.A.D. analyzed the experimental data. J.A.D. provided reagents. E.A.D.E.Jr. and J.A.D. wrote the manuscript.




Conflicts of Interest


The authors declare no conflicts of interest.




References


	1. 
Franklin, D.L. Staphylococcus aureus infections. N. Eng. J. Med. 1998, 339, 520–532. [Google Scholar]

	2. 
Miller, L.; Perdreau-Remington, F.; Rieg, G.; Mehdi, S.; Perlroth, J.; Bayer, A.; Tang, A.; Phung, T.; Spellberg, B. Necrotizing fasciitis caused by community-associated methicillin-resistant Staphylococcus aureus in Los Angeles. N. Eng. J. Med. 2005, 352, 1445–1453. [Google Scholar] [CrossRef] [PubMed]

	3. 
Young, L.M.; Price, C.S. Community-acquired methicillin-resistant Staphylococcus aureus emerging as an important cause of necrotizing fasciitis. Surg. Infect. 2008, 9, 469–474. [Google Scholar] [CrossRef] [PubMed]

	4. 
Francis, J.; Doherty, M.; Lopatin, U.; Johnston, C.; Sinha, G.; Ross, T.; Cai, M.; Hansel, N.; Perl, T.; Ticehurst, J.; et al. Severe community-onset pneumonia in healthy adults caused by methicillin-resistant Staphylococcus aureus carrying the panton-valentine leukocidin genes. Clin. Infect. Dis. 2005, 40, 100–107. [Google Scholar] [CrossRef] [PubMed]

	5. 
Bubeck Wardenburg, J.; Bae, T.; Otto, M.; Deleo, F.; Schneewind, O. Poring over pores: Alpha-hemolysin and panton-valentine leukocidin in Staphylococcus aureus pneumonia. Nat. Med. 2007, 13, 1405–1406. [Google Scholar] [CrossRef] [PubMed]

	6. 
Bubeck Wardenburg, J.; Patel, R.; Schneewind, O. Surface proteins and exotoxins are required for the pathogenesis of Staphylococcus aureus pneumonia. Infect. Immun. 2007, 75, 1040–1044. [Google Scholar] [CrossRef] [PubMed]

	7. 
Kennedy, A.D.; Bubeck Wardenburg, J.; Gardner, D.J.; Long, D.; Whitney, A.R.; Braughton, K.R.; Schneewind, O.; DeLeo, F.R. Targeting of alpha-hemolysin by active or passive immunization decreases severity of USA300 skin infection in a mouse model. J. Infect. Dis. 2010, 202, 1050–1058. [Google Scholar] [CrossRef] [PubMed]

	8. 
Berube, B.; Wardenburg, J. Staphylococcus aureus α-toxin: Nearly a century of intrigue. Toxins 2013, 5, 1140–1166. [Google Scholar] [CrossRef] [PubMed]

	9. 
Wilke, G.; Bubeck Wardenburg, J. Role of a disintegrin and metalloprotease 10 in Staphylococcus aureus alpha-hemolysin-mediated cellular injury. Proc. Natl. Acad. Sci. USA 2010, 107, 13473–13478. [Google Scholar] [CrossRef] [PubMed]

	10. 
Inoshima, I.; Inoshima, N.; Wilke, G.; Powers, M.; Frank, K.; Wang, Y.; Bubeck Wardenburg, J. A Staphylococcus aureus pore-forming toxin subverts the activity of ADAM10 to cause lethal infection in mice. Nat. Med. 2011, 17, 1310–1314. [Google Scholar] [CrossRef] [PubMed]

	11. 
Inoshima, N.; Wang, Y.; Bubeck Wardenburg, J. Genetic requirement for ADAM10 in severe Staphylococcus aureus skin infection. J. Investig. Dermatol. 2012, 132, 1513–1516. [Google Scholar] [CrossRef] [PubMed]

	12. 
Powers, M.; Kim, H.; Wang, Y.; Bubeck Wardenburg, J. ADAM10 mediates vascular injury induced by Staphylococcus aureus α-hemolysin. J. Infect. Dis. 2012, 206, 352–356. [Google Scholar] [CrossRef] [PubMed]

	13. 
Becker, R.E.; Berube, B.J.; Sampedro, G.R.; Dedent, A.C.; Bubeck Wardenburg, J. Tissue-specific patterning of host innate immune responses by Staphylococcus aureus α-toxin. J. Innate Immun. 2014, 6, 619–631. [Google Scholar] [CrossRef] [PubMed]

	14. 
Powers, M.E.; Becker, R.E.N.; Sailer, A.; Turner, J.R.; Bubeck Wardenburg, J. Synergistic action of Staphylococcus aureus α-toxin on platelets and myeloid lineage cells contributes to lethal sepsis. Cell Host Microbe 2015, 17, 775–787. [Google Scholar] [CrossRef] [PubMed]

	15. 
Craven, R.; Gao, X.; Allen, I.; Gris, D.; Bubeck Wardenburg, J.; McElvania-Tekippe, E.; Ting, J.; Duncan, J. Staphylococcus aureus alpha-hemolysin activates the NLRP3-inflammasome in human and mouse monocytic cells. PLoS ONE 2009. [Google Scholar] [CrossRef] [PubMed]

	16. 
Muñoz-Planillo, R.; Franchi, L.; Miller, L.; Núñez, G. A critical role for hemolysins and bacterial lipoproteins in Staphylococcus aureus-induced activation of the NLRP3 inflammasome. J. Immunol. 2009, 183, 3942–3948. [Google Scholar] [CrossRef] [PubMed]

	17. 
Agostini, L.; Martinon, F.; Burns, K.; McDermott, M.F.; Hawkins, P.N.; Tschopp, J. NALP3 forms an IL-1beta-processing inflammasome with increased activity in muckle-wells autoinflammatory disorder. Immunity 2004, 20, 319–325. [Google Scholar] [CrossRef]

	18. 
Willingham, S.; Bergstralh, D.; O’Connor, W.; Morrison, A.; Taxman, D.; Duncan, J.; Barnoy, S.; Venkatesan, M.; Flavell, R.; Deshmukh, M.; et al. Microbial pathogen-induced necrotic cell death mediated by the inflammasome components CIAS1/cryopyrin/NLRP3 and ASC. Cell Host Microbe 2007, 2, 147–159. [Google Scholar] [CrossRef] [PubMed]

	19. 
Willingham, S.; Allen, I.; Bergstralh, D.; Brickey, W.; Huang, M.; Taxman, D.; Duncan, J.; Ting, J. NLRP3 (NALP3, cryopyrin) facilitates in vivo caspase-1 activation, necrosis, and HMGB1 release via inflammasome-dependent and -independent pathways. J. Immunol. 2009, 183, 2008–2015. [Google Scholar] [CrossRef] [PubMed]

	20. 
Anand, P.; Malireddi, R.; Kanneganti, T.D. Role of the NLRP3 inflammasome in microbial infection. Front. Microbiol. 2011. [Google Scholar] [CrossRef] [PubMed]

	21. 
Kebaier, C.; Chamberland, R.; Allen, I.; Gao, X.; Broglie, P.; Hall, J.; Jania, C.; Doerschuk, C.; Tilley, S.; Duncan, J. Staphylococcus aureus α-hemolysin mediates virulence in a murine model of severe pneumonia through activation of the NLRP3 inflammasome. J. Infect. Dis. 2012, 205, 807–817. [Google Scholar] [CrossRef] [PubMed]

	22. 
John, S.C.; Yi, G.; Romela Irene, R.; Frank, H.; Seema, B.P.; Caiyun, X.; Jennifer, L.G.; Hironori, M.; Akira, T.; Yoichiro, I.; et al. Neutrophil-derived IL-1β is sufficient for abscess formation in immunity against Staphylococcus aureus in mice. PLoS Pathog. 2012. [Google Scholar] [CrossRef]

	23. 
Perregaux, D.; Gabel, C.A. Interleukin-1 beta maturation and release in response to ATP and nigericin. Evidence that potassium depletion mediated by these agents is a necessary and common feature of their activity. J. Biol. Chem. 1994, 269, 15195–15203. [Google Scholar] [PubMed]

	24. 
Ferrari, D.; Pizzirani, C.; Adinolfi, E.; Lemoli, R.; Curti, A.; Idzko, M.; Panther, E.; di Virgilio, F. The P2X7 receptor: A key player in IL-1 processing and release. J. Immunol. 2006, 176, 3877–3883. [Google Scholar] [CrossRef] [PubMed]

	25. 
Ludwig, A.; Hundhausen, C.; Lambert, M.H.; Broadway, N.; Andrews, R.C.; Bickett, D.M.; Leesnitzer, M.A.; Becherer, J.D. Metalloproteinase inhibitors for the disintegrin-like metalloproteinases ADAM10 and ADAM17 that differentially block constitutive and phorbol ester-inducible shedding of cell surface molecules. Comb. Chem. High Throughput Screen. 2005, 8, 161–171. [Google Scholar] [CrossRef] [PubMed]

	26. 
Melehani, J.H.; James, D.B.; DuMont, A.L.; Torres, V.J.; Duncan, J.A. Staphylococcus aureus leukocidin A/B (LukAB) kills human monocytes via host NLRP3 and ASC when extracellular, but not intracellular. PLoS Pathog. 2015. [Google Scholar] [CrossRef] [PubMed]

	27. 
Murphy, G. Regulation of the proteolytic disintegrin metalloproteinases, the “sheddases”. Semin. Cell Dev. Biol. 2009, 20, 138–145. [Google Scholar] [CrossRef] [PubMed]

	28. 
Perret, M.; Badiou, C.; Lina, G.; Burbaud, S.; Benito, Y.; Bes, M.; Cottin, V.; Couzon, F.; Juruj, C.; Dauwalder, O.; et al. Cross-talk between Staphylococcus aureus leukocidins-intoxicated macrophages and lung epithelial cells triggers chemokine secretion in an inflammasome-dependent manner. Cell. Microbiol. 2012, 14, 1019–1036. [Google Scholar] [CrossRef] [PubMed]

	29. 
Adhikari, R.P.; Ajao, A.O.; Aman, M.J.; Karauzum, H.; Sarwar, J.; Lydecker, A.D.; Johnson, J.K.; Nguyen, C.; Chen, W.H.; Roghmann, M.C. Lower antibody levels to Staphylococcus aureus exotoxins are associated with sepsis in hospitalized adults with invasive S. aureus infections. J. Infect. Dis. 2012, 206, 915–923. [Google Scholar] [CrossRef] [PubMed]

	30. 
Fritz, S.A.; Tiemann, K.M.; Hogan, P.G.; Epplin, E.K.; Rodriguez, M.; Al-Zubeidi, D.N.; Wardenburg, J.B.; Hunstad, D.A. A serologic correlate of protective immunity against community-onset Staphylococcus aureus infection. Clin. Infect. Dis. 2013, 56, 1554–1561. [Google Scholar] [CrossRef] [PubMed]



















© 2016 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article distributed under the terms and conditions of the Creative Commons by Attribution (CC-BY) license (http://creativecommons.org/licenses/by/4.0/).







media/file4.png
A) Anti-NLRP3 0 hours 20 hours

3200 I 3200
S — ———
o 5 2000 2000 f " .Vehicle
Anti-Actin |
FAcH Il M ci254023X
S S G b S S8 1000 1000 ‘
||
\
ol 0 \\
Vehicle GI1254023X 10107 10° ® 10°107 0'10210°10*10° 10° 10’
L i P i
c) D) ehicle
G1254023X
e 4. Il c1254023X 2 42
5 - TAPI2 5 _
0 Vehicle g 2
Qs T < g
o £ 0. 0 £ 0.8
¢ oe
82 8 2
£t s Kkkk Rk t s
H S 38 5
o O 0. o 0 0.
g 2k
8= =
g o 2 o0
30 minutes 20 hours Ohrs 3hrs 6hrs 20hrs
E)
= 3000 Il Venhicle
£ G1254023X
2 T
2
2 2000
]
=2 .
g T
$ 1000
° e
g P kR
]
T

0 hrs 3 hrs 6 hrs 20 hrs





nav.xhtml


  toxins-08-00095


  
    		
      toxins-08-00095
    


  




  





media/file5.png
4
s £
] ©
g H
o X g
N Q 2
S
o
S8 N
g :
>0 HE
[ T
°
o
2
©
|4
&
13
H
=3 =3 (-] o
n =] n
& -
(1o3u02 3121YaA 30 %)

uonaidas gi-11 pazijeutioN

Vehicle 20 hrs G1254023X 20 hrs

N ] b
- o o
Am_o_._g:o_uom..:

~ OLNVQAV 2deuns aage|ay
<

0.0





media/file3.png
Normalized IL-1B secretion Cell death

Normalized IL-1B secretion

(

0
Untreated

untreated

untreated

Il Venhicle 20 hrs
G1254023X 20 hrs
* k%

Il G1254023X 30 min
G1254023X 20 hrs

*kk
T

Il TAPI2 30 min
TAPI2 20 hrs

_’I‘_

B)

[ ] vemcle zu hrs

10
x
a
gB7
® 2
3 E
Tgs
T o
°3
8 2
B
Untreated  Hia
5 200 Il G1254023X 30 min
%3 GI254023X 20 h
§ % 1504
a
5
3
2w 504
i
S~ o
z untreated
) £ - TAPI2 30 min
% ~ 2507 TAPI2 20 hi
§ E 2004
@
a
1507
2] T
1004
® 50 T
E
S
z untreated Nig





media/file0.png
-
L)
-

600 e = N T
Voo £5- )
'5' 600 I\ ‘f k [ isotype g2 gos
. | 8 2 0.6
8 400 ‘ ‘l | [l ApAm10 H
A 7204
| i
200 J \ | 2 £ 0.2
Iy g3go
4 \ ] & o.
° 10710210° 104 10° 10° 107 " A10#1 A10#3 A10#4 A10#5
© 400 ; 400 400
h [l Non-Tg
E 300 300 300 Jll @ Lamin
o
© 200 ‘ 200 200 A [l NLRP3
i\ [l AbAM10
100 100 100 /\'
[}
iy
v w0 0 .
10'10%10° 104 10° 10° 107 10102 10° 10 10° 10° 107 10'102 10° 104 10° 10° 107
ADAM10 expression ADAM10 expression ADAM10 expression
= E) i i-ADAM10
2 512 Anti-NLRP3 Anti-
it N
[ T~ TSRS Non-Tg ‘
< E, L — u “ -
1] !
o
£ Anti-Actin Anti-Actin
iz
; go. ———— G e e
£% i LR L
Ly o“:‘ & \93 v"? é‘q & Veg v$’~
£o. 2
® =00 NLRP3 _ ADAM10 L S FO R K
F) _ G) 'ﬁ
§10 Il untreated g10
% Hia K] . Il untreated
s 7° T §zx Nig
§3 ) [
3 T g
° g5 * % ** S2g 5
3 33
82 I 1 &8¢ [ I
‘E 25 H 2 ko
£
; sy - 2 olsl _ -
~ Non-Tg Lamin NLRP3 ADAM10 =~ Non-Tg Lamin NLRP3 ADAM10





media/file1.png
c)
A) 5
8000+ H
I untreated 2E
g 6000 = Hia §E
2 :3
£ 4000 &g
a
= 2000 T 1 o [ 8
D)t Non-Tg Lamin NLRP3 ADAM10
Non-Tg A10#1 A10#3 A10#4 A10#5 g ~ 1507
I Il untreated
3 ~ 1257 §% Hia
§ H I untreated B ;100- *w
0 = L *x
8 € 100{ = HI ERn
" a 3 H "|’
o =
T o 759 g.ze. 5o
2k g2
S5 s pxrx REEE xr wnas ES
® ol e
NZ T - z Lamin  NLRP3  ADAM10
T 0 25 T 5
e £ 1507
E s =
S o E T Il untreated
z Non-Tg A10#1 A10#3 A10#4 A10#5 8 ATP
a 0100
- »
=
° koK
o 50+
B) Untreated Hia N T
32007 400 E
HNon-Tg 5T
[E Lamin | 300 = Lamin NLRP3  ADAM10
2000 | £
| H . 250+
Il untreated
i 200-
1000 H Nig
¢ 1504
o - 2
1071 10°10¢ 1 3 1004
T 5 s04 T
EZ
S o
3200 HENon-Tg = f\ z Lamin  NLRP3  ADAM10
| |
NLRP3 600 E)
2000 u Y 5
400 £ 53
1000 § Il untreated
200- = 8§ 200 Hin T
(1] 0. E’ 4
0'10210°10410510°107 “0‘10’10’10‘10'10"10’ =
1 10 3 £ 1001 T T
g . - i
o
32007 400 Lamin NLRP3 ADAM10
HlNon-Tg
E ADAM10| 300 _ 400~
2000-
200 Il untreated
300 Nig
1000 | X
100 - 2004 T
0. [
10'10210°10410°10° 107 10'10210°10410°10° 107 1004 T
Caspase-1 FLICA X

z g Lamin NLRP3 ADAM10





media/file2.png
-
°

.‘

Cell death
(% cells staining PI+)
N [°}

e

30000

Purified ADAM10
- N
° -]
-] -]
-] -1
-3 °©

enzymatic activity

Il Vehicle 30 min
T

minutes

I Vehicle 30 m
G1254023X 30 min

T

-
o

~

Cell death
(% cells staining P1+)
N o

Untreated  Hia Nig
D) B
= Vehicle
2 v TAPI2
T 1000 .
o Inhibitor added I
T 800
8 3 ]
% 6000 II
<
£ 4000 I [221 it
S .!i! !i!
K] "'
E 2000 a®
°
= o T
10 20 30 40
minutes





