Supplementary Information
NOX2-dependent Phagocyte Signaling Mediates Silica-induced Murine Lung Injury via Macrophage-neutrophil Interactions

Supplementary Figure 1: Intracellular ROS staining of neutrophils stimulated by SiNPs
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(Top panels) Murine bone marrow neutrophils were stimulated with SiNPs ± NIP and intracellular ROS were visualized by staining with dihydroethidium. (Bottom panels) phase-contrast bright-field image of the same fields.　Scale bar = 100μm.

Supplementary Figure 2: Lung tissue expression of citrullinated histone 3
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Western blots assessing citrullinated histone 3 (Cit-H3) in right lung tissue 12 h after instillation of SiNPs, SiNPs + NIP, or vehicle. Signal intensities of Cit-H3 were normalized to β-actin expression. Data represent the mean ± SEM from 3 independent experiments, each performed using 2 mice. * p < 0.05 by unpaired t-test.


Supplemental Methods
Intracellular ROS staining of neutrophils
Neutrophils were isolated from mice bone marrow and seeded in chamber slides at the density of 5×10⁵/well. One hour later, cells were stimulated with a vehicle, silica-NPs (500 µg/ml) or silica-NPs with gp91ds-TAT (20 µM) in the phenol red-free RPMI1640 medium containing 10%FBS and dihydroethidium (Fujifilm Wako, Japan; final concentration: 5µM). The cells were imaged using a BZ-9000 microscope. The images shown are the representative from biologically duplicated experiments.
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