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[bookmark: _GoBack]ZO-1 staining. A) Staining for ZO-1 at the tight junctions was performed in cultures treated at days 1 (“Pre”) and 20 (“Post”) with MWCNTs or media alone.  Experiments were performed using a single donor with 3 replicate wells.  Membranes were fixed at ALI-day 28 in 4% PFA, blocked with 10% goat serum, and stained with anti-ZO-1 mAb (Santa Cruz) and Hoechst.  B) Pixel density analysis of ZO-1 staining normalized to nuclei count.  No statistically-significant differences in ZO-1 staining were found between any treatments.  A noticeable decrease in ZO-1 staining can be observed in the pre-differentiation cultures treated with MWCNT 1µg/cm2, though this is due to a substantial increase in cell size, rather than reduced tight junction staining.
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