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Cytotoxicity measured by LDH release: LDH release into apical chamber over a 24 hour period, at ALI days 1, 4, and 7.   Values are expressed as fold increase over dispersion vehicle control absorbance at 495nm wavelength (N=3, bars indicate SD).  While MWCNTs are known to interfere with colorimetric assays, acellular testing found that these lower doses did not interfere with the LDH assay.  Cytotoxicity of MWCNTs in ALI culture was found to be negligible in doses 1ug/cm2 or lower.










Lactate Dehydrogenase Assay
[bookmark: _GoBack]Cytotoxicity resulting from nanomaterial exposure was measured by lactate dehydrogenase (LDH) release into the apical chamber.  Apical chambers were washed with phosphate buffered saline (PBS) 24 hours prior to collection and accumulated LDH collected in a second apical wash was quantified using the CytoTox 98 colorimetric assay (Promega).   Absorbance at 495nm by the conversion of the formazan dye product indicated the elevation of LDH concentrations and increased cytotoxicity. Total 24 hour accumulated LDH release was normalized to vehicle control LDH.  While MWCNTs have been shown to interfere with colorimetric assays such as this23, we have demonstrated in previous work16 that the relatively low concentrations we utilize do not significantly alter assay results. Results of acellular assays containing only MWCNT or NG were subtracted from the treatment results to account for direct 495nm absorbance by these materials, though these wells were not significantly different from media blanks (not shown).
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