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Supplementary Fig. 1 Negative and positive staining for technical feasibility. We used the reagent
negative control (i.e. no primary antibody). In the negative control we incubated the sample with
the antibody diluent alone and no primary antibody, followed by incubation with secondary
antibodies, detection reagents (i.e. DAB - brown stain), and counterstained with hematoxylin to
elucidate the nuclei. This ensures that staining is produced from detection of the antigen by the
primary antibody and not by the detection system or the specimen. In positive staining we used
both primary and secondary antibodies (specific for each parameter, in this case metalloproteinase
type 2 - Santa Cruz Biotechnology, sc-10736), DAB, and counterstained with hematoxylin. DAB was
quantitatively evaluated with both volume density and its intensity using ImageJ software. Control:

subject number 1. Smoker: subject number 8. Arrow: DAB. Scale bars = 50 um



