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SUPPLEMENTARY FIGURE 1.  Sputolysin treatment alters activation markers on 

sputum neutrophils.  Compared to whole blood (red histograms), viable sputum 

neutrophils prepared in the absence of sputolysin (green histograms, phosphate buffer 

saline-base method, detailed in the Supplementary Methods, online) display decreased 

intracellular GSH levels (as measured by GSB adducts), as well as decreased surface 

thiols and increased CD66b, reactive oxygen species (ROS) and reactive nitrogen 

species (RNS), with moderate intracellular calcium (Ca2+) increase.  In stark contrast, 

viable sputum neutrophils prepared by 30 minute incubation at 37ºC with the reducing 

agent dithiothreitol (Sputolysin®, blue histograms) show marked signs of reduction 

(increased GSB and surface thiols and RNS), as well as increased Ca2+ levels, which 

indicate significant, multifaceted alteration of the activation pattern of cells.  Probes used 

for surface thiols, ROS, RNS and Ca2+ quantitation were Alexa Fluor® 594-maleimide 

(2.5 µM), dihydrorhodamine 123 (1 µM), diaminofluorescein diacetate (1 µM) and Fluo3-

FF-AM (0.3 µM), respectively (all from Invitrogen). 

 




