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Figure E1. ROS generation in human lung tissue as detected by DHE staining. Representative images and 

relative fluorescence intensity are shown (n=4). **P < 0.001. Data are shown as means ± s.e.m.
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Figure E2. S100A8 interaction with S100A9 in human lung tissue. S100A9 was immunoprecipitated in lung 

tissue obtained from non-smokers (NS), smokers (SM), and patients with emphysema (E) followed by Western 

blotting to analyze S100A8 expression. Densitometric quantification is also shown (n = 4). The ratio of 

immunoprecipitated S100A9 to S100A8 was normalized to control non-smokers. Data are shown as means ± 

s.e.m.
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Figure E3. S100A8 phosphorylation in human lung tissue. (A) Immunoprecipitation of S100A8 in lung 

tissue obtained from non-smokers (NS), smokers (SM), and patients with emphysema (E) followed by Western 

blotting analysis to determine p-Thr expression. The ratio of immunoprecipitated S100A8 to p-Thr was 

normalized to control non-smokers. (B) S100A8 was immunoprecipitated in lung tissue lysate obtained from 

non-smokers, smokers and patients with emphysema followed by Western blotting to analyze p-Tyr expression. 

Densitometric quantification is also shown (n = 4). Data are shown as means ± s.e.m.
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Figure E4. Interaction of S100A8 with serine kinases in human lung tissue. (A) S100A8 does not interact 

with: A-Raf, Akt1, Akt2, Akt3, casein Kinase II α‘, casein kinase II β, CaMKI, CaMKIδ, CaMKII, CaMKIIβ, 

CaMKIIγ, CaMKIV, ERK1, ERK3, ERK5, follistatin, IRAK-1, JNK, Raf-B, Raf-1, p38α/β, p38γ, PKAα/β/γ, 

PHKA2, Mosxe, and ZIP-kinase as determined by immunoprecipitation followed by Western blotting analysis.  

(B) S100A8 interacts with PKAα, ERK2, casein kinase II α, and PKCα. (C) Immunoprecipitation of S100A8 in 

lung tissue obtained from non-smokers (NS), smokers (SM), and patients with emphysema (E) followed by 

Western blotting to determine p-ERK2, casein kinase II α, and p-PKCα expression. Densitometric quantification 

normalized to control non-smokers is also shown. P < 0.05. Data are shown as means ± s.e.m.

E11



Figure E5. Transfection efficiency of A549 cells. (A,B) A549 cells were transfected with pmCherry-N1 

plasmid for 48h. N-peptide-mCherry protein expression is shown on micrographs obtained using fluorescence 

(561 nm, F) and bright field (BF) microscopes. Quantification of transfection efficiency is also shown (B). P < 

0.05. Data are shown as means ± s.e.m.
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Figure E6. The role of S100A8 in ATII cells. High oxidative stress correlates with decreased S100A8 levels. 

Low S100A8 phosphorylation by p-PKAα and its ubiquitination by SYVN1 may contribute to emphysema 

development. S100A8 overexpression protects cells against injury induced by cigarette smoke extract and its 

knockdown sensitized cells to apoptosis.  
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