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Figure S1. NTHi serial passage in the presence of resveratrol does not induce resistance. 

Four independently grown NTHi375 cultures (CL), CL1 to CL4, were exposed to a range of 

resveratrol inhibitory concentrations consisting of 250, 225, 175, 130 and 112.5 µg/ml. sBHI 

without/with DMSO were used as positive controls for NTHi growth. After 15 serial 

overnight passages, lack of growth, i.e. no resistant bacteria, was observed under the 

conditions tested. Lack of growth is represented by white empty wells; turbidity and growth is 

represented by gray filled wells. 
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Figure S2. NTHi infection and resveratrol treatment increase SIRT1 protein levels on 

A549 cells. A549 cells were treated with resveratrol 20 µM for 4 h, and then infected with 

NTHi375 for 10, 20, 30, 50, 70, 90, 100 or 120 min. (a) SIRT1 protein was detected in host 

cell lysates by western blot analysis with rabbit anti-SIRT1 and goat anti-rabbit IgG 

antibodies. Tubulin was monitored as a loading control, by using mouse anti-tubulin and goat 

anti-mouse IgG antibodies. Representative immunoblots are shown. Bands corresponding to 

SIRT1 (bands ∼120 KDa) or tubulin (∼55 KDa) were cropped by using Adobe Illustrator 

CS5. Full-length blots are presented in “Expanded data for Figure S1” (see below). (b) 

Relative level of protein (mean intensity of SIRT1/mean intensity of tubulin) obtained after 
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densitometry analysis of western blot protein bands at each indicated time point. Please note 

that samples derive from the same experiment and blots were processed in parallel. 
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Expanded data for Figure S2. Full length blots. Protein extracts loaded in the four 

blots contain samples generated in parallel in the same experiment (both infection time 

course and non-infected controls). Similarly, samples were processed in parallel, in 

terms of protein extract preparation, electrophoretic separation and blotting. Each blot 

was scanned by using a MP C3503 scanner (Ricoh), with a 300 dpi resolution, in color. 

Scanned images were processed with Adobe Photoshop CS5. Brightness and contrast 

controlling tools were used across each entire blot to match the color tone of the four 

images. Bands corresponding to SIRT1 (bands ∼120 KDa) or tubulin (∼55 KDa) were 

cropped to improve clarity and conciseness of the presentation in Fig. S1, and combined 

into one figure with four separate panels (Fig. S1a) by using Adobe Illustrator CS5. 

Please note that complete experiments were performed at least three times, and blots 

corresponding to a representative one are shown here. The anti-SIRT1 antibody used in 

these assays was a rabbit polyclonal antibody raised against amino acids 448-747 of 

SIRT1 of human origin (sc-15404, Santa Cruz Biotechnology). The anti-tubulin 

antibody (T5168, Sigma-Aldrich) used in these assays was a mouse monoclonal 

antibody derived from the B-5-1-2 hybridome; it recognizes an epitope located in the C-

terminal end of the α-tubulin isoform. 
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Table S1. Primers used in this study. 

Primer name Sequence (5´-3´) Organism Source 

IL8-F-1241	 AGAGACAGCAGAGCACAC	 Human 1 
IL8-R-1242	 AGTTCTTTAGCACTCCTTGG	 Human 1 
hBD2-F3-1619	 TGGCTGAATTCTAACCTCTGTAATGA	 Human This study 
hBD2-R3-1620	 GGACATCAAGCCTTCCACCTTATA	 Human This study 
PDE4B-F-1259	 GAGACAAAGAGCGGGAGAGG	 Human This study 
PDE4B-R-1260	 GGTGGTGAGGGACTTTGAGG	 Human This study 
GAPDH-F-1237	 GAAGGTGAAGGTCGGAGTC	 Human 1 
GAPDH-R-1238	 GAAGATGGTGATGGGATTTC	 Human 1 
KC-F-1404 GACAGACTGCTCTGATGGCA	 Mouse This study 
KC-R-1405	 TGCACTTCTTTTCGCACAAC	 Mouse This study 
mTNFα-F-1592	 AGGCACTCCCCCAAAAGATG	 Mouse This study 
mTNFα-R-1593	 GCTCCTCCACTTGGTGGTTT	 Mouse This study 
mGAPDH-F-1430	 CCCACTAACATCAAATGGGG	 Mouse 2 
mGAPDH-R-1431	 CCTTCCACAATGCCAAAGTT	 Mouse 2 
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