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miR-146a-5p mimic transfection 

MRC-5 fibroblasts were seeded at a density of 1x105 cells per well in 24-well plates in EMEM/10% FCS 

and transfected shortly after seeding, using the HiPerFect reagent (QIAGEN, Venlo, Netherlands) and the 

miR-146a-5p mimic at 25nM (MirVana miRNA mimic, assay ID= MC10722; Applied Biosystems, Carlsbad, 

CA, USA). A scrambled small RNA at 25nM (AllStars Negative Control siRNA; QIAGEN) was used as a 

control. After 48 hours, cells were washed and placed in serum-free medium, followed by 24 hour 

stimulation with or without 1ng/ml IL-1α (R&D Systems) and harvested with TriReagent for RNA 

isolation or Laemmli buffer for protein lysates preparation and cell-free supernatants were collected for 

IL-8 measurement. 

 

rs2910164 Genotyping 

To investigate if the lower induction of miR-146a-5p by COPD-derived primary human lung fibroblasts 

(PHLFs) in co-culture was caused by a common G>C SNP rs2910164, genotyping for this SNP was 

performed. A subset of samples were previously genotyped on Illumina Human1M-Duo BeadChip array 

and imputed using MACH program for genotype imputation using HapMap release 22 template, as 

previously described [1]. Five samples which were not genotypes on arrays had their DNA extracted 

from lung tissues of the same subjects from which PHLFs were obtained, according to the standard salt-

chloroform extraction method. The rs2910164 polymorphism was identified using TaqMan® SNP 

Genotyping assay (C_15946974_10) according to the manufacturer’s protocol. Each PCR was done in 



duplicates with 10 ng DNA template and 40 cycles of amplification was used. The PCR was carried out on 

a ABI7800HT machine (Applied Biosystems). 

 

RNA isolation and qRT-PCR 

RNA was harvested from cells with the standard TRIreagent method. For miRNA expression analysis, 

miRNA-specific cDNA synthesis was done using the TaqMan microRNA reverse transcription kit (Life 

Technologies, Bleiswijk, Netherlands) together with reverse transcription primers (Life Technologies) for 

miR-146a (000468). qRT-PCR was performed on the LightCycler 480 II (Roche, Almere, Netherlands) and 

expression of the miRNAs of interest was normalized to the expression the small nuclear RNA, RNU48 

(001006) as an endogenous control with approximately equal amplification efficiency. For expression 

analysis of the NF-B family member RelB, the iScript cDNA kit (Biorad, Herts, UK) was used for cDNA 

synthesis, after which qRT-PCR was performed using the Taqman® Gene expression assay RelB 

(Hs00232399_m1) with the protein phosphatase 1, catalytic subunit, alpha isoenzyme 

(Hs00267568_m1) and β2- microglobulin (Hs00984230_m1) as the housekeeping genes. The reaction 

was followed for 40 cycles and the Ct value calculated using the LightCycler software. DeltaCt (∆Ct) 

values were calculated (Average triplicate Gene of Interest – average triplicate Housekeeping gene) and 

the data were represented as 2^-∆Ct. 

 

IL-8 ELISA and Western blotting  

Protein levels of IL-8 were measured with a sandwich ELISA (R&D Systems) according to the 

manufacturer’s instructions.  

Total cell lysates of fibroblasts were obtained by harvesting cells in 1X Laemmli buffer (containing 2% 

SDS, 10% glycerol, 2% β-mercaptol, 60mM Tris-Hcl (pH 6.8) and bromophenol blue) and boiling for 5 

minutes after transfection. Samples were then blotted on a nitrocellulose membrane (Schleider and 

Schuell GmbH, Einbeck, Germany) after being subjected to SDS-PAGE. Expression of the interleukin 1 

receptor associated kinase (IRAK)-1 and TNF receptor-associated factor (TRAF)-6 was analysed using 

mouse anti-human IRAK-1 (Sc-5288) and mouse anti-human TRAF-6 (Sc-8409) with goat anti-human β-

Actin (all antibodies from, Santa Cruz Biotechnology, Santa Cruz, CA) as loading control as previously 

described [2]. Detection of bands were done by enhanced chemilumuniscence according to the 

manufacturer’s instruction (ECL, Amersham) and imaged with the ChemiDocTM MP system (Biorad, 

Veenendaal, Netherlands). 
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Figure 1. Recombinant human IL-1α caused IL-8 release from primary human lung fibroblasts (PHLFs). 

PHLFs from control donors (open triangles, n=6) and COPD patients (closed triangles, n=6) were grown 

to confluence and serum deprived overnight. IL-8 concentration (with median) as released after PHLFs 

IL-1α stimulation. *** = p<0.001 


