
 E1

Online Supplement for: 

 

EXPRESSION OF MACROPHAGE INFLAMMATORY PROTEIN-3ββββ/CCL19 IN 
PULMONARY SARCOIDOSIS 
 

MIP-3ββββ ELISA 

The microtitre plate (Nunc, Denmark) was coated with 100 µl capture antibody in PBS 

(0.8 µg/ml goat anti-human MIP-3β) overnight at room temperature. The plate was then 

incubated with blocking buffer (1% BSA and 5% sucrose in PBS with 0.05% NaN3) for 1 

hour at room temperature. After washing the plate three times with PBS containing 0.05% 

Tween 20 (wash buffer), duplicate samples of 100 µl BALF or cultured supernatants and 

standards (serial dilutions of recombinant human MIP-3β) were applied to each well and 

incubated for 2 hours at room temperature. The plate was again washed three times and 

incubated with 100 ng/ml of biotinylated goat anti-human MIP-3β for 2 hours at room 

temperature. After washing, streptavidin conjugated to horseradish-peroxidase was added for 

20 minutes at room temperature. After, washes and the mixture of hydrogen peroxide and 

tetramethylbenzidine (1:1) was applied for 20 minutes at room temperature. The enzyme 

reactions were stopped by the addition of 2 N H2SO4 and the absorbance of each well was 

measured at 450 nm with wavelength correlation set to 540 nm using an ELISA plate reader 

(Spectra Shell, SLT Austria).  

 

Determination of Cell-associated MIP-3ββββ Protein by Immunocytochemistry 

(Semiquantitative Analysis) 

Cytocentrifuge preparations (cytospins) were made from BALF cells from 17 patients 

with sarcoidosis and 6 control subjects using Cytospin 2 (Shandon Instr.). MIP-3β protein was 

detected on the acetone-chloroform fixed cytospins by incubation with anti–MIP-3β IgG2b 
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monoclonal antibody (R&D Systems, U.K.). In parallel negative control slides, the specific 

antibody was substituted by an irrelevant isotype-matched antibody (R&D Systems). Specific 

binding of the primary antibody was visualized by biotinylated rabbit anti-mouse antibody, 

followed by streptavidin-biotin/horseradish peroxidase complex (DAKO, Denmark). 3,9 

amino-ethyl-carbazole (Sigma) was used as a chromogenic substrate for horseradish 

peroxidase. The slides were counterstained with hematoxylin. At least 200 cells were counted 

by two independent observers. Each cell was classified according to its type and the 

expression was semiquantified according to the intensity of positive immunostaining for MIP-

3β: grades of staining: moderate (+), medium (++), strong (+++).   

 

 

Figure E1. Expression of cell-associated MIP-3β  protein in alveolar macrophages from 

patients with sarcoidosis and control subjects - semiquantitative analysis. Proportion of MIP-

3β strongly positive (+++) macrophages in whole population of alveolar macrophages (1.00) 

was determined on MIP-3β immunostained cytocentrifuge preparations from 17 patients with 

sarcoidosis and from 6 healthy control subjects (controls). The data are expressed as mean 
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values ± SEM (Standard Error of the Mean):  sarcoidosis, 0.28±0.06; controls, 0.19±0.05 

(sarcoidosis versus controls: p>0.05).        


