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Online supplement figures 19 

 

Figure e1. shRNA - induced knockdown of clusterin in human normal lung fibroblasts. 20 

Clusterin gene and protein expression was silenced post lentivial transfection with shRNA 21 

targeting the clusterin gene (shCLU, open bars) compared with non-silencing (mock, grey bars) 22 

and non - transduced fibroblasts (control, black bars). qPCR (A, n=3), western blot (B), 23 

immunofluorescence staining (panel C, clusterin red, nuclei - blue, n=3, quantitative analysis in D, 24 

isotype striped bar) confirmed low CLU gene and protein expression in shCLU transfected 25 

fibroblasts. ELISA analysis shows reduced levels of secretory clusterin post shRNA transduction 26 

(n = 2). Scale bar in panel C represents 10 µm.  27 
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Figure e2 Microscopic assessment of FasL-induced apoptosis in control lung fibroblasts. 28 

Apoptosis was assessed morphologically in fixed, untreated cells that were permeabilized 29 

followed by nuclei staining with DAPI: (A) untreated fibroblasts, (B) FasL-treated fibroblasts. 30 

Apoptotic nuclei initially demonstrate condensation of chromatin (B, high-power inset) before 31 

progressing to form dense, highly fluorescent apoptotic bodies (arrows in B). (C) Quantitative 32 

analysis was determined by counting apoptotic and nonapoptotic cells in four high-power fields 33 

for each experimental replicate (n=6). Scale bar in A represents 10 µm.  34 
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Figure e3 High exogenous clusterin and low intracellular clusterin do not affect lung 35 

fibroblast migration in control and fibrotic fibroblasts. (A) Representative bright field images 36 

of crystal violet-stained migratory fibroblasts on transwell polycarbonate membranes, showing a 37 

three fold increase in migration in response to PDGF-BB (25 ng/ml) compared with unstimulated 38 

controls. Since migratory responses of mock-transduced and untransduced fibroblasts did not 39 

show significant differences, migratory responses of clusterin deficient fibroblasts were compared 40 

to mock-transduced controls only. (B-C) Comparison of migratory response in mock-transduced 41 

(control) compared with shCLU deficient fibroblasts (B) and control fibroblasts with fibrotic lung 42 

fibroblasts (C) in response to no stimuli or PDGF-BB (25 ng/ml), TGF-β1 (1 ng/ml) and 43 

exogenous, human plasma derived clusterin (10 µg/ml). Quantification of migrated cells via 44 

crystal violet solubilization and spectrophotometric analysis of the absorbance at 570 nm. Data 45 

represent mean ± SEM of two independent experiments. *P < 0.05, ****P < 0.0001 compared with 46 

respective control.  47 

  48 
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Figure e4 Presentation of full-length blot for cropped blot in Figure 4D. 

(A) Cropped blot, different parts of the same gel presented in Figure 4D. (B) Blot probed with anti-

clusterin antibody (0.4 µg/ml, sc-8354, Santa Cruz). (C) After stripping, the bottom of the 

membrane was reprobed with anti-αSMA (7.1 ng/ml, M0851, Dako, Denmark) and the top of the 

membrane (D) was reprobed with anti-Vinculin antibody (0.4 µg/ml, sc-7649, Santa Cruz). 

Molecular Marker bands as indicated on the right hand side of the blots. 
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Figure e5 Presentation of full-length blot for cropped blot in Figure 5B. 

(A) Cropped blot, different parts of the same gel presented in Figure 5B. (B) After cutting the 

membrane the bottom of the blot was probed with anti-clusterin antibody (0.4 µg/ml, sc-5289, 

Santa Cruz) and the top of the blot was probed with anti-vinculin antibody (0.4 µg/ml, sc-7649, 

Santa Cruz). (C) Molecular Band Marker on membrane (in kDa). (D) After stripping, the bottom of 

the membrane was reprobed with anti-αSMA (7.1 ng/ml, M0851, Dako, Denmark). 
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