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after treatment of myofibroblasts with sThy-1-IgG Fc (10, 100, 1000 ng/mL), Thy-1(RLE)-IgG Fc 552 

(1000 ng/ml) or IgG Fc (1000 ng/ml), for 48hrs. (C) Western Blot (WB) of αSMA expression. (D) 553 

WB quantification. Results are presented as Mean ± SEM. Statistical analysis was performed 554 

using 2-tailed Student’s t test and one-way ANOVA; *P<0.05, **P<0.01.  555 

Figure 6. Soluble Thy-1 reverses TGF-β1-induced lung fibrosis in doxycycline (Dox)-treated 556 

CC10-rtTA-tTS-TGF-β1 mice. (A) H&E and Trichrome staining, Immunofluorescence (IF) for αv 557 

integrin, αSMA, and TGF-β1 in lung tissue. Scale bar: 200 µm. (B) Mice were randomized to 558 

Dox in food (625 mg/kg) and water (1.0 mg/mL) for 4 weeks. Dox induced mice were treated i.v. 559 

with a single 1 mg/kg dose of either recombinant human Thy-1-Fc or RLE-mutated Thy-1[Thy-560 

1(RLE)-IgG Fc], IgG-Fc, or saline at day 28. The lungs were assessed one week after treatment 561 

(n=4-5/group). (C) Hydroxyproline quantification in lung tissue. (D) Quantification of αv integrin, 562 

αSMA, and TGF-β1 IF staining. (E) Profibrotic genes (Col1α1, Col3α1, Tgfb1 and Acta2) in lung 563 

tissue extracts by qPCR. Results are presented as Mean ± SEM. Statistical analysis was 564 

performed using one-way ANOVA; *P<0.05, **P<0.01 versus sThy-1 group, ##P<0.01 versus 565 

Saline, IgG and sThy-1 (RLE) groups. #P<0.05 versus Tgfb1 Tg(-) group.  566 

 567 

Figure 7. The proposed pathway of fibroblastic Thy-1 silencing and sThy-1 addition in lung 568 

fibrosis. 569 

Supplemental Figure. Bleomycin (Bleo)-induced acute injury in Thy1−/− and wild type (WT) 570 

mice. (A) Experimental scheme. Mice were induced with single Bleo (4U/kg in 100 µL saline) or 571 

saline by orotracheal intubation/MicroSprayer. Bronchoalveolar lavage fluid (BALF) and lungs 572 

were collected at day 3 (n=6/group). (B) Total protein in BALF. (C) H&E staining. Scale bar: 573 

100µm. (D, E) Total cells & differentials counts in BALF of Thy1−/− and WT mice. Results are 574 

presented as Mean ± SEM. Statistical analysis was performed using one-way ANOVA, *P<0.05, 575 

**P<0.01 versus controls.  576 
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Gene Name Forward 
 

Reverse 

Thy1  
 

5’-GGGCGACTACTTTTGTGAGC-3’ 5’-TCTGAACCAGCAGGCTTATG-3’ 

Col1α1 5’-ACATGTTCAGCTTTGTGGACC-3’ 5’-TAGGCCATTGTGTATGCAGC-3’ 

Col3α1 5’-ATTGCTGGGATCACTGGAGCAC-3’ 5’-CCTGGTTTCCCACTTTCACCCTTG-3’ 

Acta2 5’-ACTGGGACGACATGGAAAAG-3’ 5’-GTTCAGTGGTGCCTCTGTCA-3’ 

Tgfb1 5’-GGAGAGCCCTGGATACCAAC-3’ 5’-CAACCCAGGTCCTTCCTAAA-3’ 

Actb 5’-CTAAGGCCAACCGTGAAAAGAT-3’ 5’-CACAGCCTGGATGGCTACGT-3’ 

B2m 5’-ATCGAGACATGTGATCAAGC-3’ 5’-GCGTGCATAAATTGTATAGC-3’ 

Supplemental table 1. Murine qPCR primer sequences  578 


