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Supplementary Fig. 1. Genetic deletion of Sphk1 in fibroblasts reduces bleomycin- and TGF-β-

induced YAP1 expression. (A & B) Sphk1flox/flox and Sphk1flox/flox: FSP1Cre+ mice (male, 8 weeks) in 

C57BL/6 background receiving bleomycin (2 U/kg in 50 µl PBS) or PBS intratracheally were 

sacrificed at days 21 post-challenge. The conditional deletion of Sphk1 in fibroblasts reduced 

bleomycin-induced YAP expression (green) and FSP1 expression (red) and their colocalization as 

seen with the merged image (yellow). Row1 represents the IgG control (isotype) for the specific 

antibodies. Row 2 represents the YAP1 (green), FSP1 (red), DAPI (blue) and the merged images 

(yellow to orange) for the wild type mice injected with PBS. Row 3 represents the YAP1 (green), 

FSP1 (red), DAPI (blue) and the merged images (yellow) for the wild type mice administered with 

bleomycin, where maximum colocalization of YAP1 and FSP could be seen. Row 4 represents the 

YAP1 (green), FSP1 (red), DAPI (blue) and the merged images (yellow to orange) for the Sphk1-/- 

mice administered with PBS. The last row (row 5) represents the YAP1 (green), FSP1 (red), DAPI 

(blue) and the merged images (yellow) for the Sphk1-/- mice administered with bleomycin, where 

the colocalization is much reduced. n=4 to 6 per group. 
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Supplementary Fig. 2. PF543 attenuates TGF-β- and bleomycin-mediated YAP1 translocation to 

cell nucleus. Human lung fibroblasts (HLFs) grown on glass-bottom 35-mm dishes were treated 

with PF543 (1 µM) for 1 h prior to TGF-β (5 ng/ml) or bleomycin (BLM) (1 U/ml) for 3 h, and YAP1 

translocation to cell nucleus was assessed by confocal microscopy. The individual as well as 

merged images of the vehicle as well as TGF-β and bleomycin induced cells are shown in the panel. 

Upon treatment with bleomycin or TGF-β, YAP-1 translocation to nucleus is seen (pink) which is 

reverted with PF543 treatment (less pink and more of blue). Seven different areas from three 

independent dishes were counted for quantification of nuclear YAP1 after treatment vs. control 

without treatment. YAP1 is shown in red, and DAPI in blue and translocation is identified by pink 

nucleus. n=3. 
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Figure 1 
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Supplementary Fig. 3. (original blots of Fig. 1G.) 
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Figure 2 
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Supplementary Fig. 4. (original blots of Fig. 2C.) 
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Figure 4 
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Supplementary Fig. 5. (original blots of Fig. 4C.) 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Int. J. Mol. Sci. 2020, 21, x FOR PEER REVIEW 7 of 10 

 

Figure 5 
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Supplementary Fig. 6. (original blots of Fig. 5C.) 

 

 

 

 

 

 

 

 

 

Fig. 5
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Figure 6 
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Supplementary Fig. 7. (original blots of Fig. 6A.) 
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Figure 8 
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Supplementary Fig. 8. (original blots of Fig. 8B.) 
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Figure 9 
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Supplementary Fig. 9. (original blots of Fig. 9B.) 
 

-2

0

2

4

6

  
+

M
T

  
  

  
  

  
  
  

  
  

  
  

  
  
  

  
  
 -

M
T

A B

C D

F
o

ld
 c

h
a

n
g

e
 M

it
o

S
O

X

Vehicle TGF-ß

-MT +MT

*** ***

FN

α-SMA

Actin

Vehicle TGF-ß       Vehicle +     TGF-ß+

                          MT               MT         

Vehicle TGF-ß
0.0

0.5

1.0

1.5

2.0
- MT

*** **

+ MT

F
o

ld
 c

h
a

n
g

e
 F

N

- MT

*** ***

+ MT

F
o

ld
 c

h
a
n

g
e
 α

-S
M

A
 

E

Fig. 9 

Vehicle  TGF-ß

220kDa

42kDa

42kDa

  

Vehicle TGF-ß
0

1

2

3

4

 

  


