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Figure EV1. Reduced PDGF-Ra abundance in PDGF-Ra haploinsufficient mice.

A Double staining for PDGF-Ra (red) and a-SMA (green) showed a co-localization of these two proteins as well as a reduced number of double-positive cells (white
arrows) in 5-8-day-old PDGF-Ro*/~ mice (right panel) when compared to PDGF-Roi*/* (WT) littermates (left panel). * represents alveolar air space.

B, C (B) Quantitative RT-PCR and (C) immunoblot analysis showing reduced PDGF-Ra protein and mRNA expression in lungs of PDGF-Roi*/~ newborn mice when
compared to WT littermates (n = 4/group).

D Reduced PDGF-Ra transcript in newborn PDGF-Ra*/~ mice upon MV-0, for 8 h when compared to WT littermates (n = 3 mice/group).

Data information: In (B-D), the data are presented as mean + SD. *P < 0.05. Statistical test in (B-D) is two-tailed unpaired Student’s t-test or Mann—Whitney test.
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Figure EV2. Effect of TGF-§ in combination with mechanical stretch on PDGF-Ra signaling and functional properties of fibroblasts. >

A No change in migration of myofibroblasts (MFBs) from newborn WT mice with mechanical stretch (n = 5 mice/group).

B-D Analysis of proliferation (Cell Titer Glo) exhibited no change upon TGF-B (B) or stretch (C) in mouse myofibroblasts (MFBs) from WT mice, while an increase in
proliferation was observed when mouse myofibroblasts stretched in the presence of TGF-f were subjected to an additional dose of TGF-B (D) (n = 9 mice/group).

E, FImmunoblot analysis showing increased proliferation markers like PCNA (E) levels with mechanical stretch and PI3K (F) upon additional TGF-f incubation on
stretched myofibroblasts (MFBs) from newborn WT mice (n = 6 mice/group).

Data information: Values here are normalized to respective controls. Data are presented as mean =+ SD. Statistical analysis in (A-C, E) is two-tailed unpaired Student’s

t-test and in (D, F) is ordinary one-way ANOVA with Bonferroni’s correction. **P < 0.01, *P < 0.05 (P-value range = 0.0080-0.0232). C, un-stretched untreated control; S,

stretched myofibroblasts (24 h); Th1, un-stretched myofibroblasts subjected to 5 ng/ml TGF-B (24 h); S+Th1, myofibroblasts stretched in parallel to TGF-f application

(5 ng/ml) (24 h); S+Th2, myofibroblasts stretched for 24 h followed by incubation with TGF-B (5 ng/ml) for 24 h.

© 2017 Helmholtz Zentrum Miinchen EMBO Molecular Medicine EV2



EMBO Molecular Medicine Reduced PDGF-Ra driving nCLD pathology  Prajakta Oak et al

A 20 B — 15
) =
= =
S 151 T _(C‘:
© - 10} T
=2 S
S S
= % 05|
E 0.5 - —
= S
o R (Al 0 L
Stretch (S) * + Stretch (S) - -
TGF-g (Th1) ' " TGF-B (Th1) - +
% D
© 20 @ 20 .
=4 2
© ©
S 15} _* 5 15} .
o o
— 1 0 - E — 1.0
S E S
e ©
E o 051
Eg 0.5 E)
o E a oL
@ oL E Stretch (S) -
Stretch (S) - + TGF-ﬁ (Th]., _
TGF-B (Thl) . . TGF-B (Th2) . < +
E c s F S+Th1
c S+Th2 +Th2
PCNA s s e s s s | 36 kDa
. PRK [ ————— — —| 110kDa
B-actin |—---—-—-——| 43 kDa p-actin B == — .
e
18 —_— 0.3
£ |ls 33333 c i B
[] [}] E — —
|8 1°F | T |8 02 T E
1= £ S|&
% = 5 & = E
[&) . =
CI|F osf I 2 |Fo1f-
o ; ke ;i
; :
oL E Q- frrerIT
Stretch (S) - + Stretch (S) - +
TGF-B (Thl) - - TGF- (Th1) - -
TGF-B (Th2) - + +

Figure EV2.
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Figure EV3. Similar TGF-f activation with increased apoptosis in lungs of newborn PDGF-Ra haploinsufficient mice after MV-0, for 8 h.

A Immunoblot analysis showing similar pSMAD levels in whole lung homogenate of newborn WT as well as PDGF-Ra*/~ mice (n = 3 mice/group).

B Representative immunofluorescence image showing similar pSMAD levels (red) in both newborn WT (upper panel) and PDGF-Ra*/~ mice (lower panel). o-SMA is in
green, and nucleus is stained with DAPI (blue). Quantification of the image showing pSMAD-2 area to 100 nuclei (n = 3-4 mice/group, 4 sections/mice, 10
images/section).

C Increased apoptosis quantified by cleaved caspase-3* nuclei normalized to 100 nuclei in newborn PDGF-Roi*/~ compared to WT mice (n = 4 mice/group).

Data information: In (A-C), data are presented as mean =+ SD. Statistical test is two-tailed unpaired Student’s t-test (*P = 0.0159).
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