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Figure S1. Autophagy-related transcriptional enrichment, mTOR-associated protein
expression, and DEPTOR abundance in cardiac fibroblasts. A. GSEA plots for GO Regulation of
Autophagy and Positive Regulation of Autophagy from human cardiac fibroblast (HCF, n=4)
compared with pulmonary fibroblasts (HPF, n=5) and normal dermal fibroblasts (NHDF, n=7). The
leading edge of each gene set, FDR (false discovery rate) and NES (normalized enrichment score)
values are displayed. B. Heatmap of a curated set of mTOR-associated regulatory proteins detected
in the proteomic dataset from rat cardiac (CF, n=4), pulmonary (PF, n=3) and dermal (DF, n=4)
fibroblasts. C. DEPTOR expression in cultured rat cardiac fibroblasts, cardiomyocytes and total
ventricle tissue samples. Alpha actinin and Vimentin were used as cardiomyocyte and fibroblast
markers, respectively. Naphthol blue staining of membrane was used to assess protein loading (n=3).
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Figure S2. Autophagy supports fibroblast survival and modulates ER-stress responses in
cardiac fibroblasts. A. Diagram showing the main autophagy components indicating the
involvement of ATG7 and BNIP3 and steps interfered by pharmacological autophagy inhibitors 3-
methyladenine (3MA) and Chloroquine (CQ). B-E. Survival of cardiac, pulmonary and dermal
fibroblasts (CF, PF, DF) treated with 3MA, CQ or transduced with two independent knockdown
constructs for Atg7 and Bnip3 (n=8-15). F, Western blot assessment of knockdown efficiency of the
constructs used in E and F (hypoxia was used to stabilize and detect Bnip3). G, Representative
Western blots and corresponding densitometric quantification of the main components of the
Unfolded protein response (UPR), including also caspase-3 activation, BCL2 and LC3, during
Thapsigargin treatment in cardiac (red) and dermal (grey) fibroblasts (n=4-6).
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Figure S3. Quantitative association between DEPTOR and mTOR signaling outputs in adult
cardiac fibroblasts. A. Scatter plot showing the monotonic association between DEPTOR
abundance and p4E-BP1 Thr37/46 phosphorylation across pooled, experiment-normalized
measurements from control and Deptor shRNA conditions. Each point represents an individual
measurement. Spearman correlation coefficient (p) and two-tailed p value are indicated. B.
Summary table of Spearman correlation analyses between DEPTOR abundance and downstream
signaling nodes, including S6K Thr389, p4E-BP1 Thr37/46, and pAKT Ser473 as well as BCL2. The
number of observations (XY pairs), correlation coefficients (p), and p values are shown.



Supplementary Table S1.

Supplementary Table S1. Echocardiography measurements at baseline

Student's

AAV9-Ctrl AAV9-Deptor-shRNA |t.
Parameter Unit | mean SD mean SD 2 tails
Heart Rate BPM 422.3841 44.110737 | 385.05539 38.727357| 0.0528357
LV Diameter; s mm | 2.3637893 0.4108254 | 2.6257561 0.3124282| 0.1222300
LV Diameter; d mm 3.300459 0.4086997 | 3.4970189 0.2588621 | 0.2197333
LV Volume; s pL 20.340341 8.5896441 | 25.832113 7.2076022| 0.1290688
LV Volume; d pL 45.133784 13.037526| 51.204953 8.9648408 | 0.2400744
Stroke Volume pL 24.793443 6.7602456| 25.37284 5.3783992| 0.8298773
Ejection Fraction % 55.616823 10.803733| 49.938102 9.3044613| 0.2093098
Fractional Shortening % 28.534083 7.0336974 | 25.016087 5.901951| 0.2279882
Cardiac Output mL/min | 10.565034 3.3030986 | 9.7825249 2.408722| 0.5466101
LV Mass mg 96.186374 19.00332 | 105.01423 22.442112| 0.3165430
LV Mass Corrected mg 76.949099 15.202656 | 84.011384 17.953689 | 0.3165430
LVAW;s mm | 1.1101452 0.0855491| 1.125376 0.2796722| 0.8466759
LVAW;d mm | 0.8255669 0.0840072 | 0.8561754 0.1997545| 0.6076091
LVPW;s mm | 1.1861394 0.3740545| 1.0319445 0.2423273| 0.2905202
LVPW;d mm | 0.9143833 0.4036954 | 0.8654757 0.3089808 | 0.7592833

n=9 n=15

Echocardiographic parameters at baseline. Cardiac parameters were quantified at
baseline, three weeks after AAV injection using a VisualSonics Vevo 3100LT ultrasound
system equipped with a 30-MHz transducer. Left ventricular dimensions were obtained in
M-mode, and ejection fraction (EF) and fractional shortening (FS) were calculated using
standard echocardiographic formulas (see materials and Methods section). LV: left
ventricle; s: systole; d: diastole. Statistical significance between the two groups was
assessed using a two-tailed Student’s T-test.
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Supplementary Table S2.

Echocardiographic parameters post-Myocardial infarction. Individual values, mean and

SD for cardiac parameters quantified three weeks after sham operation or LAD occlusion,

using a VisualSonics Vevo 3100LT ultrasound system equipped with a 30-MHz transducer.
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Supplementary Table 3. Key reagents and resources.
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