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SUPPLEMENTARY METHODS 

Single-cell RNA expression analysis 

Single-cell expression data were downloaded from GEO accession number 
GSE136831 [1] that had been previously annotated. We used R software version 
4.1.0 [2], with Bioconductor version 3.13 [3]. We performed the normalization, 
scaling, Principal Component Analysis (PCA), and Uniform Manifold Approximation 
and Projection (UMAP) using the Seurat package version 4.1.1 [4]. Graphics were 
done using ggplot2 version 3.3.6 [5]. 

Real-time polymerase chain reaction (PCR) 
Supplementary reactions were performed using specific Taqman probes (Applied 

Biosystems) for Col1a1 (Hs00164004_m1), Col3a1 (Hs00943809_m1), and 

POLR2A (Hs00172187_m1), or specific primer sequences and SybrGreen reagent 
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(ThermoFisher Scientific, catalog #K0222). QuantStudio 6 (ThermoFisher 

Scientific) thermalcycler was used for qPCR experiments, and 2-ΔCt was used for 

data analysis. We provide primer sequences in the table below. 

 
 

Name 
 

Sequence (5' -> 3') oligo 
length (nt) 

 
Hu CDKN1A-F 
 

TGTCCGTCAGAACCCATGC 19 

 
Hu CDKN1A-R 
 

AAAGTCGAAGTTCCATCGCTC 21 

 
Hu HPRT-R1 
 

GGCTTTGTATTTTGCTTTTCCA 22 

 
Hu HPRT-F1 
 

AAGGACCCCACGAAGTGTTG 20 

 
Hu TP53-F 
 

CAGCACATGACGGAGGTTGT 20 

 
Hu TP53-R 
 

TCATCCAAATACTCCACACGC 21 

 

 

 
  

Genotyping  
Endpoint PCRs were performed according to the transgenic mice providers. Specific 

primers given in the technical sheet were designed and synthesized to detect the 

WT and KO mice strains [6-8].  

 

 

 

SUPPLEMENTARY FIGURES 



Supplementary Figure S1. A. DNA electrophoresis gel images with an example 
of the genotyping of WT (7-13) and KO (1-6; 14-17 and 18 is HT) mice. Each 
lane is numbered and represents one animal. WT oligonucleotides amplify a 
segment of the ZNF365 gene, while KO oligonucleotides amplify the cassette 
that disrupts ZNF365 gene. B. PCR of relative expression of ZNF365. 



Supplementary Figure S2. ZNF365 silencing does not affect the apoptotic 
rate in normal human lung fibroblasts and A549 cells under basal 
conditions and after an apoptotic stimulus. A and B: Early and late percentage 
of basal apoptosis in normal human lung fibroblasts under basal conditions and 
after 0.1 µM and 0.5 µM staurosporine stimulation. C and D: Early and late 
percentage of apoptosis in A549 epithelial cells under basal conditions and after 
30mU of bleomycin stimulation. 



Supplementary Figure S3. Silencing ZNF365 promotes the increase of Col 
1A1 and Col 1A3 in human lung fibroblasts. Figures represent the mean +/- 
S.D. of two independent experiments.  



Supplementary Figure S4. TGFβ-1 stimulation of silenced A549 cells and 
human lung fibroblasts promotes the expression of senescent markers. A and 
B) p21 and p53 expression in normal human lung fibroblasts. C and D) p21 and 
p53 expression in A549 cells. Figures represent the mean +/- S.D. of two 
independent experiments.  



Supplementary Figure S5. Violin plot of the expression of selected genes in 
epithelial cells obtained from Idiopathic Pulmonary Fibrosis samples (GSE136831 
dataset). 
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