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Supplementary Figures  

Supplementary Figure 1. Generation and validation of HOOK1 CRISPRs in ovarian cancer cell lines. (A) 
Protein levels of HOOK1 after CRISPR‒Cas9 system infection in ovarian cancer cell lines. The selected clones 
are highlighted in red. (B) DNA sequencing of the sgRNA region of clones 5 and 19 of OVCAR-8 CRISPR and 
clones 3 and 10 of SKOV-3 CRISPR compared to the original sequence. 
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Supplementary Figure 2. Analysis of cell death, ER stress and autophagy in different HOOK1 CRISPR clones 
in OVCAR-8 and SKOV-3 cell lines. (A) Quantification by flow cytometry of the relative number of dead cells 
when Hook1 is downregulated. (B) Protein levels of UPR-associated proteins in Hook1-downregulated cells. 
(C) Immunofluorescence staining of LC3B (green) and LAMP2 (red) proteins in Hook1-downregulated cells 
treated with brefeldin A. DAPI (blue) was used as a nuclear stain, and the merge of the 3 markers is shown. 
The autophagosome size, number and relative fluorescence intensity, as well as the colocalization index of 
autophagosomes-lysosomes, were measured using ImageJ software. The statistical analysis was performed 
using Student’s t test (*p<0.05; **p<0.01; ***p<0.001). 
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Supplementary Figure 3. Biological processes associated with the proteins altered when HOOK1 is 
downregulated. Biological processes, GO terms and associated genes of (A) upregulated and (B) 
downregulated proteins in OVCAR-8 and SKOV-3 cell lines with downregulated HOOK1.   
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Supplementary Figure 4. Analysis of upregulated proteins upon HOOK1 downregulation using STRING 
resource. Network of upregulated proteins in (A) OVCAR-8 and (B) SKOV-3 cell line. Network nodes represent 
proteins and edges represent protein-protein associations. Some genes are colored to show that they are 
associated to a specific GO term. (C) Network of the top 5 most significantly upregulated proteins in OVCAR-
8 and SKOV-3 cell lines and brief description of their function within the cells.  
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Supplementary Figure 5. Analysis of downregulated proteins upon HOOK1 downregulation using STRING 
resource. Network of downregulated proteins in (A) OVCAR-8 and (B) SKOV-3 cell line. Network nodes 
represent proteins and edges represent protein-protein associations. Some genes are colored to show that 
they are associated to a specific GO term. (C) Network of the top 5 most significantly downregulated proteins 
in OVCAR-8 and SKOV-3 cell lines and brief description of their function within the cells.  
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Supplementary Figure 6. Analysis of Gene Ontology and overlapping genes upon Hook1 downregulation. 
Gene Ontology terms of (A) upregulated (FC > 1) and (B) downregulated (FC < -1) proteins upon Hook1 
downregulation in the SKOV-3 cell line. (C) Venn diagram of upregulated and (D) downregulated proteins in 
OVCAR-8 and SKOV-3 cell lines with downregulated HOOK1. A brief description of the overlapping genes is 
shown.  
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Supplementary Figure 7. IC50 curves and mean values upon Hook1 downregulation. (A) IC50 curves of 
compounds that induce ER stress or inhibit proteasome function in Hook1-downregulated cells. The mean of 
3 independent experiments ± SEM is represented. (B) Table with mean values of IC50 ± SEM of cells with 
downregulated HOOK1 treated with ER stress inducers or proteasome inhibitors. 
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Supplementary Figure 8. Validation of brefeldin A treatment. (A) Protein levels of UPR-associated proteins 
in Hook1-downregulated cells treated with brefeldin A. (B) Protein levels of autophagy-associated proteins in 
Hook1-downregulated cells treated with brefeldin A. 

 

Supplementary Figure 9. Validation of TUDCA treatment. Protein levels of UPR-associated proteins in Hook1-
downregulated cells treated with TUDCA.  
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Supplementary Figure 10. Validation of chloroquine treatment. (A) Protein levels of autophagy-associated 
proteins in Hook1-downregulated cells treated with chloroquine. (B) Immunofluorescence staining of LC3B 
(green) and LAMP2 (red) proteins in Hook1-downregulated cells treated with chloroquine. DAPI (blue) was 
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used for nuclear staining, and the merge of the 3 markers is shown. The autophagosome size, number and 
relative fluorescence intensity, as well as the colocalization index of autophagosomes-lysosomes, were 
measured using ImageJ software. The statistical analysis was performed using Student’s t test (*p<0.05; 
**p<0.01; ***p<0.001). 
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Supplementary Figure 11. Representative images of the cell death assay. Flow cytometry charts of ovarian 
cancer cells with downregulated HOOK1 stained with Annexin V and propidium iodide. 

 

Treatment Origin Concentration 
 OVCAR-8 line 

Concentration  
SKOV-3 line 

Brefeldin A MedChemExpress 45 nM 100 nM 
Chloroquine MedChemExpress 25 µM 50 µM 

TUDCA (tauroursodeoxycholic acid) MedChemExpress 100 µM 100 µM 
 

Supplementary Table 1. Concentration of the treatments employed in the ovarian cancer cell lines.    
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