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Supplementary Experimental Procedures 
 

Cell Culture. Primary HOSE cells were isolated and cultured as previously described (1, 2).  

BrdU Immunofluorescence. For BrdU labeling, cells were labeled with 10μM BrdU for 1 hour, 

and an anti-BrdU FITC labeled antibody (Becton-Dickson, 1: 20) was used to visualize the 

incorporated BrdU (4). 

 

Bisulfite sequencing of Wnt5a gene promoter CpG island. Bisulfite sequencing was 

performed as previously described (3). Briefly, genomic DNA from human EOC cell lines and 

from primary EOCs was modified by hydroquinone and sodium bisulfite treatment. A 367 bp 

amplicon from nucleotide -994 to -628 in the Wnt5a promoter CpG island was PCR-amplified 

from bisulfite-modified DNA and directly sequenced. This provided a quantitative assessment of 

the methylation status of the CpG island by comparison of the relative signal peak for C or T at 

the cytosine of each CG dinucleotide. Primer sequences used for PCR amplification are: 5’-

AGTTTGTTTGCGGGGTATAGG-3’ and 5’-CACCACGTATCCCGTTCTTT-3’. 
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Supplementary Table 1  

Summary of Wnt5a promoter DNA methylation status in tested human EOC cell lines. 

 

Supplementary Figure Legends 

Figure S1. Confirmation of Wnt5a antibody specificity.  (A) OVCAR5 cells were infected 

with Wnt5a encoding retrovirus together with a lentivirus encoding an shRNA to the human 

Wnt5a gene (shWnt5a) or control.   Drug-selected cells were examined for Wnt5a and GAPDH 

expression by immunoblotting. (B) Serial sections of xenograft tumors formed by OVCAR5 

EOC cells ectopically expressing Wnt5a were subjected to immunohistochemical staining using 

an anti-Wnt5a antibody or an isotype matched IgG control (10X). Bar = 100μm. 

 

Figure S2. Wnt5a restoration inhibits the growth of PEO1 EOC cells by antagonizing 

canonical Wnt signaling. (A) PEO1 cells were transduced with a control- or Wnt5a-encoding 

puromycin resistant retrovirus. The infected cells were drug-selected with 1 μg/ml puromycin for 

3 days. Expression of Wnt5a and GAPDH in drug-selected cells was determined by 

immunoblotting. (B) Same as (A) but an equal number of drug-selected control and Wnt5a 

infected PEO1 cells were cultured on plastic plate for 5 days and the number of cells were 

counted using trypan blue exclusion assay. Mean of three independent experiments with SD. (C) 

Same as (B) but grown under anchorage-independent conditions in soft-agar. The number of 
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colonies were counted 2 weeks after initial inoculation. Mean of 3 independent experiments with 

SD. (D) Same as (A), but examined for soluble β-catenin expression by immunoblotting. 

 

Figure S3. The HIRA/PML pathway is activated during senescence of primary human 

ovarian surface epithelial (HOSE) cells induced by oncogenic-RAS.  (A) Primary HOSE cells 

were transduced with control or H-RASG12V encoding puromycin resistant retrovirus. Expression 

of RAS and β-actin were examined in drug-selected cells by immunoblotting. (B) Same as (A) 

but stained for SA-β-gal activity, a marker of cellular senescence. Percentage of SA-β-gal 

positive cells is indicated (mean of three independent experiments with SD). (C) Same as (A) but 

stained for HIRA and PML using indicated antibodies. Arrow points to an example of co-

localized HIRA foci and PML body. Bar = 10μm. (D) Quantitation of (C). The number of 

HIRA/PML foci positive cells was quantified from 100 cells from each indicated group. Mean of 

three independent experiments with SD.  (E) Primary HOSE cells were labeled with 10 μM 

BrdU for 1 hour and stained with indicated antibodies. Arrow points to an example of HIRA foci 

positive and BrdU negative cell and asterisk labels an example of HIRA foci negative and BrdU 

positive cells. Bar = 10 μm. (F) Quantitation of (E), BrdU positive cells were counted in primary 

HOSE cells with or without HIRA foci. 

 

Figure S4. Wnt5a restoration triggers senescence in human EOC cells.  (A) PEO1 EOC cells 

were infected with control or Wnt5a encoding puromycin-resistant retrovirus. The infected cells 

were drug-selected using 1 μg/ml of puromycin. Drug-selected cells were stained with antibodies 

to HIRA and PML. Arrows point to examples of co-localized HIRA and PML bodies.  Bar = 10 
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μm.  (B) Quantitation of (A). Mean of three independent experiments with SD. (C) Same as (A) 

but stained for SA-β-gal activity. (D) Quantitation of (C). Mean of three independent 

experiments with SD.  

 

Figure S5. Validation of an orthotopic EOC mouse model. OVCAR5 human EOC cells were 

injected into peri-ovarian bursa sac of female immuno-compromised mice.  Shown is an example 

of a xenografted tumor together with a mouse ovary and an intact bursa sac (black arrows), 

(stained with Hematoxylin and Eosin; H&E). Bar =  200 μm. 

 
 


