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Effect of YAP gene on proliferation of
ovarian cancer stem cells
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Objective: To investigate the role of YAP in ovarian cancer stem cells and its influence on biologic
function. Methods: A single cell suspension was prepared after digestion of pancreatic enzymes with
OVCAR-3 cells. And then, the ovarian cancer stem cells were identified by flow cytometry. The YAP five
phosphorylation site mutation (YAP-SSA) and C terminal deletion (YAP-AC) in the construction of
vector lentiviral packaging vector, and the virus core particles transfected with YAP-5SA, YAP-A C vector in
ovarian cancer stem cells, then the cell proliferation and stability were examined by MTT assay and colony-
forming assay. The ovarian cancer stem cells, YAP-SSA and YAP-A C transfected ovarian cancer stem cells
were inoculated in 15 the nude mice, the volume of tumors were measurand for 4 weeks, once a week.

Results: After the ovarian cancer stem cells inoculated in DMEM culture medium for 24 h, the number of cells
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were increased, and S days the cells presenting stem cell globules and covering the bottom of the bottle. And the
cells had 99.8% CD44 and 0.76% CD117 examined by flow cytometry. YAP level was higher in ovarian cancer

stem cells than ovarian cancer cells. And YAP-SSA promoted stem cell proliferation and tablet cell cloning in

ovarian cancer stem cells, however, YAP-A C showed the opposite phenomenon. YAP-5SA transfected ovarian

cancer stem cells promoted the growth of the tumor, however, YAP-A C transfected ovarian cancer stem cells

suppressed the growth of the tumor. Conclusion: These results suggest that YAP contribute to the proliferation of

ovarian stem cells and participate in the development and progression of ovarian cancer.
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Figure 1 Morphology of stem cell like cells of ovarian cancer ( X 200)
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(A) Morphology of stem cell like cells of ovarian cancer after cultured 24 h; (B) Morphology of stem cell like cells of ovarian cancer after cultured S d.
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Figure 2 YAP levels of ovarian cancer cells, ovarian cancer stem cells and YAP-5SA, YAP- A C transfected ovarian cancer stem cells (n=3,x + s)
(A)YAPIK [ WesternEJ I (51 5 (B)YAPZIAMGE it 4t . 1. DRSIEANM; 2. IRSUE T4, 3. YAP-SSARRFL UP Hidm+4mfe ;
4: YAP-ACFAHGUNEIE T 40/, *P<0.05 vs group 1; "P<0.05 vs group 2.

(A) Representative Western blot images of YAP expression; (B) statistical analysis of YAP expression. 1: ovarian cancer cells; 2: ovarian cancer stem cells; 3:

YAP-5SA transfected ovarian cancer stem cells; 4: YAP-A C transfected ovarian cancer stem cells. *P<0.05 vs group 1; "P<0.05 vs group 2.
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Figure 3 OD value of cell proliferation in ovarian cancer stem cells and YAP-5SA, YAP-AC transfected ovarian cancer stem cells
(n=3,x+5)

1: DREUE T4 2: YAP-SSARRCONSIGE T4 ; 3. YAP-aCRAFLUNER T4, S1AHLL, *P<0.0s; S24H1L, P<0.0s.

1: ovarian cancer stem cells; 2: YAP-SSA transfected ovarian cancer stem cells; 3: YAP-AC transfected ovarian cancer stem cells. *P<0.0S vs group 1;

“P<0.05 vs group 2.
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Figure 4 Colony number of ovarian cancer stem cells and transfected ovarian stem cells (#=3, x + 5)
(A) AN FHL ST B R (x200) 5 (B) AP AR SERESE TG . 1. BNEUETANNE; 2. YAP-SSARRHLONSU T4, 3: YAP-ACTEN
HUB T4, S5, *P<0.05; 5241, “P<0.05,
(A) Representative images of plate clone formation (x200); (B) statistical analysis of plate clone formation. 1: ovarian cancer stem cells; 2: YAP-SSA

transfected ovarian cancer stem cells; 3: YAP-A C transfected ovarian cancer stem cells. *P<0.03 vs group 1; “P<0.05 vs group 2.
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Figure S Tumor volume in different groups at different time after treatment (n=5, x + s)
(A)4JAJ5 25 2 AR BB IR L s (B) &S AR 3R AN TR I TR) g A FR G4 o 1. DS TR APRE R 2. YAP-SSARRL O 595
TEMMIATIE AL 3: YAP-ACRRFL BN SL T4 AHR L. S1MILL, *P<0.0s; S52HLL, "P<0.0s,

(A) Representative images of tumors on week 4 in ovarian cancer stem cells, YAP-SSA transfected ovarian cancer stem cells and YAP-AC transfected

ovarian cancer stem cells group; (B) statistical analysis of tumor volume. 1: ovarian cancer stem cells; 2: YAP-SSA transfected ovarian cancer stem cells; 3:

YAP-AC transfected ovarian cancer stem cells. *P<0.05 vs group 1; "P<0.05 vs group 2.
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