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SUPPLEMENTARY METHODS

Transfection of oligonucleotides targeting miR-200c

The double-stranded mimics targeting miR-200c, and the negative control (CTRL)
oligonucleotides were purchased from Sigma Aldrich. SKOV3 cells were grown to 60-70%
confluence, incubated with RNAs at a final concentration of 20 nM by using HiperFect

reagent (Qiagen) for 144 h, and then subjected to RNA/protein extraction.

SUPPLEMENTARY FIGURE LEGENDS

Figure S1. Differential effects of Olaparib treatment on cell viability in OC cell lines.
UWB, UWB-BRCA and SKOV3 cells were treated for 72 or 144 h with increasing
concentration of Olaparib, and cell viability was determined by MTT assay. Mean values of
three independent experiments were reported in graph. Error bars represent standard

deviations. *, p < 0.05, **, p < 0.005, ***, p < 0.0005 vs. control (DMSO).

Figure S2. Effects of prolonged Olaparib exposure on DNA damage in OC cell lines. a,
b) UWB, UWB-BRCA and SKOV3 cells were treated with Olaparib for 24 h (a) or 144 h (b).
The presence of yH2AX foci (red) was assessed by immunofluorescence analysis. Nuclei
(blue) were visualized with 4’, 6-diamidino-2-phenylindole (DAPI). Images were captured
under ApoTome microscope at 40x magnification. Quantification of yH2AX foci was
determined by measuring red fluorescence intensity with ImagedJ software. Mean values
obtained from measurements of five microscopic fields randomly taken from three
independent experiments are reported in graph. Error bars represent standard deviations. *,
p < 0.05, **, p < 0.005, ***, p < 0.0005 vs. control (DMSO). c) yH2AX expression after 144 h

of Olaparib treatment was determined by Western blot analysis. Tubulin expression was used



as internal control. The images are representative of at least two independent experiments.
The intensity of the bands was evaluated by densitometric analysis, normalized and reported

as relative expression with respect to control (DMSO).

Figure S3. Induction of G2/M cell cycle arrest by Olaparib in OC cell lines. UNB, UWB-
BRCA and SKOV3 cells were treated with Olaparib for 72 h. a) Percentages of cells in G1, S
and G2 phases were evaluated by flow cytometry. Data are average values of three
independent experiments. For G2 increase in Olaparib-treated UWB, UWB-BRCA and
SKOV3 cells (both doses), p < 0.005 vs. control (DMSO). b) The expression of the cell cycle
regulatory protein Cyclin B1 was determined by Western blot analysis. Tubulin expression
was used as internal control. The images are representative of at least two independent
experiments. The intensity of the bands was evaluated by densitometric analysis, normalized

and reported as relative expression with respect to control (DMSO).

Figure S4. Effect of miR-200c overexpression on NRP1. SKOV3 cells were transfected

with negative control (CTRL) or with miR-200c mimics oligonucleotides for 144 h. miR-200c

(@) and NRP1 mRNA (b) expression were assessed by gRT-PCR analysis. miRNA levels
were normalized to U6 expression, while mRNA levels were normalized to GAPDH mRNA
expression. NRP1 protein (c) was evaluated by Western blot analysis, with tubulin
expression as internal control. The intensity of the bands was evaluated by densitometric
analysis, normalized and reported as relative expression with respect to control (CTRL). Error

bars represent standard deviations. **, p < 0.005, ***, p < 0.0005 vs. CTRL.

Figure S5. Effect of miR-200c overexpression on autophagy induction. SKOV3 cells
were stably transfected with a plasmid carrying the precursor of miR-200c (miR-200c) and its

corresponding vector control (CTRL), then treated for 144 h with Olaparib. The expression of



the autophagy related proteins LC3 and P62 was determined by Western blot analysis.
Tubulin expression was used as internal control. The images are representative of at least
two independent experiments. The intensity of the LC3-Il and P62 bands was evaluated by
densitometric analysis, normalized with LC3-I and Tubulin, respectively, and reported in

graph. Error bars represent standard deviations.
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