PPARy agonists promote differentiation of cancer stem
cells by restraining YAP transcriptional activity

Supplementary Material
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Supplementary Figure Sl1. Pioglitazone also induces growth arrest in osteosarcoma.

mOS 482 (mouse) and LM7 (human) cells exhibit concentration-dependent growth arrest when
treated with Pioglitazone (Pio) or Rosiglitazine (Rosi) for 48 and 72 hours (n=3; * P<0.05).
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Supplementary Figure SI2. Rosi does not induce apoptosis in osteosarcoma.
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TUNEL assays on 482 and LMY cells treated for 48h with 50uM and 100uM of Rosi,
respectively, showed no increase in the number of apoptotic cells. Images shown are at 40x
magnification using a Carl Zeiss AxioCam MRc camera.
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Supplementary Figure SI3. Rosi induces adipogenesis in human Saos2-LM7 cells.

Oil Red-O lipid stain of LM7 cells grown in adipogenic media (top panel) and the addition of
Rosiglitazone 10uM (bottom panel) stained at 10-days. (B) Relative fold change in mRNA
expression of PPARy measured by gRT-PCR. * = p < 0.05.
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Supplementary Figure Sl4: Rosiglitazone decreases growth and induces adipogenesis in
a primary canine osteosarcoma cell line.

(A) Growth of dog OSA2 cells treated with DMSO, Rosiglitazone 50uM and 100uM for 48- and
72-hours. * = p < 0.05. (B) Differentiation assays with Dog OSA2 cells grown in regular media
and treated with Rosiglitazone 100uM for 10 days. Stained with crystal violet (left panel) and

Oil-Red-O (right panel). Mag 40X
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Supplementary Figure SI5: FGF21 synergizes with TZDs to induce adipogenesis in
mOS-482 cells

mOS-482 cells treated in adipogenic media for 72 hours (control) in the presence of Pio (10uM),
Rosi (1uM) singly or together with FGF21 (200 ng/mL). Enhanced adipogenesis is seen with the
combination of TZD and FGF21 as evidenced by increased Oil Red O staining and gRT-PCR
analysis of adipocyte-specific genes. QRT-PCR analysis (n=3). * = p < 0.05.
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Supplementary Figure SI6

Confirmation of PPARYy deletion in mOS cells by Sanger sequencing . A. Green highlighted
sequence in Exon 3 of PPARYy is the gRNA. B Deletion in PPARy knockout ( KO) clone 1

confirmed by Sanger sequencing. C Putative truncated protein sequence in PPARy KO OS
cells.
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Supplementary Figure SI7:

Detailed statistics of flow cytometry analysis to detect Sca-1-PE positive cells. Panels include
untreated, DMSO- and Rosi-treated cells. % Total shows decrease with Rosi treatment.
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Supplementary Figure SI8. Rosi treatment in vivo does not increase osteosarcoma
apoptosis and increases bone marrow fat production.

(A) TUNEL assay show no change in cell death in the xenograft tumors, both at the periphery
and center, after Rosi-treatment. Pictures were taken using a Leica DM5500 microscope and
are at 10x magnification. (B) Bone marrow in Rosi-treated mice femurs exhibit increased
adipocytes indicated by blue arrows. Images -20x magnification.
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Supplementary Figure SI9 - Rosi decreases migration of tumor cells after tail vein
injection

hOS-Saos2-LM7 cells expressing a tk-Luciferase were injected through the tail vein of
NOD/SCID mice. Tumor cell dissemination was followed using IVIS imaging. Images of the mice
at the time of, and 1 week after injection are shown.



