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Figure S1. Knockdown of raptor or rictor inhibits RMS cell growth. Rh30 and RD cells, infected with
lentiviral shRNA to raptor, rictor, or GFP (control), were seeded in 6-well plates (all at 4x10*
cells/well) and grown for 72 h, followed by cell counting using a Beckmann Coulter counter. Shown
are mean values + SD (n = 3). "p < 0.05, difference versus the control group (sh-GFP).
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Figure S2. Inhibition of AMPK attenuates DHA-induced inhibition of mMTORC1 in Rh30 cells. Rh30
cells were pretreated with Compound C (10 puM) for 2 h, and then exposed to DHA (0-30 uM) for
24 h. The cell lysates were subject to Western blotting with indicated antibodies.
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Figure S3. Ectopic expression of kinase-dead AMPK attenuates DHA-induced inhibition of
mTORCT in Rh30 cells. Rh30 cells were infected with recombinant adenovirus expressing myc-
tagged kinase-dead AMPK (Ad-AMPK-KD) or GFP (Ad-GFP) for 24 h, and then treated with DHA
(0-30 uM) for another 24 h, followed by Western blotting with indicated antibodjies.
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Figure S4. Artesunate inhibits the tumor growth of Rh30 xenografts in SCID mice. C.B.175C scid -
female mice (5~6 weeks old) bearing Rh30 xenografts were treated (i.p.) with artesunate at the indi-
cated doses or vehicle (0.9%NaCl) once daily. At the end (Day 33) of the experiment, the mice were
sacrificed and the tumor tissues were dissected. Shown are the representative images of isolated
tumors.
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Figure S5. DHA increases cellular ROS and reduces ATP levels in tumor cells. (A,B) Rh30 cells were
preloaded with CM-H2DCFDA (10 uM) for 30 min, followed by treatment with DHA (0-30 uM) in
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the presence or absence of 5 mM NAC (N-acetyl cysteine) for 8 h (A) or 24 h (B), before ROS detec-
tion. (C) Rh30 cells were treated with DHA (0-10 uM) for 14-18 h, (D) indicated cells were treated
with DHA (0-30 uM) for 24 h, followed by ATP assay using ATPlite™ Luminescence Assay System
(PerkinElmer). Results are means + SE (1 = 6). *p < 0.05, **p < 0.001.



