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/fzig ﬁ]\{E ']i Shh-EGFPFLAG-GLi2 cells cultured with Ciliobrevin A have truncated primary cilia, and this cellular organelle is absentin a

significant fraction of Ciliobrevin A-treated cells. Ciliobrevin A perturbs primary cilia formation in the Shh-LIGHT2FLAG-Gli1
cells and promotes accumulation of FLAG-GLli1 at the distal tip of this organelle. Ciliobrevin A significantly inhibits the
proliferation of these neuronal progenitors, as measured by histone H3 phosphorylation (pH3) levels, and reduces cellular
levels of cyclin D1 protein and Gli1, Gli2, and N-Myc transcripts in the CGNPs. Ciliobrevin A can block the proliferation of
SmoM2-expressing CGNPs and should be equally potent against CGNPs lacking Su(fu) function, whereas the Smo inhibitor
Cyclopamine is ineffective against either oncogenic lesion. Ciliobrevin A prevents an increase in the FLAG-GLi2 full-
length/repressor ratio upon Shh stimulation, but HPI-2 and HPI-3 have no significant effect. Ciliobrevin A increases ciliary
levels of FLAG-GLi2 in a manner disproportionate to their effects on total FLAG-Gli2 levels[1].

é'[u }]@¥ (j Using MTS-8 assay to measure cell proliferation and the toxicity of this drug. 2000 cells were plated in 96-

. well plates per well. HPI-4 was added to cells at concentrations of 0,5 and 10 1 Min 100 u | DMEM/F12 with
10% FBSand incubated for 0, 1, 3, 6 and 9 days. Then, 10 1 L MST-8 was added to the mediain each well and
incubated in an environment without light for 90 min. The absorbance value was measured using an enzyme
microplate reader at 450 nm wavelength. The relative viability of cells was expressed by OD value.(Only for

Reference)
EI:EJ& Ciliobrevin A is aninhibitor of hedgehog signaling pathway with an IC50 <10 u M.
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