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MS 9]\ NEn A]‘i PLX4720 inhibits B-Raf(V600E) with an IC50 of 13 nM. Consistent with the high degree of selectivity, ERK phosphorylation is

potently inhibited by PLX4720 in B-Raf(V600E)-bearing tumor cell lines but not in cells lacking oncogenic B-Raf[1]. PLX4720
treatment significantly increased BIM expression in the PTEN+ (>14-fold) compared with the PTEN- cell lines (four-fold). Dual
treatment of PTEN- cells with PLX4720 and a PI3K inhibitor enhanced BIM expression at both the mRNA and protein level and
increased the level of apoptosis through a mechanism involving AKT3 and the activation of FOXO3a [2].

f /]\ ]j\] ?T— 1]‘/, k In B-Raf(V600E)-dependent tumor xenograft models, orally dosed PLX4720 causes significant tumor growth delays, including

. tumor regressions, without evidence of toxicity [1]. In vivo, PLX4720 treatment of 8505¢ orthotopic thyroid tumors inhibited
tumor aggressiveness and significantly upregulated the thyroid differentiation markers thyroid transcription factor 1 and
paired box gene 8[3]. Treatment of orthotopic thyroid tumors, initiated 1 week after tumor cell implantation with PLX4720
caused a significant tumor growth delay and decreased distant metastases, without evidence of toxicity [4].

) J\,\/ﬁ Female athymic mice (NCr nu/nu) were implanted s.c.on day 0 with 30-60 mg COLO205 tumor fragments.
- Treatments began on day 11, when the mean estimated tumor mass was 104 mg (range, 95-113 mg). All
animals were dosed with vehicle (5% DMSO0, 1% methylcellulose) or PLX4720 suspended in vehicle by
gavage daily for 14 consecutive days. Tumor burden (mg) was estimated from caliper measurements [1].

2 R Sz 56y Cells are treated with various concentrations PLX-4720 for 24, 48,and 72 hours. Cell proliferation is

. R measured by using the CellTiter-Glo Luminescent Cell ViabilityAssaz or MTT assay. For cell cycle analysis,
supernatant and cells are collected, pelleted, and fixed with 70% ethanol. Before staining with propidium
iodide (10 r g/mL), cells are incubated for 1 hour at 37 °Cin 0.5 mg/mL RNase | to rid samples of residual RNA
contamination. Samples are then analeed by using the EPICS XL apparatus. For the assessment of apoptosis,
mediaand cells are harvested and pelleted before staining with annexin-FITC and propidium iodide. Samples
are subsequently analyzed by using the EPICS XL apparatus [1].

#ﬂ" jZE PLX-47201s a potent and selective inhibitor of B-Raf (V600E) (1C50: 13 nM), equally potent to c-Raf-1(Y340D and Y341D
mutations).
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