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NF1 PLEXIFORM NEUROFIBROMAS FOR DRUG SCREENING
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supplemented with a proteolytic substrate conjugated with fluorescein.
SCs were visualized with RFP and fibroblasts with far-red cell trace, total

Fig. 3 The presence of tumor rBM in culture decreases drug sensitivity. Cells were plated at 1500 (2D) or 4000

(3D) cells per well of a 96-well plate. Twenty four hrs later the drug was added at concentrations indicated.
Two days after drug addition the cell number was quantified using a luciferase-based assay (Promega). DMSO,
the drug vehicle, is the negative control. Doxorubicin was used as a positive control. The cell lines tested were
ipn02.3 RFP (NF1 wild-type SC line); ipNF95.11b C RFP and ipNF95.6 2| RFP (NF1 null SC lines). These cell lines
have been stably transduced (lentiviral) with tdTomato, a red fluorescent protein.

Sapitinib is a reversible, ATP competitive inhibitor of EGFR, ErbB1 and ErbB2. BI-2536, ispinesib, and colchicine
are chemotherapeutic drugs that target specific proteins (polo-like kinase 1, kinesin spindle protein and
mictotubules, respectively) essential to mitosis thereby halting cell cycle progression.

cell number with Hoescht nuclear dye. MetaXpress 3D analysis software
package was used to identify proteolysis degradation product on a cell-by-
cell basis, and classified based on cell type (SCs or fibroblasts). (A) SCs or
(B) fibroblasts in monoculture where blue=nuclear stain, pink=cytoplasmic
stain, green=proteolysis; (C) SC, blue and fibroblasts, pink in co-culture; (D)
Total proteolysis=green; (E) Total fluorescence intensity was measured in
3D for each cell type under monoculture and co-culture conditions, with
the average intensity quantified along the y axis.

Fig. 1 Schematic for organotypic models of plexiform neurofibroma
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