IR 5 I FE S £E 5 M FH 22 451l ——PBE R 5=

SCE B H : Gamma secretase inhibition promotes hypoxic necrosis in mouse
pancreatic ductal adenocarcinoma
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Figure 5: Treatment-induced hypoxia acutely sensitizes tumor cells to MRKO003. (A)
Representative immunofluorescence images of pimonidazole hydrochloride (Hypoxyprobe-1)
staining with areas of hypoxia shown in bright green after 3 d of treatment. (B) Levels of hypoxia in
tumors treated with the combination treatment (n=6) compared with vehicle (n=4; **, P=0.006) and
gemcitabine (n=4;P=0.02) cohorts. Combination treatment was compared with GSI (n=6; P=0.07).
GSI treatment was compared with vehicle (P=0.01). (C) A panel of 10 KPC cell lines were tested to
determine the GI50 values when treated with GSI under normoxia (units=pM). (D) KPC cell lines
were examined for effects of GSI under normoxic and hypoxic conditions. The graph shown is
representative of 10 cell lines. (E) Human PDA cells were examined for effects of GSI under
normoxic and hypoxic conditions. The graph shown is representative of the HPAF cell line. This
experiment was performed in triplicate on two separate occasions (*, P < 0.001).(F) KPC cell lines
were examined for the cytotoxic activity of gemcitabine under normoxic and hypoxic conditions. (G)
gRT-PCR of survivin and Notch3 under hypoxia, and after incubation with MRK003.
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