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Supplemental Figure 3. Oral PND-1186 administration is not toxic. 4T1 tumor cells were
implanted in the fat pad of BALB/c mice. Mice were treated with vehicle (water) or 150 mg/kg
PND-1186 orally (p.o.) twice-daily (b.i.d.) for 15 days (n=12 per group). Treatment began 24 h
after cell implantation. Body weights were recorded prior to the start of treatment (Day 0) and
again on days 6, 8, 10, 12 and 16. Error bars represent standard deviation. Significant differenc-
es were ascertained using an unpaired two-tailed studentÔs t-test, p-values of <0.05 were con-
sidered significant (* p < 0.05).
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Supplemental Figure 4. PND-1186 reduces inflammatory cell infiltration in primary 4T1
tumors. Orthotopic mCherry-4T1 tumors in Balb/c mice were treated with vehicle (water) or
150 mg/kg PND-1186 as described in Figure 2. Primary tumors were sectioned and
stained for anti-CD45 macrophage-associated marker (FITC, green) and with Hoechst
33342 (blue). Representative merged images are shown. Scale bar is 0.5 mm.
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Supplemental Figure 5. Low-level ad libitum PND-1186 administration inhibits paxillin but not
Src, Pyk2, or Akt phosphorylation in tumors. mCherry-4T1 tumor cells were implanted in the fat
pad of BALB/c mice. After 48 h, mice were provided 5% sucrose (control) or 0.5 mg/kg PND-
1186 in 5% sucrose as drinking water. Administration was ad libitum. (A) Representative
immunoblots for phosphorylated paxillin Tyr-118 (pY118 Paxillin) and total Paxillin in vehicle and
PND-1186-treated tumors. (B) Representative immunoblots for phosphorylated Src Tyr-416
(pY416 Src) and total c-Src in vehicle and PND-1186-treated tumors showed no detectable inhi-
bition of Src pY416 phosphorylation after PND-1186 treatment.(C) Representative immunoblots
for phosphorylated Pyk2 Tyr-402 (pY402 Pyk2) and total Pyk2 in vehicle and PND-1186-treated
tumors showed no detectable inhibition of Pyk2. (D) Representative immunoblots for
phosphorylated Akt Ser-473 (pS473 Akt) and total Akt in vehicle and PND-1186-treated tumors
showed no detectable inhibition of Akt. (E) Representative immunoblots for phosphorylated Akt
Thr-308 (pT308 Akt) and total Akt in vehicle and PND-1186-treated tumors showed no detect-
able inhibition of Akt. In all samples, Lane 1 (POS) is a positive control of 4T1 cell lysate.
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