Induction of Immunogenic cell death and tumor regression
IN murine animal models by a novel cytolytic compound, LTX-401
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MCAZ205 fibrosarcoma was established on C57/BI6 mice and injected with PBS (control, Ctr) or LTX-401. Tumors were harvested
at day 1 or 4 later and were photographed after excision to document their macroscopic appearance (a) and subjected to
hematoxilin and eosin (HE) staining (raw appearance in (a), ratio of eosin over hematoxilin in (b)). Representative HE staining
patterns of necrotic areas are shown in (c) and the number of infiltrating leukocytes per view field was determined in (d).

200+

Relative light units

Chemical structure of LTX-401 (N-(2-aminoethyl)-2-(aminomethyl) -5-phenyl-2-(3-phenylpropyl) Asterisks indicate significant differences (unpaired Student's t-test) with respect to PBS-treated controls. *P<0.05; **P<0.01;

pentanamide), a f%¢-amino acid derivative. . . . . . . . . . ***P<0.001
Representative TEM micrographs of JM1 cells treated with 108 xM (4 x IC.*" value) of LTX-401 for various time points. (a) Translocation of HMGB1 from the lysate (L) to supernatant (S) of JM1 cells after being treated with the 4 x IC_ *" of LTX-401 UIO : University Qf OSIO
Untreated cells (a, b) were kept in serum-free RPMI 1640 and compared with cell treated with LTX-401 for 5 min (¢, d) and 60 (108 xM). (b) JM1 cells release ATP following treatment with the 2 x IC_,*" of LTX-401 (54 uM). (c) Cytochrome c is released
min (e, f). Bottom panels; mitochondrial morphology in untreated (g) compared to LTX-401-treated cells (h). from JM1 cells after treatment with the 4 x IC504h of LTX-401 (108 xM). *P<0.05, ns=not significant
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