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Immunogenic cell death and Nanocyclix

Nanocyclix compound library: Nanocyclix® is a proprietary
medicinal chemistry technology based on the macrocyclization
of small Lead-like molecules. This leads to low MW kinase
Inhibitors with a unique binding mode and mode of action. The
shape complementarity between the inhibitor and the active
site of the kinase iIs believed to result in high potency and
selectivity.

DAMPs (ATP, CRT, HSPs and
HMGB1) released during
Immunogenic cell death
(ICD) recruit and activate
Immune cells (DC,
monocytes, T cells) to
recognize tumor (neo)-
antigens.

Some single-agent ICD inducers in cancer:

ICD inducers Associated ICD-relevant DAMPs

DAMP Stage of cell death

Surface CRT Pre-apoptotic
Surface HSP70 Mid-apoptotic
Secreted ATP Early/mid apoptotic
Released HMGB1 Post-apoptotic

Surface HSP90 Early/mid apoptotic
Surface CRT Early/mid apoptotic
Surface HSP70 Early/mid apoptotic

Surface CRT Early/mid apoptotic
Released HMGB1 Post-apoptotic
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Several ICD inducers were tested in DAMP-associated assays
following which mitoxantrone and doxorubicin were chosen as
positive controls.
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screen for novel ICD inducers.

In vitro detection of ICD inducers
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» 5 doses : highest concentration chosen from Step 2

= 72h incubation followed by assessment of cell viability
(CellTiter Glo), secreted ATP (Enliten), HMGBL1 release (ELISA -
48h), surface CRT (IF)

= Assay format: 96-well plate

= 5doses : 10, 5, 2.5, 1.25, 0.61 uM

= 72h incubation followed by assessment of cell viability
(CellTiter Glo) using EnVision plate reader

» Assay format: 384-well plate

IF image capture and analysis: Operetta High-Content Analysis System (PerkinElmer)
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Conclusions

* Here, we describe a general strategy for the identification of ICD inducers within large chemical libraries.

 We have validated the capability of our ICD screening platform by identifying ODS142, a compound that elicits an ICD response - secreted ATP, HMGB1 release and surface CRT.
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