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= Upregulated in TME due to: Unbound tumor concentrations of compound 4A are above its in vitro IC50 value up to 4 hours after dosing.

Compound 4A was administered to C57BL/6 mice at 60 mpk IP BID for 14 days. On day 14 tumor samples were collected at 15 min,

Fiaure 4. Compound 4B and 4A Activitv in Intact Whole Cell Assavs 4 h, and 24 h. Concentrations of compound 4A was measured by LC-MS/MS. Data is shown as mean +/- SD.
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- Therapeutic intervention such as cytotoxic therapy and radiation Figure 2: Biophysical Characterization of Recombinant TREX1 with Compound 4A by SPR and TSA A B
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= Demonstrated TREX1-inhibition mediated STING activation in vitro and anti-tumor activity in vivo
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Mouse 414 21 treatment with compound 4B. TREX1 nuclease activity can be quantified by measuring fluorescence intensity over time. Negligible
Nucleus non-TREX1 nuclease activity was detected from THP1 TREX1 knock out cells (data not shown). Compound 4B is a racemic mixture

of compound 4A and 4A-2. B) Compound 4A increases STING activation in DNA-stimulated HCT116 IRF3 reporter cells. HCT116 cells
were treated with compound 4A for 4 hours at 37°C, followed by transfection with BstNI-digested pBR322. DNA-stimulated cells were

Surface plasmon resonance (SPR) and thermal shift analysis (TSA) for compound 4A with human and mouse TREX1(2-242)

recqmbinant prgteip S 5 o o then incubated at 37°C for an additional 48 hours before monitoring for IRF3 reporter luciferase activity. Luciferase reporter activity
A) Single-cycle kinetics SPR analysis with site-specifically biotinylated human and mouse TREX1(2-242) shows nanomolar binding with compound 4A treatment was compared to DNA-stimulation alone (dashed line). No IRF3 reporter activity above DNA alone was
affinity for compound 4A B) Thermal shift analysis with (green) and without (blue) MgCl, confirms a Mg*" ion-dependent mode of detected in HCT116 TREX1 knock out reporter cells with compound 4A treatment (data not shown) confirming that enhanced IRF3

binding for compound 4A. Additionally, MgCl, enhances the thermal stability of TREX1 recombinant protein signaling after compound 4A treatment is a TREX1-dependent effect. Data is shown as mean +/- SD.




