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Introduction BRG399 distributes to the brain to elicit its therapeutic effects Introduction of drug holiday leads to tumor regression and fragmentation with a 100% survival

- Glioblastoma (GBM) is largely refractory to immune checkpoint blockers due to A. Overview of study design B. BRG399 colocalization in tumor regions in brains of treated rats A. Overview of study design B. Tumor assessment by MRI at treatment start and end of treatment
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C. Survival efficacy after 3 day ON/5 day OFF BID treatment
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Cell potency (IC,) of BRG399 in in vitro GBM models was assessed in 3 glioma cell

BRG399 concentration (ng/ml)

lines. In vivo, Sprague Dawley rats were implanted with C6 rat glioma cells into the 20- . 3 |
: : : : = S 1 - vehicle
right entorhinal cortex/subiculum region and tumor growth was assessed by fo g 5 ] —~ 5 mg/kg per dose (n=2)
magnetic resonance imaging (MRI). Rats were dosed for 16 days BID p.o with BRG399 S 50- —~ 10 mg/kg per dose (n=2)
. . . 0 = i S =
(5, 10, 20 mg/kg per dose). Survivors were given a 5-day drug holiday followed by 3 . N N N 2 20 mg/kg per dose (n=3)
. & \a N N i
days BID p.o BRG399 treatment (treatment cycle repeated twice). 69 days after the & &© & & s
: . : N 0> ¥ |
last treatment, survivors were re'Cha”engEd by left entorhinal cortex/sublculum FIGURE 2. BRG399 biodistribution in brain and plasma of treated rats. (A) Overview of PK study design and confirmation of tumor establishment 12 days post implantation. 0
implantatign of C6 g|ioma cells. BRG399 biodistribution in p|asma and brain was (B) Histological and mass spectrometry imaging (MSI) of rat brain with tumor regions outlined. Parasagittal sections (10 um) were sprayed with 2,5-dihydroxybenzoic acid, and 0 1'0 2'0 3'0 4'0
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) ) ) tissue types: blue represents the tumor region, red corresponds to gray matter, and yellow indicates white matter. Mass spectrometry ion images of (c) BRG399 and (d) Heme B FIGURE 4. BRG399 efficacy improvement by introduction of drug holiday. (A) Overview of study design. (B) Representative T1 and T2-weighted images from 3T MRI measurements
Overview of immune-competent C6 rat glioma model (vasculature marker) distribution within the tumor and surrounding brain tissue. (C) Samples (10uL plasma) were extracted using acetonitrile in the presence of deuterium- performed to assess tumor growth in animals treated with BRG399 on a 3 day ON/5 day OFF treatment schedule. Animals were evaluated after two rounds of treatment and subjected
___ No treatment labeled BRG399. Absolute concentrations of BRG399 were determined using reversed-phase HPLC coupled to multiple reaction monitoring (MRM) isotope dilution mass to one more round of treatment thereafter. (C) Survival of animals after introduction of drug holiday (3 days ON/ 5 days OFF) treatment schedule. 100% of animals survived presenting
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1g38__ 72 h 72 h 2 50 FIGURE 5. Re-challenge of survivor animals with tumor cells. (A) Overview of study design. Briefly, survivor rats were re-challenged with implantation of C6 tumor cells into left
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FIGURE 1. In vitro potency of BRG399. (A) Potency of BRG399 was assessed using 130 cancer cell lines (Oncolines™ and ~ was made (coordinates: 7.0 mm posterior, 4.5 mm lateral to the bregma, depth of 5.0 mm). A suspension of 3x10> C6 glioma cells in 10 pL of DPBS were injected and tumor immunosuppressive TME.
BPGbio). Cells were treated with BRG399 for 72 hours and cell viability assessed using ATPlite 1 Step™ assay or  8rowth was assessed by MRI 14 days post implantation. Animals were randomly assigned to 4 groups (n:10 / each group): control, 5, 10, and 20 mg/kg BRG399. Treatments

RealTimeGlo™ MT. IC (inhibitory concentration)., and maximal effect were calculated from dose-response curves. (B) ~ Were administered twice daily via oral gavage, and the control group received the same amount of 2% Labrasol at the same time. (B) Percent change in animal weight starting Please refer to poster #1284 for more insights into the immune-modulatory effects of BRG399.
Overview of IC., (M) and maximal effect for rat and human glioma cell lines. on Day 0 of study graphed by dosing groups. (C) MRI image representation of C6 tumors at day of randomization (Day 0, 14 days post implantation) and end of BID dosing at Maria-D. Nastke is an employee of BPGbio

day 17 (31 days post implantation). (D) Survival of rats treated with either vehicle (10) or BRG399 (10 animals each dosing group). 40% of BRG399 treated rats (20 mg/kg) and . . . , _
20% of both lower dose groups survived to the end of the experiment with evidence of reduction in tumor size. BRG399 is mveStlgatlonal and has not been approved yet by the FDA Correspondlng author: Stephane-geSta @ bpgb|o.com
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