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glycolysis in a multi-step set of reactions resulting in the creation of pyruvate. DR ET " ———— 105 231
Pyruvate enters the mitochondria where it is oxidized by the Krebs Cycle to - 1000 [IP—— S N L Figure 5. RP10107 inhibits
generate ATP to meet the cell’s energy demands. However, cancer cells or other S R eSS m s | pposphorylated S6 across cell lines.
highly proliferative cell types preferentially channel glucose towards lactate O WO i — Cell lines were plated in media at a
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of glutaminase activity thereby generating the necessary substrates required for e T cTi6 | Western Blotting.
eventual ATP synthesis and energy production. Targeting glutaminase therefore e | | Bractinwas used as a loading control.
represents a potential therapeutic strategy to prevent malignant transformation of Figure 2. Anti-proliferative effect of RP10107 across cell lines. Cell lines were plated in media at a pre- » Lanes: A: Blank ; B: 1 nM; C: 10 nM;
I g b . . g he the biological and determined cell density in 96-well plates Following overnight incubation, cells were treated with 100X _ _ D: 100 nM; E: 1000 nM; F: 10000 nM.
CEIlIS an Cqm _at Cancer_ progression. Herein, we describe the bio Oglca_ an concentration of RP10107 to bring the final concentration to 1X in total 150 pl volume (x1mM aKG). Treatment with RP10107 caused a
pharmacokinetic properties of RP10107, a novel small molecule glutaminase After 72 h, MTT was added and Gls, was calculated using Graphpad prism. Majority of the cell lines tested _ _ o | dose-dependent reduction in pS6
hihi - A - - were sensitive to RP10107 with Gl;, ranging between 1 -1000 nM across most of the cell lines tested.
inhibitor, with scope to be further developed as a clinical candidate for solid s0 anging _ _ e
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GLS-1 (Kidney type) Mouse 21.2 AN Z o- - . S 4. s - BALB/c Mice (10 mg/kg) administered orally as a suspension
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GLS-2 (Liver type) Mouse Figure 3. Glutamine to glutamate conversion in cancer cell lines. Cells were plated and incubated overnight S § RP10107 was rapidly absorbed
Table 1. Glutaminase inhibition by RP10107. IC.. of RP10107 using recombinant human GLS-1 or mouse in 24-well plates and treated with RP10107. Cells were incubated at 37 ©C for 24-hours post treatment. Adherent S reaching up to 10 uM concentrations
ver mitbchondria derived GLS-2 was determiﬁed i’)oy measuring the conversion of glutamine to o- cells were washed in the plate while suspension cells were collected and washed with PBS. Cells were lysed at the doses tested
ketoglutarate flurometrically. Activity of RP10107 against mouse or rat GLS-1 was determined colorimetrically using 5.0% methanol in water mcubqted on ice for 30 min. Following centrlfugatl_on,_supernatant was collect and
using brain lysates in an ammonia release assay. RP10107 demonstrated >350 selectivity over GLS-2 glutamine and glutamate concentrations were determined on a LC-MS/MS. Inhibition of glutaminase by
RP10107 caused accumulation of glutamine within cells with a subsequent increase in the ratio of
glutamine: glutamate.
Figure 1. Addition of a-ketoglutarate .
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£ RP10107+akKG plated in media at a pre-determined cell 1000 ¢~ Vehicle Figure 4. Efficacy In a subcutaneous DOHH-2 *RP10107 is a potent inhibitor of GLS-1 with several fold selectivity over
density in 96-well plates Following % RP10107 (100 mg/kg/BID) xenograft mouse model. CB17/SCID mice were the liver isoform
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was celcuiated using Sraphpad prism. " 200- utility in DLBCL. -Demonstrated activity in several cell lines representative of solid
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