1889

Synergistic effects of glutaminase and proteasome inhibition in Multiple Myeloma cell lines
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RPMI|-8226 RPMI-8226 cells. Cell lines were plated in media at

a pre-determined density in a 6-well plate. After
overnight incubation, cells were treated with
RP10107, CFZ, or a combination of RP10107+
CFZ for 48 h. Cell lysates were analyzed for

Table 1. Glutaminase inhibition by RP10107. IC., of RP10107 using recombinant human GLS-1 or mouse
liver mitochondria derived GLS-2 was determined by measuring the conversion of glutamine to a-
ketoglutarate flurometrically. Activity of RP10107 against mouse or rat GLS-1 was determined colorimetrically
using brain lysates in an ammonia release assay. RP10107 demonstrated >380 selectivity over GLS-2
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Figure 2. Effect on cell cycle in MM cells. Cells were plated in media at a pre-determined cell density in 96-well *Glutaminase Inhibition potentiated Carfilzomib activity in Multiple Myeloma cell lines

Figure 1. Glutamine to Glutamate conversion in MM cell lines. Cells were plated and incubated at plates. Following overnight incubation, cells were treated with RP10107, Carfilzomib (CFZ), or a combination of e Effect was most pronounced INn the RPMI-8226 cell line.

37°C for 24-hours post treatment with RP10107. Cells were collected, washed with PBS, lysed using RP10107+CFZ. After 48 h, cells were collected, washed with PBS and fixed with 70% ethanol, incubated at 4°C for -Anti-proliferative effect of the combination was manifested by an increase in

50% methanol in water, and incubated on ice for 30 min. Following centrifugation, supernatant was . . - . . _
collect and alutamine and alutamate concentrations were determined on a LC-MS/MS. Inhibition of 3 h, and stained with Propidium lodide. Samples were analyzed by flow cytometry. Concentrations: CFZ-15 nM .
9 9 ' (RPMI-8226) or CFZ-20 nM (MM-1S); RP10107- 1uM. Combination of CFZ and RP10107 caused cell cycle apoptosis and cell cycle arrest

e ) (2110 alt oo e 0T O glutamine within cells with & subsequent arrest in GO/G1 (RPMI-8226) and G2/M (MM-1S) phase. »Marked inhibition of apoptotic markers was observed
* Testing of the combination in relevant animal models is planned.
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