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Phase I/l clinical trials that has been identified to selectively disrupt biochemical
alterations in the conversion of glucose to energy (cancer cell metabolism). In this study
we determined some of the downstream effects of this process and elucidated the
possible mechanisms by which CPI-613 causes its selective anticancer activity.

% Cell Survival

60 A

Method: c-DNA

' Synthesis Signaling pathways regulated by CPI-613 in
\ BxPC-3, H460 and SF539 cancer cells

U CPI-613 selectively kills all tested cancer cells: BXPC3 human pancreatic cancer; H460
non-small cell lung carcinoma; and SF539 gliosarcoma cell lines. This effect was not seen
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RNA isolation Q0 CPI-613 can induce both apoptotic and necrotic cell death in BxPC-3 cells. The cell

Figure 1. CPI-613 is S”e'eCt'Ve'y toxic to H460, BXP?'Q" ’ RNA isolation death mechanism appears based on the levels of ATP present, with higher levels of ATP
|C50 Value of and SF539 cancer cells but not to NIH 3T3 (normal) cells. triggering apoptosis.
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HumanHT-12 v4 Expression BeadChip Kit array (lllumina, Inc.). 50 uM CPI-613 was added for 16 hrs in
H460 and SF539 cells and 6 hrs for BXPC-3 cells. 100 uM CPI-613 was added for 6 hrs to NIH 3T3 cells.

bronchial life media containing 10% Fetal Bovine Serum (FBS)). O Analysis of signaling pathways revealed that CPI-613 regulates the ATM signaling
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using CeIITiterg élo('; Luminescent Cell Viability Assay selected were based on a time course experiment (data not shown), which measured the time taken to see Figure 5. Identification of signaling pathways regulated by CPI-613 in cancer cells using Ingenuity® further confirming the cell-cycle arrest effects seen from the HumanHT-12 v4 Expression
(Promega) the first cell kill effect (where 10-15% cells were killed). Microarray expression profiling was performed on Pathway Analysis Software (IPA). The differentially expressed genes (DEG) by CPI-613 were mapped to BeadChip Kit. p53 signaling also plays arole in inducing apoptosis in cells.
C The IC.. value for this cell lines was determined using mean these samples using the HumanHT-12 v4 Expression BeadChip Kit. The data was analyzed and normalized signaling pathways and tested by the Fishers Exact Test p-value using IPA software. The pathways were

. 50 . . by using GeneSpring GX, version 9 (Agilent Technologies). Genes with a associated p-value of < 0.05 was represented as a histogram of pathway vs —log(p-value). . . . ) . .
relative cell growth as a function of the concentration of CPI-613 Q Further, the main metabolic pathways regulated by CPI-613 includes: amino acid

considered statistically significant and termed differentially expressed genes (DEG). and the 1.5-fold was used

with the aid of SigmaPlot, V11 software. as the cut-off.

metabolism; pyrimidine metabolism; pyruvate metabolism; and the citric acid (TCA) cycle.




