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Description

TEPP-46 is a potent and selective pyruvate kinase M2 (PKM2) activator with an AC50 of 92 nM, showing

little or no effect on PKM1, PKL and PKR.

IC50 & Target

AC50: 92 nM (PKM2)

In Vitro

TEPP-46 and DASA-58 activate PKM2 by a mechanism similar to that of the endogenous activator FBP.
Pre-treatment of cells with TEPP-46 or DASA-58 prevents pervanadate-induced inhibition of PKM2 activity.
TEPP-46 also induces a decrease in the intracellular levels of acetyl-coA, lactate, ribose phosphate and
serine[1]. TEPP-46 inhibits LPS-induced Hif-1a and IL-1B, as well as the expression of a range of other
Hif-1a-dependent genes. TEPP-46 treatment significantly downregulates the expression of the M1 markers
1112p40 and Cxcl-10. Activation of PKM2 using TEPP-46 significantly inhibits FSL-1 and CpG-induced Il1b
mRNA expression. TEPP-46 inhibits Mtb-induced 111b mRNA levels, boosts Mtb-induced levels of 1110

mRNA, and has no effect on levels of Tnf[2].

In Vivo

TEPP-46 exhibits good oral bioavailability with relatively low clearance, long half-life, and good volume of
distribution-parameters that predict for drug exposure in tumor tissues. TEPP-46 at 150 mg/kg readily

achieves maximal PKM2 activation measured in A549 xenograft tumors[1].

Solvent&Solubility

In Vitro:
DMSO : 50 mg/mL (134.24 mM; Need ultrasonic)

H,0 : < 0.1 mg/mL (insoluble)

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1mM 2.6849 mL 13.4243 mL 26.8485 mL
Stock Solutions 5mM 0.5370 mL 2.6849 mL 5.3697 mL
10 mM 0.2685 mL 1.3424 mL 2.6849 mL
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1A T IR 10% DMSO—~40% PEG300 —~5% Tween-80 — 45% saline

Solubility: = 2.5 mg/mL (6.71 mM); Clear solution

TR = 2.5 mg/mL (6.71 mM, HUFIERA) [P HHET.
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2RI IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: 2.5 mg/mL (6.71 mM); Suspended solution; Need ultrasonic

W7 EATERAG 2.5 mg/mL (6.71 mM)IF 2 50, ST T R s 4

PL 4 mL TAER6], B 100 pL 25.0 mg/mL {95 DMSO %0 n% 900 uL 20% ¥ SBE-B-CD £
HER KA, IREIA .

AT IR IR 10% DMSO  —~90% corn oil

Solubility: = 2.5 mg/mL (6.71 mM); Clear solution

W7 FEATRAS 2 2.5 mg/mL (6.71 mM, MERIFEA) FOMEVATR, M7 SANE T 5280 e A AE Y
s

L1 mL TAER 6], B 100 pL 25.0 mg/mL (354 DMSO fi§ &% 900 L Fkiheh, REeL4.
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ERSE:
2,000 cells are seeded in 96-well plates 24 h prior to treatment start. CellTiter96® AQueous is used
Cell Assay to assess cell viability following oxidant and PKM2 activator combination treatments. MTS:

(3-(4,5-dimethylthiazol-2-yl)-5- (3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium). [1]

H1299 parental and H1299 cells with constitutive expression of a mouse PKM1 cDNA
(H1299-PKM1 cells) are propagated in RPMI supplemented with 10% fetal bovine serum,

penicillin/streptomycin, 2 mM glutamine, and hygromycin for transgene selection. Cells are

Animal Administration | harvested, resuspended in sterile PBS, and 5x10° cells are injected subcutaneously into nu/nu

mice. Tumor growth is monitored by caliper measurement, the mice are sacrificed and tumors
harvested after the time indicated. Tumors are weighed, divided and either flash-frozen in liquid

nitrogen or fixed in formalin for later analysis. [1]

Kinase Assay

Pyruvate kinase activity is measured by monitoring pyruvate-dependent conversion of NADH to
NAD* by lactate dehydrogenase (LDH) as described previously. Briefly, for cell line experiments, the
medium is replaced with fresh medium 1 hour prior to the start of treatment with DMSO or activator.
Also, where indicates, 100 uM pervanadate is added 10 minutes prior to cell lysis. Cells are lysed on
ice with NP-40 buffer containing 2 mM DTT and protease inhibitors and clarified by centrifugation at
21,000 x g. 5 L of the supernatant is used to assess pyruvate kinase activity. Pyruvate kinase

activity is subsequently normalized for total protein content. [1]
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