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R =
= o _E |1 mg 5 mg 10 mg
RE = q
1 mM 2.6849 mL 13.4243 mL 26.8485 mL
5 mM 0.5370 mL 2.6849 mL 5.3697 mL
10 mM 0.2685 mL 1.3424 mL 2.6849 mL
50 mM 0.0537 mL 0.2685 mL 0.5370 mL
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PKM2 activity assay:

Pyruvate kinase activity is measured by monitoring pyruvate-dependent conversion of
NADH to NAD+ by lactate dehydrogenase (LDH). Briefly, for cell line experiments, the
W medium is replaced with fresh medium 1 hr prior to the start of treatment with DMSO or

" lactivator. Also, where indicated, 100 uM pervanadate is added 10 min prior to cell lysis.
Cells are lysed on ice with RIPA 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 was subsequently normalized for total protein
content.

Cell lines: H1299 41 i
Concentrations: 50 uM

G u L Incubation Time: 1 h

Method:f 50 uM ML265 4b#E H1299 2 1 /e, ZEARANAE, HEATXUR K, Western blot
Vi

IAnimal Models: 14 Balb/c /N
SMISEH [Dosages: IV: 1 mg/kg, PO: 10 mg/kg; IP: 10 £ 50 mg/kg

IAdministration: IV, IP, PO
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