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Figure S1. Optimization of resazurin/diaphorase-coupled assay. Time courses of the first derivative
of the curves shown in Figure 2d. The slopes of these curves were used to calculate the amounts of
NAMN produced per minute at the indicated enzyme’s concentrations. Reaction mixtures were
prepared as described in Materials and Methods.
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Figure S2. HPLC assay of NAPRT activity. HPLC profiles at 260 nm of the reaction mixture at 5 min
(grey line) and 10 min (black line) incubation with 0.1 mM NA, 0.4 mM PRPP. A standard NAMN
profile (1 nmol) is also shown (dotted line).
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Figure S3. Dose-response curves of NAPRT inhibitors identified from the screening. The enzyme
activity was determined by using the NADH assay, at compounds concentrations varying from 100
uM to 1 mM, at 0.1 mM NA and 0.4 mM PRPP. ICso values were calculated as described in Materials
and Methods.
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Figure S4. Double-reciprocal plots and slope replots (in the inserts) of the inhibition exerted by the
selected compounds. Reaction mixtures contained the indicated concentrations of the compounds,
at NA ranging from 10 to 50 uM and 0.4 mM PRPP. The enzyme activity was determined by using
the NADH assay. Each point is the mean of duplicate determinations.
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Figure S5. Chemical structure of the NAMPT inhibitor FK866
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Figure S6. SDS-PAGE analysis on 12 % polyacrylamide of the desalted IMAC pool comprising active
NAPRT fractions. Lane M, molecular mass standards



Table S1. Combination index analysis

cl
FK866 dose
(M) 1 9
3 0.51172| 0.19803
10 0.32552| 0.0673
30 0.33902 | 0.03276
100 0.35922 | 0.01211

Combination index (Cl) analysis was performed on the cell viability curves obtained by treating cells
with the indicated doses of FK866 and 200 uM 2-hydroxynicotinic acid (1) or pyrazine-2-carboxylic
acid (9), as described in Materials and Methods. Analysis was performed using the CompuSyn
software. Both compounds show a synergistic effect with FK866, resulting in Cl < 1.



