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cellular thermal shift assays in HEK293T cells, using Western blots for the subsequent analysis 

(Fig. 6a and Fig. S9).61,62 Upon treatment with compound 26, 26-D or TM for 1 hour, a drastic 

increase in SIRT2 melting temperature was observed for all three compounds compared to the 

DMSO control. Particularly, compound 26 was found to give rise to >15 °C thermal stabilization of 

SIRT2 at concentrations down to 10 nM and no stabilization of SIRT1 and SIRT3 was observed 

under the same conditions (Fig. S9), verifying the selectivity of our compounds in cellulo. For TM, 

treatment with 10 μM compound (1000-fold higher concentration) produced a slightly less 

pronounced thermal shift, rendering our optimized compound (26) substantially more efficient in this 

assay. All tested compounds 26, 26-D and TM exhibited excellent selectivity for SIRT2 over SIRT1 

and SIRT3 (Fig. S9). Thus, these results suggest cellular thermal shift assays as an excellent 

complementary method to evaluate subtype selectivity across sirtuins along with in vitro profiling 

against recombinant enzymes. 
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