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1. Supplementary Figures 

 

 

Figure S1. Suprastat induces low cytotoxicity compared to other HDAC6 inhibitors. 

 

 

 

 

 

 

 

Figure S2. RAW 264.7 macrophages treated with increasing concentration of Suprastat. 

Band intensities quantified and represented as fold change relative to vehicle indicates a 

dose-dependent effect of Suprastat on α-tubulin acetylation. 
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Figure S3. Variation of RMSD (A) and RMSF (B) values for HDAC6 and the 

HDAC6-Suprastat complex along the MD simulations. Values were calculated for the protein 

backbone. 

 

 

 

 

 

 

 

 

 

Figure S4. Comparison of commercial and in-house microsomal preparations. Both 

microsomal preparations were diluted to the final concentration of 0.5 mg/mL (total protein), 

Verapamil was added to the final concentration of 10 µM and the reaction started by the 

addition of NADPH solution. Aliquots were collected at defined time points and samples 

processed and analyzed by LC-MS. The metabolic activity of our in-house rat liver 

microsomes (blue) is virtually identical to commercially available preparations (red; rat liver 

microsomes, RTMCPL, Life Technologies, CA, USA). 
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2. Supplementary Tables 

 

 

Table S1. Inhibitory potency of NextA and its analogues 6d-f against HDAC 1 and HDAC6 

Compound X HDAC6 (IC50, nM) HDAC1 (IC50, nM) HDAC1/6 

Suprastat (6a) 
 

0.4 ± 0.0 117 ± 10 293 

6d 
 

16,755 N.D.g N.D. 

6e 
 

>30,000 N.D. N.D. 

6f 
 

>30,000 N.D. N.D. 

Vorinostat - 6.7 ± 1.0 31 ± 12 5 
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Table S2. Crystal data collection and refinement statistics 
 

X-ray source BL 14.2, Bessy II 

Detector Pilatus3 2M 

Wavelength (Å) 0.9184 

Crystal-to-detector distance (mm) 207.4 

No. of frames 3600 

Exposure per degree (s) 2 

Oscillation angle (°) 0.1 

Space group P 1 21 1 

Unit-cell parameters A = 54.809 Å, b = 83.811 Å, c = 86.092 Å 

α = 90.0°, β = 98.0°, γ = 90.000° 

Resolution (Å) 85.3 – 1.6 (1.63 – 1.6) 

No. of measured reflections 641645 (32445) 

No. of unique reflections 100361 (5038) 

Average multiplicity 6.7 (6.4) 

Completeness (%) 98.8 (99.6) 

Average 𝐼 σ⁄ (𝐼) 6.5 (1.3) 

𝐶𝐶1 2⁄  0.994 (0.612) 

𝑅𝑚𝑒𝑟𝑔𝑒 0.16 (1.164) 

𝑅𝑝𝑖𝑚 0.07 (0.494) 

𝑅𝑤𝑜𝑟𝑘 0.191 

𝑅𝑓𝑟𝑒𝑒 0.230 

𝑅𝑎𝑙𝑙 0.192 

Average ADP (Å2) 15.0 

R.m.s.d, bond lengths (Å) 0.012 

R.m.s.d., bond angles (°) 1.7 

Solvent content (%) 49.5 

Matthews coefficient (Å3 ⋅ 𝐷𝑎−1) 2.433 
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No. of non-H atoms 6560 

No. of monomers in asymmetric unit 2 

No. of localized amino acids 2 × 356 

No. of water molecules 762 

Localized ions 2 × Zn2+, 4 × K+, 1 × Cl- 

Ligands 2× Suprastat, 7 × 1,2-ethanediol, 2 × PEG residue, 1 × 

DMSO, 1 × glycerol 
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3. 1H NMR and 13C NMR spectra for compounds 6a-c 

 

Compound 6a (Suprastat) 
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Compound 6b
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Compound 6c 
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4. HPLC purity reports for compounds 6a-c 

 

Compound 6a (Suprastat) 
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Compound 6b 
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Compound 6c 
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