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Supplementary Figure S1. Thiol reactivity table for heterocyclic electrophiles. Blue dots indicate the
position of the warhead. Colouring is in line with the activity, as the darker green colour refers for
higher reaction rate and lower half life. Compounds labelled by italic showed parallel reaction with

the assay buffer. N.A. stands for “Not available”.
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1 cl >48 >48 >48 >48 >48 >48 >48 | >48 | >a8 N.A. >48 | NA. [ NA N.A. N.A.
2 Br 35.20 >48 >48 >48 N.A. >48 >48 >48 >48 >48 >48 N.A. N.A. >48 >48
3 | >48 >48 >48 >48 N.A. >48 >48 >48 >48 >48 >48 N.A. N.A.
4 CN >48 40.90 2.00 | 40.50 >48 21.90 >48 >48 N.A. >48 N.A. N.A. N.A. 8.20
5 Vinyl H >48 >48 N.A. >48 | 1850 | NA | NA >48 NA | NA | NA | NA | NA
6 Ethynyl | >48 >48 240 | 4380 [ NA. >48 >48 N.A. N.A. 5.70 2.20 N.A. N.A. N.A. N.A.

S3



Supplementary Figure S2. Dose-response curves for the determination of 1C5y-values of HDAC8

biochemical assay with the heterocyclic MiniFrags.
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Supplementary Figure S3. Dose-response curves for the determination of 1Csy-values on

10 nM HDACS8 and active site mutants with the heterocyclic MiniFrags.
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Supplementary Figure S4. Dose-response curves for the determination of 1Csp-values on

100 nM HDACS8 mutants with the heterocyclic MiniFrags.
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Supplementary Figure S5. The MSMS spectrum and annotation of C6+, D1+, F2+, D3+, F3+, D6+, G6+
modified HDACS8 peptide [1-34]
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Supplementary Figure S6. The MSMS spectrum and annotation of C3+ modified HDAC8 peptide [33-

83]
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Supplementary Figure S7. The MSMS spectrum and annotation of A3+, B6+, C3+, C6+, D1+, D2+, F2+,
D3+, F3+, G6+, 3 modified HDACS8 peptide [148-165]
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Supplementary Figure S8. The MSMS spectrum and annotation of A3+, C3+, C6+,

modified HDACS peptide [241-250]
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Supplementary Figure S9. The MSMS spectrum and annotation of C3+, F2+, D3+, F3+, G6+ modified
HDACS peptide [260-287]
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Supplementary Figure S10. The MSMS spectrum and annotation of F3+ modified HDAC8 peptide
[327-357]
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Supplementary Figure S11. Results of the dilution experiments proving the irreversible covalent
labeling for compounds 3 and B6+
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Supplementary Figure $S12. MS Chromatogram for showing the labelling of GSH with F4+
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Supplementary Figure S14. Results of the western blot after 72 h treatment of OCI-AML3 cells
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IH, 13C NMR spectra and HPLC-MS chromatogram and spectrum of 10
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1H, 13C NMR spectra and HPLC-MS chromatogram and spectrum of 2
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1H, 3C NMR spectra and HPLC-MS chromatogram and spectrum of 12
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1H, 3C NMR spectra and HPLC-MS chromatogram and spectrum of 11
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