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Figure S1. Range Finding for One Step KDACS8 enzyme activity assay. (A) The one step
KDACS8 enzyme activity assay was performed using 10 nM KDACS, 20 pmol/L Boc-
Lys(TFA)-AMC and the indicated trypsin concentrations. (B) The one step KDACS8 enzyme

activity assay was performed with 0.1 mg/mL trypsin, 20 pmol/L substrate and the indicated
KDACS concentrations
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Figure S2. Michaelis Menten Progress Curves in Assay Buffer. (A) Calibration curve to
transform the fluorescence signal into product concentration. (B) Progress curves using

indicated substrate concentrations in order to determine Michaelis-Menten parameters. N=4.
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Figure S3. Michaelis Menten plot of KDACS in MAL buffer
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Figure S4. Dose response curves of inhibitors against trypsin
TSA
;—; 1.0 m BW164
2 0.8- TJ-19-29
O
g 0.6 v NEM
O *  SAHA
< 0.4-
% e SATFMK
. 0.2
&
00 - £ . .......
1 1 1 | 1
0.000001 0.0001 0.01 1 100 10000

Inhibitor / ygM

Figure S5. Dose response curves of inhibitors in two-step assay with KDACS8. N=3.
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Figure S6. Simulated binding kinetics of SATFMK to KDACS using COPASI
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Figure S7. Thermal Shift Data of KDACS inhibitors. First derivative of fluorescence signal is
plotted against temperature. Purple is free KDACS. Straight olive line is SYPRO Orange
fluorescence dye without KDACS (negative control). Each replicate is plotted, n=4



