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Figure S1 Determination of the Km of USP28 for Ubiquitin-AMC. Varying 

concentrations of Ubiquitin-AMC were incubated in the presence of 15.625 nmol/L 

USP28. The diagram shows the mean of n = 3 data for three independent experiments. 

The initial rate data were fitted to the Michaelis-Menten equation, giving a Km value 

of 1061 nmol/L.  
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Figure S2 We employed a screening strategy using purified recombinant USP28 

enzyme and a fluorogenic substrate Ub-AMC (100 nmol/L). The EC50 is 54.07 nmol/L. 

At last, we decided to screen small molecule compounds using purified recombinant 

USP28 for 62.5 nmol/L. 

 

 

Figure S3 Representative reaction progress and assay signal following the cleavage 

of Ubiquitin-AMC by USP28. Reaction time course of 100 nmol/L Ubiquitin-AMC 

and 62.5 nmol/L USP28. The graph shows representative data for three independent 

experiments.  
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1H NMR spectrum of compound 4 
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13C NMR spectrum of compound 4 

 

MS spectrum of compound 4 

 

588 #19 RT: 0.18 AV: 1 NL: 1.45E9
T: FTMS + p ESI Full ms [100.0000-800.0000]
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1H NMR spectrum of compound 5 

 

13C NMR spectrum of compound 5 
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1H NMR spectrum of compound 6 
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13C NMR spectrum of compound 6 

 

MS spectrum of compound 6 

 

586 #19 RT: 0.18 AV: 1 NL: 5.05E8
T: FTMS + p ESI Full ms [100.0000-800.0000]
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1H NMR spectrum of compound 7 

 

13C NMR spectrum of compound 7 

 

 

 



MS spectrum of compound 7 

 

1H NMR spectrum of compound 8 

 

0224-0 #19 RT: 0.18 AV: 1 NL: 3.42E8
T: FTMS + p ESI Full ms [100.0000-800.0000]
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13C NMR spectrum of compound 8 

 

MS spectrum of compound 8 

 

0227-1 #19 RT: 0.18 AV: 1 NL: 2.57E8
T: FTMS + p ESI Full ms [100.0000-800.0000]
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HPLC spectrum of compound 8 

 

 

 

 

 

 

 



1H NMR spectrum of compound 9 

 

13C NMR spectrum of compound 9 

 

 



MS spectrum of compound 9 

 

1H NMR spectrum of compound 10 

 

590 #19 RT: 0.18 AV: 1 NL: 2.54E8
T: FTMS + p ESI Full ms [100.0000-800.0000]
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13C NMR spectrum of compound 10 

 

MS spectrum of compound 10 

 

144

m/z
150 200 250 300 350 400 450 500 550 600 650 700 750 800 850 900 950 1000

%

0

100

LHM-4793 1 (0.017) AM (Cen,4, 80.00, Ht,5000.0,0.00,1.00); Sm (Mn, 2x3.00) TOF MS ES+ 
17.7372.1970

353.2675

301.1400

130.9877 150.1158 203.0469

266.8715

373.1966

381.2985

382.3131



1H NMR spectrum of compound 11 
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MS spectrum of compound 11 
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HPLC spectrum of compound 12 

 

 

 

 

 

 

 



1H NMR spectrum of compound 13 
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MS spectrum of compound 13 
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1H NMR spectrum of compound 15 
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1H NMR spectrum of compound 16 
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13C NMR spectrum of compound 16 
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1H NMR spectrum of compound 17 
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1H NMR spectrum of compound 19 
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MS spectrum of compound 19 

 

 

HPLC spectrum of compound 19 
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1H NMR spectrum of compound 20 
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1H NMR spectrum of compound 21 
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HPLC spectrum of compound 21 

 

1H NMR spectrum of compound 22 

 

 

 



13C NMR spectrum of compound 22 
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1H NMR spectrum of compound 23 
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