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Figure S1. Extracted ion chromatograms of selected compounds and their glucuronides in MLM 

incubations with UDPGA after 60 min. Upper panels show extracted MS of glucuronidated 

product(s) and lower panels show extracted MS of parent. 
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Figure S2. MS/MS spectrum of selected compounds and their glucuronides. Upper panel shows 

the MS/MS pattern of the glucuronide ion and lower panel shows the MS/MS pattern of the parent 

ion. 
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Figure S3. FP Comparative FP-based assays showing the ability of additional 

triazoloquinazolinone-derived compounds (20, 27, 89, and 90) to specifically inhibit Plk1 PBD. 

(A) The FP assays shown here were performed currently with those in Figure 3 and therefore the 

data for control PLHST and 6a are shown again. (B) To confirm anti-Plk1 PBD activity observed 

with the FITC-Ahx-DPPLHSpTAI-NH2 ligand in (A), a second Plk1 PBD-binding ligand (FITC-

Ahx-GPMQSpTPLNG-NH2)25 was used to carry out the assay. All the data shown in (A) and (B) 

are quantified from three independent experiments. Bars, mean ± standard deviation. 
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Figure S4. Acyl-transfer from 142. (Upper Graph) HPLC chromatogram of 142. (Middle Graph) 

HPLC chromatogram of compound 142 + 0.1M Ammonium acetate in 1xPBS after 30 min. 

(Lower Graph) HPLC chromatograph of 21. 

142

142 + 0.1M NH4OAc in 1xPBS after 30 min

21
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Figure S5. (A) Extracted ion chromatograms of 143 and its metabolites in MLM incubations 

with NADPH and UDPGA after 60 min. (B) MS/MS spectrum of 143, its hydroxylated 

metabolite and its demethylated metabolite. (C) Proposed metabolic pathways of 143 in mice. 
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Figure S6. (A) Extracted ion chromatograms of 143 and its metabolites from MS after 20 mg/kg 

IP injection of C57BL/6 mice analyzed 4 hours post injection. (B) Extracted ion chromatograms 

of 145 and its metabolites from MS after 20 mg/kg IP injection of C57BL/6 mice analyzed 4 

hours post injection. 
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Table S1. Inactive S-alkylated compounds 

Inactives (ELISA IC50 >50 µM) 
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Table S2. Multi species microsome and cytosol stability of selected compounds 

Cmpd t1/2 Human LM (min) t1/2 Mouse LM (min) t1/2 Rat LM (min) 

21 >120 >120 >120 

64 >120 >120 119.71 

68 >120 >120 106.37 

69 >120 88.35 >120 

80 50.83 105.09 >120 

130 >120 78.19 54.81 

134 >120 >120 >120 

143 16.80 3.77 9.41 

144 14.45 10.58 26.36 

 t1/2 Human cytosol (min) t1/2 Mouse cytosol (min) t1/2 Rat cytosol (min) 

21 >120 >120 >120 

64 >120 >120 >120 

68 >120 >120 >120 

69 118.48 97.58 >120 

80 >120 >120 >120 

130 >120 >120 >120 

134 >120 103.84 >120 

143 >120 >120 >120 

144 >120 >120 >120 

 

 

Table S3. In vitro and in vivo stability of selected prodrugs in mice 

Cmpd t1/2 in vitro (min) t1/2 in vivo (min) 

143 11.37 ± 3.49 28.74 ± 8.30 

145 21.80 ± 6.03 51.26 ± 11.23 
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HPLC purity, NMR and HRMS for compound 22 
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HPLC purity, NMR and HRMS for compound 23 
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HPLC purity, NMR and HRMS for compound 26 
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