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Figure S1. LC-MS analyses of the phloretin metabolite by HLMs. LC-MS chromatogram of 21 
phloretin metabolites catalyzed by HLMs in the presence (A) of NADPH. The MS spectra 22 
with SIM mode demonstrate that the protonated molecular ions of 3-OH phloretin (B) and 23 
phloretin (C) were 289 and 273, respectively. 24 
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 26 

Figure S2. HPLC chromatograms of phloretin and its metabolites via HLMs, CYP3A4 and 27 

CYP2C19. Peaks of the reaction mixtures of HPLC traces were identified by comparing 28 
their retention times with those of 3-OH phloretin (tR = 32.4 min) and phloretin (tR = 34.6 29 

min). 30 
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Figure S3. LC-MS analyses of the phloretin metabolite by CYP3A4. LC-MS chromatogram 33 
of phloretin metabolites catalyzed by CYP3A4 in the presence (A) of NADPH. The MS 34 
spectra with SIM mode demonstrate that the protonated molecular ions of 3-OH phloretin 35 
(B) and phloretin (C) were 289 and 273, respectively.  36 
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Figure S4. LC-MS analyses of the phloretin metabolite by CYP2C19. LC-MS chromatogram 40 
of phloretin metabolites catalyzed by CYP2C19 in the presence (A) of NADPH. The MS 41 
spectra with SIM mode demonstrate that the protonated molecular ions of 3-OH phloretin 42 
(B) and phloretin (C) were 289 and 273, respectively.  43 



Pharmaceuticals 2020, 13, x FOR PEER REVIEW 6 of 7 

6 

 

 44 

 45 

 46 

Figure S5. The kinetic parameters for 3-OH phloretin formation by human CYP3A4 (A), 47 

CYP2C19 (B), and HLMs (C). Reaction time and P450 concentrations of all incubation in 48 
these experiments were within the linear range of metabolite formation. The substrate 49 
concentrations for phloretin hydroxylation were in the ranges of 10-1000 μM for CYP3A4 50 
(A), 10-400 μM for CYP2C19 (B), 10-1000 μM for HLMs (C), respectively. 51 
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 54 

Figure S6. Effects of cytochrome b5 on phloretin 3-hydroxylation by CYP3A4 and CYP2C19. 55 
The experimental conditions are described under Materials and Methods. Values represent 56 
the means ± SD of three determinations. 57 
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