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Abstract: Phloretin, the major polyphenol compound in apples and apple products, is interesting
because it shows beneficial effects on human health. It is mainly found as a form of glucoside,
phlorizin. However, the metabolic pathway of phloretin in humans has not been reported. Therefore,
identifying phloretin metabolites made in human liver microsomes and the human cytochrome P450
(P450) enzymes to make them is interesting. In this study, the roles of human liver P450s for phloretin
oxidation were examined using human liver microsomes and recombinant human liver P450s. One
major metabolite of phloretin in human liver microsomes was 3-OH phloretin, which is the same
product of a bacterial CYP102A1-catalyzed reaction of phloretin. CYP3A4 and CYP2C19 showed
keat values of 3.1 and 5.8 min~?!, respectively. However, CYP3A4 has a 3.3-fold lower Ky, value than
CYP2C19. The catalytic efficiency of a CYP3A4-catalyzed reaction is 1.8-fold higher than a reaction
catalyzed by CYP2C19. Whole-cell biotransformation with CYP3A4 was achieved 0.16 mM h~!
productivity for 3-OH phlorein from 8 mM phloretin at optimal condition. Phloretin was a potent
inhibitor of CYP3A4-catalyzed testosterone 6(3-hydroxylation activity. Antibodies against CYP3A4
inhibited up to 90% of the microsomal activity of phloretin 3-hydroxylation. The immunoinhibition
effect of anti-2C19 is much lower than that of anti-CYP3A4. Thus, CYP3A4 majorly contributes to the
human liver microsomal phloretin 3-hydroxylation, and CYP2C19 has a minor role.

Keywords: human cytochrome P450; human liver microsomes; human metabolite; phloretin;
polyphenol; regioselective hydroxylation

1. Introduction

Phloretin [3-(4-hydroxyphenyl)-1-(2,4,6-trihydroxyphenyl)propan-1-one] is a natural polyphenol
compound found mainly in most parts of apple trees, including in apple skin and apple pomace [1]
(Figure 1). It is a dihydrochalcone among flavonoids and is mostly found as the glucoside phlorizin
in plants [2]. Similar to many polyphenol compounds, phloretin displays antioxidant properties
and interferes with the growth of several types of cancer cells [3]. Recently, we found that bacterial
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CYP102A1 regioselectively hydroxylates phloretin to produce 3-OH phloretin and that 3-OH phloretin
dramatically inhibits differentiating 3T3-L1 preadipocytes into adipocytes and lipid accumulation [4].
Phloretin and phlorizin are currently accepted as health-beneficial polyphenols from apples useful in
treating hyperglycemia [5].
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Figure 1. Chemical structures of phlorizin, phloretin, and 3-OH phloretin. (A) Phlorizin is a major
glucoside form of phloretin. (B) Phloretin’s conversion to its product is catalyzed by human cytochrome
P450 (P450) in the presence of reduced -nicotinamide adenine dinucleotide phosphate (NADPH). A
star (*) marks the hydroxylation site on phloretin catalyzed by P450.

Phlorizin (phloretin 2’-O-glucose) is the major form of phloretin found in apples. Phlorizin
is absorbed in the small intestine and transported via sodium—glucose transporters (SGLTs) with
subsequent deglycosylation by 3-glucosidase activity of lactate-phlorizin hydrolase [6,7]. Phlorizin is
known to be a specific competitive inhibitor of SGLTs in intestines (SGLT-1) and kidneys (SGLT-2),
and it seems to show beneficial effects on obesity and diabetes [8]. The major cytochrome P450 (P450
or CYP) enzyme involved in the metabolic reactions of flavonoids is CYP1A2, whereas other human
liver P450s (such as CYP3A4, CYP2D6, CYP2E1, CYP2C19, and CYP2E1) contributed as minor roles to
flavonoid metabolism when the metabolisms of 30 flavonoid aglycones were screened using human
liver P450 enzymes [9]. The main oxidation reaction is hydroxylation at the carbon in the phenyl ring.
However, the metabolic pathway of phloretin in humans has not been reported.

Phloretin shows a potent chemopreventive effect against aflatoxin B1 via its inhibitory effect on
CYP3A4 and CYP1A2. On the other hand, it has an inductive effect on glutathione S-transferase
activity [10]. Phloretin can also inhibit the catalytic activity of human CYP1A1 [11]. Phloretin’s
inhibitory effect on P450-catalyzed reactions may suggest that phloretin can be a substrate to human
P450 enzymes. However, to the best of our knowledge, no reports exist on phloretin metabolism
in humans.

This study aimed to determine major phloretin metabolites in the human liver and find the
contributing roles of particular P450 enzyme(s) involved in forming the metabolites. For these aims,
we performed catalytic activity assays of phloretin 3-hydroxylation with human liver microsomes
(HLMs) and recombinant enzymes. We found 3-OH phloretin as the major metabolite in HLMs,
and that CYP3A4 contributes as a major enzyme to produce 3-OH phloretin. Such information can
have a considerable clinical impact regarding potential drug-drug and food—drug interactions and
interindividual variations of drug metabolism.

2. Results

2.1. Phloretin Metabolism by Human Liver Microsomes and Identification of the Major Metabolite

First, to determine HLMs’ ability to oxidize phloretin, the catalytic activity of HLMs toward
phloretin was measured via a 200-uM substrate for 60 min at 37 °C. Figure 2A shows the
high-performance liquid chromatography (HPLC) profiles of phloretin and its metabolites via HLMs.
One major metabolite appeared at a retention time of 32.4 min. The major product of HLMs in the
presence NADPH showed the same retention time of 3-OH phloretin, which is phloretin’s major
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product produced by CYP102A1 enzymes [4]. The turnover number for 3-OH phloretin formation was
0.052 min~! under this experimental condition (Figure 2). To confirm the product’s chemical structure,
we did an analysis via liquid chromatography-mass spectrometry (LC-MS) (Figure 3 and Figure S1).
A full-scan chromatogram of the reaction of a mixture of phloretin with HLMs appears in Figure 3.
When the mixture was compared with the matrix control, phloretin shows a major metabolite—M1.
Accuracy results for molecular weight and an elemental analysis indicated that M1 (m/z 289) was a
monohydroxylated metabolite when compared to the substrate of phloretin (m/z 273). This result
indicates that P450s in HLMs catalyze phloretin’s regioselective hydroxylation to produce a catechol
product. A minor metabolite (fg = 33.5 min) was also observed (Figure 2A). However, we could not
characterize this compound because any apparent mass data with LC-MS analysis were not observed.
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Figure 2. HPLC chromatograms of phloretin and its metabolites via human liver microsomes. (A)
Peaks of the reaction mixtures were identified by comparing their retention times (tg) with those of
standard compounds: (B) 3-OH phloretin (tg = 32.4 min), phloretin (tg = 34.6 min), and phlorizin (fg =
30.1 min).

Next, we examined each human P450’s possible contributions to the phloretin 3-hydroxylation.
We examined the catalytic activity of several human CYPs, such as CYP3A4, CYP1B1, CYP1A2,
CYP2D6, CYP2A6, CYP2E], and CYP2C19. Only CYP2C19 and CYP3A4 have apparent phloretin
3-hydroxylation activity. The same product, 3-OH phloretin, was detected in phloretin metabolized
via CYP2C19 and CYP3A4 in the presence of NADPH (Figure S2). To identify phloretin metabolites
generated by CYP2C19 and CYP3A4, analyses of HPLC (Figure S2) and LC-MS were done (Figures
S3 and S4). The mass spectrum of phloretin showed a protonated molecular ion ([M-H]*) at m/z 273.
The metabolites had m/z 289, so these results indicate that all HLMs, CYP3A4, and CYP2C19 samples
produce only one major product, a 3-OH product.
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Figure 3. LC-MS analyses of the phloretin metabolite via human liver microsomes (HLMs). LC-MS
chromatogram of phloretin metabolites catalyzed by HLMs in the presence (A) of NADPH. The MS
spectra show that the protonated molecular ions of 3-OH phloretin (B) and phloretin (C) were 289 and
273, respectively.

2.2. Kinetics Parameters and Total Turnover Numbers (TTNs) of Phloretin Hydroxylation via HLMs and
Recombinant Human CYPs

Table 1 and Figure S5 show the steady-state kinetics of 3-OH phloretin formation via HLMs and
the two recombinants of CYP3A4 and CYP2C19. HLMs had a lower ke value (0.094 min™!) and
an intermediate Ky, value (120 uM) compared to CYP3A4 and CYP2C19. Although CYP2C19 had
the highest ke, value of 5.8 min~!, it showed the highest Ky, value of 208 uM. Although CYP3A4
had a lower ket value of 3.1 min~! compared to CYP2C19, it showed a much lower K, value of
63 uM. Therefore, the CYP3A4-catalyzed reaction’s efficiency was 1.8-fold higher than that of CYP2C19.
This result suggests CYP3A4 is the major contributor toward the production of 3-OH phloretin in
human livers.

Table 1. Kinetic parameters of phloretin hydroxylation via human liver microsomes (HLMs), CYP3A4,

and CYP 2C19.
Enzymes Kkcat (min—1) K (uM) keat/Km (min—1uM-1)
HLMs 0.094 + 0.006 120 + 36 0.00083 = 0.00025
CYP3A4 31+29 63 £ 11 0.049 + 0.023
CYP2C19 58+ 0.6 208 + 50 0.028 = 0.007

When the time profile of 3-OH phloretin formation by HLMs ranged from 10 to 180 min, the
formation of 3-OH phloretin gradually increased with the reaction time. The total turnover number
(TTN, nmol product/nmol enzyme) was 17.3 at 180 min into the reaction (Figure 4).

It is well known that cytochrome b5 (bs) plays an important role in liver P450-derived substrate
metabolism. The effect of b5 on the phloretin 3-hydroxylation activity of CYP3A4 and CYP2C19 was
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examined. The b5 increased the activities of CYP3A4 and CYP2C19 by 52% and 41%, respectively
(Figure S6). It is known that the stimulatory effects of b5 on both enzymes are very diverse [12].
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Figure 4. Time profiles of 3-OH phloretin formation via HLMs. Total turnover numbers (TTNs) for
HLMs were determined via HPLC after accomplishing the reactions at indicated times at 37 °C. The
3-OH phloretin was measured in the reaction mixtures containing P450 (0.40 uM of HLMs), an NADPH
regeneration system, and phloretin (0.50 mM) for a total volume of 0.25 mL.

2.3. Inhibition of Phloretin Hydroxylation Activity by Antibodies in HLMs

To determine to what extent CYP2C19 and CYP3A4 contribute to phloretin hydroxylation,
immunoinhibition studies with anti-CYP2C19 and anti-CYP3A4 were conducted. Anti-CYP2C19 and
anti-CYP3A4 inhibited phloretin hydroxylation activity as the antibodies” concentration increased
(Figure 5). Anti-CYP2C19 inhibited 10% and 13% of the phloretin hydroxylation activity when 2 and
5 mg of Immunoglobulin G (IgG) per nmol of P450 were added, respectively. Anti-CYP3A4 showed
a much higher inhibitory effect of 70% and 87% when 2 and 5 mg of IgG per nmol of P450 were
added, respectively. This result indicates that CYP3A4 and CYP2C19 are a major and a minor CYP for
phloretin 3-hydroxylation reaction, respectively. These immunoinhibition studies also suggest that
CYP3A4 and CYP2C19 cause almost all the phloretin oxidation in HLMs.
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Figure 5. Immunoinhibition of antibodies on phloretin 3- hydroxylation activity catalyzed by HLMs.
The effects of anti-CYP3A4 (e), anti-CYP2C19 (O), and preimmune IgG (O) on phloretin 3- hydroxylation
activity in HLMs were measured. Values represent the means + SD of three determinations.
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2.4. Inhibitory Effect of Phloretin on Testosterone 6-Hydroxylation Catalyzed by CYP3A4

CYP3A4 was the major P450 for phloretin 3-hydroxylation activity in HLMs, so we examined
phloretin’s effect on the CYP3A4 catalytic activity using testosterone as a substrate. Testosterone
63-hydroxylation is a widely used marker of CYP3A4’s enzyme activity [13].

Phloretin inhibited testosterone 63-hydroxylation catalyzed by CYP3A4 and HLMs as the
concentration of phloretin increases (Figure 6). It showed a high inhibitory effect on CYP3A4-catalyzed
testosterone 63-hydroxylation. When 10 uM and 50 uM of phloretin were preincubated with CYP3A4,
40% and 91% of the CYP3A4 activity was inhibited, respectively. Phloretin’s inhibitory effect on the
activity of HLMs was much lower than on CYP3A4. When 50 uM of phloretin was preincubated
with HLMs, 63% of activity was inhibited. The half maximal inhibitory concentration (ICs) values
of testosterone 63-hydroxylation via phloretin against CYP3A4 and HLMs were 13 uM and 92 uM,
respectively. Thus, phloretin can be a substrate of CYP3A4 with a high affinity, and other P450(s) in
addition to CYP3A4 may be involved in testosterone 63-hydroxylation in HLMs. It is known that
human CYP2C9 and CYP2C19 have the catalytic activity of testosterone 6(3-hydroxylation in addition
to CYP3A4 [14].
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Figure 6. Phloretin’s inhibitory effect on the testosterone 63-hydroxylation by CYP3A4 and HLMs.
After preincubating phloretin with CYP3A4 (O) and HLMs (e) in the presence of NADPH for 5 min,
testosterone (0.50 mM) was added to start the reaction. The reactions were terminated after 30 min.
The formation of 63-OH testosterone was measured by HPLC. Values represent the means + SD of
three determinations.

2.5. Whole-Cell Biotransformation of Phloretin

In this study, we developed CYP3A4 expressing whole-cell biocatalyst to produce 3-OH phloretin
for industrial applications. To find the best host Escherichia coli cells of recombinant human CYP3A4 for
whole-cell biotransformation, six different types of competent E. coli cells (Shuffle T7, Rosetta, MG1655,
DH5«-F1Q, BL21, and JM109) were tested for CYP3A4 expression in a Luria—Bertani medium [15].
The optimum temperature and culture time were determined by measuring enzyme activity from
20°C to 30 °C for a set of culture times of 10, 20, 22, 24, and 26 h. Results show DH5x-F'IQ was the
best strain for CYP3A4 expression after a 22 h culture at 30 °C. The expression level of CYP3A4 was
0.20 pM. Thus, the DH5«-F’IQ strain was selected for the whole-cell biotransformation experiments.

Production of 3-OH phloretin, the major metabolite, from the substrate phloretin was optimized
by varying the cell mass and the substrate concentrations (Figure 7A,B). Production of 3-OH phloretin
was increased up to 30 g cell Lt (Figure 7A) and 8 mM phloretin (Figure 7B). However, above
this concentration, the production plateaued. These results indicate that the optimal concentrations
of CYP3A4 harboring DH5x-F'IQ cells and phloretin were 30 g of cell L™! and 8 mM of phloretin,
respectively. The production of 3-OH phloretin increased when substrate concentrations increase up to
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8 mM. E. coli cells expressing the CYP3A4 produced 0.16 mM of 3-OH phloretin after 60 min reaction,
showing 0.16 mM h™! productivity when 8 mM of phloretin was used.
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Figure 7. Whole-cell biotransformation of phloretin by a recombinant E. coli cell expressing CYP3A4.
(A) Effect of cell concentration on the conversion of phloretin into 3-OH phloretin by whole cells
expressing CYP3A4. The reactions were performed with cell concentrations from 5 to 45 g L™ and
10 mM of phloretin at 37 °C for 60 min. (B) The effect of phloretin concentration on the production
of 3-OH phloretin by recombinant whole cells expressing CYP3A4. The reactions were performed in
a range from 1 to 15 mM with 30 g L™! cells at 37 °C for 60 min. (C) Time courses of phloretin into
3-OH phloretin by recombinant E. coli cells expressing CYP3A4. The reactions were performed with
30 g L ™! cells and 8 mM of phloretin at 37 °C for 180 min. Data are shown as the means + the SD of
triplicate determinations.

Finally, we demonstrated that high biotransformation of 8 mM phloretin into 3-OH phloretin
was achieved by 30 g L~! CYP3A4 expressing whole cells at 37 °C for 180 min (Figure 7C). The 3-OH
phloretin production gradually increased with increasing time up to 60 min when it was saturated.
The productivity for 60 min reaction with CYP3A4 whole-cell bioconversion was 0.16 mM h~!. These
results provide CYP3A4 expressing whole-cells, which are useful key biocatalysts for 3-OH phloretin
production. In addition, high cell density culture and whole-cell immobilization of these whole-cell
biocatalysts should be further studied for industrial application.

3. Discussion

Consuming polyphenol-rich foods are associated with health benefits, especially regarding chronic
diseases, such as cancer and obesity [16]. It is generally accepted that apples have diverse beneficial
effects on blood pressure, lipids, vascular function, hyperglycemia, inflammation, and even cancer. The
cardioprotective effect of apples may be associated with polyphenols [17,18]. A well-known bioactive
polyphenol in apples is phloretin, which is mainly found as a form of glucoside: phlorizin [19,20].
Phloretin is a main compound, which belongs to the dihydrochalcone class among flavonoids and
also exists in strawberries and pears. Phloretin has a wide range of biological effects, including
antioxidation, anti-inflammatory, and anti-tumor properties, and it reduces vascular endothelial
dysfunction and liver injury [21-23]. At present, phloretin and its glucoside phlorizin are generally
considered health-beneficial polyphenols from apples [5]. In this study, we found that 3-OH phloretin
was a major metabolite in HLMs. Recently, we found that 3-OH phloretin, a monohydroxylated product
of phloretin catalyzed by bacterial CYP102A1, inhibits the differentiation of 3T3-L1 preadipocytes into
adipocytes. We also reported that lipid accumulation was dramatically inhibited by 3-OH phloretin
but increased by phloretin. Furthermore, after oral administration of Lithocarpus polystachyus Rehd to



Pharmaceuticals 2020, 13, 330 8of 13

in vivo rat models, which has several flavonoids including phlorizin, 3-OH phloretin, and its conjugates
with sulfate were identified in plasma, urine, and feces [24]. This result suggests that 3-OH phloretin,
a human metabolite of phloretin, may show higher beneficial effects than those of phloretin itself.
Further studies with 3-OH phloretin are necessary to find its effects on human health.

Human P450s have a dominant contribution to metabolizing clinical drugs and other foreign
chemicals, including dietary natural polyphenols from fruits and vegetables [25,26]. CYP3A4 and
CYP2C19 are the principal catalysts for metabolizing phloretin into 3-OH phloretin. CYP3A4 is most
abundant in livers and small intestines, and it contributes to the metabolism of over 50% of clinical
medicines [27]. CYP3A4 shows a very broad substrate specificity, and it can also metabolize diverse
molecules with different sizes and chemical structures via diverse oxygenation reactions [28-30].
CYP2C19 also plays an important role in processing or metabolizing important therapeutic drugs.
In particular, the CYP2C19 gene is highly polymorphic [31]. Humans have a wide interindividual
variation in the expression of individual P450s [17]. Understanding human P450s, which participate in
the oxidation of phloretin, would help in assessing individual susceptibility to this potent inhibitor
against adipocyte differentiation and lipid accumulation [4]. Formation of 3-OH phloretin by P450
enzymes in the liver with the consumption of apples and apple products might cause the inhibition of
adipocyte differentiation and lipid accumulation. Increasing apple intake may provide health benefits
and potentially help weight loss.

P450 enzymes are the major contributing enzymes involved in the oxidation reactions of dietary
natural compounds obtained from food and fruits in humans [25,26]. With the same approach to the
issue of MIST (Metabolites in Safety Testing) for drugs [32], efficient production systems are required
to permit the large-scale production of human metabolites of dietary compounds obtained from food
and fruits. As chemical synthesis methods sometimes cannot synthesize these metabolites, biocatalytic
production of the metabolites using whole-cell biotransformation with a recombinant expression of
human P450s would be a promising approach to provide the metabolites for the assessment of efficacy
and safety of each dietary compound.

Polyphenol compounds are abundant in the human diet, including in vegetables and fruits [33].
In this study, we found that CYP3A4 was the major enzyme to metabolize phloretin in the liver and
that phloretin inhibited the CYP3A4 catalytic activity. This result suggests a potent interaction of
phloretin, a popular polyphenol in apples, with clinical drugs metabolized by CYP3A4. As CYP3A4 is
also essential to metabolize a large set of clinical drugs, phloretin treatment could affect the usage of
many clinical drugs or cause significant side effects. Popular dietary supplements and foods also have
a high risk for interacting with drugs metabolized by CYP3A4, the most popular drug-metabolizing
enzyme in human livers and small intestines. However, the potential effects of drugs’ sensitivity to
phloretin remain unknown.

4. Materials and Methods

4.1. Materials

Phloretin, the oxidized form of p-nicotinamide adenine dinucleotide phosphate (NADP™),
glucose-6-phosphate, glucose-6-phosphate dehydrogenase from Leuconostoc mesenteroides, acetonitrile,
methanol, and ethyl acetate were purchased from Sigma-Aldrich (St. Louis, MO, USA). Other chemicals
used in this work were obtained with the highest grade commercially available, and they were used
without further purification.

Recombinant human P450s were heterologously expressed in E. coli with a pCW vector containing
human P450 cDNA (CYP3A4 or CYP2C19) and rat NADPH-P450 reductase (CPR) [34,35]. pCW vectors
expressing P450 and CPR were constructed in previous studies: CYP1A2, CYP3A4, CYP2C19, CYP1B],
CYP2E1, CYP2D6, and CYP2A6 [34,35]. Membrane fractions expressing P450 and CPR were prepared,
as described previously [34,35], and were used for the catalytic activity assays.
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HLMs (a human liver microsome pool) were purchased from ThermoFisher Scientific (Walthan,
MA, USA).
Antibodies against CYP3A4 and 2C19 were prepared in the previous work [36].

4.2. Oxidation of Phloretin Catalyzed by Human Liver Microsomes

Human liver microsomal reactions included incubation at 37 °C in 0.25-mL incubation mixtures
containing P450 (0.4 uM) in a potassium phosphate buffer (100 mM, pH 7.4), an NADPH-generating
system (NGS, final concentration: 10 mM glucose-6-phosphate, 0.50 mM NADP*, and 1.0 IU yeast
glucose-6-phosphate dehydrogenase per mL), and the reaction substrate (0.50 mM). Incubations were
performed generally for 60 min with or without the NADPH-generating system (NGS). Phloretin and
its metabolites were extracted twice with ethyl acetate, followed by centrifugation (1000x g, 20 min) to
separate the organic and aqueous layers [37,38].

After the organic layer was concentrated using a stream of nitrogen gas, the residue was dissolved
in 180 puL of mobile A:B (6:4, v/v). Mobile phase A contained 0.5% (v/v) methanol, 0.1% (v/v) formic acid,
and 99.4% water. Mobile phase B was 100% acetonitrile. Product formation was analyzed by HPLC,
and samples (30 puL) were injected onto a Gemini C18 column (4.6 mm x 150 nm, 5 pm; Phenomenex,
Torrance, CA, USA). Increasing mobile phase B from 9 to 100% (v/v) over 37.5 min was performed
as follows: initial 11 min, 9% acetonitrile; 11-13 min, 15% acetonitrile; 13-20 min, 17% acetonitrile;
20-37 min, 60% acetonitrile; and 37-37.5 min, 100% acetonitrile with the flow rate of 1.0 mL. The
stepwise gradient was done using a gradient pump (LC-20AD; Shimadzu, Kyoto, Japan). The detection
of phloretin and its metabolites was performed at 285 nm.

The kinetic parameters for substrate oxidation via recombinant P450s and HLMs were estimated
using 0.40 uM of recombinant P450 or HLMs, an NGS and phloretin (10-1000 pM) in a potassium
phosphate buffer (100 mM, pH 7.4). The reaction was initiated by the addition of a NADPH regeneration
system and continued at 37 °C. Reaction times for recombinant P450a and HLMs were 10 min and
30 min, respectively. Quantifying the metabolites was performed by comparing peak areas of the
metabolites to the mean peak areas of the 3-OH phloretin standard compound, which was prepared as
previously described [4].

The kinetic parameters (Km, and kcat) were calculated via the nonlinear weakening study using
GraphPad Prism software (GraphPad, Software Inc., San Diego, CA, USA). The equation was applied
for Michaelis—-Menten kinetics.

The effects of b5 on phloretin 3-hydroxylation catalyzed by CYP3A4 and CYP2C19 were performed
by incubating 0.40 uM of recombinant P450, 0.80 uM of recombinant NADPH-P450 reductase, 0.8 pM
of recombinant human b5, an NGS, and phloretin (300 utM) in a potassium phosphate buffer (100 mM,
pH 7.4). The reaction was started by adding an NGS and continued at 37 °C for 10 min [39].

4.3. Phloretin’s Inhibitory Effect on Testosterone 6p-Hydroxylation Catalyzed via HLMs and CYP3A4

To examine phloretin’s effect on testosterone 63-hydroxylation catalyzed via CYP3A4 and HLMs,
reaction mixtures were performed at 37 °C in 0.25 mL incubation mixtures containing 0.40 uM of P450
in a potassium phosphate buffer (100 mM, pH 7.4) and an NGS. After preincubation with indicated
phloretin concentrations (10-100 uM) for 5 min in the presence of NGS at 37 °C, testosterone (0.50 mM)
was added to start the reaction. After reacting for 30 min, the products were stopped and extracted via
ethyl acetate, followed by centrifugation (1000x g, 20 min) to separate the organic and aqueous layers.
63-OH testosterone was analyzed via HPLC. The organic layer was obtained and then concentrated
using a stream of nitrogen gas, and the residue of the organic layer was dissolved in 180 uL of mobile
phase (60% methanol). Product formation was analyzed by HPLC, and samples (30 uL) were injected
into a Gemini C18 column (4.6 mm X 150 nm, 5 um; Phenomenex, Torrance, CA). The flow rate was
1.0 mL using 60% methanol as a mobile phase, and the substrate and its products were detected at
285 nm.
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4.4. Immunoinhibition of Antibodies on Phloretin 3-Hydroxylation

Inhibition studies using specific antibodies to CYP3A4 and CYP2C19 were performed by incubating
HLMs with varying concentrations of anti-P450 IgG for 30 min at 23 °C before adding other components,
including phloretin and an NGS, required for catalytic activity [40]. The control experiments with
varying concentrations of the preimmune IgG were done.

4.5. LC-Mass Spectrometric Analysis of a Phloretin Metabolite

To investigate the major product’s mass, a CYP3A4 reaction mixture containing 0.40 uM of P450,
500 uM of phloretin, and NGS was used in 0.25 mL of a potassium phosphate buffer (100 mM, pH 7.4).
After these reaction mixtures were incubated at 37 °C for 30 min, injection samples were prepared as
described above. Analyses of the mass values of phloretin and its products were performed using a
TSQ Quantum™ Access MAX Triple Quadrupole Mass Spectrometer on an Accela 1250 HPLC system
(ThermoFisher Scientific, Waltham, MA, USA). The samples were separated on a ZORBAX SB-C18
column (250 mm x 4.6 mm i.d. 5 pm; Agilent, Santa Clara, CA, USA) at a flow rate of 1 mL/min. The
mobile phases were (A) 0.1% (v/v) formic acid in water and (B) acetonitrile. The isocratic flow of the
mobile phase was (A) 60% and (B) 40% on HPLC. The injection volume was 10 puL. The mass spectra
were recorded via electrospray ionization in positive mode to characterize phloretin metabolites. The
collision energy and scan rate were 10 V and 0.5 spectra/s, respectively.

4.6. Optimal Expression of CYP3A4 in E. coli

Six different strains of competent E. coli cells (BL21, DH5«-F'IQ, MG1655, Shuffle T7, Rosetta, and
JM109) harboring the CYP3A4 plasmid were inoculated into Luria-Bertani (LB) broth supplemented
with ampicillin (100 ug/mL). The strain was grown at 37 °C with shaking at 180 rpm overnight. It was
then inoculated to the Terrific Broth (TB) medium and was grown to absorbance at 600 nm (ODgqy)
~0.6-0.8. After that, isopropyl-p3-D-thiogalactopyranoside (0.5 mM) and 4-aminolevulinic acid (1.0 mM)
were added for enzyme induction and functional expression. After the cultures were grown at 20,
25, and 30 °C with shaking at 170 rpm, Fe?*-CO versus Fe?* difference (CO) spectra were measured
at indicated cultured times from 10 h up to 26 h. The P450 concentrations were quantified via the
CO-difference spectra measurement using an extinction molecular coefficient of ¢ = 91 mM/cm [41].

4.7. Whole-Cell Biotransformations

E. coli DH5xF-1Q cells expressing recombinant human CYP3A4 were obtained at the stationary
phase and were used for biotransformation experiments. The cells were collected by centrifugation at
6000x g and 4 °C for 10 min. After the removal of the supernatant, the cell pellet was resuspended in a
potassium phosphate buffer (100 mM, pH 7.4) containing 6.0 mM of magnesium acetate and 10 mM
of dextrose. The optimal concentrations of E. coli cells and phloretin substrate for 3-OH phloretin
production were determined via E. coli cells ranging from 5 to 45 g per liter with 8.0 mM of phloretin
and via phloretin ranging from 1.0 to 15 mM with 30 g cells per liter for 1 h, respectively. Production
of 3-OH phloretin via recombinant E. coli cells expressing CYP3A4 was performed with a potassium
phosphate buffer (100 mM, pH 7.4) containing 30 g of E. coli cells per liter and 8.0 mM of phloretin at
37 °C for 60 min. The formation rate of 3-OH phloretin was quantified by HPLC, as described above.

5. Conclusions

In this study, the roles of human liver P450s in phloretin oxidation were investigated as phloretin
is a popular polyphenol compound that is rich in apples. The major metabolite of phloretin is
3-OH phloretin. We found that CYP3A4 was a major P450 and CYP2C19 was a minor P450 to
catalyze phloretin 3-hydroxylation in the human liver by using recombinant human P450 enzymes and
HLMs. Phloretin was a potent inhibitor of CYP3A4-catalyzed testosterone 6(3-hydroxylation activity.
As CYP3A4 is the most popular drug-metabolizing enzyme in the human liver, possible interactions of
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phloretin with clinical drugs metabolized by CYP3A4 should be considered to avoid any drug side
effects with apple consumption.

Supplementary Materials: The following are available online at http://www.mdpi.com/1424-8247/13/11/330/s1:
Figure S1. LC-MS analyses of the phloretin metabolite by HLMs; Figure S2. HPLC chromatograms of phloretin
and its metabolites via HLMs, CYP3A4 and CYP2C19LC-MS analyses of the phloretin metabolite by CYP3A4;
Figure S3. LC-MS analyses of the phloretin metabolite by CYP3A4; Figure S4. LC-MS analyses of the phloretin
metabolite by CYP2C19; Figure S5. The kinetic parameters for 3-OH phloretin formation by human CYP3A4,
CYP2C19, and HLMs; Figure S6. Effects of cytochrome bs on phloretin 3-hydroxylation by CYP3A4 and CYP2C19.

Author Contributions: Conceptualization, N.A.N., C.-H.Y,, J.-G.P,, and S.-K.C.; investigation, N.A.N., N.T.C.,
T-K.L, TH.HN.,, SM.W,, and G.S.C.; writing—original draft preparation, N.A.N., S.-].Y., and C.-H.Y.; supervision,
S.-J.Y, H-SK,, and C.-H.Y,; funding acquisition, S.-K.C., H.-S.K. and C.-H.Y. All authors have read and agreed to
the published version of the manuscript.

Funding: This research was funded by the Next-Generation BioGreen 21 program (SSAC, grant no.: PJ01333101),
Rural Development Administration, and the National Research Foundation of Korea (NRF-2018R1A4A1023882
and NRF-2018M3A9F3079566), Republic of Korea.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Takeno, A.; Kanazawa, I; Tanaka, K.; Notsu, M.; Sugimoto, T. Phloretin Suppresses Bone Morphogenetic
Protein-2-Induced Osteoblastogenesis and Mineralization via Inhibition of Phosphatidylinositol 3-kinases/Akt
Pathway. Int. J. Mol. Sci. 2019, 20, 2481. [CrossRef] [PubMed]

2. Gosch, C,; Halbwirth, H.; Kuhn, J.; Miosic, S.; Stich, K. Biosynthesis of phloridzin in apple (Malus domestica
Borkh.). Plant Sci. 2009, 176, 223-231. [CrossRef]

3. Valenta, C.;Cladera, ].; O’Shea, P.; Hadgraft, J. Effect of phloretin on the percutaneous absorption of lignocaine
across human skin. J. Pharm. Sci. 2001, 90, 485-492. [CrossRef]

4. Nguyen, N.A; Jang, J.; Le, T.-K.; Nguyen, T.H.H.; Woo, S.-M.; Yoo, S.-K; Lee, Y.J.; Park, K.D.; Yeom, S.-J.;
Kim, G.-].; et al. Biocatalytic Production of a Potent Inhibitor of Adipocyte Differentiation from Phloretin
Using Engineered CYP102A1. . Agric. Food Chem. 2020, 68, 6683—6691. [CrossRef] [PubMed]

5. Boyer, J; Liu, R H. Apple phytochemicals and their health benefits. Nutr. . 2004, 3, 5. [CrossRef]

6. Wilkinson, A.P; Gee, ] M.; Dupont, M.S.; Needs, PW.; Mellon, FA.; Williamson, G.; Johnson, I.T. Hydrolysis
by lactase phlorizin hydrolase is the first step in the uptake of daidzein glucosides by rat small intestine
in vitro. Xenobiotica 2003, 33, 255-264. [CrossRef]

7. Crespy, V.; Aprikian, O.; Morand, C.; Besson, C.; Manach, C.; Demigné, C.; Rémésy, C. Bioavailability of
phloretin and phloridzin in rats. J. Nutr. 2001, 131, 3227-3230. [CrossRef]

8. David-Silva, A.; Esteves, J.V.; Morais, M.R.P.T.; Freitas, H.S.; Zorn, T.M.; Correa-Giannella, M.L.; Machado, U.E.
Dual SGLT1/SGLT2 Inhibitor Phlorizin Ameliorates Non-Alcoholic Fatty Liver Disease and Hepatic Glucose
Production in Type 2 Diabetic Mice. Diabetes Metab. Syndr. Obes. 2020, 13, 739-751. [CrossRef]

9.  Benkovi¢, G.; Boji¢, M.; Males, 7.; Tomig, S. Screening of flavonoid aglycons’ metabolism mediated by the
human liver cytochromes P450. Acta Pharm. 2019, 69, 541-562. [CrossRef]

10. Gao, S.S.; Chen, X.Y,; Zhu, R.Z.; Choi, B.-M.; Kim, S.J.; Kim, B.-R. Dual effects of phloretin on aflatoxin Bl
metabolism: Activation and detoxification of aflatoxin B1. Biofactors 2012, 38, 34—43. [CrossRef]

11.  Pohl, C.; Will, E; Dietrich, H.; Schrenk, D. Cytochrome P450 1A1 Expression and Activity in Caco-2 Cells:
Modulation by Apple Juice Extract and Certain Apple Polyphenols. J. Agric. Food Chem. 2006, 54, 10262-10268.
[CrossRef] [PubMed]

12.  Porter, T.D. The roles of cytochrome b5 in cytochrome P450 reactions. J. Biochem. Mol. Toxicol. 2002, 16,
311-316. [CrossRef] [PubMed]

13. Yamazaki, H.; Shimada, T. Comparative studies of in vitro inhibition of cytochrome P450 3A4-dependent
testosterone 6beta-hydroxylation by roxithromycin and its metabolites, troleandomycin, and erythromycin.
Drug Metab. Dispos. 1998, 26, 1053-1057. [PubMed]

14. Yamazaki, H.; Shimada, T. Progesterone and Testosterone Hydroxylation by Cytochromes P450 2C19, 2C9,
and 3A4 in Human Liver Microsomes. Arch. Biochem. Biophys. 1997, 346, 161-169. [CrossRef] [PubMed]


http://www.mdpi.com/1424-8247/13/11/330/s1
http://dx.doi.org/10.3390/ijms20102481
http://www.ncbi.nlm.nih.gov/pubmed/31137461
http://dx.doi.org/10.1016/j.plantsci.2008.10.011
http://dx.doi.org/10.1002/1520-6017(200104)90:4&lt;485::AID-JPS1006&gt;3.0.CO;2-
http://dx.doi.org/10.1021/acs.jafc.0c03156
http://www.ncbi.nlm.nih.gov/pubmed/32468814
http://dx.doi.org/10.1186/1475-2891-3-5
http://dx.doi.org/10.1080/0049825021000058088
http://dx.doi.org/10.1093/jn/131.12.3227
http://dx.doi.org/10.2147/DMSO.S242282
http://dx.doi.org/10.2478/acph-2019-0039
http://dx.doi.org/10.1002/biof.190
http://dx.doi.org/10.1021/jf061791c
http://www.ncbi.nlm.nih.gov/pubmed/17177569
http://dx.doi.org/10.1002/jbt.10052
http://www.ncbi.nlm.nih.gov/pubmed/12481306
http://www.ncbi.nlm.nih.gov/pubmed/9806945
http://dx.doi.org/10.1006/abbi.1997.0302
http://www.ncbi.nlm.nih.gov/pubmed/9328296

Pharmaceuticals 2020, 13, 330 12 of 13

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Nguyen, TH.H.; Woo, S.-M.; Nguyen, N.A.; Cha, G.-S.; Yeom, S.-J.; Kang, H.-S.; Yun, C.-H. Regioselective
Hydroxylation of Naringin Dihydrochalcone to Produce Neoeriocitrin Dihydrochalcone by CYP102A1 (BM3)
Mutants. Catalysts 2020, 10, 823. [CrossRef]

Fraga, C.G.; Croft, K.D.; Kennedy, D.O.; Tomas-Barberan, F.A. The effects of polyphenols and other bioactives
on human health. Food Funct. 2019, 10, 514-528. [CrossRef]

Bondonno, N.P,; Bondonno, C.P; Ward, N.C.; Hodgson, ].M.; Croft, K.D. The cardiovascular health benefits
of apples: Whole fruit vs. isolated compounds. Trends Food Sci. Technol. 2017, 69, 243-256. [CrossRef]
Waldbauer, K.; McKinnon, R.; Kopp, B. Apple Pomace as Potential Source of Natural Active Compounds.
Planta Med. 2017, 83, 994-1010. [CrossRef]

Lee, KW.,; Kim, Y.J.; Kim, D.-O.; Lee, H.]J.; Lee, C.Y. Major phenolics in apple and their contribution to the
total antioxidant capacity. J. Agric. Food Chem. 2003, 51, 6516-6520. [CrossRef] [PubMed]

Zielinska, D.; Laparra-Llopis, ].M.; Zielinski, H.; Szawara-Nowak, D.; Giménez-Bastida, J.A. Role of Apple
Phytochemicals, Phloretin and Phloridzin, in Modulating Processes Related to Intestinal Inflammation.
Nutrients 2019, 11, 1175. [CrossRef]

Takeno, A.; Kanazawa, I.; Notsu, M.; Tanaka, K.; Sugimoto, T. Phloretin Promotes Adipogenesis via
Mitogen-Activated Protein Kinase Pathways in Mouse Marrow Stromal ST2 Cells. Int. J. Mol. Sci. 2018, 19,
1772. [CrossRef] [PubMed]

Lin, S.-T,; Tu, S.-H.; Yang, P-S.; Hsu, S.-P; Lee, W.-H.; Ho, C.-T.; Wu, C.-H.; Lai, Y.-H.; Chen, M.-Y.; Chen, L.-C.
Apple Polyphenol Phloretin Inhibits Colorectal Cancer Cell Growth via Inhibition of the Type 2 Glucose
Transporter and Activation of p53-Mediated Signaling. J. Agric. Food Chem. 2016, 64, 6826—6837. [CrossRef]
[PubMed]

Shu, G.; Lu, N.-S.; Zhu, X.-T; Xu, Y.; Du, M.-Q,; Xie, Q.-P; Zhu, C.-].; Xu, Q.; Wang, S.-B.; Wang, L.-N.; et al.
Phloretin promotes adipocyte differentiation in vitro and improves glucose homeostasis in vivo. |. Nutr.
Biochem. 2014, 25, 1296-1308. [CrossRef] [PubMed]

Li, X.; Zhao, Y.; Hou, S.; Huang, S.; Yang, W.; Lai, X.; Zeng, X. Identification of the bioactive components of
orally administered Lithocarpus polystachyus Rehd and their metabolites in rats by liquid chromatography
coupled to LTQ Orbitrap mass spectrometry. J. Chromatogr. B 2014, 962, 37-43. [CrossRef] [PubMed]

Testa, B.; Pedretti, A.; Vistoli, G. Reactions and enzymes in the metabolism of drugs and other xenobiotics.
Drug Discov. Today 2012, 17, 549-560. [CrossRef] [PubMed]

Lewis, D.E,; Ioannides, C.; Parke, D.V. Cytochromes P450 and species differences in xenobiotic metabolism
and activation of carcinogen. Environ. Health Perspect. 1998, 106, 633-641. [CrossRef] [PubMed]

Zanger, UM.; Schwab, M. Cytochrome P450 enzymes in drug metabolism: Regulation of gene expression,
enzyme activities, and impact of genetic variation. Pharmacol. Ther. 2013, 138, 103-141. [CrossRef]

Lewis, D.EV.; Eddershaw, PJ.; Goldfarb, P.S.; Tarbit, M.H. Molecular modelling of CYP3A4 from an alignment
with CYP102: Identification of key interactions between putative active site residues and CYP3A-specific
chemicals. Xenobiotica 1996, 26, 1067-1086. [CrossRef]

Kapelyukh, Y.; Paine, M.].I.; Maréchal, J.-D.; Sutcliffe, M.].; Wolf, C.R.; Roberts, G.C.K. Multiple Substrate
Binding by Cytochrome P450 3A4: Estimation of the Number of Bound Substrate Molecules. Drug Metab.
Dispos. 2008, 36, 2136-2144. [CrossRef]

Long, A.; Walker, ].D. Quantitative structure-activity relationships for predicting metabolism and modeling
cytochrome P450 enzyme activities. Environ. Toxicol. Chem. 2003, 22, 1894-1899. [CrossRef]

Mega, J.L.; Simon, T.; Collet, J.-P.; Anderson, J.L.; Antman, E.M.; Bliden, K.; Cannon, C.P; Danchin, N.;
Giusti, B.; Gurbel, P.; et al. Reduced-function CYP2C19 genotype and risk of adverse clinical outcomes
among patients treated with clopidogrel predominantly for PCI: A meta-analysis. JAMA 2010, 304, 1821-1830.
[CrossRef] [PubMed]

Schadt, S.; Bister, B.; Chowdhury, S.K.; Funk, C.; Hop, C.E.C.A ; Humphreys, W.G,; Igarashi, F,; James, A.D.;
Kagan, M.; Khojasteh, S.C.; et al. A Decade in the MIST: Learnings from Investigations of Drug Metabolites
in Drug Development under the “Metabolites in Safety Testing” Regulatory Guidance. Drug Metab. Dispos.
2018, 46, 865-878. [CrossRef]

Lambert, ].D.; Sang, S.; Lu, A.Y.H.; Yang, C.S. Metabolism of dietary polyphenols and possible interactions
with drugs. Curr. Drug Metab. 2007, 8, 499-507. [CrossRef] [PubMed]

Parikh, A.; Gillam, E.M.; Guengerich, E.P. Drug metabolism by Escherichia coli expressing human cytochromes
P450. Nat. Biotechnol. 1997, 15, 784-788. [CrossRef]


http://dx.doi.org/10.3390/catal10080823
http://dx.doi.org/10.1039/C8FO01997E
http://dx.doi.org/10.1016/j.tifs.2017.04.012
http://dx.doi.org/10.1055/s-0043-111898
http://dx.doi.org/10.1021/jf034475w
http://www.ncbi.nlm.nih.gov/pubmed/14558772
http://dx.doi.org/10.3390/nu11051173
http://dx.doi.org/10.3390/ijms19061772
http://www.ncbi.nlm.nih.gov/pubmed/29904032
http://dx.doi.org/10.1021/acs.jafc.6b02861
http://www.ncbi.nlm.nih.gov/pubmed/27538679
http://dx.doi.org/10.1016/j.jnutbio.2014.07.007
http://www.ncbi.nlm.nih.gov/pubmed/25283330
http://dx.doi.org/10.1016/j.jchromb.2014.05.016
http://www.ncbi.nlm.nih.gov/pubmed/24887594
http://dx.doi.org/10.1016/j.drudis.2012.01.017
http://www.ncbi.nlm.nih.gov/pubmed/22305937
http://dx.doi.org/10.1289/ehp.98106633
http://www.ncbi.nlm.nih.gov/pubmed/9755138
http://dx.doi.org/10.1016/j.pharmthera.2012.12.007
http://dx.doi.org/10.3109/00498259609167423
http://dx.doi.org/10.1124/dmd.108.021733
http://dx.doi.org/10.1897/01-480
http://dx.doi.org/10.1001/jama.2010.1543
http://www.ncbi.nlm.nih.gov/pubmed/20978260
http://dx.doi.org/10.1124/dmd.117.079848
http://dx.doi.org/10.2174/138920007780866870
http://www.ncbi.nlm.nih.gov/pubmed/17584021
http://dx.doi.org/10.1038/nbt0897-784

Pharmaceuticals 2020, 13, 330 13 of 13

35.

36.

37.

38.

39.

40.

41.

Yun, C.-H.; Yim, S.-K_; Kim, D.-H.; Ahn, T. Functional expression of human cytochrome P450 enzymes in
Escherichia coli. Curr. Drug Metab. 2006, 7, 411-429. [CrossRef]

Yun, C.H.; Ahn, T.; Guengerich, EP; Yamazaki, H.; Shimada, T. Phospholipase D activity of cytochrome P450
in human liver endoplasmic reticulum. Arch. Biochem. Biophys. 1999, 367, 81-88. [CrossRef]

Kim, D.-H.; Ahn, T.; Jung, H.-C.; Pan, ].-G.; Yun, C.-H. Generation of the human metabolite piceatannol from
the anticancer-preventive agent resveratrol by bacterial cytochrome P450 BM3. Drug Metab. Dispos. 2009, 37,
932-936. [CrossRef] [PubMed]

Le, T-K,; Jang, H.-H.; Nguyen, H.T.H.; Doan, T.T.M,; Lee, G.-Y.; Park, K.D.; Ahn, T,; Joung, Y.H.; Kang, H.-S.;
Yun, C.-H. Highly regioselective hydroxylation of polydatin, a resveratrol glucoside, for one-step synthesis
of astringin, a piceatannol glucoside, by P450 BM3. Enzym. Microb. Technol. 2017, 97, 34—42. [CrossRef]
Yamazaki, H.; Gillam, E.M.].; Dong, M.-S.; Johnson, W.W.; Guengerich, EP.; Shimada, T. Reconstitution of
Recombinant Cytochrome P450 2C10(2C9) and Comparison with Cytochrome P450 3A4 and Other Forms:
Effects of Cytochrome P450-P450 and Cytochrome P450-bs Interactions. Arch. Biochem. Biophys. 1997, 342,
329-337. [CrossRef]

Yun, C.H.; Shimada, T.; Guengerich, EP. Roles of human liver cytochrome P4502C and 3A enzymes in the
3-hydroxylation of benzo(a)pyrene. Cancer Res. 1992, 52, 1868-1874. [PubMed]

Omura, T.; Sato, R. The carbon monoxide-binding pigment of liver microsomes. I. evidence for its
hemopreotein nature. J. Biol. Chem. 1964, 239, 2370-2378.

Publisher’s Note: MDPI stays neutral with regard to jurisdictional claims in published maps and institutional
affiliations.

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.2174/138920006776873472
http://dx.doi.org/10.1006/abbi.1999.1254
http://dx.doi.org/10.1124/dmd.108.026484
http://www.ncbi.nlm.nih.gov/pubmed/19237510
http://dx.doi.org/10.1016/j.enzmictec.2016.11.003
http://dx.doi.org/10.1006/abbi.1997.0125
http://www.ncbi.nlm.nih.gov/pubmed/1551116
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Phloretin Metabolism by Human Liver Microsomes and Identification of the Major Metabolite 
	Kinetics Parameters and Total Turnover Numbers (TTNs) of Phloretin Hydroxylation via HLMs and Recombinant Human CYPs 
	Inhibition of Phloretin Hydroxylation Activity by Antibodies in HLMs 
	Inhibitory Effect of Phloretin on Testosterone 6-Hydroxylation Catalyzed by CYP3A4 
	Whole-Cell Biotransformation of Phloretin 

	Discussion 
	Materials and Methods 
	Materials 
	Oxidation of Phloretin Catalyzed by Human Liver Microsomes 
	Phloretin’s Inhibitory Effect on Testosterone 6-Hydroxylation Catalyzed via HLMs and CYP3A4 
	Immunoinhibition of Antibodies on Phloretin 3-Hydroxylation 
	LC-Mass Spectrometric Analysis of a Phloretin Metabolite 
	Optimal Expression of CYP3A4 in E. coli 
	Whole-Cell Biotransformations 

	Conclusions 
	References

