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Abstract: Caffeine is commonly taken via the daily dietary consumption of caffeine-containing foods.
The absorbed caffeine is metabolized to yield various metabolites by drug-metabolizing enzymes,
and measuring the levels of each caffeine metabolite can provide useful information for evaluating
the phenotypes of those enzymes. In this study, the urinary concentrations of caffeine and its 13
metabolites were determined, and the phenotypes of drug metabolic enzymes were investigated
based on the caffeine metabolite ratios. Human urine samples were pretreated using solid phase
extraction, and caffeine and its metabolites were analyzed using liquid chromatography-tandem mass
spectrometry. Based on the urinary caffeine metabolite concentrations, the caffeine metabolite ratios
were calculated for six human subjects at specified time points after caffeine intake. Variations in
urinary metabolite levels among individuals and time points were reported. In addition, the resultant
enzyme activities showed different patterns, depending on the metabolite ratio equations applied.
However, some data presented a constant metabolite ratio range, irrespective of time points, even
at pre-dose. This suggests the possibility of urinary caffeine metabolite analysis for routine clinical
examination. These findings show that urinary caffeine and the metabolite analysis would be useful
in evaluating metabolic phenotypes for personalized medicine.
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1. Introduction

Caffeine, an alkaloid of the methylxanthine class, is the world’s most widely consumed
psychoactive substance. As a naturally occurring substance, caffeine is found in the leaves, fruits, or
seeds of more than 60 plant species. Caffeine is popularly and extensively taken via the daily dietary
consumption of caffeine-containing beverages or foods [1,2].

In the liver, caffeine is subjected to a series of metabolic reactions to yield a mixture of
N-methylated xanthines, uric acids, and an acetylated uracil, as its metabolites [3]. There are
various metabolic enzymes involved in each caffeine metabolic pathway (Figure 1). These enzymes
include N-acetyltransferase 2 (NAT2), xanthine oxidase (XO), and cytochrome P450—particularly 1A2
(CYP1A2) and 2A6 (CYP2A6)—which are of prime interest and must be phenotypically evaluated
because of their roles in metabolizing various xenobiotics [4–6]. These four enzymes involved
in caffeine metabolism display genetic polymorphism, and their metabolizing activities can vary
in individuals [4–6]. Accordingly, inter-individual variability can be observed in caffeine and its
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metabolite levels, or their ratios in biological fluids or tissues. In this context, measuring the levels of
caffeine and each caffeine metabolite can provide useful information for evaluating the phenotypes
of drug-metabolizing enzymes. Furthermore, caffeine is popularly, and even routinely, consumed
worldwide as various types of foods, such that caffeine or its metabolites are likely to be detected
in urine. Due to these aspects, the measurement of urinary caffeine metabolite levels can be an
advantageous marker for the phenotyping of individual drug-metabolizing activities.
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Figure 1. The metabolic pathway of caffeine.

Several analytical methods have been reported for measuring caffeine and its metabolites
in urine using high-performance liquid chromatography (HPLC) or high-performance liquid
chromatography-tandem mass spectrometry (LC-MS/MS) [7–16]. Based on such analytical methods, the
phenotyping of CYP1A2, CYP2A6, NAT2, or XO enzyme activity has been investigated by measuring
urinary caffeine and its metabolites in subjects receiving a regulated dietary caffeine intake and in
uncontrolled subjects [7,9,10,12,13,17–20]. However, each study evaluated the enzyme phenotypes
based on different metabolite ratio equations for a limited population, and information on the feasibility
of those methods is still insufficient for general, practical application.

In this study, the urinary concentrations of caffeine and its metabolites were determined using
LC-MS/MS analysis. The resulting concentration data was applied to various caffeine metabolite ratio
equations to determine the phenotypes of each drug metabolic enzyme. The feasibility of phenotyping
the drug-metabolizing enzyme based on urinary caffeine metabolite ratios was examined.
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2. Materials and Methods

2.1. Chemicals and Reagents

Chemicals including, 1-methylxanthine (1X), 3-methylxanthine (3X), 7-methylxanthine
(7X), 1,3-dimethylxanthine (theophylline, 13X), 1,7-dimethylxanthine (paraxanthine, 17X),
3,7-dimethylxanthine (theobromine, 37X), 1,3,7-trimethylxanthine (caffeine, 137X), 1-methyluric
acid (1U), 1,3-dimethyluric acid (13U), 1,7-dimethyluric acid (17U), 3,7-dimethyluric acid (37U),
and 1,3,7-trimethyluric acid (137U), and acetic acid were provided by Sigma-Aldrich (St.
Louis, MO, USA). The following chemicals were procured from Santa Cruz (Dallas, TX,
USA): 5-acetylamino-6-amino-3-methyluracil (AAMU), 5-acetylamino-6-formylamino-3-methyluracil
(AFMU) and internal standards (IS) including 1-methylxanthine-2,4,5,6-13C4 (1X*), 1,3,9-15N3, and
1-methyluricacid-2,4,5,6-13C4,1,3,9-15N3 (1U*). HPLC-grade acetonitrile was purchased from J. T.
Baker (Philipsburg, NJ, USA). Water was prepared using a Milli-Q purification system (Millipore,
Bedford, MA, USA). All other chemicals used were of analytical grade and used as received. All the
standard solutions and mobile phases were passed through a 0.22-µm membrane filter before use.

2.2. Human Urine Specimens

The study protocol and consent forms were approved by the Institutional Review Board of the
Hanyang University, and all the participants provided written informed consent to participate in the
study. The eligibility criteria for the study included physically healthy ethnic Korean adult men (19
years of age or older) who signed written informed consent. Participants were excluded if they were
being treated for acute disease or other diseases or who needed treatment, or were receiving any
medication that might affect the metabolism or excretion of caffeine. Urine samples were collected
from 6 volunteers prior to the consumption of a caffeine-containing drink (120 mg of caffeine intake),
and 1 h, 2 h, 4 h, 6 h, 8 h, and 10 h after the drink. Blank urine samples were obtained from healthy
volunteers who had not consumed any methyl xanthine-containing food or beverage for the last 24
h. The urine samples were collected in clear 15-mL centrifuge tubes. All the study procedures were
conducted in compliance with the principles of Declaration of Helsinki and Korean Good Clinical
Practice guidelines (IRB HYG-16-193-2).

2.3. Urine Sample Preparation and Standard Samples

For the LC–MS/MS analysis, 100 µL of urine was added to 10 mL of 0.1% acetic acid with IS. Then,
1 mL of diluted mixture was passed through pre-activated Sep-Pak C18 cartridges (96-well type OASIS
HLB extraction cartridge, Waters). The cartridge was washed with 1 mL of 0.1% formic acid two times,
and then eluted with 1 mL of methanol. The eluate was dried under nitrogen gas. The residue was
resolved in 0.1% acetic acid/acetonitrile (90:10, 100 µL), and a 5-µL aliquot was injected into the HPLC
column for LC-MS/MS analysis. The analyte mixture was dissolved in MeOH at a concentration of 1
mg/mL and diluted to a series of working standard solutions. A 5-µL aliquot of each working standard
solution was spiked to 95 µL of human blank urine. Then, the spiked samples were pretreated as
described above. The concentrations of QC samples for each analyte are provided as supplementary
data (Table S1).

2.4. Method Validation

The developed method was validated according to the US Food and Drug Administration (FDA)
guidelines as mentioned in the “Guidance for Industry, Bioanalytical Method Validation, 2018” [21].

2.4.1. Selectivity, Linearity, and LLOQ

The selectivity of the method was assessed by comparing multiple reaction monitoring (MRM)
chromatograms between a blank sample and a standard spiked mixture. Lower limits of quantitation
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(LLOQs) for each analyte were determined considering the concentration level found in human urine
samples, and evaluated for accuracy and precision. The calibration curves were prepared using the
samples at concentration ranges depending on their LLOQ. The calibration curves were generated
by plotting the peak area ratios of the analytes/IS versus the concentrations in the standard spiked
samples. The linear correlation coefficient (r2) for all the calibration curves should be greater than 0.99.

2.4.2. Precision and Accuracy

To assess the intra-day precision and accuracy, QC samples were analyzed, in triplicate, at different
concentration levels (n = 3) on the same day. In case of inter-day assays, the precision and accuracy were
assessed by determining the QC samples over three consecutive days. The accuracy was measured as
a deviation of the calculated mean value from the nominal mean value, which should be within 15% of
the nominal value except for LLOQ, which should not exceed 20% of the nominal value. The precision
was determined at each concentration level, in terms of percent relative standard deviation (%RSD),
which should not exceed 15% of the nominal concentration, except for the LLOQ, where it should not
deviate by more than 20%.

2.4.3. Matrix Effect and Recovery

The matrix effect was evaluated by comparing the spiked QC samples at low, middle, and high
concentrations in the blank, to the same QC sample in 0.1% acetic acid. The recovery was determined
by comparing the reaction of the extracted sample, to which the analyte is added, and the biological
sample after extraction.

2.4.4. Stability

Stability was evaluated for the QC samples under various conditions such as freeze-and-thaw,
short-term, long-term, and processed sample stability. For the freeze-and-thaw stability test, three
aliquots of the QC samples were stored at −20 ◦C for 24 h and thawed at room temperature. When
completely thawed, the samples were refrozen for 24 h under the same condition, and this was repeated
three times. For short-term stability, the QC samples were maintained at room temperature for 12 h,
and then analyzed. For long-term stability, the QC samples were stored at −20 ◦C for 7 days, and then
analyzed. The post-preparative stability was evaluated by analyzing the QC samples placed in the
autosampler for 24 h at 4 ◦C.

2.5. LC-MS/MS Analysis

The LC-MS/MS system consisted of a Shiseido SP LC SP3202 binary pump HPLC system
(Tokyo, Japan) and TSQ Quantum™ Access MAX Triple Quadrupole Mass Spectrometer (Thermo
Fisher Scientific, Waltham, MA, USA), equipped with an electrospray ionization (ESI) source.
Chromatographic separation was achieved on a Kinetex C18 column (3.0× 100 mm, 2.6µm; Phenomenex,
Torrance, CA, USA) at a temperature of 40 ◦C. The HPLC mobile phases consisted of two solvents: (A)
0.1% acetic acid and (B) acetonitrile in 0.1% acetic acid. A linear gradient program was used with a
flow rate of 0.2 mL/min. The initial mobile phase was set at 15% of solvent B and gradually increased
to 90% in 3 min, kept at 90% for 1 min, and then followed by re-equilibrium for 3 min. Electrospray
ionization (ESI) was performed in both positive and negative ion mode, with nitrogen as the nebulizing
agent, spray voltage, sheath gas pressure, and aux gas pressure at optimal values of 3000, 60, and 20
(arbitrary units), respectively. The capillary temperature was 350 ◦C. Multiple reaction monitoring
(MRM) detection was employed. The precursor–product ion pairs used in MRM mode are provided as
supplementary data (Table S2).
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2.6. Metabolic Ratio Calculation

The urinary caffeine and its metabolite concentrations were measured using the LC-MS/MS
analysis. The resulting data were evaluated using the equations for the metabolic ratio calculation.
The molar urinary ratios specific for each drug-metabolizing enzyme were calculated referring to
the equations previously reported [4,10,17,18,20]. Thus, a higher metabolic ratio indicates a higher
enzyme activity.

3. Results

3.1. LC-MS/MS

Caffeine, 1X, 7X, 17X, 37X, 13U, 17U, 37U, 137U, AAMU, and 1X* were ionized to yield the
protonated molecular ions ([M+H]+) at m/z 195.2, 167.1, 167.0, 181.2, 181.2, 197.2, 197.1, 197.1, 211.2,
199.2, and 174.1, respectively. Additionally, 3X, 13X, 1U, AFMU, and 1U* were ionized to yield the
deprotonated molecular ions ([M−H]−) at m/z 164.9, 179.1, 181.1, 225.1, and 188.1, respectively. Ion
polarity switching was applied for the simultaneous detection of protonated and deprotonated ions.
Water and acetonitrile were used as the mobile phase solutions; to increase the response of 1U, 0.1%
acetic acid was added to both mobile phase solvents. Using the gradient elution, all the analytes were
eluted within 5 min. The representative LC-MS/MS extracted ion chromatograms are provided in the
supplementary data (Figure S1).

3.2. Method Validation

The calibration curves for each analyte were linear over each corresponding, selected concentration
range, with correlation coefficient (r2) values greater than 0.99. The linear ranges for caffeine and its
metabolites are presented in the supplementary data (Table S2). The LLOQ values for all analytes
ranged from 10 ng/mL to 166 ng/mL with an accuracy of approximately 91.4% to 114.0% and a precision
of ≤16.3%.

The intra-day precision was less than 16.4%, while the accuracy (as a percentage of relative error
values) was within the range of ±11.9% at the tested QC concentrations. The inter-day assay also
showed satisfactory accuracy and reproducibility, with a precision of less than 11.4%, and an accuracy
within the range of ±14.0% at the tested QC levels. These results are summarized in Table 1.

The matrix effect was negligible for caffeine and its metabolites, except for 1X, 137U, and AAMU,
which seemed to be affected by it. However, they showed acceptable RSD criteria (within ±15%). For
recovery evaluation, caffeine and all its metabolites were stable and well recovered (%RSD, <10.6)
from samples. The matrix effect and recovery data are provided in the supplementary data (Tables S3
and S4).

In all the tested conditions, caffeine and its metabolites were shown to be stable, with acceptable
recovery (RSD within ±15%), except for the long-term stability of AAMU and AFMU (Table S5). The
accuracy and RSD values were within ±12.4% and ±9.4% for freeze-and-thaw stability, within ±11.6%
and ±9.7% for short-term stability, within ±12.3% and ±10.8% for long-term stability, and within
±12.1% and ±8.2% for processed sample stability. Meanwhile, the long-term stability of AAMU was
323.4%, and that of AFMU was 47.2%. AFMU is known to be spontaneously converted to AAMU,
and the present results may reflect this phenomenon. According to Nyeki et al. [22], the conversion
of AFMU into AAMU is not only subjected to nonenzymatic hydrolysis in urine, but is also NAT2
phenotype-dependent. Nevertheless, it would be better to analyze urine samples immediately after
voiding to minimize errors in calculating the metabolite ratio for enzyme phenotyping.
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Table 1. Intra-day and inter-day accuracy (A) and precision for the determination of caffeine and its metabolites

Intra-Day Assay (n = 5) Inter-Day Assay (n = 5)

Analyte
LLOQ Low QC Middle QC High QC LLOQ Low QC Middle QC High QC

A RSD A RSD A RSD A RSD A RSD A RSD A RSD A RSD

(%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%) (%)

137U 106.3 3.0 115.0 1.1 104.2 1.1 108.7 0.9 108.6 8.1 113.0 3.5 104.7 5.9 106.3 1.9
13X 102.4 16.3 94.0 4.9 100.4 5.2 101.5 4.1 91.4 10.8 91.2 4.5 94.3 6.7 96.0 11.0
17X 109.0 3.3 112.4 2.4 101.8 2.5 101.1 9.6 109.4 3.0 110.0 3.8 108.6 4.0 100.4 1.7
37X 102.5 4.6 105.2 3.8 98.2 3.6 99.4 5.2 106.5 7.4 100.8 4.1 104.9 3.3 101.5 2.6
17U 102.6 2.0 102.9 9.9 86.6 1.6 95.7 4.7 106.4 11.4 90.5 6.8 87.0 2.0 95.0 3.3

AFMU 103.4 8.1 96.8 4.8 98.9 1.8 89.1 5.5 95.0 5.6 92.5 3.9 95.6 4.0 89.1 2.2
AAMU 111.9 7.7 107.4 5.6 105.3 4.5 101.0 7.0 106.0 6.8 106.6 5.6 103.0 2.7 107.4 4.1

1U 104.3 3.3 101.0 1.9 102.8 7.3 88.7 2.4 114.0 6.3 105.2 6.8 107.5 7.8 88.1 1.8
13U 104.7 11.4 96.4 9.7 113.3 1.1 108.0 2.3 110.9 4.7 99.3 9.3 114.3 0.5 111.7 2.6
1X 104.4 6.0 108.7 5.8 101.9 1.3 102.2 7.2 106.0 7.0 100.7 10.3 101.0 3.7 96.8 6.2
3X 101.7 12.9 101.5 3.9 102.4 9.1 104.3 5.9 97.0 2.9 97.2 9.4 98.2 7.8 107.7 4.3

37U 96.3 6.1 97.1 5.1 102.7 11.7 101.9 1.7 102.4 4.2 100.0 6.3 97.4 8.3 100.0 5.5
7X 108.6 2.1 103.4 7.7 98.7 2.0 101.0 7.2 103.3 6.3 106.1 3.7 100.2 9.6 97.2 6.3

137X 92.8 8.7 107.3 3.9 103.7 9.9 103.5 6.6 93.4 7.4 108.9 8.4 110.1 3.0 105.5 9.5

LLOQ: lower limits of quantitation, %RSD: percent relative standard deviation. QC: quality control.
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3.3. Enzyme Phenotyping Based on Urinary Caffeine Metabolite Ratio

The urinary caffeine metabolite levels in the six subjects are as shown in Figure 2. When the six
urine samples were analyzed, the targeted caffeine metabolites were successfully detected in most
of the samples. The urinary concentration ranges of each metabolite were tabulated in Table 2. The
measured metabolite concentrations exhibited large variations among individuals and time points.
However, the concentration ranges were generally consistent with previously reported values [8].
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Figure 2. Urinary concentration levels of caffeine and its metabolites in six
subjects. (a) caffeine, (b) 1,3,7-trimethyluric acid (137U), (c) 1,3-dimethylxanthine (13X), (d)
1,7-dimethylxanthine (17X), (e) 3,7-dimethylxanthine (37X), (f) 1,7-dimethyluric acid (17U), (g)
5-acetylamino-6-formylamino-3-methyluracil (AFMU), (h) 5-acetylamino-6-amino-3-methyluracil
(AAMU), (i) 1-methyluric acid (1U), (j) 1,3-dimethyluric acid (13U), (k) 1-methylxanthine (1X), (l)
3-methylxanthine (3X), (m) 3,7-dimethyluric acid (37U), and (n) 7X.

Table 2. Urinary concentration ranges of caffeine and its metabolites.

Metabolite Concentration Range (µM) Metabolite Concentration Range (µM)

137U 13.9–426.3 1U 104.5–5577.5
13X 0–145.9 13U 104.6–1957.9
17X 191.8–1941.3 1X 126.3–4273.4
37X 54.9–569.3 3X 65.2–1362.3
17U 131.6–2127.2 37U 0–357.2

AFMU 76.8–1514.9 7X 154.3–3145.5
AAMU 26.1–735.0 137X (caffeine) 8.7–271.7

Subsequently, enzyme-specific metabolite ratios were calculated based on the urinary concentration
data. Referring to the extant literature, the urinary metabolite concentrations were applied to various
equations to yield enzyme-specific metabolite ratios (Table 3). Figures 3–6 display the plots for each
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enzyme activity in individuals, which is expressed as the metabolite ratio. The metabolite ratio
patterns varied between individuals and time points, depending on the equations applied, even for
identical enzymes.

Table 3. Equations of caffeine metabolic ratios used for enzyme-specific activities.

Enzyme Equation Reference

CYP1A2

(a) (AFMU + 1X + 1U + 17X + 17U)/137X [4,17,18]
(b) (17X + 17U)/137X [4]
(c) 17X/137X [4]
(d) (AAMU + 1X + 1U)/17U [4]
(e) (AFMU + 1X + 1U)/17U [4]
(f) (AFMU + 1X + 1U)/17X [4]
(g) (AAMU + AFMU + 1X + 1U)/17U [4]

CYP2A6
(a) 17U/(AFMU + 1U + 1X + 17X + 17U) [4]
(b) 17X/17U [4]

NAT2

(a) (AAMU + AFMU)/(AAMU + AFMU + 1X + 1U) [4,10,20]
(b) AAMU/(AAMU + 1X + 1U) [4]
(c) AFMU/(AFMU + 1X + 1U) [4]
(d) AFMU/1X [4]

XO
(a) 1U/1X + 1U [4,20]
(b) 1U/1X [4]
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To investigate the CYP1A2 phenotypes, seven equations were tested. The resulting metabolic
ratio plots are shown in Figure 3. Figure 3a–c exhibited a considerable difference between pre-dose (0
h) and post-dose data. The metabolic ratio patterns of Subject #6 were generally different from those of
other subjects.

To investigate the CYP2A6 phenotypes, two equations were tested (Figure 4). Figure 4a generally
showed constant metabolite ratio patterns within individuals (except for Subject #5) over all of the time
points. However, Figure 4b showed a larger variation according to time. The order of the metabolite
ratio values for all six subjects (i.e., the relative metabolic activity) was not consistent between two plots.

NAT2 activity was tested with four different equations. Three equations (Figure 5a–c) generated
similar metabolite ratio patterns, whereas the other (Figure 5d) showed a large variation between
individuals and time points.

The XO activity was evaluated using two equations. The metabolite ratio plots are shown in
Figure 6. The resultant patterns were generally similar between the two plots, but the variation was
larger in plot (b).

4. Discussion

This study measured the urinary concentrations of caffeine and its 13 metabolites for 8 h, including
a pre-dose time point, using LC-MS/MS. The metabolic ratios for phenotyping the drug metabolizing
enzymes were calculated based on the various equations previously reported. Subsequently, the
resulting metabolic ratios or patterns were compared, and their validity and feasibility were investigated.

The resulting urinary caffeine concentration data showed a relatively obvious increase and
decrease pattern across time, which indicated the absorption and elimination of caffeine after oral
intake. Meanwhile, the changes in caffeine metabolite concentration levels, according to time points,
were not as evident as those of caffeine. However, caffeine metabolites also showed a weak pattern of
slow increase after caffeine intake, on excluding the data at pre-dose. Most metabolites showed the
highest concentrations at pre-dose, which was presumably due to the urine concentration. Thus, the
urine was diluted in post-dose samples, as the urine was frequently collected (i.e., at 2-h intervals) after
caffeine intake; meanwhile, at pre-dose, the caffeine metabolites, which resulted from usual dietary
caffeine intake, could be detected at higher concentrations in relatively concentrated urine.

The most diverse equations have been suggested to determine the enzyme activity of CYP1A2 in
previous research. This study applied seven equations to yield the metabolite ratio. Among them,
three equations (Figure 3a–c) showed a significant difference between pre-dose (0 h) and post-dose
data, and the within-individual variation was large according to the time points. Meanwhile, the other
four plots showed a more constant ratio pattern within individuals. The caffeine (137X) concentration
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was included in the former three equations (Table 3: Equations CYP1A2-(a), (b), and (c)). Accordingly,
the activity showed a large difference in the results between pre-dose and post-dose. However, the
other equations showed relatively constant results over time, even between pre-dose and post-dose
measurements, as those equations did not involve caffeine concentration. Generally, the CYP1A2
activity of Subject #6 appeared to be higher than that of the other subjects, but plot F (Figure 2f) did not
exhibit this tendency. These findings suggest that Equations CYP1A2-(d), (e), and (g) (Table 3) may be
more appropriate for determining the CYP1A2 phenotype.

Acetylation is a primary route for the biotransformation of many hydrazine drugs, which is
mediated by NAT [4]. The polymorphism of NAT (in particular, NAT2) is responsible for the
inter-individual variability in the acetylation of drugs. Thus, the population can be categorized into
rapid acetylators and slow acetylators, according to their NAT2 phenotypes [6]. Such acetylation
polymorphism is reported to vary among ethnic groups [6]. It is known that rapid acetylators are
dominant in the Korean population [23]. In the present study, when the metabolite ratios were
calculated by the equation (AFMU + AAMU)/(AFMU + AAMU + 1X + 1U) (corresponding to Figure 4a)
and evaluated by the criteria reported by Jetter et al. [10,20], the six subjects tested in this study were
determined to be rapid acetylators. This seems to be reasonable based on the generally recognized facts
on acetylation polymorphism in Koreans. However, when evaluated by the criteria based on other
equations, such as AFMU/(AFMU + 1U + 1X) or AAMU/(AAMU + 1U + 1X) [7,13,24], these six subjects
were shown to be slow acetylators. Therefore, to determine the phenotypes exactly, comprehensive
genotyping data is necessary.

Meanwhile, the time point for sample collection may affect the metabolic ratio results, as the
rate of metabolic reaction may be different depending on each metabolic pathway. Jetter et al. (2009)
reported that the timing of urine collection can affect XO phenotyping results [20]. However, this
study’s data, generated from the same equation [1U/(1U + 1X)] (Figure 5a), did not show a significant
variation according to the urine collection time, except in Subject #5. This suggests the possibility that
spot urine samples, under normal dietary conditions, can be used for XO phenotyping.

Recently, research on polymorphism and personalized medicine has been extensive. Genotyping
and phenotyping for drug metabolizing enzymes are vital strategies for characterizing the
polymorphism of drug-metabolizing enzymes in individuals for personalized medicine. However,
evaluating the phenotype is more critical than evaluating the genotype in some enzymes. For example,
XO is a form of xanthine oxidoreductase, which is a type of enzyme that generates reactive oxygen
species [25]. These enzymes catalyze the oxidation of hypoxanthine to xanthine and can further
catalyze the oxidation of xanthine to uric acid. Xanthine oxidase plays a crucial role in many drug
metabolic processes, such as thiopurine drugs, containing 6-mercaptopurine, allopurinol, and uric acid,
etc. [26–29]. Xanthine oxidase is important in gout patients, because XO produces uric acid, which is a
crucial factor in gout. In addition, xanthine oxidase is involved in the catabolism of xenobiotics; for
example, it converts a prodrug (mercaptopurine) into the active form 6-thioinosine-5′triphosphate [30].
About 20 genetic variants are reported, and each XO variant may differ in its enzymatic activity [20];
however, decreased enzyme activity is shown only in 4% or fewer volunteers [31]. Thus, it would be
difficult to explain the cause of the variations in XO activity on the basis of genetic polymorphisms
alone [20]. Therefore, it is meaningful to establish an optimized method for assessing the activity of
the drug-metabolizing enzymes, including XO, for phenotyping.

Meanwhile, it has been recognized that differences in the activity of enzymes involved in
nicotine metabolism are partly responsible for inter-individual variation in lung cancer risk among
smokers [32–35]. CYP2A6 is a principal enzyme in nicotine metabolism, and CYP2A6-mediated
C-oxidase activity has been reported to correlate with exposure to carcinogens by smoking [32–35].
Many reports have demonstrated that CYP2A6 variants that exert reduced enzymatic activity are
associated with lower lung cancer risk [32–35]. However, these genetic polymorphisms are reported
to account for only a portion of the variation in CYP2A6 activity [4]. Therefore, the phenotyping
of CYP2A6 activity could be more appropriate for estimating lung cancer risk related to nicotine
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metabolism. In this context, the urinary caffeine metabolite ratio is a useful biomarker for predicting
the risk of lung cancer.

The limitations of this study are its small sample size, the lack of genotyping data, and that this
data was obtained from a single set of experiments. Nevertheless, this study enables the evaluation
of phenotyping results by demonstrating the caffeine metabolite ratio plots generated from different
phenotyping equations. In addition, the data obtained at different time points, including the pre-dose
and post-dose suggests the possibility that the enzyme phenotyping for CYP1A2, CYP2A6, NAT2, and
XO can be conducted as a routine urine test, without the administration of drugs.

5. Conclusions

Caffeine is popularly present in a wide variety of foods and beverages, and is extensively consumed
via the daily diet. By measuring the exposure to caffeine in biological samples, such as the urine, the
extent of caffeine consumption could be directly indicated. However, caffeine can be also used as
a biomarker to indicate the activities of drug-metabolizing enzymes. This study demonstrated the
possibility that enzyme phenotyping based on urinary caffeine metabolite ratios can be routinely used
under general dietary conditions. This suggests a possibility for urinary caffeine metabolite analysis
as a routine clinical examination. Urinary caffeine and its metabolite analysis would be useful in
evaluating drug metabolic phenotypes for personalized medicine.

Supplementary Materials: The following are available online at http://www.mdpi.com/2072-6643/11/8/1947/s1,
Figure S1: Representative LC-MS/MS extracted ion chromatograms for caffeine and its metabolites in human urine
at 2 h after administration of caffeine-containing drink, Table S1: Concentrations of quality control standards for
caffeine and its metabolites, Table S2: Calibration range, retention time and multiple reactions monitoring data for
caffeine and its metabolites, Table S3: Matrix effect data for caffeine and its metabolites, Table S4: Recovery data
for caffeine and its metabolites, Table S5: Stability of caffeine and its metabolites in various conditions.

Author Contributions: Conceptualization, H.H.Y. and K.N.; methodology, H.J.K.; validation, H.J.K.; investigation,
H.J.K., Y.S.J., J.S.Y and M.S.C.; data curation, M.S.C.; writing—original draft preparation, H.J.K. and S.U.R.;
writing—review and editing, H.H.Y. and M.S.C.; supervision, H.H.Y.; funding acquisition, H.H.Y.

Funding: This research was supported by the National Research Foundation of Korea funded by the Korean
government (NRF-2017R1A2B4001814).

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

References

1. Ashihara, H.; Sano, H.; Crozier, A. Caffeine and related purine alkaloids: Biosynthesis, catabolism, function
and genetic engineering. Phytochemistry 2008, 69, 841–856. [CrossRef] [PubMed]

2. Butt, M.S.; Sultan, M.T. Coffee and its consumption: Benefits and risks. Crit. Rev. Food Sci. Nutr. 2011, 51,
363–373. [CrossRef] [PubMed]

3. Juliano, L.M.; Ferre, S.; Griffiths, R.R. The pharmacology of caffeine. In The ASAM Principles of Addiction
Medicine, 5th ed.; Wolters Kluwer Health Adis (ESP): Alphen aan den Rijn, The Netherlands, 2014.

4. Hakooz, N.M. Caffeine metabolic ratios for the in vivo evaluation of CYP1A2, N-acetyltransferase 2, xanthine
oxidase and CYP2A6 enzymatic activities. Curr. Drug Metab. 2009, 10, 329–338. [CrossRef] [PubMed]

5. Kot, M.; Daniel, W.A. Caffeine as a marker substrate for testing cytochrome P450 activity in human and rat.
Pharmacol. Rep. 2008, 60, 789–797. [PubMed]

6. Miners, J.O.; Birkett, D.J. The use of caffeine as a metabolic probe for human drug metabolizing enzymes.
Gen. Pharmacol. 1996, 27, 245–249. [CrossRef]

7. Begas, E.; Kouvaras, E.; Tsakalof, A.; Papakosta, S.; Asprodini, E.K. In vivo evaluation of CYP1A2, CYP2A6,
NAT-2 and xanthine oxidase activities in a Greek population sample by the RP-HPLC monitoring of caffeine
metabolic ratios. Biomed. Chromatogr. 2007, 21, 190–200. [CrossRef] [PubMed]

8. Caubet, M.S.; Comte, B.; Brazier, J.L. Determination of urinary 13C-caffeine metabolites by liquid
chromatography-mass spectrometry: The use of metabolic ratios to assess CYP1A2 activity. J. Pharm.
Biomed. Anal. 2004, 34, 379–389. [CrossRef]

http://www.mdpi.com/2072-6643/11/8/1947/s1
http://dx.doi.org/10.1016/j.phytochem.2007.10.029
http://www.ncbi.nlm.nih.gov/pubmed/18068204
http://dx.doi.org/10.1080/10408390903586412
http://www.ncbi.nlm.nih.gov/pubmed/21432699
http://dx.doi.org/10.2174/138920009788499003
http://www.ncbi.nlm.nih.gov/pubmed/19519341
http://www.ncbi.nlm.nih.gov/pubmed/19211970
http://dx.doi.org/10.1016/0306-3623(95)02014-4
http://dx.doi.org/10.1002/bmc.736
http://www.ncbi.nlm.nih.gov/pubmed/17221922
http://dx.doi.org/10.1016/S0731-7085(03)00528-4


Nutrients 2019, 11, 1947 14 of 15

9. Chung, W.G.; Kang, J.H.; Park, C.S.; Cho, M.H.; Cha, Y.N. Effect of age and smoking on in vivo CYP1A2,
flavin-containing monooxygenase, and xanthine oxidase activities in Koreans: Determination by caffeine
metabolism. Clin. Pharmacol. Ther. 2000, 67, 258–266. [CrossRef] [PubMed]

10. Jetter, A.; Kinzig-Schippers, M.; Illauer, M.; Hermann, R.; Erb, K.; Borlak, J.; Wolf, H.; Smith, G.; Cascorbi, I.;
Sorgel, F.; et al. Phenotyping of N-acetyltransferase type 2 by caffeine from uncontrolled dietary exposure.
Eur. J. Clin. Pharmacol. 2004, 60, 17–21. [CrossRef]

11. Marchei, E.; Pellegrini, M.; Pacifici, R.; Palmi, I.; Pichini, S. Development and validation of a high-performance
liquid chromatography-mass spectrometry assay for methylxanthines and taurine in dietary supplements.
J. Pharm. Biomed. Anal. 2005, 37, 499–507. [CrossRef]

12. Nordmark, A.; Lundgren, S.; Cnattingius, S.; Rane, A. Dietary caffeine as a probe agent for assessment of
cytochrome P4501A2 activity in random urine samples. Br. J. Clin. Pharmacol. 1999, 47, 397–402. [CrossRef]
[PubMed]

13. Rybak, M.E.; Pao, C.I.; Pfeiffer, C.M. Determination of urine caffeine and its metabolites by use of
high-performance liquid chromatography-tandem mass spectrometry: Estimating dietary caffeine exposure
and metabolic phenotyping in population studies. Anal. Bioanal. Chem. 2014, 406, 771–784. [CrossRef]

14. Schneider, H.; Ma, L.; Glatt, H. Extractionless method for the determination of urinary caffeine metabolites
using high-performance liquid chromatography coupled with tandem mass spectrometry. J. Chromatogr. B
Analyt. Technol. Biomed. Life Sci. 2003, 789, 227–237. [CrossRef]

15. Thevis, M.; Opfermann, G.; Krug, O.; Schanzer, W. Electrospray ionization mass spectrometric characterization
and quantitation of xanthine derivatives using isotopically labelled analogues: An application for equine
doping control analysis. Rapid Commun. Mass Spectrom. 2004, 18, 1553–1560. [CrossRef] [PubMed]

16. Weimann, A.; Sabroe, M.; Poulsen, H.E. Measurement of caffeine and five of the major metabolites in urine
by high-performance liquid chromatography/tandem mass spectrometry. J. Mass Spectrom. 2005, 40, 307–316.
[CrossRef]

17. Aklillu, E.; Carrillo, J.A.; Makonnen, E.; Hellman, K.; Pitarque, M.; Bertilsson, L.; Ingelman-Sundberg, M.
Genetic polymorphism of CYP1A2 in Ethiopians affecting induction and expression: Characterization of
novel haplotypes with single-nucleotide polymorphisms in intron 1. Mol. Pharmacol. 2003, 64, 659–669.
[CrossRef]

18. Carrillo, J.A.; Benitez, J. Caffeine metabolism in a healthy Spanish population: N-acetylator phenotype and
oxidation pathways. Clin. Pharmacol. Ther. 1994, 55, 293–304. [CrossRef]

19. De Kesel, P.M.; Lambert, W.E.; Stove, C.P. Paraxanthine/Caffeine Concentration Ratios in Hair: An Alternative
for Plasma-Based Phenotyping of Cytochrome P450 1A2? Clin. Pharmacokinet. 2015, 54, 771–781. [CrossRef]

20. Jetter, A.; Kinzig, M.; Rodamer, M.; Tomalik-Scharte, D.; Sorgel, F.; Fuhr, U. Phenotyping of N-acetyltransferase
type 2 and xanthine oxidase with caffeine: When should urine samples be collected? Eur. J. Clin. Pharmacol.
2009, 65, 411–417. [CrossRef]

21. Bioanalytical Method Validation: Guidance for Industry. Available online: https://www.fda.gov/downloads/
drugs/guidances/ucm070107.pdf (accessed on 19 August 2018).

22. Nyeki, A.; Buclin, T.; Biollaz, J.; Decosterd, L.A. NAT2 and CYP1A2 phenotyping with caffeine: Head-to-head
comparison of AFMU vs. AAMU in the urine metabolite ratios. Br. J. Clin. Pharmacol. 2003, 55, 62–67.
[CrossRef] [PubMed]

23. Kang, T.S.; Jin, S.K.; Lee, J.E.; Woo, S.W.; Roh, J. Comparison of genetic polymorphisms of the NAT2 gene
between Korean and four other ethnic groups. J. Clin. Pharm. Ther. 2009, 34, 709–718. [CrossRef] [PubMed]

24. Rihs, H.P.; John, A.; Scherenberg, M.; Seidel, A.; Bruning, T. Concordance between the deduced acetylation
status generated by high-speed: Real-time PCR based NAT2 genotyping of seven single nucleotide
polymorphisms and human NAT2 phenotypes determined by a caffeine assay. Clin. Chim. Acta 2007, 376,
240–243. [CrossRef] [PubMed]

25. Ardan, T.; Kovaceva, J.; Cejkova, J. Comparative histochemical and immunohistochemical study on xanthine
oxidoreductase/xanthine oxidase in mammalian corneal epithelium. Acta Histochem. 2004, 106, 69–75.
[CrossRef] [PubMed]

26. de Araujo, M.; Franco, Y.E.M.; Alberto, T.G.; Messias, M.C.F.; Leme, C.W.; Sawaya, A.; Carvalho, P.O. Kinetic
study on the inhibition of xanthine oxidase by acylated derivatives of flavonoids synthesised enzymatically.
J. Enzyme Inhib. Med. Chem. 2017, 32, 978–985. [CrossRef] [PubMed]

http://dx.doi.org/10.1067/mcp.2000.104617
http://www.ncbi.nlm.nih.gov/pubmed/10741629
http://dx.doi.org/10.1007/s00228-003-0718-8
http://dx.doi.org/10.1016/j.jpba.2004.11.013
http://dx.doi.org/10.1046/j.1365-2125.1999.00918.x
http://www.ncbi.nlm.nih.gov/pubmed/10233204
http://dx.doi.org/10.1007/s00216-013-7506-9
http://dx.doi.org/10.1016/S1570-0232(03)00065-5
http://dx.doi.org/10.1002/rcm.1518
http://www.ncbi.nlm.nih.gov/pubmed/15282779
http://dx.doi.org/10.1002/jms.785
http://dx.doi.org/10.1124/mol.64.3.659
http://dx.doi.org/10.1038/clpt.1994.30
http://dx.doi.org/10.1007/s40262-015-0237-7
http://dx.doi.org/10.1007/s00228-008-0597-0
https://www.fda.gov/downloads/drugs/guidances/ucm070107.pdf
https://www.fda.gov/downloads/drugs/guidances/ucm070107.pdf
http://dx.doi.org/10.1046/j.1365-2125.2003.01730.x
http://www.ncbi.nlm.nih.gov/pubmed/12534641
http://dx.doi.org/10.1111/j.1365-2710.2009.01065.x
http://www.ncbi.nlm.nih.gov/pubmed/20175805
http://dx.doi.org/10.1016/j.cca.2006.08.010
http://www.ncbi.nlm.nih.gov/pubmed/17011540
http://dx.doi.org/10.1016/j.acthis.2003.08.001
http://www.ncbi.nlm.nih.gov/pubmed/15032331
http://dx.doi.org/10.1080/14756366.2017.1347165
http://www.ncbi.nlm.nih.gov/pubmed/28718686


Nutrients 2019, 11, 1947 15 of 15

27. Kitamura, S.; Sugihara, K.; Ohta, S. Drug-metabolizing ability of molybdenum hydroxylases. Drug Metab.
Pharmacokinet. 2006, 21, 83–98. [CrossRef] [PubMed]

28. Pacher, P.; Nivorozhkin, A.; Szabo, C. Therapeutic effects of xanthine oxidase inhibitors: Renaissance half a
century after the discovery of allopurinol. Pharmacol. Rev. 2006, 58, 87–114. [CrossRef] [PubMed]

29. Pritsos, C.A. Cellular distribution, metabolism and regulation of the xanthine oxidoreductase enzyme system.
Chem. Biol. Interact. 2000, 129, 195–208. [CrossRef]

30. Choughule, K.V.; Barnaba, C.; Joswig-Jones, C.A.; Jones, J.P. In vitro oxidative metabolism of 6-mercaptopurine
in human liver: Insights into the role of the molybdoflavoenzymes aldehyde oxidase, xanthine oxidase, and
xanthine dehydrogenase. Drug Metab. Dispos. 2014, 42, 1334–1340. [CrossRef] [PubMed]

31. Aklillu, E.; Carrillo, J.A.; Makonnen, E.; Bertilsson, L.; Ingelman-Sundberg, M. Xanthine oxidase activity is
influenced by environmental factors in Ethiopians. Eur. J. Clin. Pharmacol. 2003, 59, 533–536. [CrossRef]

32. Park, S.L.; Murphy, S.E.; Wilkens, L.R.; Stram, D.O.; Hecht, S.S.; Le Marchand, L. Association of CYP2A6
activity with lung cancer incidence in smokers: The multiethnic cohort study. PLoS ONE 2017, 12, e0178435.
[CrossRef] [PubMed]

33. Soeroso, N.N.; Zain-Hamid, R.; Sinaga, B.Y.M.; Sadewa, A.H.; Syafiuddin, T.; Syahruddin, E.; Tann, G.;
Mutiara, E. Genetic Polymorphism of CYP2A6 and Its Relationship with Nicotine Metabolism in Male
Bataknese Smokers Suffered from Lung Cancer in Indonesia. Open Access Maced. J. Med. Sci. 2018, 6,
1199–1205. [CrossRef] [PubMed]

34. Tanner, J.A.; Henderson, J.A.; Buchwald, D.; Howard, B.V.; Nez Henderson, P.; Tyndale, R.F. Variation in
CYP2A6 and nicotine metabolism among two American Indian tribal groups differing in smoking patterns
and risk for tobacco-related cancer. Pharmacogenet. Genom. 2017, 27, 169–178. [CrossRef] [PubMed]

35. Yuan, J.M.; Nelson, H.H.; Carmella, S.G.; Wang, R.; Kuriger-Laber, J.; Jin, A.; Adams-Haduch, J.; Hecht, S.S.;
Koh, W.P.; Murphy, S.E. CYP2A6 genetic polymorphisms and biomarkers of tobacco smoke constituents
in relation to risk of lung cancer in the Singapore Chinese Health Study. Carcinogenesis 2017, 38, 411–418.
[CrossRef] [PubMed]

© 2019 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/10.2133/dmpk.21.83
http://www.ncbi.nlm.nih.gov/pubmed/16702728
http://dx.doi.org/10.1124/pr.58.1.6
http://www.ncbi.nlm.nih.gov/pubmed/16507884
http://dx.doi.org/10.1016/S0009-2797(00)00203-9
http://dx.doi.org/10.1124/dmd.114.058107
http://www.ncbi.nlm.nih.gov/pubmed/24824603
http://dx.doi.org/10.1007/s00228-003-0653-8
http://dx.doi.org/10.1371/journal.pone.0178435
http://www.ncbi.nlm.nih.gov/pubmed/28542511
http://dx.doi.org/10.3889/oamjms.2018.259
http://www.ncbi.nlm.nih.gov/pubmed/30087722
http://dx.doi.org/10.1097/FPC.0000000000000271
http://www.ncbi.nlm.nih.gov/pubmed/28181923
http://dx.doi.org/10.1093/carcin/bgx012
http://www.ncbi.nlm.nih.gov/pubmed/28182203
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Chemicals and Reagents 
	Human Urine Specimens 
	Urine Sample Preparation and Standard Samples 
	Method Validation 
	Selectivity, Linearity, and LLOQ 
	Precision and Accuracy 
	Matrix Effect and Recovery 
	Stability 

	LC-MS/MS Analysis 
	Metabolic Ratio Calculation 

	Results 
	LC-MS/MS 
	Method Validation 
	Enzyme Phenotyping Based on Urinary Caffeine Metabolite Ratio 

	Discussion 
	Conclusions 
	References

