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Abstract. Background/Aim: High-dose methotrexate is a

therapy for acute leukemia, malignant lymphoma, and
osteosarcoma. Glycyrrhizin has been used to treat hepatic
dysfunction caused by high-dose methotrexate. However, few
studies have investigated the interaction between glycyrrhizin
and high-dose methotrexate. Materials and Methods: Male
Wistar rats were treated with high-dose methotrexate (500 or
1,000 mg/kg) alone, or with co-administration of 100 mg/kg
glycyrrhizin. Plasma concentrations of methotrexate, alanine
aminotransferase, aspartate aminotransferase, and total
bilirubin were measured. Results: At both methotrexate
doses, the blood concentration of methotrexate was
significantly increased and total clearance was significantly
reduced using co-administration of glycyrrhizin compared
with methotrexate alone, which led to increased levels of
hepatic enzymes. These results suggest that glycyrrhizin
significantly increases the plasma level and delays the
clearance of methotrexate, resulting in hepatic toxicity.
Conclusion: The concomitant use of methotrexate and
glycyrrhizin should be considered with caution.

Methotrexate is an antifolate drug that inhibits DNA synthesis
and repair, and cellular replication (1, 2). High-dose
methotrexate, defined as 500 mg/m2 or higher administered
intravenously, is used for a variety of cancer types, such as
acute lymphoblastic leukemia, lymphoma, and osteosarcoma
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(3). However, high-dose methotrexate can cause a variety of
toxic side-effects, including kidney injury, myelosuppression,
mucositis, neurotoxicity and hepatotoxicity, which cause
significant morbidity and delay treatment, leading to inferior
anticancer outcomes (4). To prevent and mitigate toxicities,
the serum concentrations of methotrexate and creatinine, and
urine output are monitored, and supportive care is given,
including intravenous hydration, urinary alkalinization, and
rescue with leucovorin administration (5, 6). Recently,
therapeutic drug monitoring has been implemented to reduce
the side-effects of high-dose methotrexate by screening and
managing its pharmacokinetics.
Hepatic toxicity has a high incidence during high-dose
methotrexate treatment, causing elevation in the levels of
hepatic transaminases such as serum alanine aminotransferase
(ALT) and aspartate aminotransferase (AST) (7-9). To treat
hepatic toxicity, an increased dose of leucovorin, along with
glycyrrhizin, is often administered. Glycyrrhizin has antiinflammatory and anti-allergy effects (10) and is widely used
in the treatment of liver diseases to improve liver function,
as well as in the treatment of other conditions, such as
pruritus and urticaria (11, 12).
However, few studies have investigated the interaction
between glycyrrhizin and methotrexate. It is important to
elucidate drug interactions that may influence the efficacy
and safety of high-dose methotrexate therapy. In particular,
we considered the need for a basic study to reflect the
clinical use of high-dose methotrexate therapy. Therefore, we
evaluated the pharmacokinetic interactions between highdose methotrexate and glycyrrhizin, reflecting the dosage
and route of administration for clinical use in rats.

Materials and Methods

Chemicals. Acetonitrile, isoflurane, chloroform, and 0.5 M aqueous
sodium hydroxide were purchased from FUJIFILM Wako Pure
Chemical Corporation (Osaka, Japan). Methotrexate and glycyrrhizin
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were purchased from Tokyo Chemical Industry Co., Ltd. (Tokyo,
Japan). Isotonic sodium chloride solution was purchased from
Otsuka Pharmaceutical Co., Ltd. (Tokyo, Japan).

Animals and drug administration. Male Wistar rats (age, 9 weeks;
mean body weight=199.06 g) were purchased from Sankyo Labo
Service Co., Inc. (Tokyo, Japan) and fasted overnight prior to the
experiment but were given ad libitum access to drinking water. In
the preliminary experiment of this study, the minimum dose of
methotrexate showing liver dysfunction in rats when administered in
combination with glycyrrhizin was found to be 500 mg/kg, therefore
the doses of methotrexate used in this study were set at 500 mg/kg
and 1,000 mg/kg. Rats were divided into two groups: Methotrexateonly treatment group and methotrexate and glycyrrhizin co-treatment
group, with four animals in each of the subgroups treated with 500
mg/kg and 1,000 mg/kg methotrexate. Under isoflurane anesthesia,
for the methotrexate-only treatment group, normal saline was
administered intravenously rapidly at 2 ml/kg and methotrexate (500
or 1,000 mg/kg) was administered intravenously for 10 min at 17.6
ml/kg. In the co-treatment group, 100 mg/kg glycyrrhizin was
administered intravenously rapidly at 2 ml/kg, and methotrexate at
500 or 1,000 mg/kg was administered intravenously as above for 10
min. The volume of administration solution was set to be the same
for both groups. All animal experiments were conducted in
compliance with the protocol reviewed by the Institutional Animal
Care and Use Committee and approved by the President of the Tokyo
University of Science (approval no. Y18066).
Blood sample collection. Blood (approximately 0.35 ml) was
collected from the jugular vein at designated time intervals (1 min,
30 min, 1 h, 4 h, 6 h, and 8 h after methotrexate administration).
Blood (approximately 0.80 ml) was also collected from the jugular
vein at the time of liver function measurement (5 min before and 4,
6, 8, and 24 h after methotrexate administration). After
centrifugation (11,000×g for 10 min at 4˚C) of the collected blood
samples, plasma was collected and stored at −30˚C until analysis.

Analytical methods. Serum concentrations of methotrexate were
determined by high-performance liquid chromatography as
previously described, with slight modification (13). Plasma
methotrexate (150 μl) was supplemented with 300 μl of acetonitrile.
The samples were mixed for 30 s and centrifuged for 3 min at
11,000×g at 4˚C. Then 300 μl of chloroform was added to the
obtained supernatant (350 μl) and the mixture was vortexed for 30
s. A volume of 50 μl of supernatant was then subjected to highperformance liquid chromatographic analysis.
The separating column was a Poroshell 120 EC-C18 column
[3.0×75 mm, 2.7 μm; Agilent Technologies, Inc. (Santa Clara, CA,
USA)]. The mobile phase was 80 mM acetate buffer (pH
4.0)/acetonitrile (88.8:11.2), and the column was run isocratically.
The column temperature was 25˚C, the flow rate was 0.4 ml/min,
and the detection wavelength was set at 305 nm. The limit of
quantitation of methotrexate in rat serum was 0.2 μM.

Determination of hepatic data. Using the obtained plasma,
measurements of hepatic parameters [AST, ALT, total bilirubin (TBil)] were conducted by SRL Co., Ltd. (Tokyo, Japan).

Data analysis. Serum methotrexate concentrations (C) were
analyzed using a two-compartment open model. Pharmacokinetic
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parameters were obtained by linear regression analysis in a
semilogarithmic data set and refer to the biexponential equation:
C=Ae−αt+Be−βt. Total clearance (CLt) was calculated by the
equation: CLt=Dose/(AUC0+A/α+B/β), where AUC0 is the area
under the curve during drug infusion (10 min), calculated using a
triangular area, and A and B are the zero-time intercepts of the
extrapolated lines of the α and β phases, respectively. The central
volume of distribution, Vc, was obtained by dividing the dose by
(A+B), and the apparent volume of distribution in the postdistributional phase (Vβ) was calculated by dividing CLt by β.
All results are expressed as the mean±standard deviation (S.D.).
A comparison of parameters was performed using Student’s t-test.
Statistical significance was defined as p<0.05.

Results

Effect of glycyrrhizin on plasma concentration-time profiles
of methotrexate in rats. To examine whether glycyrrhizin
affects the pharmacokinetics of methotrexate, changes in the
plasma concentration-time courses were assessed. The
plasma concentration-time profiles of rats treated with 500
mg/kg methotrexate alone and with 100 mg/kg glycyrrhizin
are shown in Figure 1A, and the pharmacokinetic parameters
are listed in Table I. As shown in Figure 1A, the plasma
concentration of methotrexate at 1 and 4 h after
administration was significantly higher (more than 10-fold)
when co-administered with glycyrrhizin compared to the
group treated with methotrexate only. Additionally, the Vβ
and CLt values were significantly lower for the coadministration group than in the methotrexate-only group.
The values of t1/2α for the co-administration group tended to
be longer than for the methotrexate-only group but the
difference was not statistically significant.
We further investigated the changes in plasma
methotrexate level in rats administered a higher dose of
methotrexate. The plasma concentration-time profiles under
treatment with 1,000 mg/kg methotrexate alone and with 100
mg/kg glycyrrhizin are shown in Figure 1B, and the
pharmacokinetic parameters are listed in Table II. As shown
in Figure 1B, the plasma concentration of methotrexate at 16 h after administration was significantly higher when coadministered with 100 mg/kg glycyrrhizin compared to the
methotrexate-only group. Additionally, the values of CLt for
the co-administration group were significantly reduced
compared to those for the group treated with methotrexate
only, and the value of AUC∞ for the co-administration group
was significantly increased compared to the methotrexateonly group.
Effect of co-administration of glycyrrhizin and methotrexate
on hepatic data of rats. The changes in hepatic data for the
methotrexate-only groups and co-administration groups are
shown for levels of AST (Figure 2), ALT (Figure 3), and TBil (Figure 4).
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Figure 1. Plasma concentration-time curve of methotrexate (MTX) in rats after intravenous administration of MTX at 500 mg/kg (A) and 1,000
mg/kg (B) alone and in co-administration with 100 mg/kg glycyrrhizin (GZ). Each data point represents the mean±S.D. of four rats. Significantly
different at *p<0.05 vs. MTX alone.
Table I. Pharmacokinetic parameters of methotrexate (MTX) after
intravenous administration at 500 mg/kg alone and in combination with
100 mg/kg glycyrrhizin (GZ).

Table II. Pharmacokinetic parameters of methotrexate (MTX) after
intravenous administration at 1,000 mg/kg alone and in combination
with 100 mg/kg glycyrrhizin (GZ).

C0, μM
Vc, ml/kg
Vβ, ml/kg
Vss, ml/kg
t1/2α, min
t1/2β, min
CLt, ml/min·kg
AUC∞, μg·h/ml

C0, μM
Vc, ml/kg
Vβ, ml/kg
Vss, ml/kg
t1/2α, min
t1/2β, min
CLt, ml/min·kg
AUC∞, μg·h/ml

Parameter

MTX only

2,229±477
510±105
2,130±225
751±109
12±1.6
58±3
26±3.32
330±49

MTX+GZ

1,768±393
646±146
998±404
867±317
23±21.1
52±4
13.1±4.5
711±298

p-Value
0.19
0.19
0.01
0.53
0.37
0.08
0.01
0.08

Parameter

MTX only

5,341±1,578
449±171
1,336±91
625±143
12.2±3.8
46±4
20±1.3
826±52

MTX+GZ

5,100±1,486
468±169
1,597±577
1,130±375
12.5±5.5
95±34.8
12±0.4
1437±54

p-Value
0.83
0.88
0.44
0.07
0.91
0.06
<0.01
<0.01

AUC∞: Area under the concentration-time curve at infinity; C0: drug
concentration at time 0; CLt: total clearance; t1/2α/t1/2β: terminal halflife of α phase/β phase; Vc: volume of the central compartment or the
initial volume of distribution; Vss: steady-state volume of distribution;
Vβ: apparent volume of distribution in the post-distributional phase;
Each point represents the mean±S.D. of four rats. Statistically
significant p-values are shown in bold.

AUC∞: Area under the concentration-time curve at infinity; C0: drug
concentration at time 0; CLt: total clearance; t1/2α/t1/2β: terminal halflife of α phase/β phase; Vc: volume of the central compartment or the
initial volume of distribution; Vss: steady-state volume of distribution;
Vβ: apparent volume of distribution in the post-distributional phase;
Each point represents the mean±S.D. of four rats. Statistically
significant p-values are shown in bold.

At 500 mg/kg methotrexate, the mean AST level was
significantly increased at 4, 6 and 8 h; the ALT level was
significantly increased at 4, 6, 8 and 24 h; and the T-bil level was
significantly increased at 4 and 6 h after administration in the
co-administration group compared with the single administration
group. At 1,000 mg/kg methotrexate, the combination
significantly increased the level of AST at 6 and 8 h; of ALT at
4, 6 and 8 h; and T-bil at 4 and 24 h after administration.

At both doses, increases in AST, ALT, and T-bil levels
were observed at approximately the same time as increases
in serum methotrexate levels in the co-administration groups.
In addition, at 1,000 mg/kg, the AST, ALT and T-bil levels
in the co-administration groups were increased by
approximately 2.5-fold, approximately 2-fold, and
approximately 1.5-fold, respectively, compared with those
with administration at 500 mg/kg methotrexate.
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Figure 2. Plasma concentration–time profiles of aspartate aminotransferase (AST) in rats after intravenous administration of MTX at 500 mg/kg
(A) and 1,000 mg/kg (B) alone and in co-administration with 100 mg/kg glycyrrhizin (GZ). Each point represents the mean±S.D. of four rats.
Significantly different at *p<0.05 vs. MTX alone.

Figure 3. Plasma concentration–time profiles of alanine aminotransferase (ALT) in rats after intravenous administration of MTX at 500 mg/kg (A)
and 1,000 mg/kg (B) alone and in co-administration with 100 mg/kg glycyrrhizin (GZ). Each point represents the mean±S.D. of four rats.
Significantly different at *p<0.05 vs. MTX alone.

Discussion

To examine whether glycyrrhizin affects the pharmacokinetics
of methotrexate, we evaluated the pharmacokinetic
interactions between methotrexate and glycyrrhizin. High-dose
methotrexate and glycyrrhizin were administered
intravenously to rats in a manner reflecting the dosage and
route of administration in the clinic. In this study, we showed
that co-administration of glycyrrhizin and methotrexate (500
mg/kg) significantly reduced the Vβ and CLt values, and co2166

administration at 1,000 mg/kg methotrexate significantly
reduced CLt and significantly increased the value of AUC∞
compared to MTX alone. These results suggest that
glycyrrhizin indeed affects the pharmacokinetics of
methotrexate and delays methotrexate excretion. In addition,
increases in the hepatic markers AST, ALT and T-bil were
observed at approximately the same time as increases in serum
methotrexate levels after co-administration of glycyrrhizin and
methotrexate. It was suggested that glycyrrhizin, which was
originally administered to improve liver function, may
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Figure 4. Plasma concentration–time profiles of total bilirubin in rats after intravenous administration of MTX at 500 mg/kg (A) and 1,000 mg/kg
(B) alone and in co-administration with 100 mg/kg glycyrrhizin (GZ). Each point represents the mean±S.D. of four rats. Significantly different at
*p<0.05 vs. MTX alone.

exacerbate liver damage. To the best of our knowledge, this is
the first study to demonstrate an interaction between
methotrexate and glycyrrhizin in rats to reflect the clinical use
of high-dose methotrexate therapy.
We found that glycyrrhizin affected the pharmacokinetics
of methotrexate and delayed methotrexate excretion. These
results are consistent with a previous study showing that
systemic exposure and mean residence time of methotrexate
were increased by oral administration of glycyrrhizin and
methotrexate (14). However, in that report, the dosage was
5 mg/kg methotrexate, and the route of administration was
oral, assuming a low dose of methotrexate (5-25 mg/week)
as in clinical use for rheumatoid arthritis (15, 16). High-dose
methotrexate was 8-12 g/m2 (17-20); in other words, the
dose of methotrexate was 100-300 mg/kg per week in
patients with osteosarcoma and 30-100 mg/kg per week in
patients with lymphoma and leukemia. In our study, the
doses of methotrexate (1,000 mg/kg) and glycyrrhizin (100
mg/kg) administered to rats correspond to the clinical doses
(21, 22). In addition, the dose administered to rats was
calculated using the allometric formula (23), which converts
doses between humans and rats. Using this formula, a human
methotrexate dose of 100-300 mg/kg is equivalent to a rat
dose of 620-1,860 mg/kg. The high methotrexate dose (1,000
mg/kg) we administered to rats falls within the calculated
dose range for high-dose methotrexate therapy in humans.
Similarly, a human methotrexate dose of 30-100 mg/kg is
equivalent to a rat dose of 186-620 mg/kg. The lower
methotrexate dose (500 mg/kg) we administered to rats was
included in this calculated dose range. Therefore, the dose
used in our study reflects the clinical use of high-dose
methotrexate in therapy for osteosarcoma, lymphoma, and
leukemia. In addition, a retrospective study using medical

records showed that concomitant use of the glycyrrhizincontaining preparation Stronger Neo-Minophagen C might
be related to delayed elimination of plasma methotrexate in
high-dose methotrexate therapy (24). Our pharmacokinetic
interaction results support those findings.
The plasma methotrexate level was elevated with the
concomitant use of glycyrrhizin. Methotrexate is poorly
metabolized in the liver, and the main route of excretion is
via the renal system and, to a small extent, in the bile. It has
been reported that multiple transporters, including organic
anion transporter 3, ATP-binding cassette subfamily G
member 2 (ABCG2, formerly BCRP1) and ABCC2
(formerly, MRP2), are implicated in the excretion of
methotrexate (25, 26). The biliary excretion rate of
methotrexate under high-dose therapy is 7% via ABCC2,
which is involved in biliary excretion (27). Glycyrrhizin has
been reported to inhibit ABCC2 (14), which might result in
competitive inhibition of methotrexate elimination. Based on
these findings, it was suggested that biliary excretion is
reduced with increasing doses of methotrexate, and the
interaction with glycyrrhizin appeared to be remarkable. In
addition, glycyrrhizic acid, a metabolite of glycyrrhizin, has
been reported to inhibit ABCG2 and ABCC2 (14). Therefore,
we consider that both glycyrrhizin and glycyrrhizic acid may
inhibit the biliary excretion of methotrexate, thus enhancing
its toxicity.
An increase in hepatic markers, such as AST, ALT, and T-bil,
was observed at approximately the same time as increases in
blood methotrexate levels in the concomitant use of
methotrexate and glycyrrhizin. The co-administration of these
agents led to a decrease in the value of CLt and an increase in
the value of AUC∞ of methotrexate, resulting in increased
systemic exposure and mean residence time of methotrexate,
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possibly enhancing hepatic toxicity. High methotrexate
concentrations have been associated with an increased risk of
toxicity (28). Methotrexate-induced liver toxicity with increased
AST and ALT levels correlated with AUC has been reported
(29). Previous studies correlated methotrexate exposure with
hepatotoxicity (30, 31). Our study showed AST, ALT, and T-bil
levels in the group administered 1,000 mg/kg methotrexate and
glycyrrhizin were increased by approximately 2.5-, 2-, and 1.5fold respectively, compared with 500 mg/kg methotrexate coadministration. These results suggest that methotrexate exposure
is involved in liver enzyme elevation, which is consistent with
the results of previous studies. In the present study, we
investigated the concentration and pharmacokinetic parameters
of methotrexate for up to 8 h; however, hepatic data were
collected for up to 24 h. Interestingly, liver enzyme elevation
was transient and reversible. These results are consistent with
many cases in clinical practice, where such laboratory findings
resolve with a modification or discontinuation of the dose and
do not lead to chronic liver disease (32, 33).
In conclusion, we found that co-administration of highdose methotrexate and glycyrrhizin significantly increased
the plasma methotrexate level and delayed methotrexate
clearance, which resulted in hepatic toxicity due to elevated
liver enzyme levels in rats. Given our pharmacokinetic
interaction findings, the concomitant use of methotrexate and
glycyrrhizin should be performed with caution.
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