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ABSTRACT

This study established a quantification method for cosmetics containing licorice. During pretreatment, methanol was used as a 
solvent for extraction of lotion products and a salting-out method with a photodiode array detector for emulsions and creams. A gradient 
high performance liquid chromatographic method was established to determine liquiritin, glycyrrhizin and glycyrrhetinic acid in lico-
rice-containing cosmetics. Samples were analyzed by gradient elution with a mobile phase containing acetonitrile and 1% phosphoric 
acid at a flow rate of 1.0 mL/min. Calibration curves of the three compounds were constructed in the range of 5.0 - 50.0 µg/mL in glycerin 
solution and 2.5 - 100.0 μg/mL in emulsion and cream. The correlation coefficients were all above 0.994. The average recoveries of 
these three compounds were 88.8 - 107.4%, 91.7 - 104.1% and 95.6 - 105.5% in glycerin solution, emulsion, and cream, respectively. The 
analytical method was further validated and employed in the assay of the commercial products. The results showed that glycyrrhizin 
could be detected in licorice extracts. With regard to the quantification of marker components in commercial products, glycyrrhizin (16.8 
to 113.4 μg/mL) was detected in 3 out of 7 licorice-containing commercial products. Glycyrrhizin was the most abundant component in 
licorice, while other marker compounds were not detectable, probably due to low contents or extensive dilution. The method developed 
in this study can be applied to commercial cosmetics containing licorice for the assurance of product quality. 
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INTRODUCTION

Natural products, especially plant extracts, have been 
used as active constituents of drugs or cosmetics over human 
history. The contents of active components vary with origin, 
place of planting, cultivation, and collecting time; moreover, 
the active ingredients are sometimes degraded or lost during 
isolation or purification processes. It is important to develop 
methods for the quantification of the components of herb-
containing cosmetics to ensure quality and customer safety. 
The constituents of an herb are complex and individual 
amount was little, therefore, it is more difficult to study herbal 
preparation than a single herb. The methodologies for the 
quantification of natural products in cosmetics are currently 
limited. We attempted to establish a series of simple and 
feasible analyses for Chinese herb-containing cosmetics in 
various dosage forms and formulas. In our previous study, a 
quantification method was established for aloe- and Scutel-
lariae Radix-containing cosmetics.

Glycyrrhizae radix, one of the most popular herbal 
medicines, contains flavonoids, such as liquiritin and 
isoliquiritin, and triterpenoids such as glycyrrhizin, glyc-
yrrhetinic acid and coumarins. Glycyrrhizae radix exerts 
various pharmacological actions involving neuroprotec-
tive(1), chemopreventive(2), anti-allergy, antioxidant, anti-
inflammatory, anti-microbial and steroid-like effects(3-5). 
These activities may be attributed to phenolic antioxidants 
involving isoflavan derivatives, coumarins and chalcones(6). 
In dermatology, Glycyrrhizae radix also demonstrates 
various pharmacological benefits including treatment of 
atopic dermatitis(7), depigmentation, and reducing inflam-
mation(4,8,9). Their polyphenol compounds like glabrene and 
isoliquiritigenin exert strong antioxidant and tyrosinase-
dependent melanin biosynthesis inhibition, suggesting 
that isoflavenes and chalcones may serve as candidates for 
skin-lightening agents(10-12). Additionally, glabridin showed 
anti-inflammatory effects, inhibition of melanogenesis, and 
inhibition of UVB-induced pigmentation and erythema 
in the skins of guinea pigs when applied topically(8). Lico-
chalcone A, a chalcone compound in licorice, is a potent 
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inhibitor of inflammatory facial redness(9) and UVB-induced 
irritated and damaged skin through the inhibition of COX-
2-dependent PGE2 production(4,13). Based on its dermato-
logical activities, Glycyrrhizae radix is frequently added 
to cosmetics. However, a method is needed to confirm that 
the actual components and amounts match what is listed on 
the labels of such products. A quantitative analysis system 
for natural products used in cosmetics is needed to ensure 
quality and consumer safety.

Although the literature reports the use of thin-layer 
chromatography and high-performance liquid chromatog-
raphy (HPLC) for determination of licorice components in 
decoction and health foods(14-17), none has addressed lico-
rice-containing cosmetic products. This study aimed to setup 
a pretreatment method and quantification analysis system 
for simultaneous determination of liquiritin, glycyrrhizin 
and glycyrrhetinic acid, the active and major components of 
Glycyrrhizae radix, in commercial cosmetic products.

MATERIALS AND METHODS

I. Materials

Liquiritin was purchased from Wako Pure Chemical 
Industries, Ltd. (Osaka, Japan). Glycyrrhizin and glycyrrhe-
tinic acid were from Sigma Chemical Co. (St. Louis, MO, 
USA), and 2-methylanthraquinone (2-MA) was from Aldrich 
Chemical Company (Milwaukee, WI, USA). Acetonitrile and 
methanol were obtained from J. T. Baker, Inc. (Phillipsburg, 
NJ, USA). Ortho-phosphoric acid (85%) was supplied by 
Riedel-deHaën AG (Seelze, Germany). Emulsifying ointment 
was obtained from Washington Pharmaceutical (Taiwan). 
The water used in this study was purified on a Milli-Q Waters 
Purification System (Millipore, Milford, MA, USA). Seven 
licorice containing cosmetics (CM03, CM04, CU01, CU02, 
CU03, CV01 and CW01) were purchased from local drug 
stores and supermarkets.

II. Liquid Chromatography

HPLC was performed with a pump (LC-10AT vp, 
Shimadzu, Japan), an automatic injector (SPD-10AF, 
Shimadzu, Japan), a photodiode array detector (PDA; SIL-
10AF, Shimadzu, Japan), and a degasser (ERC-3415, Japan). 
Separation was achieved on a Cosmosil 5C18 AR-II 5μ 
column (4.6 × 250 mm, Nacalai Tesque, Kyoto, Japan) at room 
temperature. The flow rate was 1.0 mL/min. The mobile phase 
consisted of acetonitrile and 0.1% phosphoric acid, and the 
gradient program was set as follows: 20 : 80 (0 - 15 min), 45 : 
55 (20 - 25 min), 65 : 35 (35 - 55 min) and 20 : 80 (60 - 70 min). 
Each injection volume was 40 μL.

III. Preparation of Blank Glycerin Solution, Eemulsion and 
Cream

In order to exclude the matrix effect in the cosmetic 

products, blank cosmetic bases were prepared for the marker 
compounds spiked recovery assay.

(I) Blank Glycerin Solution

Ten mililiter of glycerin and 100 mL of deionized water 
were mixed to afford blank glycerin solution.

(II) Blank Emulsion (o/w)

Emulsifying ointment (15 g) was heated and mixed with 
deionized water (35 g). The mixture was stirred in the same 
direction until emulsified.

(III) Blank Cream (w/o)

The oil phase constituted with 62.5 g spermaceti, 60 g 
white wax and 280 g mineral oil was heated in a water bath 
at 70°C, and the water phase was sodium borate (2.5 g) 
dissolved in 95 g deionized water. The oil and water phase 
was then mixed by stirring in the same direction until emul-
sified at room temperature.

IV. Preparation of Standard Solutions and Calibration

(I) Standard Stock Solution

Glycyrrhizin, liquiritin, and glycyrrhetinic acid were 
accurately weighed and dissolved in methanol as the stock 
standard solution. 2-MA was dissolved in methanol to afford 
a 50.0 μg/mL internal standard stock solution.

(II) Standard Glycerin Solution

The standard stock solutions were added to the blank 
glycerin solution, emulsion and cream as needed to prepare 
a series of standard solutions to 50.0, 25.0, 12.5, 10.0 and 
5.0 μg/mL for calibrators.

A 100-microliter standard lotion was spiked with 
20 μL of 2-MA stock solution. The mixture was dried under 
nitrogen gas and reconstituted with methanol (60 μL) for 
HPLC analysis.

(III) Standard Emulsion and Cream

The standard stock solutions were diluted individually 
with methanol in series to 100.0, 80.0, 50.0, 25.0, 20.0, 10.0, 
5.0 and 2.5 μg/mL for calibrators. Calibration curves were 
generated using the above concentrations of standard solu-
tions from least-squares regression of peak area in triplicate 
assays.

An 800-microliter standard solution was individually 
mixed with 80 mg of blank emulsion or cream and mixed 
well; a saturated NaCl solution (480 μL) was then added 
for salting out. The mixture was centrifuged at 9,860 ×g for 
15 min, and 400 μL supernatant was spiked with 400 μL 
methanol containing 2.0 μg/mL of 2-MA as the internal 
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standard. After centrifugation, the supernatant was filtered 
through a 0.22 μm membrane filter (Millipore) for HPLC 
analysis.

For quantification, the peak area ratios of each standard 
to the internal standard versus concentration of each stan-
dard were fitted to make the calibration curves. Based on 
the calibration curves, the linear regressions and correlative 
coefficients were determined.

V. Preparation of Sample Solution and Quantification

(I) Lotion Containing Licorice Extract

A 100-microliter lotion sample was spiked with 20 μL 
methanol containing 50.0 μg/mL of 2-MA as the internal 
standard. The solution was dried under nitrogen gas and 
dissolved with 60 μL methanol for HPLC analysis. The peaks 
were checked by photodiode array detector to confirm the 
composition.

Through comparison of the ratio of the peak area of the 
sample to the internal standard from the linear equation of 
the calibration curve, the concentration of each compound 
was obtained.

(II) Emulsion and Cream Containing Licorice Extract

About 80 mg of each emulsion/cream sample was 
weighed precisely and mixed with 800 μL methanol; satu-
rated NaCl solution (480 μL) was then added for salting 
out. The mixture was centrifuged at 10,000 ×g for 15 min, 
and 400 μL supernantant was spiked with 400 μL methanol 
containing 2.0 μg/mL of 2-MA as the internal standard. 
After centrifugation, the supernatant was filtered through 
a 0.22 μm membrane filter (Millipore) for HPLC analysis. 
The peaks were identified by photodiode array detector to 
confirm the composition.

VI. Validation

(I) Precision and Accuracy

Within the standard calibration range, each standard of 
each concentration was analyzed by HPLC three times (once 
in the morning, afternoon and evening) per day (intraday) for 
three consecutive days (interday). The mean, standard devia-
tion (SD), and coefficient of variation (CV) were calculated 
for an index of precision. The real concentrations were calcu-
lated from standard curves and used to calculate the relative 
error, which stands for accuracy. 

(II) Sensitivity

The standard solutions with proper concentrations were 
prepared by dilution with methanol and analyzed by HPLC. 
The limit of detection (LOD) was obtained when the signal 
peak height was three times that of the noise, and the lower 
limit of quantification (LLOQ) of the standards was achieved 

by measurement of the signal-to-noise peak height ratio of 
10 : 1.

(III) Recovery

Three concentrations of the calibration standard were 
spiked into the blank glycerin solution, emulsion and cream 
preparation individually and assayed by HPLC-PDA. The 
recoveries were determined by the percentage of calculated 
concentration versus theoretical concentration.

RESULTS

I. Investigation of Cosmetic Sample Pretreatment

Several extraction methods of commercial products 
have been examined, which included methanol, vacuum 
drying and solid phase extraction method.  However, they 
were not suitable probably due to that some components in 
the preparations interacted with each other, or some chemical 
or physical reaction occurred during extraction process. 
Finally, a saturated NaCl solution was used for salting out the 
sample, followed by centrifugation at 10,000 ×g for 15 min. 
The supernatant was filtered through a 0.22 μm membrane 
filter to obtain clear filtrates for HPLC analysis. It is the 
optimum pretreatment for the cosmetic samples in this study.

II. Validation of the Analysis Method

In this study, a gradient elution was applied to separate 
glycyrrhizin, glycyrrhetinic acid and liquiritin in licorice. 
These three components and the internal standard (2-MA) 
were well resolved within 70 min by gradient elution. The 
chromatograms of standards and samples were shown 
in Figure 1. Calibration graphs for the constituents were 
obtained where Y was the peak-area ratio of components 
to the internal standard, and X was the concentration of 
the same components. The linear regression equation and 
correlation coefficient (r) in the analytical profile for glycyr-
rhizin, liquiritin and glycyrrhetinic acid in glycerin solution, 
emulsion and cream were listed in Table 1. A good linearity 
(r > 0.994) was achieved in the ranges of 5.0 - 50.0 μg/mL 
for glycyrrhizin, liquiritin and glycyrrhetinic acid in glyc-
erin solution, 2.5 - 100.0 μg/mL and 5.0 - 50.0 μg/mL for the 
compounds in emulsion and cream. The lower limits of quan-
tification (LLOQ) were 2.5 μg/mL for the three compounds, 
and the limits of detection (LOD), which represent the 
lowest detectable concentrations of analyte were 0.4, 0.3 
and 0.1 μg/mL for liquiritin, glycyrrhizin and glycyrrhetinic 
acid, respectively.

Analytical accuracy, expressed as the percentage differ-
ence of the mean observed values compared with known 
concentration, varied from 2.5 to 100.0 μg/mL. The proce-
dure was repeated three times daily for three consecutive 
days to evaluate the reproducibility for the analysis system. 
The results are listed in Table 2. The coefficients of variation 
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(CV) of the intraday and interday ranged from 1.3% to 10.5% 
and 0.9% to 10.9%, which showed that the analysis result was 

acceptable when this quantitative methodology was applied 
to the assay of glycyrrhizin, liquiritin and glycyrrhetinic acid 

mA mA

m A mA

mA mA

1 2 3 4

CU03 

CU01 

CU02 

Standard

CM03 

CV01 

Standard

CW01 

CM04 

Standard

1 2 3  4 

1 2 3 4

(A)

(B)

(C)

10

15

20

10

12

14

10

15

20

Figure 1. HPLC chromatograms of liquiritin, glycyrrhizin and glycyrrhetinic acid in licorice radix-containing emulsion (A: CU01-03, B: 
CM01 and CV01, and C: CM04 and CW01) and standards.
1. liquiritin, 2. glycyrrhizin, 3. 2-MA, 4. glycyrrhetinic acid (the final concentration of each standard was 50.0 μg/mL).

Table 1. The regression equations, concentration ranges and regression coefficients of liquiritin, glycyrrhizin and glycyrrhetinic acid in lico-
rice radix-containing cosmetic preparation

Sample Constituents Regression equations r Linearity range (µg/mL)

Lotion liquiritin Y = 0.0852 X – 0.1734 0.999 5.0 - 50.0

glycyrrhizin Y = 0.0628 X – 0.0299 0.999 5.0 - 50.0

glycyrrhetinic acid Y = 0.1497 X – 0.0451 0.999 5.0 - 50.0

Emulsion (o/w) liquiritin Y = 0.0486 X – 0.0048 0.998 5.0 - 100.0

glycyrrhizin Y = 0.0426 X + 0.0046 0.998 2.5 - 100.0

glycyrrhetinic acid Y = 0.1001 X + 0.0047 0.994 2.5 - 100.0

Cream (w/o) liquiritin Y = 0.0538 X – 0.0074 0.999 2.5 - 100.0

glycyrrhizin Y = 0.0376 X + 0.0134 0.999 5.0 - 100.0

glycyrrhetinic acid Y = 0.1057 X – 0.0084 0.997 5.0 - 100.0
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Table 2. Intraday and interday analytical precision and accuracy of liquiritin, glycyrrhizin and glycyrrhetinic acid in licorice radix-contain-
ing cosmetic preparation

Sample Compound Conc  
(µg/mL)

Intraday Interday

Precision  
Mean ± SD (CV%)

Accuracy  
(%)

Precision  
Mean ± SD (CV%)

Accuracy  
(%)

Lotion liquiritin 50.0
25.0
12.5
10.0
5.0

49.9 ± 0.6 (1.3)
25.5 ± 2.6 (10.3)
11.7 ± 1.1 (9.1)
10.1 ± 0.4 (3.6)
5.3 ± 0.1 (1.9)

-0.2
1.8

-6.7
1.4
6.3

51.8 ± 2.1 (4.1)
20.2 ± 1.3 (6.4)
13.6 ± 1.4 (9.9)
11.4 ± 1.1 (8.6)
5.6 ± 0.1 (2.0)

3.6
-19.4

8.7
13.7
11.3

glycyrrhizin 50.0
25.0
12.5
10.0
5.0

50.6 ± 1.4 (2.7)
23.8 ± 2.0 (8.4)
12.0 ± 1.0 (8.7)
10.2 ± 0.9 (8.4)
5.9 ± 0.2 (3.9)

1.2
-4.6
-4.3
2.1

18.2

49.7 ± 5.4 (10.9)
25.8 ± 1.6 (6.0)
12.6 ± 0.8 (6.3)
9.0 ± 0.6 (6.4)

5.35 ± 0.2 (3.4)

-0.5
3.2
0.6

-9.7
6.9

glycyrrhetinic acid 50.0
25.0
12.5
10.0
5.0

50.4 ± 1.5 (3.0)
24.2 ± 2.5 (10.3)
12.1 ± 1.0 (8.3)
10.2 ± 0.7 (6.7)
5.6 ± 0.3 (5.7)

0.8
-3.2
-3.6
2.2

12.6

50.0 ± 1.1 (2.2)
25.2 ± 1.7 (6.9)
12.3 ± 0.2 (1.3)
9.7 ± 0.3 (3.4)
5.3 ± 0.3 (4.9)

0.0
0.7

-1.8
-2.8
6.8

Emulsion (o/w) liquiritin 100.0
80.0
50.0
25.0
20.0
5.0

109.0 ± 9.4 (8.6)
82.1 ± 8.4 (10.2)
48.9 ± 4.7 (9.6)
24.0 ± 1.9 (7.9)
18.5 ± 1.9 (10.5)
5.1 ± 0.4 (8.1)

9.0
2.6

-2.3
-4.0
-7.7
2.3

110.3 ± 11.3 (10.3)
79.1 ± 6.7 (8.5)
45.0 ± 4.8 (10.8)
24.6 ± 1.8 (7.5)
20.5 ± 1.7 (8.1)
5.0 ± 0.3(5.0)

10.3
-1.2
-9.9
-1.8
2.3
0.2

glycyrrhizin 100.0
80.0
50.0
25.0
20.0
10.0
5.0
2.5

110.0 ± 7.0 (6.4)
80.2 ± 7.1 (8.8)
46.8 ± 3.3 (7.1)
24.6 ± 2.1 (8.6)
19.9 ± 2.1 (10.5)
10.1 ± 0.8 (8.3)
4.7 ± 0.4 (8.3)
2.6 ± 0.1 (2.3)

10.0
0.3

-6.4
-1.5
-0.7
1.1

-5.2
2.6

110.0 ± 6.6 (6.0)
83.1 ± 4.0 (4.8)
45.7 ± 1.4 (3.1)
24.8 ± 0.5 (2.1)
19.5 ± 0.4 (2.2)
10.1 ± 0.2 (2.1)
4.7 ± 0.2 (3.2)
2.6 ± 0.2 (9.1)

10.0
3.9

-8.6
-0.9
-2.3
0.8

-6.0
2.9

glycyrrhetinic acid 100.0
80.0
50.0
20.0
10.0
5.0
2.5

112.9 ± 6.5 (5.8)
85.2 ± 1.4 (1.7)
46.9 ± 3.4 (7.3)
18.4 ± 1.3 (7.0)
10.1 ± 1.0 (9.8)
4.4 ± 0.4 (9.3)
2.7 ± 0.1 (2.0)

12.9
6.4

-6.3
-8.3
0.7

-12.4
6.8

110.7 ± 12.1 (10.9)
85.0 ± 8.5 (10.0)
45.3 ± 1.3 (2.9)
18.0 ± 1.6 (8.8)
11.4 ± 0.9 (8.2)
4.1 ± 0.4 (9.2)
2.7 ± 0.2 (7.1)

10.7
6.3

-9.3
-9.8
14.4

-17.6
8.6

Cream (w/o) liquiritin 100.0
80.0
50.0
25.0
20.0
10.0
5.0
2.5

97.3 ± 5.9 (6.0)
82.8 ± 5.6 (6.7)
51.3 ± 2.3 (4.4)
24.5 ± 1.7 (7.0)
20.2 ± 1.3 (6.5)
9.27 ± 0.67 (7.3)
4.8 ± 0.2 (3.8)
2.5 ± 0.1 (4.5)

-2.7
3.5
2.5

-2.1
0.8

-7.3
-4.4
-2.1

97.2 ± 3.3 (3.4)
83.2 ± 3.2 (3.8)
50.8 ± 2.0 (3.9)
24.5 ± 0.6 (2.4)
20.1 ± 0.5 (2.3)
9.4 ± 0.2 (2.2)
4.7 ± 0.1 (2.5)
2.5 ± 0.0 (0.9)

-2.8
3.9
1.7

-1.9
0.6

-5.8
-6.0
0.7
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in cosmetics. The pretreatment method gave good recovery, 
and the average recoveries of the compounds were from 
88.8% to 107.4% in glycerin solution at concentrations of 
5.0, 12.5 and 25.0 μg/mL; from 91.7% to 106.4% in emul-
sion at concentrations of 5.0, 20.0 and 80.0 μg/mL; and from 
95.6% to 105.5% in cream at concentrations of 5.0, 20.0 and 
80.0 μg/mL (Table 3). For the herbal analysis, the recoveries 
indicated acceptable precision and accuracy.

III. Quantification of Commercial Available Cosmetic 
Products

The HPLC methodology was applied to measure the 
marker components in commercial cosmetic products. Seven 
licorice-containing emulsions were quantified. Table 4 gave 
the results, and the chromatograms were shown in Figure 
1 - 3. The results indicated that licorice constituents were 
detectable in three emulsions, but only glycyrrhizin (16.8 - 
113.4 μg/mL) was detected. These results indicated that the 

constituent contents of liquiritin and glycyrrhetinic acid in 
commercial cosmetics products were lower than LOD.

DISCUSSION

Extraction of the bioactive components from cosmetics 
with various formulations is challenging for quantitative 
analysis. The formula and matrix is too complex to detect 
the components from cosmetics by single solvent or system. 
In previous studies, water, 70% ethanol, methanol and 5% 
Triton X-100 comprised the solvent, and heating or sonica-
tion was applied for crude drug extraction(14,17,18). However, 
these methods were not efficient for the measurement of the 
components of cosmetics. In our previous study, commercial 
samples were dissolved in water, and sonication was used to 
extract α-hydroxyacids from cosmetics(19). In another study, 
the KH2PO4 buffer solution was used for the preparation of 
a sample solution(20). In this study, extraction with saturated 
NaCl solution as salting-out reagent was proved successful. 
This method was suitable for surfactant-rich products such as 

Sample Compound Conc  
(µg/mL)

Intraday Interday

Precision  
Mean ± SD (CV%)

Accuracy  
(%)

Precision  
Mean ± SD (CV%)

Accuracy  
(%)

Cream (w/o) glycyrrhizin 100.0
80.0
50.0
25.0
20.0
10.0
5.0

97.4 ± 10.2 (10.4)
82.7 ± 7.9 (9.6)
51.4 ± 4.5 (8.7)
24.3 ± 2.1 (8.6)
19.9 ± 1.5 (7.7)
9.3 ± 0.7 (7.4)
5.1 ± 0.4 (7.9)

-2.6
3.4
2.7

-3.0
-0.4
-7.4
1.4

97.1 ± 4.5 (4.6)
83.3 ± 4.1 (4.9)
50.8 ± 2.5 (5.0)
24.0 ± 0.8 (3.4)
21.3 ± 1.1 (5.3)
8.9 ± 0.2 (2.7)
4.6 ± 0.4 (8.4)

-2.9
4.1
1.6

-4.1
6.6

-11.0
-7.8

glycyrrhetinic acid 100.0
80.0
50.0
25.0
10.0
5.0

104.1 ± 6.3 (6.1)
83.0 ± 7.1 (8.5)
52.0 ± 4.9 (9.4)
23.7 ± 1.3 (5.3)
8.7 ± 0.3 (3.1)
5.3 ± 0.2 (3.8)

4.1
3.8
3.9

-5.3
-13.5

6.9

100.2 ± 9.6 (9.6)
81.0 ± 1.6 (2.0)
52.3 ± 3.4 (6.5)
25.1 ± 2.5 (10.1)
8.8 ± 0.6 (7.2)
5.3 ± 0.2 (3.5)

0.2
1.2
4.6
0.5

-11.8
5.3

Table 2. Continued

Table 3. The recoveries of liquiritin, glycyrrhizin and glycyrrhetinic 
acid in cosmetic preparation

Dosage  
form

Conc.  
(μg/mL) liquiritin glycyrrhizin glycyrrhetinic 

acid

Lotion 25.0
12.5
5.0

100.2 ± 13.3
98.9 ± 4.4

107.4 ± 9.5

88.8 ± 10.0
 95.5 ± 4.8
100.9 ± 8.7

93.3 ± 10.0
 90.5 ± 9.2

 104.8 ± 8.0
Emulsion 

(o/w)
80.0
20.0
5.0

99.4 ± 7.3
92.3 ± 9.7
99.8 ± 3.9

100.3 ± 8.8
 99.3 ± 10.4
94.8 ± 7.8

106.5 ± 1.8
 91.7 ± 6.4

 104.1 ± 7.1
Cream 
(w/o)

80.0
20.0
5.0

99.8 ± 1.8
100.8 ± 6.6
95.6 ± 3.6

99.9 ± 4.7
 99.6 ± 7.7
101.4 ± 8.0

100.6 ± 4.4
 97.6 ± 7.7
105.5 ± 2.2

 Data expressed by Mean ± SD (n = 3).

Table 4. The components in licorice-containing products (μg/mL)

No Dosage  
form liquritin glycyrrhizin glycyrrhetinic 

acid

CM03 emulsion ND ND ND

CM04 emulsion ND ND ND

CU01 emulsion ND 113.4 ND

CU02 emulsion ND 98.3 ND

CU03 emulsion ND ND ND

CV01 emulsion ND 16.8 ND

CW01 emulsion ND ND ND
“ND” means not detected.
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the emulsion and cream samples in this study.
It is difficult and complex to investigate the chemical 

constituents from in herbs since the added amount and 
the extraction method of licorice-containing extracts, the 
constituent contents, and the origin of the Glycyrrhizae radix 
would affect the amount of target compounds in cosmetics. 
The results indicated that only 3 out of 7 licorice-containing 
emulsions could be detected by the above-mentioned 
method. For the exclusion of matrix effect, the standards 
of the marker components were spiked with blank glycerin 
solution, emulsion or cream, and all the marker components 
were detectable at the concentration of 5.5 - 50.0 μg/mL in 
lotion, 5.0 - 100.0 μg/mL in emulsion and 2.5 - 100.0 μg/mL 
in cream. The recoveries were 100 ± 10% and acceptable, 
thus, the matrix effect might be excluded. In Chinese Phar-
macopoeia, Glycyrrhiza glabra and the other species of same 
genus are listed as licorice(21), in China Pharmacopoeia, 
three species of Glycyrrhizae radix (Glycyrrhiza uralensis, 
G. glabra and G. inflate) are listed as licorice(22), while in 
the Japanese Pharmacopoeia, two species are prescribed(23). 
Different constituents might present in different species and 
sources of Glycyrrhizae radix.  It has been reported that the 
variety of glycyrrhizin and liquritin contents in Glycyr-
rhizae radix ranged from 0.259 - 8.31% and 0.008 - 4.356%, 
respectively(24). In addition, the glycyrrhetinic acid content 
in Glycyrrhizae radix was about 0.051%(25). According to 
the formula of licorice-containing cosmetics, the percentage 
composition of licorice extract in formula generally was 
0.05%, therefore, the individual amount of marker compound 
would be lower than the LODs of this method, especially 
liquiritin and glycyrrhetinic acid (26). As glycyrrhizin is a 
major ingredient of various species of Glycyrrhizae radix and 
the most abundant of the three components detected in this 
study, it is a marker for the detection of Glycyrrhizae radix-
containing products. It may explain why only glycyrrhizin 
was detected in the commercial samples. On the other hand, 
no official specification of licorice raw material for cosmetic 
is used to control its quality. The levels of these components 
may also be due to individual contents and their variety of 
raw materials. Furthermore, extensive dilution might be an 
issue owing to the yellowish-brown color of licorice extract 
would affect the appearance of finished cosmetic products. 

Since the constituents of Chinese herbs are dependent 
on their species, sources, climate and process procedure, it is 
a challenge to impose quantitative control on products using 
these components, especially cosmetics. In addition, the 
quantitative assay of Chinese herb-containing cosmetics was 
deficient; the method described here is sufficiently sensitive 
and reliable to be used for the simultaneous determination 
of glycyrrhizin, glycyrrhetinic acid and liquiritin. It can be 
applied to evaluate the efficacy and to control the quality 
of licorice root-containing cosmetics. Due to the strong 
emphasis currently placed on consumer protection in the 
cosmetics market, it is important to establish a convenient 
and simple method for routine quality control of Chinese 
herb-containing cosmetics.

ACKNOWLEDGMENTS

This work was partly supported by the Committee of 
China Medicine Pharmacy (CCMP94-RD-037) and China 
Medical University (CMU-95-099, CMU-97-271), Taiwan.

REFERENCES

1. Yu, X. Q., Xue, C. C., Zhou, Z. W., Li, C. G., Du, Y. 
M., Liang, J. and Zhou, S. F. 2008. In vitro and in vivo 
neuroprotective effect and mechanisms of glabridin, a 
major active isoflavan from Glycyrrhiza glabra (lico-
rice). Life Sci. 82: 68-78.

2. Chang, W. S., Lee, Y. J., Lu, F. J. and Chiang, H. C. 1993. 
Inhibitory effects of f lavonoids on xanthine oxidase. 
Anticancer Res. 13: 2165-2170.

3. Lee, C. K., Park, K. K., Lim, S. S., Park, J. H. and 
Chung, W. Y. 2007. Effects of the licorice extract against 
tumor growth and cisplatin-induced toxicity in a mouse 
xenograft model of colon cancer. Biol. Pharm. Bull. 30: 
2191-2195.

4. Kolbe, L., Immeyer, J., Batzer, J., Wensorra, U., Dieck, 
K., Mundt, C., Wolber, R., Stab, F., Schonrock, U., 
Ceilley, R. I. and Wenck, H. 2006. Anti-inflammatory 
efficacy of Licochalcone A: correlation of clinical 
potency and in vitro effects. Arch. Dermatol. Res. 298: 
23-30.

5. Lee, H. Y., Jung, D. Y., Ha, H., Kang, S. S., Kim, J. 
S. and Kim, C. J. 2007. Induction of growth hormone 
release by glycyrrhizae radix on rat. Biochem. Mol. Biol. 
40: 979-985.

6. Rackova, L., Jancinova, V., Petrikova, M., Drabikova, 
K., Nosal, R., Stefek, M., Kostalova, D., Pronayova, N. 
and Kovacova, M. 2007. Mechanism of anti-inflamma-
tory action of liquorice extract and glycyrrhizin. Nat. 
Prod. Res. 21: 1234-1241.

7. Saeedi, M., Morteza-Semnani, K. and Ghoreishi, M. R. 
2003. The treatment of atopic dermatitis with licorice 
gel. J. Dermatol. Treat. 14: 153-157.

8. Yokota, T., Nishio, H., Kubota, Y. and Mizoguchi, M. 
1998. The inhibitory effect of glabridin from licorice 
extracts on melanogenesis and inflammation. Pigment. 
Cell Res. 11: 355-361.

9. Weber, T. M., Ceilley, R. I., Buerger, A., Kolbe, L., 
Trookman, N. S., Rizer, R. L. and Schoelermann, A. 
2006. Skin tolerance, efficacy, and quality of life of 
patients with red facial skin using a skin care regimen 
containing Licochalcone A.  J. Cosmet. Dermatol. 5: 
227-232.

10. Nerya, O., Vaya, J., Musa, R., Izrael, S., Ben-Arie, R. 
and Tamir, S. 2003. Glabrene and isoliquiritigenin as 
tyrosinase inhibitors from licorice roots. J. Agric. Food 
Chem. 51: 1201-1207.

11. Kim, H. J., Seo, S. H., Lee, B. G. and Lee, Y. S. 2005. 
Identification of tyrosinase inhibitors from Glycyrrhiza 
uralensis. Planta Med. 71: 785-787.



Journal of Food and Drug Analysis, Vol. 19, No. 2, 2011

237

12. Di Mambro, V. M. and Fonseca, M. J. 2005. Assays of 
physical stability and antioxidant activity of a topical 
formulation added with different plant extracts. J. 
Pharm. Biomed. Anal. 37: 287-295.

13. Furuhashi, I., Iwata, S., Shibata, S., Sato, T. and Inoue, 
H. J. 2005. Inhibition by licochalcone A, a novel flavo-
noid isolated from licorice root, of IL-1beta-induced 
PGE2 production in human skin fibroblasts. Pharm. 
Pharmacol. 57: 1661-1666.

14. Zhang, G. Q., Ji, S. G., Chai, Y. F., Wu, Y. T. and Yin, X. 
P. 1999. Determination of glycyrrhizin in radix glycyr-
rhizae and its preparations by capillary zone electropho-
resis. Biomed. Chromatogr. 13: 407-409.

15. Okamura, N., Maki, T., Miyauchi, H., Shimoe, M., 
Yokono, S., Yoshitomi, H. and Yagi, A. 2001. Simulta-
neous determination of glycyrrhizin, glycyrrhetic acid 
and glycyrrhetic acid mono-glucuronide in Shakuyaku-
kanzo-to incubated with rat feces by semi-micro high-
performance liquid chromatography. Biol. Pharm. Bull. 
24: 1161-1164.

16. Okamura, N., Miyauchi, H., Choshi, T., Ishizu, T. and 
Yagi, A. 2003. Simultaneous determination of glycyr-
rhizin metabolites formed by the incubation of glycyr-
rhizin with rat feces by semi-micro high-performance 
liquid chromatography. Biol. Pharm. Bull. 26: 658-661.

17. Sun, C., Xie, Y., Tian, Q. and Liu, H. 2008. Analysis of 
glycyrrhizic acid and liquiritin in liquorice root with 
microwave-assisted micellar extraction and pre-concen-
tration. Phytochem. Anal. 19: 160-163.

18. Zuo, F., Zhou, Z. M. and Liu, M. L. 2001. Determination 
of 14 chemical constituents in the traditional Chinese 
medicinal preparation Huangqin-Tang by high perfor-
mance liquid chromatography. Biol. Pharm. Bull. 24: 
693-697.

19. Huang, W. S., Lin, C. C., Huang, M. C. and Wen, K. C. 
2002. Determination of α-hydroxyacids in cosmetics. J. 
Food Drug Anal. 10: 95-100.

20. Huang, S. C., Lin, C. C., Wen, K. C. and Huang, M. 
C. 2004. Simultaneous determination of magnesium 
ascorbyl phosphate, ascorbyl glucoside, kojic acid, 
arbutin and hydroquinone in skin whitening cosmetics. 
J. Food Drug Anal. 12: 13-18.

21. Pharmacopoeia Commission of Department of Health, 
2006. 6th ed. Chinese Pharmacopeia. Department of 
Health, Taipei, Taiwan, ROC.

22. Pharmacopoeia Commission of the Ministry of Public 
Health. 2005. Pharmacopeia of the People’s Republic of 
China. Chemical Industry Press. Bejing, China.

23. The Society of Japanese Pharmacopoeia. 2006. Japanese 
Pharmacopoeia. 15th ed. p. 1197. Ministry of Health, 
Labour and Welfare of Japan. Tokyo, Japan.

24. Kondo, K., Shiba, M., Nakamura, R., Morota, T. and 
Shoyama, Y. 2007. Constituent properties of licorices 
derived from Glycyrrhiza uralensis, G. glabra, or G. 
inflata identified by genetic information. Biol. Pharm. 
Bull. 30: 1271-1277.

25. Fanali, S., Aturkil, Z., D’Orazio, G., Raggi, M. A., 
Quaglia, M. G., Sabbioni, C. and Rocco, A. 2005. Use of 
nano-liquid chromatography for the analysis of glycyr-
rhizin and glycyrrhetic acid in licorice roots and candies. 
J. Sep. Sci. 28: 982-986.

26. http://www.glabridin.com/cosmetic_app.htm


	Development of an assay method for natural products containing cosmetics (II)-licorice
	Recommended Citation

	tmp.1655585214.pdf.UsDp7

