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Abstract: Umbelliprenin has recently been shown to have great potential as a skin whitening agent.
Wishing to investigate the same effect in plant species known to biosynthesize this coumarin, three
plants belonging to the Apiaceae family, namely Anethum graveolens L. (dill), Pimpinella anisum L.
(anise), and Ferulago campestris (Besser) Grecescu (field ferula) were screened by HPLC analysis
for their respective content of umbelliprenin in extracts obtained with different solvent mixtures
and by maceration and ultrasound-assisted processes. EtOH was shown to be the best solvent,
providing umbelliprenin yields ranging from 1.7% to 14.4% (with respect to the total amount of
extract obtained). Extracts with the highest content of this farnesyloxycoumarin were then assayed as
modulators of melanogenesis in cultured murine Melan A cells employing the same umbelliprenin
obtained by chemical synthesis as the reference. A parallelism between the content of the coumarin
and the recorded depigmenting effect (60% for the EtOH extract of F. campestris as the best value) was
revealed for all plants extracts when applied at a dose of 100 µg/mL. Our results demonstrate that
the same potential of umbelliprenin can be ascribed also to umbelliprenin-enriched plant extracts
which reinforces enforce the widespread use of phyto-preparations for cosmetic purposes (e.g.,
A. graveolens).

Keywords: anise; apiaceae; dill; field ferula; melanin; melanogenesis; oxyprenylated coumarins; skin
whitening effect; umbelliprenin

1. Introduction

During the last two decades extensive studies have been carried on the phytochemical and
pharmacological properties of a rare class of secondary metabolites of plant, fungal, and bacterial
origin, the oxyprenylated phenylpropanoids and polyketides. In this context umbelliprenin
(7-farneseyloxycoumarin, 1, Figure 1) has been revealed as one of the most promising compounds.
Ferula [1], Peucedanum [2], Seseli [3], Magydaris [4], Ammi [5], Apium [6], Angelica [6], and Citrus [7]
species represent the main natural sources of this prenyloxycoumarin.
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Figure 1. Structure of umbelliprenin (1) 

From a pharmacological point of view, umbelliprenin exhibits anti-inflammatory, 
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carcinomas), pro-apoptotic, and anti-melanogenic effects [8–11]. In particular for this latter 
biological activity, we have recently shown that umbelliprenin has great potential as a skin 
whitening agent. Indeed the recorded effects were comparable or even better to those exhibited by 
known and widely used depigmenting substances like arbutin, kojic acid, some flavonoids, and 
others [10]. Treatment of skin disorders caused by hyperpigmentation is a topic of current interest. 
The therapeutic means nowadays at one’s disposal, although very effective, in some cases feature 
serious side effects. For example arbutin and its aglycone hydroquinone may lead to skin irritation 
and contact dermatitis [12], while kojic acid is known to be an allergen and to may evoke 
sensitization [13]. Thus the search for novel, alternative, and more effective agents to modulate skin 
pigmentation, like umbelliprenin, is a still active and more and more growing field stimulating 
research. In this short communication, adopting a reverse pharmacognosy approach (e.g., from 
molecules to plants) [14,15], we wish to describe a simple and reliable HPLC analytical procedure to 
quantify umbelliprenin in extracts obtained from seeds of selected Apiaceae plant species, namely 
Anethum graveolens L. (dill), Pimpinella anisum L. (anise), and Ferulago campestris (Besser) Grecescu 
(field ferula), and to assess the skin whitening properties of the latter using cultured murine Melan 
A cells as the pharmacological model. Results obtained in our investigation indicate that the HPLC 
process we set up can be easily adopted to determine the umbelliprenin content of plant extracts in 
general and that the title species can be effectively considered as therapeutic remedies for the cure of 
hyperpigmentation syndromes and as ingredients for cosmetic preparations to lighten the skin. 

2. Results and Discussion 

Plant species of the Apiaceae family are nowadays well established to be able to biosynthesize a 
wide series of oxyprenylated secondary metabolites, in particular umbelliferone derivatives [16]. For 
our purposes, in this study we selected three species, A. graveolens, P. anisum, and F. campestris, that 
we have already demonstrated to produce umbelliprenin to a relatively large extent [16,17]. The 
qualitative and quantitative analysis of this oxyprenylated coumarin was accomplished using four 
different solvent mixtures, namely EtOH, EtOH/H2O 7:3, EtOH/H2O 3:7, and a 1.5% solution of 
β-cyclodextrin (β-CD) in H2O, and three different extraction methodologies: “classic” maceration at 
room temperature (r.t.) for 96 h, ultrasound (US)-assisted and microwave (MW)-assisted processes. 
US-, MW-, and β-CD-based methods have been chosen on the basis of recent literature data 
suggesting that both techniques perform satisfactorily in terms of extract yields of a wide panel of 
biologically active polyphenols and other relevant secondary metabolites [18–20].  

2.1. HPLC Analysis 

The HPLC qualitative and quantitative analysis of umbelliprenin in the 36 seed extracts 
obtained from the title plants have been carried out using a Lichrosorb® RP18 column and a mobile 
phase composed of a mixture of H2O, CH3CN, and formic acid following the gradient program 
outlined in the Material and Methods section. Under these experimental conditions the retention 
time of umbelliprenin was 41.3 (±0.3) min. and we obtained at the same time a complete baseline 
separation of the analyte without interferences from other detected peaks in all matrices submitted 
to HPLC analysis. A 13-point calibration curve, obtained at 322 nm using a pure standard obtained 
by chemical synthesis [17], was plotted using weighted (1/x2) linear least-squares regression analysis 
and was linear over all the concentration range tested r2 ≥ 0.9993. The repeatability of the method 
was assessed by performing six consecutive assays in the same day (within-assay) on quality control 
(QC) samples spiked at three different standard concentration levels of the pure standard in the 
range of the calibration curve, namely QClow = 2.5 μg/mL, QCmedium = 25 μg/mL, and QChigh = 45 
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Figure 1. Structure of umbelliprenin (1).

From a pharmacological point of view, umbelliprenin exhibits anti-inflammatory, immunomodulary,
cancer chemopreventive (papilloma, colorectal, melanoma, and breast carcinomas), pro-apoptotic, and
anti-melanogenic effects [8–11]. In particular for this latter biological activity, we have recently shown
that umbelliprenin has great potential as a skin whitening agent. Indeed the recorded effects were
comparable or even better to those exhibited by known and widely used depigmenting substances
like arbutin, kojic acid, some flavonoids, and others [10]. Treatment of skin disorders caused by
hyperpigmentation is a topic of current interest. The therapeutic means nowadays at one’s disposal,
although very effective, in some cases feature serious side effects. For example arbutin and its aglycone
hydroquinone may lead to skin irritation and contact dermatitis [12], while kojic acid is known to
be an allergen and to may evoke sensitization [13]. Thus the search for novel, alternative, and more
effective agents to modulate skin pigmentation, like umbelliprenin, is a still active and more and more
growing field stimulating research. In this short communication, adopting a reverse pharmacognosy
approach (e.g., from molecules to plants) [14,15], we wish to describe a simple and reliable HPLC
analytical procedure to quantify umbelliprenin in extracts obtained from seeds of selected Apiaceae
plant species, namely Anethum graveolens L. (dill), Pimpinella anisum L. (anise), and Ferulago campestris
(Besser) Grecescu (field ferula), and to assess the skin whitening properties of the latter using cultured
murine Melan A cells as the pharmacological model. Results obtained in our investigation indicate
that the HPLC process we set up can be easily adopted to determine the umbelliprenin content of
plant extracts in general and that the title species can be effectively considered as therapeutic remedies
for the cure of hyperpigmentation syndromes and as ingredients for cosmetic preparations to lighten
the skin.

2. Results and Discussion

Plant species of the Apiaceae family are nowadays well established to be able to biosynthesize
a wide series of oxyprenylated secondary metabolites, in particular umbelliferone derivatives [16].
For our purposes, in this study we selected three species, A. graveolens, P. anisum, and F. campestris,
that we have already demonstrated to produce umbelliprenin to a relatively large extent [16,17].
The qualitative and quantitative analysis of this oxyprenylated coumarin was accomplished using
four different solvent mixtures, namely EtOH, EtOH/H2O 7:3, EtOH/H2O 3:7, and a 1.5% solution of
β-cyclodextrin (β-CD) in H2O, and three different extraction methodologies: “classic” maceration at
room temperature (r.t.) for 96 h, ultrasound (US)-assisted and microwave (MW)-assisted processes.
US-, MW-, and β-CD-based methods have been chosen on the basis of recent literature data suggesting
that both techniques perform satisfactorily in terms of extract yields of a wide panel of biologically
active polyphenols and other relevant secondary metabolites [18–20].

2.1. HPLC Analysis

The HPLC qualitative and quantitative analysis of umbelliprenin in the 36 seed extracts obtained
from the title plants have been carried out using a Lichrosorb® RP18 column and a mobile phase
composed of a mixture of H2O, CH3CN, and formic acid following the gradient program outlined
in the Material and Methods section. Under these experimental conditions the retention time of
umbelliprenin was 41.3 (±0.3) min. and we obtained at the same time a complete baseline separation
of the analyte without interferences from other detected peaks in all matrices submitted to HPLC
analysis. A 13-point calibration curve, obtained at 322 nm using a pure standard obtained by chemical
synthesis [17], was plotted using weighted (1/x2) linear least-squares regression analysis and was
linear over all the concentration range tested r2 ≥ 0.9993. The repeatability of the method was
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assessed by performing six consecutive assays in the same day (within-assay) on quality control (QC)
samples spiked at three different standard concentration levels of the pure standard in the range of
the calibration curve, namely QClow = 2.5 µg/mL, QCmedium = 25 µg/mL, and QChigh = 45 µg/mL.
QC samples were also examined in separate days to record the between-assay precision (intermediate
precision) of the method. The trueness of the set up HPLC methodology was evaluated at the same
analyte concentration levels by comparing the measured compound concentrations of the QC samples
with their nominal values. All data are reported in Table 1.

Table 1. Within-assay and between-assay precision (RSD%) and trueness (bias%) of the HPLC run.

QClow QCmedium QChigh

Within assay
Mean back-calculated 2.49 24.98 44.96

RSD% 3.48 4.02 3.09
Bias% −0.12 −0.48 −1.96

Between assay
Mean back-calculated 2.49 24.91 44.92

RSD% 4.47 3.97 3.06
Bias% −0.29 −0.22 −0.33

The limit of quantification (LOQ) and the limit of detection (LOD), defined according to the ICH
International Guidelines “Guidance for Industry on the validation of bio-analytical methods” [21],
were 0.5 µg/mL and 0.3 µg/mL, respectively. In all cases the retention time of umbelliprenin in plant
extract solution exactly matched that recorded for the pure standard. Finally a total recovery of the
analyte > 100% was recorded in all cases.

2.2. Quantification of Umbelliprenin in Seeds Extracts

The content of umbelliprenin in extracts of the three title plants obtained by the above mentioned
procedures is reported in Table 2. Three independent extractions and analysis to get the final recorded
concentrations were accomplished.

Table 2. Quantification of umbelliprenin in seed extracts of A. graveolens, P. anisum, and F. campestris
(Extracts used in the subsequent tests are marked in bold).

A * B * C * D *

A. graveolens
1 ** 1267.77 ± 7.43 22 ± 1.24 ND 0.6 ± 0.05
2 ** 544.21 ± 3.11 14.22 ± 0.95 ND ND
3 ** 122.44 ± 2.98 11.33± 0.91 ND ND

P. anisum
1 ** 43.12 ± 1.77 24.15 ± 0.87 1.16 ± 0.04 7.08 ± 0.54
2 ** 35.76 ± 1.11 52.32 ± 2.12 0.89 ± 0.05 9.54 ± 0.61
3 ** 38.44 ± 1.16 7.15 ± 0.44 1.02 ± 0.04 0.44 ± 0.02

F. campestris
1 ** 112.66 ± 3.91 8.16 ± 0.26 ND ND
2 ** 221.35 ± 1.06 15.4 ± 0.81 ND ND
3 ** 133.48 ± 2.43 9.14 ± 0.53 ND ND

* Values expressed as µg/g dry extracts, A = EtOH, B = EtOH/H2O 7:3, C = EtOH/H2O 3:7, D = aqueous 1.5%β-CD;
** 1 = maceration (96 h), 2 = Ultrasounds, 3 = Microwaves, ND = Not Detected (below LOD).

A t-test [95% confidence level (ν = 2)] demonstrated that the results for the quantitative
determination of umbelliprenin in all plant extracts are not significantly different from the previously
cited ones and in all cases experimental t-values are lower than the theoretical ones (data not
shown). The data reported in Table 2 clearly show that, considering yields, EtOH was the best
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solvent to accomplish the extraction, with the only exception of P. anisum samples, for which a 7:3
EtOH/H2O mixture and application of an ultrasounds-assisted procedure led to slightly higher
yields. For A. graveolens maceration was seen to be the most effective extractive methodology, while
ultrasound-based ones provided the best results in the case of both P. anisum and F. campestris.
Prevalence of H2O in the extraction medium prevented a full extraction of umbelliprenin from all
three seed extracts, even in the presence of an auxiliary agent like β-CD. This latter in other cases was
found to efficiently extract apolar compounds structurally related to umbelliprenin [16]. Finally seeds
of A. graveolens were clearly the richest source of umbelliprenin, with a content nearly 20- to 50-fold
higher than the other two Apiaceous species.

2.3. Modulation of Melanogenesis by Seeds Extracts

As a result of the quantification step of our investigation, we selected one extract from each
plant, namely those having the highest content in umbelliprenin, for subsequent biological tests and
examination of their modulatory properties on melanin biosynthesis using cultured murine Melan
A cells as the pharmacological model. Such a pharmacological model proved to be very powerful
for our purpose, providing very good and significant results as recently reported for the assay of
pure chemically synthesized umbelliprenin [10]. All extracts were assayed at the concentration of
100 µg/mL corresponding to the highest solubility of such products into the medium employed to
accomplish biological assays, value at which they did not exert any effect on cell viability. Melanin
content was recorded exposing cells to each extract for a period of 48 h. Results are reported in Figure 2.
Umbelliprenin, a strong skin whitening agent [16], and a sample of extract with the lowest content
of umbelliprenin (e.g., that obtained by extraction with a β-CD aqueous solution and microwave
application of seeds of P. anisum, see Table 2) were used as references.
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Figure 2. Effect of seeds extracts (100 µg/mL) of A. graveolens, P. anisum, and F. campestris on melanin
biosynthesis in Melan-A cells (Umb = Umbelliprenin 40 µM, Ag = A. graveolens, Pa = P. anisum,
Fc = F. campestris, Pa-Umb = extract from P. anisum with the lowest detected content in umbelliprenin,
p < 0.05 at Student’s t-test).

We next attempted to rationalize the results in terms of the umbelliprenin concentrations of
individual extracts respect to the dose of 100 µg/mL applied, namely 345.7 nM, 14.2 nM, and 60.4 nM
for A. graveolens, P. anisum, and F. campestris respectively. From the data reported in Figure 2 it is
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evident at a glance that the virtual absence of umbelliprenin in the plant extract led to a massive
tanning effect (180% respect to untreated control taken as 100%). Values recorded after application
of the three plant extract are very similar to each other, ranging from 60% to 70%. Thus it can be
hypothesized that the discovery of umbelliprenin-enriched plants with a potential for cosmetic use as
depigmenting ingredients and/or umbelliprenin itself could help in the depigmenting properties of
plant extracts with other depigmenting phytochemicals. Indeed the activity of F. campestris is the most
pronounced, despite its lower concentration in this farnesyloxycoumarin. It can be hypothesized that
as a component of a phytochemical pool, the action of umbelliprenin as a depigmenting agent may act
synergistically and/or antagonistically with other components of plant extracts. To this end it has to
be underlined how all seeds of title species are sources of known tanning agents like furanocoumarins,
flavonoids like tangeretin and nobiletin, ferulic acid and also of depigmenting ones like quercetin
and luteolin [22–26]. Thus the herein observed inhibitory effects of melanin biosynthesis may be the
result of the individual contributions of each of the mentioned and other secondary metabolites to the
overall modulatory capacity of extracts. To corroborate our hypothesis, the results obtained with the
anise seeds extract with the lowest content of umbelliprenin (but reported to have a high content of
furanocoumarin [26]) provided a marked tanning activity (180%). In conclusion, in this preliminary
investigation we disclose the modulatory properties of seed extracts of selected Apiaceae plant species
on melanogenesis. The research on skin pigmenting and whitening agents is a field of remarkable
importance for therapeutic and economic aspects, especially when considered in the framework of the
cosmetic products market. Profits from the commercialization of skin creams and lotions containing
skin tanning or whitening agents have been rapidly increasing in recent years. In the present study we
have demonstrated how not only individual phytochemicals, like umbelliprenin, but also enriched
plant extracts can be considered as effective skin lightening activators in a non-cancer cell line model.
The extracts showed a good cell viability tolerance upon application of doses even > of 100 µg/mL and
for prolonged times (48 h, cell viability in the range 92–98%). Dill [27], anise [26], and field ferula [28]
derivatives are currently employed as ingredients in skin creams and lotions. Our study reinforces the
usefulness of these natural components for cosmetic purposes and provides also further insights into
the biological mechanism of action underlying the observed overall skin care effects. It also suggests
that other phytopreparations (e.g., alcoholic extracts, apolar fractions, etc.), other than the widely used
essential oils obtained by steam distillation from the title plant seeds, could be added as ingredients of
cosmetic skin formulations. The present communication also provides a validated analytical HPLC
protocol that can be easily adopted and used for identiification, quality control, and determination of
the chemical fingerprint profiles of umbelliprenin-containing plant extracts.

3. Materials and Methods

3.1. Chemicals and Reagents

Umbelliferone, all trans farnesyl bromide and β-cyclodextrin, (purity >95% as declared by the
suppliers), were purchased from Merck Sigma-Aldrich (St. Louis, MO, USA). Umbelliprenin was
also synthesized following the recently reported method and its purity (>98.6%) assessed by GC/MS
and 1H-NMR [10]. Formic acid and acetonitrile (HPLC-grade) were purchased from Dasit Carlo Erba
(Milan, Italy) and used without further purification. Double-distilled water was obtained from a
Millipore Milli-QPlus Waters treatment system (Millipore Bedford Corp., Bedford, MA, USA).

3.2. Plant Samples and Extraction

Seeds of A. graveolens L., P. anisum L., and F. campestris have been purchased from a local market
in Pescara (Abruzzo Region, Italy). All samples were identified by the Italian authors. Voucher
specimens named AG-S-02, PA-S-02, and FC-S-01, respectively, have been deposited at the laboratory
of Chemistry of Natural Compounds at the Department of Pharmacy of the University “G. D’Annunzio”
of Chieti-Pescara. All samples have been ground and homogenized prior to extraction experiments.
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The extractive procedure followed was the same as recently described in the literature [16]. Each solid
extract was suspended in 100 µL of MeOH, filtered and an aliquot of 20 µL of the resulting solution
injected into the HPLC apparatus.

3.3. HPLC

HPLC analyses were accomplished using a Waters liquid chromatograph system (Waters, Milford,
MA, USA) equipped with a model 600 solvent pump and a 2996 photodiode array detector. Empower
v.2 Software (Waters) was used for data acquisition. Chromatography of each extract sample was
performed employing a C18 reversed-phase packing column (LichroSorb RP18, 4.6 × 150 mm, 5 µm,
Merck, Darmstadt, Germany). The column was thermostatated at 25 ◦C ± 1 ◦C using a Jetstream2
Pluscolumn oven. The UV/Vis acquisition wavelength was set in the range of 210–600 nm. Quantitative
analyses were determined with a selective detection set at 322 nm. Gradient elution mode adopted
was the same as already recently reported [16]. The mobile phase was degassed using a Degassex
apparatus mod. DG-4400 (Phenomenex, Torrance, CA, USA). Relevant parameters like calibration,
linearity, LOD, and LOQ have been calculated following our already described procedure [16].

3.4. Cell Culture

Melan-a cells, an immortalized mouse melanocyte cell line, were obtained from the Wellcome
Trust Functional Genomics Cell Bank (London, UK). Cells were maintained in RPMI 1640 (Lonza, Basel,
Switzerland) supplemented with 10% fetal bovine serum, 50 U/mL penicillin, 50 U/mL streptomycin
(PS Lonza) and 200 nM PMA (phorbol 12-myristate 13-acetate; Sigma). Cells were incubated at 37 ◦C
in a humidified 5% CO2/air atmosphere. The stock solution of umbelliprenin and plant extracts were
prepared in DMSO (1000×) and were stored at −20 ◦C until use. Work solutions were freshly prepared
for each experiment with a final DMSO concentration of 0.1% and with concentrations as described in
previous paragraphs. Controls were always treated with the same amount of DMSO (0.1%, v/v) as
used in the corresponding experiments.

3.5. Cell Viability Assay

Non-tumoral murine melanocytes were seeded at 60.000 cells on six plate wells and treated for 48
h with umbelliprenin or plant extracts at the indicated concentrations or DMSO. Cells were detached
by trypsinization, collected in phosphate buffer saline and centrifuged at 1500 rpm for 5 min at 4 ◦C.
Cells pellets were re-suspended in the trypan blue solution (0.25%, w/v in PBS) and counted in a
Malassez cell under a light microscope. The percentage of cell viability was calculated using the
following formula: % cell viability = [1 − (blue cells/total cells)] × 100.

3.6. Melanin Content Measurement

Melan-a-cells. non-tumoral murine melanocytes were seeded at 60,000 cells on six plate wells and
treated for 48 h with the indicated doses of umbelliprenin and plant extracts or carrier solvent (DMSO).
5 × 106 cells were centrifuged at 1500 rpm for 5 min at 4 ◦C. The cell pellet was washed twice with
phosphate buffer saline, transferred in an Eppendorf vial and centrifuged at 5000× g for 5 min at 4 ◦C.
The supernatant was discarded. Two hundred µL of water and 1 mL of EtOH/diethyl ether (1/1) were
added to remove opaque substances other than melanin. The mixture was incubated for 15 min. at r. t.,
centrifuged at 5000× g for 5 min. and the supernatant was discarded. The precipitate containing
melanin was solubilized by 300 µL of a mixture of NaOH (aq) 1 M/DMSO 9: 1 after heating at 80 ◦C
for 1 h. The absorbance was measured at 405 nm. The melanin content was expressed as a percentage
of control (=100%). UV experiments have been performed following the method by Liebermann and
Hopkins using a UVX radiometer (UVP, Inc., Upland, CA, USA) [29].
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4. Patents

(1) DeMedina: P.; Bize, C.; Rives, A.; Paillasse, M.; Epifano, F.; Genovese, S. Depigmenting agents
to lighten the skin, EP15305836.7; (2) DeMedina, P.; Bize, C.; Rives, A.; Paillasse, M.; Epifano, F.;
Genovese, S. Skin pigmentation modifiers to darken or lighten the skin, WO 2016/193220 A1.

Author Contributions: Italian Authors (V.A.T., F.E., S.F., F.P., and S.G.) performed experiments pertinent to the
chemical part of the manuscript. French Authors N.C., A.R., P.d.M., M.P., and S.S.-P.) performed experiments
pertinent to the biological part of the manuscript. F.E. and M.C. planned the overall investigation and wrote
the manuscript.

Funding: This research was in part funded (chemical experiments and assays) by University “G. d’Annunzio” of
Chieti-Pescara, grant number “Fondi FAR 2017”.

Acknowledgments: Italian Authors wish to thank the University “Gabriele d’Annunzio” of Chieti-Pescara for
the financial support to the chemical part of the study.

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

References

1. Li, G.; Li, X.; Cao, L.; Zhang, L.; Shen, L.; Zhu, J.; Wang, J.; Si, J. Sesquiterpene coumarins from seeds of Ferula
sinkiangensis. Fitoterapia 2015, 103, 222–226. [CrossRef] [PubMed]

2. Yrjonen, T.; Eeva, M.; Kauppila, T.J.; Martiskainen, O.; Summanen, J.; Vuorela, P.; Vuorela, H. Profiling
of coumarins in Peucedanum palustre (L.) Moench. Population growing in Finland. Chem. Biodivers. 2016,
13, 700–709. [CrossRef] [PubMed]

3. Vuckovic, I.; Trajkovic, V.; Macura, S.; Tesevic, V.; Janackovic, P.; Milosevljevic, S. A novel cytotoxic lignan
from Seseli annuum L. Phytother. Res. 2007, 21, 790–792. [CrossRef] [PubMed]

4. Rosselli, S.; Maggio, A.; Bellone, G.; Formisano, C.; Basile, A.; Cicala, C.; Alfieri, A.; Mascolo, N.; Bruno, M.
Antibacterial and anticoagulant activities of coumarins isolated from the flowers of Magydaris tomentosa.
Planta Med. 2007, 73, 116–120. [CrossRef]

5. Anw-Mustafa, E.A.; el Bay, F.K.; Fayez, M.B. Natural coumarins XII. Umbelliprenin a constituent of Ammi
majus L. J. Pharm. Sci. 1971, 60, 788–789. [CrossRef]

6. Shakeri, A.; Iranshahy, M.; Iranshahi, M. Biological properties and molecular targets of umbelliprenin—A
mini-review. J. Asian Nat. Prod. Res. 2014, 16, 884–889. [CrossRef]

7. Epifano, F.; Genovese, S.; Menghini, L.; Curini, M. Chemistry and pharmacology of oxyprenylated secondary
plant metabolites. Phytochemistry 2007, 68, 939–953. [CrossRef]

8. Zamani Taghizadeh Rabe, S.; Iranshahi, M.; Mahmoudi, M. In vitro anti-inflammatory and immunomodulatory
properties of umbelliprenin and methyl galbanate. J. Immunotoxicol. 2016, 13, 209–216. [CrossRef]

9. Genovese, S.; Fiorito, S.; Epifano, F.; Taddeo, V.A. A novel class of emergiong anti-cancer compounds:
Oxyprenylated secondary metabolites from plants and fungi. Curr. Med. Chem. 2015, 22, 3426–3433. [CrossRef]

10. Fiorito, S.; Epifano, F.; Preziuso, F.; Cacciatore, I.; Di Stefano, A.; Taddeo, V.A.; de Medina, P.; Genovese, S.
Natural oxyprenylated coumarins are modulators of melanogenesis. Eur. J. Med. Chem. 2018, 152, 274–282.
[CrossRef]

11. Fiorito, S.; Epifano, F.; Taddeo, V.A.; Genovese, S. Recent acquisitions on oxyprenylated secondary
metabolites as anti-inflammatory agents. Eur. J. Med. Chem. 2018, 153, 116–122. [CrossRef] [PubMed]

12. Zhu, W.; Gao, J. The use of botanical extracts as topical skin lightening agents for the improvement of skin
pigmentation disorders. J. Investig. Dermatol. Symp. Proc. 2008, 13, 20–24. [CrossRef] [PubMed]

13. Nakagawa, M.; Kawai, K.; Kawai, K. Contact allergy contact to kojic acid in skin care products. Contact Dermat.
1995, 32, 9–13. [CrossRef]

14. Do, Q.T.; Bernard, P. Pharmacognosy and reverse pharmacognosy: A new concept for accelerating natural
drug discovery. IDrugs 2004, 7, 1017–1027. [PubMed]

15. Saeidnia, S.; Gohari, A.R.; Manayi, A. Reverse pharmacognosy and reverse pharmacology; two closely
related approaches for drug discovery development. Curr. Pharm. Biotechnol. 2016, 17, 1016–1022. [CrossRef]
[PubMed]

http://dx.doi.org/10.1016/j.fitote.2015.03.022
http://www.ncbi.nlm.nih.gov/pubmed/25818230
http://dx.doi.org/10.1002/cbdv.201500198
http://www.ncbi.nlm.nih.gov/pubmed/27133212
http://dx.doi.org/10.1002/ptr.2152
http://www.ncbi.nlm.nih.gov/pubmed/17450503
http://dx.doi.org/10.1055/s-2006-951772
http://dx.doi.org/10.1002/jps.2600600528
http://dx.doi.org/10.1080/10286020.2014.917630
http://dx.doi.org/10.1016/j.phytochem.2007.01.019
http://dx.doi.org/10.3109/1547691X.2015.1043606
http://dx.doi.org/10.2174/0929867322666150716114758
http://dx.doi.org/10.1016/j.ejmech.2018.04.051
http://dx.doi.org/10.1016/j.ejmech.2017.08.038
http://www.ncbi.nlm.nih.gov/pubmed/28844340
http://dx.doi.org/10.1038/jidsymp.2008.8
http://www.ncbi.nlm.nih.gov/pubmed/18369335
http://dx.doi.org/10.1111/j.1600-0536.1995.tb00832.x
http://www.ncbi.nlm.nih.gov/pubmed/15551177
http://dx.doi.org/10.2174/1389201017666160709200208
http://www.ncbi.nlm.nih.gov/pubmed/27396403


Molecules 2019, 24, 501 8 of 8

16. Taddeo, V.A.; Genovese, S.; de Medina, P.; Palmisano, R.; Epifano, F.; Fiorito, S. Quantification of biologically
active O-prenylated and unprenylated phenylpropanoids in dill (Anethum graveolens), anise (Pimpinella
anisum), and wild celery (Angelica archangelica). J. Pharm. Biomed. Anal. 2017, 134, 319–324. [CrossRef]
[PubMed]

17. Bruyere, C.; Genovese, S.; Lallemand, B.; Ionescu-Motatu, A.; Curini, M.; Kiss, R.; Epifano, F. Growth
inhibitory activities of oxyprenylated and non-prenylated naturally occurring phenylpropanoids in cancer
cell lines. Bioorg. Med. Chem. Lett. 2011, 21, 4173–4178. [CrossRef]

18. Mantegna, S.; Binello, A.; Boffa, L.; Giorgis, M.; Cena, C.; Cravotto, G. A one-pot ultrasound-water
extraction/cyclodextrin encapsulation of resveratrol from Polygonum cuspidatum. Food Chem. 2012, 130, 746–750.
[CrossRef]

19. Kfoury, M.; Landy, D.; Auezova, L.; Greige-Gerges, H.; Fourmentin, S. Effect of cyclodextrin complexation on
phenylpropanoids solubility and antioxidantactivity. Beilstein J. Org. Chem. 2014, 10, 2322–2331. [CrossRef]

20. Tatke, P.; Jaiswal, Y. An overview of microwave assisted extraction and its applications in herbal drug
research. Res. J. Med. Plants 2011, 5, 21–31. [CrossRef]

21. Khumar, V.; Bhutani, H.; Singh, S. ICH guidance in practice: Validated stability-indicating HPLC method
for simultaneous determination of ampicillin and cloxacillin in combination drug products. J. Pharm.
Biomed. Anal. 2007, 43, 769–773. [CrossRef] [PubMed]

22. Stavri, M.; Gibbons, S. The antimycobacterial constituents of dill (Anethum graveolens). Phytother. Res. 2005,
19, 938–941. [CrossRef] [PubMed]

23. Fukuoka, M.; Yoshihira, K.; Natori, S.; Sakamoto, K.; Iwahara, S.; Hosaka, S.; Hirono, I. Characterization
of mutagenic principles and carcinogenicity of dill weed and seeds. J. Pharmacobiodyn. 1980, 3, 236–244.
[CrossRef] [PubMed]

24. Crowden, R.K.; Harborne, J.B.; Heywood, J.H. Chemosystematics of the Umbelliferae. A general survey.
Phytochemistry 1969, 8, 1963–1984. [CrossRef]

25. Pickrahn, S.; Sebald, K.; Hofmann, K. Application of 2D-HPLC/taste dilution analysis on taste compounds
in aniseed (Pimpinella anisum L.). J. Agric. Food Chem. 2014, 62, 9239–9245. [CrossRef] [PubMed]

26. Shojaii, A.; Fard, M.A. Review of pharmacological properties and chemical constitutents of Pimpinella anisum.
ISRN Pharm. 2012, 2012, 510795. [CrossRef]

27. Sohm, B.; Cenizo, V.; Andrè, V.; Zahouani, H.; Pailler-Mettei, C.; Vogelgesang, B. Evaluation of the efficacy of
a dill extract in vitro and in vivo. Int. J. Cosmet. Sci. 2011, 33, 157–163. [CrossRef] [PubMed]

28. Ding, A.J.; Zheng, S.Q.; Huang, X.B.; Xing, T.K.; Wu, G.S.; Sun, H.Y.; Qi, S.H.; Luo, H.R. Current perspective in
the discovery of anti-aging agents from natural products. Nat. Prod. Bioprospect. 2017, 7, 335–404. [CrossRef]
[PubMed]

29. Liebermann, H.B.; Hopkins, K.M. Methods to induce cell cycle checkpoints. In Methods in Molecular Biology;
Liebermann, H.B., Ed.; Humana Press: Totowa, NJ, USA, 2004; Volume 241, p. 6.

Sample Availability: Samples of umbelliprenin and plant extracts are available from the authors.

© 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/10.1016/j.jpba.2016.11.048
http://www.ncbi.nlm.nih.gov/pubmed/27916506
http://dx.doi.org/10.1016/j.bmcl.2011.05.089
http://dx.doi.org/10.1016/j.foodchem.2011.07.038
http://dx.doi.org/10.3762/bjoc.10.241
http://dx.doi.org/10.3923/rjmp.2011.21.31
http://dx.doi.org/10.1016/j.jpba.2006.07.051
http://www.ncbi.nlm.nih.gov/pubmed/16959462
http://dx.doi.org/10.1002/ptr.1758
http://www.ncbi.nlm.nih.gov/pubmed/16317649
http://dx.doi.org/10.1248/bpb1978.3.236
http://www.ncbi.nlm.nih.gov/pubmed/7411385
http://dx.doi.org/10.1016/S0031-9422(00)88084-X
http://dx.doi.org/10.1021/jf502896n
http://www.ncbi.nlm.nih.gov/pubmed/25186288
http://dx.doi.org/10.5402/2012/510795
http://dx.doi.org/10.1111/j.1468-2494.2010.00606.x
http://www.ncbi.nlm.nih.gov/pubmed/20807260
http://dx.doi.org/10.1007/s13659-017-0135-9
http://www.ncbi.nlm.nih.gov/pubmed/28567542
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	HPLC Analysis 
	Quantification of Umbelliprenin in Seeds Extracts 
	Modulation of Melanogenesis by Seeds Extracts 

	Materials and Methods 
	Chemicals and Reagents 
	Plant Samples and Extraction 
	HPLC 
	Cell Culture 
	Cell Viability Assay 
	Melanin Content Measurement 

	Patents 
	References

