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Abstract: For centuries, plants have been exploited by mankind as sources of numerous cancer
chemotherapeutic agents. Good examples of anticancer compounds of clinical significance today
include the taxanes (e.g., taxol), vincristine, vinblastine, and the podophyllotoxin analogues that
all trace their origin to higher plants. While all these drugs, along with the various other available
therapeutic options, brought some relief in cancer management, a real breakthrough or cure has
not yet been achieved. This critical review is a reflection on the lessons learnt from decades of
research on the iridoid glycoside geniposide and its aglycone, genipin, which are currently used
as gold standard reference compounds in cancer studies. Their effects on tumour development
(carcinogenesis), cancer cell survival, and death, with particular emphasis on their mechanisms of
actions, are discussed. Particular attention is also given to mechanisms related to the dual pro-oxidant
and antioxidant effects of these compounds, the mitochondrial mechanism of cancer cell killing
through reactive oxygen species (ROS), including that generated through the uncoupling protein-2
(UCP-2), the inflammatory mechanism, and cell cycle regulation. The implications of various studies
for the evaluation of glycosidic and aglycone forms of natural products in vitro and in vivo through
pharmacokinetic scrutiny are also addressed.

Keywords: cancer; carcinogenesis; metastasis; genipin; geniposide; reactive oxygen species;
apoptosis; uncoupling protein 2

1. Introduction

For generations, plants have been extensively used by mankind to treat a number of diseases,
including cancer. Many exemplary anticancer chemotherapeutic agents of plants origin with distinct
biochemical mechanisms are also in use today. The most popular plant-derived anticancer compounds
of clinical significance include those specifically targeting the cellular microtubule cytoskeleton system
such as the taxanes (e.g., paclitaxel (Taxol) and docetaxel (Taxotere)), vincristine and vinblastine [1].
The dynamic process of microtubule assembly and disassembly involved in diverse cellular processes
such as intracellular transport (e.g., exocytosis), cell division, and cell motility (or migration) could be
hindered by such drugs, leading to cell growth arrest and induction of cell death. Numerous other
drugs of plants origin act through the same mechanism, among which colchicine, combretastatin,
and taccalonolides have been utilized in various forms. Podophyllotoxins and other cancer
chemotherapeutics derived from such structural skeleton (e.g., epipodophyllotoxins including etoposide
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and teniposide) that act by inhibiting topoisomerase II are further remarkable examples of anticancer
drug discoveries based on natural products/plants. Another group of plant-derived therapeutic
agents are the cytotoxic quinoline alkaloids, such as camptothecin, which inhibit topoisomerase I.
Review articles on the mechanism of action of such plant-derived chemotherapeutic agents are widely
available [2,3].

With increased knowledge and understanding of cancer biology, to date, there are numerous
options for cancer therapy. In most cases, solid tumours or solid masses are removed when possible
by surgical means followed by radiotherapy. Chemotherapy, however, remains the most common
therapeutic option, and developments in the last few decades have even added several biological
agents (e.g., trastuzumab (Herceptin) and bevacizumab (Avastin)) [4], although the cost of such
treatments is often beyond the reach of many patients. Hormone and immunotherapy options are
also available. Further development of new drugs for cancer therapy in recent years has not stalled
but rather accelerated. In 2014, it was reported that 771 new agents were in the pipeline, while the
number of new drugs that had received regulatory approval by the Food and Drug Administration
(FDA) since 2011 were 55 [5]. According to some reports (e.g., [6]), there were at least 16 drugs for
oncology approved by the FDA in 2017. A similar high number of approvals has also been reported in
Europe, but the rather fast rate of drug approval in the recent years has not brought a real breakthrough
in cancer chemotherapy. For example, the European Medicines Agency (EMA) is reported to have
approved the use of 48 cancer drugs for 68 indications from 2009 to 2013. According to a recent
report by Davis et al. [7], however, most of these drugs did enter into the market without evidence
of benefit for patients’ survival or quality of life. In a study following 3.3 years after their market
entry, the potential of these drugs to extend or improve life for most of the indicated cancer cases was
not validated [7]. The toxic side effects of chemotherapeutic agents along with the development of
resistance coupled with metastasis, non-selectivity, bioavailability, and rapid clearance, are among the
common drawbacks of the existing available drugs.

For the above-mentioned reasons, there is still enormous appetite to discover new drugs from
natural and synthetic sources. The grim reminder is also that cancer remains the leading cause of
morbidity and mortality in the world with approximately 14 million new cases reported in 2012 [8].
Being the second leading cause of death globally, responsible for 8.8 million deaths, cancer was
also the second most leading cause of death in the world in 2015. The vast majority of mortality
(~70%) from cancer occurs in less developed countries where the cost of therapy is beyond the reach
of many patients [8]. Whether one aims to discover novel drugs or validate those natural sources
(e.g., plants) commonly used as traditional medicine in developing nations, scrutinizing decades
of research on those reported to show some promise is a vital scientific endeavor. In this regard,
the present review highlights the lessons learned from researches on the iridoid glycoside, geniposide,
and its aglycone, genipin.

2. Natural Sources of Geniposide and Genipin

The most widely reported sources of geniposide (Figure 1) are the fruits of Gardenia jasminoides Ellis
(Rubiaceae) that has been used in traditional Chinese medicine for centuries. Numerous other species
of the genus and other members of the family Rubiaceae have been known to contain geniposide.
A review article on the natural occurrence of geniposide comprising around 34 different species has
appeared recently [9]. The hydrolysis product of geniposide, genipin (Figure 1), is also found along
with geniposide and several derivatives (e.g., geniposidic acid). Other structural analogues of the
iridoid skeleton as well as compounds derived from glycosylation and further esterification with
aromatic acids have also been isolated from various plants in the last few decades [9].

The identification of geniposide as a new iridoid glycoside from G. jasminoides goes as far
back as the 1960s [10,11]. Numerous pharmacological activities of genipin and geniposide have
been reported since then, and some review articles on their antidiabetic and neuroprotective effects
(e.g., in Alzheimer’s diseases) have been published by our laboratories [12,13]. The present critical
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review highlights progress in research with respect to the anticancer potential of geniposide and
its aglycone genipin. The two common acclaimed medicinal plant sources of these compounds in
the various literature articles reviewed herein are the fruits of G. jasminoides and Gardenia Fructus
(San-jee-chee in Chinese), which are highly cited for their medicinal uses. In these plants, geniposide is
also a major component and serves as a quality control marker of crude plant drug preparations.
For example, Yin et al. [14] have shown that geniposide accounts for 72.58–88.27% of the total
components of extracts obtained from the dried and ripe fruit of G. fructus collected from various
regions of China.

Figure 1. Structures of geniposide and its analogues. Geniposide is a natural analogue or methyl
ester of geniposidic acid. Genipin is the aglycone of geniposide which is also present in plants,
while penta-acetyl geniposide is a synthetic derivative widely employed in anticancer activity studies.

3. Physicochemical Properties and Associated Pharmacokinetics Profile

With a molecular formula of C17H24O10, geniposide (Figure 1) is a small-molecular-weight
(388.366 Da) compound. The presence of a sugar (glucose) moiety in the molecule gives the compound
its polarity with good water solubility and hence better expected bioavailability compared to its aglycone
(genipin). The partition coefficient (P) of geniposide on the basis of the octanol/water system is reported
as 0.1077, while its log p value is −0.97 [15]. This suggests that the expected rate of absorption in the
small intestine would be poor, as the compound may not be readily passing through cell membranes.
The absorption of geniposide from the crude extract of G. fructus in the rat intestine was studied by
Zhang et al. [15], and the reported absorptive rate constants (K) at the concentration of 0.078, 0.311,
0.780 g/L were 0.130, 0.056, and 0.031 h, respectively. This absorption was considered poor although
the compound was taken up in all small intestinal segments of rats, and the highest levels of absorption
were in the duodenum.

Yang et al. [16] studied the pharmacokinetics profile of geniposide after administration through
four routes in rats. The absolute bioavailability was reported as follow: F (i.g.) = 9.74%, F (intranasal,
i.n.) = 49.54%, and F (intramuscular) = 72.69%, respectively. The pharmacokinetic profiles of geniposide
following oral administrations of the pure compound and in crude herbal products were also studied
in rats and in vitro using Caco-2 cells [17]. It was reported that geniposide had a better absorption in
the duodenum and jejunum in vivo through passive diffusion. While geniposide might be the potential
substrate for P-glycoprotein as assessed by both models, an enhancement of absorption was noted
when the drug was administered in the crude (herbal) rather than in the purified form. After the oral
administration of a G. fructus extract containing 50 mg/kg of geniposide, the mean Cmax of geniposide
was 0.68 µg/mL at 0.44 h, the mean area under the plasma drug concentration-time curve (AUC) was
1.46 µg/mL/h (0.024 µg/mL/min), while the mean apparent t1/2 was estimated to be 0.94 h [18].

A study by Li et al. [19] tried to address the transformation of geniposide after absorption in
rats. The authors reported the detection of 17 metabolites in the plasma, 31 in the urine, 6 in the
heart, 12 in the liver, 3 in the spleen, 6 in the lung, 12 in the kidney, 6 in the brain, and 4 in
the liver microsomes. The transformation of geniposide included hydrolysis, hydroxylation, taurine
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conjugation, hydrogenation, decarboxylation, demethylation, sulfate conjugation, cysteine S-conjugation,
and glucosylation. Lu et al. [20–22] also conducted comparative bioavailability studies on geniposide in
mice after i.n., intragastric (i.g.), and intravenous (i.v.) administration. They reported bioavailability as
85.38% and 28.76% for i.n. and i.g., respectively, when borneol was used as a vehicle. The i.v. administration,
which does not involve any absorption mechanisms, was the best in making the drug available to tissues.
The reported AUCplasma of i.v., i.n., and i.g. were 324.88, 277.39, and 93.44 µg/mL/min, respectively [22].

All the above data suggest that geniposide has somehow a poor absorption profile but could be
readily taken up and distributed in animal tissues. The various pharmacological effects demonstrated
in animal models (reviewed in [12,13]) and discussed in the following sections also suggest that
the compound and/or its metabolites have profound effects after administration through various
routes. The pharmacokinetic profile of its aglycone, genipin, is however not readily available for
comparison, although few pioneering studies of significance are worth mentioning. A study by
Ako and Kobashi [23,24] have shown that geniposide, once orally administered, is converted to
genipin in the intestine, which acts as the active principle. β-D-glucosidases activities of the intestinal
bacteria were implicated in this transformation. A study by Yim et al. [25] further established that
the transformation of glycosides into a bioactive aglycone form is extended to other natural products,
such as ginsenoside Rb1, glycyrrhizin, and baicalin. In our recent review article on rutin and its
aglycone, quercetin, as potential therapy for inflammatory bowel diseases, the transformation of
a glycoside form to a bioactive aglycone molecule in the intestine was highlighted [26]. When quercitrin
was anaerobically incubated with human intestinal bacteria, the main product was also found
to be quercetin [27]. Moreover, a range of reactions, including hydroxylation, demethylation,
deglycosylation, and ring-cleavage can occur under the action of intestinal bacteria, and compounds
like quecetrin can give rise to bioactive molecules such as 3,4-dihydroxybenzoic acid [28]. Hence,
intestinal transformation and absorption (Figure 2) must be considered from the outset when one
is assessing the anticancer potential of geniposide and its aglycone. In this regard, a study by
Kang et al. [29] is a further example elaborating this therapeutic principle. They have reported
that the aglycone genipin is much more cytotoxic to human hepatoma HepG2 cells than geniposide.
Moreover, the metabolic activation system for geniposide was confirmed to be the passage through the
intestine, as human intestinal bacterial cultures (Bifidobacterium longum HY8001 or Bacteroides fragilis)
or fecal preparations could activate geniposide to kill cancer cells. The absorption of geniposide into
the blood stream in its intact form could also be augmented if antibiotics were used to suppress the
activity of intestinal bacteria [30].

Figure 2. Transport mechanisms of geniposide and genipin. The absorption of geniposide, which is
predominantly present in plant extracts, could be enhanced by transformation in the gut through the
action of bacterial β-glucosidase enzymes. Other preparations, such as borneaol or crude plant extracts,
could increase the absorption from the gut. The bioactive molecule, genipin, is highly non-polar and
water insoluble, and a formulation strategy is required to maximize its absorption.
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The hydrolysis of geniposide to genipin by β-glucosidase could also be studied directly by
using purified enzymes. Hence, the immobilized glycosyl hydrolase family 3 β-glucosidase has been
effectively used to convert geniposide in a hot-water extract of G. fructus into genipin [31]. With respect
to probiotic applications, the role of lactic acid bacteria (Lactobacillus sp.) in the intestine in food
transformation and hydrolysis of glycosides (e.g., ginsenoside Rd and glucosidic isoflavones) using
β-glucosidase are well understood [32,33]. Furthermore, Lactobacillus rhamnosus GG strain (LGG) has
been shown to enhance the in vitro anticancer effects of geniposide [34].

The above data have profound implications on the extraction of bioactive compounds from natural
sources, drug formulation, and pharmacokinetic and/or pharmacodynamics parameters. For example,
a drug molecule of nonpolar nature that is of interest in vitro could be rather administered in its
glycosidic form not only to increase its bioavailability but also to convert it to its more bioactive form
in the intestine. The extraction of compounds by non-polar solvents that may give a good bioactivity
in vitro may also lead to non-bioactive molecules in vivo, given the biotransformation issue discussed
above. As shown in the following sections, the relative potency of genipin and geniposide varies:
while genipin is profoundly more active in vitro, its concentration in many plants (for example in
G. fructus) is far lower than that of geniposide. Hence, the anticancer effect of such plant extracts is
partly a result of the biotransformation of the orally administered preparations in the gut, and, hence,
future anticancer drug development prospects should consider enzyme-catalyzed tools in converting
glycosides into bioactive aglycones (Figure 2).

4. Anticancer Effects of Geniposide and Genipin

4.1. Direct Cytotoxic Effect on Cancer Cells

The assessment of direct cytotoxicity on cancer cells, often in combination with the measurement of
apoptosis events, are common in vitro assays employed to show potential anticancer effects of natural
products. Genipin and geniposide have been shown to be cytotoxic in numerous cancer cell types
including colorectal cancer [35,36], pancreatic adenocarcinoma cells [37], AGS and SNU638 human
gastric carcinoma cells [38–40], non-small-cell lung cancer H1299 cells [41], prostate (DU145 and PC3)
cancer cells [42–44], hepatocarcinoma (HepG2 and Hep3B) cells [45,46] breast cancer (MDA-MB-231)
cells [47], human leukaemia (K562, HL-60, U266, U937) cells [48–50], and tongue squamous carcinoma
(HSC-3) cells. The acetylated product of geniposide, penta-acetyl geniposide (Figure 1), has also been
investigated and has shown in vitro cytotoxicity in a range of cell lines, such as C6 glioma cells [51–57].

While the in vivo effect of compounds following oral administration could be variable, depending
on intestinal transformation, direct cytotoxicity or induction of apoptosis are often more pronounced
for aglycones than for their glycosidic analogs. For example, the flavonoids quercetin and myricitin are
more potent in the induction of apoptosis in cancer cells than their corresponding glycosides quercitrin
and myricitrin, respectively [58,59]. Despite some unique and general mechanisms (see following
sections) attributed to the anticancer effects of geniposide and genipin in various cancer cells lines,
we should be cautious about their value as anticancer lead compounds. The effective dose of geniposide
is far higher than 100 µM and hence should be considered weak. Even for its acetate derivative, which is
considered more active, many studies used 200 or 300 µM as effective doses (e.g., [55,60], while some
studies even used 600 µM (e.g., [53]). On the other hand, for the anticancer compound genipin
(more active in vitro than geniposide), which displays cancer growth inhibition at a lower micromolar
range concentrations, the most effective doses shown in various studies remain around 100 and
200 µM [35,37,42,45,48,61]. In this regard, the IC50 of genipin in H1299 cells was 351.5 µM [41]. In the
search of novel potential anticancer agents from natural and other sources, activities (IC50 values) in
nanomolar ranges are often considered potent, while those in the submicromolar or micromolar ranges
are considered promising. The various plant-derived cytotoxic agents of clinical significance fall within
this last category. For example, the IC50 value of paclitaxel in various human tumour cell lines range
between 2.5 and 7.5 nM) [62]. In our laboratories, many terpenoids that merited a report as potential
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anticancer agent have an IC50 lower than 20 µM and are considered very active when an activity far
lower than 10 µM is achieved [63–66]. An activity up to 50–100 µM may be considered moderate in
view of potent compounds, such as the podophyllotoxin analogues, that we have isolated from natural
sources with a potency in the nanomolar range and that comparable to taxane [67]. Considering
these scenarios, the reported anticancer effect of geniposide is nothing but weak. The mismatch
between the high number of publications on natural products with potential anticancer effect and
the number of those products making it into the development stage is thus partly due to the poor
intrinsic potency these compounds are endowed with. For example, many terpenoid compounds
that we showed to have general cytotoxicity in cancer cells possess one or few α,β-unsaturated
carbonyl groups that could initiate a Michael-type addition reaction leading to cell damage and/or
cytotoxicity. To date, many α,β-unsaturated carbonyl compounds are known to display tumour-specific
cytotoxicity through Michael acceptor mechanisms, and their activity could also be reversed by
N-acetylcysteine [68]. Geniposide and genipin possess this structural moiety (Figure 1), and, even
though multiple mechanisms (see next section) are implicated, such general mechanism could be
implicated in their rather weak action as cytotoxic agents in cancer cells. In fact, their cytotoxicity and
other biological effects that are mediated via the generation of reactive oxygen species (ROS) have been
shown to be reversed by an antioxidant such as N-acetylcysteine [69]. Moreover, compounds containing
such structural moiety are also known to display antibacterial effects against the common gram-positive
bacteria [70–72], an effect that is shared by genipin/geniposide [73]. Keeping in mind that the general
mechanism of the above-mentioned structural moiety is evident in biological systems [74], the in vivo
anticancer effect of these compounds is also demonstrated. For example, when C6 glioma cells were
inoculated into rats, some tumour growth inhibition was observed after treatment with penta-acetyl
geniposide at doses of 5 and 10 mg/kg [56]. The most pronounced effect was, however, observed
when the drug was administered as a pre-treatment, for which the latency period T50 (time for 50%
tumour incidence) was prolonged. The reported growth inhibition at week 7 of treatment with the two
doses was 41% and 75%, respectively [56].

4.2. Effects on Carcinogenesis

As discussed above, doses as small as 5 and 10 mg/kg of penta-acetyl geniposide have been
demonstrated to increase the latency of tumour development in animals. Lee et al. [75] investigated
the potential effect of the topical application of geniposide on 12-O-tetradecanoylphorbol-13-acetate
(TPA)-induced promotion of skin tumours in mice previously initiated with benzo[a]pyrene. In this
model, geniposide (0.2 or 1.0 µMol) administered with TPA (15 nmol) twice weekly for 20 weeks was
reported to suppress tumour growth by 84% or 89%, respectively. In the same model, geniposide
also inhibited the induction of epidermal ornithine decarboxylase activity by TPA (5 nM), as well
as skin inflammation (TPA-induced oedema of mouse ears by 41% or 43%, respectively). Other
markers of inflammation induced by TPA in the mouth skin, such as hydrogen peroxide (H2O2)
and myeloperoxidase, were also suppressed. In another study by Wang et al. [76], the inhibitory
effect of geniposide on aflatoxin B1 (AFB1)-induced DNA repair synthesis in primary cultured rat
hepatocytes were investigated. The authors showed that geniposide could suppress the AFB1-induced
DNA repair synthesis through an increased AFB1 detoxification metabolism. Hence, the activities
of glutathione (GSH)-S-transferase (GST) and GSH-peroxidase (GPx) in AFB1-treated cultured cells
were shown to be enhanced by geniposide. Other studies on cultured AFB1-treated C3H10T12 cells
showed that penta-acetylated geniposide could interfere with the aflatoxin-induced DNA damage
and repair processes [77]. In line with these in vitro effects, Wang et al. [78] also demonstrated that
geniposide could suppress hepatic AFB1–DNA binding and AFB1 hepatotoxicity in rats. Serum marker
enzymes of the liver, such as aspartate aminotransferase (AST), alanine aminotransferase (ALT),
and γ-glutamyltranspeptidase (γ-GT) were elevated following treatment with geniposide (10 mg/kg)
daily for three consecutive days. These data, along with the amelioration of the AFB1–DNA adduct
formation by geniposide [78], is in line with the suggested chemopreventive properties and/or
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anticarcinogenic potential of geniposide. Lin et al. [79] also assessed the potential of this compound in
suppressing the development of γ-glutamyl transpeptidase (GGT)-positive foci induced by AFB1 in
rats. The rational of the experimental model appears to be related to GGT inhibition being a target
of AFB1-induced hepatocarcinogenesis. Since pioneering studies proposing a crucial role for GGT in
cancer development in the 1980s, it potential as a target in various stages of cancer progression has
been established. Hence, some competitive and non-competitive inhibitors, including the glutamate
analogs, have been shown to be promising as potential anticancer agents [80–82]. Upon exposure
to AFB1 (like in cases of diet contaminated with aflatoxins), an increase in the GGT-positive foci
have been widely reported, while the activity of the enzyme in hepatocytes in normal individuals
is maintained at a very low level. Data by Lin et al. [79] revealed a suppressive effect of geniposide
on the AFB1-induced GGT-positive foci (with a diameter larger than 0.3 mm). More importantly,
the doses employed (1 and 2 mg/kg, p.o.) to achieve this outcome were very low. This effect is related
to the pro-oxidant/antioxidant effect of geniposide discussed in the following sections. Located on the
cell surface, GGT hydrolyzes the extracellular GSH and increases the intracellular amino acid pool
for GSH synthesis. The high level of ROS in cancer cells could thus be mitigated through the action
of GGT, a mechanism which is crucial for carcinogenesis and drug resistance to chemotherapeutic
agents. Excellent review articles on GGT physiology and pharmacology are available [83,84]. As with
geniposide, many natural products, such as green tea epicatechins, have been shown to act through
GGT inhibition to induce their antimutagenic and anticarcinogenic effects [85]. The anticarcinogenic
mechanism of genipin/geniposide could also be attributed to the general antioxidant mechanism that
is common to many natural products. The induction of nuclear factor-erythroid-2-related factor 2 (Nrf2)
antioxidant enzyme along with GPx by genipin has been shown in AGS cell line [39]. This antioxidant
effect was, however, shown at smaller doses (less than 25 µM) of genipin treatment, which were also
associated with C-Jun-NH2-kinase (JNK) activation by the compound. Hence, readers should note
that such an action may not be evident at the high doses of genipin mediating anticancer effects.

Another mechanism by which these compounds may exert anticancer activity could be associated
with their antiviral effects. A study by Son et al. [86] demonstrated that genipin (70 µM) can have
antiviral effects against Epstein–Barr virus (EBV). As EBV causes several human cancers [87,88],
an antiviral effect could have implications in the protection against virus-induced carcinogenesis.
A study by Cho et al. [89] also showed an effect of genipin against the Kaposi’s sarcoma-associated
herpesvirus (KSHV). The IC50 for genipin was, however, reported as 49.5 µM in iSLK-puro
(KSHV-negative) cells and 72.5 µM in iSLK-BAC16 (KSHV-positive) cells. Hence, its effect in this viral
system is not in favour of antiviral effect, but to the contrary, it could promote KSHV latent replication
at lower concentrations [89]. By using the murine model of influenza respiratory tract infection,
Zhang et al. [90] demonstrated the antiviral effect of geniposide against pandemic A/Jiangsu/1/2009
(H1N1) influenza virus. The antiviral effect of geniposide against EV71 virus has also been reported [91].
Hence, even though further research is required, some of the reported antiviral effects could be
implicated in the anticarcinogenic activity of genipin and geniposide analogs.

4.3. Effects on Cancer Metastasis

Wang et al. [46] studied the anti-metastatic potential of genipin in human hepatocellular
carcinoma cells in vitro. They showed, through an orthotopical implantation model, that genipin
could suppress the formation of intrahepatic metastases as well as tumour expansion in the liver at
its non-toxic concentrations (60–120 µg/mL). Cell motility and invasiveness through extracellular
matrix (ECM) were also inhibited by genipin. The authors also presented an interesting insight
into the mechanism of action of genipin. While the expression levels of matrix metalloproteinase-2
(MMP-2) (mRNA or protein) were not affected, genipin was shown to upregulate the expression
of the endogenous inhibitor of MMP-2, i.e., tissue inhibitor of matrix metalloproteinase-1 (TIMP-1).
This effect of genipin was also correlated with the activation of p38 mitogen-activated protein kinase
(MAPK) signaling, which appeared to be correlated to apoptosis induction by genepin in cancer
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cells (see below for mechanisms of action). A study by Huang et al. [92] on the penta-acetylated
geniposide also showed anti-metastatic potential of this compound in rat neuroblastoma (C6 glioma)
cells, wherein inhibitory effects were observed in cell-matrix adhesion, wound healing, and Boyden
chamber assays. In agreement with the report by Wang et al. [46], these researchers also observed
a decreased activity of MMP-2 in a gelatin zymography assay and increased levels (mRNA) of
TIMP-2; however, in contradiction with this, reduced mRNA levels of MMP-2 and of membrane
type I matrix metalloproteinase (MT1-MMP) were reported [92]. Another inhibitory effect of
penta-acetylated geniposide was observed on the protein expression of phosphoinositide 3-kinase
(PI3K), the phosphorylation of extracellular signal-regulated kinases 1 and 2 (ERK1/2), and the
activation of transcription factor nuclear factor κB (NF-κB), c-Fos, and c-Jun. Readers should note that
the in vitro cell migration assays were conducted at concentrations of 0.15 or 0.3 mM, and the best
effective dose of 0.3 mM employed (non-toxic concentration) should be considered rather high. Other
studies have shown that genipin could suppress the invasive/migratory abilities of the highly invasive
MDA-MB-231 human breast cancer cells, suggesting a potential effect in breast cancer metastasis [47].

The inhibitory effect of genipin on vascular smooth muscle cell proliferation and migration
through tumour necrosis factor-α (TNF-α) suppression has been studied by Jiang et al. (2013) [93].
They have shown that this effect was mediated through the induction of haem oxygenase-1 (HO-1),
the expression/activation of ERK/MAPK, and the phosphorylation of protein kinase B (PKB or Akt),
without a significant effect on p38 MAPK and JNK. In their assay, the generation of ROS by TNF-α
was also blocked. The study by Kitano et al. [94] on the anti-fibrogenic effect via decreasing TGF-β1
expression in human sub-conjunctional fibroblasts has also implications on wound healing and cancer
metastasis. They showed that genipin could suppress wound-induced cell migration and proliferation
of fibroblasts by decreasing collagen type I (mRNA and protein), transforming growth factor β1
(TGFβ1), and α-smooth muscle actin (αSMA) expression. Smad2 (mothers against decapentaplegic
homolog 2; also known as SMAD family member 2) signaling was also inhibited by genipin [94].

On the basis of the above reported findings, multiple mechanisms appear to be involved in the
potential cancer growth and metastasis inhibitory effects of genipin. First, the solid tumour mass
must disintegrate to release cancer cells that would travel and invade new tissues to establish foci
of cancer cells. This requires the degradation of adhesion molecules (e.g., cadherins) that keep cells
together in tissues (reviewed in [95]). ECM degradation by a range of proteolytic enzymes, including
matrix metalloproteinases (MMPs), is another important feature of cancer metastasis [96–98]. During
metastasis and its related pathological process, angiogenesis, ECM degradation results in the activation
and/or release of various mediators that increase cell proliferation, invasion, and angiogenesis.
The migration of cancer cells through ECM, blood media, and tissues mirrors that of leucocyte
infiltration into extravascular tissues under inflammatory conditions. Hence, several key molecular
and biochemical targets are shared by these two processes. The modulation of cell-cell and cell-matrix
interactions is thus fundamental for a cancer cell to migrate, invade, or escape from destruction by
the immune system. The MMPs, through their zinc endopeptidases action, degrade a plethora
of proteins ranging from proteinases, MMPs themselves, proteinase inhibitors, growth factors,
chemokines, cytokines, and various cell adhesion molecules. Hence, the potential of genipin to
modulate cancer metastasis through effects on MMPs appears to be established. Another feature of
metastasis overlapping with inflammation is the signal transduction pathway mediated by NF-κB.
Many natural products have been shown to modulate cancer metastasis through an effect on the NF-κB
mobilization [99]. As demonstrated for genipin above, a number of studies have also shown that
the activation of MMPs (MMP-1, -2, -3, and -9) is regulated by the PI3K, NF-κB, and AP-1. As with
inflammation and angiogenesis, cancer metastasis has also been shown to involve MAPK (e.g., JNK,
p38, and ERK), which appear to be regulated by genipin. More data on angiogenesis including the
effect on key mediators, such as the vascular endothelial growth factor (VEGF), and in vivo evidence
are needed to further validate the potential of these compounds as anti-metastatic agents.
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Undoubtedly, multiple mechanisms of action take part in the anti-metastatic effect of
geniposide/genipin and of the crude extract preparations of plants that produce them. Following
the demonstration of the potent anti-angiogenic activity of G. jasminoides Ellis in the chick embryo
chorioallantoic membrane assay, a bioassay-guided isolation study identified geniposide as the
active principle [99]. In a further experiment by Koo et al. [100], genipin was also shown to
have an antiangiogenic effect, when assessed in the chick embryo chorioallantoic membrane assay.
Moreover, data from lipopolysaccharide/interferon-γ (LPS/IFN-γ) in RAW 264.7 cells showing
inhibition of NF-κB activation, nitric oxide (NO) production, and inducible nitric oxide synthase
(iNOS) expression (50–300 µM) show the existence of an anti-inflammatory–antiangiogenic crosstalk.
Hence, anticarcinogenesis, antiangiogenic effects, and direct effects on established cancer cells are all
involved in the mechanism of action for these compounds. The overall gross mechanism of action of
these compounds is depicted in Figure 3.

Figure 3. The various stages of cancer development and their potential modulation by genipin
and analogs. Genipin/geniposide appear to target almost all stages of cancer development via
multiple mechanisms.

5. Lessons on the Mechanisms of Action

5.1. Mechanisms Related to Cell Cycle Regulation

Induction of apoptosis by anticancer agents is one of the common and rather gross mechanisms
leading to cellular morphology and biochemical alterations and death. The induction of apoptosis and
the inhibition of cellular proliferation by geniposide and genipin have been shown to be coupled with
cell cycle arrest [38]. For example, G2/M phase arrest along with the induction of cyclin-dependent
kinase inhibitor p21 (p21) and p21-dependent cyclins were shown to be induced by genipin in AGS
human gastric cancer cells. As one expects, signalling pathways associated with this process are
inevitably affected by genipin, and the transcription factor early growth response-1 (Egr1)-p21 crosstalk
(both elevated by genipin at protein and mRNA levels) is among the mechanisms already reported.
Egr1, as a transcription factor, could upregulate p21 by binding to the p21 promoter, following
its translocation in the nucleus. Data by Ko et al. [38] thus gave some clue on the mechanism of
apoptosis induction by genipin via caspase 3 and a p53-independent mechanism in the Egr1–p21
signaling pathway. They also showed that genipin increased p21 promoter activity and the interaction
between Egr1 and the p21 promoter site in a dose-dependent manner. By inhibiting the activity of
cyclin-dependent kinases, which are required for cell cycle progression, p21 induces cell cycle arrest
at either the G1/S phase or the G2/M phase. The other most important mechanism observed in the
study was the generation of ROS and the increase in mitochondrial permeability following genipin
treatment. Mitochondrial permeability could predispose cells to necrotic and apoptotic cell death
(see the following sections). Depending on the cell type and concentrations used, some differences in
the cancer cell killing mechanisms may be evident. For example, Chang et al. [51] demonstrated an
increase in p53, c-Myc, and B cell lymphoma gene 2 (BCL2) associated X (Bax) coupled with a decreased
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protein levels of B cell lymphoma gene 2 (Bcl-2) associated with the cytotoxic effect of penta-acetylated
geniposide in C6 glioma cells. The cell cycle arrest reported was at G0/G1 at 0.3 mM, a dose slightly
higher than the IC50 value (0.2 mM-52% cell viability inhibition).

A mechanism involving increased phosphorylation of p38 MAPK in genipin-induced apoptosis
was demonstrated in non-small-cell lung cancer H1299 cells, via a mitochondrial apoptotic cascade [41].
Hence, increased levels of Bax and suppression of Bcl-2, coupled with the activation of the
mitochondrial execution pathway through caspase-9 and -3 activations were reported after genipin
treatment. The cell cycle arrest at the G2/M phase reported by these authors was also in line with
what has already been discussed above, reported in other studies [38]. The downregulation of
Bcl-2, the upregulation of Bax, and the proteolytic activation of caspase-3, along with the activation
of JNK and p38 MAPK, were also established in MDA-MB-231 human breast cancer cells [47].
In human leukaemia K562 cells, the induction of apoptosis by genipin (200–500 µM) was coupled
with upregulated Fas-L expression, increased caspase 3 activity, cell cycle arrest at the G2/M phase,
and upregulated p-JNK, p-c-Jun, Fas-L, Bax, and cytochrome C [48].

Hwang et al. [43] studied the mechanism of action of genipin after hydrolysis of geniposide,
as the latter appeared a very weak anticancer agent in vitro (see Section 4.1 above). In cancer cells
such as DU145, MDA-MB-231, and U266, they showed that genipin could inhibit the constitutive
signal-transducer-and-activator-of-transcription-3 (STAT3) activation by suppressing upstream Janus
kinase 1 (JAK1) and c-Src. The expressions of Bcl-2, Bcl-xL, survivin, and cyclin D1 were downregulated,
leading to cell cycle arrest at sub-G1 phase and apoptotic cell death. Cell cycle arrest at the G1
phase (along with increased levels of phosphorylated JNK, phospho-Jun, p53, and Bax proteins)
was also observed in HeLa cells subjected to apoptosis by genipin [42]. In this regard, the effect of
geniposide was consistent with that reported in various other studies, where anti-apoptotic gene
products were suppressed. Given that STAT3, following activation, dimerizes and translocates into
the nucleus to regulate the expression of various genes involved in cell survival, such as Bcl-2, Bcl-xL,
and survivin, its inhibition could be a mechanism of apoptosis induction. For detailed insights into the
subject, readers are directed to review articles [101,102] that outline constitutive STAT3 activation as
a common biochemical marker of various cancer types and its targeting by potential chemotherapeutic
agents. The cleavage of procaspase-8 and procaspase-9 could also be shown to be induced by genipin
following inhibition of STAT3 activation, while caspase-3 was also activated [43]. JAK1 and c-Src
are upstream protein tyrosine kinases that appeared to be inhibited by genipin along with STAT3
phosphorylation. Experiments by Lee et al. [49] also corroborated the above findings: In U266 and
U937 cells, the suppressive effect of genipin on the constitutive STAT3 activation was shown to be
mediated by the suppression of the activation of c-Src, but not JAK1. Furthermore, c-Src homology
2 domain-containing phosphatase-1 (SHP-1), which dephosphorylates and inactivates STAT3, was
activated by genipin. In line with other studies (e.g., [43]), STAT3 target genes, such as Bcl-2, Bcl-x(L),
survivin, cyclin D1, and VEGF, were downregulated.

Hong and Kim [44] examined the role of the mixed lineage kinase 3 (MLK3) in the ROS-
and JNK-induced mitochondrial apoptosis in genipin-treated PC3 human prostate cancer cells.
In these cells, sub-G1 cell cycle arrest, apoptotic cell death through activation of caspase, collapse of
mitochondrial membrane potential, and release of cytochrome C were common features following
genipin treatment. Genipin also stimulated MLK3 in these cells and generated ROS, processes that
were both dependent on NADPH oxidase. As the phosphorylation of JNK and the induction of JNK by
genipin were markedly inhibited in PC3-EGFP-MLK3 (K144R) cells expressing a dominant-negative
MLK3 mutant, ROS- and MLK3-dependent apoptosis in these cells was suggested to be mediated
through downstream activation of JNK. Another observation in this study relates to the fact that
a specific inhibitor of p38 (PD169316) failed to suppress genipin-induced apoptotic cell death, hence
highlighting the various possible pathways of apoptosis induction by this compound in different cell
systems or at variable doses. On the other hand, penta-acetylated geniposide-induced cell death in
C6 glioma cells was shown to be dependent on MAPK, including p38 (and also ERK and JNK) [52].
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Sphingomyelinase (SMase)/nerve growth factor (NGF)/p75 activity in these cells, along with increased
activity of the activator protein-1 (AP-1) and NF-κB and expression of FasL and caspase 3, have been
shown to participate in cell death [52]. The NGF/p75 pathway appeared to be downstream of
N-SMase/ceramide, while both were upstream of protein kinase Cδ (PKCδ) [53]. One must note
that the experiments in this case were conducted at 0.6 mM penta-acetyl geniposide, a concentration
far higher than that used in other studies, although lower concentrations (0.3 mM) have also been
shown to induce the expression of PKCδ [55]. The study by Chang et al. [51] on C6 glioma cells
apoptosis and cells cycle arrest at the G0/G1 (G1–S transition) phase by this compound (0.3 mM)
similarly revealed p53 and c-Myc induction that also involved Bcl-2 family proteins, a decrease in the
protein expression of cyclin D1, increased levels of cyclin-dependent kinase (cdk) inhibitor p21 protein,
suppressed formation of cyclin D1/cdk 4 complex, inhibition of the phosphorylation of retinoblastoma
(Rb), and dissociation of the Rb/E2F complex.

Overall, the induction of apoptosis by genipin and geniposide involved the activation of caspases
that are known to mediate the common morphological changes, including DNA fragmentation,
membrane blebbing, and the formation of apoptotic bodies, that were widely reported along with cell
death. One common mechanism of action for these compounds appeared to be related to modulation
of gene expression. Bcl-2 is a cell survival oncogene that prevents apoptosis, hence promoting cancer
malignancies [103,104]. One of the various functions of the Bcl-2 family of proteins is the inhibition of
cytochrome C release from mitochondria that triggers the apoptosis cascade. Hence, suppressing the
expression of Bcl-2 predisposes cancer cells to increased apoptosis and cell death, as evidenced for
various anticancer drugs. Other genes and proteins related to Bcl-2 are BCL2 antagonist/Killer 1 (BAK)
and Bax, which are pro-apoptotic and hence have the opposite function of Bcl-2, i.e., they induce the
release of cytochrome C and other proteins and trigger apoptosis through caspase activation [105].
On the other hand, p53 is a tumor suppressor gene/protein that is also involved in the regulation of
cell growth/death. As a transcription factor, p53 binds to DNA to control cellular activities, including
the induction of DNA damage and cell cycle regulation leading to apoptosis. For this, p53 acts as
transcription factor for genes coding for pro-apoptotic effector proteins and also orchestrate death
signaling through the mitochondria and cytoplasmic cascades [106–108]. The transcription of enzymes
involved in the repair of DNA is also induced by p53 [109]. In the various studies mentioned above for
geniposide and analogues, modulation of the various cell survival/death regulatory genes/proteins
has been demonstrated. The effect of genipin on signal transduction pathways, including those
regulated by kinases, is similar to that of many clinically useful drugs. By inhibiting tyrosine kinases
such as mitogen-activated protein kinase kinase (MEK1/2)-ERK1/2 signaling, the therapeutic potential
of imatinib, gefitinib, and sunitinib has been validated [110].

The role of cell cycle regulation in the treatment of various cancers has been extensively reviewed
(e.g., [111–113]). The cell division cycle is divided into distinct phases and include the Gap 0 (G0—resting
stage), G1 (gap phase 1), synthesis (S) (DNA synthesis), G2 (gap phase 2), and M (mitosis) phases.
Besides the role of various genes and protein kinases, the regulation of the cell cycle is under
direct control of the various cyclins and cyclin-dependent kinases (cdks—which are serine/threonine
kinases). D-type cyclins have been widely known for regulating cell cycle progression and tumorigenic
cascades [114]. The interaction between cyclins and cdks is important in the smooth transition between
the various stages of the cell cycle. Inhibitors, including those acting on p21 and various other associated
proteins such as the nuclear transcriptional factors E2F-1 and Ets-1, also play important roles in cell cycle
regulation. Various external stimuli that damage DNA, such as ionizing and UV radiations as well as
many chemotherapeutic drugs, can induce inhibitors such as E2F1 [115]. The binding and/or activation
of Cdk4 and Cdk6 with Cyclin D1 promotes G1/S-phase transition. Hence, the overexpression of cyclin
D1 could promote tumorigenesis. The activation of p53 also leads to transcriptional downregulation of
cell cycle proteins [116]. Another tumor suppressor protein in cancer cells is Rb which is inactivated
through phosphorylation by the various cyclin cdks, leading to progression of the cell cycle through
G1 into S. Hence, the effects of genipin and geniposide in the various studies discussed above as
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modulators of cell cycle arrest through pathways involving cyclins, cdks, and associated genes and
signaling pathways outlined their possible mechanisms of action.

In view that the cytotoxic effects of genipin/geniposide occur at fairly large concentrations,
multiple mechanisms may be involved. Gálvez et al. [117], for example, showed topoisomerase
I poisoning by geniposide as another possible mechanism of action. Along with another iridoid
glycoside, aucubin, the compound could stabilize the covalent attachment of topoisomerase I (but not
topoisomerase II) subunits to DNA at sites of DNA strand breaks.

5.2. General Anti-Inflammatory Mechanisms

Carcinogenesis and inflammation have many overlapping signaling cascades in common. Key
inflammatory mediators, such as (interleukin 1 (IL-1), IL-6, and TNF-α) are also implicated in
carcinogenesis as well as in established cancer biology processes [118]. The expression of these
cytokines is mediated through the activation of some common transcription factors, such as NF-κB,
AP-1, STAT3, and Smad. Hence, while agents that chronically induce the expression of transcription
factors such NF-κB and STAT3 could induce carcinogenesis [119,120], the same mechanism could be
targeted by therapeutic agents to inhibit tumorigenesis. While chronic inflammation can increase the
oncogenic potential of normal cells by its own, viral-induced carcinogenesis could also be mediated
through enhanced oxidative stress and inflammatory mechanisms [121]. Besides cytokines, various
chemokines and prostaglandins that are implicated in inflammation through their autocrine and
paracrine effects are also known to participate in cancer biology [122]. Moreover, other carcinogenic
agents such as UV irradiation do also trigger the inflammatory process in the body, including the
induction of prostaglandins and cytokines that mediate carcinogenesis [123,124]. The link between
cancer metastasis and inflammation is even clearer, as the process of angiogenesis and wound healing
biology share many common features, and cancer metastasis also exploits the various biochemical
and molecular sequels of leucocyte infiltration into extravascular tissues. For details of the crosstalk
between cancer and inflammation, readers are directed to review articles on this subject [125–128].

On the basis of the above-mentioned cancer-inflammation crosstalk, the anti-inflammatory effects
of genipin and geniposide are worth mentioning. Genipin has been shown to suppress the production
of TNF-α both in vivo and in vitro [129]. In a cultured mouse macrophage-like (J774.1) cell line,
50 µg/mL (but not 10 µg/mL) could suppress TNF-α production, while mice pre-treated with genipin
(100 mg/kg, i.p.) could be protected (53%) from the lethal dose of galactosamine/LPS. The antioxidant
effect of genipin and geniposide that correlates with their antidiabetic effect has been well demonstrated
(reviewed in [13]) and includes the induction of antioxidant HO-1 and GSH via induction of Nrf2 [130].
Through induction of HO-1, genipin can also inhibit TNF-α-induced vascular smooth muscle cell
proliferation and migration [93]. The anti-inflammatory mechanisms of these compounds in the
Alzheimer’s brain (e.g., [131,132] have been extensively reviewed recently [12]. The effect of genipin
in gastrointestinal tract inflammation, including that induced by HCl-ethanol in an acute gastritis
model, has also been established [40,133]. In the dextran sulphate sodium-induced colitis in mice,
genipin was shown to display anti-inflammatory and protective effects against mucosal damage [134].
The suppressive effects on proinflammatory cytokines and NF-κB activation have were shown in both
animal models and in vitro in LPS-activated Caco-2 cells [134].

The anti-inflammatory effects of genipin and geniposide have also been demonstrated through
various other experimental models. By suppressing ERK1/2 signalling pathway, geniposide could
suppress the inflammatory response in brain microvascular endothelial cells (Li et al., 2016) [135].
In LPF/IFN-γ stimulated murine macrophage (RAW 264.7) cells, genipin (50–300 µM) inhibited NO
production and iNOS expression via NF-κB inhibition [136]. In vivo, both genipin and geniposide
showed anti-inflammatory effects in carrageenan-induced rat paw oedema, carrageenan-induced air
pouch formation, and affected NO content in the exudates [137]. These effects were demonstrated at doses
from 50 to 400 mg/kg, with genipin being more potent than geniposide. Genipin (0.55–4.42 µMol/year)
was also shown to have topical anti-inflammatory effects, as inhibition of the croton oil-induced ear
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oedema in mice was observed [136]. The antithrombotic activity of genipin and geniposide have also
been widely reported (e.g., [138,139]). Both act through antioxidant and anti-inflammatory effects,
exerting organoprotective effects in the neuronal and hepatic systems [140–147]. Hence, the known
anti-inflammatory effects of these compounds could play part in abolishing the critical inflammatory
component of cancer at various developmental stages (carcinogenesis, maintenance, and metastasis).

5.3. Cancer Cell Killing by Weaponizing Oxygen

Reactive oxygen species (ROS) include radical species such as superoxide anion radical (O2) and
hydroxyl radical (OH·), and non-radicals such as H2O2. They are produced under normal physiological
conditions through a variety of mechanisms, such the induction by cytokines, and under stress or
inflammatory conditions. ROS are involved in the regulation of signal transduction in various cellular
processes, including promotion of cell proliferation at submicromolar or micromolar concentrations.
Higher levels (e.g., over 100 µM) of ROS are, however, known to induce apoptosis, while even greater
concentrations, in the mM range, could induce rapid (necrotic) cell death within minutes because
of cell membrane destruction. Numerous studies in the last few decades outlined that cancer cells
development is dependent on low but chronic levels of ROS generation [148–150]. Hence, drugs that
induce the generation of ROS intracellularly could have potential anticancer effects. In this connection,
many existing anticancer drugs, such as the anthracyclines (e.g., doxorubicin, daunorubicin, epirubicin,
and idarubicin), appear to work through such mechanisms [151]. Intriguingly, many compounds
that are regarded as antioxidants, including a range of phytochemicals, are also known to induce
the generation of ROS at low concentrations. Examples of antioxidant polyphenols inducing the
generation of ROS include flavonoids [152,153], eugenol [154], quercetin [155], resveratrol [156],
nordihydroguaiaretic [157], and curcumin [158]. We have also identified many other compounds that
can induce pro-oxidative biological effects in the presence of copper ions, as well as cytotoxicity
in cancer cells [159–164]. While the antioxidant effects of such compounds might explain their
anticarcinogenic effects, their cytotoxicity and/or apoptosis induction is associated with ROS
generation mechanisms. Even within the antioxidant polyphenols, however, some compounds and
structural groups display more pro-oxidative effects than antioxidant effects and may also potentiate
the cytotoxicity of other drugs (e.g., TNF-α) in cancer cells [163]. Interestingly, even known antioxidants
such as vitamin E and ascorbic acids do also possess pro-oxidant effects [164–166] and mediate
apoptosis through ROS mechanisms.

The generation of O2
− from molecular oxygen constitutes the initial step of ROS production in

the mitochondria [167,168]. In immune cells, such as white blood cells, ROS generation primarily
through NADPH oxidase is also a fundamental process in the body’s defence against pathogenic
microorganisms and malignancy. The mitochondria are a source not only of ROS implicated in
carcinogenesis and cancer cell killing by drugs but also of a range of proteins involved in cell cycle
survival/death regulations. Hence, mitochondrial membrane damage and membrane potential
are among the common parameters measured in apoptosis assays. A compromised mitochondrial
membrane leads to leakage of proteins into the cytosol, including cytochrome C, to induce caspase
activation. As outlined in the previous section, induction of apoptosis by genipin and geniposide
through mitochondria-dependent or independent pathways has been shown to be associated with
the generation of ROS in various cancer cell lines. One of the link between ROS and induction of
apoptosis is the stress-activated protein kinase (SAPK) or JNK. When ROS are activated by drugs or
any other stimuli (UV irradiation, heat shock, GSH depletion, and many chemotherapeutic drugs),
the activation of JNK is initiated leading to induction of apoptosis. In the experiment by Kim et al. [45],
genipin-induced apoptosis in hepatocarcinoma cells (Hep3B cells) was shown to be mediated by
ROS/JNK activation of the mitochondrial pathway. JNK1/2 but not MEK1/2 nor p38 MAPK was
shown to be activated. Transfection (of c-Jun) and inhibition studies (with NADPH oxidase) further
confirmed the ROS generation-mediated apoptotic cell death via caspase-3 and JNK activation.
These data were thus consistent with those from other studies highlighting the role of NADPH
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oxidase-dependent generation of ROS leading to downstream JNK activation as a mechanism of
apoptosis induction by genipin. In light of comparative activity, genipin but not geniposide was able
to induce the above events when tested at 200 µM concentration [45]. The role of JNK1/2, ERK1/2,
and/or p38 MAPK following ROS generation could be dependent on the cell type and the type of
stimulus. In this regard, the various signal transduction pathways associated with ROS generation
induced by these drugs have already been described in the various cytotoxicity experiments listed
above. The further role of ROS in the mitochondria is discussed in the following Section 5.4.

Cancer cell killing via the upregulation of ROS production is closely linked to depletion of
antioxidant defenses. The diminished intracellular level of GSH is therefore the hallmark of cell
death induced by ROS-activating agents. Thus, drugs that deplete GSH, such as plant isothiocyanates
(e.g., moringin), do also have a potent anticancer effect [169]. Whether the α,β-unsaturated carbonyl
moiety in genipin/geniposide discussed in Section 4.1 directly interacts with sensitive thiol groups to
account for the diminished antioxidant (GSH) status remains to be proved.

5.4. Emerging Role of the Mitochondrial Uncoupling Protein-2 (UCP2) in Cancer Biology and Chemotherapy

With respect to the role of the mitochondria in orchestrating both cancer development and death
induced by a variety of agents, the uncoupling proteins (UCPs) have emerged as key players in recent
years. The basic process of cellular respiration and/or oxidative phosphorylation in the mitochondria
is based on the transport of protons (H+) out of the mitochondrial matrix to the intermembrane space.
The resulting mitochondrial membrane potential and protons electrochemical gradient drive ATP
synthase upon re-entry of protons. ATP generation in the mitochondria is therefore a result of the
coupling of the electron transport chain to ADP phosphorylation to form ATP (Figure 4). Located
at the inner mitochondrial membrane, the UCPs also transport protons back into the mitochondrial
matrix and hence abolish the proton gradient required for ATP production, but they also diminish
O2
− production (reviewed in [170]). As cancer cells are under increased oxidative stress, they require

an increased activity of UCPs for their survival [171]. UCP2 is known to suppress mitochondrial ROS
production and is employed by drug-resistant cancer cells to mitigate oxidative stress [172–174]. Hence,
UCP2 is overexpressed in many cancer cells and plays a key role both in tumorigenesis and in cancer
progression. One of the emerging rational approaches in targeting cancer cells by chemotherapeutic
agents as well as in abolishing chemo-resistance is, thus, through UCP2 targeting. Once again,
the overall therapeutic principle is based on the fact that a higher mitochondrial membrane potential
means a higher level of ROS generation that could be overcome by the action of UPC2 as a natural
antioxidant in cancer cells. Recent studies also suggest that overexpressed UCP2 in cancer cells remove
Krebs-cycle metabolites from the mitochondria and hence shifts metabolic energy generation from
mitochondrial Krebs cycle/oxidative phosphorylation to oxygen-dependent glycolysis: a fundamental
process in cancer cells now widely known as the Warburg effect (Warburg, 1956) [175].

On the basis of the above discussion showing the critical role of UCP2 in cancer biology,
the reported effect of genipin and analogues on this system appears to constitute a major anticancer
mechanism of action. Mailloux et al. [176] studied the effect of genipin on UCP2 by using drug-sensitive
HL-60 cells and the drug-resistant MX2 subline as model systems. First, they showed that a higher
level of UCP2 could be detected in the mitochondria of drug-resistant cells, which appeared to account
for 37% of the resting cellular oxygen consumption. The resting cellular respiratory rates were also
higher in the drug-resistant cells. In the CHO cells stably expressing UCP2, genipin could suppress
this respiration by ~22% as compared to no effects in empty-vector CHO cells not expressing UCP2.
The increase in ROS by genipin was also shown to be linked to the inhibition of mitochondrial proton
leak induced by UCP2. A study by Ayyasamy et al. [177] was consistent with the above findings,
in that UCP2 was shown to be overexpressed in many cancer cell lines and to promote tumorigenic
properties both in vitro and in vivo. In this environment, genipin was shown to downregulate both
ROS and UCP2 function. The induction of apoptosis by genipin in pancreatic carcinoma cells (Panc-1)
was also established to be mediated through UCP2 inhibition and subsequent ROS production [178].
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A UCP2 inhibition-dependent mechanism of apoptosis induction in T47D breast cancer cells was
reported by Cho et al. implicating the reduction of both glycolytic flux and mitochondrial oxidative
respiration. [179]. A study by Yao et al. [179] was in support of the above finding, while a contradictory
result was reported in a study by Ma et al. [180], where upregulation of UCP2 expression in HepG2
cell lines of hepatocyte steatosis was reported. This could be related to the differential effects of
genipin at different doses, for example, in inducing or inhibiting the generation of ROS. Despite
this discrepancy, genipin is now widely employed as a standard UCP2-inhibiting drug in various
experimental models of ROS generation and in mitochondrial activity studies (e.g., [181–189] just to
mention few). Many other studies on cancer based on UCP2 inhibition and ROS generation by genipin
have also been published (e.g., [177,190,191]). The overall activity of genipin in this system is depicted
in Figure 4.

Figure 4. Targeting UCP2 by genipin in cancer. The electron transport chain in the mitochondria
comprises complexes I–IV that transfer electrons from NADH through a series of oxidation–reduction
reactions. The generation of the (H+) electrochemical gradient by the coordinated action of complexes
(I, II, and IV) allows coupling with phosphorylation via ATP synthase. In addition to O2 serving as
a final electron acceptor at complex IV, its premature reduction at complexes I and III could lead to O2

−

formation. UCP2, which is excessively expressed in cancer cells, uncouples the process by creating
a (H+) leak and reducing the mitochondrial membrane potential. This mechanism, exploited by cancer
cells as a survival factor via reducing ROS generation, is targeted by genipin. CoQ, coenzyme Q and
Cyt C, cytochrome C.

The exact mechanism of action of genipin in inhibiting UPC2 is not known, but some clue on
structure-activity relationships has been outlined by Yang et al. [178]. As geniposide (discussed in
the previous section) is a weaker cytotoxic agent in vitro, and even 1-ethyl-genipin (ethyl insisted of
glucose (geniposide) derivative) failed to show cytotoxicity, the authors suggested a crucial role of
the free hydroxyl position both for cytotoxicity and UPC2 inhibition. Other derivatives, where the
10-hydroxyl position was derivatised (as acetate or trimethyl acyl) but still with the 1-OH hydroxyl
group intact, were also shown to be active. Further research is however required to clearly elucidate
the structure-activity relationship.

Readers should bear in mind that, while inhibiting UCP2 could offer a therapeutic option in cancer
cells, it could also be detrimental in some pathological conditions. For example, downregulation of
UCP2 by genipin was shown to exacerbate diabetes-induced kidney (proximal tubular cells) injury and
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apoptosis (Chen et al., 2014) [192]. Genipin could also exacerbate palmitate-induced hepatic steatosis
through UCP2 inhibition [193]. Even though genipin is known to have a reputed antidiabetic effect
(reviewed in [13]), its effect on UCP2 has been shown to be associated with reduced insulin-stimulated
glucose uptake in 3T3-L1 adipocytes [194]. On the other hand, its effect on UCP2-mediated proton
leak has been shown to reverse obesity- and high glucose-induced pancreatic beta cells [195].

6. Drug Potentiation

Through the effect related to UCP2 inhibition, Mailloux et al. [176] have shown that drug-resistant
leukemic cells could be sensitized to the cytotoxic action of menadione, doxorubicin, and epirubicin
when co-treated with genipin. Dando et al. [37] also studied the crosstalk between UCP2 inhibition
and the ROS/Akt/mechanistic target of rapamycin (mTOR) axis for genipin/everolimus anticancer
synergism. In their study, employing mice xenografts of pancreatic adenocarcinoma and in vitro
experiments, inhibition of UCP2 by genipin triggered the Akt/mTOR pathway by a ROS-dependent
mechanism. Tumour masses from mice injected with UCP2 (genipin) and mTOR inhibitors (everolimus)
revealed a strong reduction in tumour volume and number of mitosis, associated with a marked
cytosolic glycolytic enzyme glyceraldehyde 3-phosphate dehydrogenase (GAPDH) nuclear positivity.
Their data appeared to reveal that genipin (200 µM) and everolimus could synergize in inhibiting cell
proliferation both in vitro and in vivo through GAPDH nuclear translocation. The potentiation effect of
genipin on anticancer agents in vitro via UCP2 inhibition and associated ROS generation has now been
established for various drugs, including for the cytotoxic effect of cisplatin in colon cancer cells [36],
breast cancer cells (MCF-7 and T47D) exposed to several chemotherapeutic agents [196], and various
pancreatic adenocarcinoma cell lines (PaCa44, PaCa3, Panc1, CFPAC1, T3M4, and MiaPaCa2) exposed
to gemcitabine [197].

Hauang et al. [198] have studied the potential potentiation effect of geniposide on doxorubicin
cytotoxicity in vitro by using drug-resistant human osteosarcoma (MG63/doxorubicin) tumour cells.
At a concentration that does not affect cancer cell growth, geniposide was shown to reverse doxorubicin
resistance in a dose-dependent manner. In MG63/DOX cancer cell-derived xenografts in nude mice,
geniposide also appeared to enhance the efficacy of doxorubicin. The effect of geniposide in this
potentiation was shown to be associated with the downregulation of P-glycoprotein expression.
A preliminary report by Su et al. [199] also showed an enhancement in the anticancer activity of
rapamycin by genipin.

Genipin was also shown to potentiate the cytotoxic effect of chemotherapeutic agents, such
as bortezomib, thalidomide, and paclitaxel in U266 cells [49]. On the other hand, by suppressing
oxidative stress and inflammation, genipin can also attenuate cisplatin-induced nephrotoxicity [200].
In a murine model of cisplatin-induced nephropathy, genipin pre-treatment was shown to alleviate
renal tissue injury by diminishing the serum blood urea nitrogen, creatinine, and cystatin C levels,
as well as those of kidney injury molecule-1. Furthermore, genipin could attenuate cisplatin-induced
oxidative/nitrative stress [200]. Hence, both the pro-oxidant and antioxidant effect of genipin
and related compounds could be exploited for cancer and numerous other pathological conditions.
Depending on concentrations/doses and cell types, variable outcomes could also be achieved.

7. General Summary and Conclusions

Plants are widely exploited natural sources of drugs for cancer therapy. While some of these
drugs have been identified through random screening programs, like taxanes, some resulted from
research on traditional medicinal uses, as exemplified by genipin and geniposide presented in this
review. The level of anticancer effect by genipin/geniposide in terms of potency does not match that
of taxanes or other mechanism-specific anticancer drugs, but their multiple mechanisms of action
and chemical characteristics appear to provide valuable lessons in advancing our knowledge in the
field. These compounds have a plethora of effects in cancer development (carcinogenesis), survival,
and metastasis that may be summarized as follow:
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• Anticarcinogenic effect via antioxidant and anti-inflammatory (e.g., Nrf2, GPx induction) mechanisms.
• Targeting specific enzymes (e.g., GGT, MMPs) involved in carcinogenesis.
• Modulation of signal transduction pathways (e.g., MAPK such as JNK, p38, and ERK; PI3K, Akt,

JAK1, etc.) involved in cell proliferation, inflammation, and cell death.
• Suppression of the production and function of proinflammatory cytokines (such as IL-1, IL-6,

and TNF-α) and other proteins (iNOS).
• Modulation of various transcription factors (Egr1, NF-κB, AP-1, p21, STAT3) involved in

inflammation and cancer biology and of transcriptional modulators such as SMAD2.
• Upregulation of genes/proteins that promote cell death and downregulation of survival

genes/proteins; p53, Bcl-2, Bcl-xL, survivin, c-Myc, Bax, etc. are classical examples.
• Enhancement od ROS formation both by the NADPH oxidase and UCP2 pathways (see Figure 5).
• Triggering of cell cycle arrest (G1/S phase or G2/M phase) by modulating cyclin-dependent kinases.
• Mechanism related to topoisomerase I poisoning for cytotoxicity and downregulation of

P-glycoprotein that allow drug potentiation and/or combination therapy.
• Activation of procaspases (e.g., procaspase-8 and 9) and caspases including the final apoptosis

executioner, caspase 3.

Figure 5. The dual effect of genipin/geniposide on ROS. The plus (+) sign indicates potentiation while
minus (−) sign indicates inhibition.

The most crucial effect of genipin/geniposide appears to be linked to the double-edge sword
mechanism of life and death balancing act by ROS and/or inflammation (Figure 5). They appear
to enhance ROS generation both through the NADPH oxidase system and via the mitochondria,
primarily through a UCP2 mechanism in cancer cells. This effect, particularly by genipin, supports
thier use as gold-standard reference compounds in cancer pharmacology studies. The same mechanism
involved in carcinogenesis is also targeted by genipin/geniposide, as evidenced from both in vitro
and in vivo data. Such an effect, perhaps obtainable even at smaller doses, appears to have a relevant
value for therapeutic approaches focused on the chemoprevention or nutraceutical utilization of
plant resources. In this connection, the common fruits of the plants yielding genipin/geniposide are
important resources to be taken into consideration. The demise of genipin/geniposide as anticancer
agents appears to lie on their dual prooxidant/antioxidant effect, with their overall anticancer effect
on established cancers appearing to be mediated at fairly large doses. Future studies are therefore
required to disentangle these conflicting pharmacological properties, perhaps through structural
design, to confer these compounds a far greater potency. In the meantime, the lessons learnt from
these compounds as anticancer agents, from their pharmacokinetics profiles to their mechanisms of
action, are further examples of the role played by plants as valuable sources of anticancer drugs.
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Abbreviations

AP-1 Activator protein-1
AFB1 Aflatoxin B1

Akt Protein kinase B (PKB)
αSMA α-Smooth muscle actin
ALT Alanine aminotransferase
AST Aspartate aminotransferase
BAK-1 BCL2 Antagonist/Killer 1
Bax BCL2-associated X
Bcl-2 B cell lymphoma gene 2
Cdk Cyclin-dependent kinase
c-Fos C-Jun, c-Myc, and c-Src; proto-oncogenes
EBV Epstein-Barr virus
ECM Extracellular matrix
Egr1 Early growth response-1
ERK1/2 Extracellular signal-regulated kinases 1 and 2
GAPDH Glyceraldehyde 3-phosphate dehydrogenase
GGT γ-Glutamyl transpeptidase
GPx Glutathione peroxidase
GSH Glutathione
GST Glutathione-S-transferase
γ-GT γ-Glutamyltranspeptidase
HO-1 Haem oxygenase-1
H2O2 Hydrogen peroxide
IFN-γ Interferon-γ
IL-1 Interleukin 1
IL-6 Interleukin 6
iNOS Inducible nitric oxide synthase
JAK1 Janus kinase-1
JNK C-Jun-NH2-kinase
LPS Lipopolysaccharide
MAPK Mitogen-activated protein kinase
MEK1/2 Mitogen-activated protein kinase kinase 1 and 2
MLK3 Mixed lineage kinase-3
MMP-2 Matrix metalloproteinase-2
MT1-MMP Membrane type I matrix metalloproteinase
mTOR Mechanistic target of rapamycin
NF-κB Nuclear factor kappa B
NGF Nerve growth factor
NO Nitric oxide
p21 Cyclin-dependent kinase inhibitor p21
PKCδ Protein kinase Cδ

PI3K Phosphoinositide 3-kinase
Rb Retinoblastoma
ROS Reactive oxygen species
SHP-1 c-Src homology 2 domain-containing phosphatase-1
SMAD2 Mothers against decapentaplegic homolog 2 also known as SMAD family member 2
SMase Sphingomyelinase
STAT3 Signal-transducer-and-activator-of-transcription-3
TGFβ1 Transforming growth factor β1
TIMP-1 Tissue inhibitor of matrix metalloproteinase-1
TNF-α Tumour necrosis factor-α TPA, 12-O-Tetradecanoylphorbol-13-acetate
VEGF Vascular endothelial growth factor



Biomedicines 2018, 6, 39 19 of 28

References

1. Mukhtar, E.; Adhami, V.M.; Mukhtar, H. Targeting microtubules by natural agents for cancer therapy.
Mol. Cancer Ther. 2014, 13, 275–284. [CrossRef] [PubMed]

2. Ivano, A.; Andrey, L.; Richard, A.K.; Gerry, M.; Alexey, V.A. Polypharmacology of approved anticancer
drugs. Curr. Drug Targets 2017, 18, 534–543. [CrossRef]

3. Ke, X.; Shen, L. Molecular targeted therapy of cancer: The progress and future prospect. Front. Lab. Med.
2017, 1, 69–75. [CrossRef]

4. Corraliza-Gorjón, I.; Somovilla-Crespo, B.; Santamaria, S.; Garcia-Sanz, J.A.; Kremer, L. New strategies using
antibody combinations to increase cancer treatment effectiveness. Front. Immunol. 2017, 8, 1804. [CrossRef]
[PubMed]

5. Butler, T.; Maravent, S.; Boisselle, J.; Valdes, J.; Fellner, C. A review of 2014 cancer drug approvals, with a look
at 2015 and beyond. Pharm. Ther. 2015, 40, 191–205. [PubMed]

6. CenterWatch. FDA Approved Drugs. Available online: https://www.centerwatch.com/drug-information/
fda-approved-drugs/ (accessed on 25 January 2018).

7. Davis, C.; Gurpinar, E.; Pinto, A. Availability of evidence of benefits on overall survival and quality of life
of cancer drugs approved by European Medicines Agency: Retrospective cohort study of drug approvals
2009–13. BMJ 2017, 359, j4530. [CrossRef] [PubMed]

8. WHO. Cancer: Fact Sheet. Available online: http://www.who.int/mediacentre/factsheets/fs297/en/
(accessed on 25 January 2018).

9. Shan, M.; Yu, S.; Yan, H.; Guo, S.; Xiao, W.; Wang, Z.; Zhang, L.; Ding, A.; Wu, Q.; Li, S.F.Y. A Review on the
phytochemistry, pharmacology, pharmacokinetics and toxicology of geniposide, a natural product. Molecules
2017, 22, 1689. [CrossRef] [PubMed]

10. Inouye, H.; SaitoTaguchi, S.; Endo, T. New iridoid glucosides gardenoside and geniposide from
Gardenia jasminoides. Tetrahedron Lett. 1969, 28, 2347–2350. [CrossRef]

11. Endo, T.; Taguchi, H. The constituents of Gardenia jasminoides: Geniposide and genipin gentiobioside.
Chem. Pharm. Bull. 1973, 21, 2684–2688. [CrossRef]

12. Habtemariam, S. Iridoids and other monoterpenes in the Alzheimer’s brain: Recent development and future
prospects. Molecules 2018, 23, 117. [CrossRef] [PubMed]

13. Habtemariam, S. Antidiabetic potential of monoterpenes: a case of small molecules punching above their
weight. Int. J. Mol. Sci. 2018, 19, 4. [CrossRef] [PubMed]

14. Yin, F.; Wu, X.; Li, L.; Chen, Y.; Lu, T.; Li, W.; Cai, B.; Yin, W. Quality control of Gardeniae Fructus by HPLC-PDA
fingerprint coupled with chemometric methods. J. Chromatogr. Sci. 2015, 53, 1685–16594. [CrossRef] [PubMed]

15. Zhang, Q.; Du, S.; Lu, Y.; Rao, X. Studies on O/W partition coefficient and absorption kinetics of geniposide
in fructus gardeniae extract in rat intestine. Zhongguo Zhong Yao Za Zhi 2009, 34, 1840–1844. [PubMed]

16. Yang, M.; Chen, X.Y.; Zhang, H.Y.; Wang, J.M.; Lu, Q.; Song, W. Pharmacokinetics of geniposide through
4 routes of administration. Chin. J. New Drugs 2010, 19, 746–750.

17. Yu, D.; Zhang, Y.; Guo, L.W.; Zhang, Q.C.; Zhu, H.X. Study on the absorption mechanism of geniposide in
the Chinese formula Huang-Lian-Jie-Du-Tang in rats. AAPS PharmSciTech 2017, 18, 1382–1392. [CrossRef]
[PubMed]

18. Jin, M.J.; Kim, I.S.; Kim, D.H.; Yoo, H.H. Liquid chromatography-tandem mass spectrometric determination
of geniposide in rat plasma and its pharmacokinetic application. Bull. Korean Chem. Soc. 2013, 34, 2760–2764.
[CrossRef]

19. Li, Y.; Cai, W.; Cai, Q.; Che, Y.Y.; Zhao, B.S.; Zhang, J.Y. Comprehensive characterization of the in vitro and
in vivo metabolites of geniposide in rats using ultra-high-performance liquid chromatography coupled with
linear ion trap-Orbitrap mass spectrometer. Xenobiotica 2016, 46, 357–368. [CrossRef] [PubMed]

20. Lu, Y.; Chen, X.; Du, S.; Wu, Q.; Yao, Z.; Zhai, Y. The in situ and in vivo study on enhancing effect of borneol
in nasal absorption of geniposide in rats. Arch. Pharm. Res. 2010, 33, 691–696. [CrossRef] [PubMed]

21. Lu, Y.; Du, S.Y.; Chen, X.L.; Wu, Q.; Song, X.; Xu, B.; Zhai, Y.S. Enhancing effect of natural borneol on the
absorption of geniposide in rat via intranasal administration. J. Zhejiang Univ. Sci. B 2011, 12, 143–148.
[CrossRef] [PubMed]

http://dx.doi.org/10.1158/1535-7163.MCT-13-0791
http://www.ncbi.nlm.nih.gov/pubmed/24435445
http://dx.doi.org/10.2174/1389450117666160301095233
http://dx.doi.org/10.1016/j.flm.2017.06.001
http://dx.doi.org/10.3389/fimmu.2017.01804
http://www.ncbi.nlm.nih.gov/pubmed/29312320
http://www.ncbi.nlm.nih.gov/pubmed/25798040
https://www.centerwatch.com/drug-information/fda-approved-drugs/
https://www.centerwatch.com/drug-information/fda-approved-drugs/
http://dx.doi.org/10.1136/bmj.j4530
http://www.ncbi.nlm.nih.gov/pubmed/28978555
http://www.who.int/mediacentre/factsheets/fs297/en/
http://dx.doi.org/10.3390/molecules22101689
http://www.ncbi.nlm.nih.gov/pubmed/28994736
http://dx.doi.org/10.1016/S0040-4039(01)88161-2
http://dx.doi.org/10.1248/cpb.21.2684
http://dx.doi.org/10.3390/molecules23010117
http://www.ncbi.nlm.nih.gov/pubmed/29316661
http://dx.doi.org/10.3390/ijms19010004
http://www.ncbi.nlm.nih.gov/pubmed/29267214
http://dx.doi.org/10.1093/chromsci/bmv072
http://www.ncbi.nlm.nih.gov/pubmed/26071608
http://www.ncbi.nlm.nih.gov/pubmed/19894521
http://dx.doi.org/10.1208/s12249-016-0610-3
http://www.ncbi.nlm.nih.gov/pubmed/27531366
http://dx.doi.org/10.5012/bkcs.2013.34.9.2760
http://dx.doi.org/10.3109/00498254.2015.1079746
http://www.ncbi.nlm.nih.gov/pubmed/26330181
http://dx.doi.org/10.1007/s12272-010-0507-8
http://www.ncbi.nlm.nih.gov/pubmed/20512466
http://dx.doi.org/10.1631/jzus.B1000121
http://www.ncbi.nlm.nih.gov/pubmed/21265046


Biomedicines 2018, 6, 39 20 of 28

22. Lu, Y.; Du, S.; Bai, J.; Li, P.; Wen, R.; Zhao, X. Bioavailability and brain-targeting of geniposide in
gardenia-borneol co-compound by different administration routes in mice. Int. J. Mol. Sci. 2012, 13,
14127–14135. [CrossRef] [PubMed]

23. Akao, T.; Kobayashi, K.; Aburada, M. Enzymatic studies on the animal and intestinal bacterial metabolism
of geniposide. Biol. Pharm. Bull. 1994, 17, 1573–1576. [CrossRef] [PubMed]

24. Kobayashi, K.; Akao, T. Relation of intestinal bacteria to pharmacological effects of glycosides. Biosci. Microflora
1997, 16, 1–7. [CrossRef]

25. Yim, J.S.; Kim, Y.S.; Moon, S.K.; Cho, K.H.; Bae, H.S.; Kim, J.J.; Park, E.K.; Kim, D.H. Metabolic activities of
ginsenoside Rb1, baicalin, glycyrrhizin and geniposide to their bioactive compounds by human intestinal
microflora. Biol. Pharm. Bull. 2004, 27, 1580–1583. [CrossRef] [PubMed]

26. Habtemariam, S.; Belai, A. Natural therapies of the inflammatory bowel disease: The case of rutin and its
aglycone, quercetin. Mini-Rev. Med. Chem. 2018, 18, 234–243. [CrossRef] [PubMed]

27. Kim, D.H.; Kim, S.Y.; Park, S.Y.; Han, M.J. Metabolism of quercitrin by human intestinal bacteria and its
relation to some biological activities. Biol. Pharm. Bull. 1999, 22, 749–751. [CrossRef] [PubMed]

28. Jiang, S.; Yang, J.; Qian, D.; Guo, J.; Shang, E.-X.; Duan, J.-A.; Xu, J. Rapid screening and identification
of metabolites of quercitrin produced by the human intestinal bacteria using ultra performance liquid
chromatography/quadrupole-time-of-flight mass spectrometry. Arch. Pharm. Res. 2014, 37, 204–213.
[CrossRef] [PubMed]

29. Kang, M.J.; Khanal, T.; Kim, H.G.; Lee, D.H.; Yeo, H.K.; Lee, Y.S.; Ahn, Y.T.; Kim, D.H.; Jeong, H.G.;
Jeong, T.C. Role of metabolism by human intestinal microflora in geniposide-induced toxicity in HepG2
cells. Arch. Pharm. Res. 2012, 35, 733–738. [CrossRef] [PubMed]

30. Jin, M.J.; Kim, I.S.; Kim, D.-H.; Yoo, H.H. Effects of intestinal microbiota on the bioavailability of geniposide
in Rats. J. Agric. Food Chem. 2014, 62, 9632–9636. [CrossRef] [PubMed]

31. Kim, Y.S.; Lee, C.-J.; Ma, J.Y. Enhancement of active compound, genipin, from Gardeniae fructus using
immobilized glycosyl hydrolase family 3 β-glucosidase from Lactobacillus antri. AMB Express 2017, 7, 64.
[CrossRef] [PubMed]

32. Ku, S.; You, H.J.; Park, M.S.; Ji, G.E. Whole-cell biocatalysis for producing ginsenoside Rd from Rb1 using
Lactobacillus rhamnosus GG. J. Microbiol. Biotechnol. 2016, 26, 1206–1215. [CrossRef] [PubMed]

33. Xiudong, X.; Ying, W.; Xiaoli, L.; Ying, L.; Jianzhong, Z. Soymilk residue (okara) as a natural immobilization
carrier for Lactobacillus plantarum cells enhances soymilk fermentation, glucosidic isoflavone bioconversion,
and cell survival under simulated gastric and intestinal conditions. Peer J. 2016, 4, e2701. [CrossRef]
[PubMed]

34. Cheng, Z.; Xu, H.; Wang, X.; Liu, Z. Lactobacillus raises in vitro anticancer effect of geniposide in HSC-3
human oral squamous cell carcinoma cells. Exp. Ther. Med. 2017, 14, 4586–4594. [CrossRef] [PubMed]

35. Kim, B.R.; Jeong, Y.A.; Na, Y.J.; Park, S.H.; Jo, M.J.; Kim, J.L.; Jeong, S.; Lee, S.Y.; Kim, H.J.; Oh, S.C.; et al.
Genipin suppresses colorectal cancer cells by inhibiting the Sonic Hedgehog pathway. Oncotarget 2017, 8,
101952–101964. [CrossRef] [PubMed]

36. Wang, R.; MoYung, K.C.; Zhao, Y.J.; Poon, K. Mechanism for the temporal potentiation of genipin to the
cytotoxicity of cisplatin in colon cancer cells. Int. J. Med. Sci. 2016, 13, 507–516. [CrossRef] [PubMed]

37. Dando, I.; Pacchiana, R.; Pozza, E.D.; Cataldo, I.; Bruno, S.; Conti, P.; Cordani, M.; Grimaldi, A.; Butera, G.;
Caraglia, M.; et al. UCP2 inhibition induces ROS/Akt/mTOR axis: Role of GAPDH nuclear translocation in
genipin/everolimus anticancer synergism. Free Radic. Biol. Med. 2017, 113, 176–189. [CrossRef] [PubMed]

38. Ko, H.; Kim, J.M.; Kim, S.J.; Shim, S.H.; Ha, C.H.; Chang, H.I. Induction of apoptosis by genipin inhibits cell
proliferation in AGS human gastric cancer cells via Egr1/p21 signaling pathway. Bioorg. Med. Chem. Lett.
2015, 25, 4191–4196. [CrossRef] [PubMed]

39. Kim, J.M.; Ko, H.; Kim, S.J.; Shim, S.H.; Ha, C.H.; Chang, H.I. Chemopreventive properties of genipin on
AGS cell line via induction of JNK/Nrf2/ARE signaling pathway. J. Biochem. Mol. Toxicol. 2016, 30, 45–54.
[CrossRef] [PubMed]

40. Lee, J.H.; Lee, D.U.; Jeong, C.S. Gardenia jasminoides Ellis ethanol extract and its constituents reduce the risks
of gastritis and reverse gastric lesions in rats. Food Chem. Toxicol. 2009, 47, 1127–1131. [CrossRef] [PubMed]

41. Yang, X.; Yao, J.; Luo, Y.; Han, Y.; Wang, Z.; Du, L. P38 MAP kinase mediates apoptosis after genipin
treatment in non-small-cell lung cancer H1299 cells via a mitochondrial apoptotic cascade. J. Pharmacol. Sci.
2013, 121, 272–281. [CrossRef] [PubMed]

http://dx.doi.org/10.3390/ijms131114127
http://www.ncbi.nlm.nih.gov/pubmed/23203054
http://dx.doi.org/10.1248/bpb.17.1573
http://www.ncbi.nlm.nih.gov/pubmed/7735197
http://dx.doi.org/10.12938/bifidus1996.16.1
http://dx.doi.org/10.1248/bpb.27.1580
http://www.ncbi.nlm.nih.gov/pubmed/15467199
http://dx.doi.org/10.2174/1389557517666170120152417
http://www.ncbi.nlm.nih.gov/pubmed/28117024
http://dx.doi.org/10.1248/bpb.22.749
http://www.ncbi.nlm.nih.gov/pubmed/10443478
http://dx.doi.org/10.1007/s12272-013-0172-9
http://www.ncbi.nlm.nih.gov/pubmed/23754166
http://dx.doi.org/10.1007/s12272-012-0418-y
http://www.ncbi.nlm.nih.gov/pubmed/22553067
http://dx.doi.org/10.1021/jf502557f
http://www.ncbi.nlm.nih.gov/pubmed/25257195
http://dx.doi.org/10.1186/s13568-017-0360-y
http://www.ncbi.nlm.nih.gov/pubmed/28303550
http://dx.doi.org/10.4014/jmb.1601.01002
http://www.ncbi.nlm.nih.gov/pubmed/27012233
http://dx.doi.org/10.7717/peerj.2701
http://www.ncbi.nlm.nih.gov/pubmed/27867770
http://dx.doi.org/10.3892/etm.2017.5105
http://www.ncbi.nlm.nih.gov/pubmed/29104666
http://dx.doi.org/10.18632/oncotarget.21882
http://www.ncbi.nlm.nih.gov/pubmed/29254217
http://dx.doi.org/10.7150/ijms.15449
http://www.ncbi.nlm.nih.gov/pubmed/27429587
http://dx.doi.org/10.1016/j.freeradbiomed.2017.09.022
http://www.ncbi.nlm.nih.gov/pubmed/28962872
http://dx.doi.org/10.1016/j.bmcl.2015.08.005
http://www.ncbi.nlm.nih.gov/pubmed/26283511
http://dx.doi.org/10.1002/jbt.21741
http://www.ncbi.nlm.nih.gov/pubmed/26377927
http://dx.doi.org/10.1016/j.fct.2009.01.037
http://www.ncbi.nlm.nih.gov/pubmed/19425231
http://dx.doi.org/10.1254/jphs.12234FP
http://www.ncbi.nlm.nih.gov/pubmed/23603895


Biomedicines 2018, 6, 39 21 of 28

42. Cao, H.; Feng, Q.; Xu, W.; Li, X.; Kang, Z.; Ren, Y.; Du, L. Genipin induced apoptosis associated with
activation of the c-Jun NH2-terminal kinase and p53 protein in HeLa cells. Biol. Pharm. Bull. 2010, 33,
1343–1348. [CrossRef] [PubMed]

43. Hwang, H.; Kim, C.; Kim, S.M.; Kim, W.S.; Choi, S.H.; Chang, I.M.; Ahn, K.S. The hydrolyzed products of
iridoid glycoside with β-glucosidase treatment exert anti-proliferative effects through suppression of STAT3
activation and STAT3-regulated gene products in several human cancer cells. Pharm. Biol. 2012, 50, 8–17.
[CrossRef] [PubMed]

44. Hong, H.Y.; Kim, B.C. Mixed lineage kinase 3 connects reactive oxygen species to c-Jun NH2-terminal
kinase-induced mitochondrial apoptosis in genipin-treated PC3 human prostate cancer cells. Biochem. Biophys.
Res. Commun. 2007, 362, 307–312. [CrossRef] [PubMed]

45. Kim, B.C.; Kim, H.G.; Lee, S.A.; Lim, S.; Park, E.H.; Kim, S.J.; Lim, C.J. Genipin-induced apoptosis in
hepatoma cells is mediated by reactive oxygen species/c-Jun NH2-terminal kinase-dependent activation of
mitochondrial pathway. Biochem. Pharmacol. 2005, 70, 1398–1407. [CrossRef] [PubMed]

46. Wang, N.; Zhu, M.; Tsao, S.W.; Man, K.; Zhang, Z.; Feng, Y. Up-regulation of TIMP-1 by genipin inhibits
MMP-2 activities and suppresses the metastatic potential of human hepatocellular carcinoma. PLoS ONE
2012, 7, e46318. [CrossRef] [PubMed]

47. Kim, E.S.; Jeong, C.S.; Moon, A. Genipin, a constituent of Gardenia jasminoides Ellis, induces apoptosis and
inhibits invasion in MDA-MB-231 breast cancer cells. Oncol. Rep. 2012, 27, 567–572. [CrossRef] [PubMed]

48. Feng, Q.; Cao, H.L.; Xu, W.; Li, X.R.; Ren, Y.Q.; Du, L.F. Apoptosis induced by genipin in human leukemia
K562 cells: Involvement of c-Jun N-terminal kinase in G2/M arrest. Acta Pharmacol. Sin. 2011, 32, 519–527.
[CrossRef] [PubMed]

49. Lee, J.C.; Ahn, K.S.; Jeong, S.J.; Jung, J.H.; Kwon, T.R.; Rhee, Y.H.; Kim, S.H.; Kim, S.Y.; Yoon, H.J.; Zhu, S.; et al.
Signal transducer and activator of transcription 3 pathway mediates genipin-induced apoptosis in U266
multiple myeloma cells. J. Cell Biochem. 2011, 112, 1552–1562. [CrossRef] [PubMed]

50. Mailloux, R.J.; Adjeitey, C.N.; Harper, M.E. Genipin-induced inhibition of uncoupling protein-2 sensitizes
drug-resistant cancer cells to cytotoxic agents. PLoS ONE 2010, 5, e13289. [CrossRef] [PubMed]

51. Chang, Y.C.; Tseng, T.H.; Lee, M.J.; Hsu, J.D.; Wang, C.J. Induction of apoptosis by penta-acetyl geniposide
in rat C6 glioma cells. Chem. Biol. Interact. 2002, 141, 243–257. [CrossRef]

52. Peng, C.H.; Huang, C.N.; Hsu, S.P.; Wang, C.J. Penta-acetyl geniposide-induced apoptosis involving
transcription of NGF/p75 via MAPK-mediated AP-1 activation in C6 glioma cells. Toxicology 2007, 238,
130–139. [CrossRef] [PubMed]

53. Peng, C.H.; Huang, C.N.; Hsu, S.P.; Wang, C.J. Penta-acetyl geniposide induce apoptosis in C6 glioma cells
by modulating the activation of neutral sphingomyelinase-induced p75 nerve growth factor receptor and
protein kinase Cdelta pathway. Mol. Pharmacol. 2006, 70, 997–1004. [CrossRef] [PubMed]

54. Peng, C.H.; Huang, C.N.; Wang, C.J. The anti-tumor effect and mechanisms of action of penta-acetyl
geniposide. Curr. Cancer Drug Targets 2005, 5, 299–305. [CrossRef] [PubMed]

55. Peng, C.H.; Tseng, T.H.; Liu, J.Y.; Huang, C.N.; Hsu, S.P.; Wang, C.J. Penta-acetyl geniposide-induced C6
glioma cell apoptosis was associated with the activation of protein kinase C-δ. Chem.-Biol. Interact. 2004, 147,
287–296. [CrossRef] [PubMed]

56. Wang, C.J.; Chu, C.Y.; Tseng, T.H.; Lin, J.K. Penta-acetyl geniposide inhibits the growth and development of
C6 glioma cells in rats. Cancer Lett. 1993, 70, 113–118. [CrossRef]

57. Wang, C.J.; Tseng, T.H.; Lin, J.K. Penta-acetyl geniposide: Isolation, identification and primary effect on C6
glioma cell in vitro. Anticancer Res. 1992, 12, 911–916. [PubMed]

58. Chow, J.-M.; Shen, S.-C.; Huan, S.K.; Lin, H.-Y.; Chen, Y.-C. Quercetin, but not rutin and quercitrin, prevention
of H2O2-induced apoptosis via anti-oxidant activity and heme oxygenase 1 gene expression in macrophages.
Biochem. Pharmacol. 2005, 69, 1839–1851. [CrossRef] [PubMed]

59. Ko, C.H.; Shen, S.-C.; Hsu, C.-S.; Chen, Y.-C. Mitochondrial-dependent, reactive oxygen species-independent
apoptosis by myricetin: Role of protein kinase C, cytochrome c, and caspase cascade. Biochem. Pharmacol.
2005, 69, 913–927. [CrossRef] [PubMed]

60. Chang, Y.-C.; Chou, F.-P.; Huang, H.-P.; Hsu, J.-D.; Wang, C.-J. Inhibition of cell cycle progression by
penta-acetyl geniposide in rat C6 glioma cells. Toxicol. Appl. Pharmacol. 2004, 198, 11–20. [CrossRef] [PubMed]

61. Hsu, H.Y.; Yang, J.J.; Lin, S.Y.; Lin, C.C. Comparisons of geniposidic acid and geniposide on antitumor and
radioprotection after sublethal irradiation. Cancer Lett. 1997, 113, 31–37. [CrossRef]

http://dx.doi.org/10.1248/bpb.33.1343
http://www.ncbi.nlm.nih.gov/pubmed/20686229
http://dx.doi.org/10.3109/13880209.2011.622772
http://www.ncbi.nlm.nih.gov/pubmed/22149883
http://dx.doi.org/10.1016/j.bbrc.2007.07.165
http://www.ncbi.nlm.nih.gov/pubmed/17707342
http://dx.doi.org/10.1016/j.bcp.2005.07.025
http://www.ncbi.nlm.nih.gov/pubmed/16143311
http://dx.doi.org/10.1371/journal.pone.0046318
http://www.ncbi.nlm.nih.gov/pubmed/23029478
http://dx.doi.org/10.3892/or.2011.1508
http://www.ncbi.nlm.nih.gov/pubmed/22020372
http://dx.doi.org/10.1038/aps.2010.158
http://www.ncbi.nlm.nih.gov/pubmed/21399655
http://dx.doi.org/10.1002/jcb.23077
http://www.ncbi.nlm.nih.gov/pubmed/21344490
http://dx.doi.org/10.1371/journal.pone.0013289
http://www.ncbi.nlm.nih.gov/pubmed/20967268
http://dx.doi.org/10.1016/S0009-2797(02)00073-X
http://dx.doi.org/10.1016/j.tox.2007.05.029
http://www.ncbi.nlm.nih.gov/pubmed/17651887
http://dx.doi.org/10.1124/mol.106.022178
http://www.ncbi.nlm.nih.gov/pubmed/16763091
http://dx.doi.org/10.2174/1568009054064633
http://www.ncbi.nlm.nih.gov/pubmed/15975050
http://dx.doi.org/10.1016/j.cbi.2004.01.003
http://www.ncbi.nlm.nih.gov/pubmed/15135084
http://dx.doi.org/10.1016/0304-3835(93)90082-K
http://www.ncbi.nlm.nih.gov/pubmed/1622148
http://dx.doi.org/10.1016/j.bcp.2005.03.017
http://www.ncbi.nlm.nih.gov/pubmed/15876423
http://dx.doi.org/10.1016/j.bcp.2004.12.005
http://www.ncbi.nlm.nih.gov/pubmed/15748703
http://dx.doi.org/10.1016/j.taap.2004.03.004
http://www.ncbi.nlm.nih.gov/pubmed/15207644
http://dx.doi.org/10.1016/S0304-3835(96)04572-7


Biomedicines 2018, 6, 39 22 of 28

62. Liesmann, J.E.; Cook, J.A.; Lipschultz, C.; Teague, D.; Fisher, J.; Mitchell, J.B. Cytotoxic studies of paclitaxel
(Taxol) in human tumour cell lines. Br. J. Cancer 1993, 68, 1104–1109. [CrossRef]

63. Habtemariam, S.; Varghese, G.K. A Novel Diterpene Skeleton: Identification of a highly aromatic, cytotoxic
and antioxidant 5-methyl-10-demethyl-abietane-type diterpene from Premna serratifolia. Phytother. Res. 2015,
29, 80–85. [CrossRef] [PubMed]

64. Sánchez-Medina, A.; Peña-Rodríguezb, L.M.; May-Pat, F.; Karagianisd, G.; Waterman, P.G.; Mallet, A.I.;
Habtemariam, S. Identification of sakurasosaponin as a cytotoxic principle from Jacquinia flammea.
Nat. Prod. Commun. 2010, 5, 365–368. [PubMed]

65. Habtemariam, S. Cytotoxicity and immunosuppressive activity of withanolides from Discopodium penninervium.
Planta Med. 1997, 63, 15–17. [CrossRef] [PubMed]

66. Habtemariam, S. Cytotoxicity of diterpenes from Premna schimperi and Premna oligotricha. Planta Med. 1995,
6, 368–369. [CrossRef] [PubMed]

67. Habtemariam, S. Cytotoxic and cytostatic activity of erlangerins from Commiphora erlangeriana. Toxicon 2003,
41, 723–727. [CrossRef]

68. Nakayachi, T.; Yasumoto, E.; Nakano, K.; Morshed, S.R.; Hashimoto, K.; Kikuchi, H.; Nishikawa, H.;
Kawase, M.; Sakagami, H. Structure-activity relationships of alpha, beta-unsaturated ketones as assessed by
their cytotoxicity against oral tumor cells. Anticancer Res. 2004, 24, 737–742. [PubMed]

69. Yu, S.-X.; Du, C.-T.; Chen, W.; Lei, Q.-Q.; Li, N.; Qi, S.; Zhang, X.-J.; Hu, G.-Q.; Deng, X.-M.; Han, W.-Y.; et al.
Genipin inhibits NLRP3 and NLRC4 inflammasome activation via autophagy suppression. Sci. Rep. 2015,
5, 17935. [CrossRef] [PubMed]

70. Habtemariam, S.; Gray, A.I.; Halbert, G.W.; Waterman, P.G. A novel antibacterial diterpene from
Premna schimperi. Planta Med. 1990, 56, 187–189. [CrossRef] [PubMed]

71. Habtemariam, S.; Gray, A.I.; Waterman, P.G. Antibacterial diterpenes from the aerial parts of
Premna oligotricha. Planta Med. 1992, 58, 109–110. [CrossRef] [PubMed]

72. Habtemariam, S.; Gray, A.I.; Waterman, P.G. A new antibacterial sesquiterpene from Premna oligotricha.
J. Nat. Prod. 1993, 56, 140–143. [CrossRef] [PubMed]

73. Kouam, S.F.; Ngouonpe, A.W.; Bullach, A.; Lamshöft, M.; Kuigoua, G.M.; Spiteller, M. Monoterpenes with
antibacterial activities from a Cameroonian medicinal plant Canthium Multiflorum (Rubiaceae). Fitoterapia
2013, 91, 199–204. [CrossRef] [PubMed]

74. Amslinger, S. The tunable functionality of α,β-unsaturated carbonyl compounds enables their differential
application in biological systems. ChemMedChem 2010, 5, 351–356. [CrossRef] [PubMed]

75. Lee, M.J.; Hsu, J.D.; Wang, C.J. Inhibition of 12-O-tetradecanoylphorbol-13-acetate-caused tumor promotion
in benzo(a)pyrene initiated CD-1 mouse skin by geniposide. Anticancer Res. 1995, 15, 411–416. [PubMed]

76. Wang, S.W.; Lai, C.Y.; Wang, C.J. Inhibitory effect of geneposide on aflatoxin B1-induced DNA repair
synthesisi in primary cultured rat hepatocytes. Cancer Lett. 1992, 65, 133–137. [CrossRef]

77. Tseng, T.H.; Chu, C.Y.; Wang, C.J. Inhibition of penta-acetyl geniposide on AFB1-induced genotoxicity in
C3H10T1/2 cells. Cancer Lett. 1992, 62, 233–242. [CrossRef]

78. Wang, C.J.; Wang, S.W.; Lin, J.K. Suppressive effect of geniposide on the hepatotoxicity and hepatic DNA
binding of aflatoxin B1 in rats. Cancer Lett. 1991, 60, 95–102. [CrossRef]

79. Lin, Y.L.; Hsu, J.D.; Chou, F.P.; Lee, M.J.; Shiow, S.J.; Wang, C.J. Suppressive effect of penta-acetyl geniposide
on the development of g-glutamyl transpeptidase foci-induced by aflatoxin B1 in rats. Chem. Biol. Interact.
2000, 128, 115–126. [CrossRef]

80. Han, L.; Hiratake, J.; Kamiyama, A.; Sakata, K. Design, synthesis, and evaluation of gamma-phosphono
diester analogues of glutamate as highly potent inhibitors and active site probes of gamma-glutamyl
transpeptidase. Biochemistry 2007, 46, 1432–1447. [CrossRef] [PubMed]

81. Wickham, S.; Regan, N.; West, M.B.; Thai, J.; Cook, P.F.; Terzyan, S.S.; Li, P.K.; Hanigan, M.H. Inhibition of
human γ-glutamyl transpeptidase: Development of more potent, physiologically relevant, uncompetitive
inhibitors. Biochem. J. 2013, 450, 547–557. [CrossRef] [PubMed]

82. Yamamoto, S.; Watanabe, B.; Hiratake, J.; Tanaka, R.; Ohkita, M.; Matsumura, Y. Preventive effect of GGsTop,
a novel and selective γ-glutamyl transpeptidase inhibitor, on ischemia/reperfusion-induced renal injury in
rats. J. Pharmacol. Exp. Ther. 2011, 339, 945–951. [CrossRef] [PubMed]

83. Hanigan, M.H. Gamma-Glutamyl Transpeptidase: Redox regulation and drug resistance. Adv. Cancer Res.
2014, 122, 103–141. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/bjc.1993.488
http://dx.doi.org/10.1002/ptr.5229
http://www.ncbi.nlm.nih.gov/pubmed/25250850
http://www.ncbi.nlm.nih.gov/pubmed/20420308
http://dx.doi.org/10.1055/s-2006-957594
http://www.ncbi.nlm.nih.gov/pubmed/9063090
http://dx.doi.org/10.1055/s-2006-958105
http://www.ncbi.nlm.nih.gov/pubmed/7480188
http://dx.doi.org/10.1016/S0041-0101(03)00048-5
http://www.ncbi.nlm.nih.gov/pubmed/15161020
http://dx.doi.org/10.1038/srep17935
http://www.ncbi.nlm.nih.gov/pubmed/26659006
http://dx.doi.org/10.1055/s-2006-960922
http://www.ncbi.nlm.nih.gov/pubmed/2353066
http://dx.doi.org/10.1055/s-2006-961404
http://www.ncbi.nlm.nih.gov/pubmed/1620735
http://dx.doi.org/10.1021/np50091a022
http://www.ncbi.nlm.nih.gov/pubmed/8450316
http://dx.doi.org/10.1016/j.fitote.2013.08.025
http://www.ncbi.nlm.nih.gov/pubmed/24028969
http://dx.doi.org/10.1002/cmdc.200900499
http://www.ncbi.nlm.nih.gov/pubmed/20112330
http://www.ncbi.nlm.nih.gov/pubmed/7763014
http://dx.doi.org/10.1016/0304-3835(92)90157-Q
http://dx.doi.org/10.1016/0304-3835(92)90101-Z
http://dx.doi.org/10.1016/0304-3835(91)90214-3
http://dx.doi.org/10.1016/S0009-2797(00)00193-9
http://dx.doi.org/10.1021/bi061890j
http://www.ncbi.nlm.nih.gov/pubmed/17260973
http://dx.doi.org/10.1042/BJ20121435
http://www.ncbi.nlm.nih.gov/pubmed/23301618
http://dx.doi.org/10.1124/jpet.111.183004
http://www.ncbi.nlm.nih.gov/pubmed/21937737
http://dx.doi.org/10.1016/B978-0-12-420117-0.00003-7
http://www.ncbi.nlm.nih.gov/pubmed/24974180


Biomedicines 2018, 6, 39 23 of 28

84. Stark, A.A. Oxidative metabolism of glutathione by gamma-glutamyl transpeptidase and peroxisome
proliferation: The relevance to hepatocarcinogenesis. A hypothesis. Mutagenesis 1991, 6, 241–245. [CrossRef]
[PubMed]

85. Cheng, S.; Ding, L.; Zhen, Y.; Lin, P.; Zhu, Y.; Chen, Y.; Hu, X. Progress in studies on the antimutagenicity
and anticarcinogenicity of green tea epicatechins. Chin. Med. Sci. J. 1991, 6, 233–238. [PubMed]

86. Son, M.; Lee, M.; Ryu, E.; Moon, A.; Jeong, C.S.; Jung, Y.W.; Park, G.H.; Sung, G.H.; Cho, H.; Kang, H.
Genipin as a novel chemical activator of EBV lytic cycle. J. Microbiol. 2015, 53, 155–165. [CrossRef] [PubMed]

87. Mui, U.N.; Haley, C.T.; Tyring, S.K. Viral Oncology: Molecular biology and pathogenesis. J. Clin. Med. 2017,
6, E111. [CrossRef] [PubMed]

88. Yasunaga, J.I.; Matsuoka, M. Oncogenic spiral by infectious pathogens: Cooperation of multiple factors in
cancer development. Cancer Sci. 2018, 109, 24–32. [CrossRef] [PubMed]

89. Cho, M.; Jung, S.W.; Lee, S.; Son, K.; Park, G.H.; Jung, J.W.; Shin, Y.S.; Seo, T.; Cho, H.; Kang, H. Genipin
enhances Kaposi’s Sarcoma-associated herpesvirus genome maintenance. PLoS ONE 2016, 11, e0163693.
[CrossRef]

90. Zhang, Y.; Yao, J.; Qi, X.; Liu, X.; Lu, X.; Feng, G. Geniposide demonstrates anti-inflammatory and
antiviral activity against pandemic A/Jiangsu/1/2009 (H1N1) influenza virus infection in vitro and in vivo.
Antivir. Ther. 2017, 22, 599–611. [CrossRef] [PubMed]

91. Lin, Y.J.; Lai, C.C.; Lai, C.H.; Sue, S.C.; Lin, C.W.; Hung, C.H.; Lin, T.H.; Hsu, W.Y.; Huang, S.M.; Hung, Y.L.;
et al. Inhibition of enterovirus 71 infections and viral IRES activity by Fructus gardeniae and geniposide.
Eur. J. Med. Chem. 2013, 62, 206–213. [CrossRef] [PubMed]

92. Huang, H.P.; Shih, Y.W.; Wu, C.H.; Lai, P.J.; Hung, C.N.; Wang, C.J. Inhibitory effect of penta-acetyl geniposide
on C6 glioma cells metastasis by inhibiting matrix metalloproteinase-2 expression involved in both the PI3K
and ERK signaling pathways. Chem. Biol. Interact. 2009, 181, 8–14. [CrossRef] [PubMed]

93. Jiang, F.; Jiang, R.; Zhu, X.; Zhang, X.; Zhan, Z. Genipin inhibits TNF-α-induced vascular smooth muscle cell
proliferation and migration via induction of HO-1. PLoS ONE 2013, 8, e74826. [CrossRef] [PubMed]

94. Kitano, A.; Saika, S.; Yamanaka, O.; Ikeda, K.; Reinach, P.S.; Nakajima, Y.; Okada, Y.; Shirai, K.; Ohnishi, Y.
Genipin suppresses subconjunctival fibroblast migration, proliferation and myofibroblast transdifferentiation.
Ophthalmic Res. 2006, 38, 355–360. [CrossRef] [PubMed]

95. Carvalho, S.; Reis, C.A.; Pinho, S.S. Cadherins glycans in cancer: Sweet players in a bitter process.
Trends Cancer 2016, 2, 519–531. [CrossRef] [PubMed]

96. Daniele, A.; Abbate, I.; Oakley, C.; Casamassima, P.; Savino, E.; Casamassima, A.; Sciortino, G.; Fazio, V.;
Gadaleta-Caldarola, G.; Giotta, F.; et al. Clinical and prognostic role of matrix metalloproteinase-2, -9 and
their inhibitors in breast cancer and liver diseases: a review. Int. J. Biochem. Cell Biol. 2016, 77, 91–101.
[CrossRef] [PubMed]

97. Merchant, N.; Nagaraju, G.P.; Rajitha, B.; Lammata, S.; Jella, K.K.; Buchwald, Z.S.; Lakka, S.S.; Ali, A.N.
Matrix metalloproteinases: Their functional role in lung cancer. Carcinogenesis 2017, 38, 766–780. [CrossRef]
[PubMed]

98. Sakamoto, T.; Seiki, M. Integrated functions of membrane-type 1 matrix metalloproteinase in regulating
cancer malignancy: Beyond a proteinase. Cancer Sci. 2017, 108, 1095–1100. [CrossRef] [PubMed]

99. Ci, Y.; Qiao, J.; Han, M. Molecular mechanisms and metabolomics of natural polyphenols interfering with
breast cancer metastasis. Molecules 2016, 21, E1634. [CrossRef] [PubMed]

100. Koo, H.-J.; Lee, S.; Shin, K.-H.; Kim, B.-C.; Lim, C.-J.; Park, E.-H. Geniposide, an anti-angiogenic compound
from the fruits of Gardenia jasminoides. Planta Med. 2004, 70, 467–469. [CrossRef] [PubMed]

101. Aggarwal, B.B.; Sethi, G.; Ahn, K.S.; Sandur, S.K.; Pandey, M.K.; Kunnumakkara, A.B.; Sung, B.; Ichikawa, H.
Targeting signal-transducer-and-activator-of-transcription-3 for prevention and therapy of cancer: Modern
target but ancient solution. Ann. N. Y. Acad. Sci. 2006, 1091, 151–169. [CrossRef] [PubMed]

102. Cafferkey, C.; Chau, I. Novel STAT 3 inhibitors for treating gastric cancer. Expert Opin. Investig. Drugs 2016,
25, 1023–1031. [CrossRef] [PubMed]

103. Radha, G.; Raghavan, S.C. BCL2: a promising cancer therapeutic target. Biochim. Biophys. Acta 2017, 1868,
309–314. [CrossRef] [PubMed]

104. Cory, S.; Adams, J.M. The Bcl2 family: Regulators of the cellular life-or-death switch. Nat. Rev. Cancer 2002,
2, 647–656. [CrossRef] [PubMed]

http://dx.doi.org/10.1093/mutage/6.4.241
http://www.ncbi.nlm.nih.gov/pubmed/1682786
http://www.ncbi.nlm.nih.gov/pubmed/1813062
http://dx.doi.org/10.1007/s12275-015-4672-9
http://www.ncbi.nlm.nih.gov/pubmed/25626372
http://dx.doi.org/10.3390/jcm6120111
http://www.ncbi.nlm.nih.gov/pubmed/29186062
http://dx.doi.org/10.1111/cas.13443
http://www.ncbi.nlm.nih.gov/pubmed/29143406
http://dx.doi.org/10.1371/journal.pone.0163693
http://dx.doi.org/10.3851/IMP3152
http://www.ncbi.nlm.nih.gov/pubmed/28272019
http://dx.doi.org/10.1016/j.ejmech.2012.12.038
http://www.ncbi.nlm.nih.gov/pubmed/23353754
http://dx.doi.org/10.1016/j.cbi.2009.05.009
http://www.ncbi.nlm.nih.gov/pubmed/19464279
http://dx.doi.org/10.1371/journal.pone.0074826
http://www.ncbi.nlm.nih.gov/pubmed/24013271
http://dx.doi.org/10.1159/000096231
http://www.ncbi.nlm.nih.gov/pubmed/17047408
http://dx.doi.org/10.1016/j.trecan.2016.08.003
http://www.ncbi.nlm.nih.gov/pubmed/28741480
http://dx.doi.org/10.1016/j.biocel.2016.06.002
http://www.ncbi.nlm.nih.gov/pubmed/27267661
http://dx.doi.org/10.1093/carcin/bgx063
http://www.ncbi.nlm.nih.gov/pubmed/28637319
http://dx.doi.org/10.1111/cas.13231
http://www.ncbi.nlm.nih.gov/pubmed/28267240
http://dx.doi.org/10.3390/molecules21121634
http://www.ncbi.nlm.nih.gov/pubmed/27999314
http://dx.doi.org/10.1055/s-2004-818978
http://www.ncbi.nlm.nih.gov/pubmed/15124095
http://dx.doi.org/10.1196/annals.1378.063
http://www.ncbi.nlm.nih.gov/pubmed/17341611
http://dx.doi.org/10.1080/13543784.2016.1195807
http://www.ncbi.nlm.nih.gov/pubmed/27322026
http://dx.doi.org/10.1016/j.bbcan.2017.06.004
http://www.ncbi.nlm.nih.gov/pubmed/28647470
http://dx.doi.org/10.1038/nrc883
http://www.ncbi.nlm.nih.gov/pubmed/12209154


Biomedicines 2018, 6, 39 24 of 28

105. Rosse, T.; Olivier, R.; Monney, L.; Rager, M.; Conus, S.; Fellay, I.; Jansen, B.; Borner, C. Bcl-2 prolongs cell
survival after Bax-induced release of cytochrome c. Nature 1998, 391, 496–499. [CrossRef] [PubMed]

106. Moll, U.M.; Wolff, S.; Speidel, D.; Deppert, W. Transcription-independent pro-apoptotic functions of p53.
Curr. Opin. Cell Biol. 2005, 17, 631–636. [CrossRef] [PubMed]

107. Speidel, D. Transcription-independent p53 apoptosis: An alternative route to death. Trends Cell Biol. 2010, 20,
14–24. [CrossRef] [PubMed]

108. Vaseva, A.V.; Moll, U.M. The mitochondrial p53 pathway. Biochim. Biophys. Acta 2009, 1787, 414–420.
[CrossRef] [PubMed]

109. Lavin, M.F.; Gueven, N. The complexity of p53 stabilization and activation. Cell Death Differ. 2006, 13,
941–950. [CrossRef] [PubMed]

110. Holohan, C.; Van Schaeybroeck, S.; Longley, D.B.; Johnston, P.G. Cancer drug resistance: An evolving
paradigm. Nat. Rev. Cancer 2013, 13, 714–726. [CrossRef] [PubMed]

111. Cai, Z.; Liu, Q. Cell cycle regulation in treatment of breast cancer. Adv. Exp. Med. Biol. 2017, 1026, 251–270.
[CrossRef] [PubMed]

112. De Groot, A.F.; Kuijpers, C.J.; Kroep, J.R. CDK4/6 inhibition in early and metastatic breast cancer: A review,
Cancer Treat. Rev. 2017, 60, 130–138. [CrossRef]

113. Vijayaraghavan, S.; Moulder, S.; Keyomarsi, K.; Layman, R.M. Inhibiting CDK in cancer therapy: Current
evidence and future directions. Target Oncol. 2018, 13, 21–38. [CrossRef] [PubMed]

114. Casimiro, M.C.; Velasco-Velázquez, M.; Aguirre-Alvarado, C.; Pestell, R.G. Overview of cyclins D1 function
in cancer and the CDK inhibitor landscape: Past and present. Expert Opin. Investig. Drugs 2014, 23, 295–304.
[CrossRef] [PubMed]

115. Blattner, C.; Sparks, A.; Lane, D. Transcription factor E2F-1 is upregulated in response to DNA damage in
a manner analogous to that of p53. Mol. Cell Biol. 1999, 19, 3704–3713. [CrossRef] [PubMed]

116. Engeland, K. Cell cycle arrest through indirect transcriptional repression by p53: I have a DREAM.
Cell Death Differ. 2018, 25, 114–132. [CrossRef] [PubMed]

117. Gálvez, M.; Martín-Cordero, C.; Ayuso, M.J. Iridoids as DNA topoisomerase I poisons. J. Enzym. Inhib.
Med. Chem. 2005, 20, 389–392. [CrossRef] [PubMed]

118. Kuraishy, A.; Karin, M.; Grivennikov, S.I. Tumor promotion via injury- and death-induced inflammation.
Immunity 2011, 35, 467–477. [CrossRef] [PubMed]

119. Fan, Y.; Mao, R.; Yang, J. NF-κB and STAT3 signaling pathways collaboratively link inflammation to cancer.
Protein Cell 2013, 4, 176–185. [CrossRef] [PubMed]

120. Ben-Neriah, Y.; Karin, M. Inflammation meets cancer, with NF-κB as the matchmaker. Nat. Immunol. 2011,
12, 715–723. [CrossRef] [PubMed]

121. Moore, M.M.; Chua, W.; Charles, K.A.; Clarke, S.J. Inflammation and cancer: Causes and consequences.
Clin. Pharmacol. Ther. 2010, 87, 504–508. [CrossRef] [PubMed]

122. Crusz, S.M.; Balkwill, F.R. Inflammation and cancer: Advances and new agents. Nat. Rev. Clin. Oncol. 2015,
12, 584–596. [CrossRef] [PubMed]

123. Mukhtar, H.; Elmets, C.A. Photocarcinogenesis: Mechanisms, models and human health implications.
Photochem. Photobiol. 1996, 63, 356–357. [CrossRef] [PubMed]

124. Kim, I.Y.; He, Y.-Y. Ultraviolet radiation-induced non-melanoma skin cancer: Regulation of DNA damage
repair and inflammation. Genes Dis. 2014, 1, 188–198. [CrossRef] [PubMed]

125. Coussens, L.M.; Werb, Z. Inflammation and cancer. Nature 2002, 420, 860–867. [CrossRef] [PubMed]
126. Grivennikov, S.I.; Greten, F.R.; Karin, M. Immunity, inflammation, and cancer. Cell 2010, 140, 883–899.

[CrossRef] [PubMed]
127. Moore, P.S.; Chang, Y. Why do viruses cause cancer? Highlights of the first century of human tumour

virology. Nat. Rev. Cancer 2010, 10, 878–889. [CrossRef] [PubMed]
128. Qian, B.-Z. Inflammation fires up cancer metastasis. Sem. Cancer Biol. 2017, 47, 170–176. [CrossRef] [PubMed]
129. Takeuchi, S.; Goto, T.; Mikami, K.; Miura, K.; Ohshima, S.; Yoneyama, K.; Sato, M.; Shibuya, T.; Watanabe, D.;

Kataoka, E.; et al. Genipin prevents fulminant hepatic failure resulting in reduction of lethality through the
suppression of TNF-α production. Hepatol. Res. 2005, 33, 298–305. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/35160
http://www.ncbi.nlm.nih.gov/pubmed/9461218
http://dx.doi.org/10.1016/j.ceb.2005.09.007
http://www.ncbi.nlm.nih.gov/pubmed/16226451
http://dx.doi.org/10.1016/j.tcb.2009.10.002
http://www.ncbi.nlm.nih.gov/pubmed/19879762
http://dx.doi.org/10.1016/j.bbabio.2008.10.005
http://www.ncbi.nlm.nih.gov/pubmed/19007744
http://dx.doi.org/10.1038/sj.cdd.4401925
http://www.ncbi.nlm.nih.gov/pubmed/16601750
http://dx.doi.org/10.1038/nrc3599
http://www.ncbi.nlm.nih.gov/pubmed/24060863
http://dx.doi.org/10.1007/978-981-10-6020-5_12
http://www.ncbi.nlm.nih.gov/pubmed/29282688
http://dx.doi.org/10.1016/j.ctrv.2017.09.003
http://dx.doi.org/10.1007/s11523-017-0541-2
http://www.ncbi.nlm.nih.gov/pubmed/29218622
http://dx.doi.org/10.1517/13543784.2014.867017
http://www.ncbi.nlm.nih.gov/pubmed/24387133
http://dx.doi.org/10.1128/MCB.19.5.3704
http://www.ncbi.nlm.nih.gov/pubmed/10207094
http://dx.doi.org/10.1038/cdd.2017.172
http://www.ncbi.nlm.nih.gov/pubmed/29125603
http://dx.doi.org/10.1080/14756360500141879
http://www.ncbi.nlm.nih.gov/pubmed/16206835
http://dx.doi.org/10.1016/j.immuni.2011.09.006
http://www.ncbi.nlm.nih.gov/pubmed/22035839
http://dx.doi.org/10.1007/s13238-013-2084-3
http://www.ncbi.nlm.nih.gov/pubmed/23483479
http://dx.doi.org/10.1038/ni.2060
http://www.ncbi.nlm.nih.gov/pubmed/21772280
http://dx.doi.org/10.1038/clpt.2009.254
http://www.ncbi.nlm.nih.gov/pubmed/20147899
http://dx.doi.org/10.1038/nrclinonc.2015.105
http://www.ncbi.nlm.nih.gov/pubmed/26122183
http://dx.doi.org/10.1111/j.1751-1097.1996.tb03040.x
http://www.ncbi.nlm.nih.gov/pubmed/8934734
http://dx.doi.org/10.1016/j.gendis.2014.08.005
http://www.ncbi.nlm.nih.gov/pubmed/25642450
http://dx.doi.org/10.1038/nature01322
http://www.ncbi.nlm.nih.gov/pubmed/12490959
http://dx.doi.org/10.1016/j.cell.2010.01.025
http://www.ncbi.nlm.nih.gov/pubmed/20303878
http://dx.doi.org/10.1038/nrc2961
http://www.ncbi.nlm.nih.gov/pubmed/21102637
http://dx.doi.org/10.1016/j.semcancer.2017.08.006
http://www.ncbi.nlm.nih.gov/pubmed/28838845
http://dx.doi.org/10.1016/j.hepres.2005.08.009
http://www.ncbi.nlm.nih.gov/pubmed/16297660


Biomedicines 2018, 6, 39 25 of 28

130. Okada, K.; Shoda, J.; Kano, M.; Suzuki, S.; Ohtake, N.; Yamamoto, M.; Takahashi, H.; Utsunomiya, H.;
Oda, K.; Sato, K.; et al. Inchikoto, a herbal medicine, and its ingredients dually exert Mrp2/MRP2-mediated
choleresis and Nrf2-mediated antioxidative action in rat livers. Am. J. Physiol. Gastrointest. Liver Physiol.
2007, 292, G1450–G1463. [CrossRef] [PubMed]

131. Lv, C.; Wang, L.; Liu, X.; Cong, X.; Yan, S.S.; Wang, Y.; Zhang, W. Geniposide attenuates
oligomeric Aβ(1-42)-induced inflammatory response by targeting RAGE-dependent signaling in BV2 cells.
Curr. Alzheimer Res. 2014, 11, 430–440. [CrossRef] [PubMed]

132. Lv, C.; Wang, L.; Liu, X.; Yan, S.; Yan, S.S.; Wang, Y.; Zhang, W. Multi-faced neuroprotective effects of
geniposide depending on the RAGE-mediated signaling in an Alzheimer mouse model. Neuropharmacology
2015, 89, 175–184. [CrossRef] [PubMed]

133. Sohn, Y.A.; Hwang, I.Y.; Lee, S.Y.; Cho, H.S.; Jeong, C.S. Protective effects of genipin on gastrointestinal
disorders. Biol. Pharm. Bull. 2017, 40, 151–154. [CrossRef] [PubMed]

134. Zhang, Z.; Li, Y.; Shen, P.; Li, S.; Lu, X.; Liu, J.; Cao, Y.; Liu, B.; Fu, Y.; Zhang, N. Administration of geniposide
ameliorates dextran sulfate sodium-induced colitis in mice via inhibition of inflammation and mucosal
damage. Int. Immunopharmacol. 2017, 49, 168–177. [CrossRef] [PubMed]

135. Li, F.; Li, W.; Li, X.; Li, F.; Zhang, L.; Wang, B.; Huang, G.; Guo, X.; Wan, L.; Liu, Y.; et al. Geniposide attenuates
inflammatory response by suppressing P2Y14 receptor and downstream ERK1/2 signaling pathway in
oxygen and glucose deprivation-induced brain microvascular endothelial cells. J. Ethnopharmacol. 2016, 185,
77–86. [CrossRef] [PubMed]

136. Koo, H.-J.; Song, Y.S.; Kim, H.-J.; Lee, Y.H.; Hong, S.M.; Kim, S.J.; Jin, C.; Lim, C.J.; Park, E.H.
Antiinflammatory effects of genipin, an active principle of gardenia. Eur. J. Pharmacol. 2004, 495, 201–208.
[CrossRef] [PubMed]

137. Koo, H.J.; Lim, K.H.; Jung, H.J.; Park, E.H. Anti-inflammatory evaluation of gardenia extract, geniposide
and genipin. J. Ethnopharmacol. 2006, 103, 496–500. [CrossRef] [PubMed]

138. Suzuki, Y.; Kondo, K.; Ikeda, Y.; Umemura, K. Antithrombotic effect of geniposide and genipin in the mouse
thrombosis model. Planta Med. 2001, 67, 807–810. [CrossRef] [PubMed]

139. Zhang, H.Y.; Liu, H.; Yang, M.; Wei, S.F. Antithrombotic activities of aqueous extract from Gardenia jasminoides
and its main constituent. Pharm. Biol. 2013, 51, 221–225. [CrossRef] [PubMed]

140. Kuo, W.H.; Wang, C.J.; Young, S.C.; Sun, Y.C.; Chen, Y.J.; Chou, F.P. Differential induction of the expression
of GST subunits by geniposide in rat hepatocytes. Pharmacology 2004, 70, 15–22. [CrossRef] [PubMed]

141. Lau, F.T.K.; Pak, R.C.K. Effects of Gardenia jasminoides and geniposides on hepatic drug-metabolizing enzyme
activity implications for α-nephthylisothiocyanate-induced hepatotoxicity. Asia Pacific J. Pharmacol. 1986,
1, 91–98.

142. Liu, J.; Yin, F.; Zheng, X.; Jing, J.; Hu, Y. Geniposide, a novel agonist for GLP-1 receptor, prevents PC12 cells
from oxidative damage via MAP kinase pathway. Neurochem. Int. 2007, 51, 361–369. [CrossRef] [PubMed]

143. Liu, J.H.; Yin, F.; Guo, L.X.; Deng, X.H.; Hu, Y.H. Neuroprotection of geniposide against hydrogen peroxide
induced PC12 cells injury: Involvement of PI3 kinase signal pathway. Acta Pharmacol. Sin. 2009, 30, 159–165.
[CrossRef] [PubMed]

144. Ma, T.T.; Li, X.F.; Li, W.X.; Yang, Y.; Huang, C.; Meng, X.M.; Zhang, L.; Li, J. Geniposide alleviates
inflammation by suppressing MeCP2 in mice with carbon tetrachloride-induced acute liver injury and
LPS-treated THP-1 cells. Int. Immunopharmacol. 2015, 29, 739–747. [CrossRef] [PubMed]

145. Sakaida, I.; Tsuchiya, M.; Kawaguchi, K.; Kimura, T.; Terai, S.; Okita, K. Herbal medicine Inchinko- to (TJ-135)
prevents liver fibrosis and enzyme-altered lesions in rat liver cirrhosis induced by a choline deficient l-amino
acid-defined diet. J. Hepatol. 2003, 38, 762–769. [CrossRef]

146. Yamamoto, M.; Ogawa, K.; Morota, M.; Fukuda, K.; Komatsu, Y. The herbal medicine Inchin-ko-to inhibits
liver cell apoptosis induced by transforming growth factor beta 1. Hepatology 1996, 23, 552–559. [CrossRef]
[PubMed]

147. Yamamoto, M.; Miura, N.; Ohtake, N.; Amagaya, S.; Ishige, A.; Sasaki, H.; Komatsu, Y.; Fukuda, K.; Ito, T.;
Terasawa, K. Genipin, a metabolite derived from the herbal medicine Inchin-ko-to, and suppression of
Fas-induced lethal liver apoptosis in mice. Gastroenterology 2000, 118, 380–389. [CrossRef]

148. Saha, S.K.; Lee, S.B.; Won, J.; Choi, H.Y.; Kim, K.; Yang, G.M.; Dayem, A.A.; Cho, S.G. Correlation between
oxidative stress, nutrition, and cancer initiation. Int. J Mol. Sci. 2017, 18, E1544. [CrossRef] [PubMed]

http://dx.doi.org/10.1152/ajpgi.00302.2006
http://www.ncbi.nlm.nih.gov/pubmed/17038627
http://dx.doi.org/10.2174/1567205011666140514111204
http://www.ncbi.nlm.nih.gov/pubmed/24801214
http://dx.doi.org/10.1016/j.neuropharm.2014.09.019
http://www.ncbi.nlm.nih.gov/pubmed/25261783
http://dx.doi.org/10.1248/bpb.b16-00545
http://www.ncbi.nlm.nih.gov/pubmed/28154253
http://dx.doi.org/10.1016/j.intimp.2017.05.033
http://www.ncbi.nlm.nih.gov/pubmed/28595080
http://dx.doi.org/10.1016/j.jep.2016.03.025
http://www.ncbi.nlm.nih.gov/pubmed/26976766
http://dx.doi.org/10.1016/j.ejphar.2004.05.031
http://www.ncbi.nlm.nih.gov/pubmed/15249171
http://dx.doi.org/10.1016/j.jep.2005.08.011
http://www.ncbi.nlm.nih.gov/pubmed/16169698
http://dx.doi.org/10.1055/s-2001-18842
http://www.ncbi.nlm.nih.gov/pubmed/11745015
http://dx.doi.org/10.3109/13880209.2012.717088
http://www.ncbi.nlm.nih.gov/pubmed/23116215
http://dx.doi.org/10.1159/000074238
http://www.ncbi.nlm.nih.gov/pubmed/14646352
http://dx.doi.org/10.1016/j.neuint.2007.04.021
http://www.ncbi.nlm.nih.gov/pubmed/17629357
http://dx.doi.org/10.1038/aps.2008.25
http://www.ncbi.nlm.nih.gov/pubmed/19151742
http://dx.doi.org/10.1016/j.intimp.2015.08.045
http://www.ncbi.nlm.nih.gov/pubmed/26371859
http://dx.doi.org/10.1016/S0168-8278(03)00094-1
http://dx.doi.org/10.1053/jhep.1996.v23.pm0008617437
http://www.ncbi.nlm.nih.gov/pubmed/8617437
http://dx.doi.org/10.1016/S0016-5085(00)70220-4
http://dx.doi.org/10.3390/ijms18071544
http://www.ncbi.nlm.nih.gov/pubmed/28714931


Biomedicines 2018, 6, 39 26 of 28

149. Kruk, J.; Aboul-Enein, H.Y. Reactive oxygen and nitrogen species in carcinogenesis: Implications of oxidative
stress on the progression and development of several cancer types. Mini Rev. Med. Chem. 2017, 17, 904–919.
[CrossRef] [PubMed]

150. Mahalingaiah, P.K.; Singh, K.P. Chronic oxidative stress increases growth and tumorigenic potential of
MCF-7 breast cancer cells. PLoS ONE 2014, 9, e87371. [CrossRef] [PubMed]

151. McGowan, J.V.; Chung, R.; Maulik, A.; Piotrowska, I.; Walker, J.M.; Yellon, D.M. Anthracycline chemotherapy
and cardiotoxicity. Cardiovasc. Drugs Ther. 2017, 31, 63–75. [CrossRef] [PubMed]

152. Ueda, U.; Nakamura, H.; Masutani, H.; Sasada, T.; Takabayashi, A.; Yamaoka, Y.; Yodoi, J. Baicalin induces
apoptosis via mitochondrial pathway as prooxidant. Mol. Immunol. 2002, 38, 781–791. [CrossRef]

153. Galati, G.; Sabzevari, O.; Wilson, J.X.; O’Brien, P.J. Prooxidant activity and cellular effects of the phenoxyl
radicals of dietary flavonoids and other polyphenolics. Toxicology 2002, 177, 91–104. [CrossRef]

154. Atsumi, T.; Fujisawa, S.; Tonosaki, K. A comparative study of the antioxidant/prooxidant activities of
eugenol and isoeugenol with various concentrations and oxidation conditions. Toxicol. In Vitro 2005, 19,
1025–1033. [CrossRef] [PubMed]

155. Lee, J.-C.; Kim, J.; Park, J.-K.; Chung, G.-H.; Jang, Y.S. The antioxidant, rather than prooxidant, activities of
quercetin on normal cells: Quercetin protects mouse thymocytes from glucose oxidase-mediated apoptosis.
Exp. Cell Res. 2003, 291, 386–397. [CrossRef]

156. Murias, M.; Jäger, W.; Handler, N.; Erker, T.; Horvath, Z.; Szekeres, T.; Nohl, H.; Gille, L. Antioxidant,
prooxidant and cytotoxic activity of hydroxylated resveratrol analogues: Structure–activity relationship.
Biochem. Pharmacol. 2005, 69, 903–912. [CrossRef] [PubMed]

157. Sahu, S.C.; Ruggles, D.I.; O’Donnell, M.W. Prooxidant activity and toxicity of nordihydroguaiaretic acid in
clone-9 rat hepatocyte cultures. Food Chem. Toxicol. 2006, 44, 1751–1757. [CrossRef] [PubMed]

158. Yoshino, M.; Haneda, M.O.; Naruse, M.; Htay, H.H.; Tsubouchi, R.; Qiao, S.L.; Li, W.H.; Murakami, K.;
Yokochi, T. Prooxidant activity of curcumin: Copper-dependent formation of 8-hydroxy-2′-deoxyguanosine
in DNA and induction of apoptotic cell death. Toxicol. In Vitro 2004, 18, 783–789. [CrossRef] [PubMed]

159. Habtemariam, S. Methyl-3-O-methyl gallate and gallic acid from the leaves of Peltiphyllum peltatum: Isolation
and comparative antioxidant, prooxidant, and cytotoxic effects in neuronal cells. J. Med. Food 2011, 14,
1412–1418. [CrossRef] [PubMed]

160. Habtemariam, S. Knipholone anthrone from Kniphofia foliosa induces a rapid onset of necrotic cell death in
cancer cells. Fitoterapia 2010, 81, 1013–1019. [CrossRef] [PubMed]

161. Habtemariam, S.; Dagne, E. Differential cytotoxic and prooxidnant activity of knipholone and knipholone
anthrone. Planta Med. 2009, 75, 885. [CrossRef]

162. Habtemariam, S.; Dagne, E. Comparative antioxidant, prooxidant and cytotoxic activity of sigmoidin a and
eriodictyol. Planta Med. 2010, 76, 589–594. [CrossRef] [PubMed]

163. Habtemariam, S. Flavonoids as inhibitors or enhancers of the cytotoxicity of tumor necrosis factor-α in L-929
tumor cells. J. Nat Prod. 1997, 60, 775–778. [CrossRef] [PubMed]

164. Kawanishi, S.; Oikawa, S.; Murata, M. Evaluation for safety of antioxidant chemopreventive agents.
Antioxid. Redox Signal. 2005, 7, 1728–1739. [CrossRef] [PubMed]

165. Solovieva, E.M.; Soloviev, V.V.; Akatov, V.S. Vitamin B12b increases the cytotoxicity of short-time exposure
to ascorbic acid, inducing oxidative burst and iron-dependent DNA damage. Eur. J. Pharmacol. 2007, 566,
206–214. [CrossRef] [PubMed]

166. Park, S.-W.; Lee, S.-M. Antioxidant and prooxidant properties of ascorbic acid on hepatic dysfunction
induced by cold ischemia/reperfusion. Eur. J. Pharmacol. 2008, 580, 401–406. [CrossRef] [PubMed]

167. Lenaz, G. The mitochondrial production of reactive oxygen species: Mechanisms and implications in human
pathology. IUBMB Life 2001, 52, 159–164. [CrossRef] [PubMed]

168. Turrens, J.F. Mitochondrial formation of reactive oxygen species. J. Physiol. 2003, 552, 335–344. [CrossRef]
[PubMed]

169. Habtemariam, S. Methodology for rapid Isolation of moringin: Potential anticancer compound from the
seeds of Moringa stenopetala. Pharm. Anal. Acta 2017, 8, 558. [CrossRef]

170. Sreedhar, A.; Zhao, Y. Uncoupling protein 2 and metabolic diseases. Mitochondrion 2017, 34, 135–140.
[CrossRef] [PubMed]

171. Baffy, G. Uncoupling protein-2 and cancer. Mitochondrion 2010, 10, 243–252. [CrossRef] [PubMed]

http://dx.doi.org/10.2174/1389557517666170228115324
http://www.ncbi.nlm.nih.gov/pubmed/28245782
http://dx.doi.org/10.1371/journal.pone.0087371
http://www.ncbi.nlm.nih.gov/pubmed/24489904
http://dx.doi.org/10.1007/s10557-016-6711-0
http://www.ncbi.nlm.nih.gov/pubmed/28185035
http://dx.doi.org/10.1016/S0161-5890(01)00115-8
http://dx.doi.org/10.1016/S0300-483X(02)00198-1
http://dx.doi.org/10.1016/j.tiv.2005.04.012
http://www.ncbi.nlm.nih.gov/pubmed/15964168
http://dx.doi.org/10.1016/S0014-4827(03)00410-5
http://dx.doi.org/10.1016/j.bcp.2004.12.001
http://www.ncbi.nlm.nih.gov/pubmed/15748702
http://dx.doi.org/10.1016/j.fct.2006.05.016
http://www.ncbi.nlm.nih.gov/pubmed/16839654
http://dx.doi.org/10.1016/j.tiv.2004.03.009
http://www.ncbi.nlm.nih.gov/pubmed/15465643
http://dx.doi.org/10.1089/jmf.2010.0257
http://www.ncbi.nlm.nih.gov/pubmed/21663488
http://dx.doi.org/10.1016/j.fitote.2010.06.021
http://www.ncbi.nlm.nih.gov/pubmed/20600682
http://dx.doi.org/10.1055/s-0029-1234260
http://dx.doi.org/10.1055/s-0029-1240604
http://www.ncbi.nlm.nih.gov/pubmed/19941260
http://dx.doi.org/10.1021/np960581z
http://www.ncbi.nlm.nih.gov/pubmed/9287415
http://dx.doi.org/10.1089/ars.2005.7.1728
http://www.ncbi.nlm.nih.gov/pubmed/16356133
http://dx.doi.org/10.1016/j.ejphar.2007.03.035
http://www.ncbi.nlm.nih.gov/pubmed/17475236
http://dx.doi.org/10.1016/j.ejphar.2007.11.023
http://www.ncbi.nlm.nih.gov/pubmed/18093582
http://dx.doi.org/10.1080/15216540152845957
http://www.ncbi.nlm.nih.gov/pubmed/11798028
http://dx.doi.org/10.1113/jphysiol.2003.049478
http://www.ncbi.nlm.nih.gov/pubmed/14561818
http://dx.doi.org/10.4172/2153-2435.1000558
http://dx.doi.org/10.1016/j.mito.2017.03.005
http://www.ncbi.nlm.nih.gov/pubmed/28351676
http://dx.doi.org/10.1016/j.mito.2009.12.143
http://www.ncbi.nlm.nih.gov/pubmed/20005987


Biomedicines 2018, 6, 39 27 of 28

172. Berthiaume, E.; Derdak, Z.; Konkin, T.A.; Resnick, M.B.; Wands, J.R.; Baffy, G. Increased expression of
uncoupling protein-2 in cholangiocarcinoma cells may confer resistance to apoptosis. Hepatology 2004,
40, 372A–373A.

173. Derdak, Z.; Mark, N.M.; Beldi, G.; Robson, S.C.; Wands, J.R.; Baffy, G. The mitochondrial uncoupling
protein-2 promotes chemoresistance in cancer cells. Cancer Res. 2008, 68, 2813–2819. [CrossRef] [PubMed]

174. Collins, P.; Jones, C.; Choudhury, S.; Damelin, L.; Hodgson, H. Increased expression of uncoupling protein 2
in HepG2 cells attenuates oxidative damage and apoptosis. Liver Int. 2005, 25, 880–887. [CrossRef] [PubMed]

175. Warburg, O. On the origin of cancer cells. Science 1956, 123, 309–314. [CrossRef] [PubMed]
176. Mailloux, R.J.; Harper, M.E. Uncoupling proteins and the control of mitochondrial reactive oxygen species

production. Free Radic. Biol. Med. 2011, 51, 1106–1115. [CrossRef] [PubMed]
177. Ayyasamy, V.; Owens, K.M.; Desouki, M.M.; Liang, P.; Bakin, A.; Thangaraj, K.; Buchsbaum, D.J.;

LoBuglio, A.F.; Singh, K.K. Cellular model of Warburg effect identifies tumor promoting function of UCP2 in
breast cancer and its suppression by genipin. PLoS ONE 2011, 6, e24792. [CrossRef] [PubMed]

178. Yang, Y.; Yang, Y.; Hou, J.; Ding, Y.; Zhang, T.; Zhang, Y.; Wang, J.; Shi, C.; Fu, W.; Cai, Z. The hydroxyl
at position C1 of genipin is the active inhibitory group that affects mitochondrial uncoupling protein 2 in
Panc-1 cells. PLoS ONE 2016, 11, e0147026. [CrossRef] [PubMed]

179. Cho, Y.S.; Lee, J.H.; Jung, K.H.; Park, J.W.; Moon, S.H.; Choe, Y.S.; Lee, K.H. Molecular mechanism of
(18)F-FDG uptake reduction induced by genipin in T47D cancer cell and role of uncoupling protein-2 in
cancer cell glucose metabolism. Nucl. Med. Biol. 2016, 43, 587–592. [CrossRef] [PubMed]

180. Yao, M.L.; Gu, J.; Zhang, Y.C.; Wang, N.; Zhu, Z.H.; Yang, Q.T.; Liu, M.; Xia, J.F. Inhibitory effect of Genipin on
uncoupling protein-2 and energy metabolism of androgen-independent prostate cancer cells. Zhonghua Nan
Ke Xue. 2015, 21, 973–976. [PubMed]

181. Board, M.; Lopez, C.; van den Bos, C.; Callaghan, R.; Clarke, K.; Carr, C. Acetoacetate is a more efficient
energy-yielding substrate for human mesenchymal stem cells than glucose and generates fewer reactive
oxygen species. Int. J. Biochem. Cell Biol. 2017, 88, 75–83. [CrossRef] [PubMed]

182. Brandi, J.; Cecconi, D.; Cordani, M.; Torrens-Mas, M.; Pacchiana, R.; Dalla Pozza, E.; Butera, G.; Manfredi, M.;
Marengo, E.; Oliver, J.; et al. The antioxidant uncoupling protein 2 stimulates hnRNPA2/B1, GLUT1 and
PKM2 expression and sensitizes pancreas cancer cells to glycolysis inhibition. Free Radic. Biol. Med. 2016,
101, 305–316. [CrossRef] [PubMed]

183. Dadak, S.; Beall, C.; Vlachaki-Walker, J.M.; Soutar, M.P.M.; McCrimmon, R.J.; Ashford, M.L.J. Oleate induces
KATP channel-dependent hyperpolarization in mouse hypothalamic glucose-excited neurons without altering
cellular energy charge. Neuroscience 2017, 346, 29–42. [CrossRef] [PubMed]

184. Ge, H.; Zhang, F.; Duan, P.; Zhu, N.; Zhang, J.; Ye, F.; Shan, D.; Chen, H.; Lu, X.; Zhu, C.; et al. Mitochondrial
Uuncoupling protein 2 in human cumulus cells is associated with regulating autophagy and apoptosis,
maintaining gap junction integrity and progesterone synthesis. Mol. Cell Endocrinol. 2017, 443, 128–137.
[CrossRef] [PubMed]

185. Han, Y.; Jiang, Q.; Wang, Y.; Li, W.; Geng, M.; Han, Z.; Chen, X. The anti-proliferative effects of oleanolic
acid on A7r5 cells-Role of UCP2 and downstream FGF-2/p53/TSP-1. Cell Biol. Int. 2017, 41, 1296–1306.
[CrossRef] [PubMed]

186. Imai, K.; Fukuda, T.; Wada, T.; Kawanishi, M.; Tasaka, R.; Yasui, T.; Sumi, T. UCP2 expression may represent
a predictive marker of neoadjuvant chemotherapy effectiveness for locally advanced uterine cervical cancer.
Oncol. Lett. 2017, 14, 951–957. [CrossRef] [PubMed]

187. Lou, J.; Wang, Y.; Wang, X.; Jiang, Y. Uncoupling protein 2 regulates palmitic acid-induced hepatoma cell
autophagy. Biomed. Res. Int. 2014, 2014, 810401. [CrossRef] [PubMed]

188. Muller, S.; Klingbeil, S.M.; Sandica, A.; Jaster, R. Uncoupling protein 2 deficiency reduces proliferative
capacity of murine pancreatic stellate cells. Hepatobiliary Pancreat. Dis. Int. 2016, 15, 647–654. [CrossRef]

189. Rajanbabu, V.; Galam, L.; Fukumoto, J.; Enciso, J.; Tadikonda, P.; Lane, T.N.; Bandyopadhyay, S.;
Parthasarathy, P.T.; Cho, Y.; Cho, S.H.; et al. Genipin suppresses NLRP3 inflammasome activation through
uncoupling protein-2. Cell Immunol. 2015, 297, 40–45. [CrossRef] [PubMed]

190. Ge, H.; Zhang, F.; Shan, D.; Chen, H.; Wang, X.; Ling, C.; Xi, H.; Huang, J.; Zhu, C.; Lv, J. Effects of
mitochondrial uncoupling protein 2 inhibition by genipin in human cumulus cells. Biomed. Res. Int. 2015,
2015, 323246. [CrossRef] [PubMed]

http://dx.doi.org/10.1158/0008-5472.CAN-08-0053
http://www.ncbi.nlm.nih.gov/pubmed/18413749
http://dx.doi.org/10.1111/j.1478-3231.2005.01104.x
http://www.ncbi.nlm.nih.gov/pubmed/15998440
http://dx.doi.org/10.1126/science.123.3191.309
http://www.ncbi.nlm.nih.gov/pubmed/13298683
http://dx.doi.org/10.1016/j.freeradbiomed.2011.06.022
http://www.ncbi.nlm.nih.gov/pubmed/21762777
http://dx.doi.org/10.1371/journal.pone.0024792
http://www.ncbi.nlm.nih.gov/pubmed/21935467
http://dx.doi.org/10.1371/journal.pone.0147026
http://www.ncbi.nlm.nih.gov/pubmed/26771380
http://dx.doi.org/10.1016/j.nucmedbio.2016.06.001
http://www.ncbi.nlm.nih.gov/pubmed/27451963
http://www.ncbi.nlm.nih.gov/pubmed/26738321
http://dx.doi.org/10.1016/j.biocel.2017.05.007
http://www.ncbi.nlm.nih.gov/pubmed/28483672
http://dx.doi.org/10.1016/j.freeradbiomed.2016.10.499
http://www.ncbi.nlm.nih.gov/pubmed/27989750
http://dx.doi.org/10.1016/j.neuroscience.2016.12.053
http://www.ncbi.nlm.nih.gov/pubmed/28087336
http://dx.doi.org/10.1016/j.mce.2017.01.020
http://www.ncbi.nlm.nih.gov/pubmed/28089824
http://dx.doi.org/10.1002/cbin.10838
http://www.ncbi.nlm.nih.gov/pubmed/28792088
http://dx.doi.org/10.3892/ol.2017.6212
http://www.ncbi.nlm.nih.gov/pubmed/28693257
http://dx.doi.org/10.1155/2014/810401
http://www.ncbi.nlm.nih.gov/pubmed/25512910
http://dx.doi.org/10.1016/S1499-3872(16)60154-6
http://dx.doi.org/10.1016/j.cellimm.2015.06.002
http://www.ncbi.nlm.nih.gov/pubmed/26123077
http://dx.doi.org/10.1155/2015/323246
http://www.ncbi.nlm.nih.gov/pubmed/26356408


Biomedicines 2018, 6, 39 28 of 28

191. Dando, I.; Fiorini, C.; Pozza, E.D.; Padroni, C.; Costanzo, C.; Palmieri, M.; Donadelli, M. UCP2
inhibition triggers ROS-dependent nuclear translocation of GAPDH and autophagic cell death in pancreatic
adenocarcinoma cells. Biochim. Biophys. Acta 2013, 1833, 672–679. [CrossRef] [PubMed]

192. Chen, X.L.; Tang, W.X.; Tang, X.H.; Qin, W.; Gong, M. Downregulation of uncoupling protein-2 by genipin
exacerbates diabetes-induced kidney proximal tubular cells apoptosis. Ren. Fail. 2014, 36, 1298–1303.
[CrossRef] [PubMed]

193. Ma, S.; Yang, D.; Li, D.; Tan, Y.; Tang, B.; Yang, Y. Inhibition of uncoupling protein 2 with genipin exacerbates
palmitate-induced hepatic steatosis. Lipids Health Dis. 2012, 11, 154. [CrossRef] [PubMed]

194. Zhou, H.; Zhao, J.; Zhang, X. Inhibition of uncoupling protein 2 by genipin reduces insulin-stimulated
glucose uptake in 3T3-L1 adipocytes. Arch. Biochem. Biophys. 2009, 486, 88–93. [CrossRef] [PubMed]

195. Zhang, C.Y.; Parton, L.E.; Ye, C.P.; Krauss, S.; Shen, R.; Lin, C.T.; Porco, J.A.J.; Lowell, B.B. Genipin inhibits
UCP2-mediated proton leak and acutely reverses obesity- and high glucose-induced beta cell dysfunction in
isolated pancreatic islets. Cell Metab. 2006, 3, 417–427. [CrossRef] [PubMed]

196. Pons, D.G.; Nadal-Serrano, M.; Torrens-Mas, M.; Valle, A.; Oliver, J.; Roca, P. UCP2 inhibition sensitizes
breast cancer cells to therapeutic agents by increasing oxidative stress. Free Radic. Biol. Med. 2015, 86, 67–77.
[CrossRef] [PubMed]

197. Dalla Pozza, E.; Fiorini, C.; Dando, I.; Menegazzi, M.; Sgarbossa, A.; Costanzo, C.; Palmieri, M.; Donadelli, M.
Role of mitochondrial uncoupling protein 2 in cancer cell resistance to gemcitabine. Biochim. Biophys. Acta
2012, 1823, 1856–1863. [CrossRef] [PubMed]

198. Huang, H.F.; Zhang, X.N.; Huang, Z.X.; Zhang, Y.; Zhou, Z.Y. Geniposide reverses multidrug resistance
in vitro and in vivo by inhibiting the efflux function and expression of P-glycoprotein. Exp. Ther. Med. 2017,
13, 437–442. [CrossRef] [PubMed]

199. Su, W.P.; Chang, J.Y.; Kuo, C.C.; Su, W.C. Enhanced antitumor activity of rapamycin and genipin, a UCP-2
inhibitor, in lung cancer. Exp. Clin Ther. 2016, 76 (Suppl. 14), 1308. [CrossRef]

200. Mahgoub, E.; Kumaraswamy, S.M.; Kader, K.H.; Venkataraman, B.; Ojha, S.; Adeghate, E.; Rajesh, M. Genipin
attenuates cisplatin-induced nephrotoxicity by counteracting oxidative stress, inflammation, and apoptosis.
Biomed. Pharmacother. 2017, 93, 1083–1097. [CrossRef] [PubMed]

© 2018 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.bbamcr.2012.10.028
http://www.ncbi.nlm.nih.gov/pubmed/23124112
http://dx.doi.org/10.3109/0886022X.2014.930650
http://www.ncbi.nlm.nih.gov/pubmed/24964191
http://dx.doi.org/10.1186/1476-511X-11-154
http://www.ncbi.nlm.nih.gov/pubmed/23151243
http://dx.doi.org/10.1016/j.abb.2009.02.017
http://www.ncbi.nlm.nih.gov/pubmed/19272350
http://dx.doi.org/10.1016/j.cmet.2006.04.010
http://www.ncbi.nlm.nih.gov/pubmed/16753577
http://dx.doi.org/10.1016/j.freeradbiomed.2015.04.032
http://www.ncbi.nlm.nih.gov/pubmed/25960046
http://dx.doi.org/10.1016/j.bbamcr.2012.06.007
http://www.ncbi.nlm.nih.gov/pubmed/22705884
http://dx.doi.org/10.3892/etm.2016.4011
http://www.ncbi.nlm.nih.gov/pubmed/28352312
http://dx.doi.org/10.1158/1538-7445.AM2016-1308
http://dx.doi.org/10.1016/j.biopha.2017.07.018
http://www.ncbi.nlm.nih.gov/pubmed/28738532
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Natural Sources of Geniposide and Genipin 
	Physicochemical Properties and Associated Pharmacokinetics Profile 
	Anticancer Effects of Geniposide and Genipin 
	Direct Cytotoxic Effect on Cancer Cells 
	Effects on Carcinogenesis 
	Effects on Cancer Metastasis 

	Lessons on the Mechanisms of Action 
	Mechanisms Related to Cell Cycle Regulation 
	General Anti-Inflammatory Mechanisms 
	Cancer Cell Killing by Weaponizing Oxygen 
	Emerging Role of the Mitochondrial Uncoupling Protein-2 (UCP2) in Cancer Biology and Chemotherapy 

	Drug Potentiation 
	General Summary and Conclusions 
	References

