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A series of novel furoxan-based nitric oxide (NO)-releasing derivatives of glycyrrhetinic acid (GA) were
designed, synthesized, and evaluated for their in vitro cytotoxicity against human hepatocellular carci-
noma (HCC) and non-tumor liver cells. Five furoxan/GA hybrids, 7b–d, 7f, and 7g, displayed potent cyto-
toxicity against HCC cells (IC50: 0.25–1.10 lM against BEL-7402 cells and 1.32–6.78 lM against HepG2
cells), but had a little effect on the growth of LO2 cells, indicating that these compounds had selective
cytotoxicity against HCC cells. Furthermore, these compounds produced high concentrations of NO in
HCC cells, but low in LO2 cells and treatment with hemoglobin partially reduced the cytotoxicity of
the hybrid in HCC cells. Apparently, the high concentrations of NO produced by NO donor moieties
and the bioactivity of GA synergistically contribute to the cytotoxicity, but the NO is a major player
against HCC cells in vitro. Potentially, our findings may aid in the design of new chemotherapeutic
reagents for the intervention of human HCC at clinic.

� 2010 Elsevier Ltd. All rights reserved.
Nitric oxide (NO) is a critical regulator of the biological process toxicant-induced hepatotoxicity in mice and rats.16–18 The high

involved in many physiological functions.1 However, high concen-
trations of NO can induce cell cycle arrest and apoptosis, particu-
larly for some tumor cells.2–4 Indeed, the NO-based anti-cancer
reagents have been investigating for their potential application
for cancer therapy at clinic.5–7 Furoxans, an important class of
NO donors, can produce high concentrations of NO and exhibit
strong anti-cancer activity.8–11 However, due to their broad biolog-
ical effects, furoxan-based anti-cancer reagents may result in se-
vere adverse effect. Therefore, development and discovery of new
derivatives of furoxan that can selectively produce high concentra-
tions of NO in tumor cells will be of great significance in the inter-
vention of human tumors, such as hepatocellular carcinoma (HCC)
with little adverse effect.

Glycyrrhetinic acid (GA) is the pentacyclic triterpene aglycone
of glycyrrhizic acid. GA and glycyrrhizic acid have been shown to
possess anti-inflammatory, anti-oxidative, anti-ulcer, anti-aller-
genic, anti-cancer, and immunomodulatory activities.12 Further-
more, GA at a high concentration can induce apoptosis of HCC
cells.13 More importantly, GA can bind to the epidermal growth
factor receptor (EGFR)14 and steroid receptors15 with high affinity
and protect hepatocytes from the carbon tetrachloride and other
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affinity of GA binding to hepatocytes and its protective activity
make GA as an ideal leading compound for the design of novel
furoxan/GA hybrids, which may selectively produce high concen-
trations of NO in HCC cells, leading to potent cytotoxicity against
HCC cells, but little side effect on healthy hepatocytes.

To generate fruoxan/GA hybrids, the phenylsulfonylfuroxans
1a–h were synthesized from benzenethiol in a four-step sequence,
as previous reports.19 Simultaneously, GA solution of methanol
was refluxed in the presence of p-toluenesulfonic acid (p-TSA) to
yield glycyrrhetinic acid methyl ester 2,20 which was in turn esteri-
fied with succinic anhydride in the presence of DMAP to form
3-O-hemisuccinate GA methyl ester 3.21 Subsequently, compound
3 was further reacted with 1a–h in the presence of 1-(3-dimethyl-
aminopropyl)-3-ethylcarbodiimide hydrochloride (EDCI) and
4-dimethylaminopyridine (DMAP) to generate the target com-
pounds 4a–h in 65–70% yields (Scheme 1).22

Given that coupling with an amino acid can help in delivering
the compounds to tumor cells,23–25 other target compounds were
designed using glycine as a linker and synthesized, as illustrated
in Scheme 2 and 3. First, compounds 1a–g were reacted with N-
Boc-glycine in the presence of dicyclohexylcarbodiimide (DCC)
and DMAP to form N-Boc-glycinates 5a–g in 55–80% yields. Subse-
quently, the Boc group was removed with trifluoroacetic acid to
generate the glycinates 6a–g, which were coupled with GA in the
presence of EDCI and DMAP to generate 7a–g in 45–55% yields
(Scheme 2).26,27
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Scheme 1. The synthetic pathway of 4a–h. Reagents and conditions: (a) CH3OH, p-TSA, reflux; (b) succinic anhydride, DMAP, dry CH2Cl2, reflux, 15 h; (c) 1a–h, DCC, DMAP,
dry CH2Cl2, rt, 24 h.
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Scheme 2. The synthetic pathway of 7a–g. Reagents and conditions: (a) Boc-NHCH2CO2H, DCC, DMAP, dry CH2Cl2, rt, 24 h; (b) CF3CO2H, dry CH2Cl2, rt, 2 h; (c) GA, EDCI,
DMAP, DMF, rt, 24 h.
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The condensation of GA with 1h in the presence of EDCI and
DMAP produced 8h in 48% yield. 3-O-Acetylation of GA with acetic
anhydride in the presence of DMAP furnished 9 in 98% yield,28

which was coupled with 1h, 6d, or 6e in the presence of EDCI
and DMAP to produce compounds 10h, 11d, and 11e, respectively.
Alternatively, 9 was treated with oxalyl chloride to form acyl chlo-
ride derivative 12, which was subsequently esterified with 1a, 1b,
1d, 1e, or 1g in the presence of triethylamine (Et3N) to form 13a,
13b, 13d, 13e, and 13g, respectively (Scheme 3).29

All of the final products were purified by column chromatogra-
phy and their structures were characterized by infrared (IR), mass
spectra (MS), 1H NMR, and elemental analyses.

The cytotoxicity of the target compounds and GA against
human HCC cells (HepG2, BEL-7402) was evaluated by MTT assay
using adriamycin as a positive control (Table 1).30 GA exhibited a
weak cytotoxicity against HCC cells tested, consistent with previ-
ous reports.13,31 In contrast, most of the new furoxan/GA hybrids
displayed potent anti-HCC activity, and some of them were stron-
ger than that of adriamycin. For example, the IC50 value of 7d
against HCC BEL-7402 cells was near fourfold less than that of adri-
amycin (0.25 vs 0.90 lM). More importantly, the hybrids 7b–d, 7f,
and 7g had stronger anti-proliferatory activity against BEL-7402
cells than that of their corresponding NO donor moieties 1b–d,
1f, and 1g (IC50 = 6.52–13.26 lM), suggesting a synergistic effect
of furoxan and GA on inhibition of HCC cells proliferation. How-
ever, other hybrids displayed various cytotoxicities against HCC
cells.

Next, we examined whether the new furoxan/GA hybrids
could selectively inhibit the proliferation of HCC cells by MTT as-
says.30 We found that the NO donor moieties 1b–d, 1f and 1g, like
adriamycin, inhibited the proliferation of both HCC BEL-7402 cells
and non-tumor human liver LO2 cells with a similar level of
inhibitory activity at the concentration of 10 lM (Fig. 1). In con-
trast, the corresponding hybrids 7b–d, 7f and 7g selectively inhib-
ited the proliferation of BEL-7402 cells, but with a little effect on
LO2 cells. Evidentially, treatment with 7b–d, 7f or 7g inhibited
the proliferation of BEL-7402 cells by 83.52–96.50%, respectively,
and the inhibitory effects of these compounds on LO2 cells were
less than 18.00%. These suggest that these new hybrids may have
little adverse effect and be safe for the intervention of human
HCC.

To understand their selectivity and diverse cytotoxicity against
HCC and LO2 cells, we examined the production of NO by individ-
ual compounds in HCC and LO2 cells by the Griess assay (Fig. 2).32

The furoxan moieties produced similar concentrations of NO in
HCC and LO2 cells, while treatment with hybrids 7b–d, 7f or 7g
generated high concentrations of NO in HCC cells, which were
3–5-fold higher than that in LO2 cells. The significantly higher
concentrations of NO produced in HCC cells may contribute to
the selective cytotoxicity of these new hybrids against HCC cells.
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Table 1
The inhibitory effects of the target compounds on the proliferation of human HCC
cells

Compound IC50
a (lM) Compound IC50

a (lM)

HepG2 BEL-7402 HepG2 BEL-7402

ADMb 2.03 0.90 7d 6.78 0.25
GAc >50 >50 7e 5.18 3.78
4a 18.18 7.85 7f 1.32 0.32
4b 13.41 9.22 7g 3.39 0.84
4c 26.03 6.03 8h 7.40 2.47
4d 36.52 8.20 10h 23.72 14.16
4e 15.67 19.92 11d 8.39 4.84
4f 7.90 7.37 11e 6.40 9.47
4g 11.55 13.41 13a 14.71 3.84
4h 2.90 2.94 13b 11.52 15.35
7a 9.06 1.38 13d 9.83 5.04
7b 3.79 0.43 13e 31.45 21.38
7c 3.02 1.10 13g 7.50 14.96

a IC50 = compound at a concentration required to inhibit tumor cell proliferation
by 50%. Data are expressed as the mean IC50 from the dose–response curves of at
least three independent experiments.

b Adriamycin.
c Glycyrrhetinic acid.
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Figure 1. Cytotoxicity of the furoxan moieties and target compounds against HCC
BEL-7402 cells and non-tumor liver LO2 cells. BEL-7402 and LO2 cells were treated
with 10 lM of the indicated compounds and their cytotoxicities were determined
by MTT. Data are expressed as mean% ± SD of the cytotoxicity of individual
compounds in both cells from three separate experiments. * p <0.05, determined by
X2 tests.
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To further determine the role of NO in cytotoxicity of these
hybrids against HCC cells, HCC BEL-7402 cells were pre-treated
with varying concentrations of hemoglobin, a well-known NO
scavenger, and then treated with different concentrations of hybrid
compound 7d for the detection of their cytotoxicity and NO pro-
duction in Figure 3. As expected, 7d produced high concentration
of NO and displayed a strong cytotoxicity against the HCC cells
without pre-treatment with hemoglobin. In contrast, pre-treat-
ment with different concentrations of hemoglobin dramatically
reduced the concentrations of NO and inhibited the cytotoxicity
of 7d against the BEL-7402 cells. Furthermore, the inhibitory
effects of different concentrations of hemoglobin were dose-
dependent and negatively correlated with the concentrations of
NO (R2 = 0.87, p <0.01, determined by logistic regression analysis).
More importantly, the cytotoxicities of 7d were positively corre-
lated with the concentrations of NO (R2 = 0.79, p <0.01). Notably,
treatment with 20 lM of hemoglobin only reduced the cytotoxicity
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Figure 2. Variable levels of NO produced by the compounds in human HCC cells
and non-tumor liver cells. Cells were treated in triplicate with each compound at
100 lM for 30–300 min. The cell lysates were prepared for determining the
contents of NO by Griess assay. Data are expressed as mean of individual
compounds in each type of cells after treatment with the compounds for
300 min. Similar patterns of NO production were detected at other time points
(data not shown).
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of 7d by near 66%. Apparently, the high concentrations of NO pro-
duced by NO donor moieties and the bioactivity of GA synergisti-
cally contribute to,33 but the NO is a major player in the
cytotoxicity of these new hybrids against HCC cells in vitro.

Analysis of structure and activity relationship (SAR) revealed
that the hybrids with NO moieties coupling to 30-COOH of GA in
general had stronger cytotoxicity than that of 3-OH hybrids (e.g.,
7a or 13a vs 4a, 7b vs 4b, 7c vs 4c, 7d, 11d or 13d vs 4d, 7e or
11e vs 4e, 7f vs 4f, 7g vs 4g). Furthermore, the coupling model of
the NO donor moiety with GA also affected the cytotoxic activity
of these hybrids. For example, compound 4h containing an amide
bond was more active than its corresponding analog 4a containing
two ester bonds. Interestingly, the hybrids 7a–g with a glycine as a
linker were more cytotoxic to HCC cells than their corresponding
analogs without glycine residue (e.g., 7a vs 13a, 7b vs 13b, 7d vs
13d, 7e vs 13e, 7g vs 13g), supporting the notion that introduction
of a glycine residue into compounds can significantly enhance their
cytotoxicity.23–25 Thus, new hybrid compounds generated by cou-
pling NO donor moieties to 30-COOH of GA with a glycine as a lin-
ker should have potent cytotoxicity selectively against HCC cells.

In summary, a series of furoxan/GA hybrids were designed, syn-
thesized and evaluated for their cytotoxicity against human HCC
and non-tumor liver cells in vitro. Our data indicated that 7b–d,
7f and 7g displayed selective cytotoxicity against human HCC cells,
which was associated with higher concentrations of NO production
in HCC cells and potentially synergistic effect of NO donor moieties
and the bioactivity of GA. Potentially, our findings may aid in the
design of new chemotherapeutic reagents for the intervention of
human HCC at clinic.
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