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Abstract: Ginkgo biloba L., an ancient dioecious gymnosperm, is now cultivated worldwide for
landscaping and medical purposes. A novel biflavonoid—amentoflavone 7’’-O-(3-p-glucopyranoside
(I)—and four known biflavonoids were isolated and identified from the male flowers of Ginkgo.
The anti-proliferative activities of five biflavonoids were evaluated on different cancer lines. Bilobetin
(3) and isoginkgetin (4) exhibited better anti-proliferative activities on different cancer lines. Their
effects were found to be cell-specific and in a dose and time dependent manner for the most
sensitive HeLa cells. The significant morphological changes validated their anticancer effects in a
dose-dependent manner. They were capable of arresting the G2/M phase of the cell cycle, inducing
the apoptosis of HeLa cells dose-dependently and activating the proapoptotic protein Bax and the
executor caspase-3. Bilobetin (3) could also inhibit the antiapoptotic protein Bcl-2. These might be the
mechanism underlying their anti-proliferation. In short, bilobetin (3) and isoginkgetin (4) might be
the early lead compounds for new anticancer agents.
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1. Introduction

Ranking second only to cardiovascular disease, cancer is a leading cause of death globally [1].
Conventional surgery, radiotherapy, and chemotherapy are three primary cancer treatments [2]. Among
them, chemotherapy is a useful and significant therapy for cancer patients in clinical applications [3].
At least 60% of approved anti-cancer drugs have natural product sources [4,5]. Natural compounds
often become the lead compounds of clinical anticancer drug candidates [6]. Therefore, searching for
lead compounds from natural products in cancer therapy remains desirable in modern anticancer drug
discovery [5].

Ginkgo biloba L., has been used as a Chinese herb for thousands of years against asthma and
bronchitis [7]. Modern pharmacological studies revealed its antioxidant, anti-inflammatory [8],
neuroprotective effects [9], its improvement of cardiovascular and peripheral vascular disorders, as
well as the antiplatelet aggregative activity [10] of G. biloba leaf extract (EGb). Its main bioactive
constituents have been demonstrated as flavonol glycosides and terpene trilactones [11]. Furthermore,
previous studies have shown that both G. biloba leaf extract (EGB) and exocarp extract (GBEE) possess
inhibitory effects on various cancer cells [12,13]. Some monomeric compounds were also reported
to have anti-proliferation activity on different cancer cells, including ginkgolic acid [14], Ginkgolide
B [15], and several biflavonoids [16-18].

Molecules 2019, 24, 1496; d0i:10.3390/molecules24081496 www.mdpi.com/journal/molecules


http://www.mdpi.com/journal/molecules
http://www.mdpi.com
https://orcid.org/0000-0002-7109-2120
http://dx.doi.org/10.3390/molecules24081496
http://www.mdpi.com/journal/molecules
https://www.mdpi.com/1420-3049/24/8/1496?type=check_update&version=2

Molecules 2019, 24, 1496 20f 13

The gymnosperm Ginkgo is dioecious and its male flowers with catkin blossom from late March to
the middle of April for only three to seven days, varying in different areas of China [19]. So far, there is
little correlative literature illustrating the exact chemical constituents and bioactivities of the flowers.
In our previous study, we isolated 18 compounds including 4 biflavonoids from Ginkgo male flowers
and reported their anti-inflammatory activities in LPS-induced RAW 264.7 cells [20]. In our continuing
efforts to investigate the constituents and bioactivities of G. biloba flowers, a novel biflavonoid as well
as four known ones were isolated and evaluated for anti-proliferation activities on three kinds of
cancer cells for the first time. Then, the active biflavonoids were further tested in five more cancer
cells to select the most sensitive cells. We also preliminarily clarified the underlying anti-proliferative
mechanism of the active biflavonoids in the most sensitive cancer cells.

2. Results

2.1. Structure Elucidation

The CHCl;3- and EtOAc-soluble fractions were all subjected to column chromatography repeatedly
to investigate their chemical constitutions, which afforded a novel biflavonoid (1) and four known
biflavonoids (2-5) (Figure 1A).
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Figure 1. Structures of compounds 1-5 (A). Key heteronuclear multiple bond correlation (HMBC)
correlations (—) and nuclear overhauser enhancement spectroscopy (NOESY)correlations () of
compound 1 (B).

Compound 1 was isolated as a yellow amorphous powder. The molecular formula was identified
as C36Hp3015 by the high resolution electronspray ionization mass spectrometry (HR-ESI-MS) 701.1505
[M + HJ*, corresponding to twenty-three degrees of unsaturation. The 'H nuclear magnetic resonance
(*H-NMR) spectra signals revealed the existence of five hydroxyl groups and twelve aromatic protons,
indicating that compound 1 was a biflavone. The 'H- and *C-NMR chemical shifts of compound 1
were closely similar to those of compound 2 except for the presence of an additional sugar moiety
and preliminarily inferred that the mother nucleus of compound 1 was compound 2 (amentoflavone).
The proton chemical shifts of 6y 7.60 (2H, d, ] =8.8 Hz), 611 6.72 (2H, d, ] = 8.8 Hz) showed a set
of AA'BB' spin system of the B ring. In another B-ring, ortho and meta proton coupling pattern
revealed an ABX spin system. Compared to the C-7” of amentoflavone (8¢ 161.9) [21], the upfield
shift of C-7” (8¢ 160.45) showed that the sugar moiety was attached to C-7”. The heteronuclear
multiple bond correlation (HMBC) experiments demonstrated that the anomeric proton signal at 6y
5.18 (d, ] = 7.7 Hz, 1H) is correlated with the C-7” (8¢ 160.45). The nuclear overhauser enhancement
spectroscopy (NOESY) experiments reconfirmed the location of the sugar moiety for the spatial
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correlation between the anomeric proton signal (6y 5.18) and the aromatic proton H-6" (6y 6.79)
(Figure 1B). Acid hydrolysis of compound 1 yielded a p-glucose which was identified by comparison
with authentic samples on thin layer chromatography (TLC). The anomeric proton signal at 511 5.18
(d, ] =7.7 Hz, 1H) indicated the 3-configuration for the glucopyranosyl moiety. Detailed analysis of
heteronuclear singular quantum coherence (HSQC) and HMBC correlations clearly elucidated the
structure of compound 1 as amentoflavone 7”-O-f3-p-glucopyranoside.

The identification of the four known biflavonoids, including amentoflavone (2) [22], bilobetin (3),
isoginkgetin (4) [21], sciadopitysin (5) [23], were reported in our previous studies [20].

2.2. Cytotoxic Activity Evaluation

The cytotoxic activities of five biflavonoids were evaluated on HepG2, HeLa, and NCI-H460 cell
lines after treatment of different biflavonoids from 3 uM to 100 uM for 48 h. The results are expressed as
half maximal inhibitory concentration (ICsg) values in Table 1. Compound 3 showed anti-proliferative
activities only on HeLa and NCI-H460 cell lines with ICsg values of 36.42 and 14.79 uM. Compound 4
exhibited different degrees of cytotoxic activities in all three cancer cells with the IC5p from 8.38 to
42.95 uM. However, compounds 1, 2, and 5 did not exhibit any anti-proliferative activities on all three
cells. So, the active biflavonoids, compounds 3 and 4, were further tested in five more cancer cells
to select the most sensitive cells. As shown in Table 2, for compound 3, the ICsy value for different
tumor cells was observed in an order of HelLa < Daudi < NCI-H460 < K562 < MCF-7 < SKOV3 <
MIAPaca-2 < HepG2. For compound 4, the order of ICs; value for different tumor cells was HeLa <
K562 < Daudi < HepG2< SKOV3 < NCI-H460 < MIAPaca-2 < MCF-7. Thus, the inhibitory effects of
compounds 3 and 4 on the proliferation of tumor cells are cell type dependent and the human cervical
carcinoma cell line is the most sensitive cells for both compounds 3 and 4 with the ICs of 14.79 uM
and 8.38 uM, respectively.

To further assess the time-dependent effect of compound 3 and 4 on cytotoxicity, HeLa cells
were incubated with compound 3 or 4 at the concentration of 3 uM to 100 uM for different periods
of time. As shown in Figure 2, over time, the inhibition rate of compound 3 on HeLa cells takes on
roughly increasing tendency with the ICsp of 19.65 + 1.4, 14.79 + 0.64, and 15.17 + 0.26 uM. When the
concentration of compound 3 was greater than 6.25 uM, the anti-proliferative activities of compound 3
were enhanced dose-dependently. With the increasing treated time, the inhibitory effects of compound
4 were strengthened in a dose-dependent manner with the 22.54 + 2.16, 8.38 + 0.63, and 7.56 + 0.21 uM
for 4, respectively.

Table 1. Cytotoxic activity of compound 1-5 against different cancer cell lines in vitro.

Compound
ICs¢ (HM)
1 2 3 4 5 Cisplatin
HepG2 2 NE NE NE 34.00 + 1.17 NE 9.19 + 0.99
HeLa b NE NE 1479 £+ 0.64 838 +0.63 NE 812 +0.23
NCI-H460 © NE NE 36.42 +339  4295+214 NE 7.14 +0.14
Daudi 4 / / 34.66 +3.78  20.07 +£1.13 / /
K562 € / / 4599 £ 027 1876 +1.21 / /
SKOV3 f / / 79.19 £3.55  42.11 +2.00 / /
MIAPaca-2 & / / 97.28 +4.22  69.81 £5.17 / /
MCF-7h / / 57.62 +2.11 91.19 + 0.5 / /

Data are described as means + SD, n = 3; NE, no effect in 6.25-100 uM concentration range of compounds; /,
undetected; * Human hepatocellular carcinoma cell line (HepG2). ® Human cervical carcinoma cell line (HeLa).
¢ Human large cell lung cancer cell line (NCI-H460). ¢ Human lymphoma cell line (Daudi). ¢ Human myelogenous
leukemia cell line (K562). { Human ovarian adenocarcinoma cell line (SKOV3). 8 Human pancreatic carcinoma cell
line (MIAPaca-2). ® Human breast carcinoma cell line (MCF-7).
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Figure 2. Effects of compounds 3 (A) and 4 (B) on viability of HeLa cell at different concentrations
for different incubation time. HeLa cells were incubated with compound 3 or 4 at the
concentration of 3.1 uM to 100 uM, and then the cytotoxic activity was evaluated using the
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay at 24 h, 48 h, and 72 h,
respectively. The values are expressed as mean + SD of triplicate experiments.

2.3. Morphological Changes

To assess whether compounds 3 and 4 can induce any morphological changes, HeLa cells were
incubated with different concentrations of compound 3 or 4 and stained with Giemsa. Then cells were
observed and photographed using a microscope. Figure 3 revealed that both compounds 3 and 4 can
considerably change the cellular morphology dependent on the concentration. The HeLa cells in the
control group (untreated) exhibited a regular appearance, intensive growth, integral cell membrane,
clear nuclear membrane and nucleolus (Figure 3A). HeLa cells appeared to be vacuolated in Figure 3B,E.
Fragmented nuclear membranes and nuclear condensation can be observed in Figure 3C,F. Then, the
cells were destroyed and regular nuclei were hardly found, as seen in Figure 3D,G.

Figure 3. Morphological structure of HeLa cancer cells through Giemsa staining after 48 h of treatment
with different concentration of compounds 3 or 4. (A) control (untreated), (B) compound 3 (15 uM),
(C) compound 3 (20 uM), (D) compound 3 (25 uM), (E) compound 4 (10 uM), (F) compound 4 (15 uM),
and (G) compound 4 (20 uM). The arrows show the obviously changed cells.
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2.4. Cell Cycle Analysis

To determine whether compound 3 or 4 affect different stages of the cell cycle, HeLa cells were
treated with various concentrations (5 uM, 10 uM, 20 uM) of compounds 3 and 4. Then cells were
stained with propidium iodide (PI) and analyzed with flow cytometry. The accumulation of cells at
the G2/M phase increased by 7.12% (5 uM), 15.45% (10 pM), and 22.97% (20 uM) at the treatment of
compound 3, dose-dependently (Figure 4). The number of cells treated with compound 4 at the G2/M
phase increased by 4.88% (5 uM), 11.71% (10 uM), and 24.51% (20 uM), respectively, in a dose-dependent
manner (Figure 4). While the proportion of cells in the G0O/G1 phase significantly decreased as the
concentrations of compounds 3 and 4 grew (p < 0.01) (Figure 5). Taken together, these results revealed
that compounds 3 and 4 could inhibit HeLa cell proliferation through inducing G2/M phase arrest.
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Figure 4. Cell cycle analysis of HeLa cells treated with compounds 3 and 4 (5 uM, 10 uM, and 20 pM)

for 24 h by flow cytometry.
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Figure 5. Histograms (A,B) showed the percentage of compounds 3 and 4 treated cells in different
phases of the cell cycle, respectively. The values are expressed as mean + SD of triplicate experiments.
*p <0.05, ** p < 0.01 compared with the control group.

2.5. Apoptosis Detection

To confirm whether compound 3 or 4 inhibit cell viability through induction of apoptotic effects,
HeLa cells treated with compound 3 or 4 were stained with Annexin V/PI and analyzed by flow
cytometry. As shown in Figure 6, after treated with compound 3, the apoptosis rate dose-dependently
elevated from 11.52% to 14.1% (5 uM), 16.45% (10 uM), and 45.97% (20 uM) in HeLa cells, respectively.
The proportion of apoptosis cells in compound 4 treated group exhibited a dose-dependently increase
with 10.23% (5 uM), 35.09% (10 uM), and 40.10% (20 uM) in HeLa cells, respectively. Thus, treatment
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with compound 3 or 4 could significantly enhance the apoptosis (p < 0.01) in a dose-dependent manner
(Figure 7).
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Figure 6. Apoptosis was assessed using Annexin V- fluorescein isothiocyanate (FITC) and propidium
iodide (PI) staining after HeLa cells were treated with compounds 3 and 4 (5 M, 10 uM, and 20 pM)
for 24 h, measured by flow cytometry.
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Figure 7. Histograms showed the apoptosis rate (early and late apoptosis) of HeLa cells treated with
compounds 3 and 4. The values are expressed as mean =+ SD of triplicate experiments. ** p < 0.01
compared with the control group.

2.6. Western Blot Analysis

Following different concentrations of compounds 3 treatment, there was a decrease in the
apoptosis-associated proteins, Bcl-2 and pro-caspase-3, while Bax and cleaved caspase-3 increased
(Figure 8A). After treated with compound 4, the pro-apoptotic protein Bax and cleaved caspase-3
were upregulated (Figure 8B). The ration of Bax/Bcl-2 after compound 4 treatment increased overall
but not in a dose-dependent manner. The obvious change could be seen in the histogram in a
concentration-dependent manner (Figure 8C,D, * p < 0.05, ** p < 0.01).
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Figure 8. Western blots were performed to analyze relative protein expression levels involved in the
cell apoptosis including Bax, Bcl-2, pro-caspase-3, and cleaved caspase-3(A,B). 3 -actin was used as a
control. HeLa cells were treated with different concentrations (5, 10, 20 uM) of compound 3 or 4 for
24 h. The obvious change could be seen in the histogram in a concentration-dependent manner (C,D),
*p <0.05, ** p < 0.01, compared with the control group.

3. Discussion

Biflavonoids are the subclass of the flavonoid family with the flavonoid-flavonoid dimers structure.
They are mainly distributed in gymnosperms [24] and have diverse pharmacological activities including
anti-inflammatory activity, anticancer, antimicrobial, antiviral, and analgesic activity [25]. In our
present study, we isolated and identified five amentoflavone-type biflavonoids from G. biloba flowers
including a novel one, and then evaluated their activities of anti-proliferation in cancer cells.

It is now becoming clear that inflammation has an intimate connection with the occurrence
and progression of tumors [26]. Anti-inflammatory therapy is efficacious for tumor prevention and
suppression to some degree [26]. In our previous study, we evaluated the anti-inflammatory activities
of the four known biflavonoids and found that bilobetin (3) and isoginkgetin (4) showed promising
anti-inflammatory activities [20]. Bilobetin (3), one of biflavonoids, possesses a variety of biological
activities [27-29]. However, the promising cytotoxic activity of bilobetin against cancer cells has
not yet been well investigated . Isoginkgetin (4) was reported as a general inhibitor of pre-mRNA
splicing [30] and can inhibit HT1080 tumor cell invasion by regulating PI3K/AKT1-dependent matrix
metalloproteinase (MMP)-9 expression [18]. The anti-proliferation activities of both compounds 3
and 4 on the eight cancer cell lines in our study have never been previously reported. So, in our
present study, we assessed the cytotoxic activities of the five biflavonoids including a novel one
on different human cancer cells. Among them, we found that bilobetin (3) and isoginkgetin (4)
exhibited better anti-proliferative activities in dose-dependent and time-dependent manners and Hela
cells were more sensitive to compounds 3 and 4 than seven other cancer cells. Through Giemsa
staining, the morphological structures of HeLa cells with compounds 3 and 4 altered significantly in a
concentration-dependent manner, which was consistent with the detection of cell viability. Therefore,
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our study demonstrated that the potent anti-inflammatory compounds 3 and 4 also possess efficacious
anticancer activities.

Since in our present study, compounds 3 and 4 with methoxyl groups at 4’ or/and 4’’’ in the B
rings exhibited better anti-proliferative activities. So, the methoxyl group at 4’ and 4’’’ in the B rings of
amentoflavone-type biflavonoids may be significant for their anti-proliferative activities, which are
consistent with their better anti-inflammatory activities [20].

To further verify the underlying anti-proliferative mechanism of compounds 3 and 4, their effects
on cell cycle regulation and apoptosis were detected by flow cytometry. Since the cell cycle regulation
is of vital importance in cancers, researchers have given sufficient weight to the control of the cell
cycle [31]. Vanzyl et al. [32] have reported that isoginkgetin treatment arrested the G1, S, and G2
phases of the cell cycle in HCT116 colon cancer cells and A2780 ovarian cancer cells. In our study, we
found that both compounds 3 and 4 could arrest the G2/M phase of the cell cycle in HeLa cells, which
contributed to the inhibition of cell proliferation. Our results also indicate the disruption of pre-mRNA
splicing is bound up with the cell cycle regulation in different phases as the function of isoginkgetin
(4). Inducing cancer cell-specific apoptosis is considered to facilitate to treat cancers [4]. In our study,
both compounds 3 and 4 could significantly elevate the proportion of apoptosis cells (p < 0.01) in a
dose-dependent manner. To further investigate the mechanism of apoptosis induced by compounds
3 and 4, western blot was performed to analyze the relative protein expression levels involved in
the cell apoptosis. Bcl-2, a survival factor in the regulation of apoptosis and Bax—a proapoptotic
regulator—were identified as key proteins of cell death and survival. They can promote the release
of inner membrane space proteins such as cytochrome C. Then cytochrome C subsequently activate
the caspase family and lead to the apoptotic cell death. Caspase-3 is a critical executioner in the
downstream signal pathway of apoptosis. When activated, caspase-3 become cleaved caspase-3 [4].
Our results showed that compound 3 treatment visibly downregulated the level of antiapoptotic
protein Bcl-2 and increased proapoptotic Bax. Supportively, the activated caspase-3 was upregulated.
In response to the treatment of compound 4, the expression of proapoptotic protein Bax was enhanced
and caspase-3 was activated. Bcl-2 family proteins, including proapoptotic proteins, like Bax, Bad,
Bim, and anti-apoptotic proteins, like Bcl-2, Bcl-Xy, Bcl-W, are of vital importance in the mitochondrial
pathway of cell apoptosis [33]. And there are many other proteins taking park in the regulation of
cell apoptosis, which are not insular but interactional [34]. It is the balance between the pro- and
anti-apoptotic proteins rather than the absolute quantity that determines the direction of apoptosis [33].
Though compound 4 did not demonstrate downregulation of Bcl-2, the ratio of Bax/Bcl-2 elevated,
which might be the reason for induction of apoptosis after compound 4 treatment. However, the
question of whether compound 4 can regulate other proteins to induce apoptosis still needs further
and detailed investigation.

4. Materials and Methods

4.1. General Experimental Procedures

Agilent-NMR-vnmrs 600 spectrometers (Agilent Technologies Inc., Santa Clara, CA, USA) were
used to measure the nuclear magnetic resonance (NMR) spectra with tetramethylsilane (TMS) as an
internal standard. HR-ESI-MS were recorded on Agilent 6200 Series TOF and 6500 Series Q-TOF LC/MS
System (Agilent Technologies, Inc., Santa Clara, CA, USA). Infrared spectra (IR) spectra were recorded
by a Nicolet 5700 FT-IR microscope transmission (Thermo Scientific, Madison, WI, USA). TLC was
carried out using silica gel 60 (400-600 mesh, Qingdao Marine Chemical Group Co., Qingdao, China).
Column chromatography was carried out on Silica gel (200-300 mesh, Qingdao Marine Chemical
Group Co. China), Sephadex LH-20 (Pharmacia, Uppsala, Sweden).

EtOH, petroleum ether (PE), CHCl3, EtOAc, and n-BuOH (analysis-grade solvents) were obtained
from Sinopharm Chemical Reagent Co., Ltd. (Hushi, Shanghai, China).
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4.2. Plant Material

The fresh male flowers of G. Biloba were picked in Tancheng, Shandong Province of China in
April 2015, and confirmed by Professor. Bin Li (Beijing Institute of Radiation Medicine, China).
A voucher specimen (No. GBF150416) has been deposited in the Herbarium of Beijing Institute of
Radiation Medicine.

4.3. Extraction and Isolation

The air-dried male flowers of G. Biloba (30 kg) were extracted four times with 70% EtOH aqueous
solution. The ethanol extract (10kg) was then suspended in distilled water and partitioned successively
with PE, CHCl3, EtOAc, and n-BuOH. The CHCl; (200 g) and EtOAc (195 g) were subjected to
silica gel column chromatography with elution using a stepwise gradient mixture of CHCl; / MeOH
(100:0—1:1) to yield 24 fractions (A-X) and 9 fractions (A-I) separately. The fraction I of EtOAc-soluble
fraction were chromatographed on Sephadex LH-20 to obtain the subfractions E, which was further
fractionated using a silica gel column with gradient elution of CHCl3 / MeOH (100:0—1:1) yielded
compound 1 (6 mg). Compounds 3 (8 mg) and 5 (5 mg) were obtained from the CHCl3-soluble fraction.
Compounds 2 (16 mg) and 4 (5 mg) were isolated from the EtOAc-soluble fraction. And the detailed
isolation was presented in our previous study [20].

Compound (1): IR vmax 3346, 2923, 1651, 1603, 1073, 833 cm™!. HR-ESI-MS my/z 701.1505 [M + H]*
(caled for C3gHy9O45 ,701.1506). 'H- and '3C-NMR: see Table 2. The detailed infrared spectrum,
HR-ESI-MS spectrum and NMR spectra can be found in the Supplementary Materials.

Table 2. "H-NMR (600 MHz) and *C-NMR (151 MHz) of compound 1 in DMSO-dg (& in ppm, ] in Hz).

No. e 8y (J in Hz) No. 8¢ 8y (J in Hz)
2 164.27 6"’ 98.97 6.79 (d,] =1.5,1H)
3 103.42 6.79 (d, ] = 1.5,1H) 7 160.45
4 182.13 8"’ 106.69
5 161.86 9 154.18
6 99.32 6.18 (d, ] = 2.0, 1H) 10 105.63
7 164.57 1 121.64
8 94.45 6.45 (d, ] = 2.0, 1H) 2 128.87 7.6 (d,] =88, 1H)
9 157.87 31 116.23 6.72(d, ] = 8.8, 1H)
10 104.12 47! 161.67

1 121.64 57 116.23 6.72 (d, ] = 8.8, 1H)
2/ 128.27 8.01 (m, 1H) 6"’ 128.87 7.6(d, ] =8.38,1H)
3’ 119.8 7"7-0O-Glc

4 159.54 1 100.41 5.18(d, ] =7.7, 1H)
5/ 116.81 7.71(d, ] = 8.5, 1H) v 73.48 3.08 (m,1H)

6’ 132.15 8.01 (m, 1H) 37 77.81 3.42 (m,1H)

2 164.61 4 70.18 3.08 (m,1H)

3" 103.23 6.87 (s, 1H) 5 76.77 3.26 (m,1H)

4" 182.81 6" 61.25 3.52 (m,1H)

57 161.23 3.72 (m,1H)

4.4. Cytotoxicity Assays

The cytotoxic activity evaluation was carried on using the MTT assay [35]. The cells were seeded
in 96-well plates at a density of 5 X 10%/well and incubated overnight at 37 °C and 5% CO,. Then
cells were treated with prepared samples at concentrations from 3.1 pM to 100 uM for 48 h. For the
time-dependent evaluation, Hela cells were incubated with the same concentrations of compound 3
or 4 for 24, 48, and 72 h, respectively. Cisplatin (Sigma, Life Science, St. Louis, MO, USA) was used
as a positive control. After the different incubation time, 10 uL MTT reagents (VWR Life Science,
AMRESCO LLC, Solon, OH, USA) were added to each well. Four hours later, the supernatant was
removed carefully and 100 pL. DMSO (Inno-chem, ACROS, Beijing, China) was added to each well.
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Absorbance was recorded at 540 nm using a microplate reader (Multiskan MK-3, Thermo, Waltham,
MA, USA).

4.5. Cell Morphology Assay

Human cervical carcinoma cells were seeded in 24-well plates at a density of 1 x 10* cells/well.
After being treated with compound 3 or 4 for 48 h, cells were fixed with 4% paraformaldehyde for
30 min at room temperature. Subsequently, cells were washed with PBS and stained with Giemsa
(Solarbio, Beijing, China) according to the manufacturer’s instructions. Morphological changes of the
stained cells were observed and photographed under a fluorescence microscope (Nikon, ECLIPSE
E600, Tokyo, Japan).

4.6. Cell Cycle Analysis

HeLa cells were treated with compound 3 or 4 at different concentrations. After incubating at
37 °C and 5% CO; for 24 h, cells were trypsinized and washed twice with ice-chilled PBS. Then they
were fixed in ice-cold 70% ethanol overnight at —20 °C. The fixed cells were treated with RNase A and
propidium iodide (PI) (Beyotime, Nantong, China) and the DNA content was analyzed using a FACS
Caliber (BD Biosciences, San Jose, CA, USA). Finally, flow cytometry analysis was accomplished by the
Modifit software package (BD, Franklin Lakes, NJ, USA).

4.7. Apoptosis Detection

HeLa cells were treated with different concentrations of compound 3 or 4 for 24 h. The HeLa cells
were harvested and washed. Staining of Annexin-V was done by using the Annexin V Apoptosis
Kit (Beyotime, Nantong, China) according to the manufacturer’s instructions. After incubation at
room temperature for 20 min in the dark, cells were stained by PI and immediately detected by flow
cytometry (BD Biosciences, San Jose, CA, USA).

4.8. Western Blot Analysis

HelLa cells were washed twice with ice-cold PBS, and then protein was extracted from cells using
RIPA buffer containing Protease Inhibitor Cocktail (MedChemExpress, Princeton, NJ, USA) on ice.
After being quantified, protein samples were loaded and separated by 10% sodium dodecylsulfate
polyacrylamide gel electrophoresis (SDS-PAGE). Then they were transferred to a polyvinylidene
fluoride (PVDF) membrane. The PVDF membrane was blotted at room temperature for 3 h with
5% milk in Tris-buffered saline and Tween 20 (TBS-T). The membranes were incubated with diluted
primary antibodies (1:1000 v/v, Cell Signaling Technology Inc., Beverly, MA, USA) overnight at 4 °C
and subsequently incubated with diluted secondary antibodies (1:5000 v/v, Cell Signaling Technology
Inc., Beverly, MA, USA) for 1 hour. Band signals were detected using enhanced chemiluminescence
(ECL) detection system (Dakewe Biotech Co., Ltd., Shenzhen, China).

4.9. Statistical Analysis

Data were represented as mean + SD. Statistical analysis was analyzed by GraphPad Prism 5
software using a one-way analysis of variance (ANOVA), followed by the Newman-Keuls Multiple
Comparison Test. Differences with p-value < 0.05 were considered statistically significant and p < 0.01
was considered highly significant.

5. Conclusions

In our study, we isolated and identified a novel biflavonoid, amentoflavone
7”-O-B-p-glucopyranoside (1), from the male flowers of Ginkgo. This study evaluated the
anti-proliferative activities of five biflavonoids on different cancer lines. Compounds 3 and 4
were screened out as the active compounds and we found HeLa cell was the most sensitive cell
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line. Compounds 3 and 4 exhibited considerable inhibitory activities on the proliferation of HeLa
cells in a dose and time-dependent manner. The treatment of them also significantly altered the
morphological structures dose-dependently. Besides, compounds 3 and 4 could arrest G2/M phase of
cell cycle and induce cell apoptosis. Both of them could activate the proapoptotic protein Bax and
the executor caspase-3. Compound 3 could also inhibit the antiapoptotic protein Bcl-2. Altogether,
the investigation suggests compounds 3 and 4 might be considered as early lead compounds for
anti-cancer drug discovery.

Supplementary Materials: The following are available online, Figure S1: 'H-NMR spectrum of Amentoflavone

7"'-O-B-p-glucopyranoside (1) in DMSO-ds, Figure S2: '3C-NMR spectrum of Amentoflavone 7’’-O-B-p-
glucopyranoside (1) in DMSO-d;, Figure S3: HSQC spectrum of Amentoflavone 7’’-O-3-p-glucopyranoside (1) in
DMSO-dg, Figure S4: HMBC spectrum of Amentoflavone 7’/-O-f-p-glucopyranoside (1) in DMSO-d;, Figure S5:

H!-H! COSY spectrum of Amentoflavone 7’’-O-B-p-glucopyranoside (1) in DMSO-d;, Figure S6: NOESY spectrum
of Amentoflavone 7’’-O-f3-p-glucopyranoside (1) in DMSO-d;, Figure S7: HR-ESI-MS spectrum of Amentoflavone
7''-O-B-p-glucopyranoside (1), Figure S8: IR spectrum of Amentoflavone 7’/-O-f3-p-glucopyranoside (1).
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