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Abstract: Flavan-3-ols (FLs), specifically catechin and its oligomer B-type procyanidins, are suggested
to potently bind to bovine serum albumin (BSA). We examined the interaction between BSA and FLs
by fluorescence quenching and found the following order of binding activities to BSA: cinnamtannin
A2 (A2; tetramer) > procyanidin C1 (C1; trimer) ≈ procyanidin B2 (B2, dimer) > (−)epicatechin
(EC, monomer). Docking simulations between BSA and each compound at the binding site showed
that the calculated binding energies were consistent with the results of our experimental assay.
FLs exerted cytotoxicity at 1000 µg/mL in F11 cell culture with fetal bovine serum containing BSA.
In culture containing serum-free medium, FLs exhibited significant cell proliferation at 10−4 µg/mL
and cytotoxicity was observed at concentrations greater than 10 µg/mL. Results of this study suggest
that interactions between polyphenols and BSA should be taken into account when evaluating
procyanidin in an in vitro cell culture system.
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1. Introduction

Flavan-3-ols (FLs) are a subclass of plant flavonoids possessing a diphenylpropane structure,
and are categorized as monomeric or oligomeric catechins [1]. These compounds are present as
astringent substances in chocolate [2], red wine [3], black soy beans [4] and some other foods as well.
In particular, B-type procyanidins, which are catechin oligomers linked by C4–C8 bonds, are known to
be rich in these types of foods. Foods rich in B-type procyanidins may exhibit significant potential for
management of cardiovascular health [5,6].

Numerous randomized controlled trials have confirmed that foods rich in FLs are associated with
beneficial effects in several conditions that contribute to metabolic syndrome, including hypertension [7],
dyslipidemia [8], and glucose intolerance [9]. To elucidate these beneficial mechanisms of FLs, a number
of in vitro studies have been carried out on vascular endothelial function [10,11], improvement of lipid
metabolism [12,13] and glucose intolerance [14,15]. All of these in vitro studies were carried out using
cell culture with bovine serum albumin (BSA) containing fetal bovine serum (FBS).

In contrast, FLs, including B-type procyanidin, are known to exhibit high affinities to
proteins [16,17]. B-type procyanidin oligomers have also been reported to strongly quench the
intrinsic fluorescence of BSA through a static quenching procedure, while similar results were not
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observed with the monomers [18]. These results suggest that affinity with proteins may differ depending
on the degree of polymerization of B-type procyanidin. Moreover, it was suggested that the interaction
of procyanidin and BSA might affect in vitro cell experiments using an FBS-supplemented medium
containing BSA.

In the present study, we investigated the binding affinity of FLs and B-type procyanidins, namely
(−)-epicatechin (EC), procyanidin B2 (B2), procyanidin C1 (C1), and cinnamtannin A2 (A2), to BSA
by the fluorescence quenching method together with docking simulations. In addition, we examined
the influence of the interaction of FLs and BSA on the cytotoxicity of FLs in an in vitro cell culture,
and also compared the results to the cytotoxicity of B-type procyanidins.

2. Results

2.1. Interaction between FLs and BSA

The emission spectra of BSA without FLs and at different concentrations of FLs are shown in
Figure 1a. At λex = 280 nm, BSA showed an intense emission band centered at ~350 nm. With
subsequent increases in the concentration of FLs (to concentrations between 7.81–1000 µg/mL) the
intensity decreased. In addition, a narrow emission band with its peak centered at 563 nm was also
detected upon addition of FLs. The intensity of this band decreased with increasing concentration of
FLs; the Stern–Volmer plot is shown in Figure 1b.

Figure 1. Emission spectra of bovine serum albumin (BSA) in the presence of different concentrations
of Flavan-3-ols (FLs) (a), and Stern–Volmer plot (b), where F and F0 are the emission intensities in the
presence and absence of FLs, respectively, measured at the emission wavelength of 350 nm.

2.2. Interaction between BSA and (−)-Epicatechin and Procyanidins

The fluorescence spectra of BSA without procyanidins and at different concentrations of EC, B2,
C1, and A2 are shown in Figure 2a–d. Upon addition of A2, the fluorescence intensity of the emission
band at ~350 nm was decreased. With subsequent increases in the concentration of A2 (from 1–50 µM),
the intensity further decreased. These changes were also observed upon addition of B2 or C1, but not
upon addition of EC. In addition to the emission band centered at ~350 nm, a narrow emission band
with its peak centered at 563 nm was detected upon addition of procyanidins at different concentrations,
and this peak was decreased with subsequent increases in the concentration of each. The emission peak
shifted to lower wavelengths with subsequent increases in the concentrations of these compounds.



Molecules 2019, 24, 3667 3 of 10

Figure 2. Emission spectra of BSA in the presence of different concentrations of EC (a), B2 (b), C1 (c),
A2 (d) and Stern–Volmer plots (e). F and F0 are the emission intensities in the presence and absence of
EC, B2, C1 or A2, respectively, measured at the emission wavelength of 350 nm.

The Stern–Volmer plots of EC, B2, C1 and A2 are shown in Figure 2e. A2 was found to highly
interact with BSA, while B2 and C1 were found to slightly interact, and EC demonstrated hardly any
interaction with BSA.

The quenching constants (Kq) for the interaction of EC, B2, C1 and A2 with BSA, which were
calculated by the Stern–Volmer equation, are shown in Table 1. A2 showed the highest Kq value among
the procyanidins. B2 and C1 exhibited nearly the same Kq, while that of EC was very low.

Table 1. Quenching constant (Kq) for interaction of EC, B2, C1 and A2 with BSA calculated using the
Stern–Volmer equation.

Kq (×10−3, L·mol−1·s−1) Coefficient of Determination (R2)

(−)-epicatechin (EC) 7.44 ± 2.13 1 0.0157
procyanidin B2 (B2) 16.35 ± 4.37 0.9201
procyandin C1 (C1) 14.33 ± 4.98 0.8957

cinnamtannin A2 (A2) 29.28 ± 7.47 0.9987
1 Each value represents mean ± S.D.

2.3. Docking Studies

To better understand the binding modes of FLs to BSA at the atomic level (based on the results
shown in Figure 2), we performed molecular docking studies on FLs with BSA (PDB ID: 4JK4) using
the docking program of the MOE suite (see Computational Details) as shown in Figure 3. We calculated
the binding affinity by replacing 3,5-diiodosalicylic acid, originally bound to BSA, with FLs using
the “dock” mode. Results suggest that the binding energy decreased as the unit became longer
(EC < B2 < C1 <A2). This indicates that the order of binding affinities was: EC < B2 < C1 <A2, which
was different from our experimental assay results of: EC < C1 < B2 <A2, as shown in Figure 2. As we
hypothesized that the binding between FLs and BSA is relatively non-specific, we then searched other
possible binding sites of BSA and calculated the corresponding binding energies. The lowest-energy
docked poses of FLs with BSA are shown in Figure 3. The docking results positioned FLs within the
BSA binding sites, and the FLs (EC, B2, C1, and A2) with the lowest binding energy displayed affinities
of −6.36 kcal/mol, −7.57 kcal/mol, −7.39 kcal/mol, and −8.63 kcal/mol, respectively. Half of the C1
molecule bound to the binding site of BSA, while the whole B2 molecule bound to the same binding
site. We predicted that this is the reason why the binding energy of C1 was lower than that of B2. This
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result suggests that the binding affinities of the FLs to BSA are on the following order: EC < B2 '
C1 < A2, which is consistent with the assay results shown in Figure 2.

Figure 3. Chemical structure and lowest-energy docked poses of (−)-epicatechin (a), procyanidin B2
(b), procyanidin C1 (c), and cinnamtannin A2 (d) with BSA. Docked poses reveal the entire ribbon
structure of the protein shown in the left panel. The right panel shows close-ups of the docked poses.

2.4. Influence of BSA on Cytotoxicity of FLs

Cell viability following incubation of FLs with 10% fetal bovine serum (FBS) or with 2% XF
(NutriStem V9 XF Basal Medium, Biological Industries Ltd., Kibbutz Beit Haemek, Israel) is shown
in Figure 4. For F11 cells cultured in a medium supplemented with 10% FBS, FLs did not exert
any cytotoxicity up to a concentration of 100 µg/mL; however, most cells died at a concentration of
1000µg/mL. In contrast, when cultured in serum-free medium (with 2% XF), significant cell proliferation
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was observed at a concentration of 10−4 µg/mL, while 50% cell death was observed at a concentration
of 10 µg/mL, and nearly 100% cell death was observed at concentrations of 100 and 1000 µg/mL.

Figure 4. F10 cell viability after 48-h incubation in the presence of different concentrations of FLs in
control culture medium supplemented with 10% fetal bovine serum (FBS) (a) or 2% NutriStem V9
XF Basal Medium (XF) (b). Each value represents mean ± SD (n = 5). Significant differences vs. no
addition (0 µg/mL): * p < 0.05, *** p < 0.001.

2.5. Comparison of Cytotoxicity of Procyanidins

Cell viability after 48-h incubation with EC, B2, C1 or A2 with 2% XF is shown in Figure 5.

Figure 5. F10 cell viability 48 h after incubation in the presence of different concentrations of EC (a), B2
(b), C1 (c) or A2 (d) in control culture medium supplemented with 2% NutriStem V9 XF Basal Medium
(XF). Each value represents mean ± SD (n = 5). Significant differences vs. no addition (0 µg/mL):
** p < 0.01, *** p < 0.001.

EC did not result in any toxicity at concentrations of 0.01 to 1 µM, and B2 showed slight cytotoxicity
at 1 µM. Upon addition of C1, ~30%, ~40%, and ~70% cell death was observed at concentrations of
0.01 µM, 0.1 µM, and 1 µM, respectively. In contrast, ~70% of cell death was observed at a concentration
of 1 µM upon addition of A2, while cytotoxicity was not observed at concentrations lower than 1 µM.
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3. Discussion

BSA contains two tryptophan residues (Trp 134 and 212) that possess intrinsic domains, and each
domain, in turn, produces fluorescence (λEX = 280 nm, λEM = 350 nm, as shown in Figure S1) [19]. BSA
is widely used as a model protein to study the binding interactions of small molecule compounds
with proteins.

FLs were found to exhibit dose-dependent binding affinity to BSA (Figure 1). The emission band
centered at ~350 nm was decreased with increasing concentrations of FLs; moreover, a narrow emission
band centered at 563 nm appeared (Figure 1a). These changes were reported in a previous study of
resveratrol (a type of polyphenol), as well as FLs [20]. Polyphenols are a group of compounds that
have several hydroxyl groups, similar to catechol, pyrogallol, etc. It is well known that catechol easily
undergoes oxidation in a pH-dependent manner. In this process, reactive oxygen species (ROS) such
as superoxide and hydrogen peroxide are produced, and subsequent ROS result in the formation of
intermediate compounds as well [21]. These intermediate compounds are unstable, and thus it is
difficult to identify them. Whether this sharp peak is derived from the bond between BSA and that of
polyphenol, FLs or resveratrol, remains unclear, and thus further investigation is needed.

Among the various oligomers of B-type procyanidin, the tetramer A2 had a high affinity for
BSA, while the dimer (B2) and trimer (C1) had slight effects (Figure 2). The low binding affinity of
EC to BSA is consistent with previous reports [18]. The calculated Kq values were also consistent
with these results (Table 1). In addition, the emission peak at ~350 nm was slightly shifted toward a
lower wavelength with subsequent increases in the concentrations of EC, B2, and C1 or A2 (Figure 2a).
The maximum fluorescence intensity of these compounds was shown to be ~320 nm (Figure S1), which
may have been due to some interference with the measurement.

It has been reported that the fluorescence quenching of BSA can be divided into three quenching
mechanisms, namely static quenching caused by formation of a ground–state complex of protein
with quenchers, dynamic quenching caused by the collision of protein and quenchers, and combined
dynamic and static quenching caused by both collision and complex formation with the same quencher,
respectively [22,23]. As shown in Figures 1b and 2e, plots of F0/F vs. [Q] were nonlinear in the low
concentration range of FLs and procyanidins, indicating that the induced quenching mechanism of
BSA may be via combined dynamic and static quenching.

In the present study, we confirmed that the interaction between BSA and FLs exerted a significant
influence on the cytotoxicity of FLs (Figure 4). It is known that albumin is a major protein component
of FBS used in cell culture experiments. In the presence of FBS, FLs did not exert any cytotoxicity up to
concentrations of 100 µg/mL, while most cells died at a concentration of 1000 µg/mL. In contrast, ~50%
cell death was observed at FLs concentration of 10 µg/mL, and ~100% cell death was observed at FLs
concentrations of 100 and 1000 µg/mL without FBS. These results suggest that at concentrations of
100 µg/mL, most FLs are bound to BSA in FBS and do not exhibit any cytotoxicity. A number of in vitro
cell culture experiments have been conducted to elucidate the physiological effects of procyanidins
and other polyphenols; however, almost all of these studies were conducted in the presence of FBS.

Among the polyphenols, it has been reported that there are various compounds that exhibit
high affinity for BSA, such as the gallate-type catechin [24], resveratrol [20] and procyanidins [16,17].
Results of this study suggest that when evaluating polyphenols in in vitro cell culture experiments,
a serum-free medium should be used instead of FBS.

In addition, under serum-free medium conditions, FLs showed cell proliferation activity at low
concentrations (10−4 µg/mL). It was previously reported that polyphenols exhibit hormetic dose
responses in various cell lines. Specifically, low concentrations of polyphenols were shown to enhance
cell proliferation, whereas higher concentrations were found to be inhibitory [25]. In addition, it was
reported that the hormetic activity of phenolic substances might involve the NF-E2-related factor (Nrf)
2 pathway [26]. The present results suggest that FLs exhibit hormetic effects in the presence of the F11
cell line, which is a N18TGneuroblastoma X rat DRG sensory neuron hybrid cell line.
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Cytotoxicity intensities of procyanidins to F11 cells were as follows: C1 (trimer) > A2 (tetramer) >>

B2 (dimer) = EC (monomer). This intensity did not correlate with BSA affinity. The number of hydroxyl
groups of the procyanidins was also found to not be important for cytotoxicity. B-type procyanidins
may have a common core structure that is necessary for interactions with a target biomolecule.
Polymerized 2-phenyl-3,4-dihydro-2H-chromen-3-ol is a possible core structure (Figure 3); In particular,
C1 has been suggested to exhibit a complementary relationship with the target molecule to induce
cytotoxicity. Further studies are needed to elucidate the interactions between the target biomolecule
and B-type procyanidin.

In conclusion, the results of the present study suggest that the interaction of polyphenols and
BSA should be taken into account when evaluating polyphenols in an in vitro cell culture system.
In addition, B-type procyanidins may have a common core structure that is necessary for interacting
with a target molecule to induce cytotoxicity; however, further studies are needed.

4. Materials and Methods

4.1. Materials

FLs from black soybean seed coats were prepared according to the method of Ito et al. [4]. The FL
extraction contained 6.22% catechins, 6.35% B2, 2.69% C1, and 1.25% A2. As a reference, we also
determined the polyphenol concentration in this fraction using the vanillin-sulfuric acid method
(77.10%). EC was purchased from TCI Chemicals (Tokyo, Japan). B2, C1, and A2 were purchased from
Phytolab GmbH & Co.KG (Vestenbergsgreuth, Germany). BSA was purchased from Sigma-Aldrich
(St. Louis, MO, USA).

4.2. Analysis of Fluorescence Quenching of BSA

Analysis of fluorescence quenching was performed as previously described [27]. A series
of mixtures were prepared with FLs (EC, B2, C1, and A2) at various concentrations, and a fixed
concentration of BSA (0.075 mg/mL). Following incubation of the mixture at 20 ◦C for 20 min,
the fluorescence spectrum of BSA in the mixture was measured at 20 ◦C in 50 mM sodium phosphate
buffer (pH 7.0) at an excitation wavelength of 280 nm and emission wavelength range of 290–650 nm.
All measurements were performed in triplicate. Fluorescence quenching data were analyzed by the
Stern–Volmer equation (Equation (1)):

F0 = F (1 + Kq × Q) (1)

where F0 and F are the relative fluorescence intensities of BSA without and with FLs or procyanidins,
respectively, Kq is the Stern–Volmer quenching constant, and Q is the concentration of FLs
or procyanidins.

4.3. Molecular Docking Experiment

The drug-bound BSA structure (PDB code: 4JK4, Resolution: 2.653 A) was obtained from the
Protein Data Bank (PDB) [28]. The co-crystalized structure was prepared using MOE 2019.01 for
correction of structural issues (such as broken bonds, missing loops, etc.), addition of hydrogens,
and calculation of partial charges. The 2D structures of the FLs were downloaded from CS ChemDraw
(ver.16.0.1.4, PerkinElmer Informatics, Inc., Waltham, MA, USA) in the MOL file format and converted
to 3D structures in MOE via energy minimization. MOE-Docking was used for docking simulation of
the FLs and prediction of the binding affinity with the BSA protein structure. The original drug-binding
pocket was chosen as the active site for docking. Site Finder in MOE was also used to identify the
potential binding pockets and analyze the conserved pocket residues. Classical triangle matching
was chosen as the placement method, and the number of placement poses was set to 100. The output
docking poses were evaluated by the London dG score and the top 30 poses were chosen. Next, the rigid
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receptor method was employed in the refinement step. The number of the final output docking poses
was set to 20, followed by minimization using the Amber10: EHT force field in MOE. The GBVI/WSA
dG score was used to estimate the free energy of binding of the FLs with BSA. The binding mode was
analyzed in MOE after the refinement minimization [29,30].

4.4. Cytotoxicity Test

F11 cells, a mouse N18TGneuroblastoma X rat DRG sensory neuron hybrid cell line, were
purchased from Sigma-Aldrich (St. Louis, MO, USA). The F11 cells were grown to near confluence
in monolayer cultures at 37 ◦C in an atmosphere of 5% CO2 in Dulbecco′s modified Eagle′s medium
(DMEM) containing 10% (v/v) FBS. 5.0 × 103 cells were incubated for 24 h in 96-well culture plates
containing DMEM with 10% FBS. The cells were washed with PBS and incubated in 2 different culture
media: (1) control medium supplemented with 10% FBS, and (2) control medium supplemented
with 2% synthetic serum XerumFree™ XF205 (XF; TNCBIO, Eindhoven, Netherlands) with various
concentrations of FLs for 48 h. We confirmed that similar F11 cell growth was shown in both 10% FBS
and 2% XF. After incubation, 1 µM Calcein-AM (3’,6’-di(O-acetyl)-4’,5’-bis [N,N-bis(carboxymethyl)
aminomethyl] fluorescein tetraacetoxymethyl ester; DOJINDO, Tokyo, Japan) was added to each well
and incubated for 30 min. The fluorescence intensity of each cell was measured using a multilabel
plate reader, Arvo-X4 (Perkin Elmer, MA, USA), with an excitation filter: 485 nm, emission filter: 535
nm [31]. Cell viability was calculated as the ratio of the fluorescence intensity of the group with FLs
added to the group without FLs added. The cytotoxicities of the other procyanidins in 2% XF were
determined as described above.

4.5. Statistical Analysis

Data are expressed as means ± SD unless otherwise stated from at least triplicate independent
analyses. Statistical analysis of the data was performed by Dunnett′s test or the Kruskal Wallis test
followed by Mann Whitney tests. A probability of p < 0.05 was considered statistically significant.

Supplementary Materials: The following are available online. Figure S1: Emission spectra of BSA (a), FLs (b),
EC (c), B2 (d), C1 (d) and A2 (f) measured at an emission wavelength of 350 nm.

Author Contributions: Y.F. analyzed the data and wrote the original draft of the manuscript. Y.S. (Yoshitomo
Suhara) analyzed the data and conceived and designed the research and edited the manuscript. Y.S. (Yusuke
Sukikara), T.T. and Y.H. analyzed the data. K.Y. contributed materials and analysis tools. N.O. designed the
experiments and wrote the original draft of the manuscript.

Funding: This work was supported by JSPS KAKENHI Grant Numbers 16H03042.

Acknowledgments: We thank Fujicco Co. Ltd. for the donation of FLs.

Conflicts of Interest: The authors have no conflicts of interest associated with this manuscript.

References

1. Osakabe, N.; Terao, J. Possible mechanisms of postprandial physiological alterations following flavan 3-ol
ingestion. Nutr. Rev. 2018, 76, 174–186. [CrossRef]

2. Osakabe, N.; Yamagishi, M.; Sanbongi, C.; Natsume, M.; Takizawa, T.; Osawa, T. The antioxidative substances
in cacao liquor. J. Nutr. Sci Vitaminol. 1998, 44, 313–321. [CrossRef] [PubMed]

3. Wollmann, N.; Hofmann, T. Compositional and sensory characterization of red wine polymers. J. Agric. Food Chem.
2013, 61, 2045–2061. [CrossRef]

4. Ito, C.; Oki, T.; Yoshida, T.; Nanba, F.; Yamada, K.; Toda, T. Characterisation of proanthocyanidins from black
soybeans: Isolation and characterisation of proanthocyanidin oligomers from black soybean seed coats. Food Chem.
2013, 141, 2507–2512. [CrossRef]

5. Schewe, T.; Steffen, Y.; Sies, H. How do dietary flavanols improve vascular function? A position paper.
Arch. Biochem. Biophys. 2008, 476, 102–106. [CrossRef]

6. Latham, L.S.; Hensen, Z.K.; Minor, D.S. Chocolate—guilty pleasure or healthy supplement? J. Clin. Hypertens.
2014, 16, 101–106. [CrossRef]

http://dx.doi.org/10.1093/nutrit/nux070
http://dx.doi.org/10.3177/jnsv.44.313
http://www.ncbi.nlm.nih.gov/pubmed/9675711
http://dx.doi.org/10.1021/jf3052576
http://dx.doi.org/10.1016/j.foodchem.2013.05.039
http://dx.doi.org/10.1016/j.abb.2008.03.004
http://dx.doi.org/10.1111/jch.12223


Molecules 2019, 24, 3667 9 of 10

7. Desch, S.; Schmidt, J.; Kobler, D.; Sonnabend, M.; Eitel, I.; Sareban, M.; Rahimi, K.; Schuler, G.; Thiele, H. Effect
of cocoa products on blood pressure: Systematic review and meta-analysis. Am. J. Hypertens. 2010, 23, 97–103.
[CrossRef] [PubMed]

8. Baba, S.; Osakabe, N.; Kato, Y.; Natsume, M.; Yasuda, A.; Kido, T.; Fukuda, K.; Muto, Y.; Kondo, K. Continuous
intake of polyphenolic compounds containing cocoa powder reduces LDL oxidative susceptibility and has
beneficial effects on plasma HDL-cholesterol concentrations in humans. Am. J. Clin. Nutr. 2007, 85, 709–717.
[CrossRef] [PubMed]

9. Knekt, P.; Kumpulainen, J.; Jarvinen, R.; Rissanen, H.; Heliovaara, M.; Reunanen, A.; Hakulinen, T.; Aromaa, A.
Flavonoid intake and risk of chronic diseases. Am. J. Clin. Nutr. 2002, 76, 560–568. [CrossRef] [PubMed]

10. Caton, P.W.; Pothecary, M.R.; Lees, D.M.; Khan, N.Q.; Wood, E.G.; Shoji, T.; Kanda, T.; Rull, G.; Corder, R.
Regulation of vascular endothelial function by procyanidin-rich foods and beverages. J. Agric. Food Chem.
2010, 58, 4008–4013. [CrossRef]

11. Kumar, R.; Deep, G.; Wempe, M.F.; Agarwal, R.; Agarwal, C. Procyanidin B2 3,3”-di-O-gallate inhibits
endothelial cells growth and motility by targeting VEGFR2 and integrin signaling pathways. Curr. Cancer
Drug Targets 2015, 15, 14–26. [CrossRef] [PubMed]

12. Zhang, J.; Huang, Y.; Shao, H.; Bi, Q.; Chen, J.; Ye, Z. Grape seed procyanidin B2 inhibits adipogenesis
of 3T3-L1 cells by targeting peroxisome proliferator-activated receptor gamma with miR-483-5p involved
mechanism. Biomed. Pharmacother. 2017, 86, 292–296. [CrossRef] [PubMed]

13. Yamashita, Y.; Okabe, M.; Natsume, M.; Ashida, H. Cacao liquor procyanidins prevent postprandial
hyperglycaemia by increasing glucagon-like peptide-1 activity and AMP-activated protein kinase in mice.
J. Nutr. Sci. 2019, 8, e2. [CrossRef] [PubMed]

14. Pinent, M.; Blay, M.; Blade, M.C.; Salvado, M.J.; Arola, L.; Ardevol, A. Grape seed-derived procyanidins
have an antihyperglycemic effect in streptozotocin-induced diabetic rats and insulinomimetic activity in
insulin-sensitive cell lines. Endocrinology 2004, 145, 4985–4990. [CrossRef] [PubMed]

15. Cai, X.; Bao, L.; Ren, J.; Li, Y.; Zhang, Z. Grape seed procyanidin B2 protects podocytes from high
glucose-induced mitochondrial dysfunction and apoptosis via the AMPK-SIRT1-PGC-1alpha axis in vitro.
Food Funct. 2016, 7, 805–815. [CrossRef]

16. Li, X.; Chen, D.; Wang, G.; Lu, Y. Study of interaction between human serum albumin and three antioxidants:
Ascorbic acid, alpha-tocopherol, and proanthocyanidins. Eur. J. Med. Chem. 2013, 70, 22–36. [CrossRef]

17. Ropiak, H.M.; Lachmann, P.; Ramsay, A.; Green, R.J.; Mueller-Harvey, I. Identification of Structural Features
of Condensed Tannins That Affect Protein Aggregation. PLoS ONE 2017, 12, e0170768. [CrossRef]

18. Wu, Q.; Li, S.; Fu, X.; Yang, T.; Chen, H.; Guan, Y.; Xie, B.; Sun, Z. Spectroscopic Studies on Binding of Lotus
Seedpod Oligomeric Procyanidins to Bovine Serum Albumin. J. Appl. Spectrosc. 2014, 80, 884–892. [CrossRef]

19. Crouse, H.F.; Potoma, J.; Nejrabi, F.; Snyder, D.L.; Chohan, B.S.; Basu, S. Quenching of tryptophan fluorescence
in various proteins by a series of small nickel complexes. Dalton Trans. 2012, 41, 2720–2731. [CrossRef]

20. Acharya, D.P.; Sanguansri, L.; Augustin, M.A. Binding of resveratrol with sodium caseinate in aqueous
solutions. Food Chem. 2013, 141, 1050–1054. [CrossRef]

21. Maier, G.P.; Bernt, C.M.; Butler, A. Catechol oxidation: Considerations in the design of wet adhesive materials.
Biomater. Sci. 2018, 6, 332–339. [CrossRef] [PubMed]

22. Wang, Q.; Huang, C.R.; Jiang, M.; Zhu, Y.Y.; Wang, J.; Chen, J.; Shi, J.H. Binding interaction of atorvastatin
with bovine serum albumin: Spectroscopic methods and molecular docking. Spectrochim. Acta Part A 2016,
156, 155–163. [CrossRef] [PubMed]

23. Zhang, Y.F.; Zhou, K.L.; Lou, Y.Y.; Pan, D.Q.; Shi, J.H. Investigation of the binding interaction between
estazolam and bovine serum albumin: Multi-spectroscopic methods and molecular docking technique.
J. Biomol. Struct. Dyn. 2017, 35, 3605–3614. [CrossRef] [PubMed]

24. Ikeda, M.; Ueda-Wakagi, M.; Hayashibara, K.; Kitano, R.; Kawase, M.; Kaihatsu, K.; Kato, N.; Suhara, Y.;
Osakabe, N.; Ashida, H. Substitution at the C-3 Position of Catechins Has an Influence on the Binding
Affinities against Serum Albumin. Molecules 2017, 22, 314. [CrossRef] [PubMed]

25. Wang, L.; Zou, W.; Zhong, Y.; An, J.; Zhang, X.; Wu, M.; Yu, Z. The hormesis effect of BDE-47 in HepG2 cells
and the potential molecular mechanism. Toxicol. Lett. 2012, 209, 193–201. [CrossRef]

26. Plauth, A.; Geikowski, A.; Cichon, S.; Wowro, S.J.; Liedgens, L.; Rousseau, M.; Weidner, C.; Fuhr, L.; Kliem, M.;
Jenkins, G.; et al. Hormetic shifting of redox environment by pro-oxidative resveratrol protects cells against
stress. Free Radical Biol. Med. 2016, 99, 608–622. [CrossRef] [PubMed]

http://dx.doi.org/10.1038/ajh.2009.213
http://www.ncbi.nlm.nih.gov/pubmed/19910929
http://dx.doi.org/10.1093/ajcn/85.3.709
http://www.ncbi.nlm.nih.gov/pubmed/17344491
http://dx.doi.org/10.1093/ajcn/76.3.560
http://www.ncbi.nlm.nih.gov/pubmed/12198000
http://dx.doi.org/10.1021/jf9031876
http://dx.doi.org/10.2174/1568009614666141229102254
http://www.ncbi.nlm.nih.gov/pubmed/25552257
http://dx.doi.org/10.1016/j.biopha.2016.12.019
http://www.ncbi.nlm.nih.gov/pubmed/28011376
http://dx.doi.org/10.1017/jns.2018.28
http://www.ncbi.nlm.nih.gov/pubmed/30719284
http://dx.doi.org/10.1210/en.2004-0764
http://www.ncbi.nlm.nih.gov/pubmed/15271880
http://dx.doi.org/10.1039/C5FO01062D
http://dx.doi.org/10.1016/j.ejmech.2013.09.033
http://dx.doi.org/10.1371/journal.pone.0170768
http://dx.doi.org/10.1007/s10812-014-9860-6
http://dx.doi.org/10.1039/c2dt12169g
http://dx.doi.org/10.1016/j.foodchem.2013.03.037
http://dx.doi.org/10.1039/C7BM00884H
http://www.ncbi.nlm.nih.gov/pubmed/29265138
http://dx.doi.org/10.1016/j.saa.2015.12.003
http://www.ncbi.nlm.nih.gov/pubmed/26688207
http://dx.doi.org/10.1080/07391102.2016.1264889
http://www.ncbi.nlm.nih.gov/pubmed/27882826
http://dx.doi.org/10.3390/molecules22020314
http://www.ncbi.nlm.nih.gov/pubmed/28218710
http://dx.doi.org/10.1016/j.toxlet.2011.12.014
http://dx.doi.org/10.1016/j.freeradbiomed.2016.08.006
http://www.ncbi.nlm.nih.gov/pubmed/27515816


Molecules 2019, 24, 3667 10 of 10

27. Johansson, J.S. Binding of the volatile anesthetic chloroform to albumin demonstrated using tryptophan
fluorescence quenching. J. Biol. Chem. 1997, 272, 17961–17965. [CrossRef]

28. Sekula, B.; Zielinski, K.; Bujacz, A. Crystallographic studies of the complexes of bovine and equine serum
albumin with 3,5-diiodosalicylic acid. Int. J. Biol. Macromol. 2013, 60, 316–324. [CrossRef]

29. Corbeil, C.R.; Williams, C.I.; Labute, P. Variability in docking success rates due to dataset preparation.
J. Comput. Aided Mol. Des. 2012, 26, 775–786. [CrossRef]

30. Zhang, W.; Liu, M.; Yang, L.; Huang, F.; Lan, Y.; Li, H.; Wu, H.; Zhang, B.; Shi, H.; Wu, X. P-glycoprotein
Inhibitor Tariquidar Potentiates Efficacy of Astragaloside IV in Experimental Autoimmune Encephalomyelitis
Mice. Molecules 2019, 24, 561. [CrossRef]

31. Neri, S.; Mariani, E.; Meneghetti, A.; Cattini, L.; Facchini, A. Calcein-acetyoxymethyl cytotoxicity assay:
Standardization of a method allowing additional analyses on recovered effector cells and supernatants.
Clin. Diagn. Lab. Immunol. 2001, 8, 1131–1135. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1074/jbc.272.29.17961
http://dx.doi.org/10.1016/j.ijbiomac.2013.06.004
http://dx.doi.org/10.1007/s10822-012-9570-1
http://dx.doi.org/10.3390/molecules24030561
http://dx.doi.org/10.1128/CDLI.8.6.1131-1135.2001
http://www.ncbi.nlm.nih.gov/pubmed/11687452
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Interaction between FLs and BSA 
	Interaction between BSA and (-)-Epicatechin and Procyanidins 
	Docking Studies 
	Influence of BSA on Cytotoxicity of FLs 
	Comparison of Cytotoxicity of Procyanidins 

	Discussion 
	Materials and Methods 
	Materials 
	Analysis of Fluorescence Quenching of BSA 
	Molecular Docking Experiment 
	Cytotoxicity Test 
	Statistical Analysis 

	References

