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Abstract Epigallocatechin-3-gallate (EGCG), an antioxidant present in green tea,
could play an important role in the prevention of cancer. However, its bioavailability is
low due to its instability in gastrointestinal environment. 3-Lactoglobulin (3-Lg), the
major protein in whey, is known for its capacity to bind bioactive molecules and could
protect them from oxidation. Interaction between (3-Lg and EGCG was investigated at
pH 7.0 and 4.0 using fluorescence and Fourier transform infrared spectroscopy, and its
impact on EGCG antioxidant activity was determined using the ferric-reducing
antioxidant power method. EGCG bound to native or heat-denatured (3-Lg by hydrogen
bonding and possibly hydrophobic interaction at pH 7.0 and 4.0. The affinity of EGCG
for heat-denatured (3-Lg at pH 7.0 was greater than for native 3-Lg and greater than its
affinity for the protein in either state at pH 4.0. Complexing with 3-Lg decreased the
antioxidant activity of EGCG under all conditions investigated. However, the protein
provided limited protection of EGCG against degradation over time, the heat-denatured
form being slightly more effective at pH 7.0. This study provides insight into the
characteristics of 3-Lg binding with a flavonoid and its impact on the antioxidant
activity of flavonoids in food systems.
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1 Introduction

Flavonoids are biologically active polyphenolic compounds widely distributed in plants
and occurring in fruits, stems, nuts, seeds, and roots. Plant-based beverages like wine and
tea are also major sources of flavonoids. Green tea is arousing growing interest because of
its antioxidant activity and hence potential health benefit of preventing cancer and
cardiovascular disease. This activity is attributed mainly to catechins, which represent
approximately 80% of the total flavonoids of green tea and include epicatechin,
epigallocatechin, epicatechin-gallate and epigallocatechin-3-gallate (EGCG). Catechins
have strong ROO" scavenging activity, being ten times more effective than L-ascorbate
and (-carotene (Nakao et al. 1998). EGCG (Fig. 1) is one of the most abundant
catechins in green tea and contributes most of its antioxidant activity (Fourneau et al.
1998). Both the catechin and gallate moieties contribute to antioxidant activity by virtue
of phenolic hydroxyl groups (Harbowy and Balentine 1997).

The majority of polyphenols must be absorbed in the small intestine in order to
exert a therapeutic antioxidant effect. Absorption of EGCG is low because of its
instability in the gastrointestinal environment (Zhu et al. 1997). Other factors that
affect the absorption and activity of polyphenols include molecular structure, extent
of bioconversion in the intestine, and interactions with macromolecules like proteins
causing a variation on their antioxidant capacity (Arts et al. 2002). Polyphenols
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Interactions between catechin and whey proteins 631

interact with proteins primarily through hydrogen bonding (Rawel et al. 2001) and
hydrophobic interactions (Baxter et al. 1997), and this not only may have negative
effects on their antioxidant capacity (Rohn et al. 2004) but could also have
synergistic effects (Almajano et al. 2007a).

Beta-lactoglobulin (3-Lg), the major whey protein in cow milk, is a small
globular protein folded into a calyx (Fig. 2) formed by eight antiparallel 3-strands
and a three-turn «-helix located at the outer surface of the 3-barrel (Kontopidis et al.
2002). It is widespread in our diet and has a significant nutritional role as well as
valuable functional properties. Its capacity for binding molecules, such as fatty acids
(Wu et al. 1999), retinol, and (3-carotene (Dufour and Haertlé 1991), phospholipids
(Lefévre and Subirade 2001), vitamin D (Wang et al. 1997), polyphenolic
compounds (Liang et al. 2008; Rawel et al. 2001; Almajano et al. 2007b), and
folic acid (Liang and Subirade 2010), is well known. Three sites have been proposed
for the binding of ligands to (3-Lg: the internal cavity of the (3-barrel, the surface
hydrophobic pocket in a groove between the «-helix and the 3-barrel, and the outer
surface near Trp19-Argl24 (Papiz et al. 1986; Sawyer et al. 1998).

Binding of ligands to (3-Lg has been reported to depend on the structure
and oligomeric state of the protein (Wang et al. 1998; Riihiméki et al. 2008),
which are related to environmental factors such as pH and temperature. At neutral
pH and room temperature, 3-Lg exists as a dimer, while at pH below 3 or above
8 it dissociates into monomers. Between pH 3.5 and 5.5, 3-Lg tends to form
octamers (Sawyer and Kontopidis 2000). As the temperature increases from 50 to
80 °C, P-Lg dimers dissociate to monomers, and the latter then undergo
conformational modifications (Cayot and Lorient 1998), which may destroy the
three specific ligand-binding sites of native 3-Lg and expose more hydrophobic
residues to the solvent phase. This protein may therefore be considered heat
sensitive.

Assemblies based on heat-denatured (3-Lg have been described for possible use as
protective vehicles of bioactive compounds (Chen et al. 2006). Gels with a pH-

Fig. 2 Representation of
3-lactoglobulin secondary
structure. The 3 strands

and joining loops are labelled
(Brownlow et al. 1997)
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dependent microstructure can be formed from (3-Lg. Opaque particulate gels are
formed near the isoelectric point (p/) of 3-Lg (i.e., pH 4-6), while transparent fine-
stranded gels are formed near neutral pH (Stading and Hermansson 1990).

Maiti et al. (2006) have studied the molecular interaction of EGCG with human
serum albumin, and the binding capacity of EGCG to (3-Lg has been reported
recently (Riihimdki et al. 2008; Shpigelman et al. 2010). In order to gain better
understanding of the mechanism of interaction and hence the potential of 3-Lg as a
carrier of EGCG, the interactions of this polyphenol with native and heat-denatured
-Lg were investigated at pH 7.0 and 4.0 using fluorescence, Fourier transform
infrared (FTIR) spectroscopy, and the ferric reducing antioxidant power (FRAP)
assay.

2 Materials and methods
2.1 Materials

[3-Lactoglobulin (variant B from bovine milk, purity >90%), EGCG (purity 80%),
D,0 (99.9% deuterium), NaOD, and DCl were purchased from Sigma-Aldrich
Chemical Co. (St. Louis, USA) and used without further purification.

3-Lg and EGCG solutions were freshly prepared previously each experiment in
20 mmol.L ™! phosphate buffer at pH 7.0 or in 20 mmol.L " acetate buffer at pH 4.0.
For FTIR analyses, these buffers were prepared in D,O. The protein concentration
and the EGCG concentration were determined spectrophotometrically (HP 8453 UV/
vis spectrophotometer, Agilent Technologies Canada Inc., Mississauga, Canada)
using £280=17,600(mol.L ") 'em ™" for 3-Lg (Collini et al. 2000) and £570=11,920
(mol.L™") 'em™" for EGCG (Pelillo et al. 2004). Heat-denatured p-Lg (h-B-Lg)
solutions were prepared by heating at 85 °C for 30 min in a 50:50 water/ethylene
glycol bath and then cooling at room temperature. Solutions containing (3-Lg (or
h-3-Lg) and EGCG at molar ratios of 1:1, 1:2, and 1:10 were obtained by combining
initial solutions.

2.2 FTIR spectroscopic measurements

Solutions of 2.7 mmol.L™' B-Lg and 27.2 mmol.L™' EGCG were prepared in D,O.
Their pD was adjusted with NaOD or DCl to 7.4 and 4.4 using an Accumet pH meter
915 (Fisher Scientific, Ottawa, Canada), in view of the correction factor pPD=pH+0.4
(Boye etal. 1996). The 3-Lg solution was kept for 48 h under a nitrogen atmosphere
to achieve complete H/D exchange and h-{3-Lg solution was prepared subsequently
from this. These solutions were blended to obtain protein/EGCG ratios of 1:1, 1:2,
and 1:10 relative to 1.4 mmol.L™" B-Lg (or h-B-Lg). The samples were held for 2 h
at room temperature before recording spectra. All procedures were performed under
a nitrogen atmosphere.

FTIR measurements were conducted at 24 °C on a Magna 560 Nicolet
spectrometer (Madison, USA) equipped with a mercury—cadmium-—telluride detector.
The spectrometer was continuously purged with dry air Samples were placed
between two CaF, windows separated by 23-um polyethylene terephthalate spacers.
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Each spectrum was the result of an average of 128 scans and apodized with a Happ—
Genzel function. The contribution of D,0 to the amide I’ region was eliminated by
subtracting D,O spectra such that the baseline was flat between 2,000 and
1,700 cm™'. In order to identify each overlapped component present under the
broad amide I’ band, Fourier self-deconvolution was applied to the spectra
(Arrondo et al. 1993). The subtraction and deconvolution were obtained using the
Omnic software provided with the spectrometer. Band narrowing was achieved
with full width at a half-height of 18 cm ™' and a resolution enhancement factor of
2 cm .

2.3 Fluorescence spectroscopy

Protein~-EGCG samples were prepared by mixing 40 pumol.L™' B-Lg or h-B-Lg
solution with an equal volume of EGCG solution at concentrations of 400, 80, and
40 pmol.L™" and holding at room temperature for 2 h before analysis. Protein
intrinsic fluorescence spectra were recorded on a Cary Eclipse Fluorescence
Spectrophotometer (Varian Inc. Mississauga, Canada). Emission spectra were
recorded from 300 to 500 nm with an excitation wavelength of 295 nm using a
quartz optical cell with a 10 mm path length. The excitation and emission
bandwidths were 5 nm. As the excitation and emission wavelength reported for
EGCG is 331 and 455 nm, respectively (Nagaoka et al. 2002), the background
contributed by EGCG absorbance was recorded and corrected during calculation of
fluorescence parameters. For the calculation of the binding constant, we used seven
different concentrations of EGCG (Figs. 3 and 4, insets plots) in order to enhance the
experimental precision. The binding constant and stoichiometry were calculated
using the following equation:

log[(Fy — F)/F] = log K5 + n 1og[EGCG] (1)

where F, is initial fluorescence intensity, F is the fluorescence intensity in the
presence of the quenching agent (EGCG), K is the static binding constant and » is
the binding number(Ghosh et al. 2008).

2.4 FRAP assay

In order to study the effect of adduct formation on its antioxidant capacity, the
ferric-reducing antioxidant power (FRAP) of EGCG was determined (Benzie
and Strain 1996). This method is based on the reduction of a ferric complex of
2,4,6-tripyridil-s-triazine (Fe*"-TPTZ) to the ferrous form (Fe*'-TPTZ). Sample
preparation was the same as for fluorescence measurement except that the final
protein concentration was 10 umol.L™" and the EGCG concentrations were 10,
20, and 100 pmol.L™". The FRAP reagent was prepared freshly by mixing 2.5 mL
of 10 mmol.L™' TPTZ solution and 2.5 mL of 20 mmol.L™' FeCl3-6H,O in
25 mL of 0.3 mol.L™" acetate buffer at pH 3.6. Sample solution (100 pL) was
added to 3 mL of FRAP reagent, and after holding at room temperature for
15 min, absorbance was read at 593 nm on a HP 8453 UV/vis spectrophotometer
(Palo Alto, USA). Absorbance measurements were done at 2, 3, 6, 24, 48, 72 h,

% Im @ Springer



634 R. Zorilla et al.

800

700

0.5

0.3

0.1 4

-0.1 1 g
-0.3

-0.5 1
-0.7 q *

-0.9
41 '/‘
-1.3 T T T

-5.8 -5.3 -4.8 -4.3
log [EGCG]

600 a (334nm)

500 —

log [(Fo-F)/F]

400

300 —

200

Fluorescence intensity (a.u)

100

300 325 350 375 400 425 450 475 500
Wavelength (nm)

0.6
800 - a (340 nm) 04

0.2

log [(Fo-F)/F]

-5.2 -4.7 -4.2
log [EGCG]

Fluorescence intensity (a.u)

— T T T T T T T T T T T T 1
300 325 350 375 400 425 450 475 500

Wavelength (nm)

Fig. 3 Fluorescence emission spectra (Ax=295 nm) of -lactoglobulin at pH 7.0 in the presence of
epigallocatechin-3-gallate (EGCG) at different protein/antioxidant molar ratios: A native protein; B heat-
denatured protein; a B-Lactogobulin alone (40 umol.L™"); b 1:1; ¢ 1:2; d 1:10; e epigallocatechin-3-gallate
alone (40 umol.L™"). nsets Plot of log [(Fy—F)/F] as a function of log [EGCG] as per Eq. 1

and 7 days. The optical path length was 1 cm, and FRAP reagent was used as a
blank. Aqueous solutions of known Fe®*" concentrations in the range of 100—
2,000 umol.L™" were used for calibration. Data were expressed as micromoles of
Fe?" per liter (FRAP units).
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3 Results and discussion
3.1 The 3-Lg/EGCG interaction studied by fluorescence quenching

Intrinsic protein fluorescence is a valuable tool in the investigation of the
structure, function, and reactivity of proteins and other biological molecules in
solution. 3-Lg contains two tryptophan residues (Trp19 and Trp61). Trpl9 is in
an apolar environment within the cavity of (3-Lg, whereas Trp61 is adjacent to
strand I located near the C terminus of the protein (Fig. 2). It has been shown
that Trpl9 is the major fluorophore in native (3-Lg (Cho et al. 1994) and
contributes about 80% of total fluorescence of the protein because Trp61 is
probably quenched by the proximity of the Cys66—Cys160 disulfide bond (Chen
and Barkley 1998).

Figure 3 shows fluorescence spectra of 3-Lg (Fig. 3A) and h-3-Lg (Fig. 3B) in the
presence of EGCG at different concentrations at pH 7.0. 3-Lg produces a strong
fluorescence emission with a A, at 334 nm (Fig. 3A). Addition of EGCG shifts the
Amax t0 longer wavelengths of 336, 338, and 345 nm, respectively at 3-Lg/EGCG ratios
of 1:1, 1:2, and 1:10, indicating that interaction with EGCG makes the environment of
the 3-Lg Trp residues more hydrophilic. Furthermore, the 3-Lg fluorescence intensity
gradually decreased to 10.2% that of the pure protein as the EGCG concentration
increased to ten times the protein concentration. In comparison with (3-Lg, h-3-Lg has a
Amax Of 340 nm with a red shift of 6 nm (Fig. 3B) due to the partial loss of the
hydrophobicity of the Trpl9 environment and stronger intensity because of the
decreased quenching of Trp61 (Palazolo et al. 2000). Addition of EGCG to h-3-Lg
induced changes in A,,x somewhat analogous to those obtained with 3-Lg but at longer
wavelengths (Amax = 352 nm at a protein/antioxidant ratio of 1 : 10). This indicates
that interaction with EGCG moves the Trp residues of h-B-Lg to a completely
hydrophilic environment. EGCG also decreased the fluorescence intensity of h-p3-Lg
slightly more than it did with 3-Lg, down to 8.7% that of the pure protein when the
h-3-Lg/EGCG ratio was 1:10. The concentration dependence of the fluorescence
intensity was analyzed using the linear plot of log [(Fy—F)/F] as a function of log
[EGCG] shown in the insets of Fig. 3A, B (Eq. 1). The number n of bound ligands per
protein molecule is 0.94+0.01 and 1.05+0.02, respectively, for 3-Lg and h-f3-Lg, based
on the slope of the straight line. The binding constant K is 1.25 (£0.01)x 10*(mol.L™") !
for B-Lg and 3.70(£0.24)x 10*(mol.L™") ! for h-B-Lg, as calculated from the intercept.
The greater affinity of EGCG for heat-denatured protein is consistent with a recent study
by Shpigelman et al. (2010) in which the pH was around neutral.

Figure 4 shows fluorescence spectra of 3-Lg (Fig. 4A) and h-(3-Lg (Fig. 4B) in the
presence of various concentrations of EGCG at pH 4.0. The A, for f-Lg was
336 nm and the fluorescence intensity about 72% of that obtained at pH 7.0. The
lower intensity may be due to increased quenching caused by the formation of
octamers near the p/ of (3-Lg (Sawyer et al. 1998). Adding EGCG did not change
Amax, but fluorescence intensity dropped to 9.0% (at the 1:10 ratio) of that of the pure
protein, which is a slightly greater decrease than at pH 7.0. In the case of h-f-Lg
(Fig. 4B), the A\,.x was 338 nm and the intensity about 66% of that measured for
native [3-Lg at this pH, suggesting increased quenching due to greater aggregation as a
result of denaturing. In the presence of the antioxidant at a molar ratio of 10, h-3-Lg
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Fig. 4 Fluorescence emission spectra (Ax=295 nm) of (-lactoglobulin at pH 4.0 in the presence of
epigallocatechin-3-gallate (EGCQG) at different protein/antioxidant molar ratios: A native protein; B heat-

denatured protein; a B-lactoglobulin alone (40 umol.L™"); b 1:1; ¢ 1:2; d 1:10; e epigallocatechin-3-gallate
alone (40 umol.L™"). Insets Plot of log [(Fo—F)/F] as a function of log [EGCG] as per Eq. 1
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fluorescence dropped to 10.8% that of the pure protein, without a significant
shift in Ap.x. The change in fluorescence intensity was analyzed using the linear
plot of log [(Fy—F)/F] as a function of log [EGCG] shown in the insets of
Fig. 4A, B. The number n of bound ligands per protein molecule is 0.94+0.01
and 0.86+0.01, respectively, for 3-Lg and h-f3-Lg. The binding constant K is
1.05 (+0.06)x 10*(mol.L™") ! and 4.10(+0.05)x 10> (mol.L™")"!, respectively, for
[3-Lg and h-3-Lg, indicating that EGCG has a greater affinity for 3-Lg than for h-3-Lg
at pH 4.0. This might be due to increased aggregation of protein monomers and hence
more shielding of functional groups. For the same reason, the affinity of EGCG for the
proteins is lower at pH 4.0 than at pH 7.0. These results show that even though it
decreased at acidic pH, the interaction of EGCG with both (3-Lg and h-f3-Lg can still be
observed and characterized.

3.2 FTIR analysis of the influence of EGCG binding on 3-Lg and h-{3-Lg structure

Coupling between transition dipoles and hydrogen bonding play a major role in
changes in (3-Lg amide bond conformation as expressed in FTIR spectral
bands. The 1,700-1,600 cm ' spectral region corresponds mainly to the amide I’
C=0 stretching mode and is related to protein secondary structure. Figure 5
presents the deconvoluted spectra of native 3-Lg (Fig. 5A) and heat-denatured
h-B-Lg (Fig. 5B) in the absence and presence of EGCG at pD 7.4. The
deconvoluted spectrum of (3-Lg (Fig. 5A) presents individual corresponding to
particular secondary structures that are well documented (Lefévre and Subirade
2000). The bands at 1,692 and 1,678 cm ™' are both related to B-sheets and turns.
The component located at 1,660 cm ! is related to turns, while that at 1,648 cm
is attributed to random coils and «-helix. The components at 1,634 and 1,623 cm™
are attributed respectively to [3-sheets and strongly bonded [-strands. Their
simultaneous presence characterizes [3-Lg in the dimer form (Lefévre and Subirade
1999). The presence of EGCG at concentrations up to twice the protein
concentration appears to have no significant effect on the secondary structure of
[3-Lg. Nevertheless, increasing the EGCG concentration to ten times that of 3-Lg
caused the components located at 1,678, 1,648, and 1,634 cm ! to shift
respectively to 1,677, 1,645, and 1,632 cm™ ' with a decrease in their intensities,
while the 1,692, 1,660, and 1,623 cm ' components are nearly distinguishable.
These results indicate a change in protein structure, the disappearance of the
component at 1,623 cm ', suggesting that EGCG at this concentration disrupted
the intermolecular (3-sheet hydrogen bonds of the protein dimers. Rawel et al.
(2001) mentioned that the phenolic hydroxyl group is an excellent hydrogen bond
donor and forms strong hydrogen bonds with the amide carbonyl group of the
peptide backbone. EGCG has eight phenolic hydroxyl groups capable of forming
hydrogen bonds with 3-Lg by competition with intermolecular (3-sheet hydrogen
bonds. It thus appears likely that interaction with EGCG induced a change from
the dimeric to the monomeric structure of 3-Lg.

The deconvoluted spectrum of heat-denatured 3-Lg (Fig. 5B) differs substantially
from that of the native protein. Denaturing resulted in broadening of the spectral
feature wavenumber range and the appearance of new components at 1,615 and
1,682 cm™'. These are common to numerous proteins and attributed to
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Fig. 5 Amide I' region of the de-convoluted Fourier transform infrared spectra of 3-lactoglobulin in the
presence of epigallocatechin-3-gallate at different protein/antioxidant molar ratios: A native protein and B
heat-denatured protein; a 3-Lactoglobulin alone; b 1:1; ¢ 1:2; d 1:10. All samples were at pD 7.4 in D,0.
Spectra were recorded at 24 °C

intermolecular hydrogen-bonded anti-parallel (3-sheet structures resulting from
aggregation (Lefevre and Subirade 1999). The presence of EGCG at ten times the
molar concentration of h-3-Lg induced a shift of the aggregation component located
at 1,615 to 1,613 cm ', indicating a strengthening of intermolecular hydrogen bonds
in (3-sheets (Lefévre and Subirade 2000). This differs from the interaction of 3-Lg
with EGCG, which weakened the (3-sheet intermolecular hydrogen bonds. Two
possible explanations for this difference are different EGCG binding sites on h-3-Lg
and (-Lg and the h-3-Lg/EGCG interaction being based on forces other than
hydrogen bonds such as hydrophobic interactions.

Figure 6 shows the deconvoluted spectra of native 3-Lg (Fig. 6A) and heat-
denatured h-f3-Lg (Fig. 6B) in the absence and presence of EGCG at pD 4.4. The 3-
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Fig. 6 Amide I' region of the de-convoluted Fourier transform infrared spectra of (3-lactoglobulin in the
presence of epigallocatechin-3-gallate at different protein/antioxidant molar ratios: A native protein and B
heat-denatured protein; a (3-Lactoglobulin alone; b 1:1; ¢ 1:2; d 1:10. All samples were at pD 4.4 in D,0.
Spectra were recorded at 24 °C

Lg spectrum (Fig. 6A) is similar to that obtained at pD 7.4, but the six components
mentioned above show red shifts of several nanometers, and a new and weak
component appeared at 1,614 cm™"'. This component persisted until the B-Lg/EGCG
ratio reached 1:2. All spectral components decreased in intensity at the 3-Lg/EGCG
ratio of 1:10. The fading of the 1,626 and 1,636 cm ! components characteristic of
protein dimers and the 1,683 and 1,614 cm™' components characteristic of protein
aggregation suggests that EGCG may compete with intermolecular (3-sheet
hydrogen bonds at pD 4.4 as it does at pD 7.4 and that EGCG at this concentration
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affects the oligomeric form of the protein. In the case of h-B-Lg (Fig. 6B), the
components located at 1,632, 1,647, and 1,658 cm ! are still present, suggesting the
presence of [(3-sheets and unordered structures or o-helix segments in the
polypeptide chains at pD 4.4, since (3-Lg is known to be more resistant to
denaturing at acidic pH (Cayot and Lorient 1998). However, the broadening and
decreased definition of the components and the disappearance of the 1,694 cm '
component indicate the occurrence of partial protein denaturing at pD 4.4. The
spectrum displays similar characteristics at an EGCG/h-3-Lg molar ratio of 1:10,
suggesting that EGCG has little effect on the secondary structure of denatured
protein at acidic pH.

3.3 Effect of complex formation on the antioxidant capacity of EGCG

The FRAP assay is a method of assessing antioxidant power by reduction of
ferric to ferrous ion, which causes a colored ferrous-trypyridyltriazine
complex to form at acidic pH (Benzie and Strain 1996). Figure 7 shows the
FRAP value of EGCG at three different concentrations in the presence of
20 umol.L™' B-Lg or h-B-Lg at pH 7.0 and 4.0. The FRAP value was analyzed
after 2 h of reaction time and obtained by subtracting the protein background
from the protein—-EGCG mixtures. At pH 7.0, the FRAP value of EGCG alone
was about 153 at 20 pmol.L™' and was proportional to concentration up to
200 pmol.L™! (Fig. 7A). Adding 3-Lg decreased the antioxidant activity to a
FRAP value of 18 at 20 pmol.L™' EGCG. This effect was of almost the same
proportion at all EGCG concentrations. The mask effect on the antioxidant
activity of flavonoids has been reported previously for plasma proteins (Arts et
al. 2001). An explanation for this is that 3-Lg forms hydrogen bonds with
EGCG phenolic hydroxyl groups, which contribute to the antioxidant activity
(Almajano et al. 2007b), in lieu of protein intermolecular (3-sheet hydrogen
bonds, as deduced from FTIR (Fig. SA). It is noteworthy that h-3-Lg induced a
very similar decrease in the antioxidant activity of EGCG, suggesting that h-3-Lg also
interacts with EGCG phenolic hydroxyl groups by hydrogen bonding. However, no
FTIR evidence was found for hydrogen bonding between EGCG and h-f3-Lg (Fig. 5B).
We therefore speculate that EGCG binds to different moieties of 3-Lg and h-3-Lg at
pH 7.0.

At pH 4.0 (Fig. 7B), the antioxidant activity of EGCG was proportional to its
concentration, but greater than at pH 7.0 (Fig. 7A). Adding either 3-Lg or h-3-Lg
again decreased the antioxidant value almost proportionately at all EGCG
concentrations (Fig. 7B). These results suggest that both 3-Lg and h-3-Lg interact
with EGCG by hydrogen bonding with phenolic hydroxyl groups. However, the
affinity of EGCG for (3-Lg was about 2.6 times higher than for h-3-Lg at pH 4.0,
based on fluorescence analysis. The decreases in FRAP values at pH 4.0 were
smaller than those observed at pH 7.0 and almost identical for 3-Lg and h-3-Lg,
which is inconsistent with the observed differences in affinities from fluorescence
results. We therefore speculate that forces other than hydrogen bonding, such as
hydrophobic interaction, which has been reported for polyphenol interaction with
proteins (Papadopoulou et al. 2005), occurs between EGCG and 3-Lg in both
states.
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In order to study the possible protective effect of protein on EGCG stability,
antioxidant activity as a function of time at a protein/EGCG ratio of 1:1 was
measured at pH 7.0 and 4.0 (Fig. 8A, B). At pH 7.0, the antioxidant activity of
EGCG gradually decreased over time, reaching a plateau after 72 h. However,
activity did not change significantly in the presence of 3-Lg, remaining about 1.2
times that of pure EGCG for 24 h and about 1.8 times that of pure EGCG for 48 h
in the presence of h-f3-Lg. The greater protection provided by h-3-Lg than by f3-
Lg is possibly due to the higher affinity of EGCG for h-3-Lg (Fig. 3). The activity
decreased to 14 FRAP units at 168 h in the presence of h-3-Lg. This indicates that
the protection provided by 3-Lg in both its native and denatured states is time
limited at pH 7.0. At pH 4.0, the antioxidant activity of EGCG remained constant
until 72 h, after which a small decrease was observed, since EGCG is more stable
at acidic pH. A similar change was observed in the presence of both $-Lg and

h-B-Lg.
Im @ Springer
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Fig. 8 Antioxidant activity A
(ferric reducing

antioxidant power) of pure
epigallocatechin-3-gallate

(blue diamond), B-lactoglobulin
and epigallocatechin-3-gallate
1:1 (pink square), heat
denatured-3-Lactoglobulin

and epigallocatechin-3-gallate
1:1 (green triangle) measured
over time at pH 7.0 (A)

and pH 4.0 (B). The data

are expressed as mean=stan-
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4 Conclusions

Based on our spectroscopic results, EGCG interacts with (3-Lg and heat-denatured
-Lg at pH 7.0 and 4.0. The interactions changed the tertiary (Trp environment) and
secondary structures of the protein. Hydrogen bonding occurs between EGCG and
the protein in both its native and denatured states, which decreased the antioxidant
activity of EGCG. Hydrophobic interaction may also be involved in the interaction.
The affinity of EGCG for h-f3-Lg at pH 7.0 is greater than for 3-Lg and greater than
for the protein in either state at pH 4.0. Complexing with [3-Lg provides limited
protection of EGCG against degradation at pH 7.0 but not at pH 4.0. This protection
was slightly greater with h-{3-Lg. The present research provides further insight into
the characteristics of 3-Lg binding with flavonoids such as EGCG and the impact of
this interaction on their antioxidant activity.
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