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ABSTRACT: Alzheimer’s disease is a neurodegenerative disease affecting millions of people worldwide. The proteolytic cleavage
of amyloid precursor protein forms amyloid beta peptide (Af;_4,), which aggregates to form senile plaques. The KLVFF motif
present in Af|_,, is essential for aggregation. Curcumin, a prinicipal curcuminoid present in turmeric, shows therapeutic activity
against Alzheimer’s disease. However, the nature of interaction between the A, ,, peptide and curcumin remains unexplored.
Studies on the interaction of the core-recognition motif KLVFF with curcumin can be extrapolated to decipher the interactions
between Ap,_,, and curcumin. Our data show that curcumin and KLVFF interact strongly through hydrophobic forces and are
stabilized by hydrogen bonding. The hydrophobic interactions were confirmed from the positive shift in the phase transition
temperature. Fluorescence quenching studies demonstrate a static quenching mechanism. FTIR data confirm the S sheet
breaking ability of curcumin, which is also substantiated by cell culture studies.
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B INTRODUCTION

Curcumin, or 1,7-bis(4-hydroxy-3-methoxyphenyl)-1,6-hepta-
diene-3,5-dione, the principal curcuminoid of the perennial
herb Curcuma longa Linn. is a widely used food additive
(coloring agent) and spice for many centuries in the Asian
subcontinent. In recent years, it has elicited worldwide
attention for its therapeutic properties." Curcumin has been
extensively investigated for its antioxidant,” anti-inflammatory,’
hypoglycemic,* wound-healing,® and antimicrobial® properties
along with its ability to modulate various cell signaling
pathways.” All properties, namely, physical, chemical, and
biological, may be attributed to the unique chemical structure
of curcumin and its existence in two tautomeric forms, namely,
the keto and enol form (Figure la and b).®2 The enol form
exhibits better activity because of its ability to accept and
donate hydrogen bonds and its ability to chelate positively
charged metal ions.” The keto—enol tautomerism also allows
curcumin to act as a Micheal acceptor to nucleophilic attack,

thus enabling them to participate in covalent bond formation.'’
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Figure 1. Chemical structures of curcumin: (a) keto form; (b) enol
form.
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Curcumin consists of an O-methoxy phenolic group on both
ends connected by an a,f-unsaturated-f-diketone linker. The
aromatic groups and the tautomeric structure are known to
influence the hydrophobicity of curcumin, while the linker
offers flexibility to the molecule.

Due to its unique structure and property, curcumin is known
to bind to a variety of biomolecules such as DNA, RNA,
proteins, enzymes, and carrier molecules, thus making
curcumin a pharmacologically active molecule.'”'* One of the
major limitations in using curcumin for therapeutic application
is its poor bioavailability and stability. However, it is also shown
that interaction of curcumin with proteins partly enhances its
bioavailability and stability.'®> The interactions between
curcumin and various proteins have been widely investigated.'*
The aromatic phenyl groups in curcumin have been known to
interact with the aromatic amino acid side chains of the
proteins via van der Waals forces and z—rm stacking
interactions."®> Moreover the presence of phenolic and carbonyl
functional groups enables it to participate in hydrogen-bonding
interactions with the peptide bond of proteins.'® Apart from the
secondary interactions, the keto—enol tautomerism imparts
metal chelation ability and covalent bonding character to
curcumin, thus providing it an additional functionality.'”

In recent years, curcumin has been found to be promising in
the treatment of Alzheimer’s disease. Many reports exist for
amyloid f sheet breaking ability of curcumin along with its
antioxidant and anti-inflammatory properties for the treatment
of Alzheimer’s disease.'® A pilot study was carried out using
curcumin and the Chinese herb Ginkgo bilabo for the treatment
of Alzheimer’s disease.” Fluorescence studies with thioflavin
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and scanning electron microscopic studies have revealed the
ability of curcumin to destabilize the fibrillar form of both
ABi_4 and AB,_,,*° Derivatives of curcumin, namely,
isoxazoles and pyrazoles, have been shown to bind Af peptide
and also inhibit the metabolism of amyloid precursor protein.”!
Moreover, it is also proved by multiphoton microscopy that
curcumin has the ability to cross the blood brain barrier”* and
also increases the phagocytosis of A peptide.® However, to
date there is no study to correlate the mode of interaction of
curcumin with the core-recognition motif (KLVFF) of Af;_,,
and its functional activity. Zhao et al. showed using in silico
molecular dynamic simulations that the hydrophobic inter-
action and hydrogen-bonding interactions play a vital role in
the B sheet breaking ability of curcumin.** However,
experimental evidence to unravel the nuances involved in the
curcumin—amyloid beta interactions is still lacking.

In silico studies such as molecular docking and molecular
dynamic simulations provide information about the binding
affinity, probable binding site(s), and the possible mode of
interactions of curcumin with selected targets.”> This in turn
necessitates the use of advanced ab initio molecular orbital
methods to correlate the in silico findings. However, in order to
gain mechanistic insights, the present work aims to study the
interaction between the KLVFF peptide and curcumin using
simple spectroscopy techniques such as UV—visible spectros-
copy and fluorescence spectroscopy, both of which are widely
used techniques to understand protein—ligand interactions.
The interactions were further confirmed using FT-IR and DSC
studies. The correlation between the interactions and the
quenching mechanism is also discussed extensively for the first
time. Curcumin’s fJ sheet breaking ability and its anti-
inflammatory activity are also proven experimentally, and the
protection of neuronal cell lines from Af;_,, peptide toxicity
was evaluated using an MTS cytotoxicity assay.

B EXPERIMENTAL SECTION

Materials and Methods. H,N-KLVFF—CONH,, a pentapeptide
with >95% purity, was purchased from Bioconcept Laboratories Pvt
Ltd. (Gurgaon, India). Curcumin from Curcuma longa was procured in
powder form from Sigma-Aldrich, India. Peptide stock solutions were
prepared using double-distilled water, while curcumin stock solutions
were made using methanol because of its poor solubility in double-
distilled water. However for all the experiments, curcumin was freshly
diluted in double-distilled water and was used immediately to avoid
degradation. Amyloid beta peptide (Af;_4,) (AnaSpec, Fremont, CA,
USA) was dissolved in 1,1,1,3,3,3-hexafluoroisopropanol (HFIP) at a
concentration of 1 mg/mL to remove any aggregates. It was then
vacuum evaporated and diluted to the desired concentration using
sterile double-distilled water freshly before use.

UV-—Visible Spectrophotometry. Absorbance measurements for
the determination of binding affinity and binding constants were
carried out using a UV—visible spectrophotometer (Lambda 25,
Perkin-Elmer, USA) at room temperature. Absorbance titrations were
performed using 1 cm quartz cuvettes with the concentration of
curcumin (1 or 15 uM) as constant and by the successive additions of
increasing concentrations of peptide (7.5 to 30 M or 10 to 30 uM).
The respective spectra were recorded over the wavelength range of
200—800 nm. The concentrations of curcumin (1 and 15 uM) were
used based on the therapeutic and toxic concentrations reported.”®
The maximum absorbance values for all concentrations of curcumin
and peptide employed in this study were below 1.

Spectrofluorimetry. Fluorescence quenching studies were carried
out using a spectrofluorimeter (LS 45, Perkin-Elmer, USA) at room
temperature with the bandwidths of both excitation and emission slits
at 10 nm. Fluorescence titrations were performed keeping the
concentration of peptide (25 uM) constant, and then curcumin was
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added successively from 1 to 15 M. The excitation wavelength of
peptide was fixed at 257 nm, and emission scans were recorded
between 280 and 310 nm. Inner filter effects were corrected by
performing the above experiments using UV—visible spectroscopy
under similar conditions. The absorbance values at excitation (257
nm) and emission maxima (290 nm) of the peptide were recorded and
substituted in the following equation to minimize errors that occur
through the inner filter effect.
. (ODEX + ODem)
Fcorr = Fobs antllog[f]

where F_, bs is the observed
emission intensity, OD,, is the absorbance value at the excitation
wavelength of the peptide, and OD,,, is the absorbance value at the
emission wavelength of the peptide.

Differential Scanning Calorimetry. The interaction between the
peptide and curcumin was further confirmed by encapsulating them in
liposomes, and thermal analysis was performed for the samples. The
liposomes were prepared from egg phosphatidyl choline (Avanti Polar
Lipids, Canada) by the thin film hydration technique.”” The peptide
and/or curcumin were loaded into the liposomes using passive loading
technique. The size of the liposomes was in the range 150—200 nm.
Five mg of liposomal samples were loaded in an aluminum pan along
with the reference in a differential scanning calorimeter (DCS; Q20,
TA Instruments, USA). The DSC thermogram was recorded between
10 and 180 °C in nitrogen atmosphere at a scan rate of 10 °C/min.

Fourier Transform Infrared Spectroscopy (FT-IR). S sheet
breaking ability of the curcumin was confirmed using FT-IR studies.
The desired concentration of peptide, namely, 25 uM, was incubated
with different concentrations of curcumin, namely, 1, S, and 10 uM,
and FT-IR studies were performed in attenuated total reflectance
(ATR) mode using a Fourier transform infrared spectrometer
(Spectrum 100, Perkin-Elmer, USA). The analysis was performed
between 4000 and 450 cm™" at a resolution of 4 cm™" with 75 average
scans per sample.

Cell Culture and Seeding. IMR 32 human neuroblastoma cells
procured from National Centre for Cell Sciences (NCCS), Pune,
India, were cultured in Dulbecco’s modified Eagle medium (DMEM,
Gibco, USA) supplemented with 10% fetal bovine serum (FBS, Gibco,
USA) and 1% penicillin/streptomycin (Gibco, USA). The culture was
maintained at 37 °C in a 5% carbon dioxide incubator. Ten thousand
cells were seeded in a 96-well plate and then incubated with 10 uM
amyloid beta peptide (Af,_,,) solution for 24 h. After 24 h of
incubation, different concentrations of curcumin (1, 2, and 5 uM)
were added and incubated again for 48 h.

Cell cytotoxicity was quantified using the 3-(4,S-dimethylthiazol-2-
y1)-S-(3-carboxymethoxyphenyl)-2-(4-sulfophenyl)-2H-tetrazolium
(MTS) assay (Cell Titer 96 AQueous One solution, Promega, USA).
After 48 h of incubation with various concentrations of curcumin, the
media was removed and the cells were washed with phosphate-
buffered saline (PBS) to remove any nonadherent cells. Then 200 yL
of serum-free media and 20 yL of MTS reagent were added and
incubated at 37 °C for 2 h. The reaction was stopped by the addition
of 25 uL of 10% sodium dodecyl sulfate (SDS) solution. The
absorbance was then measured at 490 nm using a multimode reader
(Infinite 200M, Tecan, USA). Cells incubated with 10 4uM amyloid
beta peptide (Af;_,,) served as a positive control, while cells without
amyloid beta peptide (Af};_,,) served as a negative control.

Interleukin 12 (IL-12) Assay. Concentration of the inflammatory
cytokine IL-12 in the cell supernatant was evaluated using the IL-12
ELISA kit procured from R & D Systems, USA. After 24 h of
incubation in different concentrations of curcumin added to the IMR-
32 neuroblastoma cell lines incubated with Af,_,,, the supernatant was
collected and the IL-12 assay was performed in duplicates according to
the manufacturer’s protocol. After completion of the assay procedure,
absorbance was recorded at 450 nm using a multimode reader (Infinite
200M, Tecan, USA). For blank correction, absorbance was recorded at
540 nm and the actual values were subtracted from it. The
concentration of IL-12 in the positive and negative controls along

is the corrected emission intensity, F,

o
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with various curcumin-treated samples was calculated using the
standard graph.

Statistical Analysis. Analysis of variance (one-way ANOVA) was
performed to determine the statistical significance (p < 0.05) for MTS
(n = 3) and IL-12 assays.

B RESULTS AND DISCUSSION

UV-Visible Studies. Curcumin consists of a 1,3-diketone
moiety that enables an extended conjugation of the 7 electron
system between the two feruloyl groups. Because of the 1,3-
diketone moiety, curcumin can exist in an equilibrium mixture
of two possible tautomeric forms, namely, the keto and enol
form (Figure 1). The existence of a conjugated network of the
7 electron system between the two feruloyl groups makes the
enol form more stable in solid and solution state.*® It also has
the ability to chelate metal ions and scavenge free radicals.

An aqueous methanolic curcumin solution showed absorp-
tion maxima of 421 nm with a shoulder at 360 nm and a weak
absorption band around 260 nm (Figure 2). The extensive
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Figure 2. Absorption spectrum of an aqueous methanolic solution of
curcumin.

delocalization of 7 electrons throughout the molecule between
the feruloyl groups lowers the #* « 7 transition energy,
resulting in a peak at 421 nm, confirming the presence of the
enolic form of curcumin.”® Lack of a peak at 389 nm indicates
the absence of the keto form of curcumin.

Figure 3a shows the absorption spectra for 15 yM curcumin
in the absence and presence of different concentrations of
KLVFF peptide (7.5-30 puM). The absorption spectrum of
curcumin exhibits a prominent peak at 421 nm and a weak
absorption band at 257 nm. A weak shoulder at 360 nm is also
observed. These peaks arise due to the 7* < n and 7% < 7
transitions in curcumin. The forbidden #* « n transition
occurs in the high-energy ultraviolet region of the spectrum
(257 nm), while the z* « 7 transitions occur in the lower
energy end of the spectrum (357 and 421 nm). The intensity
and position of the absorption bands occurring due to the 7*
< 7 electronic transitions are influenced by many parameters.
These include dipole—dipole interactions, intermolecular and
intramolecular hydrogen bonding, temperature, and hydro-
philicity of the environment. These interactions, if present in
the system, can alter the absorption and emission spectrum of
curcumin. The intensity of the absorption bands at 421 and 257
nm gradually decreases on successive addition of peptide, and
isosbestic points were observed at 227 and 492 nm. However,
the shoulder at 360 nm becomes more pronounced. The
formation of an isosbestic point confirms the existence of
interactions between curcumin and KLVFF peptide, and both
interacting species exist in equilibrium with one another at that
particular wavelength. The intensity of the band at 421 nm is
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indicative of a greater hydrophobic/nonpolar environment,*’
while the shoulder at 360 nm implies a more polar
environment. Addition of peptide increases the polarity due
to its charged nature, which also may be the reason for the
decreased intensity at 421 nm.

When a minimum concentration of curcumin (1 uM) was
used, a sharp peak at 421 nm, a shoulder at 360 nm, and a weak
absorption band at 257 nm are visible in the absorption
spectrum (Figure 3c). When the peptide concentration is
increased from 10 uM to 30 uM, the absorption at 421 and 360
nm decreases, while the absorption at 257 nm increases. This
increase may be ascribed to the presence of the peptide whose
absorption maximum is around 260 nm. The isosbestic points
occur at 388 and 470 nm, suggesting the existence of
interactions between the peptide and curcumin. However, the
mode of interaction might be dependent on the concentration
of curcumin, as evidenced from the different isosbestic points
obtained in both cases. When a maximum concentration of
curcumin (1S uM) is used, a bathochromic shift in the
absorption maxima from 421 nm to 425 nm is observed. Such
bathochromic shifts are generally ascribed to the intermolecular
interactions.’ As the peptide molecule contains both hydrogen
bond donors and acceptors, the bathochromic shift observed on
the addition of peptide indicates the possibility of hydrogen
bond formation between the KLVFF peptide and curcumin. On
the other hand, there is no shift observed in the minimum
concentration of curcumin. However, in both cases, the pattern
of the absorption spectra is not altered, indicating that the
central diketone moiety and the conjugated 7 electron system
between the feruloyl groups are not perturbed. The decrease in
absorbance at 421 nm in the case of the maximum
concentration of curcumin (15 yM) and 421 and 360 nm
peaks in the case of the minimum concentration of curcumin (1
M) may be attributed to the involvement of feruloyl groups.
Since these groups resemble the structure of phenylalanine
present in the KLVFF peptide, they may associate via
hydrophobic interactions (z—z, van der Waals). Figure 4
shows the schematic representation of the different modes of
interaction between KLVFF peptide and curcumin.

Let us consider the following equilibrium:

curcumin + peptide = curcumin—peptide
The association constant (K,) can be calculated from the
following equation:
1 1 1 1
AA (g, =)Ly (8 — e)LiK, M

where € is the molar extinction coefficient and the subscripts b,
f, and T refers to the bound, free, and total ligand
concentration; L refers to the ligand (curcumin, 1 or 1S
uM), and M refers to the macromolecule (peptide, 7.5 to 30
UM or 10 to 30 uM). The equilibrium constant can be
calculated by measuring the absorbance at a fixed wavelength. A
double-reciprocal plot is obtained by plotting 1/(4,— A)
against 1/[peptide] (Figure 3b and d). The ratio of intercept
and the slope gives the K, value, which is found to be 1.131 X
10° M for 15 uM curcumin concentration and 3.786 X 10*
M for 1 yM curcumin concentration. These values are well in
agreement with the K, values reported for strong interactions.>”
The absorbance value decreases by 25% and 20% for 15 and 1
UM curcumin concentration, respectively. There is not much
difference observed when two different concentrations of
curcumin were used. A similar trend was observed in the K,
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Figure 3. (a) UV—visible spectral changes of curcumin (15 yM) in the absence and presence of KLVFF peptide (7.5—30 uM). (b) Double-
reciprocal plot for 15 M curcumin and 7.5—30 uM peptide. (c) UV—visible spectral changes of curcumin (1 #M) in the absence and presence of
KLVFF peptide (10—30 uM). (d) Double-reciprocal plot for 1 uM curcumin and 10—30 M peptide.

interaction

Figure 4. Schematic representation of interaction between KLVFF peptide and curcumin: hydrogen bonding and hydrophobic interactions.

values, whose binding affinity was unaltered due to changes in
curcumin concentration. From the above experiments it
becomes evident, for efficient binding with KLVFF, more
than 1 #M and less than 15 yM concentration of curcumin is
required. This is in agreement with the therapeutic levels of
curcumin required for disruption of amyloid plaque.”®
Fluorescence Quenching Studies. Due to the aromatic
phenylalanine residues present in the peptide sequence KLVFF,
the emission peak was observed at 290 nm, when excited at 257
nm. For quenching studies, two different concentrations of the
peptide corresponding to the maximum and minimum
absorbance value (25 and 1 uM) were chosen. From the
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literature studies, it is obvious that aggregation of amyloid beta
peptide happens only at micromolar concentrations.** More-
over, it is known from the previous reports that 10 M amyloid
beta peptide is sufficient to reduce the cell count to half.>*
Figure 5a shows the quenching of KLVFF peptide fluorescence
by curcumin between 1 and 15 pyM. It was observed that
successive addition of different concentrations of curcumin (1—
1S uM) reduced the fluorescence intensity of the peptide
without any spectral shift. This clearly shows that the
quenching of the intrinsic fluorescence of the peptide is due
to the association of the peptide and curcumin through
attractive forces. Quenching is quantitatively determined using

dx.doi.org/10.1021/jf4000709 | J. Agric. Food Chem. 2013, 61, 3278—3285
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Figure S. (a) Fluorescence emission spectrum of KLVFF peptide (25 M) in the presence of curcumin (1—1S5 yM), 4., = 257 nm and 4, = 290 nm.
(b) Modified Stern—Volmer plot. (c) Stern—Volmer plot of fluorescence emission intensity. (d) Stern—Volmer plot of fluorescence lifetime.

a modified Stern—Volmer plot, which helps to calculate the
quenching constant K, and the number of fluorophores
accessible to the ligand.

E, 11 1
— =~ 4 =
(K -F) fKQ f

In the above equation, F, denotes the fluorescence intensity in
the absence of quencher (curcumin) and F denotes the
fluorescence intensity in the presence of quencher; f, and K,
denote the fraction of accessible fluorophore and quenching
constant, respectively. Based on the modified Stern—Volmer
equation, a plot of Fy/(F, — F) was made against 1/[curcumin]
(Figure Sb). The quenching constant K, was calculated from
the ratio of the intercept to the slope, and the fraction of
accessible fluorophore (f,) was calculated from the inverse of
the intercept, which were found to be 3.756 x 10° M™! and
0.423, respectively.

Quenching can also be analyzed using the Stern—Volmer
quenching constant Kgy using the equation

E
- =1+ KalQl = 1+ kglQ]

The plot of Fy/F against the concentration of curcumin (Figure
Sc) helps to find the Stern—Volmer quenching constant Kgy,
which was found to be 1.689 X 10* M™'. Quenching can be
either static or dynamic. Static quenching occurs when there is
complex formation between the fluorophore and the quencher
in the ground state, due to which the number of fluorophores
residing in the excited state was reduced. Hence, the emission
intensity of the fluorophore decreases in the presence of
quencher. Dynamic or collision quenching occurs when the
interaction between the fluorophore and quencher takes place
in the excited state. The main difference between the static and
dynamic quenching lies in the lifetime of the fluorescence (107°
s) for various concentrations of the quencher, which is not
altered in static quenching (interaction happens only in the
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ground state). On the other hand, the diffusion and random
collision of the quencher with the fluorophore in the excited
state take place in dynamic quenching. Hence the lifetime of
the fluorescence is reduced as the concentration of the
quencher increases.

Initially a dynamic quenching model was assumed between
KLVFF and curcumin. For dynamic quenching, the following
relation can be used:

Ksy = KyTo

where Kgy is the Stern—Volmer quenching constant, K, is the
bimolecular quenching constant, and T, is the lifetime of
fluorescence (1078 s). Kgy was found to be 1.689 x 10* M~
and K is 1.689 X 10> M~! 571 which is greater than the largest
bimolecular quenching constant (10" M™' s7') in aqueous
medium. From the above value it is clear that the quenching is
not due to collision factors but rather due to the association
between the fluorophore and quencher in the ground state.

The plot of Ty/T versus concentration of curcumin also
exhibits linearity, suggesting that the fluorescence lifetime is not
altered even when the concentration of curcumin is increased,
confirming the static quenching phenomenon occurring in the
system on addition of curcumin (Figure Sd). The interactions
between KLVFF and curcumin can be favored by the aromatic
m—n stacking associations involving the feruloyl moieties of
curcumin and the phenylalanine residues of KLVFF. The
planarity of the curcumin facilitates such stacking interactions.
In addition, intermolecular hydrogen bonding may also exist
between the two molecules, and as a result, static quenching
was observed in the system. A similar mode of interaction
between curcumin and peptide was in good agreement with the
results of the binding studies, which show there exists a close
association between the feruloyl groups of the curcumin and
the phenylalanine residue of the KLVFF peptide.

Thermal Analysis. In order to further ascertain the nature
of interactions between KLVFF peptide and curcumin, both the

dx.doi.org/10.1021/jf4000709 | J. Agric. Food Chem. 2013, 61, 3278—3285
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peptide and curcumin were encapsulated in liposomes
individually as well as together and subjected to thermal
analysis. Figure 6 shows the phase transition temperature of
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Figure 6. Differential scanning calorimetry (DSC) thermograms of
blank, peptide-loaded, curcumin-loaded, and dual-loaded liposomes.

plain liposomes and loaded liposomes. The gel to liquid
crystalline phase transition temperature of the plain liposome
was 54 °C, and that of the peptide-loaded liposome was 137
°C. Curcumin-loaded liposomes exhibit a phase transition
temperature of 150 °C, while that for the dual-loaded liposome
occurred at 170 °C. In all three cases (peptide loaded, curcumin
loaded, and dual molecule loaded), the T,, is shifted to higher
temperature compared to the plain liposome, indicating that
they are located in the hydrophobic core of the liposome,
resulting in rigidification of the liposomal membrane.
Interestingly, the dual-loaded liposome exhibits a single peak
instead of two peaks expected for peptide and curcumin,
indicating no phase separation due to the incorporation of
these two molecules in the lipid bilayer. These results suggest
the existence of interaction between KLVFF and curcumin,
which is most likely to be hydrophobic.

FTIR Studies. The mechanism by which curcumin disrupts
the amyloid plaques is poorly understood. From the binding
and fluorescence studies, it was observed that 7—z hydrophobic
interactions between the feruloyl group of the curcumin and
phenylalanine residues of the KLVFF peptide exist. Figure 7
shows the FTIR spectra of peptide (25 uM) and various
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Figure 7. FT-IR spectra of peptide (25 uM) with various
concentrations of curcumin (1, S, and 10 uM).
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concentrations of curcumin (1, S, 10 M) incubated with 25
UM peptide. In the absence of curcumin, the peptide exhibits a
band at 1638 cm™' that is attributed to hydrogen-bonded S
sheet structures.”® On addition of increasing concentrations of
curcumin, the intensity at 1638 cm™' decreases drastically,
which is an indication of disruption of hydrogen-bonded p
sheet structures by curcumin. These results offer strong
experimental evidence in support of the molecular dynamics
simulation studies reported, which had suggested that curcumin
disrupts the amyloid aggregates probably due to stacking
interactions with the aromatic residues in the amyloid beta
peptide.**

IL-12 Assay. IL-12 is a heterodimeric cytokine produced by
dendritic cells in response to an antigen. It is already established
that the secretion of pro-inflammatory cytokines such as TNF-
a and IL-12 is induced in response to amyloid beta in
peripheral monocyte culture.** Moreover, treatment of micro-
glial cells with either lipopolysaccharide or amyloid beta
induces the expression of m-RNA levels of TNF-a and IL-
12.>” When amyloid beta peptide aggregates to form plaques,
microglial cells will be activated, which try to phagocytose the
aggregates. The activation of microglial cells results in the
enhanced secretion of inflammatory cytokines such as IL-12.
Thus IL-12 is an important biomarker, and it is significantly
associated with Alzheimer’s disease. Therefore any disruption in
the aggregation of amyloid beta peptide will result in reduction
in IL-12 levels. However, no reports exist so far in IMR-32
human neuroblastoma cell lines. Moreover, the spectroscopic
studies have also indicated that curcumin interacts with the
KLVFF peptide, resulting in the disruption of S sheet
structures, and hence an attempt has been made to determine
the influence of curcumin on IL-12 levels in cells incubated
with Ay,

Figure 8a shows the influence of curcumin on the IL-12
levels in neuroblastoma cells. IMR-32 human neuroblastoma
cells incubated with Af,_,, for 48 h served as a positive control,
while untreated cells served as a negative control. The presence
of amyloid beta peptide increased the pro-inflammatory IL-12
cytokine level significantly when compared to the negative
control. After Af,_,, incubation, the cells were treated with
different concentrations of curcumin (1, 2, 5 uM) for 24 h.
After 24 h, it was observed that the IL-12 levels were
significantly lowered in cells treated with 2 and 5 yM curcumin.
The decrease in IL-12 levels by curcumin may be due to the
anti-inflammatory nature of curcumin®® or may be due to the
interaction of curcumin with amyloid beta peptide, which
prevents the Ap,_,, from stimulating IL-12 production.
Correlating with the observations from Figure 3, it is likely
that in Alzheimer-related conditions the curcumin—Af,_,,
interactions might contribute to the lowering of IL-12 levels,
thereby increasing cell viability.

Cell Viability Assay. Further confirmation on the ability of
curcumin to disrupt the f sheet structures formed by amyloid
beta peptide was obtained from cell viability studies using IMR-
32 human neuroblastoma cells. Figure 8b shows the results
obtained from an MTS assay with curcumin-treated and
untreated cells. Treatment of cells using 10 uM AB,_,,
decreases cell viability to half. However, when curcumin is
added (1, 2, and S uM), the viability is enhanced, and the
results show that even 2 M curcumin concentration is enough
to overcome the cytotoxicity caused by Af_,,. The maximum
concentration of curcumin used in the study was maintained at
S uM since at higher concentrations it has been reported to be
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Figure 8. (a) IL-12 assay for various concentrations of curcumin in IMR-32 neuroblastoma cell lines incubated with Af,_,, peptide. (b) Cell
cytotoxicity assay for various concentrations of curcumin in IMR-32 neuroblastoma cell lines incubated with Af;_,, peptide (*,**p < 0.05).

cytotoxic.”® These amyloid beta aggregates are known to induce
free radical production and microglial activation, thus causing
cytotoxicity. Since curcumin acts as a free radical scavenger and
an anti-inflammatory agent, it can overcome the cytotoxicity
caused by Af,_,, aggregates. Another reason may be its ability
to disrupt the amyloid beta aggregates by interacting with them
via hydrophobic interactions. Cell cytotoxicity results were in
agreement with the FT-IR results, which show that the
presence of curcumin destabilizes the 3 sheet structure adopted
by the KLVFF motif in amyloid beta peptide.

Thus this work summarizes the interaction studies of KLVFF
and curcumin carried out using UV—visible spectrophotometry,
fluorescence spectroscopy, differential scanning calorimetry,
and FT-IR spectroscopy. Binding constants on the order of
10*—10° show there exists a strong binding affinity between
KLVFF peptide and curcumin. UV-visible spectroscopy
further confirmed the absence of involvement of the central
diketone moiety and the involvement of feruloyl groups, which
in turn are responsible for the secondary interactions. The
results suggest the existence of hydrogen-bonding interactions
between KLVFF peptide and curcumin at certain concen-
trations. However, it is more likely that the hydrophobic
interactions between the phenylalanine moiety of KLVFF and
the feruloyl groups of curcumin are responsible for stabilizing
the interactions. Fluorescence quenching experiments prove
that the mechanism of fluorescence quenching by curcumin
follows static quenching, which may also be attributed to the
secondary interactions (hydrogen-bonding interactions and
hydrophobic interactions) that exist between the two
molecules. The JB sheet breaking ability of curcumin, as
shown by FT-IR studies and cell viability data, can also be
attributed to the interactions that exist between curcumin and
KLVFF peptide. The peptide—curcumin interactions may also
stabilize curcumin in an aqueous environment, thus enhancing
the therapeutic index of this molecule to treat Alzheimer’s
disease.
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