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Abstract: Proteins can lose native functionality due to non-physiological aggregation. In this work,
we have shown the power of sulfated polysaccharides as a natural assistant to restore damaged
protein structures. Protein aggregates enriched by cross-f3 structures are a characteristic of amyloid
fibrils related to different health disorders. Our recent studies demonstrated that model fibrils of
hen egg white lysozyme (HEWL) can be disaggregated and renatured by some negatively charged
polysaccharides. In the current work, using the same model protein system and FTIR spectroscopy,
we studied the role of conformation and charge distribution along the polysaccharide chain in the
protein secondary structure conversion. The effects of three carrageenans (k, 1, and A) possessing
from one to three sulfate groups per disaccharide unit were shown to be different. k-Carrageenan was
able to fully eliminate cross-{3 structures and complete the renaturation process. -Carrageenan only
initiated the formation of native-like 3-structures in HEWL, retaining most of the cross- structures.
In contrast, A-carrageenan even increased the content of amyloid cross-f3 structures. Furthermore,
k-carrageenan in rigid helical conformation loses its capability to restore protein native structures,
largely increasing the amount of amyloid cross-p structures. Our findings create a platform for the
design of novel natural chaperons to counteract protein unfolding.

Keywords: hen egg white lysozyme; amyloid fibrils; sulfated polysaccharides; chaperons;
disaggregation effect; protein renaturation

1. Introduction

Protein aggregation is associated with different human diseases and represents an
essential problem in biotechnology and biomedicine [1,2]. One of the aggregation forms of
proteins, both intrinsically disordered or misfolded globular ones, is amyloid fibrils [2-4],
which are coupled with neurodegenerative diseases and other malignances [5-7]. Devel-
oping ways to combat such aggregation is an emergent task of protein science [8,9], and
by now, there is a broad collection of methods to disrupt and reverse the protein aggre-
gation process. The prevailing cause of protein aggregation is conformational changes
in misfolded proteins with stable (3-sheet domains [10,11]. That is why many known
procedures for inhibiting protein aggregation rely on the blocking of (3-sheet contacts and
promoting helix formation. For this purpose, various chemical aids are used, such as small
molecule-based colloidal nanoparticles [12], steroid —quinoline hybrids [13], low molecular
weight nucleoside gelators [14] and native polysaccharides [15]. Understanding the fac-
tors that control the integrity of protein aggregates requires systematic study of relevant
model systems.

Recently, we have demonstrated the ability of charged polysaccharides to regulate
protein post-aggregation refolding at the level of secondary, tertiary and quaternary struc-
tures [16]. We demonstrated that the addition of k-carrageenan to gelatin increases the
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content of its helical structure [17]. For tetrameric glyceraldehyde-3-phosphate dehydroge-
nase (GAPDH), we found that k-carrageenan can stabilize its dissociated dimeric forms [18].
In hen egg white lysozyme (HEWL), k-carrageenan interacts with the protein 3-domain
and stabilizes short-living (-structures [19]. The possibility of the structural rearrange-
ment of proteins during complex formation with polysaccharides opens the way for novel
biotechnological and pharmaceutical applications [16] and new bio-inspired nanomateri-
als [20,21]. Furthermore, polysaccharide-based materials are promising candidates for the
disaggregation of amyloid fibrils [15,22-24].

Amyloid fibrils isolated from living organisms are often found associated with gly-
cosaminoglycans (GAGs) [25]—the sulfated polysaccharides of the mammalian extracel-
lular matrix. In particular, they have been found in hepatic amyloid fibrils [26] and in
Lewy bodies, a hallmark of some neurological diseases [27]. This implies the role of matrix
polysaccharides as a platform for misfolded proteins’ assembly [23]. The GAG sulfation
pattern is an important part of the “glycocode” that can undergo in situ remodeling, reg-
ulating the balance between healthy processes and diseases [28]. The exact role of the
polysaccharide sulfation pattern in the regulation of amyloid structures is still to be un-
veiled. Some species of sulfated GAGs were shown to promote the formation of fibrillar
structures by amyloid peptides in vitro [29-31]. Apparently, both the charge distribution
and the carbohydrate backbone structure affect the fibril formation [32]. However, Takase
at al. emphasized the importance of GAGs’ sulfation degree rather than their underlying
structure in the fibrillation process [30]. Interestingly, sulfated polymers are also capable
of facilitating fibril formation, but the resultant structure is rather amorphous [32]. The
increasing sulfation and/or the decreasing degradation of heparan sulfate proteoglycans
(HSPGs) and HS GAGs that occur in vivo due to the brain aging may lead to the forma-
tion of plaques and tangles in the AD brain, since the knockout of HS genes markedly
reduces the accumulation of Ap-fibrils in the brain. Furthermore, 6-O group sulfation
and a specified length of GAG as a part of HSPGs are critical for the induction of amyloid
formation [33]. On the other hand, some sulfated polysaccharides, the GAG-analogues,
showed an inhibitory effect on amyloid fibril formation [24,34]. Furthermore, our recent
report revealed that k-carrageenan was able to disaggregate model amyloid fibrils and to
restore the native secondary structure in a globular protein [22].

In the current work, we sought to elucidate the role of the polysaccharide sulfation
pattern and chain flexibility in the propensity of sulfated polysaccharides to shift the
balance between amyloid cross-f3 structures and native secondary structures using model
HEWL fibrils. For systematical variation of the sulfated pattern, a set of carrageenans was
selected (Figure 1) having one, two and three sulfated groups per disaccharide unit. The
flexibility of the polysaccharide was varied by choosing its coil or helical conformation.

It is well known that in certain conditions, (- and k-carrageenans undergo coil-to-helix
conformational transitions. In contrast, A-carrageenan remains in the coiled state [35]. Both
k-and L-carrageenans have a 'C4 conformation due to the 3,6-anhydro bridge, and the galac-
topyranosyl unit in A-carrageenan has a “C; conformation. The latter is the cause of the kink,
which prevents the formation of a helical structure in A-carrageenan [36]. 1-Carrageenan
revealed a coil-helix transition at high ionic strength even at low concentrations of polysac-
charide [35]. An ordered dimeric three-fold double helix with 1.3 nm diameter was initially
proposed for i-carrageenan based on the X-ray diffraction pattern [37]. For k-carrageenan,
the simulations also suggest a double helix with a pitch of ~25 A [38]. The formation of
an ordered helical conformation is accompanied by an increase in the rigidity of the car-
rageenan chain [36]. This diversity of carrageenans’ secondary structures should influence
their interactions with proteins.
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Figure 1. Structural scheme of sulfated polysaccharides used.

HEWL was used as a classical protein model in amyloid research [39]. HEWL is
structurally similar to human lysozyme (87% sequence similarity and same folding motif),
which can be deposited as amyloid fibrils in kidneys [2].

The distinctive characteristic of amyloid fibrils at the level of the protein secondary
structure, as shown by X-ray crystallography, is the presence of cross-3 structures [40,41].
FTIR spectroscopy is a useful tool to distinguish the types of the cross-f3 structures of
amyloids, as well as the intra- and intermolecular 3-structures of other protein aggre-
gates [42—44]. It was established that 3-sheet IR absorbance with a maximum intensity
around 1628 cm ! is consistent with a cross-p morphology [36,45], while the largest and
most rigid amyloids absorb near 1620 cm .

Previously, we have reported our attempts to disclose the atomistic organization in
HEWL fibrils on the basis of accelerated MD simulations [46]. In the current work, we used
FTIR spectroscopy to follow the perturbations in the structural organization of HEWL fibrils
affected by carrageenans with different levels of sulfation. The correlation between the
native-like secondary structure content and the disaggregation of HEWL fibrils at the meso-
scale level was established in our previous publications using FTIR and AFM techniques,
as well as CD spectroscopy [22]. The AFM images showed that long, unbranched fibrils of
submicron length appeared for both the sediment and water-soluble fractions. Compared to
the sizes of HEWL fibrils reported in the literature, the height of the fibrils in the sediment
reached 6 nm, matching that of mature fibrils, while in the water-soluble fraction, their
height was no more than ~4 nm, which is characteristic of protofibrils. The details of the
secondary structure deduced from FTIR spectra revealed a relative increase in disordered
elements in the water-soluble fraction, which did not affect the quality of amyloid parallel
[-structures. Despite the increased fraction of disordered structures, the AFM shows that
the integrity of the fibrils is not compromised. Water-soluble protofibrils were shown to be
responsive for disaggregative polysaccharide action. In contrast, sediments were resistant
to this action due to a tight lateral protofibril packing. In the current research, we use the
water-soluble HEWL protofibrils to study the effect of complexation with polysaccharides
of varying sulfation density and chain flexibility. Since the complexation of HEWL fibrils
with anionic polysaccharides resulted in the formation of macroscopic gels, irrespectively
to the stock solutions’ concentrations, the AFM usability for morphologic studies of these
complexes at a monomolecular level was limited and, therefore, its usage was discarded.
In contrast, FTIR spectroscopy has no limits in studying solid aggregates.

The results shed light on protein—polysaccharide interactions and provide a basis
for the development of approaches that regulate protein folding, which can be used as a
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chaperone-like procedure in medicine and pharmacy and, more broadly, for the creation
of functional, inexpensive and environmentally friendly polysaccharides from renewable
sources for sustainable use in the biopolymer industry [15,47,48].

2. Results and Discussion
2.1. Band Assignments

The analysis of the conformational perturbation of biopolymers as a result of protein
and polysaccharide mixing was performed using FTIR spectroscopy. Infrared spectra in the
Amide I region (1600-1700 cm ') can be used to gain more insight into the conformation
of proteins in fibrils. The Amide I band results mostly from the stretching vibrations of
the peptide C=0 and consists of a set of overlapping components from different protein
secondary structure elements (Figure S1) [49,50]. The component at 1655 cm™! is due
to the absorbance of protein «-helices, and the band at 1640 cm~! corresponds to the
intramolecular B-structure [49]. The high frequency bands at 1674-1696 cm ! are due to
various types of 3-turns. FTIR spectroscopy can distinguish between the intermolecular
types of (3-structure: namely, the parallel 3-sheets consistent with the cross-f3 structure
morphology of amyloid fibrils [36,45] and antiparallel 3-structures of other types of protein
aggregates. The latter has an intense band at 1615 cm ™! with a satellite band at 1695 cm 1.
The former is characterized by a narrow peak in the 1620-1630 cm ™! region.

The FTIR spectrum of the water-soluble fraction of HEWL fibrils, proved at the meso-
scale by AFM as protofibrils [22], revealed the parallel cross-p structure with absorbance
at 1625 cm ™! (Figure 2). The parallel and antiparallel 3-sheets differ primarily by the
presence of a high-frequency component at 1695 cm !, which is absent in the former fold.
Another prominent peak located at 1655 cm ! was attributed to o-helices. Furthermore, we
previously demonstrated that the intensity at 1655 cm ™! raises at the expense of intensity
at 1625 cm~! in the course of salt washing out, which was explained by the detaching of
the charged polypeptide termini from the protein fibrillar core [22].

In carrageenans’ spectra, the conformationally sensitive bands occupy the range of
1200-1000 cm™~!, which consists of a number of components arising from the collective
vC-C, vC-OH and 8COH vibrations of the pyranose ring [51-53]. The assignment of indi-
vidual components is not possible; nonetheless, the spectral contour shape in the range of
1000-1100 cm ™! was shown to be sensitive to polysaccharide chain conformation [54,55]. In
the spectrum of the k-carrageenan helix, sharp peaks stand out at 1041 and 1068 cm~! [54].
Upon the helix-to-coil transition, the bands became broader, less intensive and shifted from
their initial positions (Figure 52).

2.2. HEWL Fibrils—Flexible x-Carrageenan Mixtures

As follows from the spectra in Figure S2A,B, k-carrageenan presents in coil confor-
mation in both the initial solution and in complexes with HEWL. Coiled carrageenans
are more flexible compared to helical ones [36,38]. When mixing the HEWL fibrils with
k-carrageenan, protein—polysaccharide complexes are formed, resulting in a gel-like sed-
iment [22]. At the polysaccharide/protein ratio of 0.3, all protein and polysaccharide
molecules are bonded into these complexes, leading to the absence or only minor traces
of both species in the supernatant. At this ratio, the charge compensation between the
native HEWL and k-carrageenan is achieved. Upon the further addition of polysaccha-
ride, the composition of the complexes does not change, indicating that complexes are
stoichiometric [19]. The excess of polysaccharide remains in solution, and the spectra of
sediments remain identical, providing evidence of the similarity of biopolymer structures
in complexes (Figure 2A). Importantly, the formation of stoichiometric complexes is accom-
panied by the protein structure’s conversion from fibrillary to native-like. The component
resulting from the amyloid cross-f structure at 1621 cm ™! disappears with subsequent
raise of absorbance from the intramolecular B-structure at 1640 cm ™!, with retention of
the a-helices” absorbance at 1655 cm ™! (Figure 2B). The shape of the resultant spectra
of the complexes upon the mixing of HEWL fibrils and k-carrageenan matches those of
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the complexes between native HEWL and k-carrageenan (Figure 2C). The AFM images
confirmed the absence of fibrillary structures in the resultant stoichiometric complexes
at the meso-scale level [22]. From this observation, we can conclude that HEWL fibrils
disaggregate under the formation of stoichiometric complexes with k-carrageenan with the
subsequent renaturation of proteins.
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Figure 2. Absorbance (A) and second derivative (B) spectra of HEWL fibrils (dashed line) and their
gel-like complexes with k-carrageenan at polysaccharide/protein ratios of 0.1 (red), 0.3 (black) and
0.6 (blue). (C) Spectra of gel-like complexes of HEWL fibrils with k-carrageenan (black) and native
HEWL/k-carrageenan complexes at a polysaccharide/protein ratio of 0.3 (dark green line and dots).

In contrast, the mixing of HEWL fibrils and k-carrageenan below the stoichiomet-
ric polysaccharide-to-protein ratio (e.g., 0.1 at Figure 2A) results in formation of non-
stoichiometric complexes. Comparing the integral intensity of polysaccharide absorbance
between 1100 and 1000 cm~! with that of the protein Amide I band allows the estima-
tion of their relative content in complexes, which amounts to 20% protein excess at the
0.1 ratio over that at the 0.3 ratio (Table S1). Despite the complexes” formation, they are
not stoichiometric, which may be due to large fibril size. Accordingly, the spectra of
HEWL in non-stoichiometric complexes show the preservation of some cross-f3 structures
(Figures 2B and S2 and Table S2).

This probably indicates that the polysaccharide interacts with the fibril surface rather
than with individual protein molecules and implies that the stability of fibrils stems from
collective interactions. Nevertheless, some perturbations of protein secondary structures
could be noted in non-stoichiometric complexes (see Figure S1 and Table S2 for spec-
tra decomposition). The band of cross-3 sheets decreases by 13% and shifts down to
1621 cm™~!, which suggests more tight packing in fibrils [56]. At the same time, the ab-
sorbance of intramolecular B-structures at 1640 cm ™! increases by 23%, and helical content
decreases by 8%.
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The appearance of intramolecular (3-structures in complexes at a ratio of 0.1 is in line
with the observation that k-carrageenan has higher affinity to 3-structures than to the
a-motive of HEWL [19]. Since the content of intramolecular 3-structures increases from
the non-stoichiometric complexes to stoichiometric ones from 33% to 45%, we suggest
that it may act as an intermediate state in the course of conversion between the cross-3
aggregative structures and native-like structures.

Summing up, the efficiency of k-carrageenan in the conversion of the protein cross-f3
structures to the native-like motives is regulated by the charge compensation of protein
and polysaccharide complexes, which is complete at the stoichiometric ratio.

2.3. HEWL Fibril Mixtures with Flexible i- or A-Carrageenans

To reveal the charge effects on the HEWL fibrils’ conversion upon interaction with
polysaccharides, we studied two other members of carrageenan family, - and A-carrageenan,
both in the coiled form. All three polysaccharides used in this study have different charge
densities spread on different sulfation positions: k-carrageenan has one sulfate group per
disaccharide unit at galactosyl O-4, i-carrageenan has two sulfate groups at galactosyl O-4
and at anhydrogalactosyl O-2 and A-carrageenan has three sulfate groups per disaccharide,
one at galactosyl O-6 and two at galactosyl O-2 (Figure 1). Importantly, two extreme cases
of sulfation, k-carrageenan and A-carrageenan, form stoichiometric complexes with HEWL
at a ratio of 0.3 [57,58]. All three polysaccharides show the ability to perturb fibril struc-
tures, but in different fashions. As was described in the previous section, k-carrageenan
increases the content of native secondary structures at the expense of cross-f3 structures. In
contrast, A-carrageenan induces a slight increase in the intermolecular parallel 3-structures
at 1623 cm™!, along with a raise of intramolecular B-sheets at 1640 cm™ at the expense of
a-helices (Figure S1). (-Carrageenan has only minor effect on the shape of the Amide I
band (Figure 3A). The detailed analysis reveals the conversion of some cross-f3 structures
to intramolecular ones, amounting to no more than ~5% (Figure S1). The redshift of the
cross-f3 structure band, together with the intensity raise of the intramolecular 3-structures
of HEWL in complexes with both t-carrageenan and A-carrageenan, resembles those seen
upon the formation of non-stoichiometric complexes with k-carrageenan. This newly
formed intramolecular (3-structure may be considered as a transient conformation in the
course of polypeptide chain re-folding.
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Figure 3. Second derivative spectra of HEWL fibrils (dashed line) and of their gel-like complexes
with carrageenans at a polysaccharide-to-protein ratio of 0.3: (A) coiled k- (blue line with symbols),
t- (red line) and A- (green line) carrageenans, (B) k-carrageenan in helical conformation (red line).
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Summing up, among the three polysaccharides studied, the least-sulfated
K-carrageenan, upon complexation with HEWL fibrils, shifts the balance between cross-f3
structures and native-like motives toward the native-like ones; the conformational transition
develops through the formation of intermediate intramolecular (3-structures. The most-
sulfated A-carrageenan shifts balance to the more extensive intermolecular 3-structures.
This observation is in line with the correlation found earlier for GAGs; namely, that highly
sulfated GAGs induce the stabilization of cross-f structures and fibril formation [33]. Fur-
thermore, it was shown for GAGs that the presence of the 6-O sulfate group is critical
for the induction of amyloid 3-structures, which is also a factor appearing in the use of
A-carrageenan.

2.4. HEWL Fibril-Rigid x-Carrageenan Mixtures

To answer the question of to what extent the density and position of sulfation influence
the conformational balance between the cross- and native 3-structures, we studied the
effect of k-carrageenan chains in the helical form on the model HEWL fibrils. The formation
of k-carrageenan helices was confirmed by FTIR spectroscopy for the polysaccharide alone
and the polysaccharide mixed with HEWL fibrils in solution based on previously achieved
assignments for coil and helical conformations of k-carrageenan (Figure S2A) [54].

The spectrum of the complexes of HEWL fibrils and k-carrageenan helices shows a
drastic increase in the cross-f3 structure absorbance with a concomitant decrease in that of
a-helices (Figure 3B). The effect of the k-carrageenan helix on the HEWL cross-f3 structure
stabilization is more prominent than the influence of highly sulfated A-carrageenan, which
may come from the appropriate grouping of sulfate moieties in the double helix [37].
This observation confirms that the dense sulfating pattern has a decisive effect on the
balance shift towards cross- structures, which was deduced from the previous section.
Furthermore, comparing the effects of A-carrageenan and k-carrageenan double helix we
can conclude that O-6 sulfation is not the main dominant factor of the cross-f structure
stabilization, in contrary to what has been deduced for sulfated GAGs.

Furthermore, concerning the opposite effect of the coil and helical forms of
k-carrageenan on HEWL structure, we can also state the importance of k-carrageenan
conformation for its ability to shift the balance toward fibril’s disruption. The power of
k-carrageenan flexible chains to destabilize cross- structures toward protein native-like
conformations may have its origin in the tight interaction of the hydrophobic residues of
HEWL with the hydrophobic anhydrogalactosyl groups of k-carrageenan. The ability of
the flexible polysaccharide chain to adjust its conformation to maximize contacts with the
protein promotes the reorganization of the protein structure. Since they are organized as
double helices, the hydrophobic anhydrogalactosyl residues of k-carrageenan are hidden in
the core of the polysaccharide and sulfate groups are exposed to the solvent. Furthermore,
the helical elements of the polysaccharide are rigid; therefore, only point interactions with
protein fibrils are possible.

Figure 4 represents the ratio of the protein cross-{3 and helical structure absorbances in
the presence of flexible carrageenan chains and shows that, in this case, the density of the
polysaccharides’ sulfation is an adverse factor shifting the balance of protein conformation
in favor of intermolecular amyloid cross-f3. The double helix formation of k-carrageenan
increases the charge density twice. Nevertheless, the ratio of protein cross-f to helical
absorbance (~2.8) outlies this dependency, suggesting that not only the charge density, but
also the chain flexibility, is an important and outstanding factor.
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per disaccharide: k- (1), t- (2) and A- (3). The ratio for pure amyloid fibrils is given at X = 0 and is
marked a by horizontal line.

2.5. HEWL Fibril-Chondroitin-4-Sulfate Mixtures

To further unveil the role of sulfation at the disaccharide O-4 position and the presence
of hydrophobic anhydrogalactosyl residue in the flexible polysaccharide chain in shifting
the conformational balance from cross-f to native-like structures, we analyzed the effect of
chondroitin-4-sulfate on the HEWL fibrils. The FTIR spectra demonstrate the conversion
of cross-f structures to the native-like HEWL motives, resulted in an Amide I spectral
shape similar to that described for stoichiometric complexes of HEWL with flexible k-
carrageenan (Figure 5). Despite the fact that chondroitin-4-sulfate is more charged than
k-carrageenan (Figure 1), the presence of the extra carboxylate group does not worsen
the formation of native-like HEWL motives. The ratio of the 1625/1655 band areas in
the spectrum of HEWL complexed with chondroitin-4-sulfate is of the same value as the
ratio found in complexes with k-carrageenan (Figure 4). Therefore, despite the absence of
hydrophobic anhydrogalactosyl groups in chondroitin-4-sulfate, chain flexibility appears
as a critical factor in its capability to define the balance between cross-f3 structures and
native-like motives.

Second derivative

T T T T T T T T T 1
1700 1680 1660 1640 1620 1600
wavenumber, cm™

Figure 5. Second derivative spectra of HEWL fibrils (dashed line) and of their gel-like complexes
with chondroitin-4-sulfate (red line) at a polysaccharide-to-protein ratio of 0.3.
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3. Materials and Methods
3.1. Materials and Fibril Preparation

Lyophilized HEWL powder was purchased from Sigma-Aldrich and used without
preliminary purification. All polysaccharides were of commercial grade (k-carrageenan
(Sigma-Aldrich, Burlington, MA, USA, 22048, lot BCBT9953,), \-carrageenan (Alfa Aesar,
Ward Hill, MA, USA, J60603, lot T16F031), A-re carrageenan (TCI Europe N.V., Zwijndrecht,
Belgium, C3313, lot 46QNC-OT), and chondroitin-4-sulfate (Sigma-Aldrich C9819, lot
SLCB0351). The molecular weights (Mp), determined by size exclusion chromatography,
were 63 kDa for k-carrageenan and 55 kDa for 1-carrageenan. Two monomolecular fractions
of 55 kDa and 29 kDa were revealed for A-carrageenan.

The HEWL fibril preparation was as described in ref. [22]. Briefly, HEWL fibrils were
prepared by incubating 5 mL of 15 mg-mL~! protein solution containing 250 mM NaCl
at pH =2 and 65 °C in a thermostat with stirring for 7 days. The fibrils” growth kinetics
were followed by thioflavin binding. The preparation of the water-soluble fraction was as
follows: 1. fibrils were dialyzed against pure water until the convergence of conductivity
changed in the dialysate; 2. samples were centrifuged; 3. sediment was discarded. The
pH of the dialyzed lysozyme fibrils was 5.9. The morphology of the final fibrils at the
meso-scale level was controlled using AFM images, as reported in ref. [22].

The concentration of the protein fibrils in the water-soluble fraction was estimated
using a UV spectrophotometer at 280 nm and an extinction coefficient of
€980 = 2.65 mg-mLchmf1 [59].

3.2. HEWL Fibril-Polysaccharide Mixing

First, aqueous solutions of polysaccharides were allowed to swell for one hour at
20 °C and then were stirred for two hours at 70 °C. The solutions were mixed with the
supernatant fractions of HEWL fibrils with various mass polysaccharide-to-protein ratios.
The final concentrations were 5 mg/mL for protein, and the pH of the mixtures was kept
as ~5.9. To have k-carrageenan in coiled conformation, the concentration of the stock
solution was 5.5 mg/mL. To have it in helical conformation, a concentrated polysaccharide
solution was used with a concentration of 11 mg/mL (with a concomitant increase in stock
protein concentration).

3.3. FTIR Spectroscopy

The FTIR spectra were recorded using an IRAffinity-I spectrometer (Shimadzu, Europa
GmbH, Duisburg, Germany) equipped with the attenuated total reflection (ATR) accessory
and a ZnSe crystal. The spectra were recorded at 4 cm~! resolution within the range of
4000-800 cm !, and 256 scans were accumulated for each spectrum.

The samples were placed directly on the surface of the ATR sensing element with a
controlled constant temperature of 25 °C. To analyze the protein fine structure following
from the Amide I band decomposition, the absorption of water in the vapor and liquid
states was subtracted from the original spectra.

4. Conclusions

Using FT1IR spectroscopy as a probe for structural order in both protein and polysaccha-
ride, we have shown that the conformational balance between amyloid motives and native
protein structures can be shifted via interactions with sulfated polysaccharides. This bal-
ance depends on both the density of sulfation and the flexibility of the polysaccharide chain,
which act in an opposite fashion. In a sense of the recovery of native protein structures,
flexible carrageenans form the following series: k- > 1- > A-. Less-charged «-carrageenan,
as well as chondroitin-4-sulfate, effectively converted HEWL amyloid secondary struc-
tures into native protein motives. More-sulfated (-carrageenan is less effective in this
manner, while the most charged polysaccharide, A-carrageenan, even provokes an increase
in amyloid motives. Chain flexibility seems to be a prerequisite of the ability of sulfated
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polysaccharides to recover native protein structures, as it stems from the opposite effect of
rigid double helical k-carrageenan, which drastically increased the amyloid motives.
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