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Abstract: Selective thermal precipitation followed by a mechanical separation step is a well described
method for fractionation of the main whey proteins, α-lactalbumin (α-la) and β-lactoglobulin (β-lg).
By choosing appropriate environmental conditions the thermal precipitation of either α-la or β-lg
can be induced. Whereas β-lg irreversibly aggregates, the precipitated α-la can be resolubilized by a
subsequent adjustment of the solution’s pH and the ionic composition. This study reports on the
analytical characterization of resolubilized α-la compared to its native counterpart as a reference
in order to assess whether the resolubilized α-la can be considered close to ‘native’. Turbidity and
quantification by RP-HPLC of the resolubilized α-la solutions were used as a measure of solubility in
aqueous environment. RP-HPLC was also applied to determine the elution time as a measure for
protein’s hydrophobicity. DSC measurement was performed to determine the denaturation peak
temperature of resolubilized α-la. FTIR spectroscopy provided insights in the secondary structure.
The refolding of α-la achieved best results using pH 8.0 and a 3-fold stoichiometric amount of Ca2+

per α-la molecule. The results showed that the mechanism of aggregation induced by gentle thermal
treatment under acidic conditions with subsequent mechanical separation is reversible to a certain
extent, however, the exact native conformation was not restored.

Keywords: α-lactalbumin; refolding; resolubilization; whey protein; thermal denaturation; native;
FTIR; DSC

1. Introduction

Whey is a source of protein with excellent techno-functional properties and bioactive
peptides. The key components, β-lactoglobulin (β-lg) and α-lactalbumin (α-la), make
up for approximately 50% and 20% of the whey protein content, respectively. Due to
their individual functional or physiological properties, the isolation in pure fraction is
of increasing interest. Since several years, the development of cost-efficient separation
methods of the individual whey protein fractions has evolved as an important driver for
innovation in dairy industry and food research. A common concomitant of traditional
dairy processing is the partial loss of native conformation caused by thermal, mechanical
or chemical stresses on the protein [1].

α-la incorporates specific physiological and medical functionalities and a nutritional
value that makes it an interesting candidate for the use as food additive or as a part of
therapeutic concepts. Bovine α-la’s richness in tryptophan and its similarity to the human
α-la makes it an ideal source for infant food formulations, allowing further adaption to the
golden standard, mother’s milk [2,3]. Of special interest is its property to carry different
minerals, such as Mg2+, Mn2+, Na+, K+, and of course Ca2+, which is natively bound
in the holo-state [4]. α-la is reported to enhance the regeneration of cells [5], to possess
antimicrobial properties against a broad spectrum of bacteria, including antibiotic resistant
strains [6,7], and to have antitumor properties in a complex with oleic acid [8,9].
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Generally, there are two ways for the separation of the whey protein main components
that are based on selective aggregation of one of the fractions. An aggregation of β-lg can
be initiated by a short heat treatment at high temperatures, which is irreversible due to
the covalent disulfide bridge formation. The alternative is to selectively precipitate α-la
under acidic conditions, which are not affecting β-lg. In both cases the aggregated fraction
can easily be separated either by microfiltration or by centrifugation in order to obtain the
native other fractions in the supernatant or permeate, respectively. The difference between
these concepts is that in the second route, the aggregated α-la can be resolubilized, as
shown by Toro-Sierra et al. [10], and both fractions were finally be assumed to be obtained
in their native soluble states.

In any case, it should be priority to keep the nativity of the proteins at a maxi-
mum throughout the processing. Primarily, the bioactivity and anti-inflammatory or
immunomodulating properties are substantially dependent on the native state of the whey
proteins [11–13]. From a nutritional perspective, it is reported that whey proteins in their
native states promote gastro-intestinal tolerance and maturation of infants [14,15]. Fur-
thermore, Abbring et al. [16,17] showed that native whey protein has a lower allergenicity
than the processed, i.e., heat-treated, equivalent. Additionally, any further processing
will benefit from using standardized raw material with defined properties rather than a
coincidental product with fluctuating characteristics.

In this study, the method of acidic precipitation of α-la with gentle heat treatment
and subsequent separation from soluble and native β-lg was used. A previous study
demonstrated that this process in combination with a separation by a decanter centrifuge
provides high yields, easy scalability, and high purities of the obtained fractions [18]. With
a comparably low heat load and a good stability at acidic pH values, the nativity of β-lg
remains virtually unaffected by this method as demonstrated by Kella and Kinsella [19].

Back in 1964, Kronman et al. [20] reported on the release of the bound Ca2+-ion from
α-la at an acidic pH, followed by its thermally induced aggregation. An additional calcium-
complexing agent, such as EDTA [21], sodium hexametaphosphate [22], lactic acid [23],
or citrate [24] prevents the re-transition to holo-state. In the calcium-free apo-form, the
hydrophobic parts of the α-la protein are easier accessible, which is further promoted by
gentle heating up to 60 ◦C [25]. Under these conditions, α-la forms precipitates, most
likely caused by a combination of hydrophobic and electrostatic interactions [26]. The
formed precipitates enable a size-based separation either by microfiltration [10,27] or
centrifugation [18,28,29].

Already in the early stages of research in this field, the possibility to resolubilize the
α-la precipitate by increasing the pH plus the addition of calcium was reported [30,31]. In
fact, several studies proved that α-la is able to refold from a thermally unfolded apo-state
to a native holo-conformation [4,6,21]. However, all of these studies have been performed
under ideal and protected laboratory conditions, excluding any additional mechanical
stress. It is highly questionable if the results of these isolated folding studies are transferable
to industrial-like whey protein processing.

A definite proof is still lacking, whether α-la returns to the same globular folded
state after the acidic precipitation and mechanical separation compared to the native holo-
state. Therefore, the aim of this study was to characterize the molecular state of α-la after
selective precipitation, separation and subsequent resolubilization. Turbidity by means of
optical density and quantification by RP-HPLC were used as a measure for dissociation
of precipitates upon basification. Differential scanning calorimetry (DSC) was used to
determine the denaturation peak temperature of refolded α-la and to compare its thermal
stability with its native reference. The Amid I band was analyzed by Fourier-transform
infrared spectroscopy (FTIR), which allows quantification of certain secondary structure
motifs such as α-helix, β-sheet, and β-turns [32]. The aim was to answer the question
whether or to which extent the original ‘nativity’ of α-la—after having been exposed to
thermal, chemical and mechanical stress—can be re-established.
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2. Materials and Methods
2.1. Materials

Whey protein isolate (WPI) from Davisco (Le Seur, MN, USA) was used as raw material
to produce the α-la precipitate suspension. This WPI has a protein content of 94.2% per
dry matter. Trisodium citrate dihydrate and citric acid monohydrate were purchased from
Bernd Kraft GmbH (Duisburg, Germany). HCl, NaOH, CaCl2 and EtOH were purchased
from Sigma Aldrich (Steinheim, Germany). Analytical grade trifluoroacetic acid (TFA) and
acetonitrile for HPLC analysis were purchased from Sigma Aldrich (Steinheim, Germany).
De-ionized water (DIW) was used for solution preparation and analytical methods. For the
HPLC methods Milli-Q (Merck KGaA, Darmstadt, Germany) purified water was used.

2.2. α-La Precipitation, Separation, and Refolding Procedure

WPI powder was dissolved in DIW to a final protein concentration of 150 g/L and
was gently stirred using a three-blade agitator at 350 rpm (Heidolph Elektro GmbH & Co.
KG, Schwabach, Germany). Total mixing time was 12 h at a temperature of 4 ◦C. The pH
value of the protein solution was adjusted to pH 3.4 using trisodium citrate and citric acid.
A final citrate content of 60 g/L was achieved. The beaker glass with the protein solution
was placed in a water bath, while it was gently mixed by a magnetic stirrer. Upon reaching
the solution target temperature of 50 ◦C, the temperature was kept at 50 ± 1 ◦C for 120 min,
followed by a fast cooling phase in ice water to stop precipitation process. The suspension
was transferred to 50 mL tubes and centrifuged at 6000× g for 30 min (Multifuge 1 S-R,
Heraeus Holding GmbH, Hanau, Germany) to separate precipitates from β-lg enriched
supernatant. In a previous study, it was shown that a considerable amount of native β-lg
remains in the sediment phase [18]. Two washing steps of the sediment using DIW with
adjusted pH to 3.4 using 0.1 M HCl were performed to remove β-lg residues from the
sediment. The washing procedure resulted in a sediment consisting of more than 99% α-la,
based on RP-HPLC analysis. For the refolding, the sediment was diluted in a ratio of 1:5 in
DIW and mixed for 30 min on a magnetic stirrer at 150 rpm. The pH was increased with
0.5 M and 0.1 M NaOH to adjust the pH value to the respective target value between pH
6.0–10.0. Subsequently, CaCl2 was added to a final stochiometric ratio of 3 ionic calcium
ions per α-la molecule. The solution was stirred for another 30 min at room temperature
and target pH was confirmed once more, before HPLC, FTIR and DSC measurements were
performed.

2.3. Determination of Resolubilization Degree

After refolding of the α-la samples at different pH values and CaCl2 addition, the
optical density at 550 nm (OD550) as a measure of turbidity was determined by a spectropho-
tometer (Ultrospec III, Pharmacia AG, Uppsala, Sweden) as described in [33]. Cuvettes
with a path length of 1 cm were used. DIW served as reference.

The quantification as well as determination of the degree of resolubilization of α-la was
performed by RP-HPLC analysis as described by in [18]. For calculation of resolubilization
degree RD (Equation (1)), it was required to prepare one sample that was clarified from
insoluble protein by a pH 4.6 isoelectric precipitation and centrifugation (cα-la, soluble), and
another one that was left untreated and in original composition (cα-la, total). Both samples
were pre-diluted with DIW, followed by dissolving 200 µL of properly homogenized sample
in 800 µL of a 6 N guanidine buffer. The incubation time was at least 30 min. Afterwards
samples were transferred to screw-capped glass vials and measured by RP-HPLC (Agilent
1100 Series chromatograph, Agilent Technologies, Waldbronn, Germany, equipped with
Agilent Zorbax 300SB-C18, 4.6 × 150 mm, 5 µm).

RD = cα−la, soluble/cα−la, total × 100% (1)
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2.4. Production of Native α-La as Analytical Standard

The reference standard for native α-la was manufactured in-house using the same
starting material as for the precipitate production. The method of selective thermal aggre-
gation of β-lg was used as described in [34]. In brief, a WPI solution with 2.5% protein
content, pH of 7.5 and 0.5 g/L CaCl2 was heated at 97 ◦C for 9 s. Upon β-lg aggregation, pH
was adjusted to 4.6 for isoelectric precipitation of denatured proteins and higher separation
efficiency in centrifugal separation. The α-la-enriched supernatant was separated from the
sediment containing denatured protein by a decanter centrifuge (MD 80, Lemitec, Berlin,
Germany) at 4000× g and a throughput of 10 L/h. Subsequently, the pH was adjusted to
8.0 in order to increase α-la stability. A 10 kD cassette membrane filter cut-off was used
for a 5-fold concentration of the solution and subsequent diafiltration steps using DIW
to remove lactose and salts. The α-la standard was determined to have a nativity of 97%,
containing 89% α-la, based on RP-HPLC analysis.

2.5. Characterization of Elution Time by RP-HPLC Analysis

Using a standardized and highly reproducible RP-HPLC analysis method for one
specific protein allows to use the retention time as a measure for the proteins’ relative
hydrophobicity.

The resolubilized α-la samples were diluted to a protein concentration of approxi-
mately 1%. The pH value was adjusted to 4.6 and the samples were filtered through a
0.45 µm syringe filter into a glass vial, before being analyzed be RP-HPLC. An Agilent 1100
chromatograph with a PLRP-S 8 µ 300 Å 150 × 4.6 mm column (Latek, Eppelheim, Ger-
many) was used. Eluent A (1% TFA in water) and a gradient of eluent B (80% acetonitrile
and 0.055% TFA in water) were used at a flow rate of 1 mL/min at 40 ◦C. The eluent was
detected using an UV detector at 226 nm.

In the resulting chromatograms, the time point when the peak maximum of each α-la
sample was reached was defined as the elution time. The elution times of the different
α-la batches, which were resolubilized at different pH values between 6.5 and 9.5, were
compared.

2.6. Determination of Denaturation Temperature by DSC

Unfolding temperature of the α-la samples was determined by DSC including the
Refrigerated Cooling System (Q1000, TA Instruments, Alzenau, Germany). An amount of
20 µg of the refolded α-la solutions with an approximate protein content of 5% w/w were
used as sample, while DIW was used as reference. For each measurement, one sample
and a reference were given in aluminum pans and crimped with a lid, respectively. They
were placed on the respective platforms in the measurement cell, which are equipped with
heat flow sensors. The cell was closed, evacuated and the temperature was controlled as
defined in the recipe. The first step was an equilibration at 10 ◦C for 5 min, followed by
heating rate of 3 ◦C/min to 85 ◦C, which was held for 1 min. The final step was to ramp
down to 10 ◦C with 10 ◦C/min. Conformational changes such as unfolding of the protein
result in a deviating heat flow of the sample compared to the reference. Obtained data
were evaluated by OriginPro 2020 to determine the heat flow peak maximum, which was
defined as denaturation temperature of the sample.

2.7. Analysis of the Secondary Structure by FTIR

α-la secondary structure and success of refolding were analyzed by FTIR spectroscopy
(Tensor 27, Bruker Optik GmbH, Ettlingen, Germany) equipped with an attenuated total
reflectance (ATR) crystal. Before each measurement, the crystal was cleaned with DIW
and 70% EtOH, and a background measurement with air was performed. Then, 5 µL of
the sample was applied on the crystal and dried under regulated conditions (gaseous N2
overflow at flow rate of 100 mL/min for 10 min). Each measurement comprised 60 scans
and each sample was applied and measured 5 times. The scans recorded the spectrum
between 400–4000 cm−1 with a nominal instrument resolution of 2 cm−1.
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Data evaluation was performed with the software OPUS 7.2.139.1294 (Bruker Optik
GmbH, Ettlingen, Germany). Data preparation covered the following steps: The spectra
were cut between 1600 and 1700 cm−1, which represents the so-called Amid I band that
reflects protein secondary structures. Elastic baseline correction using 64 points was applied.
Spectra were normalized by Min.-/Max.-method and afterwards second derivation of
spectra were calculated. All obtained minima in second-derivative spectra indicate an
inflection point in the original absorbance spectra, meaning each minimum represents
a peak position at a certain wavenumber. A median spectrum was calculated from all
appropriate spectra. Finally, Lorenz-deconvolution with noise reduction of 0.55 and band
Shape 2 was applied. The Levenberg–Marquardt–Algorithm was used to calculate peak
areas at the positions, previously determined by the second derivative. The integrated
areas of each peak were related to secondary structural motives as described in [35].

2.8. Data Evaluation and Statistics

Presented data points are the mean values with standard deviations. The number
of replications n is given in the respective figure description. Data were evaluated and
plotted using OriginPro 2020 (OriginLab Corporation, Northampton, MA, USA). The
t-test was applied to compare significance of difference between the reference and the
refolded α-la samples at a confidence level of 95%. The Student’s t-test was used when
the assumptions of normality and homogeneity of variances was fulfilled. In case of
violation of the assumption of normality, Welch’s t-test was used. Statistical significance
was declared at p < 0.05. Pairwise comparison between different refolding pH values was
performed using one-way ANOVA and Tukey’s test as post-hoc test.

3. Results and Discussion
3.1. Solubilization of α-La Precipitates

As a scale of precipitate dissociation of the α-la refolding batches, the OD550 and
the RD determined by RP-HPLC quantification were measured after pH adjustment and
CaCl2 addition. Resolubilized α-la samples in the pH range of 6.0–10.0 in steps of 0.5
pH-units were investigated. The results of OD550 are shown in Figure 1a, the results of RD
determination are presented in Figure 1b.
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All samples with pH values in the acidic range showed high turbidity, which indicates
a predominance of precipitates instead of single protein molecules. A remarkable jump in
turbidity decrease was observed between pH 7.5 and pH of 8.0. With a further increase of
the pH value the nominal OD550 was reduced slightly further. Based on pairwise statistical
comparison, the refolding pH values 8.5 to 10.0 did not significantly differ from each
other. However, the turbidity is only an indicator, but not a direct measurement of the
extent nor of the quality of α-la’s refolding. Additionally, the RD was determined based
on RP-HPLC quantification of insoluble and soluble α-la (Figure 1b). In the precipitated
and washed α-la only 3.5% of the α-la was soluble. With a pH increase to pH 6.0 only
a slight improvement of solubility to 8.9% was observed, though not being significantly
different from the precipitated references. The biggest step in resolubilization was obtained
between pH 6.5 and pH 7.0. The RD of the samples refolded at pH 8.0 to 10.0 lay between
91.9–93.2% and were not significantly different from each other.

Generally, the RD results support the OD550 measurements from a qualitative perspec-
tive. The RD results may suggest a more extensive resolubilization at a lower pH value.
However, this shift may also be related to the sample preparation method that includes
dilution. Both methods are in good accordance with results from literature. For example,
Bramaud et al. [24] also reported an effective resolubilization of α-la starts at pH 8.0.

As described in the introduction, the α-la precipitates are mainly stabilized by hy-
drophobic interactions. The alkaline pH decreases the hydrophobic interactions, while the
importance of the electrostatic forces increases and lead to repulsion of the molecules [36,37].
It is required to singularize the α-la molecules to make the calcium-binding site accessible
for the subsequently added calcium.

In other experiments, the amount of added calcium was varied between 1 to 10-fold
stoichiometric amount in respect to the number of α-la molecules. However, results indi-
cated that the calcium concentration was not the main influencing factor in resolubilization.
The results with 1 to 2 times calcium showed slightly inferior resolubilization results com-
pared to the higher concentrations. The results with 3 to 10-fold calcium concentration
were equal within a 95% confidential interval. The results are in agreement with literature,
stating that addition of excess CaCl2 only affects the transition temperature but does not
change the protein substructures involved in the refolding [38].

3.2. Investigation of Thermal Stability

The denaturation temperature was determined by DSC and provides information
about the proteins’ thermal stability, which strongly correlates with the tertiary structure of
the protein. An identical or similar denaturation temperature suggests that two proteins
follow a similar road map in unfolding and that the same binding types, such as thiol
bridges and hydrogen bonds, are accessible and dissociate at the same threshold tempera-
ture. The peak denaturation temperature of native calcium-bound α-la was determined at
64.2 ◦C, which is indicated by the dashed line across the diagram in Figure 2. The peak
denaturation temperature of the native standard is in good accordance with values from
literature [39,40].

The refoldedα-la samples showed peak denaturation temperatures between 62.5–65.3 ◦C.
The samples being refolded at pH 6.0, 7.0, and 7.5 showed a denaturation temperature of
more than 1 ◦C below the one of the native reference. Other refolded batches, such as pH
6.5, 8.5, and 9.5, demonstrated higher denaturation peak temperatures than the reference.
The best match in denaturation peak temperature was achieved at a refolding pH of 8.0
with a peak temperature of 64.3 ◦C. However, the difference in peak temperature of all
refolded batches compared to the native reference was proven to be significant (p < 0.05).
This is a first indication that the structural conformation of the refolded batches differs
from the native state.
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Figure 2. Peak denaturation temperatures of α-la samples that were refolded at pH values between
6.0–10.0 in comparison with untreated native reference α-la (left), determined by DSC analysis. Data
are given as mean ± SD, n = 2. All refolded batches were significantly different from native α-la
(p < 0.05).

The samples with pH values from 8.5–10.0 had relatively high standard deviations.
One possible explanation is the presence of partially irreversibly denatured α-la or of
protein fragments that might occur as a consequence of mechanical separation forces.
Another reason could be that the refolded α-la samples may contain several different
conformations in one sample. Time-resolved IR studies suggest that the thermally unfolded
apo-α-la likely initially transitions to a molten globule state, followed by either parallel or
sequential folding pathways to resume the native holo-α-la state [41]. Though, a correct
refolding to native state remains a challenging task, especially, when the protein was kept
in a thermally unfolded state for a longer time and was further exposed to mechanical
stress through stirring and centrifugation. Literature data indicate that the binding of Ca2+

to the calcium-binding site of α-la initiates a folding nucleus at the interface between the
α- and β-domain, which appears to be a crucial step to trigger the correct re-organization
of the native structure [42]. The two domains are held together by the disulfide bridges
between Cys73 and Cys91 and between Cys61 and Cys77. The total of four disulfide bonds
are considered crucial for the stability of α-la, even when transitioned to apo-form. The
disulfide bridges in α-la can resist temperatures higher than 90 ◦C, when α-la is heated
alone or no reactive sulfhydryl groups are present, such as β-lg exposes at temperature
above 60 ◦C [43,44]. Therefore, it is very likely that the four disulfide bonds remained intact
throughout the processing.

With the peak denaturation temperature all being higher than 62 ◦C, it is expected
that the refolded α-la samples have a Ca+ bound. The apo-form is described to unfold
already at temperatures as low as low as 10 to 30 ◦C [4]. Though, the results fail to clearly
indicate whether the native calcium-binding site is restored or not.
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3.3. Investigation of Hydrophobicity

The RP-HPLC separates proteins according to their surface hydrophobicity, i.e., the
hydrophobic stationary phase has a stronger affinity for hydrophobic compounds, which is
the reason why more hydrophilic molecules are eluted first. With the increasing acetonitrile
gradient, the hydrophobic interactions between the stationary phase and the molecule are
gradually reduced, and thus hydrophobic molecules elute at a later point of time. This
separation principle was used to investigate if the refolded α-la samples show differences
in hydrophobicity, which would relate to a deviation in the tertiary structure. Figure 3
shows that the elution time of the native reference α-la was 8.37 min. The α-la samples
being refolded at a pH of 6.5 and 7.0 had a distinct later elution time, which means that
these refolded samples have a higher hydrophobicity compared to the native reference.
The closest match in elution time compared to the native reference is achieved with the
sample that was refolded at pH 8.0 with a time of 8.38 min.

Statistical analysis resulted in a significant difference in elution time of all refolded
samples compared to the native reference.
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pH values. Data are given as mean ± SD, n = 2. All refolded batches were significantly different from
native α-la (p < 0.05).

Globular proteins locate most of their hydrophobic amino acid residues in the inner
core [45], and so does α-la [46]. With the precipitation procedure used in this study, the α-la
releases its calcium ion and unfolds to a certain extent, thus exposing the inner hydrophobic
parts [47]. All refolded batches of α-la had a later elution time, implying a higher surface
hydrophobicity. These results indicate that there are still inner hydrophobic residues
exposed that are usually not accessible.

3.4. Analysis of Secondary Structure

FTIR spectrometry is an established method to determine a structural ‘fingerprint’ of
a protein by providing insights in its secondary structure. The second-derivative spectra of
native α-la sample was used to determine the approximate position and number of peaks
in the Amid I band. Each of these peaks can be assigned to certain secondary structure
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motive of proteins. The assignment of structural motifs was performed based on results
of Carbonaro and Nucara [35] and is listed in the Supplementary Materials Section as
Table S1.

In Figure 4, the Amid I band spectrum of native α-la is compared to the spectra of the
samples that were refolded at different pH values. The spectrum of the pH 7.0 refolded
batch shows distinct differences, especially in the region of 1700–1680 cm−1, as well as
1620–1600 cm−1, which are assigned to β-sheet and β-turn structures (Table S1). Such
an extensive formation of β-structures is characteristic for protein aggregation [48]. This
supports the assumption that a resolubilization pH of 7.0 is not sufficient to induce a proper
dissociation of the α-la molecules from precipitated state, which is supported by the results
from Figure 1. The spectra of samples refolded at pH 8.0–10.0 show a certain resemblance
to the spectrum of the native α-la, at least from a qualitatively perspective. Nevertheless,
the peak heights still show discrepancies to the native reference.
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Figure 4. FTIR spectrum of the Amid I band of native α-la is compared to the batches that were resolubilized at pH values
between 7.0 and 10.0.

A Gaussian fitting was performed with the spectra from Figure 4 considering that
nine peaks were determined previously. The relative area under each of the Gaussian
curves was calculated and assigned to a respective secondary structural motive, as listed
in Table S1. Figure 5 shows the relative amounts of β-turns, α-helices, β-sheets, and
unordered structure for the refolded batches as well as for the native reference.

The distribution of the structural elements clearly shows that for none of the refolded
samples, the identical conformation from the native state was entirely restored. Statistical
analysis proved that the difference to the native reference was significant. All refolded
batches comprise a lower amount of β-turns and unordered structure, whereas the relative
amount of α-helices and β-sheets had increased.
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refolded batches and the native α-la sample. Data are given as mean, n = 2. All refolded batches were significantly different
from native α-la (p < 0.05).

Boye [49] investigated FTIR spectra of α-la samples at different pH values that were
heated and subsequently cooled. At both, acid and alkaline pH, the cooled samples
showed a loss of β-turns compared to native reference. Furthermore, they reported on an
increased β-sheet formation in the samples heated and cooled under acidic conditions. This
was attributed to intensified intermolecular interactions due to increased hydrophobicity
upon unfolding, which finally resulted in the formation of intermolecular β-sheets. It
was suggested that this formation of intermolecular β-sheets may indicate a (irreversible)
denaturation of the protein or the formation of α-la dimers. Other studies suggest that
non-native β-sheet formation may transiently appear, especially, when the refolding is
slow [50]. In fact, the refolding to the native apo-structure in absence of calcium was
reported to be slower than when calcium is present [51]. As described in the materials
section, the calcium was added after the pH adjustment, which might affect the ability to
refold properly.

Intermolecular interactions are likely the reason why a complete restoration of the
native state was not achieved. Kuhlman et al. [52] demonstrated that the native C-helix
is crucial for formation of the calcium-binding site and promotes a proper connection of
the two domains of α-la. In case the C-helix is sterically hindered, e.g., by intermolecular
crosslinks, the normal connection of the α- and β-domain would be impaired. The resulting
cleft would result in inner hydrophobic amino acids still being exposed to some extent,
which is supported by the previously presented elution time results.
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Generally, refolding to the native conformation from a thermally unfolded state
requires a correct formation of the β-sheets domain, the calcium binding site and the
numerous loop and turn structures, as well as the restoration of a stable tertiary structure.
Major changes in the environment, however, which could be caused by different pH values,
temperature or solvent conditions, can affect the folding of the β-sheet domain and the
structure of the loops in the molten globule [53]. Furthermore, apo-α-la is not only more
susceptible to thermal treatment, but also to hydrostatic and mechanic stress compared to
its holo-form [18,54]. It is likely that the applied conditions, such as heating to 50 ◦C for
several hours and the mechanical stress through stirring and centrifugation are the root
cause for the deviating conformation after refolding.

4. Conclusions

The aim of this study was to determine to which extent the original and native
structure of α-la—after having been exposed to chemical, thermal, and mechanical stress—
can be re-established at alkaline pH and calcium addition. The overall outcome was that
under none of the investigated refolding conditions, the exact native structure was fully
restored. Among the different investigated refolding batches, the use of pH of 8.0 and a
three-fold stoichiometric amount of calcium showed the highest resemblance to the native
reference. Under these resolubilization conditions, the denaturation temperature was only
0.1 ◦C higher compared to the native α-la, although the resemblance was not statistically
significant. In the analysis of RP-HPLC elution time, the pH 8.0-refolded α-la was also
closest to the native α-la by a difference of less than 1 s. Even though the absolute shift in
elution time seems to be comparably low, the difference was significant different from the
native reference. A comparison of the full Amid I band spectra of native and resolubilized
samples suggests an overall resemblance of the peak profile, but some respective secondary
motifs have distinctly changed by the precipitation and resolubilization procedures. In
conclusion, all analytical methods confirmed that, within a confidence interval of 95%, the
native structure of α-la was not completely re-established by the presented resolubilization
method. However, the degree of deviation across all analytical methods applied was not
very large.

Generally, a refolding of thermally unfolded apo-α-la to a native holo-state appears to
be possible, as it was demonstrated by various studies previously. However, these studies
investigated the refolding process under isolated lab conditions, without any further
stress on the proteins. In contrast to those works, this study examined the applicability
of the refolding potential under real life conditions, i.e., in a technologically relevant
environment. Although the four disulfide bridges seem to stay intact and although it
appears as if the structurally decisive calcium ion between two domains of the native
α-la was in fact re-integrated, the precipitation method obviously has remaining effects
on the conformation of the refolded α-la samples. Overall, our results demonstrate that
characteristic structural motifs were reorganized sustainably as a result of chemical, thermal
and mechanical treatment of the protein. Therefore, the resolubilization results could be
termed ‘restructuring’ rather than renaturation.

We see the main application field of the restructured α-la in functional and/or fortified
foods, such as α-la-enriched infant formula. For this type of application, the key property
is the amino acid composition, which is generally not affected by the procedure used in
this study. If and to which extent the ability of cation binding was impaired should be
verified in further experiments. The results of the denaturation temperature determined by
DSC is, however, a strong indicator that the re-integration of the calcium into the protein’s
structure has taken place.

The applied precipitation conditions were chosen based on previous studies, ascribing
highest precipitation yield and best separation results to this method. In this case, the high
yield and good separation efficiency is achieved at the expense of a minor restructuring
of α-la. Given that this separation concept does not only yield β-lg unaffected by the
processing conditions applied, but also α-la in a soluble state, there is no loss in the whey
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protein main components, i.e., no low value side stream is produced. This way, the main
whey proteins α-la and β-lg can both be obtained in a still functional state both from a
nutritional and technological perspective.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/10
.3390/foods10092231/s1, Table S1: Assignment of secondary structural motifs to the peak positions
obtained from FTIR spectrum analysis.

Author Contributions: Conceptualization, N.H. and U.K.; methodology, N.H. and I.M.; validation,
N.H. and I.M.; formal analysis, I.M.; investigation, N.H. and I.M.; data curation, I.M.; writing—
original draft preparation, N.H.; writing—review and editing, U.K.; visualization, N.H. and I.M.;
supervision, U.K.; project administration, N.H.; funding acquisition, U.K. All authors have read and
agreed to the published version of the manuscript.

Funding: This IGF project of the FEI was supported via AiF (AiF 18126 N) within the program for
promoting the Industrial Collective Research (IGF) of the German Ministry of Economic Affairs and
Energy (BMWi), based on a resolution of the German Parliament.

Data Availability Statement: Data sharing does not apply to this article.

Acknowledgments: We want to thank Claudia Hengst and Heidi Wohlschläger for experimental
support.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Muuronen, K.; Partanen, R.; Heidebrecht, H.J.; Kulozik, U. Effects of conventional processing methods on whey proteins in

production of native whey powder. Int. Dairy J. 2021, 116, 104959. [CrossRef]
2. Lien, E.L.; Davis, A.M.; Euler, A.R. Growth and safety in term infants fed reduced-protein formula with added bovine alpha-

lactalbumin. J. Pediatr. Gastroenterol. Nutr. 2004, 38, 170–176. [CrossRef]
3. Chatterton, D.E.; Smithers, G.; Roupas, P.; Brodkorb, A. Bioactivity of β-lactoglobulin and α-lactalbumin-Technological implica-

tions for processing. Int. Dairy J. 2006, 16, 1229–1240. [CrossRef]
4. Permyakov, E.A. α-Lactalbumin, Amazing Calcium-Binding Protein. Biomolecules 2020, 10, 1210. [CrossRef]
5. Heine, W.E.; Klein, P.D.; Reeds, P.J. The importance of α-lactalbumin in infant nutrition. Nutr. J. 1991, 121, 277–283. [CrossRef]
6. Stanciuc, N.; Rapeanu, G. An overview of bovine [alpha]-lactalbumin structure and functionality. Ann. Univ. Dunarea Jos Galati

Fascicle VI Food Technol. 2010, 34, 82.
7. Expósito, I.L.; Recio, I. Antibacterial activity of peptides and folding variants from milk proteins. Int. Dairy J. 2006, 16, 1294–1305.

[CrossRef]
8. Delgado, Y.; Morales-Cruz, M.; Hernández-Román, J.; Hernández, G.; Griebenow, K. Development of HAMLET-like cytochrome

c-oleic acid nanoparticles for cancer therapy. J. Nanomed. Nanotechnol. 2015, 6, 1.
9. Hoque, M.; Nanduri, R.; Gupta, J.; Mahajan, S.; Gupta, P.; Saleemuddin, M. Oleic acid complex of bovine α-lactalbumin induces

eryptosis in human and other erythrocytes by a Ca2+-independent mechanism. Biochim Biophys Acta Gen. Subj. 2015, 1850,
1729–1739. [CrossRef]

10. Toro-Sierra, J.; Tolkach, A.; Kulozik, U. Fractionation of α-Lactalbumin and β-Lactoglobulin from Whey Protein Isolate Using
Selective Thermal Aggregation, an Optimized Membrane Separation Procedure and Resolubilization Techniques at Pilot Plant
Scale. Food Bioprocess Technol. 2013, 6, 1032–1043. [CrossRef]

11. Patel, S. Emerging trends in nutraceutical applications of whey protein and its derivatives. J. Food Sci. Technol. 2015, 52, 6847–6858.
[CrossRef]

12. Pérez-Cano, F.J.; Marín-Gallén, S.; Castell, M.; Rodríguez-Palmero, M.; Rivero, M.; Franch, A.; Castellote, C. Bovine whey protein
concentrate supplementation modulates maturation of immune system in suckling rats. Br. J. Nutr. 2007, 98, S80–S84. [CrossRef]

13. Prussick, R.; Prussick, L.; Gutman, J. Psoriasis improvement in patients using glutathione-enhancing, nondenatured whey protein
isolate: A pilot study. J. Clin. Aesthet. Dermatol. 2013, 6, 23. [PubMed]

14. Navis, M.; Muncan, V.; Sangild, P.T.; Willumsen, L.M.; Koelink, P.J.; Wildenberg, M.E.; Abrahamse, E.; Thymann, T.; Van Elburg,
R.M.; Renes, I.B. Beneficial Effect of Mildly Pasteurized Whey Protein on Intestinal Integrity and Innate Defense in Preterm and
Near-Term Piglets. Nutrients 2020, 12, 1125. [CrossRef]

15. Navis, M.; Schwebel, L.; Kappel, S.S.; Muncan, V.; Sangild, P.T.; Abrahamse, E.; Aunsholt, L.; Thymann, T.; van Elburg, R.M.;
Renes, I.B. Mildly pasteurized whey protein promotes gut tolerance in immature piglets compared with extensively heated whey
protein. Nutrients 2020, 12, 3391. [CrossRef] [PubMed]

16. Abbring, S.; Kusche, D.; Roos, T.C.; Diks, M.A.P.; Hols, G.; Garssen, J.; Baars, T.; van Esch, B.C.A.M. Milk processing increases the
allergenicity of cow’s milk—Preclinical evidence supported by a human proof-of-concept provocation pilot. Clin. Exp. Allergy
2019, 49, 1013–1025. [CrossRef]

https://www.mdpi.com/article/10.3390/foods10092231/s1
https://www.mdpi.com/article/10.3390/foods10092231/s1
http://doi.org/10.1016/j.idairyj.2020.104959
http://doi.org/10.1097/00005176-200402000-00013
http://doi.org/10.1016/j.idairyj.2006.06.001
http://doi.org/10.3390/biom10091210
http://doi.org/10.1093/jn/121.3.277
http://doi.org/10.1016/j.idairyj.2006.06.002
http://doi.org/10.1016/j.bbagen.2015.04.009
http://doi.org/10.1007/s11947-011-0732-2
http://doi.org/10.1007/s13197-015-1894-0
http://doi.org/10.1017/S0007114507838074
http://www.ncbi.nlm.nih.gov/pubmed/24155989
http://doi.org/10.3390/nu12041125
http://doi.org/10.3390/nu12113391
http://www.ncbi.nlm.nih.gov/pubmed/33158188
http://doi.org/10.1111/cea.13399


Foods 2021, 10, 2231 13 of 14

17. Abbring, S.; Hols, G.; Garssen, J.; van Esch, B.C. Raw cow’s milk consumption and allergic diseases–the potential role of bioactive
whey proteins. Eur. J. Pharmacol. 2019, 843, 55–65. [CrossRef] [PubMed]

18. Haller, N.; Kulozik, U. Continuous centrifugal separation of selectively precipitated α-lactalbumin. Int. Dairy J. 2020, 101, 104566.
[CrossRef]

19. Kella, N.K.D.; Kinsella, J.E. Enhanced thermodynamic stability of β-lactoglobulin at low pH. A possible mechanism. Biochem. J.
1988, 255, 113–118. [CrossRef]

20. Kronman, M.J.; Andreotti, R.; Vitols, R. Inter-and intramolecular interactions of α-lactalbumin. II. Aggregation reactions at acid
pH. Biochemistry 1964, 3, 1152–1160. [CrossRef]

21. Bernal, V.; Jelen, P. Effect of calcium binding on thermal denaturation of bovine α-lactalbumin. J. Dairy Sci. 1984, 67, 2452–2454.
[CrossRef]

22. Alomirah, H.F.; Alli, I. Separation and characterization of β-lactoglobulin and α-lactalbumin from whey and whey protein
preparations. Int. Dairy J. 2004, 14, 411–419. [CrossRef]

23. Lucena, M.E.; Alvarez, S.; Menéndez, C.; Riera, F.A.; Alvarez, R. α-Lactalbumin precipitation from commercial whey protein
concentrates. Sep. Purif. Technol. 2007, 52, 446–453.

24. Bramaud, C.; Aimar, P.; Daufin, G. Whey protein fractionation: Isoelectric precipitation of α-lactalbumin under gentle heat
treatment. Biotechnol. Bioeng. 1997, 56, 391–397. [CrossRef]

25. Bonnaillie, L.M.; Tomasula, P.M. Kinetics, aggregation behavior and optimization of the fractionation of whey protein isolate with
hydrochloric acid. Food Bioprocess Technol. 2012, 90, 737–747. [CrossRef]

26. Pedersen, J.B.; Fojan, P.; Sorensen, J.; Petersen, S.B. Towards control of aggregational behaviour of α-lactalbumin at acidic pH. J.
Fluoresc. 2006, 16, 611–621. [CrossRef] [PubMed]

27. Gésan-Guiziou, G.; Daufin, G.; Timmer, M.; Allersma, D.; van der Horst, C. Process steps for the preparation of purified fractions
of α-lactalbumin and β-lactoglobulin from whey protein concentrates. J. Dairy Res. 1999, 66, 225–236. [CrossRef]

28. Lucena, M.E.; Alvarez, S.; Menéndez, C.; Riera, F.A.; Alvarez, R. Beta-lactoglobulin removal from whey protein concentrates. Sep.
Purif. Technol. 2006, 52, 310–316. [CrossRef]

29. Fernández, A.; Menéndez, V.; Riera, F.A. α-Lactalbumin solubilisation from a precipitated whey protein concentrates fraction: pH
and calcium concentration effects. Int. J. Food Sci. Technol. 2012, 47, 467–474. [CrossRef]

30. Kronman, M.J.; Brew, K.; Sinha, S.K. Characteristics of the Binding of Ca2+ and Other Divalent Metal Ions to Bovine a-Lactalbumin.
J. Biol. Chem. 1981, 256, 8582–8587. [CrossRef]

31. Bramaud, C.; Aimar, P.; Daufin, G. Optimisation of a whey protein fractionation process based on the selective precipitation of
α-lactalbumin. Le Lait 1997, 77, 411–423. [CrossRef]

32. Kong, J.; Yu, S. Fourier transform infrared spectroscopic analysis of protein secondary structures. Acta Biochim. Biophys. Sin. 2007,
39, 549–559. [CrossRef] [PubMed]

33. O’Loughlin, I.B.; Kelly, P.M.; Murray, B.A.; FitzGerald, R.J.; Brodkorb, A. Concentrated whey protein ingredients: A Fourier
transformed infrared spectroscopy investigation of thermally induced denaturation. Int. J. Dairy Technol. 2015, 68, 349–356.
[CrossRef]

34. Haller, N.; Greßlinger, A.S.; Kulozik, U. Separation of aggregated β-lactoglobulin with optimised yield in a decanter centrifuge.
Int. Dairy J. 2021, 114, 104918. [CrossRef]

35. Carbonaro, M.; Nucara, A. Secondary structure of food proteins by Fourier transform spectroscopy in the mid-infrared region.
Amino Acids 2010, 38, 679–690. [CrossRef] [PubMed]

36. Lam, R.S.; Nickerson, M.T. The effect of pH and temperature pre-treatments on the structure, surface characteristics and
emulsifying properties of alpha-lactalbumin. Food Chem. 2015, 173, 163–170. [CrossRef]

37. Wang, Y.; Zhao, J.; Zhang, W.; Liu, C.; Jauregi, P.; Huang, M. Modification of heat-induced whey protein gels by basic amino acids.
Food Hydrocoll. 2020, 100, 105397. [CrossRef]

38. Zhong, H.; Gilmanshin, R.; Callender, R. An FTIR study of the complex melting behavior of α-lactalbumin. J. Phys. Chem. B 1999,
103, 3947–3953. [CrossRef]

39. Boye, J.I.; Alli, I. Thermal denaturation of mixtures of α-lactalbumin and β-lactoglobulin: A differential scanning calorimetric
study. Food Res. Int. 2000, 33, 673–682. [CrossRef]

40. McGuffey, M.K.; Epting, K.L.; Kelly, R.M.; Foegeding, E.A. Denaturation and aggregation of three α-lactalbumin preparations at
neutral pH. J. Agric. Food Chem. 2005, 53, 3182–3190. [CrossRef]

41. Hsu, D.J.; Leshchev, D.; Kosheleva, I.; Kohlstedt, K.L.; Chen, L.X. Unfolding bovine α-lactalbumin with T-jump: Characterizing
disordered intermediates via time-resolved x-ray solution scattering and molecular dynamics simulations. J. Chem. Phys. 2021,
154, 105101. [CrossRef]

42. Bushmarina, N.A.; Blanchet, C.E.; Vernier, G.; Forge, V. Cofactor effects on the protein folding reaction: Acceleration of α-
lactalbumin refolding by metal ions. Protein Sci. 2006, 15, 659–671. [CrossRef]

43. Chang, J.Y.; Li, L. Pathway of oxidative folding of α-lactalbumin: A model for illustrating the diversity of disulfide folding
pathways. Biochemistry 2002, 41, 8405–8413. [CrossRef] [PubMed]

44. Calvo, M.M.; Leaver, J.; Banks, J.M. Influence of other whey proteins on the heat-induced aggregation of α-lactalbumin. Int. Dairy
J. 1993, 3, 719–727. [CrossRef]

http://doi.org/10.1016/j.ejphar.2018.11.013
http://www.ncbi.nlm.nih.gov/pubmed/30439365
http://doi.org/10.1016/j.idairyj.2019.104566
http://doi.org/10.1042/bj2550113
http://doi.org/10.1021/bi00896a025
http://doi.org/10.3168/jds.S0022-0302(84)81595-7
http://doi.org/10.1016/j.idairyj.2003.09.006
http://doi.org/10.1002/(SICI)1097-0290(19971120)56:4&lt;391::AID-BIT5&gt;3.0.CO;2-J
http://doi.org/10.1016/j.fbp.2012.01.002
http://doi.org/10.1007/s10895-006-0088-6
http://www.ncbi.nlm.nih.gov/pubmed/16791493
http://doi.org/10.1017/S0022029999003519
http://doi.org/10.1016/j.seppur.2006.05.006
http://doi.org/10.1111/j.1365-2621.2011.02865.x
http://doi.org/10.1016/S0021-9258(19)68884-8
http://doi.org/10.1051/lait:1997328
http://doi.org/10.1111/j.1745-7270.2007.00320.x
http://www.ncbi.nlm.nih.gov/pubmed/17687489
http://doi.org/10.1111/1471-0307.12239
http://doi.org/10.1016/j.idairyj.2020.104918
http://doi.org/10.1007/s00726-009-0274-3
http://www.ncbi.nlm.nih.gov/pubmed/19350368
http://doi.org/10.1016/j.foodchem.2014.09.078
http://doi.org/10.1016/j.foodhyd.2019.105397
http://doi.org/10.1021/jp984518p
http://doi.org/10.1016/S0963-9969(00)00112-5
http://doi.org/10.1021/jf048863p
http://doi.org/10.1063/5.0039194
http://doi.org/10.1110/ps.051904206
http://doi.org/10.1021/bi020169k
http://www.ncbi.nlm.nih.gov/pubmed/12081489
http://doi.org/10.1016/0958-6946(93)90085-E


Foods 2021, 10, 2231 14 of 14

45. Rose, G.D.; Geselowitz, A.R.; Lesser, G.J.; Lee, R.H.; Zehfus, M.H. Hydrophobicity of amino acid residues in globular proteins.
Science 1985, 229, 834–838. [CrossRef] [PubMed]

46. Vanhooren, A.; Chedad, A.; Farkas, V.; Majer, Z.; Joniau, M.; van Dael, H.; Hanssens, I. Tryptophan to phenylalanine substitutions
allow differentiation of short-and long-range conformational changes during denaturation of goat α-lactalbumin. Proteins 2005,
60, 118–130. [CrossRef] [PubMed]

47. Stănciuc, N.; Râpeanu, G.; Bahrim, G.; Aprodu, I. pH and heat-induced structural changes of bovine apo-α-lactalbumin. Food
Chem. 2012, 131, 956–963. [CrossRef]

48. Goers, J.; Permyakov, S.E.; Permyakov, E.A.; Uversky, V.N.; Fink, A.L. Conformational prerequisites for α-lactalbumin fibrillation.
Biochemistry 2002, 41, 12546–12551. [CrossRef]

49. Boye, J.I.; Alli, I.; Ismail, A.A. Use of differential scanning calorimetry and infrared spectroscopy in the study of thermal and
structural stability of α-lactalbumin. J. Agric. Food Chem. 1997, 45, 1116–1125. [CrossRef]

50. Troullier, A.; Reinstädler, D.; Dupont, Y.; Naumann, D.; Forge, V. Transient non-native secondary structures during the refolding
of α-lactalbumin detected by infrared spectroscopy. Nat. Struct. Biol. 2000, 7, 78–86.

51. Veprintsev, D.B.; Permyakov, S.E.; Permyakov, E.A.; Rogov, V.V.; Cawthern, K.M.; Berliner, L.J. Co-operative thermal transitions
of bovine and human apo-α-lactalbumins: Evidence for a new intermediate state. Febs Lett. 1997, 412, 625–628. [CrossRef]

52. Kuhlman, B.; Boice, J.A.; Wu, W.J.; Fairman, R.; Raleigh, D.P. Calcium binding peptides from α-lactalbumin: Implications for
protein folding and stability. Biochemistry 1997, 36, 4607–4615. [CrossRef]

53. Dobson, C.M.; Šali, A.; Karplus, M. Protein folding: A perspective from theory and experiment. Angew. Chem. Int. Ed. 1998, 37,
868–893. [CrossRef]

54. Hosseini-Nia, T.; Ismail, A.A.; Kubow, S. Effect of High Hydrostatic Pressure on the Secondary Structures of BSA and Apo-and
Holo-α-Lactalbumin Employing Fourier Transform Infrared Spectroscopy. J. Food Sci. 2002, 67, 1341–1347. [CrossRef]

http://doi.org/10.1126/science.4023714
http://www.ncbi.nlm.nih.gov/pubmed/4023714
http://doi.org/10.1002/prot.20496
http://www.ncbi.nlm.nih.gov/pubmed/15861407
http://doi.org/10.1016/j.foodchem.2011.09.087
http://doi.org/10.1021/bi0262698
http://doi.org/10.1021/jf960360z
http://doi.org/10.1016/S0014-5793(97)00841-7
http://doi.org/10.1021/bi962901j
http://doi.org/10.1002/(SICI)1521-3773(19980420)37:7&lt;868::AID-ANIE868&gt;3.0.CO;2-H
http://doi.org/10.1111/j.1365-2621.2002.tb10285.x

	Introduction 
	Materials and Methods 
	Materials 
	-La Precipitation, Separation, and Refolding Procedure 
	Determination of Resolubilization Degree 
	Production of Native -La as Analytical Standard 
	Characterization of Elution Time by RP-HPLC Analysis 
	Determination of Denaturation Temperature by DSC 
	Analysis of the Secondary Structure by FTIR 
	Data Evaluation and Statistics 

	Results and Discussion 
	Solubilization of -La Precipitates 
	Investigation of Thermal Stability 
	Investigation of Hydrophobicity 
	Analysis of Secondary Structure 

	Conclusions 
	References

