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ABSTRACT: The effects and mechanism of high hydrostatic pressure (HHP) on some functional and nutritional properties of soy
protein isolate (SPI) for infant formula were investigated. Results indicated that solubility, water holding capacity, emulsification
activity index, and foaming capacity were improved at lower pressure and time levels, whereas these properties declined at higher
levels. However, the emulsification stability index dropped when the pressure increased and the foaming stability decreased with
pressure and time levels rising. HHP-treated SPI gave better swallowing properties and in vitro digestibility than control. The
hardness, adhesive force, and springiness of SPI gels increased with increaded pressure and elongated time, being lower than those of
the control. Near UV circular dichroism spectra confirmed the alteration of tertiary and/or quaternary conformations caused by
HHP. Sodiumdoecyl sulfate polyacrylamide gel electrophoresis results indicated that 3-conglycinin was more pressure labile than
glycinin, and high molecular weight subunits formed via disulfide linkage at higher treatment levels.
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B INTRODUCTION

High hydrostatic pressure (HHP) is a promising nonthermal
technology for the processing of foods. There is increasing
worldwide attention in the utilization of HHP attributed to the
advantages of this technology over other methods of processing
and preservation. HHP offers homogeneity of treatment at every
point in the product because the applied pressure is instanta-
neously and uniformly distributed within the HHP chamber.'
Other obvious benefits in using this technology are significant or
total inactivation of microorganisms and better functional and
nutritional retention of ingredients in the processed products,
with improved food quality parameters.” > Additionally, there
are considerable energy savings in comparison to traditional
thermal stabilization techniques, because once the desired pres-
sure is reached, it can be maintained without the requirement for
additional energy input.®

Soy protein is the predominant vegetable protein in the diet of
Oriental and Western countries and may be the most inexpensive
source of protein for nutritional or technological properties.”
There is a myriad of literature describing the applications of HHP
to modify the functional properties of soy protein isolate (SPI)
such as texture, emulsifying, solubility, and rheological pro-
perties.” ' The influence of various process parameters (e.g,,
pressure, time, temperature, protein concentration, pH, and pre-
sence of salts) on functional and structural properties of SPI has
been investigated.” '* Different food systems require special
types of SPL Therefore, SPI has been subdivided according to its
use. SPI is widely used as an ingredient in meat products, baby
foods, beverages, and wheat flour products.14 To our knowledge,
there are very limited data available on the effects of HHP on SPI
especially for infant formula. Moreover, few studies have been
conducted about the influences of HHP on in vitro digestibility,
thixotropy, foaming properties, and near UV circular dichroism
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(CD) spectra, which play crucial roles in the appraisal of the
quality of SPI for infant formula.

The objective of this study is to investigate the influences of
HHP treatment on some functional and nutritional properties of
SPI for infant formula, including solubility, water holding capa-
city (WHC), emulsifying activity index (EAI), emulsifying
stability index (ESI), foaming capacity (FC), foaming stability
(FS), thixotropy, gelling property, and in vitro digestibility of
protein. In addition, the mechanism of HHP influence on SPI
will be analyzed by measurement of the {-potential, near UV CD
spectra, and subunit molecular weight distribution. This study
will provide practical information for HHP application in the
modification of SPI for infant formula.

Bl MATERIALS AND METHODS

Materials. SPI (model: special for infant formula) was purchased
from Henan Anyang Mantianxue Food Co. Ltd. (China). According to
the Chinese National Food Safety Standard-infant formula, SPI for
infant formula must be qualified with the following requirements:
protein content (on dry basis) > 90%, and nitrogen soluble index
(NSI) = 80%, made from nongenetically modified soybean cultivars,
negative urease activity. Its protein content on a dry basis and NSI were,
respectively, 91.61 and 82.8%, mainly made from nongenetically mod-
ified soybean cultivars Zhonghuang35 and BeidoulO. Its urease activity
was negative.

Bovine serum albumin (BSA) was purchased from Sinopharm
Chemical Reagent Co., Ltd. Low molecular weight protein markers
and [-mercaptoethanol (2-ME) were purchased from Shanghai
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Shengzheng Biotech. Co., Ltd. (China). All other chemicals used were of
analytical grade.

HHP Treatment. High pressure equipment (model UHPF-750
MPa-3 L; maximum pressure, 750 MPa; KEFA Hitech Food Machine
Co., Ltd.,, Baotou, China) with a hydraulic type cell with an inner
capacity of 3 L (1000 mm in diameter and 2000 mm in height) and a
water jacket for temperature control was used in this study. Prior to
pressure processing, SPI solutions with a suitable volume were vacuum-
conditioned in a polyethylene bag. The temperature during treatment
was controlled to avoid overheating. Water was used as the pressure
transmitting medium in the machine, and its temperature was kept at
20 °C during the pressure processing. Distilled water was used as the
solvent. SPI solutions at 1% (w/v) and pH 6.8 were subjected to HHP
treatment at 200, 300, 400, and 500 MPa for 15 min, and SPI solutions
were subjected to HHP treatment at a constant pressure of 300 MPa for
S, 10, 15, and 20 min. The target pressure was reached at a rate of about
250 MPa/min and released at a rate of about 300 MPa/min. After HHP
treatment, the SPI solutions were freeze-dried. The unpressurized SPI
solutions were also freezed-dried and used as experimental controls.

Solubility. The protein solubility of SPI was determined according
to the method of Wang et al,,'" with minor modification. Aliquots
(200 mg) of SPI samples were dispersed and stirred at 200 rpm in 20 mL
of distilled water (pH 6.8) or distilled water (pH 3, which was adjusted
with 0.5 M HCI) at room temperature for 1 h. Then, the dispersions
were centrifuged at 10000g for 30 min at 20 °C. The protein content in
the supernatant was measured by micro-Kjeldahl method (N x 6.25).
Measurements were performed in duplicate.

WHCs. The WHC was determined according to the method of
Tomotake et al,,'® with slight modification. Briefly, 1.5 g of sample was
weighed into 10 mL centrifuge tubes preweighed. For each sample,
distilled water (pH 6.8) was added in small increments to a series of
tubes under continuous stirring with a glass rod. After the mixture was
thoroughly wetted, samples were centrifuged (2000g, 10 min). After the
centrifugation, the supernatant liquid was discarded. The WHC was
calculated as WHC = the weight of water held by sample/the weight of
dry sample. Measurements were performed in triplicate.

Emulsifying Activity. The EAI and ESI of SPI were determined
according to the method of Pearce et al,'” with minor modifications
made by Tang et al.'® For emulsion formation, 6 mL of 0.2% SPI
dispersion in 0.05 M Tris-HCI buffer (pH 7.5) and 2 mL of soybean oil
were homogenized in FA25 model, High-Speed Homogenizer (Fluko
Co., Germany) for 1 min at the maximum velocity (about 15000 rpm).
An aliquot (50 uL) of emulsion was taken from the bottom of the
homogenized emulsion, immediately (0 min) or 10 min after homo-
genization, and diluted (1:100, v/v) in 0.1% (w/v) sodium dodecyl
sulfate (SDS) solution. After the emulsion was vortex mixed, the absorbance
of diluted emulsions was read at 500 nm in the spectrophotometer.

EAI and ESI values were calculated by the following equations:'”*®

2 x 2.303 X Ay X DF
EAL(m/g) = — == )

ESI (min) = A x 10
Ag — Ay
where DF is the dilution factor (100), c is the initial concentration of
protein (0.1 g/100 mL), ¢ is the optical path (0.01 m), 6 is the fraction
of oil used to form the emulsion (0.25), and A, and A,q are the
absorbances of the diluted emulsions at 0 and 10 min, respectively.
Measurements were performed in triplicate.

Foaming Activity. The foam capacity and stability were deter-
mined according to the method of Venktesh et al,” with slight
modification. Two grams of SPI was dispersed in 100 mL of distilled
water (pH 6.8). Then, it was whipped in FA2S model, High-Speed
Homogenizer (Fluko Co.) for 1 min at 10000 rpm and was poured into a

250 mL graduated cylinder. The volume of the foam after 30 s was
calculated, and the volume increase is expressed as percent foam
capacity. The foam stability was determined by measuring the decrease
in foam volume as a function of time up to a period of 30 min: fFoam
capacity (%) = volume after whipping (mL) — volume before whipping
(mL)} X 100/volume before whipping (mL). Measurements were
performed in triplicate.

Thixotropic Property Determination. The thixotropy was
measured according to the method of Zhang et al,?® with some
modification. The thixotropy was determined at 25 °C with a controlled
stress rheometer, model Rheometer AR-G2 (TA Instruments, England).
The rheometer was equipped with a stainless steel plane having a
diameter of 40 mm. For the investigation of the thixotropic property
of aqueous SPI solutions, the flow curves were measured by increasing
the shear rate from a minimum of 2.0 s~ ' to a maximum of 200 s~ * and
then decreasing the shear rate in the same equal steps. The duration of
shear at each step was about 3 min. If the system investigated exhibits the
thixotropy, a hysteresis loop could be obtained from these “upward” and
“downward” curves developed during round-trip shear stress—shear rate
paths, and the corresponding enclosed area could be used to evaluate the
magnitude of the thixotropy. Measurements were performed in triplicate.

Textural Measurements of SPI Gels. Gels were prepared by
heating 16% (w/v) soy protein distilled water dispersions in cylindrical
glass molds with an inner diameter of 20 mm and a height of 40 mm. The
molds were filled three-quarters full to enable air bubbles to escape, and
the air bubbles were removed using a vacuum pump and then placed
vertically in a water bath. The sample was heated at 90 °C for 30 min and
then cooled to room temperature by immersion in an ice bath, and then,
the sample was kept at 4 °C for 24 h.*!

Before analysis, the gels were removed from the container and
transferred to Texture Analyzer (TMS-PRO, Food Technology Corp.,
VA). A cylinder probe with a diameter of 10 mm was chosen. The probe
test speed, starting trigger force, deformation, back-off distance, and
holding time between two cycles were set as follows: 120 mm/min,
0.05 N, 40%, 40 mm, and 0 s. The tests were performed at 25 °C, and
measurements were performed in triplicate. Four simple parameters
were utilized to determine the manner in which a food is handled and
behaves within the mouth: hardness, peak force in the first compression
cycle; adhesive force, maximum negative force generated during up-
stroke of probe; cohesiveness, the ratio of positive area during the
second to that of the first compression cycle (downward strokes only);
and springiness, height that the food recovers during the time elapsed
between the end of the first bite and the start of the second.”> Four
parameters were analyzed by Texture Lab Pro Application, Version
1.13.2.0 (VA).

Sequential in Vitro Digestibility of Protein Procedure. The
in vitro digestibility of the proteins was evaluated by the method of
Tang,23 with some modification. Pepsin (Sigma, P7000, 1:10000,
600—1000 units/mg) and trypsin (Genview, DH355-1, 1:250) were
utilized for in vitro digestion investigation. Briefly, S mL of 1% (w/v) SPI
solutions was subjected to HHP treatment at 300 MPa, pH 6.8, and
20 °C. Then, the HHP-treated solutions and control sample were
adjusted to pH 1.5 with 1 M HCI and were preincubated in a water
bath at 37 °C for 3—S min. Then, an amount of pepsin (20 mg of pepsin
per mL of 0.1 M KH,PO,, pH 2, buffer) was added, and the ratio of
enzyme to protein substrate was 1:100 (u/w). The mixtures of pepsin
and protein solution were mixed well and incubated at 37 °C at 0, 1, §,
10, 20, 30, 60, and 120 min periods of time, aliquots of the mixtures were
taken, and the pH was adjusted to 7.0 with 1.0 M NaOH to stop the
enzymatic reactions. Additionally, the final pepsin-digested hydrolysates
(pH 7.0) were further digested by the addition of trypsin at an enzyme:
substrate ratio of 1:20 (u/w) (20 mg of trypsin per mL of 0.1 M Tris-
HCI buffer, pH 7.0) at 37 °C for 0, 1, S, 10, 20, 30, 60, and 120 min,
respectively.
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Figure 1. Effects of HHP treatment pressure and time on the solubility of SPI (A, HHP treatment time is fixed at 15 min; B, HHP treatment pressure is
fixed at 300 MPa). Means with different letters in the same line are significantly different at the 5% level.

Nitrogen Release during Digestion. The % nitrogen release
during digestion process was determined by the method of Iwami
et al,,** with some modifications. Ten milliliters of 10% (w/v) trichlor-
oacetic acid (TCA) was added into 10 mL of the digested mixtures, and
the final concentration of TCA reached 5% (w/v). The mixtures were
then centrifuged (8000g, 30 min) to obtain the precipitates. After they
were washed with 10 mL of TCA (10%, w/v), the precipitates were
obtained again by centrifugation at the same parameters. The N content
of the samples was determined by Kjeldahl method (N x 6.25). The %
N release during the digestion was calculated as % N release = (N, — N;) X
100/Nop, where t is the digestion time (min), N, (mg) is the TCA-insoluble
N after digestion for t (min), Ny (mg) is the TCA-insoluble N in the protein
sample, and N, (mg) is the total N of protein sample. Measurements were
performed in triplicate.

{-Potential Determination. The {-potential was measured ac-
cording to the method of Tang et al.** The {-potential profiles of various
SPIs were measured using a Zetasizer Nano ZS (Malvern Instrument
Ltd., Malvern, Worcestershire, United Kingdom). Freshly prepared
protein dispersions were diluted to 2 mg/mL with 10 mM PBS (pH
7.0) and filtered through a 0.45 «m HA Millipore membrane prior to
analysis. Measurements were performed in triplicate.

Near-UV CD Spectroscopy. Near-UV CD spectra were obtained
using a MOS-450 spectropolarimeter (BioLogic Science Instrument,
France). The Near-UV CD spectroscopic measurements were per-
formed according to the method of Tang et al?® The near-UV CD
spectroscopy measurements were performed in a 1 cm quartz cuvette
with a protein concentration around 1.0 mg/mL. The sample was
scanned over a wavelength range from 250 to 320 nm. For both
measurements, the spectra were an average of eight scans. Used were
the following parameters: step resolution, 1 nm; acquisition duration, 1 s;
bandwidth, 0.5 nmj; and sensitivity, 100 mdeg. The cell was thermostatted
with a Peltier element at 2 °C unless specified otherwise. The concentra-
tion of the proteins was determined by the Bradford method, using BSA as
the standard.?® Recorded spectra were corrected by subtraction of the
spectrum of a protein-free buffer. A mean value of 112 for the amino acid
residue was assumed in all calculations, and CD measurements were
expressed as mean residue ellipticity (q) in deg cm* dmol ™', Data were the
means of duplicate measurements.

SDS—Polyacrylamide Gel Electrophoresis (PAGE). SDS-
PAGE was performed on a discontinuous buffered system according
to the method of Laemmli,”” using 12% separating gel and 4% stacking
gel. The protein samples were solubilized in 0.125 M Tris—HCI buffer
(pH 6.8), containing 1% (w/v) SDS, 2% (v/v) 2-ME, 5% (v/v) glycerol,
and 0.025% (w/v) bromophenol blue, and heated for S min in boiling
water. Then, samples were centrifuged (10000g, 10 min) before
electrophoresis. Samples were loaded at 10 #L/channel and run at 25 mA
constant current. After the electrophoresis, the gel was dyed in 0.25%
Coomassie blue (R-250) in the S0% trichloroacetic acid and then
destained in 7% acetic acid [methanol:acetic acid:water, 227:37:236

12030

(v/v/v)]. The samples for nonreducing SDS-PAGE experiments were
conducted as the same mentioned-above procedure, just without 2-ME.

Statistical Analysis. Data reported are mean values and standard
deviations. Data were analyzed using SPSS for Windows (version 15.0,
SPSS Inc. Chicago, IL) following an analysis of variance (ANOVA) one-
way linear model. Mean comparisons were performed using the Duncan
test, and the significance level was established for P < 0.0S.

B RESULTS AND DISCUSSION

Solubility and WHC. Influences of HHP treatment on solu-
bility of SPI are shown in Figure 1. SPI presented higher solubility at
pH 6.8 than at pH 3. This phenomenon can be attributed to
protein aggregation near the isoelectric point (pI). For SPI
treated at pH 3 and pH 6.8, solubility significantly (P < 0.05)
increased in the range of 200—300 MPa and 5—15 min, while no
differences of solubility at pH 3 were observed, and significant
(P < 0.05) decreases of solubility were seen at pH 6.8 with
pressure increasing and time elongating. At lower pressure and
time levels, unfolding of SPI structure can enhance the protein—
solvent interactions, thereby enhancing the solubility. On the
other hand, at higher pressure and time levels, the declines of
solubility can be related to the formation of some insoluble high
molecular weight aggregates due to exposure of hydrophobic
residues and/or SS formation. It is noteworthy that the HHP-
treated SPI showed the significant increase in surface hydro-
phobicity (data not shown). Moreover, the following SDS-PAGE
result (without 2-ME) may provide some explanations for the
decrease of solubility.

Similar results were observed by Puppo et al,,'> which showed
that HHP treatment at 200—400 MPa increased the solubility of
SPI at pH 3.0 and 8.0. Additionally, our results are consistent
with some findings obtained by Molina et al,” which indicated
that 7S and SPI with 10% (w/v) concentration treated at 200 MPa
and pH 6.5 gave the highest increase of solubility, while the
solubility decreased at 400—600 MPa. However, solubility of 7S
globulin at pH 7.5 and 11S glycinin at pH 6.5 did not change
significantly. Wang et al.'' reported that HHP treatment at
200—600 MPa resulted in a slight but gradual decline in solubility
of SPI. The discrepancy between our results and those reported by
the above authors could be related to different cultivars and SPI
preparation methods. The solubility was closely associated with
the relative content of the acidic and basic subunits in the 11S
glycinin.” Reconstituted freeze-dried solutions for HHP treat-
ment were utilized in the current study, whereas in Wang et al's
study, SPI solutions were freshly prepared from defatted soybean
meal and were not freeze-dried prior to HHP treatment.''
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Figure 2. Effects of HHP treatment pressure and time on the WHC of SPI (A, HHP treatment time is fixed at 15 min; B, HHP treatment pressure is
fixed at 300 MPa). Means with different letters are significantly different at the 5% level.

The concentration of SPI solutions is crucial for eliciting the influence
of HHP treatment on functional properties, since protein—pro-
tein and protein—solvent interactions during HHP-induced aggrega-
tion would be greatly dependent upon protein concentration."'
In the current study, the following determinations of functional
properties adopted different concentrations. To alleviate the
effects of concentration, the protein concentration was fixed at
1% (w/v) level. Therefore, reconstituted freeze-dried solutions
for HHP treatment were utilized.

WHC and solubility belong to protein functionality related to
hydration. The influences of HHP pressure and time on WHC
(Figure 2) indicated the similar alteration tendency to solubility.
Atlower pressure and time levels, WHC of SPI significantly (P < 0.05)
increased as compared to the native sample. It is likely that the
partial unfolding of the protein will allow interactions between
the subunits and help form a flexible network in which water is
entrapped. However, at higher treatment levels, aggregations and
precipitation of proteins are enhanced, leading to a significant
(P < 0.05) drop of WHC. This changing trend of WHC agrees
with the results obtained by Molina et al,,>* which indicated that
11S and SPI with 20% (w/v) concentration treated at S00 MPa gave
the highest of WHC, while WHC decreased at 600—700 MPa.

Emulsifying and Foaming Properties of SPI. Figure 3
indicated that HHP treatment resulted in gradual and significant
(P < 0.05) increases of EAI in the ranges of 200—300 MPa and
5—15 min, when compared to control. However, EAI signifi-
cantly (P < 0.05) dropped with a further increase of pressure and
time, being higher than that of the native sample. The results
suggest that unfolding of proteins and subsequent exposure of
hydrophobic groups by HHP treatment improved the emulsify-
ing property of SPL Similarly, Molina et al.” reported that 0.25
and 0.50% SPI solutions showed the same patterns of EAI
alteration after HHP treatment. Our result is also consistent
with the report of Wang et al,'' who concluded that HHP
treatment remarkably increased the EAI values of SPI at 200 MPa,
while a further increase in pressure (400 and 600 MPa) did not
result in a significant change in the EAL Puppo et al."” also showed
that SPI (1%) treated at 200—400 MPa had a significantly lower
oil droplet size in emulsions and flocculation index when com-
pared to the control. Nevertheless, the highest value of EAI was
obtained at 200 or 400 MPa, which is different from the level (300
MPa) in the present study. The discrepancy may be attributed
to the soybean cultivar difference. Different soybean cultivars
will lead to the different ratio of 7S/11S in the SPI. The 7S, a
trimer without any disulfide bonds, is more pressure labile
than the 11S whose subunits are linked by many disulfide
bonds.”
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Figure 3. Effects of HHP treatment pressure and time on the EAI and
ESI of SPI (A, HHP treatment time is fixed at 15 min; B, HHP treatment
pressure is fixed at 300 MPa). Means with different letters in the same
line are significantly different at the 5% level.

HHP processing led to a gradual and significant (P < 0.05)
decrease in ESI (Figure 3) with the increase of pressure, while no
differences were observed with the elongation of time. This may
result from a decline in molecular flexibility of the proteins
because of aggregation, since molecular flexibility is an important
factor influencing emulsion stability.”® Moreover, Molina et al.”
found the same ESI alteration patterns of 7S at pH 6.5 and 118 at
pH 6.5 and 7.5 with pressure increasing, who presumed that this
phenomenon was caused by the higher adsorption of the protein
at the interface produced by high pressure. Tang et al.** proposed
the mechanism for the emulsification process. The emulsification
process could be considered to consist of at least three steps: the
adsorption of protein on the O/W interface, followed by changes
of quaternary and tertiary conformations, and last, formation of a
stable viscoelastic film (which stabilizes the oil particles in the
water medium). The first step is clearly affected by the hydro-
phobicity/hydrophilicity balance (or protein solubility) and
highly dependent on the flexibility in quaternary conformation.*
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Unfolding of the tertiary conformation caused by HHP is of vital
importance for the emulsion stability. Therefore, the tertiary
conformation was determined in the following steps.
Emulsifying and foaming activities belong to the functional
properties related to the protein surface. Figure 4 indicated that
FC was significantly (P < 0.05) enhanced in the range of 200—300
MPa and 5—15 min, and then, at higher treatment levels, FC
significantly (P < 0.05) decreased. In contrast, HHP processing led
to a gradual and significant (P < 0.05) decrease in FS. However,
Kresi¢ et al® observed that the increases in both hydrostatic
pressure and treatment time significantly improved the foaming
ability and stability of whey protein isolate. The discrepancies may
be caused by the type of food protein and the protein concentration.
HHP improved the solubility in the aqueous phase and
partially unfolded the structures of the SPI in the range of
200—300 MPa and 5—15 min, thus promoting the adsorption
during bubbling and reduction of the air—water interface ten-
sion. However, if the structures of proteins are excessively
unfolded, the intermolecular interactions are not prone to form.
On the contrary, the partial unfolding of structures tends to form
networks via nonconvalent interactions with high viscoelastic
and mechanical properties. If the protein owns good FC and
stability, its structure should keep a suitable balance between
flexibility and rigidity.’® Therefore, at higher pressure and
time levels, the decrease of FC and stability maybe result from
the unbalance of the conformational flexibility and rigidity. The
following tertiary conformation measurements will provide
some explanations for the foaming activity alteration.
Thixotropy of SPI and Textural Properties of SPI Gels. It is
known that the thixotropy of a macromolecular solution quanti-
fied by the solution ability to regain its gel structure when the
solution is allowed to rest for a longer period of time, which is
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Figure 5. Thixotropic response of aqueous SPI solutions (A, control
SPI; B, HHP treated at 300 MPa for 15 min).

Table 1. Analysis of Rheology Results by Rheology Advan-
tage Data Analysis Software”

control HHP treated
fluid model power law power law
b: viscosity (Pa s) 8.301 0.04630
c: rate index 0.381 0.7973
thixotropy (Pas™") 2384 191.4
standard error 12.74 13.03

“ Power law model equation: stress = b X rate‘. The standard error was
from the curve fitting.

usually attributed to the breakdown/alignment of the macro-
molecular chains or segments.>’ To characterize the thixotropic
property of aqueous SPI solutions, the “upward” and “down-
ward” curves developed during round-trip stress—shear rate
paths are presented in Figure 5, and the areas of the correspond-
ing hysteresis loops are determined in Table 1. HHP-treated and
native SPI solution both followed the Power law model. As can
be seen, the hysteresis area of HHP-treated SPI was remarkably
smaller than that of the native SPI, and the viscosity of HHP-
treated SPI was considerably lower than that of control. Igarashi
et al.** demonstrated that the thixotropic property of foods can
affect the aspect of oropharyngeal swallowing. Therefore, HHP-
treated SPI indicated low difficulty or shear stress in swallowing
for infants. To our knowledge, this thixotropic behavior has not
been revealed for aqueous SPI solutions.
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Influences of HHP treatment on the textural properties are
shown in Figure 6. The hardness, adhesive force, and springiness
of HHP-treated SPI gels were significantly (P < 0.05) lower than
those of control, while SPI yielded significantly (P < 0.05)
increased hardness, adhesive force, and springiness with the
elongation of time and increasing of pressure. The cohesiveness
of HHP-treated SPI gels and control did not show significant
differences. The alteration tendency of hardness, adhesive force,
and cohesiveness was consistent with the findings obtained by
Monila et al.** At 20% (w/v) protein concentration, SPI pro-
duced self-supporting gels at 300—700 MPa. HHP-induced gels
gave significant lower adhesiveness and hardness and indicated
slightly lower springiness and cohesiveness when compared to
the heat-induced gels. Dumoulin et al.*® found that the gels of soy
protein produced at 300 MPa and above were softer than the
heat-induced gels, but the hardness increased with increasing
pressure. Okamoto et al>* demonstrated that the pressures
(100—700 MPa) could affect the textural properties of some
food proteins, including egg white and yolk, crude actomyosin,
rabbit meat, and soy protein. In these HHP-induced gels, hard-
ness increased and adhesiveness decreased with the increasing of
pressures. However, in the present study, the hardness, adhe-
siveness, and springiness exhibited ascending trends as the pres-
sure and time levels rose. These discrepancies may be attributed
to the molecular weight of protein and the interaction forces
involved in gels. Wang et al.* stated that the hardness of a
globular protein gel at a given concentration was fundamentally
related to the average molecular weight (Myy) of the protein. The
greater the Myy, the greater would be the gelling power. The rise
in the chain length of the polypeptide may enhance molecular
entanglement in gel structure, which mi%ht restrict the relative
thermal movements of the polypeptides.”® The following SDS-
PAGE results verified HMW subunits appearances. Therefore,
the hardness increased at higher pressure and time levels.
Furthermore, the proportion of hydrogen bonds, hydrophobic
interactions, electrostatic interactions, and disulfide bonds are
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different in heat- and pressure-induced gels. More disulfide and
other covalent bonds were found in heat-induced than in
pressure-induced gels, explaining the higher hardness, adhesive
force, and springiness of the former ones. Gels formed upon
pressurization at lower temperature and pressure were charac-
terized by a greater presence of ionic and hydrogen bonds,
whereas gels obtained under higher pressure and temperature
were characterized by a higher proportion of hydrophobic
interactions.’® Therefore, the following determination of &-
potential, surface hydrophobicity, and SDS-PAGE will provide
proof for the alteration tendency of textural properties of SPI gel.

In addition, the calculated parameter, chewiness, was the
product of hardness X cohesiveness X springiness, which
expressed energy required to chew a solid for swallowing. The
chewiness values of control and sample treated at 300 MPa and
15 min were, respectively, 3.36 and 0.72 m], which was consistent
with the thixotropic determinations.

In Vitro Digestibility of SPI. Figure 7 shows a typical profile of
the nitrogen release of SPIs during sequential pepsin and trypsin
digestion, as a function of digestion time. In addition, the % N
release at the end of pepsin and trypsin digestion for SPI treated
at 300 MPa and 15 min significantly (P < 0.05) increased by 6 and
7%, respectively, as compared with the native SPL.

Some proteins have been reported to exhibit an improved
proteolytic digestibility when submitted to HHP.?” This can be
due to conformational changes in the protein that make it
vulnerable to proteolysis, because, under high pressure condi-
tions, protein unfolding can expose new cleavage sites to enzy-
matic hydrolysis. ** In addition, enhancement of proteolysis
under pressure has also been attributed to pressure effects on the
enzyme and/or to effects on the substrate—enzyme interaction. >
Itis hypothesized that, when the enzyme treatments are conducted
under pressure, unfolding of the hydrophobic core exposes
new cleavage sites to enzymatic hydrolysis, so that proteolysis
precedes protein aggregation by disulfide bonds that would
otherwise diminish the accessibility to the hydrolytic enzymes. *°
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Figure 7. Typical profiles for the % nitrogen release during pepsin and
trypsin digestion of native SPI and HHP treated SPI at 300 MPa and 15
min. Means with different letters at the same digestion time are signifi-
cantly different at the 5% level.

The enhanced in vitro digestibility of SPI for infant formula will
benefit infants' growth. Overall, the novel processing technology,
HHP, can significantly influence some functional and nutritional
properties of SPI for infant formula.

&-Potential of SPI. It is well-known that the electrostatic force
plays a key role in maintaining the structure of protein. Protein
molecules behave as zwitterions carrying a net positive or
negative charge depending on their isoelectric point and the
pH of the environment. When charged groups are present in an
ionic medium, a diffuse layer of ions is formed around the charge
molecule to construct an electrical double layer."> Samples
carried negative charges at pH 7.0, because the isoelectric point
of SPI is 4.3. HHP treatment exhibited no evident influences on
the C-potential of SPI (data not shown). The above double layer
can result in the increase of volume of charged groups.'® On the
application of high pressure, the volume of a protein declines due
to the compression of the internal cavities. In addition, the
hydration of the proteins decreased, which counteracts this
volume decline. As a result, high pressure leads to only a small
decrease in volume in the case of several globular proteins.*' SPI
belongs to the above globular proteins. Therefore, HHP treat-
ment cannot significantly influence the electrostatic interactions
of SPL

Near-UV CD Spectra. The tertiary and quaternary conforma-
tions of the SPIs were analyzed by near-UV CD spectroscopic
technique. The CD spectra in the region 250—320 nm arise from
the aromatic amino acids. Tryptophan (Trp) shows a peak close
to 290 nm with fine structure between 290 and 305 nm; tyrosine
(Tyr) exhibits a peak between 275 and 282 nm, with a shoulder at
longer wavelengths; phenylalanine (Phe) indicates weaker but
sharper bands with fine structure between 255 and 270 nm.*
The actual shape and magnitude of the near-UV CD spectrum of
a protein will depend on the number of aromatic amino acids
present, their mobility, the nature of their environment (H-
bonding, polar groups, and 2polarizability), as well as their spatial
disposition in the protein.*

Figure 8 shows the typical near-UV CD spectra of the SPIs at
pH 7.0. The near-UV CD spectra of these SPIs consisted of a
prominent positive dichroic band at around 275 nm and a weak
shoulder band at about 260 and 290 nm, clearly contributed by
Tyr, Phe, and Trp residues, respectively. The Tyr band magni-
tude of HHP treated at 500 MPa and 15 min was much higher
than that of control and the other HHP treated SPIs. The Phe
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Figure 8. Typical near-UV CD [spectra of various SPIs solubilized in
10 mM phosphate buffer (pH 7.0)].

band magnitude of HHP treated at 300 MPa and 15 min was
much higher than that of control and the other HHP-treated
SPIs. Because the Trp band magnitude in these SPIs was similar,
the differences in the Tyr and Phe band magnitude could be
mainly attributed to the differences in tertiary and/or quaternary
conformations. Thus, in present study, associating near-UV CD
spectra with the solubility, WHC, EAI and ESI, FC, and FS, the
much higher Tyr band magnitude of SPI treated at 500 MPa and
1S min, to a great extent, indicated much lower flexibility in
quaternary conformation than the control and the other HHP-
treated SPIs. This alteration trend of Tyr bond magnitude is
consistent with the findings by Tang et al.”> Moreover, the much
higher Phe band magnitude of SPI treated at 300 MPa and
15 min may reveal higher flexibility in quaternary conformation
than native SPI and the other HHP-treated SPIs. The molecular
weights of Phe, Tyr, and Trp were 165.2, 181.2, and 204.2,%
respectively, which will provide some proof for the relative higher
flexibility in quaternary conformation with higher magnitude of
Phe. Consequently, SPI, treated at 300 MPa and 15 min, owned
the highest EAI and FC.

SDS-PAGE. Using SDS-PAGE electrophoresis, differences in
subunit composition in native SPI and HHP-treated SPI were
observed. Figure 9 summarizes the electrophoretic migration of
the various subunits in the samples before and after HHP
processing. Glycinin and 3-conglycinin fractions showed differ-
ent alteration trends (Figure 9A). With the increase of pressure
and elongation of time, the bands of &, @, 5, AB, A}, A,, and A,
became darker than the native sample, whereas the bands of A3
and B showed no obvious difference. Moreover, the fraction
densities of @/, @, and f3 indicated apparent changes at 300 MPa
and 10 min. The fraction densities of AB, Al, A,, and A, gave
obvious changes at 300 MPa and 15 min. This discrepancy of
HHP treatment time verified that [3-conglycinin was more
pressure labile than glycinin. This finding is consistent with
Molina et al.”

Figure 9B indicated the nonreducing electrophoretic patterns
of native SPI and HHP-treated SPIs. The solubility of SPIs in
nonreducing sample buffer is lower than that of reducing
patterns, by comparing the densities of the bands. As compared
to the reducing electrophoretic patterns, native sample and SPIs
(treated at 300 MPa and 20 min and 500 MPa and 15 min),
showed the similar alteration tendency. Two bands of high
molecular weight (HMW) subunits appeared, verifying that the
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Figure 9. SDS-PAGE of control SPI and HHP-treated SPL (A) Lane
distribution: a, control; b, 300 MPa, 5 min; ¢, 300 MPa, 10 min; d, 300 MPa,
15 min; ¢, 300 MPa, 20 min; f, 500 MPa, 15 min; g, 400 MPa, 15 min; h,
300 MPa, 15 min; and i, 200 MPa, 15 min. (B) Lane distribution: a, control,
without 2-ME; b, 300 MPa, 20 min, without 2-ME; ¢, 500 MPa, 15 min
without 2-ME; d, 300 MPa, 15 min, without 2-ME; e, 300 MPa, 20 min,
with 2-ME; f, 500 MPa, 15 min, with 2-ME; g, control, with 2-ME; and h,
300 MPa, 15 min, with 2-ME.

new aggregates associated via disulfide linkage. However, the SPI
treated at 300 MPa and 1S min exhibited the similar subunit
distributions in reducing and nonreducing conditions. According
to Messens et al,,'> high pressure effects on protein are primarily
related to the rupture of noncovalent interactions within protein
molecules and to the subsequent reformation of intra- and
intermolecular bonds within or between protein molecules.
The van der Waal's interactions and hydrogen bonds are insensitive
to pressure."> HHP exhibited no obvious influence on §-poten-
tial describing the electrostatic interactions. Therefore, it could
be drawn a sound conclusion that HHP mainly rendered the
changes of SPI conformation at 300 MPa and 15 min via the
hydrophobicity. This is further confirmed by the hydrophobicity
determination (data not shown). Wang et al.'" asserted that SDS-
PAGE analyses of untreated and HHP-treated SPI in the presence
or absence of (-mercaptoethanol had confirmed the relative

contribution of the formation of SS bonds to aggregates formed
after HHP treatment. On the basis of the above electrophoretic
analyses, these findings could provide some explanations for the
effects of HHP treatment on the solubility, EAL ESI, FC, ES, and
gel properties.

The mechanism was verified from the three aspects, including
molecular interaction forces, tertiary structure, and subunit distri-
bution. Although HHP exhibited no action on the {-potential of
SPI, this technology can exert its application via its influences on
the hydrophobicity, disulfide bonds, and tertiary conformations.
These results suggest that HHP could be used to modify the
properties of SPI by appropriate selection of pressure and time
levels.

Apart from the above aspects, our research team is conducting
the effects of HHP on reducing the allergenicity of SPI for infant
formula. The processing cost of SPI is approximately 10—20% of
whey protein isolate processing costs."* Our results provide direct
evidence for the potential utilization of HHP in infant formula
processing, especially in developing countries, where some
families cannot afford the milk-based infant formula. However,
they can choose soy-based infant formula for a relatively low cost.

B AUTHOR INFORMATION

Corresponding Author
*Tel/Fax: +86-510-85329037. E-mail: hmzhou66@yahoo.cn or
hmzhou@jiangnan.edu.cn.

Funding Sources
This work was supported by the National Natural Science
Foundation of China (Project approved number: 31171687).

B REFERENCES

(1) Mertens, B.; Deplace, G. Engineering aspects of high-pressure
technology in the food industry. Food Technol. 1993, 47, 164—169.

(2) Chawla, R;; Patil, G. R;; Singh, A. K. High hydrostatic pressure
technology in dairy processing: A review. J Food Sci. Technol. 2011,
48, 260-268.

(3) Liu, X. M.; Powers, J. R;; Swanson, B. G.; Hill, H. H.; Clark, S.
Modification of whey protein concentrate hydrophobicity by high
hydrostatic pressure. Innovative Food Sci. Emerging Technol. 2008,
6,310-317.

(4) Yan, W; Qiao, L. W.; Gu, X. H;; Li, J. H; Xu, R R; Wang, M,;
Reuhs, B,; Yang, Y. J. Effect of high pressure treatment on the
physicochemical and functional properties of egg yolk. Eur. Food. Res.
Technol. 2010, 231, 371-377.

(5) Toepfl, S.; Mathys, A.; Heinz, V.; Knorr., D. Review: Potential of
high hydrostatic pressure and pulsed electric fields for energy efficient
and environmentally friendly food processing. Food Rev. Int. 2006,
22, 405-423.

(6) Estrada-Girén, Y.; Swanson, B. G.; Barbosa-Canovas, G. V.
Advances in the use of high hydrostatic pressure for processing cereal
grains and legumes. Trends Food Sci. Technol. 2008, 16, 194-203.

(7) Molina, E,; Papadopoulou, A,; Ledward, D. A. Emulsifying
properties of high pressure treated soy protein isolates and 7S and
118 globulins. Food Hydrocolloids 2001, 15, 263-269.

(8) Apichartsrangkoon, A. Effects of high pressure on rheological
properties of soy protein gels. Food Chem. 2003, 80, S5-60.

(9) Zhang, H. K;; Li, L. T.; Tatsumi, E.; Kotwal, S. Influence of high
pressure on conformational changes of soybean glycinin. Innovative Food
Sci. Emerging Technol. 2003, 4, 269-275.

(10) Zhang, H. K; Li, L. T.; Mital, G. S. Effects of high pressure
processing on soybean beta-conglycinin. J. Food Process Eng. 2010,
33, 568-583.

12035 dx.doi.org/10.1021/jf203390e |J. Agric. Food Chem. 2011, 59, 12028-12036



Journal of Agricultural and Food Chemistry

(11) Wang, X. S,; Tang, C. H,; L, B. S.; Yang, X. Q.; Li, L.; Ma, C. Y.
Effects of high pressure treatment on some physicochemical and
functional properties of soy protein isolates. Food Hydrocolloids 2008,
22, 560-567.

(12) Puppo, M. C.; Chapleau, N.; Speroni, F.; Lamballerie-Anton,
de M.,; Michel, F.; Anon, C.; Anton, M. Physicochemical modifications
of high-pressure-treated soybean protein isolates. J. Agric. Food Chem.
2004, 52, 1564-1571.

(13) Puppo, M. C; Speroni, F.; Chapleau, N.; Lamballerie-Anton,
de M.; Anén, C.; Anton, M. Effect of high-pressure treatment on emulsify-
ing properties of soybean proteins. Food Hydrocolloids 2008, 19, 289-296.

(14) Torrezan, R,; Thamb, W. P.; Bell, A. E.; Frazier, R. A;
Cristianini, M. Effects of high pressure on functional properties of soy
protein. Food Chem. 2007, 104, 140-147.

(15) Messens, W.; Van Camp, J.; Huyghebaert, A. The use of high
pressure to modify the functionality of food proteins. Trends Food Sci.
Technol. 1997, 8, 107-112.

(16) Tomotake, H.; Shimaoka, I; Kayashita, J.; Nakajoh, M.; Kato,
N. Physicochemical and functional properties of buckwheat protein
product. J. Agric. Food Chem. 2002, S0, 2125-2129.

(17) Pearce, K. N.; Kinsella, J. E. Emulsifying properties of proteins:
Evaluation of a turbidimetric technique. J. Agric. Food Chem. 1978,
26, 716-723.

(18) Tang, C. H; Yang, X. Q; Chen, Z; Wu, H; Peng, Z. Y.
Physicochemical and structural properties of sodium caseinate biopoly-
mers induced by microbial transglutaminase. J. Food Biochem. 2005,
29, 402-421.

(19) Venktesh, A.; Prakash, V. Functional properties of total sun-
flower (Helianthus annuus L.) seed-effect of physical and chemical
treatments. J. Agric. Food Chem. 1993, 41, 18-23.

(20) Zhang, L. M.; Kong, T.; Hui, P. S. Semi-dilute solutions of
hydroxypropyl guar gum: Viscosity behaviour and thixotropic proper-
ties. J. Sci. Food Agric. 2007, 87, 684-688.

(21) Hua, Y. F,; Huang, Y. R; Qiu, A. Y.; Liu, X. Y. Properties of soy
protein isolate prepared from aqueous alcohol washed soy flakes. Food
Res. Int. 2008, 38, 273-279.

(22) Molina, E; Defaye, A. B.; Ledward, D. A. Soy protein pressure
induced the gels. Food Hydrocolloids 2002, 16, 625-632.

(23) Tang, C. H. Functional properties and in vitro digestibility of
buckwheat protein products: Influence of processing. J. Food Eng. 2007,
82, 568-576.

(24) Iwami, K; Sakakibara, K; Ibuki, F. Involvement of post-
digestion ‘hydrophobic’ peptides in plasma cholesterol-lowering effect
of dietary plant proteins. Agric. Biol. Chem. 1986, 50, 1217-1222.

(25) Tang, C. H.; Sun, X. A comparative study of physicochemical
and conformational properties in three vicilins from Phaseolus legumes:
Implications for the structure-function relationship. Food Hydrocolloids
2011, 25, 313-324.

(26) Bradford, M. M. A rapid and sensitive method for quantitation
of microgram quantities of protein utilizing the principle of protein—dye
binding. Anal. Biochem. 1976, 72, 248-254.

(27) Laemmli, U. K. Cleavage of structural proteins during the
assembly of the head of bacteriophage T4. Nature 1970, 227, 680-68S.

(28) Kato, A.; Nakai, S. Hydrophobicity determined by a flurescence
probe method and its correlation with surface properties of proteins.
Biochim. Biophys. Acta 1980, 624, 13-20.

(29) Kresié, G; Lelas, V.; Herceg, Z.; Rezek, A. Effects of high
pressure on functionality of whey protein concentrate and whey protein
isolate. Lait 2006, 86, 303-315.

(30) Xu, S.; Damodaran, S. Comparative adorption of native and
denatured egg-white, human and T4 phage lysozymes at the air-water
interface. J. Colloid Interface Sci. 1993, 159, 124-133.

(31) Wei, Y. P.;; Wang, C. S.; W, J. S. B. Flow properties of fruits
fillings. Food Res. Int. 2001, 34, 377-381.

(32) Igarashi, A.; Kawasaki, M.; Nomura, S. L; Sakai, Y.; Ueno, M.;
Ashida, I; Miyaoka, Y. Sensory and motor responses of normal young
adults during swallowing of foods with different properties. Dysphagia
2010, 25, 198-206.

(33) Dumoulin, M.; Ozawa, S.; Hayashi, R. Textural properties of
pressure-induced gels of food proteins obtained under different tem-
peratures including subzero. J. Food Sci. 1998, 63, 92-99.

(34) Okamato, M.; Kawamura, Y.; Hayashi, R. Application of high
pressure processing: Textural comparison of pressure-and heat-induced
gels of food proteins. Agric. Biol. Chem. 1990, 54, 183-189.

(35) Wang, C. H,; Damodaran, S. Thermal gelation of globular
proteins: Weight- average molecular weight dependence of gel strength.
J. Agric. Food Chem. 1990, 38, 1157-1164.

(36) Dumoulin, M.; Ozawa, S.; Hayashi, R. High pressure, a unique
tool for food texturization. Food Sci. Technol. Int. Tokyo 1998, 4,99-113.

(37) Penas, E.; Préstamo, G; Polo, F.; Gomez, R. Enzymatic
proteolysis, under high pressure of soybean whey: Analysis of peptides
and the allergen Gly m 1 in the hydrolysates. Food Chem. 2006,
99, 569-573.

(38) Bonomi, F.; Fiocchi, A.; Frokiaer, H.; Gaiaschi, A.; lametti, S.;
Poesi, C.; Rasmussen, P.; Restani, P.; Rovere, P. Reduction of immunor-
eactivity of bovine 3-lactoglobulin upon combined physical and proteo-
Iytic treatment. J. Dairy Res. 2003, 70, S1-59.

(39) Stapelfeldt, H.; Petersen, P. H.; Kristiansen, K. R.; Qvist, K. B.;
Skibsted, L. H. Effect of high hydrostatic pressure on the enzymatic
hydrolysis of (-lactoglobulin B by trypsin, thermolysin and pepsin.
J. Dairy Res. 1996, 63, 111-118.

(40) Chicén, R; Lépez-Fandino, R; Quirés, A,; Belloque, J.
Changes in chymotrypsin hydrolysis of -lactoglobulin A induced by
high hydrostatic pressure. J. Agric. Food Chem. 2006, 54, 2333-2341.

(41) Gekko, K. Flexibility of globular proteins in water as revealed by
compressibility. In Water Relationships in Foods; Levine, H., de Sla, L.,
Eds.; Plenum Press: New York, 1991; pp 753—771.

(42) Kelly, S. M; Jess, T. J.; Price, N. C. How to study proteins by
circular dichroism. Biochim. Biophys. Acta 2005, 1751, 119-139.

(43) Wang, Z. Protein. In Food Chemistry; Wang, Z.,Xu, S. Y., Tang, J.,
Eds.; Chinese Light Industry Press: Beijing, China, 2001; pp 125—126.

(44) Thomson, W. A. B. Infant formulas and the use of vegetable
protein. J. Am. Oil Chem. Soc. 1979, 56, 386-388.

12036 dx.doi.org/10.1021/jf203390e |J. Agric. Food Chem. 2011, 59, 12028-12036



