Influence of Protein Addition on Rheological Properties of Amylose-
and Amylopectin-Based Starches in Excess Water
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ABSTRACT

The effect of zein, gliadin, glutelin, and glutenin on the rheological
properties of amioca (98% amylopectin) starch, Hylon V (50% amylose
and 50% amylopectin), and potato starch (100% amylose) was determined
in small-amplitude oscillatory measurements at temperatures ranging from
64 to 100°C. The results showed that starch viscosity was significantly
affected by the presence of protein. The amylose-amylopectin ratio, the
type of protein, and temperature, coupled with residence time and moisture
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content, appeared to affect the extent of viscosity change. The gelatini-
zation of amylopectin favored a synergistic increase in viscosity with addi-
tion of protein. Gliadin and glutenin resulted in greater increases in
viscosity than did zein and glutelin, which are more hydrophobic. The
gelatinization of amylose starch did not result in the same type of
synergistic interactions.

Although rheological properties of cereal biopolymers such as
starch (Greenwood 1979) and protein (Nielson et al 1962, Hamada
et al 1982, Inde and Rha 1982) have been studied individually,
little work has been done to understand whether the rheology
of their mixtures generates synergistic or antagonistic results dur-
ing cooking. Examples of such work include studies of the fre-
quency dependence of the storage modulus for gluten-starch mix-
tures, which were shown to become steeper as the protein-starch
ratio decreased (Hibberd 1970). Additionally, interactions among
different constituents of cereal flours were shown to contribute
to the properties of their doughs (Bushuk 1986).

D’Appolonia and Shelton (1984) suggested that there is a con-
siderable amount of indirect evidence that wheat flour proteins
interact with varying degrees of specificity with flour carbohy-
drates when flour is mixed with water to form a dough. For
example, they suggested that wheat starch granules have unique
surface properties that facilitate interaction with gluten proteins.
Baking studies performed by Hoseney et al (1971) showed that
starch-gluten doughs made from wheat, barley, and rye behaved
similarly to one another, whereas corn, oat, and rice starches
behaved differently from one another.

There are no data that report specific interactions between
gliadin and starch or glutenin and starch containing various
amylose-amylopectin ratios. The same is true for zein and starch
and glutelin and starch. The objective of this article is to report
studies on the effect of zein, gliadin, glutelin, and glutenin on
the rheological properties of a 98% amylopectin starch, a 50%
amylose and 50% amylopectin starch hybrid (Hylon V), and potato

'Food Science Department, Center for Advanced Food Technology, New Jersey
Agricultural Experiment Station, Rutgers University, New Brunswick 08903-0231.

© 1992 American Association of Cereal Chemists, Inc.

amylose (100% amylose) as a function of moisture content and
temperature as measured by the complex viscosity (n*) in small-
amplitude oscillatory measurements. The results should help eluci-
date the role of the amylose-amylopectin ratio and type of protein
onrheological properties of starch-protein mixtures and determine
whether synergistic or antagonistic results are obtained.

MATERIALS AND METHODS

Amioca (98% amylopectin) lot AG42D8, Hylon V (50% amylose
and 50% amylopectin starch) lot AG3501, and isolated potato
amylose lot KDD26 were donated by the National Starch and
Chemical Corporation, Bridgewater, NJ. Zein (lot 84F-0155) was
obtained from the Sigma Chemical Company, St. Louis, MO.
Glutelin was extracted from corn meal gluten (lot 86F-0074,
Sigma) according to the method proposed by Osborne (1907)
using 70% ethanol. Gliadin (lot 35F-8160) was obtained from
Sigma directly, and glutenin was extracted using Osborne’s meth-
od from Sigma wheat gluten meal (lot 15F-0182).

Initial moisture content was determined by placing approxi-
mately 5 g of each material in a vacuum oven at 100°C with
a pressure of approximately 25 mmHg according to AACC
method 44-40 (AACC 1983). The protein-starch ratio for each
of the protein-starch systems was kept constant at 12 parts of
protein to 88 parts starch by weight on a dry basis. This ratio
was selected because it represents the average ratio of starch to
protein commonly found in flour. Samples were uniformly mixed
in the order of protein to starch by dry blending with a mixer
and then were added to water to assure homogeneity as well
as full hydration of both protein and starch. Samples were allowed
to equilibrate and hydrate for 1 hr before experimentation.
Estimated total moisture contents of 55, 64, and 829% were used
for amylopectin, and total moisture contents of 64, 70, 75, and
82% were used for Hylon V-protein systems. Moisture contents
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lower than 64% could not be used with Hylon V because the
samples could not be handled during rheological measurements.
Only 82% moisture could be used for amylose because, below
that moisture content, the sample did not form a homogeneous
semisolid material, which is necessary for rheological measure-
ments.

Reactor Studies

Precooking of samples using reactor bomb. Amioca and
amioca-protein samples at moisture contents of 55, 64, and 82%
were heated to 64, 72, and 100°C using a reactor bomb, with
a 300-ml chamber volume obtained from the Parr Instrument
Company, Moline, IL. Hylon V and Hylon V-protein as well
as potato amylose and potato amylose-protein mixtures were
studied only at 829% moisture at 100°C using the same reactor
bomb because the broken gel structure of the samples did not
allow subsequent rheological measurements at other conditions.
A constant headspace pressure of 50 psig was used to prevent
vapor flash-off at the higher temperature. The bomb does not
provide a constant heating rate; however, a uniform heating profile
could be maintained. The suspensions were held at the desired
temperature for 10 min before being cooled to room temperature.
They then were immediately used for rheological study.

Rheological measurements. Rheological measurements were
conducted at room temperature on the cooled samples imme-
diately after preparation. Measurements were performed in tripli-
cate using the parallel plate geometry of the Rheometrics mechani-
cal spectrometer (Rheometrics, Inc., Piscataway, NJ) with a gap
of 2 mm.

To prevent moisture loss during experimentation, the mea-
surement chamber was kept at saturated moisture conditions with
the use of a stainless steel cover and sponges saturated with water
in the interior of the chamber.

During small-amplitude oscillatory measurements, strain
sweeps were first conducted at a frequency of 1.0 rad/sec for
each sample to determine the linear region where the complex
viscosity is independent of the magnitude of the imposed strain.
Frequency sweeps then were conducted from 0.1 to 100 rad/
sec at the selected magnitude of strain.

Time-temperature studies with a mechanical spectrometer. To
measure rheological properties as a function of temperature and
time in the Rheometrics mechanical spectrometer, starch-protein
suspensions were heated at a rate of 3°C/min from 30 to 100°C
and then held at 100°C for 10 min while the complex viscosity
| was being simultaneously measured at a frequency of 10 rad/
sec. Parallel plates, 25 mm in diameter, were used with a 2-mm
gap. Measurements were conducted in triplicate, and their aver-
ages are reported here.

Moisture loss of the samples during the heating process was
reduced by lubricating the edges between the plates with a silicone
oil as suggested by Szczesniak et al (1983). Actual moisture loss

determination of the samples showed that moisture losses ranged
between 2 and 3%. The results are therefore reported with errors
in moistures in the range of 2-3%. Because the moisture loss
is the same for starch and starch-protein mixtures, this experi-
mental error does not cloud the conclusions.

RESULTS AND DISCUSSION

Isothermal Rheological Measurements

Amylopectin (amioca) and protein systems. The complex vis-
cosities versus frequency for amylopectin and amylopectin-protein
systems are shown in Table L. The four treatments included amioca
at 64% moisture heated in a Parr bomb to 64°C for 10 min
and then cooled to 25°C, heated to 64°C for 20 min and then
cooled to 25°C, heated to 72°C for 10 min and then cooled to
25°C, and heated to 100°C for 10 min and then cooled to 25°C.
At 64°C and 10 min, the amylopectin-water system gave the
highest complex viscosity |7* at both frequencies. All amylo-
pectin-protein mixtures had lower complex viscosities over the
entire frequency range. The temperature of 64°C is slightly below
the gelatinization point of amylopectin starch (Breslauer et al
1990). The presence of the protein decreases viscosity because
large starch molecules are diluted by smaller protein molecules.

Increasing the residence time at this temperature did not have
a significant effect. The complex viscosity versus frequency curves
of all of the protein-added systems at 64% moisture content cooked
at 64°C for 20 min and then cooled to 25°C also show lower
complex viscosities than does the curve of amioca alone. Increas-
ing the residence time did not result in increases in viscosities
of starch with the addition of protein.

As the temperature was raised to 72°C, the protein-added
systems, with the exception of amylopectin-zein, had higher com-
plex viscosities than did amioca-water, as seen in Table I. At
this temperature, differential scanning calorimetry has shown
(Breslauer et al 1990) that gelatinization of amylopectin starch
readily occurs. This temperature also is above the denaturation
temperature of all of the proteins studied. Therefore, as starch
gelatinizes and proteins denature, it is possible that entanglements
develop a network structure (De Gennes 1971) and result in syner-
gistic increases in viscosity. It would, however, be expected that
such synergism also would depend on the compatibility (or solu-
bility) of one polymer with the other. Clearly, starch and the
hydrophilic cereal proteins are insoluble in one another. The
reason that the viscosity of the amylopectin-zein system is still
comparable to the viscosity of amioca appears to be attributable
to the fact that zein is the most hydrophobic protein among the
four proteins studied and, therefore, has the lowest compatibility
with starch. With increasing hydrogen bond density on the protein,
increasing compatibility with starch would be expected, resulting
in the synergistic interactions observed with other proteins.

Amylopectin starch in amylopectin-protein samples with 64%

TABLE 1
Complex Viscosity (n*, in P) Versus Frequency at 64% Moisture for Amioca and Amico-Protein

Frequency, rad/sec

Amioca Amioca + Zein Amioca + Gliadin Amioca + Glutenin
Treatment 1 10 1 10 1 10 1 10
Heated to 64°C for
10 min, cooled 7.0 X 10* 7.0 X 103 2.0 X 10* 2.5X10° 3.0 X 104 3.8 X 103 5.2 X 10* 7.0 X 103
to 25°C
Heated to 64°C for
20 min, cooled 4.8 X 10* 6.0 X 10° 1.0 X 10* 1.5 X 10° 3.2 X 10* 4.8 X 10° 1.9 X 10* 3.1X10°
to 25°C
Heated to 72°C for
10 min, cooled 2.5 X 10* 3.1 X 103 2.0 X 10* 2.5 X103 4.2 X 10* 5.6 X 103 4.0 X 10* 7.0 X 10°
to 25°C
Heated to 100°C for
10 min, cooled 22X 10° 53X 10* 3.6 X 10° 4.8 X 10* 1.02 X 10°¢ 2.5 X 10° 1.05 X 10°¢ 2.4 %X 10°

to 25°C
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TABLE 11
Complex Viscosity (7*, in P) Versus Frequency at 829 Moisture for Hylon V and Hylon V-Protein

Frequency, rad/sec

Hylon V Hylon V + Zein Hylon V + Gliadin Hylon V + Glutenin
Treatment 1 10 1 10 1 10 1 10
Heated to 100°C for .
10 min, cooled 2.1 X 10° 2.6 X 10* 7.3 X 10* 9.5 X 10° 6.5 X 10* 8.5 X 10° 1.04 X 10° 1.08 X 10
to,25°C
1.0E+04 — e TABLE III
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x o X x as a Function of Moisture Content
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Fig. 1. Amioca and amioca-protein at 55% moisture: Complex viscosity %) Amioca Zein Gliadin Glutenin  Glutelin
(n*) vs. temperature and time.
55 72.0 76.7 82.4 75.8 76.5
64 71.5 78.3 80.9 77.4 76.2
moisture heated at 100°C for 10 min was completely gelatinized 82 75.1 76.2 76.5 74.8 754

(Breslauer et al 1990). At 64% moisture, all of the protein and
starch mixtures (including amylopectin-zein) had higher complex
viscosity values than did amylopectin alone. The amioca-gliadin
and the amioca-glutenin systems showed the highest complex
viscosity values, which are almost a decade higher than amylo-
pectin, followed closely by amylopectin-glutelin and amylopectin-
zein. The temperature of 100°C is well above the denaturation
temperature of all proteins. The proteins are known to undergo
transitions from o-helix to B-pleated sheet structure and their
hydrophilic amino acids are exposed (Bauman and Breslauer
1988). This makes the proteins more compatible with starch and
results in increasing synergism. Consistent with the previous ex-
planation, the more hydrophobic corn proteins glutelin and zein
result in the smallest degree of synergistic behavior, resulting in
comparatively lower viscosities than do gliadin and glutenin.

Hylon V and Hylon V-protein systems. For Hylon V-water
and Hylon V-protein-water mixtures, the complex viscosities for
Hylon V were higher than those for amylopectin at 100°C, as
shown in Table II. This is attributable to the fact that Hylon
V contains approximately 50% amylose, and amioca contains
only about 2%. Leaching and retrogradation of amylose molecules
also significantly contribute to viscosity in gelatinized starch
systems containing large amounts of amylose (Eliasson 1985).

At the moisture content of 82%, Hylon V had the largest com-
plex viscosity, followed by Hylon V-glutenin. Hylon V-glutenin,
Hylon V-zein, and Hylon V-gliadin all had lower viscosities than
did Hylon V. Clearly, the presence of approximately 50% amylose
affected the synergistic interactions between protein and carbo-
hydrate observed with amylopectin starch at this temperature and
residence time. This might be associated with the linear nature
of amylose. It is known, for example, that branched-chain poly-
mers entangle a great deal more than do linear polymers (Graessley
1977). Therefore, above the gelatinization temperature of starch,
the likelihood of entanglement formation with protein is much
higher with amylopectin than with amylose. Furthermore, the
long side branches of amylopectin enhance the potential for inter-
action with the hydrophilic-compatible portions of the protein
molecule.

#989% amylopectin.

Time-Temperature Studies of Starch-Protein Systems

Amioca (98% amylopectin)-protein. At 55% moisture, a close
examination of the actual magnitudes of the peak viscosity and
the peak viscosity temperature in Figure 1 clearly shows that
they are affected by the addition of protein, as shown in Tables
I1I and IV. The addition of all proteins increased the peak viscosity
temperature for amioca. The presence of protein retards the gela-
tinization process, possibly by competing for the available water.

Isothermal viscosity measurements at 100°C at the end of the
heating cycle for 10 min showed that viscosity of the starch-protein
mixtures was higher than that of amylopectin-water mixtures
alone.

For 64% moisture, the amylopectin and amylopectin-protein
complex viscosity versus temperature-time curves are shown in
Figure 2. With the exception of the gliadin-added systems, all
of the amioca and amioca-protein systems showed fairly close
peak viscosity values, as seen in Table III. The values for peak
viscosity temperature were not significantly changed and varied
by about 2°C, as seen in Table IV.

Isothermal viscosity measurements conducted at 100°C showed
approximately constant viscosity values for all protein-starch
mixtures higher than those for amylopectin starch alone. This
is consistent with the studies of amylopectin starch-protein systems
discussed earlier.

At 82% moisture content, water was in excess for amylopectin
starch (Baumann and Breslauer 1988). Here, the peak complex
viscosity and viscosity decay occurred over a short temperature
range relative to 55% moisture (Fig. 3). The temperature at which
the peak complex viscosity occurred was not significantly affected
by protein addition (Table IV). The peak viscosities were higher
than those of amylopectin when glutelin and glutenin were added
and lower when zein and gliadin were added (Table III). However,
isothermal measurements of amylopectin with glutelin or glutenin
continued to have higher complex viscosities than did amylopectin
alone.
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Hylon V-Hylon V + proteins. The comparisons of the rheo-
logical behavior of Hylon V and Hylon V-protein systems at
64 and 82% moisture are shown in Figures 4 and 5 and Tables
V and VI, respectively. At 64% moisture, the addition of zein
to Hylon V did not significantly alter the peak complex viscosity.
The addition of glutelin and glutenin to Hylon V increased the
peak viscosity. The addition of gliadin, on the other hand, de-
creased the value for peak viscosity by close to one third that
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of Hylon V alone. The reason for this is not well understood;
however, the experiment is reproducible.

The isothermal 100°C/10 min measurements showed that all
four Hylon V-protein systems had higher viscosities than did
Hylon V alone. The Hylon V-glutelin system continued to display
the highest complex viscosity, but the Hylon V-glutenin system,
which had the highest peak viscosity, had only a slightly higher
viscosity than Hylon V-zein. Hylon V-gliadin systems are in
between the Hylon V and the Hylon V-glutenin systems. The
presence of significant amounts of amylopectin in Hylon V and
the increase in the heating time to approximately 30 min allowed
for the interaction observed with amylopectin in isothermal ex-
periments.

At 82% moisture, the addition of protein reduced the peak
viscosity in all four cases. The addition of glutelin had the least
effect. Hylon V-zein and Hylon V-glutelin showed an approximate
30% decrease. Hylon V-gliadin showed the lowest peak viscosity,
with a 56% drop, as it did in the 64% moisture measurements.
Isothermal 100° C measurements at this moisture content showed
lower viscosities for all protein-added systems when compared
with Hylon V alone. This is most likely attributable to an excess
moisture environment. Essentially, the excess moisture completely
hydrates any source of interaction between starch and protein
of hydrophilic nature, and the potential for entanglement and
interaction decreases.

The comparison of amylopectin to amylose with regard to
protein addition is markedly different. For most of the high-
amylopectin systems studied at 82% moisture content, the effect
of the addition of protein was positive, whereas none of the
proteins had a positive effect on the viscosity of Hylon V.

Potato amylose vs. potato amylose-protein systems. Figure 6
shows the results obtained from analysis of potato amylose and
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Fig. 5. Hylon V and Hylon V-protein at 82% moisture: Complex viscosity
(n*) vs. temperature and time.

TABLE V
Maximum Viscosity Temperature as a Function of Moisture Content

Average Temperature, °C

Moisture
Content Hylon Hylon Hylon Hylon
(%) HylonV ~ V-Zein  V-Gliadin V-Glutenin V-Glutelin
64 76.5 86.0 87.0 83.5 80.0
82 95.5 95.5 95.0 94.0 94.5
TABLE VI

Average Maximum Viscosity as a Function of Moisture Content

Average Maximum Viscosity, P

Moisture

Content Hylon Hylon Hylon Hylon
(%) HylonV ~ V-Zein  V-Gliadin V-Glutenin V-Glutelin
64 4,370 4,612 1,775 6,198 5,927
82 810 551 357 525 735
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TABLE VII
Potato Amylose and Potato Amylose-Protein Systems:
Maximum Viscosity as a Function of Moisture Content

Peak Peak
Temperature Viscosity

System () P)
Potato amylose 98.0 646
Potato amylose-zein 97.5 320
Potato amylose-gliadin 92.5 103
Potato amylose-glutenin 95.5 486
Potato amylose-glutelin 94.0 404

potato amylose plus protein systems at 82% moisture content.
Except for the case of potato amylose-gliadin protein, amylose
systems showed a steady increase in complex viscosity up to a
maximum temperature. This was followed by a plateau region
during the time the temperature was held at 100°C. Very little
setback was observed. The presence of the proteins decreased
the peak viscosity of potato amylose. This is in contrast to amylo-
pectin-protein mixtures, where the mixtures were found to have
higher peak viscosities than did amylopectin alone. The major
difference between amylose and amylopectin is the branched-chain
nature of amylopectin. It is possible that, because amylose-amy-
lose interactions are favored in the absence of side branches, the
potential for interaction between amylose and proteins is reduced.
The values for the peak viscosity and the temperature corres-
ponding to the peak viscosity are given in Table VII. The addition
of protein also tended to lower the temperature at which peak
viscosity occurred.

In conclusion, it was shown that starch viscosity was signifi-
cantly affected by the presence of protein. The amylose-amylo-
pectin ratio, the type of protein, and temperature, coupled with
residence time and moisture content, appeared to affect the extent
of viscosity change. Amylopectin starch favored increases in vis-

cosity above the gelatinization temperature, presumably due to
the branched nature of amylopectin. With amylose starch, amy-
lose-amylose interactions appeared to be favored to a greater
extent than were amylose-protein interactions.
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