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ABSTRACT: In this study, we attempted to enrich cyclo-His-Pro (CHP) using enzymatic hydrolysis of yeast and to eval-
uate the functionality of yeast hydrolysate (YH)-enriched CHP. Flavourzyme offered a better performance in enhancing 
CHP content than other proteases. The CHP enrichment conditions were optimized as follows: addition of 1% Flavour-
zyme, 48-h incubation at 60oC, and pH 6.0. The CHP content significantly increased by 20-fold after ultra-filtration (UF). 
Maximal CHP translation was obtained after heating for 8 h at 50oC and pH 7.0. YH showed poor foaming capacity be-
tween pH 3.0 to 9.0. The emulsifying activities of YHs were slightly higher at near acidic pH. Increase in heating temper-
ature and time resulted in decreased CHP content. The results indicate that YH is more heat stable after UF. Therefore, 
the CHP in YH after UF can be used as a food additive with physiological CHP activity and high heat stability.
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INTRODUCTION

In recent years, the role of dietary proteins as physiolog-
ically active components has been increasingly acknowl-
edged. Such proteins or their precursors may occur nat-
urally in raw food materials and exert their physiological 
action directly or upon enzymatic hydrolysis in vitro or in 
vivo.

Recently, several studies demonstrated that yeast hy-
drolysate (YH) displayed physiological effects such as 
anti-obesity, anti-stress, and immuno-potentiating activ-
ities (1). For these reasons, YH is receiving remarkable 
attention as a functional material in the diet food mar-
ket. The continuing development of functional foods is 
likely to entail increased use of different protein sources 
known to contain bioactive components.

Cyclo-His-Pro (CHP) is a naturally occurring cyclic di-
peptide consisting of histidyl and proline and is a metab-
olite of thyrotropin-releasing hormone (TRH). It is also 
synthesized through other biochemical processes and is 
found in many protein-rich, processed foods or peptide 
sources (2,3). Since plasma levels of CHP in humans are 
increased after glucose intake, CHP activity may be asso-
ciated with glycemic control in diabetes (4-6). Further-
more, several studies have demonstrated that CHP de-

creases food intake, thus mimicking the action of leptin, 
which controls appetite (7,8). Furthermore, no evidence 
of toxicity or side effects associated with CHP oral ad-
ministration has been reported (6,9).

Various products can be converted to value-added pro-
ducts by enzymatic hydrolysis, which is widely applied 
to improve and upgrade the functional and nutritional 
properties of proteins. Bioactive peptides can be released 
by enzymatic proteolysis of food proteins and may act as 
potential physiological modulators of metabolism during 
the intestinal digestion. The possible regulatory effects 
of peptides are related to nutrient uptake, immune de-
fense (10), opioid (11), antioxidant (12), and antihyper-
tensive activities (13). 

Furthermore, controlled enzymatic hydrolysis of pro-
teins may modify and even improve the functional prop-
erties of proteins. Since enzymatic hydrolysis potentially 
affects the molecular size and hydrophobicity, as well as 
the polar and ionizable groups of protein hydrolysates, it 
directly affects the functional properties and their use as 
food ingredients (14). Thus, protein hydrolysates with 
bioactive properties and acceptable functional properties 
could be utilized in formulated food systems to provide 
high nutritional value, an attractive appearance, and a 
smooth mouthfeel.
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Table 1. Characteristics of enzymes used for the hydrolysis of yeast extract rich in cyclo (His-Pro)

Enzyme Main activity Source
Optimum conditions

Temperature (oC) pH

Alcalase Protease Bacillus spp. 50 8.3
Ficin Protease Latex of Ficus carica or Ficus glabrata 45∼55 6.0 
Flavourzyme Endo-protease, exo-protease Aspergillus oryzae 50 5.0∼7.0
Neutrase Protease Bacillus amyloliquefaciens 45∼55 5.5∼7.5
Protamax Endo-protease Bacillus spp. 35∼60 5.5∼7.5

Information supplied by product sheets from manufacturer. Selected optima for experimental runs are shown in parentheses.

The objective of the present study was to investigate 
the optimum conditions to enrich CHP in YH and to 
evaluate its functional properties as a theoretical basis 
for the application of YH as functional food material.

MATERIALS AND METHODS

Materials
CHP purchased from Sigma Chemical Co. (St. Louis, 
MO, USA) was used as a reference material for analysis 
of CHP in the following commercial hydrolysate. Yeast 
was purchased from Jenico Co., Ltd. (Seoul, Korea), and 
YH was obtained from Neo Cremar Co., Ltd. (Sungnam, 
Korea). All hydrolysates were centrifuged at 3,000 g, and 
the supernatants were dried for further studies. For en-
zyme hydrolysis, Neutrase, Alcalase, Flavourzyme, and 
Protamax were obtained from Novo Korea (Seoul, Ko-
rea), and Ficin was obtained from Sigma Chemical Co. 
High-performance liquid chromatography (HPLC) grade 
acetonitrile was purchased from Burdick and Jackson 
(Muskegan, MI, USA). All other reagents were of ana-
lytical grade.

Enzymatic hydrolysis
Enzymatic hydrolysis of yeast for enrichment of CHP 
was carried out as detailed below. Selection of enzyme 
type study; an 8% yeast suspension was hydrolyzed for 
48 h using 5 enzymes: Neutrase (endo-protease from 
Bacillus amyloliquefaciens), Alcalase (endo-protease from 
B. licheniformis), Protamax (Bacillus protease complex), 
Flavourzyme (endo- and exo-protease from Aspergillus or-
yzae), and Ficin (endo-protease from fig tree latex). The 
main characteristics of each enzyme are summarized in 
Table 1. The hydrolysis temperature was maintained at 
50∼60oC for crude enzymes and the enzyme/yeast sub-
strate ratio was 0.5∼1.5/100. Hydrolysis was performed 
in 0.01 mol/L phosphate buffer and pH was adjusted to 
the specific optimal values for each of the proteases (pH 
8.0 for Alcalase, pH 7.0 for Neutrase, Protamex, Fla-
vourzyme, and Ficin) before hydrolysis was initiated. 
Enzyme inactivation to stop the hydrolysis was done by 
heating at 90oC for 5 min. 

Optimization of processing parameters for production of 
yeast hydrolysate
An 8% yeast suspension was hydrolyzed with 0.5∼1.5% 
Flavourzyme for 48 h. The reaction was stopped by in-
cubating the mixtures in a boiling water bath for 10 min. 
The hydrolysate was then centrifuged at 2,800 g for 10 
min and the supernatant was used for analysis of CHP.

Next, the effect of incubation time on the CHP content 
and yield was examined by hydrolyzing the yeast sus-
pension with 1% Flavourzyme for 8 h. To obtain the op-
timum pH condition for CHP content and yield, protease 
solutions in a range of pH values from 5.0 to 7.0 were 
used, with the protease concentration at 1% and in-
cubation time at 48 h.

Fractionation of YH by ultra-filtration
The YH obtained by enzymatic hydrolysis was centri-
fuged and the supernatants were passed through a 0.2 
m cutoff membrane filter (Satocon cassette, Sartorius, 
Germany). Next, a part of the solution was removed and 
the filtrate was pumped through 30 kDa and 10 kDa 
molecular weight cut off membranes (Satocon cassette). 

Transformation of YH by heat treatment
The YH fraction with molecular weight below 10 kDa 
was transformed by heat treatment in 0.01 mol/L phos-
phate buffer for 2∼12 h. The pH of the solution was ad-
justed to 5.0∼8.0 values before hydrolysis was initiated. 
The mixture was incubated at 40∼60oC in an incubator 
for 2∼8 h. 

Analysis of CHP contents 
The hydrolysate was centrifuged at 10,000 g for 20 min 
at 5oC and the supernatant was filtered through glass- 
wool. The supernatant (300 L) was then deproteinised 
by adding 3 volumes (900 L) of methanol (HPLC grade) 
and allowing the mixture to stand at 4oC for 15 min. 
The sample was centrifuged (12,000 g) for 3 min, and 
the supernatants were filtered through a 0.22 m mem-
brane filter. The CHP content in each hydrolysate was 
analyzed by HPLC (Varian 230, Varian Inc., Palo Alto, 
CA, USA) using a Hamilton PRP-1 RP 10 m column 
(250 mm×4.1 mm i.d., Hamilton Company, Reno, NV, 
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USA) and a Hamilton PRP 10 m pre-column (25 mm× 
1.3 mm i.d., Hamilton Company). The mobile phase was 
a mixture of acetonitrile and 0.75 g/L 1-heptanesulfonic 
acid in 0.004 mol/L aqueous trifluoroacetic acid (10:90, 
v/v), adjusted to pH 2.4 with NaOH before use. The 
flow rate was 0.5 mL/min. The sample (20 L) was in-
jected and monitored spectrophotometrically at 220 nm 
(15). 

Emulsifying properties
The emulsifying activity index (EAI) at various pH values 
was measured by the turbidometric method described 
previously (16). To form an emulsion, 1% (w/v) of the 
sample was dissolved in 50 mM citrate-NaOH buffer 
(pH 3.6), phosphate buffer (pH 7.6), and Tris-HCl buffer 
(pH 9.0). Twelve milliliters of the dissolved sample and 
4 mL corn oil were homogenized in a blender (T25B, 
IKA® Werke GmbH & Co. KG, Staufen, Germany) at 
12,000 rpm for 1 min. A 50-L aliquot of the emulsion 
was taken from the bottom container at different time 
intervals and diluted in 5 mL of 0.1% sodium dodecyl 
sulfate. The absorbance of the diluted emulsion was 
measured at 500 nm. All experiments were conducted at 
room temperature. EAI was calculated according to the 
following equation:

EAI (m2/g)=
(2T×D)

=
(4.606×A×D)

(×C×104) (×C×L×104)

where T is turbidity, D is the dilution factor,  is the 
volume fraction of the dispersed phase (oil), C is protein 
weight per volume of aqueous phase before the emul-
sion, A is the observed absorbance, and L is the path 
length of the cuvette.

Foaming properties
Foaming capacity and stability of the samples were 
measured according to a method described previously 
(17). A 1% (w/v) sample was dissolved in 50 mM cit-
rate-NaOH buffer (pH 3.6), phosphate buffer (pH 7.6), 
and Tris-HCl buffer (pH 9.0) and then agitated for 2 min 
at 10,000 rpm in a blender (T25B, IKA® Werke GmbH 
& Co. KG). The whipped sample was immediately trans-
ferred into a graduated cylinder and the total volume 
was measured after 30 s. The foaming capacity was cal-
culated according to the following equation:

Foaming capacity (%)=
Vol. after whipping−Vol. before whipping (mL)

×100Vol. before whipping (mL)

The whipped sample was then allowed to stand at 20oC 
for 3 min, and then the volume of whipped sample was 
recorded. Foam stability was calculated as follows:

Foaming stability (%)=
Vol. after standing−Vol. before whipping (mL)

×100Vol. before whipping (mL)

Heat stability of CHP in YH
For heat stability studies, 1% yeast hydrolysate solutions 
were prepared in 50 mM phosphate buffer (pH 7.6). YH 
(2 mL) were placed in glass tubes (10 mm i.d.×120 mm; 
AGB Scientific Ltd., Dublin, Ireland), sealed with sili-
cone bungs, and immersed in a thermostatically con-
trolled oil bath at 140oC and 160oC for 4 min. After heat 
treatment, thermal stability was determined by measur-
ing the CHP content.

Statistical analysis
All statistical analyses were performed using the Statisti-
cal Package for Social Sciences (SPSS) version 12.0 (SPSS 
Inc., Chicago, IL, USA). The statistical significance was 
assessed by a two-way analysis of variance (ANOVA). 
When significant effects were found, a one-way ANOVA 
was used to determine the differences between the 
groups involved. All data are presented as the mean± 
standard deviation (SD). Results were considered stat-
istically significant at P＜0.05.

RESULTS AND DISCUSSION

Selection of enzyme 
The enzymatic hydrolysis of proteins is a very efficient, 
specific reaction and can be carried out under mild con-
ditions so that the nutritional quality of the amino acids 
is maintained (18). For example, alkaline hydrolysis of 
protein not only destroyed some essential amino acids 
(tryptophan, cysteine, or serine), but also resulted in 
change of amino acid structure from L-form into D-form 
which is not consumable by humans (19). 

Enzymatic hydrolysis for the enrichment of CHP was 
performed with various commercial proteases under op-
timal conditions. The CHP content in YH was 130.4± 
8.7 g/g. As shown in Table 2, the extraction yields of 
CHP increased notably upon treatment with various 
proteases. The proteases hydrolyzed the proteins and 
peptides in YH, released CHP from the proteins, and in-
creased the extraction efficiency. Flavourzyme-treated 
hydrolysate contained the highest CHP content (674.8± 
22.1 g/g) of all the tested proteases. Since a high CHP 
content in the hydrolysate was necessary for its use as 
functional material, Flavourzyme was selected for opti-
mizing the extraction process in the following tests. The 
possible reason for the high efficiency of Flavourzyme 
may be that it is a protease mixture containing both en-
do- and exo-protease activities. In food protein hydrol-
ysis, endo-protease applications are dominant because 
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Fig. 1. Optimization of yeast hydrolysis by Flavourzyme for enrichment of CHP. (A) optimization of protease concentrations, (B) 
optimization of incubation time, (C) optimization of pH, (D) optimization of incubation temperature. For optimization of the hydrolysis 
conditions, CHP content and yield were measured in various conditions. Values with different letters (a-d) are significantly different
at P＜0.05 by one-way ANOVA with Tukey’s multiple range test.

Table 2. Effect of different enzyme preparations on extraction 
yields of CHP

Hydrolysate Yield (%) CHP (g/g)

Control 12.0±0.3e 130.4±8.7e

Alcalase 21.2±1.4c 286.0±13.4d

Ficin 33.9±1.0a 468.1±15.4bc

Flavourzyme 16.4±1.1d 674.8±22.1a

Neutrase 21.0±2.2c 502.2±30.1b

Protamax 28.4±1.2b 430.2±28.3c

Mean±SD.
Control: non-enzymatic treatment.
Values with different letters (a-e) within the same column are 
significantly different at P＜0.05 by Tukey’s multiple range test.

they can produce smaller peptides. Occasionally, the en-
do-proteases are combined with exo-proteases for com-
plete degradation (18). In this study, the yeast cells 
treated with Flavourzyme, which has both activities 
(endo- and exo-protease), generated the highest level of 
CHP. The oral intake of protein hydrolysates is, how-
ever, limited by their often very bitter taste, so they can 
only be added to food products at relatively low concen-
trations without producing an unacceptable flavor. Fla-
vourzyme was evaluated as an effective enzyme for the 
production of CHP with slightly bitterness from the 

present study (data not shown). Therefore, Flavourzyme 
was selected as a suitable enzyme for the production of 
CHP. 

Optimization of YH enriched CHP 
The effect of using different protease concentrations on 
CHP extraction at an incubation time of 48 h is shown 
in Fig. 1A. An increase in protease concentration up to 
1% resulted in corresponding increase in the extraction 
contents of CHP and yields. Concentration of 1% pro-
duced almost the same extraction content of CHP and 
yield as a concentration of 1.5%, indicating that 1.0% 
protease concentration was sufficient for optimal hydrol-
ysis of YH. Thus, 1% was selected as the suitable pro-
tease concentration for use.

Next, the effect of incubation time on the extraction 
content of CHP and yield was examined. An increase in 
the extraction contents of CHP and yields was observed 
with time (Fig. 1B). During the initial 48 h, the extrac-
tion of CHP was considerably enhanced. After further 18 
h incubation, the extraction contents of CHP and yields 
were almost maintained at a steady level indicating that 
an incubation of 48 h is long enough for the protease to 
degrade the YH.

Enzyme activities are easily influenced by pH. Keeping 
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Fig. 2. Effect of heat treatment (A) temperature and (B) pH on the increase of CHP in Flavourzyme treated YH. Data were analyzed 
by two-way ANOVA; (A) temperature effect: P＜0.05, time effect: P＜0.05, There were no significant interaction (temperature and 
time). (B) pH effect: P＜0.05, time effect: P＜0.05, There were no significant interaction (pH and time).

the protease concentration at 1% and incubation time at 
48 h, we varied pH values of the protease solution in a 
range from 5.0 to 7.0 to investigate its effect on ex-
traction contents of CHP and yields (Fig. 1C). The high-
est amount of CHP (673.4±2.1 g/g) was obtained at 
pH 6.0. Thus, pH 6.0 was chosen as the optimum pH for 
obtaining optimal extraction contents of CHP and yields. 
CHP is as a metabolite of the hypothalamic TRH and is 
produced as a result of pyroglutamyl peptidase activity 
(20) and subsequent cyclization of the dipeptide His- 
Pro-NH2 at 37oC via a non-enzymatic process, which 
shows maximal velocity at pH 6.0 to 7.0 (21). A variety 
of cyclic dipeptides have also been shown to exist in pro-
tein and polypeptide hydrolysates, as well as in cultures 
of yeast, lichens, and fungi. The high preponderance of 
cyclic dipeptides in fermentation broths and cultures ap-
pears to be consistent with many recent findings. These 
include very high levels of CHP in nutritional supple-
ments derived from casein, a milk protein rich in His- 
Pro or Pro-His dipeptide sequences in its primary struc-
ture, and those undergoing enzymatic hydrolysis and 
thermal manipulations during the manufacturing proc-
ess (2). CHP appears from a non-enzymatic process with 
a maximal velocity (tr2=140 min) at pH 6.0 to 7.0 and 
37oC (22). Therefore, CHP could be derived via enzy-
matic hydrolysis of food protein from the metabolism of 
dietary proteins like yeast. 

Likewise, temperature also affects enzyme activity. 
Reaction rates of enzymes are accelerated with increase 
in temperature up to an optimum, above which the en-
zymes are denatured. The effect of incubation temper-
ature on the extraction contents of CHP and yields was 
studied with the other conditions set as mentioned 
above. As can be seen from Fig. 1D, the highest extrac-
tion contents of CHP and yields were obtained at 60oC. 
Therefore, 60oC was considered as the optimum incu-

bation temperature.

Ultra-filtration and heat treatment for increased CHP con-
tent 
Ultra-filtration has been used for the separation of a 
wide range of compounds (23,24). Ultra-filtration proc-
esses can also be fine-tuned to achieve high productivity 
and product purity at the same time (25). Yeast proteins 
removed from cell debris are cut irregularly into poly-
mers of 100 kDa molecular weight or more, or low mo-
lecular weights of 1 kDa or less. CHP is a di-peptide, so 
we cut-off the unwanted proteins to increase the purity 
of the hydrolysate. CHP content were significantly in-
creased, by 20.0-folds, in the Flavourzyme-treated sam-
ple (670.3±13.3 g/g) when compared to the ultra-fil-
tration-treated sample (12.1±0.2 mg/g) (data not 
shown).

Membrane technology is an efficient and ecological 
process for the extraction (concentration, purification, 
and fractionation) of valuable molecules from wastes or 
by-products in the agro-food industry. Membrane frac-
tionation has allowed the enhancement of biological or 
functional properties of milk proteins, and so the tech-
nology has been progressively applied to other sub-
strates such as soy proteins (26), hemoglobin (27), and 
wheat gliadin (28). Indeed, in this study, ultra-filtration 
was used as a convenient and simple fractionation tool 
to increase CHP content.

An additional, heat treatment was given to increase 
CHP content. Previous reports show that some peptides 
such as isoalliin can be chemically cyclized by heat treat-
ment (29,30). The effect of heat treatment on translated 
CHP content and yields was studied with the other con-
ditions set as mentioned above. As can be seen from Fig. 
2, the highest CHP content was obtained at 50oC. There-
fore, 50oC was considered as the optimum temperature 
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Table 3. Foaming capacity and stability of Flavourzyme treated 
yeast hydrolysate-enriched CHP before and after ultra-filtra-
tion (UF)

pH
Foaming capacity (%) Foaming stability (%)

Before After Before After

3.6 12.5±2.5 0.0±0.0* 0.8±0.3 0.0±0.0*
7.6 10.8±1.4 0.0±0.0* 0.5±0.0 0.0±0.0*
9.0 12.5±2.5 0.0±0.0* 0.2±0.5 0.0±0.0

pH 3.6, citrate-NaOH buffer; pH 7.6, phosphate buffer; pH 9.0, 
Tris-HCl buffer.
Mean±SD.
Data were analyzed by two-way ANOVA; foaming capacity; pH 
effect: P＞0.05, UF effect: P＜0.01, pH and UF interaction: 
P＜0.05. Foaming stability; pH effect: P＞0.05, UF effect: 
P＜0.01, pH and UF interaction: P＜0.05. 
*Indicates significant differences before vs. after UF by paired 
t-test, P＜0.05.

Fig. 3. Emulsifying capacity of Flavourzyme treated yeast hydro-
lysate before and after ultra-filtration (UF) treatment. Data were 
analyzed by two-way ANOVA; pH effect: P＜0.05, UF treatment 
effect: P＞0.05, There were no significant interaction (pH and 
UF treatment). Values with different letters (a,b) are sig-
nificantly different at P＜ 0.05 by one-way ANOVA with Tukey’s 
multiple range test.

for heat treatment. Keeping the heat treatment temper-
ature constant at 50oC, we varied the pH values of the 
protease solution in a range from 5.0 to 8.0 to inves-
tigate its effect on translated contents of CHP and yields 
(Fig. 2). The highest amount of CHP was obtained at pH 
7.0, which was chosen as the optimum pH for obtaining 
optimal CHP content. Next, the effect of heat treatment 
time on the translated CHP content was examined. An 
increase in the translated CHP content was observed 
with time. During the initial 8 h, the translation of CHP 
was considerably enhanced. After 8 h, the translated 
CHP content and yield were almost steady indicating 
that 8 h is sufficient for the protease to translate the YH 
into CHP.

Functional properties of YH before and after UF
Foaming properties of the YH before and after UF were 
measured in the pH range 3.0∼9.0 (Table 3). YH 
showed poor foaming capacity from pH 3.0 to 9.0. In 
fact, YH after UF did not show much foaming capacity. 
Foaming capacity is strongly dependent on the ease with 
which a protein lowers the interfacial tension at the gas 
liquid interface. Proteins usually do this by unfolding 
and aligning themselves between the two phases. Coag-
ulation of the unfolded proteins promotes foam stability 
by creating strong surface films at the solution-air inter-
face (31). The decrease in foaming capacity and foaming 
stability by increasing the degree of hydrolysis to 42% is 
a consequence of structure loss (32). Therefore, YH 
showed poor foaming capacity because it contained 
smaller peptides after UF-treatment. 

The emulsifying activities of YHs were slightly higher 
at near acidic pH, but decreased in neutral and alkaline 
conditions (Fig. 3). YH did not show any difference in 
emulsifying capacity before and after UF treatment. 

Generally, the pH of protein solutions during emulsifi-
cation affects their emulsifying properties by affecting 

charge (33). The mechanism of the emulsification proc-
ess of hydrolysates is attributed to adsorption to the sur-
face of freshly formed oil droplets during homogeniza-
tion. This forms a protective membrane and prevents 
the droplets from coalescing. Hydrolysates are surface 
active materials and promote oil-in water emulsions be-
cause of their hydrophilic and hydrophobic groups (34). 
However, peptides with low molecular weights have low 
amphiphilicity, which is required for producing an emul-
sion. Although small peptides diffuse rapidly toward the 
interface, they are less efficient at stabilizing emulsions, 
because they cannot readily agglomerate to produce a 
fat-globule membrane due to charge repulsions (35).

Heat stability of CHP in YH before and after UF
To investigate the heat stability of CHP in YH, YH was 
treated at 130∼150oC for 4 min. Fig. 4 shows the 
changes in CHP during heat treatment. Increase in heat-
ing temperature and time showed a corresponding de-
crease in CHP content. Especially, CHP contents were 
sharply decreased at 150oC in YH before UF treatment. 
Many other factors also influence the thermal behavior 
of a peptide including pH, ionic environment, protein 
concentration and hydrolysis (36). UF treatment might 
induce the charge distribution of YH and these differ-
ences in charge distribution might lead to differences in 
quaternary structure and protein stability.

In general, proteins are vulnerable to heat treatment, 
leading to aggregation and exposure of the hydrophobic 
domain (37). Nevertheless, peptides with smaller sizes 
are more stable to aggregation at high temperatures (38).

In the present study, Flavourzyme was found to be 
more efficient than the other enzymes for CHP enriched 
YH preparation. At optimized conditions, the extraction 
contents of CHP was 670.3±13.3 g/g, which repre-
sents an increase of 515%, compared to untreated con-
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Fig. 4. Heat stability of Flavourzyme treated yeast hydrolysate before (A) and after (B) ultra-filtration treatment. Data were analyzed 
by two-way ANOVA; (A) temperature effect: P＜0.05, time effect: P＜0.05, temperature and time interaction: P＜0.05. (B) temper-
ature effect: P＜0.05, time effect: P＜0.05, temperature and time interaction: P＜0.05. Values with different letters (a-d) are sig-
nificantly different at P＜0.05 by repeated measures ANOVA with Tukey’s multiple range test.

trols. Subsequent UF treatment showed a 20-fold in-
crease in CHP content. The emulsifying properties in 
YH after UF were superior to YH before UF, whereas 
the foaming properties were very poor in both YHs. YH 
with low MW after UF treatment showed superior heat 
stability to YH before UF. Therefore, the CHP in YH af-
ter UF can be incorporated in cooked food systems with 
heat stability and can be used as a food additive with 
physiological CHP activity.

AUTHOR DISCLOSURE STATEMENT

The authors declare no conflict of interest.

REFERENCES

1. Koh JH, Yu KW, Suh HJ. 2002. Biological activities of Sac-
charomyces cerevisiae and fermented rice bran as feed additives. 
Lett Appl Microbiol 35: 47-51.

2. Hilton CW, Prasad C, Vo P, Mouton C. 1992. Food contains 
the bioactive peptide, cyclo(His-Pro). J Clin Endocrinol Metab 
75: 375-378.

3. Mizuma H, Legardeur BY, Prasad C, Hilton CW. 1996. The 
bioactive peptide cyclo (His-Pro) may be absorbed following 
ingestion of nutritional supplements that contain it. J Am Coll 
Nutr 15: 175-179.

4. Hwang IK, Go VL, Harris DM, Yip I, Kang KW, Song MK. 
2003. Effects of cyclo (his-pro) plus zinc on glucose metabol-
ism in genetically diabetic obese mice. Diabetes Obes Metab 5: 
317-324.

5. Song MK, Rosenthal MJ, Hong S, Harris DM, Hwang I, Yip I, 
Golub MS, Ament ME, Go VL. 2001. Synergistic antidiabetic 
activities of zinc, cyclo (His-Pro), and arachidonic acid. Me-
tabolism 50: 53-59.

6. Song MK, Rosenthal MJ, Song AM, Yang H, Ao Y, Yamaguchi 
DT. 2005. Raw vegetable food containing high cyclo (his-pro) 
improved insulin sensitivity and body weight control. Me-
tabolism 54: 1480-1489.

7. Morley JE, Levine AS, Prasad C. 1981. Histidyl-proline di-
ketopiperazine decreases food intake in rats. Brain Res 210: 
475-478.

8. Steiner H, Wilber JF, Prasad C, Rogers D, Rosenkranz RT. 
1989. Histidyl proline diketopiperazine (Cyclo [His-Pro]) in 
eating disorders. Neuropeptides 14: 185-189.

9. Song MK, Rosenthal MJ, Song AM, Uyemura K, Yang H, 
Ament ME, Yamaguchi DT, Cornford EM. 2009. Body weight 
reduction in rats by oral treatment with zinc plus cyclo-(His- 
Pro). Br J Pharmacol 158: 442-450.

10. Tsuruki T, Kishi K, Takahashi M, Tanaka M, Matsukawa T, 
Yoshikawa M. 2003. Soymetide, an immunostimulating 
peptide derived from soybean -conglycinin, is an fMLP 
agonist. FEBS Lett 540: 206-210.

11. Pihlanto-Leppälä A. 2000. Bioactive peptides derived from 
bovine whey proteins: opioid and ace-inhibitory peptides. 
Trends Food Sci Technol 11: 347-356.

12. Mendis E, Rajapakse N, Kim SK. 2005. Antioxidant prop-
erties of a radical-scavenging peptide purified from enzymat-
ically prepared fish skin gelatin hydrolysate. J Agric Food Chem 
53: 581-587.

13. Suetsuna K, Maekawa K, Chen JR. 2004. Antihypertensive 
effects of Undaria pinnatifida (wakame) peptide on blood 
pressure in spontaneously hypertensive rats. J Nutr Biochem 
15: 267-272.

14. Klompong V, Benjakul S, Kantachote D, Shahidi F. 2007. 
Antioxidative activity and functional properties of protein 
hydrolysate of yellow stripe trevally (Selaroides leptolepis) as 
influenced by the degree of hydrolysis and enzyme type. Food 
Chem 102: 1317-1327.

15. Visich JE, Byron PR. 1996. High-pressure liquid chromato-
graphic assay for the determination of thyrotropin-releasing 
hormone and its common metabolites in a physiological salt 
solution circulated through the isolated perfused rat lung. J 
Pharm Biomed Anal 15: 105-110.

16. Pearce KN, Kinsella JE. 1978. Emulsifying properties of pro-
teins: evaluation of a turbidimetric technique. J Agric Food 
Chem 26: 716-723.

17. Sathe SK, Salunkhe DK. 1981. Functional properties of the 
Great Northern bean (Phaseolus vulgaris L.) proteins: emul-
sion, foaming, viscosity, and gelation properties. J Food Sci 
46: 71-81.

18. Adler-Nissen J. 1982. Limited enzymic degradation of pro-
teins: A new approach in the industrial application of hydro-



Yeast Hydrolysate Enriched CHP and Its Functionality 291

lases. J Chem Technol Biotechnol 32: 138-156.
19. Ahmed FE, Hall AE, DeMason DA. 1992. Heat injury during 

floral development in cowpea (Vigna unguiculata, Fabaceae). 
Am J Bot 79: 784-791.

20. Prasad C, Peterkofsky A. 1976. Demonstration of pyrogluta-
mylpeptidase and amidase activities toward thyrotropin- 
releasing hormone in hamster hypothalamus extracts. J Biol 
Chem 251: 3229-3234.

21. Perry TL, Richardson KS, Hansen S, Friesen AJD. 1965. 
Identification of the diketopiperazine of histidylproline in 
human urine. J Biol Chem 240: 4540-4542.

22. Møss J, Bundgaard H. 1990. Kinetics and mechanism of the 
facile cyclization of histidyl-prolineamide to cyclo (His-Pro) 
in aqueous solution and the competitive influence of human 
plasma. J Pharm Pharmacol 42: 7-12.

23. Li Z, Youravong W, Kittikun AH. 2006. Separation of prote-
ases from yellowfin tuna spleen by ultrafiltration. Bioresour 
Technol 97: 2364-2370.

24. Templin TL, Johnston DB, Singh V, Tumbleson ME, Belyea 
RL, Rausch KD. 2006. Membrane separation of solids from 
corn processing streams. Bioresour Technol 97: 1536-1545.

25. Ghosh R, Cui ZF. 2000. Protein purification by ultrafiltra-
tion with pre-treated membrane. J Membr Sci 167: 47-53.

26. Deeslie WD, Cheryan M. 1992. Fractionation of soy protein 
hydrolysates using ultrafiltration membranes. J Food Sci 57: 
411-413.

27. Sannier F, Lecoeur C, Zhao Q, Garreau I, Piot JM. 1996. Sepa-
ration of hemoglobin and myoglobin from yellowfin tuna red 
muscle by ultrafiltration: effect of pH and ionic strength. 
Biotechnol Bioeng 52: 501-506.

28. Berot S, Popineau Y, Compoint JP, Blassel C, Chaufer B. 
2001. Ultrafiltration to fractionate wheat polypeptides. J 

Chromatogr B: Biomed Sci Appl 753: 29-35.
29. Kubec R, Svobodová M, Velísek J. 1999. Gas chromato-

graphic determination of S-alk(en)ylcysteine sulfoxides. J 
Chromatogr A 862: 85-94.

30. Ueda Y, Tsubuku T, Miyajima R. 1994. Composition of sul-
fur-containing components in onion and their flavor charac-
ters. Biosci Biotechnol Biochem 58: 108-110.

31. Casella MLA, Whitaker JR. 1990. Enzymatically and chemi-
cally modified zein for improvement of functional proper-
ties. J Food Biochem 14: 453-475.

32. Drago S, Gonzalez R. 2000. Foaming properties of enzymat-
ically hydrolysed wheat gluten. Innov Food Sci Emerg Technol 1: 
269-273.

33. Nielsen PM. 1997. Functionality of protein hydrolysates. In 
Food Proteins and Their Applications. Damodaran S, Paraf A, 
eds. Marcel Dekker Inc., New York, NY, USA. p 443-472.

34. Gbogouri G, Linder M, Fanni J, Parmentier M. 2004. In-
fluence of hydrolysis degree on the functional properties of 
salmon byproducts hydrolysates. J Food Sci 69: C615-C622.

35. Turgeon SL, Gauthier SF, Paquin P. 1991. Interfacial and 
emulsifying properties of whey peptide fractions obtained 
with a two-step ultrafiltration process. J Agric Food Chem 39: 
673-676.

36. Li X, Li Y, Hua Y, Qiu A, Yang C, Cui S. 2007. Effect of 
concentration, ionic strength and freeze-drying on the heat- 
induced aggregation of soy proteins. Food Chem 104: 1410- 
1417.

37. Sikorski ZE, Naczk M. 1981. Modification of technological 
properties of fish protein concentrates. Crit Rev Food Sci Nutr 
14: 201-230.

38. Zayas JF. 1997. Functionality of proteins in food. Springer- 
Verlag, Berlin, Germany. p 260-309.


