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Angiotensin I converting enzyme (ACE) inhibitory peptide was isolated from tuna dark muscle
hydrolysate prepared by alcalase, neutrase, pepsin, papain, R-chymotrypsin, and trypsin, respectively.
Among hydrolysates, the pepsin-derived hydrolysate exhibited the highest ACE I inhibitory activity
versus those of other enzyme hydrolysates. The structure of the peptide was identified to be Trp-
Pro-Glu-Ala-Ala-Glu-Leu-Met-Met-Glu-Val-Asp-Pro (molecular weight 1581 Da) by time of flight mass
spectrometry/mass spectrometry analysis, and the IC50 value of the peptide was 21.6 µM. The
Lineweaver–Burk plots revealed that the peptide acts as a noncompetitive inhibitor, and the inhibitor
constant (Ki) was calculated as 26.6 µM using the secondary plots. The peptide had an antihyper-
tensive effect according to the time-course measurement after oral administration to spontaneously
hypertensive rats. Maximal reduction was detected 3 h after oral administration at a dose of 10 mg/
kg of body weight. These results suggest that the peptide derived from tuna dark muscle would be
a beneficial ingredient for functional food or pharmaceuticals against hypertension and its related
diseases.
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INTRODUCTION

The renin-angiotensin system plays a pivotal role in blood
pressure, and in the pathophysiology of cardiovascular diseases
such as congestive heart failure and hypertension (1). Renin
produces angiotensin I from angiotensinogen, then further,
angiotensin I is cleaved by angiotensin I converting enzyme
(ACE) to release angiotensin II, a potent vasoconstrictor. ACE
also inactivates bradykinin, which has a depressor action.
Therefore, the inhibition of ACE activity is a major target for
antihypertension.

Since the discovery of ACE inhibitors in snake venom, many
studies have been attempted in the synthesis of ACE inhibitors
such as captopril, enalapril, alacepril, and lisinopril, which are
currently used in the treatment of essential hypertension and
heart failure in humans (2, 3). However, these synthetic drugs
are believed to have certain side effects such as cough, taste
disturbances, skin rashes, or angioneurotic edema, all of which
might be intrinsically linked to synthetic ACE inhibitors (4).
Therefore, the search for natural ACE inhibitors as alternatives
to synthetic ones is of great interest among researchers for safe
and economical use. It has been reported that many ACE
inhibitory peptides were obtained by enzymatic digestion from

food proteins such as cheese whey (5), casein (6), sea bream
(7), sardines (8), corn gluten (9), soy beans (10) and mung beans
(11). According to the literature (5–11), naturally occurring
peptides from food proteins may be less potent than synthetic
drugs; however, these peptides have not shown adverse effects.
Therefore, food-derived ACE inhibitory peptides are believed
to be safer and cheaper than synthetic drugs.

The dark muscle of tuna can be easily obtained from
byproducts during the processing of fresh products. Dark muscle
contains a lot of useful proteins, which can be converted to
value-added products by enzymatic hydrolysis. As part of our
ongoing investigation of bioactive peptides from fishery byprod-
ucts derived from enzymatic hydrolysis, we have focused our
attention on the production of antihypertensive peptides from
tuna dark muscle protein. Therefore, the aim of this study was
to isolate and characterize ACE inhibitory peptides derived from
an enzymatic hydrolysate, and we also investigated the antihy-
pertensive action of the purified peptide by oral administration
in spontaneously hypertensive rats (SHR).

MATERIALS AND METHODS

Materials. Bigeye tuna dark muscle was donated by Dongwon
Fisheries Co. (Busan, Korea). ACE (from rabbit lung), the substrate
(hippuryl-histidyl-leucine, HHL) of ACE, and proteases (pepsin,
R-chymotrypsin, trypsin, and papain) were products of Sigma Chemical
Co. (St. Louis, MO). Other digestive proteases (alcalase and neutrase)
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were purchased from Novozymes (Copenhagen, Denmark). Other
chemicals and reagents used were of analytical grade and are com-
mercially available.

Enzymactic Hydrolysis of Tuna Dark Muscle. To produce
bioactive peptides from dark muscle, enzymatic hydrolysis was
performed using various enzymes (alcalase, R-chymotrypsin, neutrase,
papain, pepsin, and trypsin) under optimal conditions (Table 1). At an
enzyme/substrate ratio of 1:100 (w/w), 1% substrate and enzymes were
mixed. The mixture was incubated for 8 h at each optimal temperature
with stirring and then heated in a boiling water bath for 10 min to
inactivate the enzyme. The degree of hydrolysis (DH) was determined
by measuring the nitrogen content soluble in 10% trichloroacetic acid,
as discussed by Kim et al. (12). The hydrolysates were passed through
an ultrafiltration (UF) membrane with a 3 kDa molecular weight cutoff
(MWCO). The <3 kDa permeate obtained was lyophilized and stored
below –80 °C until use.

Purification of ACE Inhibitory Peptide. The hydrolysate (10 mg/
mL) showing the highest ACE inhibition was loaded (2 mL) onto a
HiPrep 16/10 DEAE FF ion-exchange column equilibrated with a 20
mM sodium acetate buffer (pH 4.0) and eluted with a linear gradient
of NaCl (0–2 M) in the same buffer at a flow rate of 2.0 mL/min.
Each fraction monitored at 280 nm was collected and concentrated using
a rotary evaporator, and an ACE inhibition assay was performed. The
major active fractions were combined and lyophilized, dissolved in
distilled water, and subjected (100 µL) to reverse-phase HPLC (RP-
HPLC) on an ODS C18 column (Primesphere 10, 20 mm × 250 mm)
with a linear gradient of acetonitrile (0–50% in 55 min) containing
0.1% trifluoroacetic acid (TFA) at a flow rate of 2.0 mL/min. The
elution peaks were detected at 215 nm, and the active peak was
concentrated using a rotary evaporator. For further purification, the
active peak from RP-HPLC was loaded onto a Synchropak RPP-100
RP-HPLC analytical column (4.6 mm × 250 mm) using isocratic elution
with 20% acetonitrile containing 0.1% TFA at flow rate of 1.0 mL/
min.

Determination of Amino Acid Sequence. An accurate molecular
mass and amino acid sequence of the purified peptide was determined
using a Q-TOF mass spectrometer (Micromass, Altrincham, U.K.)
coupled with an electrospray ionization (ESI) source. The purified
peptide was separately infused into the electrospray source after being
dissolved in methanol/water (1:1, v/v), and the molecular mass was
determined by the doubly charged (M + 2H)+2 state in the mass
spectrum. Following molecular mass determination, the peptide was
automatically selected for fragmentation, and sequence information
was obtained by tandem MS analysis.

Assay of ACE Inhibitory Activity. The ACE inhibitory activity
was measured by the method of Cushman and Cheung (13) with slight
modifications. A sample solution (2 mg/mL, 50 µL) with 50 µL of
ACE solution (25 units/mL) was preincubated at 37 °C for 10 min,
and the mixture was incubated with 150 µL of substrate (8.3 mM HHL
in a 50 mM sodium borate buffer containing 0.5 M NaCl at pH 8.3)
for 30 min at the same temperature. The reaction was terminated by
the addition of 250 µL of 1.0 M HCl. The resulting hippuric acid was
extracted with 0.5 mL of ethylacetate. After centrifugation (800g, 15
min), 0.2 mL of the upper layer was transferred into a test tube and
evaporated at room temperature for 2 h in a vacuum. The hippuric
acid was dissolved in 1.0 mL of distilled water, and the absorbance
was measured at 228 nm using an UV spectrophotometer (Cary 1C,
Varian Inc., Australia). The IC50 value was defined as the concentration
of inhibitor required to inhibit 50% of the ACE activity.

The inhibitor constant (Ki) value and inhibition mode of the purified
peptide were determined by Lineweaver–Burk plots from experiments
conducted at four substrate concentrations.

Antihypertensive Effect of Purified Peptide on SHRs. SHRs (each
group containing six rats, 10-weeks old, male, 180–240 g of body
weight, BW) with tail systolic blood pressures (SBPs) over 180 mmHg
were obtained from the Korea Research Institute of Bioscience and
Biotechnology (DaeJeon, Korea). SHRs were housed individually in
steel cages in a room kept at 24 °C with a 12 h light–dark cycle and
fed a standard laboratory diet. Tap water was freely available. Peptide
was dissolved in saline at a dose of 10 mg/kg of BW and injected
orally (2 mL) using a metal gastric device zoned in SHR. The SBP-
lowering efficacy of the inhibitor was compared with that of captopril.
Captopril was injected using the same method employed for peptide
introduction. Control rats were administered the same volume of saline
solution. Following oral administration of the sample, SBP was
measured by the tail cuff method using a programmed electrosphyg-
momanometer (model UR-5000, Ueda Co. Ltd., Tokyo, Japan) after
warming up rats in a 40 °C chamber for 10 min.

Data Analysis. All results were expressed as means ( standard error
of the mean (n ) 3). The significance of the differences between SBPs
before and after administration was analyzed using Student’s t-test.

RESULTS

Production of ACE Inhibitory Peptides. To produce ACE
inhibitory peptides, tuna dark muscle was hydrolyzed with
various enzymes such as alcalase, R-chymotrypsin, pepsin,
papain, neutrase, and trypsin. In this experiment, six commercial
enzymes were selected to evaluate their effectiveness and ACE
inhibition activity for the degradation of tuna dark muscle. After
reaction, the extent of protein degradation by proteolytic
enzymes was estimated by assessing the DH, and the results
are shown in Table 2. All proteolytic enzymes except trypsin
effectively hydrolyzed tuna dark muscle, and the DH values
ranged from 67.22 to 80.93%. Due to low-MW peptides being
more potent as bioactive peptides than high-MW peptides (14),
hydrolysates were further separated using an UF membrane with
3 kDa MWCO, and permeate was collected, lyophilized, and
then assayed for ACE inhibition. As shown in Table 2, most
of the hydrolysates show ACE inhibition activity with a broad
spectrum of inhibition ratios. Overall, peptic hydrolysate pos-
sessed the highest ACE inhibition activity. To identify ACE
inhibitory peptide, we selected peptic hydrolysate for further
studies.

Identification of ACE Inhibitory Peptide. Peptic hydroly-
sate, which shows the dominant ACE inhibitory activity among
hydrolysates, was dissolved in a running buffer (20 mM sodium
acetate, pH 4.0) and loaded on a HiPrep 16/10 DEAE FF ion-
exchange column using fast protein liquid chromatography
(FPLC) with a linear gradient of NaCl (0–2 M) at a flow rate
of 2.0 mL/min. The elution peaks were monitored at 280 nm,
and peptide fractions were divided into three peaks from the
adsorption portion. Each peak was collected, lyophilized, and
evaluated for ACE inhibitory activity. As shown in Figure 1,
a second peak in the adsorption portion revealed dominant ACE
inhibitory activity, and the inhibition activity was determined

Table 1. Conditions for the Hydrolysis of Tuna Dark Muscle

enzyme buffer pH temp. (°C)

alcalase 0.1 M Na2HPO4–NaH2PO4 7.0 50
R-chymotrypsin 0.1 M Na2HPO4–NaH2PO4 8.0 37
papain 0.1 M Na2HPO4–NaH2PO4 6.0 37
pepsin 0.1 M Glycine–HCl 2.0 37
neutrase 0.1 M Na2HPO4–NaH2PO4 8.0 50
trypsin 0.1 M Na2HPO4–NaH2PO4 8.0 37

Table 2. Degree of Hydrolysis of Tuna Dark Muscle and Their ACE
Inhibition by Using the UF Membrane with 3 kDa MWCO (2 mg/mL)

treated enzymes degree of hydrolysis (%) ACE inhibition (%)

alcalase 67.22 ( 3.8 47.84 ( 3.4
R-chymotrypsin 77.71 ( 2.5 57.49 ( 2.6
neutrase 80.93 ( 2.8 63.81 ( 3.2
papain 74.45 ( 2.8 20.39 ( 2.8
pepsin 78.72 ( 3.2 80.69 ( 3.4
trypsin 46.28 ( 2.0 36.30 ( 2.6
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to reach 78%. The lyophilized active peak was further purified
using RP-HPLC on an ODS C18 column with a linear gradient
of acetonitrile (0–50%, 55 min) containing 0.1% TFA. Peptide
peaks were separated into four fractions; each peak was pooled,
lyophilized, and assayed for ACE inhibition. As shown in
Figure 2, the strongest ACE inhibition peptides were monitored
at 25 min of retention time; the ACE inhibition fraction was
collected and lyophilized. This fraction was further purified
using an analytical column, and the purified peptide was
analyzed for its molecular weight and primary structure using
time of flight mass spectrometry/mass spectrometry (TOF-MS/
MS). As shown in Figure 3, the completely purified peptide
was obtained, and its amino acid sequence was identified to be
WPEAAELMMEVDP (1581 Da). The IC50 value of the purified
peptide was 21.6 µM.

Inhibitory Kinetics. Lineweaver–Burk plots of ACE without
and with the purified peptide (at two concentrations, 15.8 and
31.6 µM) are shown in Figure 4a. The pattern of inhibition
was noncompetitive, which means that the peptide can combine
with an enzyme molecule to produce a dead-end complex,
regardless of whether a substrate molecule is bound or not.
Hence, the peptide must bind at a different site from the
substrate. Therefore, the peptide acts as an ACE inhibitor by
forming enzyme–substrate–inhibitor and enzyme–inhibitor com-
plexes during the reaction to reduce the efficiency of catalysis.
Ki was calculated as the x-axis intercept from a plot of the slopes
of the Lineweaver–Burk lines against inhibitor concentrations,
and the calculated Ki was 26.6 µM (Figure 4b).

Antihypertensive Effect on SHR. The antihypertensive
effect of the purified peptide was investigated by measuring
the change of SBP at 1, 2, 3, 6, and 9 h after oral administration
of 10 mg/kg of the peptide solution. Captopril was used as a
positive control, and the control group was injected with the
same volume of saline without the peptide. The SBP in the
quiescent state of SHR was 182 ( 7.5 mmHg. After oral
administration of the peptide and captopril, SBP was clearly

decreased, and the maximal decreases in SBP were observed at
3 and 6 h, respectively (Figure 5).

DISCUSSION

Several peptides derived from food proteins such as cheese
whey (5), casein (6), sardines (8), sour milk (15), wheat germ
(16), zein (17), tuna muscle, (18) and bonito (19) are well known
to have ACE inhibitory activities and to exhibit antihypertensive
activities in experimental animals. The identified ACE inhibitory
peptides are Val-Tyr (IC50 of 5.2 µM) from sardine muscle
hydrolysate; Val-Pro-Pro (IC50 of 9 µM) and Ile-Pro-Pro (IC50

of 5 µM) from sour milk; Ile-Val-Tyr (IC50 of 0.48 µM) from
wheat germ hydrolysate; Leu-Gln-Pro (IC50 of 9.6 µM) from
zein; and Ile-Val-Gly-Arg-Pro-Arg-His-Glu-Glu (IC50 of 6.2
µM), Ala-Leu-Pro-His-Ala (IC50 of 10 µM), Phe-Gln-Pro (IC50

of 12 µM), Leu-Lys-Pro-Asn-Met (IC50 of 17 µM), Asp-Tyr-
Gly-Leu-Tyr-Pro- (IC50 of 62 µM), and Ile-Lys-Pro-Leu-Asn-
Tyr (IC50 of 43 µM) isolated from the thermolysin digest of
dried bonito. The ACE inhibitory peptide derived from tuna
dark muscle in the present study is Trp-Pro-Glu-Ala-Ala-Glu-
Leu-Met-Met-Glu-Val-Asp-Pro (IC50 of 21.6 µM), and the IC50

value reflects moderate activity compared to that of the ACE
inhibitory peptides derived from various sources. A kinetic study
revealed that ACE inhibitor acts as a noncompetitive inhibitor,
which means that it can bind not at active site but at the other
sites exclusive of the active site of ACE.

Generally, ACE inhibitors contain one or more of the
following molecular functionalities: a zinc binding ligand
(usually either a phosphate or carboxylate oxygen, or thiol
sulfur), a hydrogen-bond donor, and carboxyl-terminal group
(20, 21). In the case of peptides, Ondetti and Cushman proposed
the binding model for interactions between the substrate and
the active site of ACE (22). The tripeptides with tryptophan,

Figure 1. A FPLC chromatogram of peptic hydrolysate loaded (2 mL) on
a HiPrep 16/10 DEAE FF ion-exchange column (lower panel) and the
ACE inhibitory activity (0.5 mg/mL) (upper panel). Peptides were eluted
with a NaCl linear gradient (0–2 M) at a flow rate of 2.0 mL/min. Value
means ( SE of three determinations.

Figure 2. A reverse-phase high-performance liquid chromatography (RP-
HPLC) chromatogram of the active fraction from FPLC loaded (100 uL)
on an ODS C18 column (lower panel) and the ACE inhibitory activity (0.5
mg/mL; upper panel). The active fraction was eluted with an acetonitrile
linear gradient (0–50% for 55 min) containing 0.1% TFA at a flow rate of
2.0 mL/min. Value means ( SE of three determinations.
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tyrosine, phenylalanine, proline, and a hydrophobic amino acid
at the C-terminal end were effective for ACE inhibitory activity
because of the interaction between three subsites at the active
site of ACE (13). Furthermore, the positive charge as in the
guanidine group of the C-terminal arginine contributes to the
ACE inhibitory potency of several peptides, indicating that
the binding site may be different from the catalytic site in ACE.
The amino acids at the C-terminal end of the ACE inhibitory

peptide in this study were valine (hydrophobic) and proline,
which may contribute to ACE inhibitory activity.

A single oral administration of the peptide showed a strong
suppressive effect on SBP. It seems likely that the peptide
mainly contributed to the antihypertensive effect induced by
an ACE inhibitory activity. Fujita and Yoshikawa (23) classified
the ACE inhibitory peptides into three groups based on the fates
observed after preincubation with ACE. IC50 values of the

Figure 3. (A) A rechromatogram of the active fraction from RP-HPLC loaded on an analytical column using isocratic elution with 20% acetonitrile
containing 0.1% TFA at a flow rate of 1.0 mL/min. (B) Identification of the molecular mass and amino acid sequence of the purified peptide using
TOF-MS/MS with an ESI source. Sequencing of the active peptide was acquired over the m/z range 50–2500 and sequenced by using the PepSeq de
nove sequencing algorithm.
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inhibitor-type (di- or tripeptides) peptides are not affected despite
the preincubation with ACE. Prodrug-type peptides were
converted to their true inhibitors with smaller IC50 values by
ACE, and substrate-type peptides exhibit an elevation of IC50

values after preincubation with ACE. Due to the degradation
of the substrate type by ACE, this type did not show an
antihypertensive effect on SHR. According to these types, our
peptide would be a prodrug-type inhibitor. It is well known that
small peptides, such as di- or tripeptides (inhibitor type), are
easily absorbed in their intact forms in the intestines (24),
suggesting that our peptide would be digested by gastric juice
or protease in the small intestine, and then digested small
peptides would be absorbed in the intestines. In addition, a small
dietary peptide such as carnosine (�-alanyl-L-histidine) reduced
blood pressure readings by a vasodilator effect induced by a
relaxant response in an isolated rat aorta (25). Takai et al. (26)
have reported a significant correlation between SBP and ACE
activity in the aorta, and Murakami et al. (27) have also
demonstrated that captopril lowered both SBP and ACE activity
in the aorta in stroke-prone SHR. These results suggest that

inhibition of the aorta ACE activity may be important for
inducing antihypertensive effects in SHR. Further studies,
therefore, we will be conducted to identify the mechanism of
the peptide for the potent antihypertensive effect.

In conclusion, here, we have purified and characterized the
antihypertensive peptide from tuna dark muscle hydrolysate and
have demonstrated an antihypertensive effect in SHR. It seems
likely that the antihypertensive peptide from tuna dark muscle
hydrolysate would be a beneficial ingredient in functional foods
or pharmaceuticals against hypertension and its related diseases.

ACKNOWLEDGMENT

This research was supported by a grant (P-2007-01) from
Marine Bioprocess Research Center of the Marine Bio 21 Center
funded by the Ministry of Maritime Affairs & Fisheries,
Republic of Korea.

LITERATURE CITED

(1) Brunner, H. R.; Laragh, J. H.; Baer, L.; Newton, M. A.; Goodwin,
F. T.; Krakoff, L. R.; Bard, R. H.; Buhler, F. R. Essential
hypertension: renin and aldosterone, heart attack and stroke. New
Engl. J. Med. 1972, 286, 441–449.

(2) Ondetti, M. A. Design of specific inhibitors of angiotensin-
converting enzyme: New class of orally active antihypertensive
agents. Science 1977, 196, 441–444.

(3) Patchett, A. A.; Harris, E.; Tristram, E. W.; Wyvratt, M. J.; Wu,
M. T.; Taub, D.; Peterson, E. R.; Ikeler, T. J.; Broeke, J.; Payne,
L. G.; Ondeyka, D. L.; Thorsett, E. D.; Greenlee, W. J.; Lohr,
N. S.; Hoffsommer, R. D.; Joshua, H.; Ruyle, H. V.; Rothrock,
J. W.; Aster, S. D.; Maycock, A. L.; Robinson, F. M.; Hirschmann,
R.; Sweet, C. S.; Ulm, E. H.; Gross, D. M.; Vassil, T. C.; Stone,
C. A. A new class of angiotensin-converting enzyme inhibitors.
Nature 1980, 298, 280–283.

(4) Atkinson, A. B.; Robertson, J. I. S. Captopril in the treatment of
clinical hypertension and cardiac failure. Lancet 1979, 2, 836–
839.

(5) Abubakar, A.; Saito, T.; Kitazawa, H.; Kawai, Y.; Itoch, T.
Structural analysis of new antihypertensive peptides derived

Figure 4. (A) Lineweaver–Burk plots for the inhibition of ACE by the
purified peptide. The reactions were performed in the absence of inhibitor
(•) or in the presence of 15.8 µM (O) or 31.6 µM (1) of the purified
peptide. (B) Secondary plot of Lineweaver–Burk plots. Each point in the
graph represents the means of three determinations.

Figure 5. Change in SBP after a single oral administration of the purified
peptide in SHRs (each group; n ) 6). (•) control; (1) peptide; (O) captopril.
Captopril was used as a positive control. Single oral administration was
performed with a dose of 10 mg/kg of BW, and SBP was measured 0, 1,
2, 3, 6, and 9 h after the administration. The significance of the difference
from the control at *P < 0.01.

8402 J. Agric. Food Chem., Vol. 55, No. 21, 2007 Qian et al.



from cheese whey protein by proteinase K digestion. J. Dairy
Sci. 1998, 81, 3131–3138.

(6) Maeno, M.; Yamamoto, N.; Takano, T. Identification of an
antihypertensive peptide from casein hydrolysate produced by a
proteinase from Lactobacillus helVeticus CP790. J. Dairy Sci.
1996, 79, 1316–1321.

(7) Fahmi, A.; Morimura, S.; Guo, H. S.; Shigematsu, T.; Kida, K.;
Uemurac, Y. Production of angiotensin converting enzyme
inhibitory peptides from sea bream scales. Process Biochem. 2004,
39, 1195–200.

(8) Ukeda, H.; Matsuda, H.; Osajima, K.; Matsufuji, H.; Matsui, T.;
Osajima, Y. Peptides from peptic hydrolyzate of heated sardine
meat that inhibit angiotensin I-converting enzyme. Nippon Nogeik-
agaku Kaishii 1992, 66, 25–29.

(9) Suh, H. J.; Whang, J. H. A peptide from corn gluten hydrolysate
that is inhibitory toward angiotensin I converting enzyme.
Biotechnol. Lett. 1999, 21, 1055–1058.

(10) Kawamura, Y. Angiotensin converting enzyme inhibitory peptides
and depressive effect of blood pressure in soy bean protein.
Shokuhin Kogyo 1997, 40, 73–82.

(11) Li, G. H.; Wan, J. Z.; Le, G. W.; Shi, Y. H. Novel angiotensin
I-converting enzyme inhibitory peptides isolated from Alcalase
hydrolysate of mung bean protein. J. Pept. Sci. 2006, 12, 509–
14.

(12) Kim, S. K.; Lee, H. C.; Byun, H. G.; Jeon, Y. J. Isolation and
characterization of antioxidative peptides from enzymatic hy-
drolysates of yellowfin sole skin gelatin. J. Korean Fish Soc. 1996,
29, 245–255.

(13) Cushman, D. W.; Cheung, H. S. Spectrophotometric assay and
properties of the angiotensin I-converting enzyme of rabbit lung.
Biochem. Pharmacol. 1971, 20, 1637–1648.

(14) Pihlanto-Leppala, A. Bioactive peptides derived from bovine whey
proteins: opioid and ACE-inhibitory peptides. Trends Food Sci.
Technol. 2001, 11, 347–356.

(15) Nakamura, Y.; Yamamoto, N.; Sakai, K.; Takano, T. Antihyper-
tensive effect of sour milk and peptides isolated from it that are
inhibitors of angiotensin I-converting enzyme. J. Dairy Sci. 1995,
78, 1253–1257.

(16) Matsui, T.; Li, C.H.; Tanaka, T.; Makai, T.; Osajima, Y.;
Matsumoto, K. Depressor effect of wheat germ hydrolysate and
its novel angiotensin I-converting enzyme inhibitory peptide, Ile-
Val-Tyr, and the metabolism in rat and human plasma. Biol.
Pharm. Bull. 2000, 23, 427–431.

(17) Miyoshi, S.; Ishikawa, H.; Kaneko, T.; Fukui, F.; Tanaka, H.;
Maruyama, S. Structure and activity of angiotensin-converting
enzyme inhibitors in an R-zein hydrolysate. Agric. Biol. Chem.
1991, 55, 1313–1318.

(18) Kohama, Y.; Matsumoto, S.; Oka, H.; Teramoto, T.; Okabe, M.;
Mimura, T. Isolation of angiotensin-converting enzyme inhibitory
from tuna muscle. Biochem. Biophys. Res. Commun. 1988, 155,
332–337.

(19) Yokoyama, K.; Chiba, H.; Yoshikawa, M. Peptide inhibitors for
angiotensin I converting enzyme from a thermolysin digest of
dried bonito. Biosci. Biotechnol. Biochem. 1993, 56, 1541–1545.

(20) Petrillo, E. W., Jr.; Ondetti, M. A. Angiotensin-converting enzyme
inhibitors: medicinal chemistry and biological actions. Med. Res.
ReV. 1982, 2, 1–41.

(21) Andrews, P. R.; Carson, J. M.; Caselli, A.; Spark, M. J.; Woods,
R. Conformational Analysis and Active Site Modeling of Angio-
tensin Converting Enzyme Inhibitors. J. Med. Chem. 1985, 28,
393–399.

(22) Ondetti, M. A.; Cushman, D. W. Enzymes of the renin-angiotensin
system and their inhibitors. Annu. ReV. Biochem. 1982, 51, 283–
308.

(23) Fujita, H.; Yoshikawa, M. LKPNM: a produrg-type ACE-
inhibitory peptide derived from fish protein. Immunopharmacology
1999, 44, 123–127.

(24) Hara, H.; Funabiki, R.; Iwata, M.; Yamazaki, K. Portal absorption
of small peptides in rats under unrestrained condition. J. Nutr.
1984, 114, 1122–1129.

(25) Ririe, D. G.; Roberts, P. R.; Shouse, M. N.; Zaloga, G. P.
Vasodilatory actions of the dietary peptide of carnosine. Nutrition
2000, 16, 168–172.

(26) Takai, S.; Jin, D.; Sakaguchi, M.; Miyazaki, M. Significant target
organs for hypertension and cardiac hypertrophy by angiotensin-
converting enzyme inhibitors. Hypertens. Res. 2004, 27, 213–
219.

(27) Murakami, T.; Soga, M.; Mitsunaga, T.; Yoshizumi, H.; Ito, H.
The vascular tissue angiotensin I-converting enzyme activity and
aortic elastin content in stroke-prone spontaneously hypertensive
rats fed a fish diet. Clin. Exp. Pharmacol. Physiol. 1994, 21, 453–
461.

Received for review April 11, 2007. Revised manuscript received August
15, 2007. Accepted August 28, 2007.

JF0710635

Angiotensin I Converting Enzyme-Inhibitory Peptide J. Agric. Food Chem., Vol. 55, No. 21, 2007 8403


