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Interactions between Carnosine and Captopril on Free Radical Scavenging
Activity and Angiotensin-converting Enzyme Activity in vitro
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Interactions between carnosine (B-alanyl-L-histidine) , being plentiful in skeletal muscles and neuronal tissues, and
captopril, a widely used angiotensin-converting enzyme (ACE) inhibitor, were examined concerning free radical
scavenging activity and ACE activity in vitro. Not only captopril, but also carnosine, at concentrations less than those
ordinarily found in muscles and neuronal tissues, significantly scavenged 2,2’ -azinobis (3-ethylbenzothiazoline-6-sul-
phonate) (ABTS) radical cations, and inhibited ACE activity. Cupric ions reversed the ABTS scavenging activity of
carnosine and captopril, whereas cupric ions strengthened the inhibitory action of carnosine on ACE activity. In con-
trast, cupric ions antagonized the inhibition of ACE activity induced by ethylenediaminetetraacetic acid, indicating that
the inhibitory effect of carnosine on ACE activity is not related to the chelating action of carnosine. On the other hand,
carnosine and captopril synergistically enhanced the free radical scavenging activity, but not the inhibitory effect on the

ACE activity. These data suggest that carnosine in its concurrent use with captopril could act as a beneficial free radical
scavenger, with less danger of overdose, in the inhibition of ACE activity.
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INTRODUCTION

Hazardous interactions between food ingredients
and medicines are currently serious matters in public
health because adverse effects often occur through
unintentional intake of foods and chemicals. Grape-
fruit juice, a common beverage, increases the effects
of calcium blockers and B-hydroxy-f#-methylglutaryl
CoA reductase inhibitors, for example.” Although
food-drug interactions frequently relate to the meta-
bolic processes common to these substances, the pre-
cise mechanisms of their interactions have not been
elucidated for the most part.

Several peptides from foods materials such as milk,
fish meat, and soybeans have been reported to have
an antihypertensive effect due to their inhibition of
angiotensin-converting enzyme (ACE) activity.2?
Carnosine (f-alanyl-L-histidine) are present at high
concentrations in skeletal muscles and neuronal
tissues.? Since the antioxidative effects of carnosine
have been reported,*® this peptide is used in so-
called health foods or dietary supplements. Addition-
ally, carnosine has been documented to inhibit ACE
activity.? On the other hand, captopril, which has a

*e-mail: nakagawk @kyoto-wu.ac.jp

sulfhydryl (SH) group in its chemical structure, has a
role as a free radical scavenger!®!V in addition to its
use as a prevailing ACE inhibitor to treat hyperten-
sion. In the present study, we examined interactions
between carnosine and captopril on free radical
scavenging activity and ACE activity in vitro.

MATERIALS AND METHODS

ACE from bovine lung, 2,2 -azinobis (3-ethylben-
zothiazoline-6-sulphonate) (ABTS), carnosine, re-
duced glutathione (GSH), N-[3-(2-furyl) acryloyl]-
Phe-Gly-Gly (FAPGG) were obtained from Wako
Pure Chemicals, Osaka, Japan. Other chemicals were
of reagent grade.

ABTS Radical Cation Decolorization Assay
The radical scavenging activity of antioxidants for
ABTS radical cations was determined according to
the method of Re et al.'? as described in a previous
report.!¥ Shortly, two ml of ABTS solution, whose
absorbance was 0.70 at 734 nm, were mixed with 20 ul
of a test compound solution in a cuvette. At 4 min af-
ter mixing, the absorbance was measured at 734 nm.
Free radical scavenging activity was expressed as a %
of control based on the absorbance measured.

Assay for ACE Activity The ACE activity was
spectrophotometrically measured according to the
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method of Hou ef al.” with a slight modification.
Forty microliters of commercial ACE (0.5 units/ml,
from bovine lung) were mixed with 200 ul of a sample
solution, which was prepared with 50 mM Tris-HCl
buffer (pH 7.5) containing 0.3 M NaCl, and 200 ul of
50 mM Tris-HCI buffer (pH 7.5) containing 0.3 M
NaCl in the cuvette of a spectrophotometer main-
tained at 30 °C. The reaction was started by adding
0.5 ml of FAPGG dissolved in 50 mM Tris-HCI buffer
(pH 7.5) containing 0.3 M NaCl to the incubation
medium, followed by monitoring the decrease in the
absorbance (AAqmpe) for 5Smin at 345nm. In a
blank experiment, the decrease in the absorbance
(AApnk) was determined by the addition of 50 mM
Tris-HCI buffer (pH 7.5) containing 0.3 M NaCl in-
stead of the FAPGG solution and a sample solution.
The inhibitory effect of sample was expressed as % in-
hibition calculated as follows: [1— (4Ample—
AApiank) / (AAconror— AApiank) 1 X100 (%) .

Statistical Analysis All values were expressed as
the mean=®S.E. Statistical analyses were performed
by one-way analysis of variance (ANOVA) followed
by Tukey-Kramer’s multiple comparison test or Dun-
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nett’s multiple comparison test at a level of sig-
nificance of p<{0.05.

RESULTS AND DISCUSSION

Captopril is an ACE inhibitor used in the treatment
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Fig. 1. ABTS Radical Cation Scavenging Activity of Antiox-
idants
Each point represents the mean+S.E. from five experiments.
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Fig. 2. ABTS Radical Cation Scavenging Activity of Captopril in Combination with Antioxidants
ABTS radical cation scavenging activity of captopril was determined in the presence of captopril, and in combination with 10 um ascorbic acid, 1 mm carnosine,
5 um reduced glutathione (GSH), or 5 um cysteine. Each point represents the mean+S.E. from four experiments.
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of hypertension and congestive heart failure. This
drug has been reported to have free radical scaveng-
ing activity!%!D probably owing to the SH group in its
chemical structure. This property is beneficial, espe-
cially in the treatment of cardiovascular diseases ac-
companying atherosclerosis. We first compared the
ABTS radical scavenging activities of captopril and
antioxidants widely distributing in foods and living
cells (Fig. 1). The potency of ABTS radical scaveng-
ing activity was decreased in the following order; cys-
teine > captopril > GSH >ascorbic acid > carnosine.
It is obvious that substances having the SH group
were effective to a similar extent. Furthermore, the
combination of captopril with each of the antiox-
idants synergistically (p<{0.05) increased the radical
scavenging activity for ABTS radical cations (Fig. 2).
It is notable that SH-containing substances like cys-
teine and GSH enhanced radical scavenging activity
of captopril presumably without producing disul-
fides, because oxidized glutathione exhibited no
effects on the radical scavenging activity of captopril
(data not shown) . Since GSH, ascorbate, and carno-
sine can exist naturally in the mM range in tissues,
while the maximum concentrations of captopril in hu-
man plasma after a clinical use of 100 mg have been
recognized to be around 5 uM,!419 these synergisms
at concentrations used in the present study could oc-
cur in living cells.

Carnosine (0.5—1.0 mM) significantly inhibited
ACE activity (Fig. 3A), and Lineweaver-Burk plots
of ACE activity indicated that carnosine did not lar-
gely alter the affinity of the enzyme for a substrate,
FAPGG; apparent Km were 0.761 mM and 0.757 mM
for FAPGG in the absence and in the presence of 0.5
mM carnosine, respectively (Fig. 3B). The present
results are comparable with those of Hou et al.? on
the point that the inhibition was not in a competitive
manner. In addition, no synergistic effects on ACE
activity were found in the presence of carnosine and
captopril (Fig. 4). Carnosine, being abundant in
meats and some dietary supplements, is absorbed in-
tact from the small intestine.'® In addition, dietary
supplementation of carnosine attenuated the ischemia
/reperfusion-induced renal dysfunction.!” Hence,
our findings suggest that carnosine and captopril may
be synergistic antioxidants, and could thus pose less
danger of overdose in the inhibition of ACE activity.
Deleterious interactions between medicines and food
ingredients, including so-called health foods and
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Fig. 3. Effect of Carnosine on Angiotensin-converting En-
zyme (ACE) Activity
A: The ACE activity was indicated as % inhibition. Each point
represents the mean =S.E. from seven experiments. The differences between
the control group and each of the groups treated with carnosine were ana-
lyzed by Dunnett’s multiple comparison test; *, statistically different at p<C
0.05. B: Lineweaver-Burk plots of the ACE activity in the presence or ab-

sence of 0.5 mm carnosine. Each point represents the mean+S.E. from four
experiments.

functional foods, are currently increasing. Further in
vivo experiments and clinical trials are needed to
clarify the advantage of carnosine intake.

Heavy metals such as copper and zinc are essential
elements for many enzymes. Captopril inhibits ACE
activity by interacting with Zn2?* in the prosthetic
groups of ACE.!® Additionally, captopril and carno-
sine have been documented to chelate cupric ions.!9:20
In the present study, cupric ions, but not zinc ions,
significantly (p<{0.05) antagonized the ABTS radical
scavenging activity of captopril (Fig. 5), as well as
that of carnosine (Fig. 6). In contrast, cupric ions
and zinc ions synergistically enhanced the inhibitory
effect of carnosine on ACE activity, whereas these
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Fig. 4. Interaction between Carnosine and Captopril on the Angiotensin-converting Enzyme (ACE) Activity
The ACE activities were determined by the addition of 0.5 mMm carnosine and 10 nm captopril, and expressed as % inhibition. Each bar represents the mean +
S.E. from six experiments. NS: not significant according to Tukey-Kramer’s multiple comparison test.
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Fig. 5. Effects of Metal Ions on ABTS Radical Cation Scavenging Activity of Captopril

ABTS radical cation scavenging activities were determined in the presence of 5 um captopril, and in combination with each of metal salts at 5 um. Each bar
represents the mean=+S.E. from four-nine experiments. Statistical analyses were performed by one-way ANOVA followed by Dunnett’s multiple comparison test,
* 1 statistically different from captopril alone at p<0.05.

metal ions antagonized the inhibitory effect of cupric ions and zinc ions could reverse the interfer-
ethylenediaminetetraacetic acid (EDTA) on ACE ac- ence from EDTA on ACE. The inhibitory effect of
tivity (Table 1). Since EDTA, a distinguished chelat- carnosine, whose molecular mechanisms are unclear

ing agent, interacts with Zn2* in ACE, additional at present, may not be related to the co-factor Zn?* in
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Table 1. Effects of Metal Ions on the Inhibition of Angiotensine-converting Enzyme (ACE) Ac-

tivity Induced by Carnosine and EDTA

ACE activity
(% Inhibition=+SE)

ACE activity
(% Inhibition+SE)

Experiment A

10 um EDTA 73.5+0.92
10 um Cu?* 15.6+2.12
10 um EDTA + 17.5+7.20
10 um Cu?*

Experiment B

10 um EDTA 73.3+0.92
10 uM Zn2* 0.5+0.19
10 um EDTA + 4.8+£2.7Y
10 um Zn2*

Experiment C

1 mM Carnosine 21.8+1.82
10 um Cu?* 24.5+0.4%9
1 mm Carnosine + 32.4+2.4»
10 um Cu?*

Experiment D

1 mM Carnosine 23.1+£1.19
100 pm Zn2* 3.7+1.19
1 mM Carnosine + 34.3+4.4
100 um Zn?+*

The differences among the groups were analyzed by the Tukey-Kramer’s test. a,b,¢) : Different letters indicate sig-
nificantly different observations (p<<0.05, n=6).
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Fig. 6. Effect of Cupric Ions on ABTS Radical Cation
Scavenging Activity of Carnosine
ABTS radical cation scavenging activity of 0.5 mm carnosine was deter-
mined in combination with cupric ions. Each point represents the mean +
S.E. from six experiments. Statistical analyses were performed by one-way

ANOVA followed by Dunnett’s multiple comparison test, * : statistically
different at p<{0.05.

ACE.

In conclusion, carnosine significantly scavenged
ABTS radical cations, and inhibited ACE activity in
vitro at concentrations less than those ordinarily
found in muscles and neuronal tissues. The con-
comitant addition of carnosine with captopril, a
prevalent ACE inhibitor used as an antihypertensive
drug, synergistically enhanced the free radical
scavenging activity, but not the inhibitory effect, on
ACE activity. The present findings suggest that carno-
sine in concurrent use with captopril could act as a
beneficial free radical scavenger with less danger of
overdose in the inhibition of ACE activity.

Acknowledgement The authors wish to thank
Ms. A. Ooe, and Ms. M. Matsutani for their technical
assistance.

REFERENCES

1) Ohnishi N., Yokoyama T., Keio J. Med., 53,
1371-50 (2004) .

2) Yamamoto N., Ejiri M., Mizuno S., Curr.
Pharm. Des., 9, 1345-1355 (2003) .

3) Vermeirssen V., Van Camp J., Verstraete W.,
Br. J. Nutr., 92, 357-366 (2004) .

4) Decker E. A., Nutr. Rev., 53, 49-58 (1995).

5) Kohen R., Yamamoto Y., Cundy K. C., Ames
B. N., Proc. Natl. Acad. Sci. U.S.A., 85, 3175
-3179 (1988).

6) Chan W.K. M., Decker E. A., Lee J. B., But-
terfield D. A., J. Agric. Food Chem., 42, 1407
-1410 (1994) .

7) ZhouS., Decker E. A., J. Agric. Food Chem.,
47, 51-55 (1999).

8) Nagasawa T., Yonekura T., Nishizawa N.,
Kitts D. D., Mol. Cell. Biochem., 225, 29-34
(2001) .

9) Hou W.-C., Chen H.-J., Lin Y.-H., J. Agric.
Food Chem., 51, 1706-1709 (2003).

10) Chopra M., McMurray J., Stewart J., Dargie
H. J., Smith W. E., Biochem. Soc. Trans., 18,
1184-1185 (1990).

11) Tamba M., Torreggiani A., Free Radic. Res.,
32, 199211 (2000) .

12) Re R., Pellegrini N., Proteggente A., Pannala
A., Yang M., Rice-Evans C.A., Free Rad.
Biol. Med., 26, 1231-1237 (1999) .



4

Vol. 126 (2006)

13)

14)

15)

16)

Nakagawa K., Fujii S, Ohgi A., Uesato S., J.
Health Sci., 51, 492-496 (2005) .

Kripalani K. J., McKinstry D. N., Singhvi S.
M., Willard D. A., Vukovich R. A., Migdalof
B. H., Clin. Pharmacol. Ther., 27, 636-641
(1980) .

Franklin M. E., Addison R. S., Baker P. V.,
Hooper W. D., J. Chromatogr. B Biomed.
Sci. Appl., 705, 47-54 (1998).

Gardner M. L., Illingworth K. M., Kellenher
J., Wood D., J. Physiol., 439, 411-422
(1991).

17)

18)

19)

20)

Fujii T., Takaoka M., Tsuruoka N., Kiso Y.,
Tanaka T., Matsumura Y., Biol. Pharm.
Bull., 28, 361-363 (2005) .

Cushman D. W., Cheung H. S., Sabo E. F.,
Ondetti M. A., Prog. Cardiovasc. Dis., 21 178
-182 (1978).

Bartosz M., Kedziora J., Bartosz G., Free
Radic. Biol. Med., 23, 729-735 (1997).
Mineo P., Vitalini D., La Mendola D., Riz-
zarelli E., Scamporrino E., Vecchio G., Rapid
Commun. 722-729
(2002) .

Mass Spectrom., 16,



