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Isoniazid and rifampicin are drugs primarily used in antituberculosis treatment. Our aim
in this study is to evaluate the effect of caffeic acid phenethyl ester’s protective effect on
liver function tests and to trace elements in hepatic damage caused by isoniazid and
rifampicin on rats. Forty Wistar albino rats were divided into 4 groups. Group 1: Sham,
Group 2: caffeic acid phenethyl ester application, Group 3: isoniazid and rifampicin
given, Group 4: isoniazid + rifampicin and caffeic acid phenethyl ester application. After
30 days, the rats were sacrificed by taking blood from the heart. Alanine aminotrans-
ferase, aspartate aminotransferase, zinc, copper, total antioxidant capacity, total oxidative
status, and oxidative stress index levels were evaluated. The rats to which isoniazid +
rifampicin+ caffeic acid phenethyl ester were given had less oxidative stress and copper
levels (P < 0.001, P = 0.019) but have higher zinc levels (P = 0.001) compared to the
isoniazid + rifampicin group. Liver enzyme levels were also lower in rats that were given
isoniazid + rifampicin + caffeic acid phenethyl ester (P < 0.001). The results of this study
suggested that caffeic acid phenethyl ester influences the levels of trace elements (copper
and zinc) that are important for the physiologic mechanisms of organisms, reducing liver

damage.
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uberculosis is a serious disease and is difficult
Tto treat because of its resistance to drugs and
long-term treatment period as well as its tendency to
increase in diseases, such as HIV, along with patient
compliance. Asymptomatic increases in transami-
nase are common during antituberculosis treatment,
but hepatotoxicity can cause mortality when not
noticed early and when therapy is not ceased in
time. Isoniazid (INH) is a drug that is commonly
used in the treatment of active and latent Mycobac-
terium tuberculosis infections. Rifampicin (RIF) is
another primary component for the treatment and
prophylaxis of tuberculosis. Both drugs are metab-
olized by the liver." Isoniazid and rifampicin are
potentially hepatotoxic drugs.”> This hepatotoxicity
mostly happens through oxidative stress.’ Caffeic
acid phenethyl ester (CAPE) is an active ingredient
of honeybee propolis extract that has been used as a
traditional medicine in the Far East.* The molecular
weight and empirical formula of CAPE are 284.3 g/
mol and Cy;H;60,> CAPE has no potentially harm-
ful effects on normal cells.® It is a small, flavonoid-
like, lipid soluble compound that has anti-inflam-
matory,7 antiviral, anticarcinogenic, immunomodu-
latory,® and antioxidant activities.” It has been shown
that CAPE suppresses lipid peroxidation, inhibits
lipoxygenase activities and tumor promotion, lipid
peroxidation, lipoxygenase activities, protein tyro-
sine kinase, and ornithine decarboxylase.'” Korish et
al'’ pointed out that CAPE creates hopeful results on
correcting acute liver failure by affecting oxidative
stress and disordered hemostasis. CAPE can prevent
radiation induced liver cell apoptosis.'* Zinc (Zn) is
a trace element with anti-inflammatory and anti-
apoptotic effects along with important antioxidant
properties. In experimental animal models, although
it was not fully clarified, it has been seen that zinc
has hepatoprotective properties on acute and chronic
liver damage."> Copper (Cu) is a trace element,
acting as a cofactor in many enzymatic reactions.'*
Excessive copper build up in the liver has been
reported in primary biliary cirrhosis, alcoholic cir-
rhosis, and other cholestatic syndromes.'>'® All
these studies show that extensive research is neces-
sary for recognizing biochemical analysis and for
healing liver damage, which can develop during
antituberculosis drug treatment, primarily INH and
RIF. Tuberculosis disease still remains a major health
problem. When patients are having tuberculosis
treatment they may be required emergency surgery.
Therefore, our aim in this study is to investigate the
protective effects of CAPE on liver function tests and
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trace elements on the hepatic damage caused by
INH and RIF on rats.

Materials and Methods

Animals

Forty female Wistar albino rats, each weighing 200
to 250 g were included in the study. The study was
conducted in accordance with the rules of the
National Institute of Health Guide for the Care
and Use of Laboratory Animals, following approval
from the Ethics Committee. Rats were housed under
standard conditions in an air-conditioned room with
12-hour light and dark cycles and a constant
temperature of 22 * 2°C. The rats were housed in
cages and were allowed free access to standard rat
chow and water before the experiments. The
animals were fasted overnight the day before
surgery, but had access to water.

Experimental design

Forty Wistar albino rats were divided into 4 groups
(n =10):

Group 1 (Sham, S): Rats were fed with standard rat
chow for 30 days.

Group 2 (CAPE): CAPE was applied daily at a dose
of 10 mg/kg intraperitoneally for 30 days.

Group 3 (INH + RIF): INH (30 mg/kg/d) and RIF
(30 mg/kg/d) were given via oral gavage for 30
days.

Group 4 (INHHRIF+CAPE): INH (30 mg/kg/day)
and RIF (30 mg/kg/day) were given via oral
gavage for 30 days and CAPE (10 mg/kg/day)
was given intraperitoneally.

After 30 days, the rats were given 50 mg/kg
ketamine hydrochloride (Ketalar, Parke Davis,
Pfizer, Istanbul, Turkey) and 10 mg/kg Xylazine
(Rompun, Bayer AG, Leverkusen, Germany) was
injected intramuscularly to facilitate anesthesia. The
rats were sacrificed by taking blood from the heart
for biochemical analysis.

Biochemical analysis

Plasma alanine aminotransferase (ALT), aspartate
aminotransferase (AST), Zn, and Cu were measured
to evaluate the liver functions. To assess oxidative
injury, the total antioxidant capacity (TAC), total
oxidative status (TOS), and oxidative stress index
(OS]) levels were determined.
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Measurement of ALT, AST

ALT and AST were measured spectrophotometrical-
ly in serum using an Architect c16000 auto analyzer
(Abbott Laboratories, Abbott Park, Illinois).

Measurement of Zn and Cu in serum

Zn and Cu were determined using Shimadzu 64015
atomic absorption/emission spectrometer. The acet-
ylene flow rate and the burner height were adjusted
in order to get the maximum absorbance signal with
a slit of 0.5 nm at a wavelength of 213.9 nm for Zn
and 324.8 nm for Cu. The radiation sources were
hollow cathode lamps (Shimadzu, Japan). Operating
conditions were those recommended by the manu-
facturer (Operation Manual—Atomic Absorption
Spectrophotometer AA-6800, SHIMADZU, 2000).

Measurement of total oxidant status

The total oxidant status (TOS) of supernatant
fractions was determined using a novel automated
measurement method developed by Erel.'” Oxi-
dants present in the sample oxidize the ferrous ion
o-dianisidine complex to ferric ion. The oxidation
reaction is increased by glycerol molecules, which
are commonly present in the reaction medium. The
ferric ion gives a colored complex with xylenol
orange in an acidic medium. The color intensity,
which can be measured spectrophotometrically, is
related to the total amount of oxidant molecules
present in the sample. The assay is calibrated with
hydrogen peroxide and the results are expressed in
terms of nmol H,O, Equiv./mg protein.

Measurement of the total antioxidant capacity

The total antioxidant capacity (TAC) of supernatant
fractions was determined using a novel automated
measurement method developed by Erel.'” In this
method, hydroxyl radical, which is the most potent
biologic radical, is produced. In the assay, ferrous
ion solution, which is present in Reagent 1, is mixed
with hydrogen peroxide, which is present in
Reagent 2. The sequentially produced radicals, such
as the brown-colored dianisidinyl radical cations
produced by the hydroxyl radicals are also potent
radicals. Using this method, the antioxidative effect
of the sample on the potent-free radical reactions
initiated by the produced hydroxyl radical is
measured. The assay has excellent precision values,
which are lower than 3%. The results are expressed
as nmol Trolox Equiv./mg protein.
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Oxidative stress index

The percent ratio of the TOS level to TAC level was
accepted as oxidative stress index (OSI). OSI value
was calculated according to the following formula:'®
OSI (Arbitrary Unit) = TOS (nmol H202 Equiv./mg
protein)/TAC (nmol Trolox Equiv./mg protein).

Statistical Analysis

Statistical analysis was performed using SPSS for
Windows 11.5 (SPSS Inc, Chicago, Illinois). Data
were expressed as mean = SD (standard deviation)
values for biochemical values. Groups were com-
pared using the nonparametric Kruskal-Wallis test.
Mann-Whitney U test was used for binary compar-
isons. A P-value of less than 0.05 was considered
significant.

Results

All animals survived throughout the experimental
procedures. The liver functions, serum Cu and Zn
levels of all groups are shown in Table 1. Serum
TAC, TOS, and OSI levels are shown in Table 2.
Comparisons of the serum Cu and Zn levels
between the groups are shown in Fig. 1. Serum
ALT, AST, Cu, and TOS levels were found to be
significantly higher in Group 3 compared to the
other 3 groups (P < 0.05). When Group 1 and Group
2 were compared, serum Zn values were found to be
higher in Group 2 (P = 0.029). There was no
difference in the other parameters between the 2
groups (P > 0.05). When Group 1 and Group 4 were
compared, differences between their TOS and OSI
levels were detected (P < 0.05). Other parameters
were the same (P > 0.05). There were significant
differences between all parameters when Group 2
and Group 3 were compared (P < 0.001). When
Group 2 and Group 4 were compared, Zn, TOS, and
OSI levels were different (P < 0.05). All parameters
were significantly different when Group 3 and
Group 4 were compared (P < 0.05).

Discussion

Antituberculosis drug-induced hepatotoxicity caus-
es substantial morbidity and mortality and decreas-
es treatment effectiveness.! Adverse effects
significantly contribute to nonadherence, eventually
contributing to treatment failure, relapse, or the
emergence of drug-resistance. Consequently, they
diminish treatment effectiveness.'®* Numerous
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Table 1 Serum ALT, AST levels (mg/dL) and Zn, Cu levels (um/protein)

HEPATOTOXICITY, CAFFEIC ACID PHENETHYL ESTER

S (Mean * SD) CAPE (Mean * SD)

INH + RIF (Mean * SD)

INH + RIF + CAPE (Mean * SD)

ALT 579 = 143 63.4 = 15.8
AST 942 =209 794 = 135

Cu 0.88 = 0.37 0.65 = 0.27

189.8 + 42.6°¢
211.6 * 63.5>4
Zn 0.53 = 0.18 0.73 * 0.09% 0.38 + 0.134

189.80 =+ 42.65%¢

73.7 + 20.6
92.1 + 30.2f
0.57 *+ 0.08%f
73.70 + 20.608

ALT, alanine aminotransferase; AST, aspartate aminotransferase; Cu, copper; SD, standard deviation; Zn, zinc.

“Significantly different when compared with Sham group (P < 0.05).
PSignificantly different when compared with Sham group (P < 0.001).
“Significantly different when compared with Sham group (P < 0.01).
dSignificantly different when compared with CAPE group (P < 0.001).
“Significantly different when compared with CAPE group (P < 0.01).
fSignificantly different when compared with INH + RIF group (P < 0.001).
8Significantly different when compared with INH + RIF group (P < 0.05).

studies have demonstrated that oxidative damage is
an important mechanism of antituberculosis drug-
induced hepatotoxicity.>’** Isoniazid can cause
mild to moderate elevation of plasma liver enzyme
activity in 10% to 20% of patients and severe
hepatotoxicity in approximately 0.5% to 2%>* of
patients. It has been reported that the incidence of
hepatotoxicity is approximately 2.6% with isonia-
zid-rifampin co-administration, but only 1.6% with
isoniazid treatment alone and 1.1% with rifampin
alone. This suggests that there is higher incidence of
severe hepatotoxicity in patients cotreated with
these 2 drugs.”> CAPE is a natural flavonoid-like
compound that has protective effects against drug-
induced hepatotoxicity.”® Ashwag et al detected that
CAPE decreases liver damage by increasing antiox-
idant capacity in tamoxifen-induced hepatotoxici-
ty.>” Kart et al found in a study that CAPE has a
protective property in cisplatin-induced hepatotox-
icity and that this was related to its antioxidant
property.?® In our study, when the control group and

Table 2 Oxidative and antioxidative parameters in groups

the INH + RIF group were compared, it was found
that in the INH + RIF group, rats had a lower TAC
value (P =0.001) and higher OSI and TOS values (P
< 0.001). Furthermore, when the 2 groups were
compared, we saw that the AST and ALT values
were higher in the INH + RIF group of rats (P <
0.001). These results show that INH and RIF, which
have been commonly used for a long time in
tuberculosis treatment, can increase liver damage
by elevating oxidative stress. In several experimen-
tal animal models, it has been shown that changes in
the Cu and Zn levels in the liver tissue affect liver
damage.”?® In addition, it has been shown that
increasing Cu and decreasing Zn levels are related
to oxidative stress.>* In our study, we saw that when
the group that were only given CAPE and the group
given INH + RIF were compared, the serum Zn
levels of the CAPE group rats were elevated (P <
0.001) and the Cu levels were decreased (P < 0.001).
By comparing these 2 groups, we determined that
the TAC levels were higher (P < 0.001) and the TOS

S (Mean * SD) CAPE (Mean * SD)

INH + RIF (Mean = SD)  INH+RIF + CAPE (Mean * SD)

TAC (nmol Trolox

Eqv./mg protein 1.99 = 0.56 213 = 0.24
TOS (nmol H,O,

Egv./mg protein 33.09 = 9.01 31.29 + 6.42
OSI (arbitrary unite) 17.38 = 5.20 14.89 = 3.59

1.21 + 0.33%¢ 1.98 + 0.29°

4559 * 10.19>%*
23.16 + 4.520<¢

205.90 + 97.32%¢
178.26 = 110.62%¢

OS], oxidative stress index; SD, standard deviation; TAC, total antioxidant capacity; TOS, total oxidative status.

“Significantly different when compared with Sham group (P < 0.001).
bSignificantly different when compared with Sham group (P < 0.05).
“Significantly different when compared with CAPE group (P < 0.001).
dSignificantly different when compared with CAPE group (P < 0.01).
“Significantly different when compared with INH + RIF group (P < 0.001).
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Fig. 1 Comparison of serum Zn and Cu levels between groups.

and OSI levels were lower (P < 0.001) in the CAPE
group. Furthermore, the AST and ALT levels were
significantly higher in the INF + RIF group (P <
0.001). These results show that CAPE can affect liver
damage. Albukhari et al”” determined in a study that
antioxidant enzyme levels were higher and oxidative
status was lower in CAPE + tamoxifen rats when
compared to tamoxifen only rats; therefore, liver
enzyme levels were lower. Kart et al*® compared rats
that were given cisplatin with rats that were given
CAPE + cisplatin and found that in the CAPE +
cisplatin group, liver enzymes were lower. Lee et al**
compared rats that were given t-BHP to CAPE + t-
BHP and saw that the second group had less
oxidative stress. Our study also showed elevated
Zn levels (P = 0.001) and decreased Cu levels (P =
0.019) in the INH + RIF 4+ CAPE group when
compared to the INH + RIF group. Again, when we
compared these 2 groups, we determined that TAC
increased in the INH + RIF + CAPE group and the
TOS and OSI decreased (P < 0.001). Furthermore, in
the INH + RIF + CAPE group, the AST and ALT
values were lower (P < 0.001).

Conclusion

The results of this study showed that INH + RIF,
important drugs in antituberculosis treatment, in-
creased oxidative damage and elevated liver en-
zymes. When CAPE was added to the treatment, Zn
levels increased and Cu levels decreased. Further-
more, oxidative stress also decreased. As a result of
all this, we detected a significant correction in liver
enzymes. As a conclusion, we determined that
CAPE decreases liver damage. This situation may
be associated with changes in the levels of Zn and
Cu. Additional studies are needed to clarify this
situation.
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