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Guinea pigs Results: In sensitized animals, serum levels of TP, PLA2 and
Asthma histamine were significantly increased compared to control
Sensitization animals (p<0.05 to p<0.001). Significant reduction in TP, PLA2
Total protein and histamine levels were observed in treated groups with the two
ﬁ?sotzm?:épase A2 higher concentrations of carvacrol but dexamethasone treatment

only decreased serum level of PLA2 (p<0.05 to p<0.001).
Although the effect of the lowest concentration of the extract was
less than that of dexamethasone (p<0.05 for TP and p<0.001 for
PLAZ2), the effects of the two higher concentrations on PLA2 were
similar to dexamethasone and on TP (p<0.01) and histamine
(p<0.001) were higher than those of dexamethasone.

Conclusion: These results showed that carvacrol reduced serum
levels of TP, PLA2 and histamine in sensitized guinea pigs which
may indicate an anti-inflammatory effect of this agent in
inflammatory disorders such as asthma.
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Introduction (ESCOP, 1997). Therapeutic effects Z.

Carvacrol (cymophenol, C¢H3CH3 (OH) multiflora and its constituent, carvacrol on
(CsHy)) is one of the main constituent of common colds, bronchitis, pertussis,
Zataria multiflora Bois (Z. multiflora), laryngitis, and antibacterial activity in oral
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hygiene and stomatitis have been
described (ESCOP, 1997). The relaxant
effect of plant containing carvacrol on
different smooth muscles including trachea
(Boskabady et al., 1998; Boskabady et al.,
2006, Boskabady et al., 2007) has been
previously shown. as well as Carvacrol
(Boskabady and Jandaghi, 2003) and
fraction 2 of the essential oil from Carum
copticum which is suggested to be
carvacrol (Boskabady et al., 2003) showed
relaxant effect on tracheal smooth muscle.
Various pharmacological effects including
antibacterial (Nostro et al., 2007) and anti-
candidiasis effects (Knowles et al., 2005),
the effect on DNA binding (Nafisi et al.,
2004), genotoxicity (Zeytinoglu and Baser,
2003), antimutagenicity (Ipek et al., 2005),
antigenotoxic (lpek et al., 2003), anti-
cancer (Mehdi et al., 2011) and apoptosis
inducing (Akalin and Incesu, 2011), anti-
inflammatory and anti-oxidant (Hotta et
al,. 2010; Landa et al., 2009) properties
were shown.

The main characteristic of asthma is
airway inflammation is (Busse et al., 1995)
which different inflammatory cells are
activated in this process (Kelly et al.,
1998). Phospholipase A2 (PLA2) is
released from inflammatory cells activated
due to airway inflammation in asthma
(Vadas and Pruzanski, 1986). PLA2, in
turn, leads to synthesis of eicosanoids by
various inflammatory cells (Vadas and
Pruzanski, 1986). In the allergic
inflammation  of  bronchial  asthma,
eicosanoids play an important role
(Kashima et al., 1993). In serum and
bronchoalveolar  lavage fluid  from
asthmatic  patients, increased PLA2
activity was shown (Kashima et al., 1993).
In addition, increased serum histamine
level in asthmatic patients and animals,
was also documented (Busse and Swenson,
1989). Increased serum total protein was
also shown in subjects with occupational
asthma (Qureshi et al., 2009).

The treatment for asthma consists of two
types of drugs: 1) bronchodilatory drugs to
relieve bronchoconstriction and 2) anti-

inflammatory or preventive drugs to
suppress the airway inflammation. With
regard to relaxant and anti-inflammatory
effects of carvacrol, this agent may affect
asthma therapy by both mechanisms. In
the present study, the effect of carvacrol on
histamine, PLA2 and TP in sensitized
guinea pigs was examined.

Materials and Methods
Animal groups

Control guinea pigs (group C, treated
the same as sensitized group but normal
saline was used instead of OA and they
were given drinking water alone) and five
groups of sensitized animals were which
given drinking containing the following
agents (n=6 for each group) were studied.
1) Drinking water alone (group S, an
animal model of asthma)
2)50 pg/ml dexamethasone (group S+D)
3) 40 pg/ml carvacrol (group S+C1)
4)80 pg/ml carvacrol (group S+C2)
5)160 pg/ml carvacrol (group S+C3)

Sensitization of guinea pigs with OA
as was performed as previously described
(Boskabady and  Ziaei , 2003; Jafari et al.,
2011; Vosooghi et al., 2013). Briefly,
guinea pigs were sensitized with 10 mg of
OA (Sigma Chemical Ltd, UK) + 100 mg
of AlI(OH); dissolved in 1 ml saline on first
day and 2 mg of OA + 100 mg of AI(OH)3
dissolved in 1 ml saline i.p. one week later.
From day 14, sensitized animals were
exposed to an aerosol of 4% OA for 18+1
days, for 5 min daily. The aerosol was
administered in an enclosed chamber (30 x
20 x 20 cm). Control animals were treated
similarly but saline was used instead of
OA solution. The study was approved by
the ethical committee of Mashhad
University of Medical Sciences, Mashhad,
Iran.

Measurement of serum TP, PLA2 and
histamine

Animals were sacrificed after the end of
sensitization period (32+1 days). Five
milliliter peripheral blood was obtained
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immediately after sacrificing of animals.
Blood samples were kept at room
temperature for 1 hr. The samples were
then centrifuged at 2500xg at 4 °C for 10
min. The supernatant was collected and
stored at -70 °C until analyzed. The serum
protein level was determined using
quantitative protein assay kit (Pars
Azmoon, Iran) according to the
manufacturer’s protocol with photometric
method. Using the Enzyme-Linked
Immuno-Sorbent Assay (ELISA) sandwich
method, serum PLA2 and histamine levels
were measured according to the
manufacturer’s instructions (PLA:
E10217: Invitrogen, England LDN’s
Histamine Assay Kit, BAE-1100, Co.,
LDN, England).

Statistical analysis

Results were expressed as mean+SEM.
Kolmogorov-Smirnov test indicate the
normal  distribution of the data.
Comparison between the results of
sensitized group and control guinea pigs as
well as between sensitized and treated
groups were performed using unpaired "t"
test. Data of three groups of animals
treated with carvacrol were compared
using one way ANOVA with Tukey-
Kramer post-hoc test. Significance was
accepted at p<0.05.

Results

In sensitized group, serum levels of TP,
PLA2 and histamine were significantly
higher than control animals (p<0.05 for
PLA2 and p<0.001 for TP and histamine )
(Figure 1-3). Serum levels of TP, PLA2
and histamine were significantly decreased
in treated groups with the two higher
concentrations of carvacrol (p<0.01 to
p<0.001, Figure 1-3).

However, only serum level of PLAZ2
was significantly decreased in S animals
treated with dexamethasone (p<0.05)
(Figure 2).
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Figurel. Serum levels of total protein in control
group (C), sensitized guinea pigs (S), S treated with
dexamethasone and three concentrations of carvacrol
(n=6). Statistical differences between control and
other groups: *p<0.05, **p<0.01 and ***p<0.001.
Statistical differences between treated animals vs
sensitized  group:  +p<0.05, ++p<0.01 and
+++p<0.001.
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Figure 2. Serum levels of phospholipase A2 in
control group (C), sensitized guinea pigs (S), S
treated  with  dexamethasone  and  three
concentrations of carvacrol (n=6). Statistical
differences between control and other groups:
*p<0.05 and **p<0.01. Statistical differences
between treated animals vs sensitized group: +:
p<0.05 and ++: p<0.01.
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The effect of the lowest concentration
of carvacrol (40 pg/ml) on TP and PLA2
was significantly less than the effect of
dexamethasone (p<0.05 for TP and
p<0.001 for PLAZ2; Table 1). However, the
effect of the highest concentrations of
carvacrol (160 pg/ ml) on PLA2 was
similar to dexamethasone and on TP
(p<0.01) and histamine (p<0.001) was
higher than that of dexamethasone (Table
1). The effects of the two higher
concentrations of carvacrol (80 and 160
pg/ ml) on serum levels of TP, PLA2 and
histamine were significantly higher (p<
0.001 for histamine and p< 0.01 for other
parameters) than the effect of the lowest
concentration (Table 1). In addition, the
effect of the highest concentration of
carvacrol on histamine level was also
significantly higher than the effect of its
medium concentration (p<0.001, Table 1).
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Figure 3. Serum levels of histamine in control
group (C), sensitized guinea pigs (S), S treated
with dexamethasone and three concentrations of
carvacrol (n=6). Statistical differences between
control and other groups: **p<0.01 and
***n<0.001. Statistical differences between treated
animals vs  sensitized group: ++p<0.01,
+++p<0.001 and +++p<0.001.

Table 1. Serum levels of total protein, PLA2 and histamine levels in control group, sensitized guinea pigs (s), s
treated with three concentrations of carvacrol (S+C1, S+C2, S+C3) and dexamethasone (S+D), (n= 6).

Mediator Control S S+D S+C1 S+C2 S+C3

Total protein 5.35+0.25 9.1+0.32 7.36x1.81 14.80+2.66 4.90+1.18tt 3.94+0.51t+

PLA2 7.49+0.54 12.12+1.34 7.68+0.75 22.05+3.07 7.48+0.09t+ 7.39+0.04t 1
Histamine 773115 32.92+162  28.45+201  27.05%181 17.34+2.3 tt 1842025 H1 % k %

Values are presented as mean+SEM. Three concentrations of carvacrol were 40 (S+C1), 80 (S+C2) and 160
pg/ml (S+C3) and dexamethasone was used at the concentration of 50 pg/ml. Statistical significance for the
difference between the data of S+C3 and S+C1 vs S+C1: t1p<0.01, and 111 p<0.001. Statistical significance
for the difference between the data of S+C3 vs S+C2: s % % p<0.001. The statistical comparisons were made
using ANOVA with Tukey- Kramer multiple post test.

Discussion

Increased serum levels of TP, PLA2
and histamine was showed in sensitized
guinea pigs in this study. Previous studies
also showed increased serum levels of total
protein (Qureshi et al., 2009), PLA2
(Vadas and Pruzanski, 1986) and hitamine
(Busse and Swenson, 1989) in asthmatic
patients and animals which confirm the

sensitization (induction of animal model of
asthma) in the present study.

The two higher concentrations of
carvacrol led to reduction in serum levels
of TP, PLA2 and histamine in sensitized
animals. However, dexamethasone
treatment did not affect serum level of TP
and histamine and only caused significant
reduction in  PLA2 level. Airway
inflammation is the most important feature
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of asthma (Busse et al., 1995). Therefore,
in asthma-therapy we should focus on
reducing airway inflammation.

The results of the present study showed
that carvacrol prevents the increase in
serum levels of TP, PLA2 and histamine in
sensitized  guinea  pigs.  However,
dexamethasone treatment only affects
serum level of PLA2 in sensitized guinea
pigs. These results indicate that carvacrol
have a therapeutic effect on inflammatory
markers in sensitized animals which is
more potent, more specific and thus
different from the effect of
dexamethasone. Therefore, the results of
the present study showed that in
inflammatory disorders such as asthma,
carvacrol may have even more therapeutic
values compared to dexamethasone. In
fact, anti-inflammatory and anti-oxidant
effects of carvacrol were previously shown
(Hotta et al., 2010; Landa et al., 2009)
which are consistent with the results of the
present study.

The results also showed that the effect
of carvacrol on serum levels of TP, PLA2
and histamine was almost concentration-
dependent. The greater effect of higher
concentrations of carvacrol on serum
levels of TP and histamine compared to
dexamethasone suggests that the effect of
carvacrol is greater than dexamethasone on
most inflammatory markers in sensitized
guinea pigs at used concentrations.

A potent relaxant effect of the extract of
a plant containing carvacrol (Thymus
vulgaris) (Boskabady et al., 2006) and
carvacrol itself (Boskabady and Jandaghi.,
2003) on tracheal chains, stimulatory
effect of Z. multiflora (another plant
containing carvacrol) and carvacrol on 3,-
adrnoceptors (Boskabady et al., 2011a)
and their inhibitory effect on histamine
(H1) receptors (Boskabady et al., 2012a)
were previously shown. The inhibitory
effect of carvacrol (Boskabady et al.,
2011b) and the extract of Z. multiflora
(Boskabady et al., 2012b; Jafari et al.,
2011) on muscarinic receptors of tracheal
smooth muscle were also demonstrated.

The present study also showed preventive
effect on inflammatory markers in
sensitized animals. Therefore, the results
of the present study as well as previous
studies suggest that carvacrol may have
therapeutic effect on asthma by both
bronchodilation as a relieving drug and
anti-inflammatory effect as a preventive
drug. The effects of other natural products
on lung inflammation and tracheal
responsiveness were shown using similar
methods which support the findings of the
present study (Boskabady and Ziaei, 2003;
Vosooghi et al., 2013). However, more
studies on the effect of carvacrol on
asthmatic patients are needed to confirm
this suggestion.

In conclusion, reduction effect of
carvacrol on serum levels of TP, PLA2 and
histamine in sensitized guinea pigs we
indicated. The effect of carvacrol was
more specific compared to dexamethasone
because dexamethasone treatment only
affected PLAZ2 level in sensitized animals.
Therefore, the results suggest that the
effect of carvacrol is greater than
dexamethasone on inflammatory markers
in sensitized guinea pigs at used
concentrations.

Acknowledgment

This study was financially supported by
Mashhad University of Medical Sciences,
Mashhad, Iran. The results described in the
present study is a part of a Ph. D. thesis.

Conflicts of interest
There is no conflict of interest to
declare.

References

Akalin G, Incesu Z. 2011. The effect of
carvacrol on opoptosis of H-RAS
transformed cell lines. Turk J Pharm Sci,
8: 105-116.

Boskabady MH, Aslani MR, Kiani S. 2006.
Relaxant effects of Tymus volgarion
guinea pig tracheal chains and its possible
mechanism(s). Phytother Res, 20: 28-33.

Boskabady MH, Aslani MR, Mansouri F, et al.

AJP, Vol. 6, No. 6, Nov-Dec 2016 640



Carvacrol affects sensitized animals inflammation

2007. Relaxant effect of Satureja hortensis
on guinea pig tracheal chains and its
possible mechanism(s). Daru, 15: 199-204.

Boskabady MH, Jafari Z, Pouraboli 1. 2011.
The effect of carvacrol on muscarinic
receptors of guinea pig tracheal chains.
Phytother Res, 25: 530-535.

Boskabady MH, Jafari Z, Pouraboli 1M, et al.
2012. Anti cholinergic effect of Zataria
multiflora Boiss on guinea pig tracheal
chains. Natural Product Res, 26: 1523-
1528.

Boskabady MH, Jandaghi P. 2003. Relaxant
effect of carvacrol on guinea pig tracheal
chains and its possible mechanisms.
Pharmazie, 58: 661-663.

Boskabady MH, Kaveh M, Eftekhar N, et al.
2011. Zataria multiflora boiss and
carvacrol affect 3,-adrenoceptors of guinea
pig trachea. Evid Based Complement
Alternat Med, 2011; 857124.

Boskabady MH, Rakhshandah H, Moetamed
shariati V. 1998. Bronchodilatory and
anticholinergic effects of Carum copticum
on isolated guinea pig tracheal chains.
Med J Islam Rrep Iran, 11: 29-34.

Boskabady MH, Ramazani M, Tabei T. 2003.
Relaxant effects of different fractions of
essential oil form Carum copticum on
guinea pig tracheal chains. Phytother Res,
17: 1145-1149.

Boskabady MH, Tabanfar H, Gholamnezhad
Z, et al. 2012. Inhibitory effect of Zataria
multiflora  boiss and carvacrol on
histamine (H;) receptors of guinea pig
tracheal chains. Fund Clini Pharmacol,
26: 609-620.

Boskabady MH, Ziaei T. 2003. Effect of
ascorbic acid on airway responsiveness in
ovalbumin  sensitized guinea  pigs.
Respirology, 8: 473-478.

Busse W, Banks-Schlegel SP, Larson GL.
1995. Childhood versus adult-onset
asthma. Am J RespirCrit Care Med, 151:
1635-1639.

Busse WW, Swenson CA. 1989. The
relationship between plasma histamine
concentrations and bronchial obstruction
to antigen challenge in allergic rhinitis. J
Allergy Clinic Immunol, 84: 658-666.

ESCOP. "Thymiherba." Monographs on the
medicinal uses of plant drugs. Exeter,
U.K.: European Scientific Cooperative on
Phytotherapy. 1997.

Hotta M, Nakata R, Katsukawa M, et al. 2010.

Carvacrol, a component of thyme oil,
activates PPAR and suppresses COX-2
expression. J Lipid Res, 51: 132-139.

Ipek E, Zeytinoglu H, Okay S, Tuylu BA,
Kurkcuoglu  Baser MKHC.  2005.
Genotoxicity and antigenotoxicity of
Origanum oil and carvacrol evaluated by
Ames Salmonella/ microsomal test. Food
Chem, 93: 551-556.

Ipek E, Tuylu BA, Zeytinoglu H. 2003. Effects
of carvacrol on sister chromatid exchanges
in human lymphocyte cultures.
Cytotechnol, 43: 149-154.

Jafari Z, Boskabady MH, Pouraboli I, et al.
2011. Zataria multiflora Boiss inhibited
muscarinic receptors of incubated tracheal
smooth  muscle  with  propranolol.
Avicenna J Phytomed, 1: 7-13.

Kashima N, Nakajima H, Fukaura A, et al.
1993. Study of serum phosholipase A2
activity in bronchial asthmatic patients.
Japan J Allergology, 42: 723-727.

Kelly CA, Ward C, Stenton SC, et al. 1998.
Numbers and activity of cells obtained at
bronchoalveolar lavage in asthma, and
their relationship to airway
responsiveness. Thorax, 43: 684-692.

Knowles JR, Roller S, Murray D B, Naidu AS.
2005. Antimicrobial action of carvacrol at
different stages of Dual-Species biofilm
development by Staphylococcus aureus
and  Salmonella  enterica  serovar
typhimurium. Appl Envioron Microbiol,
71: 797-803.

Landa P, Kokoska L, Pribylova M, et al. 2009.
In vitro anti-inflammatory activity of
carvacrol: Inhibitory effect on COX-2
catalyzed prostaglandin E-2 biosynthesis.
Arch Pharmacol Res, 32: 75-78.

Mehdi SJ, Ahmad A, Irshad M, et al. 2011.
Cytotoxic effect of Carvacrol on human
cervical cancer cells. Biol Med, 3: 307-
312.

Nafisi SH, Hajiakhoondi A, Yektadoost A.
2004. Thymol and carvacrol binding to
DNA: model for DRUG-DNA interaction.
Biopolymers, 74: 345-351.

Nostro A, Roccaro AS, Bisignano G, et al.
2007. Effects of oregano, carvacrol and
thymol on Staphylococcus aureus and
Staphylococcus epidermidis biofilms. J
Med Microbiol, 56: 519-523.

Qureshi S, Memon SA, Laghari AJ, et al.
2009. Metabolic total protein investigation
in local industry workers exposed to acid

AJP, Vol. 6, No. 6, Nov-Dec 2016 641


http://www.sciencedirect.com/science/journal/03088146
http://www.sciencedirect.com/science/journal/03088146
http://www.springerlink.com/content/?Author=Evrim+%c4%b0pek
http://www.springerlink.com/content/?Author=Berrin+Ayaz+T%c3%bcyl%c3%bc
http://www.springerlink.com/content/?Author=H%c3%bclya+Zeytino%c4%9flu
http://www.springerlink.com/content/0920-9069/

Boskabady et al.

anhydrids. Sindh Univ Res J, 41: 63-66.

Vadas P, Pruzanski W. 1986. Role of secretory
Phospholipase A2 in the pathology of
disease. Lab Invest, 55: 391-404.

Vosooghi S, Mahmoudabady M, Neamati A,
et al. 2013. The preventive effects of
hydroalcoholic extract of saffron on
hematologicalparameters of experimental
asthmatic rats. Avicenna J Phytomed, 3:
279-87.

Zeytinoglu Z, Baser KHC. 2003. Inhibition of
DNA synthesis by carvacrol in mouse
myoblast cells bearing a human N-RAS
oncogene. Phytomed, 10: 292-299.

AJP, Vol. 6, No. 6, Nov-Dec 2016 642



