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Abstract: Mastic oil (MO) is extracted from the resin of the bark of Pistacia lentiscus var. chia, a tree
abundantly grown in the Greek island of Chios. Various biological activities, such as antimicrobial,
anticancer and antioxidant, have been associated with the dietary intake of MO. However, little is
known about MO’s potential anti-inflammatory effects, while some of its main chemical constituents
were reported to exert significant anti-inflammatory activity. This study aims to assay the bioactivity
of MO on in vitro and in vivo experimental inflammation models, in particular on LPS-stimulated
RAW264.7 macrophages, murine primary peritoneal macrophages and a model of zymosan-induced
peritonitis in BALB/c mice. The per os administration of MO inhibited the recruitment of macrophages
into the peritoneal cavity of zymosan-treated mice, but did not affect neutrophil mobilisation or
the levels of IL-6 or TNF-α in the peritoneal fluid. Similarly, IL-6 and TNF-α secretion in primary
LPS-stimulated macrophages was not affected by MO, but the levels of phosphoproteins that activate
inflammation in macrophages were differentially regulated. Finally, MO and some of its individual
constituents reduced nitric oxide (NO), prostaglandin E2 and TNF-α levels in supernatants of LPS-
stimulated RAW264.7 cells and inhibited their phagocytosis rate. Our data imply that MO may
promote an anti-inflammatory transition in macrophages due to the combined bioactivities of its
individual constituents. Thus, as a mixture of various compounds, MO seems to affect multiple
molecular mechanisms that are involved in the development of inflammation. Therefore, more
research, focusing on MO’s individual constituents and employing various pre-clinical inflammation
models that activate different mechanisms, is required for a detailed investigation of the oil’s potential
anti-inflammatory activity.

Keywords: Pistacia lentiscus var. chia; mastic; mastic oil; anti-inflammatory; monoterpenes; pinene;
myrcene; limonene; linalool; phytochemicals; macrophages

1. Introduction

Inflammation is a biological response that aims at eliminating a cell injury source,
which could either be physical or chemically-induced tissue injury or invading pathogens [1].
Overall, inflammation is a protective mechanism that helps the organism by eliminating
harmful agents and initiating the healing process. However, repetitive exposure to trigger-
ing stimuli or unresolved inflammation may lead to chronic conditions associated with a
broad range of diseases [2]. The most obvious group of such conditions is autoimmune
diseases such as rheumatoid arthritis, diabetes, inflammatory bowel disease, gout and sys-
temic lupus erythematosus [3]. Other inflammation-related diseases are atherosclerosis [4],
neurodegenerative diseases including Alzheimer’s disease [5], Parkinson’s disease [6] and
amyotrophic lateral sclerosis (ALS) [7], liver [8], lung [9], kidney [10] and skin diseases [11]
and, of course, cancer [1,12].

Many of the anti-inflammatory medications currently used are nonsteroidal anti-
inflammatory drugs (NSAIDs). Hippocrates used an extract from parts of the willow tree
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almost 3500 years ago to treat inflammation, but it was not until the late 1700s when the
active compound in this extract was identified as salicylic acid (aspirin) [13]. Aspirin and
ibuprofen are among the most-used NSAIDs whose mechanism of action, as we now know,
is the inhibition of the COX enzyme that catalyses the conversion of arachidonic acid
to prostaglandins E2, prostacyclins and thromboxanes [14]. Despite their use for over a
century, it is well known that COX inhibitors are associated with a number of side effects,
most of which are accompanied by gastrointestinal symptoms, while kidney and liver
problems have also been reported [13]. Thus, the discovery of new anti-inflammatory
compounds is of great interest and, once again, the plant kingdom poses as the most
valuable source of novel substances in drug development.

Phytochemicals have long been studied for their biological properties [15–21]. Some
of the most prominent plant-derived agents with anti-inflammatory activity are resveratrol,
capsaicin, quercetin, curcumin, epigallocatechin-3-gallate (EGCG) and colchicine [22]. In
fact, there is a considerable amount of literature on the anti-inflammatory activity of plant-
derived compounds [23–29]. The bioactivities of herbal and plant extracts are related to the
presence of molecules of various chemical classes. In certain essential oils, volatile terpenes
and terpenoid constituents have been shown to exert a wide range of bioactivities [30,31].
Essential oils are concentrated hydrophobic liquids, extracted from various plants parts
that are rich in volatile compounds.

Mastic oil (MO), the essential oil extracted from the resin of the plant Pistacia lentiscus
var. chia, is rich in terpenes and terpenoids [20,32]. Pistacia lentiscus var. chia is a plant
that has been cultivated for its aromatic resin mostly in the southern part of the island of
Chios in Greece. MO is extracted from the resin that is released from the incised bark of the
aromatic plant. This resin, known as mastic gum, apart from being traditionally used as a
flavouring agent, has also been incorporated into folk medicine, mainly for the treatment
of gastrointestinal disorders. Besides Greece, different Pistacia lentiscus L. species have long
been cultivated in the Mediterranean and Middle Eastern areas. Extracts of the plant have
been traditionally used by various ethnic groups against respiratory, cardiovascular, renal,
oral cavity and tooth diseases and as antimicrobial, antipyretic and analgesic remedies [30].

Mastic gum (MG) preparations have been shown to exert significant anti-inflammatory
activities that are connected to MG’s strong antioxidant properties. By blocking the PKC-
dependent activation of NADPH oxidases, MG led to the inhibition of TNF-α or angiotensin
II-induced hydrogen peroxide and superoxide production in endothelial and smooth
muscle cells [33]. MG’s anti-inflammatory activity seems to be partly mediated by the
inhibition of inducible nitric oxide synthase (iNOS) and cyclooxygenase (COX-2) expression,
as observed in macrophages, and the suppression of the adhesion molecules VCAM-1 and
ICAM-1, as shown in TNF-α-stimulated endothelial cells, resulting in the inhibition of
pro-inflammatory interleukins and TNF-α production [34,35]. Further in vitro studies have
demonstrated that MG inhibits the production of pro-inflammatory molecules such as
nitric oxide (NO) and prostaglandin E2 (PGE2) by activated macrophages, mainly via
the inhibition of iNOS and COX-2 protein expression rather than by NO scavenging [36].
Besides macrophages, MG has been shown to exert anti-inflammatory properties in human
aortic endothelial cells as well [37].

The potential anti-inflammatory activity of MG has also been investigated in in vivo
experimental models. The local application of MG ointment attenuated inflammatory
responses in murine experimental models of allergic dermatitis. Reduced ear swelling and
itching behaviour as well as the downregulation of IL-1β, IL-33, TARC and TSLP levels in
skin tissue were observed. Moreover, the migration of dendritic cells, helper T cells and
IgE-positive B cells was inhibited [38].

In a gastric ulcer model in rats, MG reduced gastric and colonic mucosal hyperaemia
and haemorrhagic infiltration as well as mucosal oedema to the same extent as the control
standard drug, omeprazole. Moreover, MG significantly lowered the serum TNF-α and
IL-1β levels [39]. Similarly in rats, in an acetic acid-induced colitis model, MG inhibited
TNF-α levels in colon tissue and significantly limited the overall colitis index [40]. In an-
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other study employing a different rat colitis model (trinito-benzene sulfonic acid-induced),
all TNF-α, IL-6, IL-8, ICAM-1 and malonaldehyde (MDA) tissue levels were inhibited. Ac-
cordingly, in MG-treated mice, the significant amelioration of colitis extracts was observed
histologically [41].

Human studies further support these findings [34,35]. Orally administered MG, in
patients with mild or moderately active Crohn’s disease, inhibited IL-6 and CRP (C-reactive
protein) plasma levels, while the activity index of the disease was significantly limited [42].
Also in patients with inflammatory bowel disease (IBD), MG supplementation seems to
induce favourable changes in oxidative stress biomarkers such as a decrease in oxidised
LDL, plasma cysteine and faecal lysozyme [43,44] and elevated IL-17A serum levels [45].

It becomes evident that there is now substantial evidence for the anti-inflammatory
properties of mastic gum. However, most studies tend to focus on the resin, the crys-
tallised natural form of mastic gum. Notably, its essential oil represents a superior, more
concentrated source of the bioactive compounds present in mastic resin. Nevertheless, in
the literature, there seem to be no studies assessing the anti-inflammatory properties of
MO. Maxia et al. described the anti-inflammatory properties exerted by the essential oil
extracted from the leaves of P. lentiscus in carrageenan-induced paw oedema and cotton-
pellet-induced granuloma rat models. In both models, the essential oil inhibited serum
TNF-α and IL-6 levels [46]. The oil extracted from the fruit of the plant was also examined
in LPS-activated macrophages where NO inhibition was observed [47].

Based on the significant amount of data available on the anti-inflammatory properties
of mastic gum resin and considering the importance of the health-promoting properties of
MO, we decided to investigate the bioactivity of MO and its constituents on in vitro and
in vivo experimental inflammation models. It is worth noting that our group has previously
reported the significant antitumor properties exerted by MO in colon cancer in in vitro
as well as in vivo models [20]. Herein, we employed LPS-stimulated RAW264.7 mouse
macrophages, murine primary peritoneal macrophages and a model of zymosan-induced
peritonitis in BALB/c mice. Our data suggest that MO could promote an anti-inflammatory
transition in macrophages due to the combined bioactivities of its individual constituents
that seem to exert different anti-inflammatory effects. Thus, multiple molecular mechanisms
that are involved in the development of inflammation seem to be affected by MO. To the
best of our knowledge, this is the first study assaying the anti-inflammatory properties of
the essential oil extracted from mastic resin.

2. Materials and Methods
2.1. Plant Material, Essential Oil and Monoterpenes

The mastic gum was kindly provided by Chios Mastic Gum Growers Association
L.L.C. (Chios, Greece) and the MO was extracted with small experimental distillation
equipment under vacuum in VIORYL’s research laboratories (VIORYL S.A., 28th km
National Road Athens-Lamia, Afidnes, 19014, Greece) according to the previously de-
scribed methodology [20]. The composition of the extracted oil was analysed by gas
chromatography–mass spectrometry (GC-MS) (GC: 6890 A, Agilent Technologies, Santa
Clara, CA, USA; MSD: 5973, Agilent Technologies, Santa Clara, CA, USA) using an HP-1
MS column (25 m, 0.2 mm i.d., 0.33 µm film thickness). The detailed analysis process and
chemical composition of the oil are described in Spyridopoulou et al. [20]. The monoter-
pene compounds α-pinene 90–93% (TREATT, Suffolk, UK), β-pinene 97% (Lluch Essence,
Barcelona, Spain), myrcene 91–93% (Takasago International Corporation, Tokyo, Japan),
limonene 99% (VIORYL, Athens, Greece) and linalool 98% (BASF, Ludwigshafen, Germany)
were kindly provided by VIORYL.

2.2. Chemicals and Reagents

Acetic acid, dimethyl sulfoxide (DMSO), trichloroacetic acid (TCA), sulforhodamine
B (SRB), Trizma base, zymosan (Z4250), lipopolysaccharides (LPS) (L4391), thioglycolate
(T9032) and Griess (G4410) were purchased from Sigma-Aldrich (St. Louis, MO, USA); anti-
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bodies, Fc block, Fix/Perm kit and GolgiPlug inhibitor for flow cytometry were purchased
from BD Biosciences (Franklin Lakes, NJ, USA) as stated; Dulbecco’s Modified Eagle’s
Medium (DMEM), Roswell Park Memorial Institute (RPMI) 1640 and phosphate-buffered
saline (PBS) were purchased from Gibco (Thermo Fisher Scientific, Waltham, MA, USA);
trypsin, foetal bovine serum (FBS), gentamicin and penicillin/streptomycin were purchased
from Biosera (Boussens, France). A PathScan multi-target ELISA kit was purchased from
Cell Signaling (Danvers, MA, USA); cytokine ELISA kits were purchased from eBioscience
(Thermo Fisher Scientific, Waltham, MA, USA).

2.3. Cell and Bacterial Cultures

RAW264.7 murine macrophages were grown in DMEM medium supplemented with
10% heat inactivated foetal bovine serum, 2 mM glutamine, 100 µL/mL penicillin and
100 µg/mL streptomycin, as described in Spyridopoulou et al. [48]. Isolated peritoneal
cells were maintained in RPMI with the same supplementation as DMEM and additionally
50 µg/mL gentamicin. All cells were cultured in a humidified incubator at 37 ◦C, 5% CO2.

Lactobacillus casei ATCC 393 (DSMZ, Braunschweig, Germany) bacteria were grown as
described in Aindelis et al. [49]. For the phagocytosis assay, the bacteria were harvested in
late-log/early stationary phase and labelled with CFSE (CellTrace CFSE Cell Proliferation
kit, Invitrogen, Waltham, MA, USA) according to the methodology described in Tiptiri-
Kourpeti et al. [50].

2.4. Determination of Tolerable Concentrations in RAW264.7 Macrophages

In order for the tolerable concentrations of MO and its constituents to be determined,
104 RAW264.7 cells per well were seeded in 96-well plates and left overnight to adhere.
The following day, the adherent cells were treated with various concentrations of MO for
24 h. The viability of the treated cells was estimated with the SRB assay, as previously
mentioned [51]. Briefly, the treated cells were fixed with 10% TCA and then stained with
0.057% w/v SRB. After extensive washes with 1% acetic acid, bound stain was dissolved
with 10 mM Tris base and the absorbance at 510 nm was measured. Viability was deter-
mined as the percentage growth of the treated cells compared to the control cells cultured
in DMEM.

2.5. Zymosan-induced Peritonitis

In order to evaluate the potential anti-inflammatory activity of MO, a model of
zymosan-induced peritonitis was used. Twenty-eight female BALB/c mice (6–8 weeks old,
weight 20–25 g) were separated into two independent groups (14 mice per group). Briefly, a
10% v/v mixture of MO in corn oil (0.58 g of MO/kg body weight) was administered orally
to each mouse in the MO group for three days. The MO dose used in our experiments can
be regarded as safe as it was previously determined by our group [20]. The control mice
only received an equal volume of corn oil (100 µL). Oral administration was performed
using a gavage needle. On the third day, one hour after the last dose of either MO or corn
oil, 0.5 mL of a zymosan solution in PBS (2 mg/mL) was injected i.p. in each mouse and
half of the animals of each group (seven animals per group) were euthanised by cervical
dislocation 6 h later. The remaining 14 mice (7 animals from each group) were sacrificed
24 h after zymosan injection. Peritoneal cavities were flushed with 4 mL of cold PBS in
order to collect migrated cells. Peritoneal lavage was centrifuged at 4 ◦C, 500× g for 5 min
and supernatants were stored at −80 ◦C while cells were collected and processed further.
The experiment was repeated twice to confirm the results.

2.6. Analysis of Neutrophil and Macrophage Migration

Immune cell migration in the peritoneum was investigated using flow cytometry.
Peritoneal cells were collected as mentioned above and washed once with FACS buffer (PBS
containing 2.5% FBS and 2.5 mM EDTA). Non-specific binding was blocked with Mouse BD
Fc Block (553142, BD Pharmigen) and then the cells were stained with fluorescent antibodies
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against CD11b (APC-Cy7, 561039, BD Pharmigen), F4/80 (PE, 565410, BD Pharmigen) and
Ly6G (PE, 551461, BD Pharmigen) for 40 min at 4 ◦C. The stained cells were washed twice
with FACS buffer, resuspended in PBS, and analysed with an Attune NxT flow cytometer
(Thermo Fisher Scientific, Waltham, MA, USA). Data analysis was performed with FlowJo
v.10 software (TreeStar, Inc., Ashland, OR, USA).

2.7. Ex-Vivo Evaluation of Mastic Oil’s Anti-Inflammatory Activity

The migrated cells collected from mice that received zymosan injections were collected
as previously mentioned. The cells were washed twice with PBS and cultured in RPMI
supplemented with 10% heat-inactivated foetal bovine serum, 2 mM glutamine, 100 µL/mL
penicillin, 100 µg/mL streptomycin and 50 µg/mL gentamicin. The cells were then treated
with 0.2 mg/mL zymosan for 24 h and supernatants were collected, centrifuged at 4 ◦C,
1000× g for 5 min to remove cells and debris, and cytokine concentration was determined
by ELISA.

2.8. Isolation of Peritoneal Macrophages

The intra-peritoneal injection of thioglycolate was employed for the isolation of peri-
toneal macrophages from mice. Seven female BALB/c mice (6–8 weeks old, weight 20–25 g)
were used in total. Briefly, 3 mL of 3% w/v thioglycolate was injected in the peritoneum
of the mice. Four days later, the migrated cells were isolated by the injection of 5 mL cold
PBS in the peritoneal cavity, and after application of mild pressure, the PBS was retrieved.
This peritoneal lavage was centrifuged for 5 min at 4 ◦C, 500× g. The cells were collected,
diluted in RPMI supplemented with 10% heat-inactivated foetal bovine serum, 2 mM
glutamine, 100 µg/mL penicillin, 100 µg/mL streptomycin and 50 µg/mL gentamicin,
counted and cultured in RPMI medium for four hours at 37 ◦C. Following this incubation
period, the plates were extensively washed with PBS for non-adherent cells to be removed
and the remaining cells were incubated at 37 ◦C overnight. The experiment was repeated
two times.

2.9. Evaluation of Inflammatory Regulators in LPS-Stimulated Macrophages

The peritoneal macrophages were isolated as previously stated and following the
overnight incubation period. MO at a concentration of 8.9 µg/mL was added to the
cultured macrophages, and 30 min later, the cells were stimulated with 100 ng/mL of
LPS and cultured for another 24 h. RAW264.7 cells were seeded on 100 mm plates at a
density of 3 × 106 cells per plate and left overnight to adhere. The following day, MO was
added (8.9 µg/mL) for 30 min and then the cells were stimulated with 100 ng/mL LPS.
The control cells only received LPS and the negative control was cultured in plain medium
(unstimulated). After treatment, the cells were observed under a bright field microscope for
the identification of morphological changes, indicative of their differentiation. Supernatants
were collected, centrifuged for 5 min at 4 ◦C, 1000× g to remove cellular debris and stored
at −80 ◦C for subsequent ELISA analysis. The remaining cells were washed with cold
PBS and protein extracts were prepared by the addition of lysis buffer directly onto the
culture dish and incubating at 4 ◦C for 5 min. The cells were then scraped from the dish,
sonicated on ice, centrifuged for 10 min at 4 ◦C, 12,000× g and the supernatant was collected.
Sample protein concentration was determined with the BCA assay utilising a standard
curve (BCA kit, Invitrogen, Waltham, MA, USA) and the levels of key regulatory proteins of
the inflammatory response were determined with a commercially available kit (PathScan®

Inflammation Multi-Target Sandwich ELISA Kit #7276), following the manufacturer’s
instructions, ensuring that equal amounts of protein were loaded into each well.

2.10. Cytokine Quantification

The concentrations of IL-6 (eBioscience, 88-7064) and TNF-α (eBioscience, 88-7324)
were determined in peritoneal lavage and cell culture supernatants utilising sandwich
ELISA according to the manufacturer’s instructions. The production of IL-10 in the peri-
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toneal macrophages was evaluated using flow cytometry. The peritoneal macrophages
were treated with MO and LPS and cultured for 24 h. The secretion of interleukins was
blocked with a protein transport inhibitor (BD GolgiPlug, 555029, BD Pharmigen) 4 h
prior to cell collection. The macrophages were then collected, washed once with FACS
buffer, permeabilised with a BD Cytofix/Cytoperm Fixation/Permeabilization kit (554714,
BD Pharmigen) and stained with an antibody against IL-10 (PE, 554467, BD Pharmigen)
for 40 min at 4 ◦C. The stained cells were washed twice, suspended in PBS and analysed
with an Attune NxT flow cytometer (Thermo Fisher Scientific, Waltham, MA, USA). Data
analysis was performed with FlowJo v.10 software (TreeStar, Inc., Ashland, OR, USA).

2.11. Evaluation of NO and PGE2 Production

The production of NO following LPS treatment was estimated with the Griess re-
action [52]. Equal amounts of culture supernatant and Griess reagent were mixed and
incubated for 15 min. Following this, absorbance at 540 nm was measured with a plate
reader (Enspire, Perkin Elmer, Waltham, MA, USA) and the nitrite concentration was
quantified using a sodium nitrite standard curve. The production of PGE2 was analysed
employing the Prostaglandin E2 Parameter Assay Kit (KGE004B, R&D Systems, Minneapo-
lis, MN, USA).

2.12. Phagocytosis Analysis

In order to investigate the effect of MO and its major components on the macrophage
phagocytosis rate, Lactobacillus casei ATCC 393 (L. casei) was used as an in vitro pathogen
model. Briefly, L. casei was grown in MRS broth at 37 ◦C without agitation. The bacteria
were harvested in the late-log/early stationary phase (109 CFUs/mL). In order to collect the
cells, the bacterial cultures were centrifuged at 1700× g for 15 min at 4 ◦C. Next, the cells
were washed in PBS, stained with CFSE and resuspended in DMEM for the phagocytosis
assay. RAW264.7 cells’ nuclei were stained with Hoechst 33342 (Thermo Fisher Scientific,
Waltham, MA, USA) and their cytoplasm with CellBrite® Red (Biotium, Hayward, CA,
USA) according to the manufacturer’s instructions. Labelled cells were treated with MO or
its constituents in non-toxic concentrations (Table 1) for 1 h. Next, the cells were co-cultured
with CFSE-stained L. casei (2 × 107 CFU/mL) for 4 h in either MO/constituents containing
or plain (control) medium. The medium used for the phagocytosis assay was DMEM
supplemented with 10% heat-inactivated foetal bovine serum, 2 mM glutamine, 100 µL/mL
penicillin and 100 µg/mL streptomycin. After treatment, the cells were washed, fixed and
observed under a Zeiss Axio Scope A1 fluorescence microscope and image acquisition
was performed using the ZEN Blue imaging software by Carl Zeiss Microscopy (Zeiss,
Göttingen, Germany). Multiple photos per treatment were taken and analysed with ImageJ
software (NIH, Bethesda, MD, USA). RAW264.7 cells engulfing at least one bacterium were
counted as ‘phagocytosing cells’ compared to cells that did not appear to be associated with
bacteria (non-phagocytosing cells) for each experimental condition. The %Phagocytosis
rate was calculated as the percentage of phagocytosing/non-phagocytosing cells.

Table 1. Maximum non-toxic concentrations of MO or its major constituents in RAW264.7 cells as
determined by the SRB assay.

MO α-Pinene Myrcene β-Pinene Limonene Linalool

Max
non-toxic

concentration
(µg/mL)

8.9 8.7 57.0 52.3 60.9 89.0

2.13. Statistical Analysis

All data shown are representative of at least three independent experiments. Sigma
Plot v.11 software (Systat Software Inc., San José, CA, USA) was used for statistical analysis
and graphing. For statistical comparisons between groups, a Student’s t-test, one-way
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ANOVA or Mann–Whitney test for non-parametric variables was performed. Differences
between groups were considered significant when p < 0.05.

2.14. Ethics Statement

The animals were housed in polycarbonate cages at room temperature and were
provided with commercial food and tap water ad libitum. The animal experiments were
approved by the Animal Care and Use Committee of the Veterinary Department of Ioannina
Prefecture (licence number EL20BIO02) since it complied with the requirements set by
Directive 86/609/EEC and PD 160/91, which was the legislation in force at the time of ex-
perimentation. All animal experiments were conducted in light of the “3 Rs” (replacement,
refinement, reduction) and none of the mice used for the experiments were subjected to
pain or discomfort.

3. Results

Herein, we investigated the potential anti-inflammatory activity of MO and its major
constituents. The composition of MO has been previously described by our team, analysed
by gas chromatography–mass spectrometry (GC-MS). Briefly, volatile monoterpenes and a
sesquiterpene (caryophyllene) were identified, present at different percentages and covering
94.12% of the total chromatographic area. The five major constituents of MO were found
to be the monoterpenes α-pinene (67.71%), myrcene (18.81%), β-pinene (3.05%), limonene
(0.89%) and linalool (0.73%) [20].

MO’s anti-inflammatory potency was initially assayed employing a preclinical acute
peritonitis model. BALB/c mice received the essential oil per os for 3 days, acute peri-
tonitis was induced with the intra-peritoneal injection of zymosan, and the migration of
immune cells to the site of inflammation was evaluated using flow cytometry. Neutrophil
recruitment was not affected at any examined time point (Figure 1a); however, macrophage
migration was reduced by approximately 20% at the initial stages of acute inflammation
in the MO-treated mice (Figure 1b). The overall intensity of the inflammatory response
was also not significantly influenced by the consumption of MO, as evidenced by the
similar levels of IL-6 and TNF-α that were detected with ELISA in the peritoneal fluid
(Figure 1c) as well as in the supernatants of ex vivo restimulated peritoneal-infiltrated cells
with zymosan (Figure 1d).

Considering that the initiation of the inflammatory response is dominated by neu-
trophils, we decided to focus our efforts on a more targeted analysis of the effect of MO on
the macrophage-driven inflammation. Taking into account the composition of the essential
oil, we also decided to include in our analyses the major constituents of the oil. For this pur-
pose, we utilised in vitro and ex vivo cultures of RAW264.7 cells and thioglycolate-elicited
peritoneal macrophages, respectively.

Macrophage migration to the peritoneum was induced with the intra-peritoneal
injection of thioglycolate and isolated cells were then cultured and treated with LPS and
MO. The treatment of isolated macrophages with MO for 24 h did not appear to notably
affect the stimulation of macrophages by LPS, as the levels of secreted IL-6 and TNF-α were
not noticeably reduced in any group (Figure 2a,b), despite the observed downregulation
of p38 phosphorylation (Figure 2c). In addition, the production of IL-10 was severely
decreased after the introduction of the essential oil (Figure 2d).
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Figure 1. Effect of orally administered MO in the zymosan-induced peritonitis BALB/c mouse 

model. (a) Neutrophil and (b) macrophage recruitment in the peritoneal cavity 6 h after zymosan 

challenge, analysed by flow cytometry. Treated mice (n = 7) received 0.58 g/kg body weight of MO 

orally in a 10% v/v mixture with corn oil for three days prior to zymosan administration. Control 

animals received an equal volume of plain corn oil. Bars in (a) and (b) represent the percentage of 

CD11b+ Ly6G+ (neutrophils) or CD11b+ F4/80+ (macrophages) cells, respectively. (c) Peritoneal 

IL-6 and TNF-α levels 6 h after zymosan challenge, determined by ELISA. (d) IL-6 and TNF-α lev-

els analysed by ELISA, in the supernatants of cells migrated to peritoneum, collected from either 

control or MO-treated animals and rechallenged with zymosan ex vivo for 24 h. Box plots of the 

cytokine levels in (c) and (d) represent the first to the third quartiles; solid lines indicate median 

and dashed lines indicate mean values. Data are representative of at least three independent ex-

periments. Asterisk indicates statistically significant difference compared to control (Student’s 

t-test, p ≤ 0.05). 

Figure 1. Effect of orally administered MO in the zymosan-induced peritonitis BALB/c mouse model.
(a) Neutrophil and (b) macrophage recruitment in the peritoneal cavity 6 h after zymosan challenge,
analysed by flow cytometry. Treated mice (n = 7) received 0.58 g/kg body weight of MO orally in
a 10% v/v mixture with corn oil for three days prior to zymosan administration. Control animals
received an equal volume of plain corn oil. Bars in (a,b) represent the percentage of CD11b+ Ly6G+
(neutrophils) or CD11b+ F4/80+ (macrophages) cells, respectively. (c) Peritoneal IL-6 and TNF-α
levels 6 h after zymosan challenge, determined by ELISA. (d) IL-6 and TNF-α levels analysed by
ELISA, in the supernatants of cells migrated to peritoneum, collected from either control or MO-
treated animals and rechallenged with zymosan ex vivo for 24 h. Box plots of the cytokine levels in
(c,d) represent the first to the third quartiles; solid lines indicate median and dashed lines indicate
mean values. Data are representative of at least three independent experiments. Asterisk indicates
statistically significant difference compared to control (Student’s t-test, p ≤ 0.05).
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Figure 2. Ex vivo effects of MO in thioglycolate-elicited murine peritoneal macrophages. Cells were
collected from the peritoneum of BALB/c mice, 4 days after i.p injection of thioglycolate and left to
adhere on culture dishes. MO-treated macrophages were incubated with 8.9 µg/mL MO for 30 min
before the addition of 100 ng/mL LPS; control cells were incubated in LPS only, while unstimulated
cells were grown in plain medium. Culture supernatants were collected 24 h later. (a) IL-6 and
(b) TNF-α levels in macrophage culture supernatants analysed by ELISA. Bars represent cytokine
levels. Data are presented as mean ± SD of at least three independent experiments. (c) Phospho-p38
(pp38) MAPK levels in cells, determined with the PathScan® Inflammation Multi-Target Sandwich
ELISA Kit. Bars represent pp38 levels expressed as a relative to control ratio. Dashed line indicates
normalised control levels as reference. (d) Intracellular IL-10 detection in cells by flow cytometry.
Bars represent intracellular IL-10 levels and data are presented as mean ± SD of at least seven (n = 7)
animals. MFI stands for median fluorescence intensity. Results are representative of at least three
independent experiments. Asterisks indicate statistically significant difference compared to control
(Student’s t-test, p ≤ 0.05).
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As mentioned above, the anti-inflammatory potential of the essential oil and its
constituents was also evaluated in RAW264.7 macrophages. Tolerable concentrations
were determined using the SRB assay (Figure 3 and Table 1) and then the effect of each
component on LPS-stimulated RAW264.7 cells was examined.
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Figure 3. Effect of MO or its major constituents on the growth rate of RAW264.7 cells after 24 h of
treatment. Cell growth inhibition was analysed using the SRB assay. Values represent means ± SD of
at least four replicates. Data shown are representative of three independent experiments.

The observation of stimulated cells under a microscope revealed a significant reduction
in the number of differentiated cells after treatment with the complete essential oil or each
of its constituents, except limonene (Figure 4a). In a similar manner, all treatments reduced
the amount of NO produced following the induction of inflammation with LPS, detected
with the Griess assay, as shown in Figure 4b. In order to better understand the activity of
the various ingredients, we then examined the production of key inflammatory mediators
such as prostaglandins and cytokines. All of the compounds except α-pinene were found to
reduce the amount of prostaglandins (Figure 4c) and α-pinene was also unable to decrease
the secretion of TNF-α along with myrcene (Figure 4d), while in all other treatments the
production of both prostaglandins and TNF-α was significantly diminished (Figure 4c,d).
Surprisingly, no reduction in IL-6 was observed for any of the compounds (Figure 4e).
Furthermore, no changes in the levels and/or phosphorylation status of key inflammation
regulatory proteins (NFkB p65, pSAPK, pSTAT3, PIkB-a) was observed in LPS-stimulated
RAW264.7 cells pre-treated with a range of MO concentrations (Figure 4f).

Finally, as a means of assessing the stimulation of macrophages, we examined their
phagocytic potential. Unstimulated RAW264.7 cells were treated with MO or its con-
stituents and then incubated with stained L. casei as a target. As shown in Figure 5, all
treatments, excluding myrcene, noticeably limited the phagocytic activity of RAW264.7
cells to the point that in most cases, the phagocytosis of the bacterium was halved.



Immuno 2023, 3 67Immuno 2023, 3, FOR PEER REVIEW 11 
 

 

 

Figure 4. Effect of non-toxic concentrations of MO or its major constituents on LPS-stimulated 

RAW264.7 murine macrophages after 24 h of treatment. Control cells were only treated with LPS, 

while unstimulated cells were grown in plain medium (DMEM). (a) Ratio of differentiated to un-

differentiated cells analysed by bright field microscopy. (b) NO levels in cells  ́supernatant deter-

mined by the Griess assay. (c) PGE2, (d) TNF-α and (e) IL-6 levels in supernatants determined by 

ELISA. Results are presented as mean ± SD values of three replicates. (f) NFkB p65, pSAPK, 

pSTAT3 and pIkB-a levels determined by ELISA, in LPS-stimulated RAW264.7 macrophages 

treated with increasing concentrations of MO. Results are expressed as a relative to control ratio. 

Dashed line indicates normalised control levels as reference. Data shown are representative of 

three independent experiments. Asterisks indicate statistically significant difference compared to 

control (one-way ANOVA, p ≤ 0.05). 

Finally, as a means of assessing the stimulation of macrophages, we examined their 

phagocytic potential. Unstimulated RAW264.7 cells were treated with MO or its constit-

uents and then incubated with stained L. casei as a target. As shown in Figure 5, all 

Figure 4. Effect of non-toxic concentrations of MO or its major constituents on LPS-stimulated
RAW264.7 murine macrophages after 24 h of treatment. Control cells were only treated with LPS,
while unstimulated cells were grown in plain medium (DMEM). (a) Ratio of differentiated to undif-
ferentiated cells analysed by bright field microscopy. (b) NO levels in cells´ supernatant determined
by the Griess assay. (c) PGE2, (d) TNF-α and (e) IL-6 levels in supernatants determined by ELISA.
Results are presented as mean ± SD values of three replicates. (f) NFkB p65, pSAPK, pSTAT3
and pIkB-a levels determined by ELISA, in LPS-stimulated RAW264.7 macrophages treated with
increasing concentrations of MO. Results are expressed as a relative to control ratio. Dashed line
indicates normalised control levels as reference. Data shown are representative of three independent
experiments. Asterisks indicate statistically significant difference compared to control (one-way
ANOVA, p ≤ 0.05).



Immuno 2023, 3 68

Immuno 2023, 3, FOR PEER REVIEW 12 
 

 

treatments, excluding myrcene, noticeably limited the phagocytic activity of RAW264.7 

cells to the point that in most cases, the phagocytosis of the bacterium was halved. 

 

Figure 5. Effect of non-toxic concentrations of MO or its major constituents on the phagocytosis rate 

of RAW264.7 cells. CFSE-stained L. casei (green) was used as an in vitro pathogen model. 

RAW264.7 nuclei were stained with Hoechst 33342 (blue) and their cytoplasm with CellBrite (red). 

Cells were co-cultured with L. casei in the presence of MO or its major constituents for 4 h. Control 

cells were exposed to L. casei in plain medium. (a) %Phagocytosis rate of L. casei bacteria by 

RAW264.7 cells calculated as percentage of phagocytosing to non-phagocytosing cells. Data are 

representative of three independent experiments and are presented as mean ±SD. (b) Fluorescence 

microscopy images of control RAW264.7 cells phagocytosing L. casei bacteria (left) and MO-treated 

RAW264.7 cells exhibiting limited phagocytic activity. Asterisks indicate statistically significant 

difference compared to control (one way ANOVA, p ≤ 0.05). 

4. Discussion 

Mastic oil (MO) is the oil extracted from the resin (mastic gum) of the plant Pistacia 

lentiscus var. chia. The benefits of mastic gum consumption have long been known to 

humans and it has traditionally been used for the treatment of various gastrointestinal 

disorders. Mastic gum is currently used as a supplement in liquors, drinks, foods, 

toothpaste, lotions and other cosmetics. Despite its broad use in food and cosmetics, it 

was not until the last few years that considerable attention was drawn to MO from the 

scientific community due to the anticancer, antimicrobial, antioxidant and other 

health-promoting biological properties attributed to it [20,53–55]. Our group has previ-

ously shown that the oral administration of MO attenuates tumour growth in a murine 

colon cancer model [20]. It is noteworthy that different preparations from various parts 

of the mastic plant have been shown to exert significant anti-inflammatory activities in 

in vitro [47,56] and in vivo preclinical [38–40,57–59] and clinical [34,35] studies. Most 

studies, though, investigate the mastic resin and not its essential oil, which is a signifi-

cantly more concentrated source of bioactive compounds. Herein, we examined the an-

ti-inflammatory properties of mastic oil (MO) in in vitro and in vivo experimental in-

flammation models. 

A significant reduction (−20%) in macrophage migration was observed in the early 

stages of inflammation in the zymosan-induced peritonitis model in BALB/c mice that 

had orally received MO (Figure 1). Interestingly, neutrophil migration was not affected. 

In a different acute inflammation model in rats (carrageenan-induced pleurisy), 

Bouriche et al. described that orally administered extracts from the leaves of the plant 

significantly inhibited neutrophil migration, although macrophages were not assayed 

[57]. Similarly, in a different study also employing inflammation models in rats, the au-

thors conclude that the topical application of the oil extracted from the leaves of the 

mastic tree attenuated leukocyte migration [46]. 

Subsequently, MO’s effect on the production and/or secretion of various inflamma-

tion mediators was examined. Since MO is a mixture of volatile compounds, having an-

Figure 5. Effect of non-toxic concentrations of MO or its major constituents on the phagocytosis rate
of RAW264.7 cells. CFSE-stained L. casei (green) was used as an in vitro pathogen model. RAW264.7
nuclei were stained with Hoechst 33342 (blue) and their cytoplasm with CellBrite (red). Cells were
co-cultured with L. casei in the presence of MO or its major constituents for 4 h. Control cells were
exposed to L. casei in plain medium. (a) %Phagocytosis rate of L. casei bacteria by RAW264.7 cells
calculated as percentage of phagocytosing to non-phagocytosing cells. Data are representative of
three independent experiments and are presented as mean ±SD. (b) Fluorescence microscopy images
of control RAW264.7 cells phagocytosing L. casei bacteria (left) and MO-treated RAW264.7 cells
exhibiting limited phagocytic activity. Asterisks indicate statistically significant difference compared
to control (one way ANOVA, p ≤ 0.05).

4. Discussion

Mastic oil (MO) is the oil extracted from the resin (mastic gum) of the plant Pistacia
lentiscus var. chia. The benefits of mastic gum consumption have long been known to
humans and it has traditionally been used for the treatment of various gastrointestinal
disorders. Mastic gum is currently used as a supplement in liquors, drinks, foods, tooth-
paste, lotions and other cosmetics. Despite its broad use in food and cosmetics, it was not
until the last few years that considerable attention was drawn to MO from the scientific
community due to the anticancer, antimicrobial, antioxidant and other health-promoting
biological properties attributed to it [20,53–55]. Our group has previously shown that the
oral administration of MO attenuates tumour growth in a murine colon cancer model [20].
It is noteworthy that different preparations from various parts of the mastic plant have
been shown to exert significant anti-inflammatory activities in in vitro [47,56] and in vivo
preclinical [38–40,57–59] and clinical [34,35] studies. Most studies, though, investigate the
mastic resin and not its essential oil, which is a significantly more concentrated source of
bioactive compounds. Herein, we examined the anti-inflammatory properties of mastic oil
(MO) in in vitro and in vivo experimental inflammation models.

A significant reduction (−20%) in macrophage migration was observed in the early
stages of inflammation in the zymosan-induced peritonitis model in BALB/c mice that
had orally received MO (Figure 1). Interestingly, neutrophil migration was not affected.
In a different acute inflammation model in rats (carrageenan-induced pleurisy), Bouriche
et al. described that orally administered extracts from the leaves of the plant significantly
inhibited neutrophil migration, although macrophages were not assayed [57]. Similarly, in
a different study also employing inflammation models in rats, the authors conclude that
the topical application of the oil extracted from the leaves of the mastic tree attenuated
leukocyte migration [46].

Subsequently, MO’s effect on the production and/or secretion of various inflammation
mediators was examined. Since MO is a mixture of volatile compounds, having analysed its
chemical composition, we also assayed its five major constituents, i.e., α-pinene, myrcene,
limonene, β-pinene and linalool. Crucially, sub-toxic concentrations of the various com-
pounds were used for all of the experiments (Figure 3 and Table 1). The production of
TNF-α seems to be significantly reduced by MO in LPS-stimulated RAW264.7-derived
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macrophages. Linalool, limonene and β-pinene also inhibit TNF-α levels, although to a
lesser extent (Figure 4d). Furthermore, NO production is reduced both by MO and its
constituents with α-pinene and β-pinene exhibiting the highest inhibition rates (Figure 4b).
Similarly, MO and all of its constituents, with the exception of α-pinene, inhibit PGE2
production. Surprisingly, β-pinene exhibited the highest inhibition rate (Figure 4c). β-
pinene is also the compound that limits the LPS-induced differentiation in RAW264.7
cells (Figure 4a).

These results are in agreement with various studies describing the anti-inflammatory
effects of these monoterpenes such as the study by Kim et al. where α-pinene was shown to
reduce NO production in macrophages isolated from rats [60]. Accordingly, Yoon et. al. [61]
showed that limonene suppresses LPS-induced NO, PGE2 and TNF-α in LPS induced-
RAW264.7 macrophages. Myrcene was also reported to suppress pro-inflammatory media-
tors such as TNF-α [62] and NO [63]. Likewise, linalool was shown to inhibit LPS-induced
inflammation in RAW264.7 cells mediating TNF-α and IL-6 inhibition, among other ef-
fects [64]. The significant anti-inflammatory effects exerted by the individual constituents
of MO are a strong indication for the oil’s potential against inflammation. However, there
are no studies assaying the oil extracted from mastic resin. Oil extracted from the fruit of
the mastic plant was also shown to suppress NO production in LPS-stimulated RAW264.7
cells [47], while the resin, as a solid extrudate, was shown to inhibit both NO and PGE2 [36].

Moreover, we observed that MO, linalool, β-pinene, limonene and α-pinene inhibit
the phagocytosis rate of L. casei bacteria by RAW264.7 cells compared to the untreated
control cells (Figure 5). Data presented in the review by da Silveira e Sa et al., describing
the inhibition of phagocytic activity of peritoneal macrophages by many monoterpenes,
are in agreement with our results [65]. Finally, both MO and all of its constituents signifi-
cantly reduced the amount of RAW264.7 cells that underwent LPS-induced morphological
changes, with β-pinene and MO exerting the most pronounced effects (Figure 4a). This
reduction in differentiated macrophages also reflects a reduction in the number of the
activated macrophages that are recruited during inflammation.

Besides RAW264.7-derived macrophages, cells isolated from the peritoneum of thioglycolate-
challenged mice were also employed. The ex vivo stimulation of primary macrophages with
LPS in the presence of MO led to an inhibition in IL-10 production and the downregulation
of p38 phosphorylation, while neither TNF-α nor IL-6 levels were affected. p38 MAPKs
(mitogen-activated protein kinases) are key MAPKs involved in the production of inflam-
matory mediators, including TNF-α and IL-6 [66]. Environmental signals (cellular stress
or cytokines) lead to the phosphorylation of p38, activating its signalling pathway. The
p38 MAPK pathway was originally identified as a master regulator of pro-inflammatory
cytokine production [67]. Hence, the identification of compounds/inhibitors targeting
the p38 MAPK pathway has been considered a promising strategy for the treatment of
inflammatory diseases. Despite the promising preclinical results, several of the molecules
identified did not perform well in clinical trials and only achieved transient regulation
of the inflammation process. It has been recently proposed that this could be explained
by the dependency of p38′s anti-inflammatory activity to IL-10 levels [68]. IL-10 is a
cytokine broadly expressed by many immune cells that also exhibits anti-inflammatory
properties [69]. It was described that, in the absence of IL-10, p38 phosphorylation in
macrophages promotes protective effects against inflammation [68]. In our experiments,
MO inhibited both IL-10 and phospho-p38 levels, but did not affect TNF-α and IL-6 pro-
duction (Figure 2). Furthermore, we observed that the levels of phosphoproteins that
activate inflammation in macrophages are differentially regulated by MO in the LPS-based
inflammation model in the RAW264.7-derived macrophages employed, even though small
differences were detected compared to the control. These results indicate that MO may act
on specific branches of the cross-talk pathways between cytokines and signalling processes
during inflammation.

Considering all of the above results, mastic oil (MO), as a mixture of various com-
pounds, seems to affect multiple inflammation-related cellular mechanisms. As expected,
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the modulation of the inflammatory response in murine macrophages by MO relies on
the combined activity of all of its constituents that seem to act on various pathways in-
volved in the development of inflammation. β-pinene could play a central role in the
anti-inflammatory activity of MO, as it exerts the most potent effects in the regulation of
most of the parameters examined. Therefore, further research is proposed that focuses on
individual constituents and, most importantly, β-pinene, and employing various preclinical
inflammation models that activate different mechanisms in order to characterise mastic
oil’s anti-inflammatory activity. Finally, taking into consideration its multiple effects on
many pathways of inflammation, MO could be used for the development of nutritional
and pharmaceutical supplements with anti-inflammatory activity.
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