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A B S T R A C T

Rhododendron tomentosum (Ledum palustre) is an aromatic plant traditionally used for alleviating rheumatic
complaints which makes it a potential candidate for a natural drug in rheumatoid arthritis (RA) treatment.
However, the effects of plants’ volatiles on apoptosis of synovial fibroblasts and infiltrating leucocytes of RA
synovia, have not been reported. Volatile fraction of R. tomentosum is chemically variable and chemotypes of the
plants need to be defined if the oil is to be used for therapeutic purposes. In the presented work, cluster analysis
of literature data enabled to define 10 chemotypes of the plant. The volatile fractions of known composition were
then tested for bioactivity using a RA-specific in vitro models. Essential oils of two wild types (γ-terpineol and
palustrol/ledol type) and one in vitro chemotype (ledene oxide type) were obtained by hydrodistillation and their
bioactivity was tested in two in vitro models: I - peripheral blood lymphocytes of healthy volunteers and II -
synoviocytes and immune cells isolated from synovia of RA patients. The influence of oils on blood lymphocytes’
proliferation and apoptosis rates of synovia-derived cells was determined by flow cytometry. Dose-dependent
inhibitory effect of the serial dilutions of R. tomentosum oils on proliferation rates of blood lymphocytes was
found. At 1:400 dilutions, all the tested oils increased the number of necrotic cells in synovial fibroblasts from RA
synovia. Additionally, increased proportions of late apoptotic cells were observed in leucocyte populations
subjected to oils at 1:400 dilution.

1. Introduction

Rhododendron tomentosum Harmaja (previously known as Ledum
palustre L.) is an aromatic bog plant native to central and northern
Europe and northern parts of Asia and North America [1,2]. The plant is
known for its insect-repellent and therapeutic properties. It has been
employed in herbal medicine for a variety of ailments including dys-
pepsia, cold, bronchitis, tuberculosis and rheumatic diseases [1,2].
From the ethnopharmacological point of view, the anti-rheumatic

activity of R. tomentosum is of particular interest since it makes the
discussed plant a candidate for a natural drug in the treatment of
rheumatoid arthritis (RA). Given the high prevalence and debilitating
nature of RA [3–5], as well as lack of fully effective therapies for the
disease [3,6,7], there is an urgent need for developing new drugs,
characterized with high efficacy and less toxicity. Among these are
herbal remedies, characterized with long-standing folk use and low
price. Thanks to the complex chemistry, their mode of action is often
multi-directional, affecting different disease pathways. The results of
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the so far conducted studies are encouraging and the anti-arthritic ac-
tivity of many phytocompounds has been documented [7,8].

So far, only a few studies concerning anti-inflammatory and an-
algesic properties of R. tomentosum have been conducted. These ex-
periments yielded promising results and highlighted the role of flavo-
noids and essential oil (EO) components in the inhibition of
prostaglandin and TNF-α biosynthesis [9,10]. In other studies, both
acetic acid-induced writhing and λ-carrageenan-induced paw edema
tests in mice and rats confirmed the anti-inflammatory potential of R.
tomentosum [11,12]. However, the pro-apoptotic activity of this plant
toward human lymphocytes or synoviocytes, i.e. the cells which play
crucial role in the pathogenesis of RA [3,13–16], has not yet been in-
vestigated, thus providing a rationale for the present work.

Another issue to be addressed while searching for the R. to-
mentosum-based anti-RA medication is variable chemical composition
of R. tomentosum EO which depends strongly on the place of harvesting
[1,17]. Such variability is clearly undesirable from therapeutic per-
spective since it can drasticaly influence the obtained biological re-
sponse. Consequently, it would be difficult to standardize a natural drug
based on wild-growing R. tomentosum plants, especially considering
that its habitats are either remote (arctic and subarctic regions) or
threatened by overexploitation, as in central Europe [1]. In order to
overcome these problems, the project has been launched, aimed at es-
tablishing bioreactor cultures of R. tomentosum microshoots as a sus-
tainable source of essential oil with stable chemical composition
[18,19].

The current research consisted of three parts. First, the data on
chemical composition of R. tomentosum EOs obtained from various
habitats in Europe and Asia was collected. The data which included the
results of authors’ own studies, as well as literature reports, was sub-
sequently used for hierarchical cluster analysis aimed at defining the
EO chemotypes of the plant. The results enabled to evaluate the extent
of variability of EO content and discuss its therapeutic considerations.
The second part of the study included phytochemical studies targeted at
providing EOs with defined composition: samples of wild-growing
plants representing different chemotypes were harvested, and so were
the bioreactor-grown microshoots of R. tomentosum. The volatile frac-
tions were isolated and their composition determined by GC/MS. The
third part of the research focused on evaluating pro-apoptotic activity
of the obtained EOs toward CD4 and CD8 T cells from peripheral blood
samples from healthy volunteers, as well as synovial cells isolated from
synovium samples from RA patients undergoing synovectomy. The
purpose of the experiments was to establish whether R. tomentosum EO
affects apoptosis rates of the above cells in vitro, which would provide a
potential mechanism for its therapeutic action and rationale for further
studies concerning anti-RA properties of the plant. Additionally, the
study was meant to compare the observed effects with R. tomentosum
EO originating from in vitro biomass, in order to assess whether it re-
tains the bioactivity of the parent plant. Therefore, besides naturally
occurring volatile fractions, EO obtained from R. tomentosum micro-
shoots was subjected to biological testing.

2. Materials and methods

2.1. Plant materials and essential oil analysis

R. tomentosum shoots were harvested in June 2016 from two dif-
ferent habitats: Miszewko (P1) in the Pomeranian Voivodeship in
Poland [17,20], and from Turku (F1) in Southwest Finland [17]. Vou-
cher specimens (no 14252 and 14254, respectively) were deposited in
the herbarium of Department of Biology and Pharmaceutical Botany,
Medical University of Gdansk. R. tomentosum microshoots (IV) were
previously established in Department of Pharmacognosy, Medical
University of Gdansk from the maternal plant grown in Miszewko
(Poland). The microshoots were cultivated for 28 days in temporary
immersion RITA® bioreactor (Vitropic, St. Mathieu de Treviers, France)Ta
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containing 200 ml liquid Schenk-Hildebrandt medium supplemented
with 24.60 μM 2-isopentenyladenine and 592.02 μM adenine, under
conditions specified previously [18]. The harvested plant materials
were air-dried in shade and stored in sealed containers prior to phy-
tochemical analysis.

The EOs were obtained by hydrodistillation in Deryng apparatus (5
g dried, non-pulverized material, 100 ml of distilled water, 3 h) ac-
cording to Polish Pharmacopoeia [20,21]. Afterwards, GC/MS analysis
of the volatile fractions was performed to establish their chemical
compositions, following the methodology reported previously [17]. The
main constituents of the EOs from wild-grown plants (P1 and F1 sam-
ples) were listed in Table 1. The main constituents of volatile fraction
isolated from microshoots were: p-cymene 6.9%, alloaromadendrene
5.5%, shyobunone 8.2% and ledene oxide (II) 13.0% [18].

2.2. Hierarchical cluster analysis

A total of 51 chemical compositions of R. tomentosum essential oils
from the published literature [17,20,22–37], as well as three EOs from
authors’ own studies (P1, P2, F1) (Table 1) were considered operational
taxonomic units. The literature data was gathered with Scopus,
PubMed, ScienceDirect, Web of Science and Google Scholar databases
using “Rhododendron tomentosum”, “Ledum palustre”, “essential oil” and
“volatile oil” as search terms. To standardize the results, only the bib-
liographic data concerning the EOs obtained from the plant material
(preferably aged shoots) harvested from the specified natural habitats
(Fig. 1) from May to October (preferably June and July) and isolated by
hydrodistillation or simultaneous distillation-extraction methods, was
taken into account. The percentages of 10 major components in the
studied EOs (defined as ≥ 20% content in at least one examined
sample: sabinene, β-myrcene, p-cymene, limonene, α-thujenal, γ-terpi-
neol, bornyl acetate, ascaridole, palustrol, ledol – structures presented
in Fig. 2) determined by GC/MS analysis were used to define the che-
mical relationship between the various R. tomentosum samples by ag-
glomerative hierarchical clustering (AHC). The reports on other re-
presentatives of the genus, including R. tomentosum ssp. decumbens and
R. groenlandicum, were not included in cluster analysis. The results were
presented in Fig. 3.

2.3. Lymphocyte proliferation study

2.3.1. Lymphocyte isolation and cell culture
A group of 6 pre-screened, healthy volunteers (all women, the mean

age 27 years) was recruited. None of them were taking medication that
would influence the immune system. All the individuals involved in the
study were informed about the purpose of the experiment and gave
their written consent. The project was accepted by the Local
Independent Committee for Ethics in Scientific Research at the Medical
University of Gdansk (permission number NKEBN/269/2011).

Peripheral blood mononuclear cells (PBMC) were obtained from
fasting venous blood samples. Blood was collected into the EDTA-con-
taining VacutainerTM Tubes (BD Pharmingen, San Diego, USA) and then
PBMC were isolated by HistopaqueTM (Sigma-Aldrich, St. Louis, USA)
flotation. Isolated PBMC were stained supravitally with fluorescent
CFSE dye according to the method described by Witkowski [38], re-
suspended in complete culture medium (RMPI 1640) supplemented
with 10% fetal bovine serum, 2 mM glutamine, 100 U/mL penicillin
and 100 μg/mL streptomycin (all reagents from Sigma-Aldrich, St.
Louis, USA) at 2x106 ml-1 and stimulated with immobilized anti-CD3
(BD Pharmingen, San Diego, USA).

Then, the cells were exposed to the EOs isolated from R. tomentosum
collected in Poland (P1) and in Finland (F1) as well as obtained from
the in vitro cultures (IV), at three dilutions (1:400, 1:4000 and 1:40000
v/v). The EOs were applied as stock solutions in ethanol, so that the
final concentration of the solvent in the culture medium was 0.25%.
The EO-treated samples and the controls with only ethanol added were

incubated for 72 and 120 hours at 37oC in 5% CO2/95% air in an hu-
midified incubator. At the completion of incubation period, the cells
were harvested, washed with phosphate buffered saline (PBS), coun-
terstained with fluorochrome-coupled antibodies: RPE-Cy5/anti-CD4 or
RPE-Cy5/anty-CD8 (DAKO, Glostrup, Denmark) and analysed by flow
cytometry in accordance with the staining procedure described above.

2.3.2. Flow cytometry analysis
Phenotyping and analysis of effects of EOs on proliferation rate of

the healthy PBMC were performed using the FACScan™ system (BD
Biosciences, San Jose, USA). At least 3x104 cells were acquired from
each sample using the CellQuest software of the instrument and then
analyzed using the Cyflogic v. 1.2.1 software. During analysis, the
lymphocytes were first identified by forward and side scatter gating and
then by CD4 and CD8 expression, respectively (with further identifi-
cation of the EOs’ effect on the T-cell subpopulation according to the
staining scheme used). The pattern of staining with the CFSE corre-
sponding to nondividing cells which retained all of the marker, and to
those dividing, which exhibited the 1:2 dilution of the fluorochrome
with each consecutive division, was then visualized as fluorescence
histograms (Fig. 4). The proportions of proliferating CD4+ or CD8+ T
cells in control and EO-treated samples was then calculated as ratio of
the number of cells which diluted the CFSE at least 1 in 2 (i.e., un-
derwent at least one division) to the total number of either CD4+ or
CD8+ lymphocytes in the analyzed sample. The effect of R. tomentosum
EOs on CD4+ and CD8+ cell proliferation after 72 and 120 h was
shown in Fig. 5.

2.4. Synoviocyte study

2.4.1. Synoviocytes isolation and cell culture
In order to assess the influence of different R. tomentosum EOs on the

viability of the cellular components of human inflamed synovium,
fragments of synovial/pannus tissue were obtained from 3 patients (all
women, age 36 to 46 years) at the time of hand joint synovectomy. All
patients fulfilled the American College of Rheumatology revised criteria
for diagnosis of RA [39]. Patients were treated with steroids, metho-
trexate and nonsteroid anti-inflammatory drugs. The study was con-
ducted in accordance with the Declaration of Helsinki and the experi-
mental protocol was approved by the Independent Bioethics Commision
for Research, Medical Unicersity of Gdańsk. Tissue fragments were
immediately processed for the release of single cells according to pro-
tocol given in our previous papers [40,41]. Briefly, the material was
first cut into small (5–10 mm3) pieces and placed in sterile PBS, with
attention given to the removal of as much fat tissue as possible. A
mechanical tissue disruptor (MedimachineTM, BD Biosciences) was then
used for mincing of the tissue and cell release. The remaining tissue
debris, fibers and multicellular clumps were then removed from the
crude cell suspension by filtration through the Filcon 50™ filters (BD
Biosciences). Single cells were then transferred to the complete culture
medium formulated as above and cultured at 1 million cells per well for
48 hours (37oC, 5% CO2) in 24-well culture plates, with either 1:400 or
1:4000 or 1:40000 v/v dilution (as in the case of lymphocyte studies) of
one of the EOs (F1, P1 or IV) or with analogous concentration of ab-
solute ethanol as control.

2.4.2. Flow cytometric assessment of the effect of EOs on survival and death
of synovial cells

After completion of the incubation with (or without) EOs, the ad-
herent cells were released from the surface of culture wells with help of
a tissue scrapper. In order to facilitate their release, the plates were
incubated for 15 minutes on ice. Released cells were washed with cold
PBS, counted and stained with FITC-anti-CD55 (fibroblast-like syno-
viocytes, FLS), APC-anti-CD14 (monocytes/macrophages) and V450-
anti-CD3 (T cells).

The proportions of living, early and late apoptotic, and necrotic cells
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Fig. 1. Geographical distribution of the fifty-four R. tomentosum sampling sites in Europe (A) and Asia (B), according to the published literature and own studies
(detailed description is presented in Table 1). The inset shows Tomsk Oblast in Russia.
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were evaluated in the FLS, monocyte and T cell populations by staining
with PE-annexin V and 7-aminoactinomycin D (7-AAD) in accordance
with manufacturer's protocol. All staining reagents were from BD
Pharmingen, San Diego, USA.

Flow cytometry data acquisition was performed using the 8-color
FACSVerse™ cytometer (BD Biosciences). At least 105 events were re-
corded from each sample. The analysis was performed using the
Flowing Software v. 2.5.1 (Perttu Terho, Turku Centre for
Biotechnology, University of Turku, Finland). The following gating
strategy was adopted: first, lymphocytes (smallest, low granularity),
monocyte/macrophages (larger, medium granularity) and FLS (largest,
medium-high granularity) were identified in forward scatter (FSC) and
side scatter (SSC) plots. Then, cells exhibiting the phenotypes corre-
sponding to T cells (CD3+CD14-CD55-/low), monocyte/macrophages
(CD3-CD14+CD55low) and the FLS (CD3-CD14-CD55+) were identified

within the original scatter gates. Next, doublets and larger aggregates of
cells were eliminated from further analysis by plotting the forward
scatter area versus forward scatter height for each cellular population
defined as above and subtracting the events with FSC-A>FSC-H.
Within each population of such defined single T cells, FLS and mono-
cyte/macrophages, the cells negative for both Annexin V and 7-AAD
staining (An-7AAD-) were considered alive, these staining with annexin
but not with 7-AAD (An+7AAD-) – early apoptotic, those staining with
both annexin and 7AAD (An+7AAD+) – late apoptotic and finally
those staining predominantly with 7AAD (An-7AAD+) were considered
necrotic. Results were shown as the proportions of these four sub-
population in the synovial T cells, FLS and monocyte/macrophages
(Fig. 6).

Fig. 2. The major compounds determined in the chemical profiles of the essential oils of R. tomentosum plants growing in Europe and Asia, which were the basis for
designation of ten chemotypes: a) sabinene, b) β-myrcene, c) p-cymene, d) limonene, e) α-thujenal, f) γ-terpineol, g) bornyl acetate, h) ascaridole, i) palustrol, j) ledol.

Fig. 3. Dendrogram obtained from the agglom-
erative hierarchical cluster analysis (AHC) of fifty-
four R. tomentosum essential oil compositions. AHC
formed ten clusters (I – X)* (n - number of samples in
every cluster).
* Chemotype I - γ-terpineol; II - ledol / palustrol; III -
β-myrcene / palustrol; IV - β-myrcene / p-cymene /
palustrol; V - sabinene; VI - p-cymene; VII - p-cymene
/ ascaridole; VIII - p-cymene / bornyl acetate; IX -
limonene; X - α-thujenal
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Fig. 4. Representative histograms showing the proliferation patterns of CD4+ and CD8+ T cells, illustrated by the CFSE dilution and obtained after 72 and 120
hours of stimulation with serial dilutions of the R. tomentosum essential oils* (1:400-1:40000 v/v).
* P1, F1, IV - R. tomentosum EOs obtained from the shoots collected in Miszewko in Poland, in Turku in Finland and from in vitro cultures, respectively
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2.5. Statistical analysis

2.5.1. Hierarchical cluster analysis
AHC analysis was performed using the Dell Statistica data analysis

software system (Dell Inc. 2016, version 13, software.dell.com). 1- r
Pearson correlation was selected as a measure of similarity, and the
unweighted pair-group method with arithmetic averages (UPGMA) was
used for cluster definition (Fig. 3).

2.5.2. Lymphocyte proliferation and synoviocyte survival/death study
Statistical analyses were performed with STATISTICA 8™ (StatSoft,

Poland) using non-parametric Mann-Whitney U-test. Values are shown
either in the box-and-whisker diagram with marked means, standard
errors (SE) and standard deviation (SD) (Fig. 5) or as bars (means) and
standard errors (SE, whiskers) (Fig. 6).

3. Results and discussion

3.1. Chemotypes of R. tomentosum essential oils

To identify and characterize the various chemotypes of R. to-
mentosum in Europe and Asia, the percentage contents of the main
constituents of its EOs (Table 1) obtained from the plant materials
collected in different geographical locations (Fig. 1) were submitted to
cluster analysis. The resulting dendrogram separated fifty-four R. to-
mentosum populations into ten distinct chemotypes (Fig. 2). European
ecotypes formed mainly cluster I and II. First of them was characterized
by high concentrations of γ-terpineol followed by a slightly smaller
content of p-cymene, palustrol and ledol, while the second one was
composed mainly of palustrol (21.0%–53.5%) and ledol (14.6%–36.5%,
Table 1). The two last-mentioned aromadendrane derivatives, named
after the plant (i.e. Ledum palustre L.), were supposed to be the most
distinctive for the studied species. However, as the results of AHC re-
vealed, the so-called typical chemotype II was recognized only in 1
sample (R2) outside Europe, indicating a large variability of this plant
material worldwide. This issue was mentioned already by Belousova

et al. [32], who defined four new chemotypes in Russia, with pre-
dominance of limonene, p-cymene, sabinene and β-myrcene. This point
of view is generally consistent with our observations. Furthermore, our
research showed that β-myrcene is usually accompanied by palustrol, as
in cluster III, which was identified in Europe (S1) as well as in Russia
(R4-R6). Chemotype IV, similar to the previous one but with simulta-
neous high content of p-cymene, was represented only by one in-
dividual EO (R3) obtained from R. tomentosum collected in Tomsk
Oblast. Four populations from the eastern part of Russia, China and
North Korea (R7, R8, C1, K1) formed chemotype V, as their volatile
fractions were rich in sabinene. Clusters VI, VII and VIII, also identified
mainly in the Far East Asia, were abundant in another aromatic
monoterpene, p-cymene. Additionally, in the last two of them ascar-
idole and bornyl acetate were determined as the major components,
respectively. The high amount of limonene (7.9%-50.3%) differentiated
the Tomsk Oblast populations as a distinct chemotype IX which com-
prised the fifteen reported EOs. According to the cluster analysis, R.
tomentosum collected in Inner Mongolia (C4) distinguished from other
ecotypes, having α-thujenal as the primary compound (chemotype X).

It should be noted that the defined chemotypes were not always in
accordance with the geographical origins of the discussed plant. For
instance, each of three populations (L5-L7) collected from the limited
area of Sulnys Lake in Lithuania, where the distances between sampling
sites were only 1–1.5 km [27] represented different cluster (II, VI and
VII, respectively). For plant materials collected in southern Finland (F1-
F3), Orotukan in eastern Russia (R10, R17) and Inner Mongolia region
in China (C1, C2, C4) this phenomenon was also observed. It seems that
especially chemotype VII, characterized by EO rich in p-cymene and
ascaridole, can be found independently from latitude and longitude
which is probably related with genetic factors. The designation of as
many as ten R. tomentosum chemotypes in Europe and Asia confirmed
the common knowledge that chemical composition of a volatile fraction
within a species is variable and can be affected not only by geographical
origin, but also genetic characteristics, physiological and environmental
conditions as well as the analytical procedures [42]. Such diversity in
the EOs’ profiles offers a wide range for selection of desired chemotypes

Fig. 5. The effect of the R. tomentosum essential oils, applied in serial dilutions (1:400-1:40000 v/v), on the proliferation of CFSE-labeled CD4+ and CD8+ T cells
after 72 and 120 hours, analyzed by flow cytometry. P1, F1, IV correspond to R. tomentosum EOs obtained from the shoots collected in Miszewko in Poland, in Turku
in Finland and from in vitro cultures, respectively. Box-and-whisker plots depict mean proportions of dividing cells (central point), SD (box) and SE (whiskers).(*)
mark statistical significance at p<0.05, using non-parametric Mann-Whitney U-test.*
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for specific medicinal or agricultural purposes. For instance, for cough
treatment the chemotypes with large content of ledol should be chosen,
as this compound was previously reported to exhibit antitussive prop-
erties. However, too high ledol concentrations are considered to be
toxic, causing dizziness and nausea [1]. For this reason, there is a need
to control the amount of ledol in the plant material, especially in case of
chemotypes I and II [17]. In Russian R. tomentosum populations, the
content of ledol is usually low, which is probably the cause that this
plant can still be found in the Pharmacopoeia of the USSR as „Cormus
Ledi palustri” [43]. On the contrary, in European countries it finds ap-
plication only in folk medicine.

The insect-and tick-repellent properties of R. tomentosum EO have
been associated with the presence of large amounts of β-myrcene, pa-
lustrol and ledol, thus pointing at chemotypes III and IV as promising
repellent agents [23,24]. However, it was suggested that other EO
constituents such as p-cymene, terpinyl acetate, sabinene, α- and β-
pinene, bornyl acetate, β-phellandrene and camphene also contribute to
the observed effects [44].

The presence of high amounts of sabinene in the volatile fraction
(chemotype V) has been linked to strong antioxidant activity, as in the
case of North Korean R. tomentosum [37]. However, so far the

compounds directly responsible for anti-inflammatory properties of the
discussed plant remain unknown.

The cluster analysis conducted did not include the North American
representatives of the genus, namely R. groenlandicum (also referred to
as L. palustre ssp. groenlandicum) and R. tomentosum ssp. decumbens (aka
R. tomentosum ssp. subarcticum) [45]. As opposed to R. tomentosum of
Eurasian origin, the reports concerning chromatographic analysis of
essential oil obtained from the above plants are scarce. The work by
Schantz and Hiltunen [46] included GC analysis of R. groenlandicum and
R. tomentosum ssp. decumbens obtained from unspecified location in
Alaska. The volatile fractions of both plants were dominated by ger-
macrone (≥40%), a sesquiterpene constituent not found in substantial
amounts in Eurasian specimens. The analysis also revealed the presence
of large amounts of allo-aromadendrene and myrtenal (ca. 15-20% in
total), however, methods available at the time did not enable to sepa-
rate these compounds [46]. In the current work, myrtenal was not
identified as a major constituent in any of the cluster groups whereas
allo-aromadendrene was found only in essential oil from in vitro-grown
shoots of R. tomentosum [18]. The analyses of R. groenlandicum from
Quebec, conducted by Belleau and Collin [47], confirmed the presence
of germacrone, however, it was shown to be abundant only during the

Fig. 6. The effect of the R. tomentosum essential oils F1, P1 and IV1, applied in serial dilutions (1:400-1:40000 v/v), on the survival, apoptosis and necrosis of synovial
T cells (LYMPHOCYTES), monocyte/macrophages (MONOCYTES) and fibroblast-like synoviocytes (SYNOVIOCYTES) assessed using Annexin V/7AAD staining as
described in the Materials and Methods. Mean proportions of living (Live), early apoptotic (Annexin+), late apoptotic (Ann+7AAD+) and necrotic (7AAD+) cells
are shown as bars, and SEM values are indicated as whiskers. The asterisks (*) mark statistical significance at p< 0.05, using non-parametric Mann-Whitney U-test.
Results for intermediate EO dilution (1:4000 v/v) are not shown for clarity.
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flowering period. Other major constituents included sabinene, α-pinene
and terpinen-4-ol (up to over 22, 16 and 9%, respectively) [47]. R.
tomentosum ssp. decumbens was extensively studied by Baldwin [45]
who analyzed essential oil composition of specimens collected from
different locations in Alaska. The volatile fractions contained chiefly
cymene (47-62%) and varying amounts of α- and β-pinene and ter-
pinen-4-ol. Contrary to previous reports, no germacrone was found in
essential oil samples. Since the volatiles were extracted using headspace
method [45], the results are not directly comparable to the data in-
cluded in hierarchical clustering. From a therapeutic point of view, the
presence of germacrone may be of interest given its anti-inflammatory
and anticancer properties [48]. Still, it is not clear whereas germacrone-
rich R. tomentosum plants should be considered a distinct chemotype or
the accumulation of this compound is associated only with flowering
period in some populations.

3.2. Anti-proliferative activity of R. tomentosum essential oils toward
healthy peripheral blood CD4+ and CD8+ T lymphocytes

In our work, the anti-proliferative effects of the selected R. to-
mentosum EOs, obtained from the plant material collected in Miszewko
in Poland (P1), Turku in Finland (F1), and from in vitro cultures (IV),
toward CD4+ and CD8+ T lymphocytes were tested, each in three
concentrations representing decimal dilutions of the respective sam-
ples. P1 oil represented chemotype I, where γ-terpineol predominated,
F1 belonged to chemotype II with highly pronounced presence of ledol
and palustrol (Table 1), while IV was characterized by unique chemical
composition, with ledene oxide (II) as the major constituent [18,19].
Due to the fact that females are statistically three times more often
affected by autoimmune diseases than men [49,50], only women were
included in our study.

The influence of R. tomentosum EOs on proliferating peripheral
blood CD4+ and CD8+ cells after 72 and 120 hours is shown in Figs. 4
and 5. All of the studied EOs caused the decrease in the proliferation of
anti-CD3-stimulated T cells, independently from the chemotype. As it
was depicted, most of the used volatile fractions had similar suppressive
effects on CD4+ as well as CD8+ cells (Figs. 4 and 5). Both of afore-
mentioned subpopulations of lymphocytes are known to be involved in
the pathogenesis of RA, but their precise role has not been investigated
in detail yet. It is known that activated CD4+ T cells differentiate into
specialized effector cells and regulate the local inflammation and in-
filtration of the rheumatoid synovium, while CD8+ T cells contribute
to tissue damage and high production of TNF-α and IFN-γ [51,52]. The
statistically significant, dose-dependent effect of the serial dilutions of
R. tomentosum EOs on proliferating lymphocytes was observed in each
variant except F1 after 120 hours and IV in CD8+ cell population after
120 hours (Fig. 4). Moreover, it was demonstrated that P1 EO was
characterized with the strongest activity among all studied volatile
fractions. In this case, the number of divided cells decreased from about
70% in the control variants to 10% after 72 hours and 5% after 120
hours in CD4+ cell population and to 8% in CD8+ cell population, at
1:400 concentration. In comparison, F1 and IV EOs inhibited the pro-
liferation of CD4+ cells by about 45% after 72 hours in respect to the
control. Approximate values are reproducible in other options.

So far, to the best of the authors’ knowledge, no other research on
the influence of R. tomentosum EO on the human lymphocytes ex vivo
has so far been conducted. The effects of the plant on different cell lines
were reported, however, none of the studies concerned the EO speci-
fically. The cytotoxicity of the discussed plant, collected in Moscow
Region, was previously tested on cultured human lymphoblastoid cell
line Raji. In this study, the crude ethanol extract of R. tomentosum was
one of the most active among the examined 61 plant species.
Interestingly, the isolated ledol showed low growth-inhibiting effect at
relatively high concentrations (10–50 μg/mL), scarcely approaching the
activity profile of cyclophosphamide [53]. In another study, cytotoxic
properties of methylene chloride (99%) and methanol (71%) extracts of

R. tomentosum collected in Russia were demonstrated with mouse leu-
kemia L1210 cells as a target [54]. Recently, proapoptotic activity of
the organic extracts prepared from Alaskan plant material against acute
myeloid leukemia cells was determined, with indication of ursolic acid
as potentially responsible for the effect [55].

3.3. Pro-apoptotic activity of R. tomentosum essential oils toward
synoviocytes

The main battlefield in rheumatoid arthritis-affected joints is their
synovium, which becomes infiltrated by active T and B lymphocytes,
and monocyte/macrophages. Due to interplay between the cytokines
and other growth factors released from these cells, the fibroblast like
synoviocytes, or FLS, respond by proliferating and secretion of ex-
cessive amounts of matrix, which forms the so called pannus filling the
joint cavity and reducing its mobility. Our results described above,
showing the anti-proliferative effect of R. tomentosum EOs on peripheral
blood T cells suggested, that the similar, potentially desirable effect
may occur for synovia-infiltrating lymphocytes and possibly other cells
infiltrating or developing in the pannus. In this case we did not assess
proliferation, but instead examined the pro-apoptotic effect of the stu-
died EOs on synovial fibroblasts and infiltrating lymphocytes and
monocyte/macrophages (Fig. 6). We have demonstrated that indeed, all
concentrations of the EOs tested increased the proportions of late
apoptotic (An+7AAD+) T cells. This increase was statistically sig-
nificant for the highest concentrations of P1 and IV1 EOs used, but the
trend was present also for F1 EO (Fig. 6, upper row). Lack of statistical
significance of differences for lower EO concentrations (with the results
from tests where EO was added as 1:4000 not shown for clarity) is likely
due to low number of synovial samples tested (3) and relatively broad
spread of the results. Still, we can conclude that anti-proliferative ef-
fects on human T cells exerted by the R. tomentosum EOs is due to its
apoptosis-inducing activity. Interestingly, a very similar effect, i.e. the
significant increase of late apoptotic (An+7AAD+) cells was seen in
CD14+ monocyte/macrophage population exposed to high con-
centration (1:400) of each of the three EOs tested (Fig. 6, middle row).
In this case, the exposure to F1 EO at 1:40000 had also produced a
significant increase of the proportion of late apoptotic monocyte/
macrophages. Together, these results may indicate a possibility of
variable and indirect anti-inflammatory effect of the R. tomentosum EOs.
On the other hand, 48-hour exposure of the synovial fibroblasts (FLS) to
higher concentration of each of the three EOs had uniformly lead to
significant increase in the proportion of necrotic (An-7AAD+) cells, at
the expense of the cells remaining alive (An-7AAD-) (Fig. 6, bottom
row). The results obtained for lower concentrations of the EOs were not
significant. Also this observation, if confirmed on a larger group, may
show the beneficial, anti-proliferative effect of the studied EOs on ex-
cessively proliferating FLS in RA synovia. Further experiments would
determine if the effect of the EOs on FLS is due to direct toxicity or
accelerated (as compared to both T cells and monocytes) progression
through early and late apoptosis.

4. Conclusions

In conclusion, exploring the phytochemical diversity of the EOs
obtained from R. tomentosum collected in different geographical loca-
tions allows to distinguish ten various chemotypes, which provides
important information for exploiting their potentials in the pharma-
ceutical industry. The study revealed substantial variability of EO
chemistry which is a key issue to be addressed when designing biolo-
gical experiments. Moreover, R. tomentosum was evaluated as a source
of potential antiarthritic drugs. EOs of the plant were demonstrated to
have anti-proliferative and pro-apoptotic activity toward CD4 and CD8
T cells as well as toward synovia-infiltrating monocyte/macrophages
and fibroblast-like synovial cells. Since increased proliferation of these
cells is critical for RA development, the obtained results can be
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considered promising. However, R. tomentosum EOs of different origin
provided different biological responses, thus emphasizing the need to
use volatile fraction of defined chemistry. In this regard, microshoot
cultures of R. tomentosum offer some advantages: since they are grown
in controlled environment, the yield and composition of essential oil are
expected to be stable. Moreover, positive effects obtained with the use
of EO from the microshoots prove that this type of biomass can provide
biologically active constituents.

Further experiments are required in order to establish the lowest
effective concentration of the EO, as well as the molecular mechanisms
of their anti-proliferative and pro-apoptotic activities. Still, the results
of the study show potentially interesting effects of the volatile fractions
isolated from R. tomentosum plants collected from the different habitats
on the proliferation of human T lymphocytes.
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