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Acaricidal and repellent 
activities of Litsea cubeba (Lour.) oil 
and 3,7‑dimethyl‑2,6‑octadienal 
against Haemaphysalis longicornis (Acari: 
Ixodidae)
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Abstract 

The bioactivity of the essential oil extracted from Litsea cubeba fruits against tick vectors of severe fever with throm‑
bocytopenia syndrome is unknown. In this study, L. cubeba oil and its main constituents, 3,7-dimethyl-2,6-octadienal 
and its similar structures, were evaluated for their acaricidal and repellent activities on the unfed nymphs and adults 
of Haemaphysalis longicornis. L. cubeba oil displayed both acaricidal and repellent activities against both life stages. 
Among the constituents of L. cubeba oil, only 3,7-dimethyl-2,6-octadienal exhibited both acaricidal and repellent 
activities against both life stages. In a repellent bioassay, 3,7-dimethyl-2,6-octadienal and L. cubeba oil at dose of 
0.08 mg/cm2 provided excellent repellence (100%) against the nymphs and adults for over 60 min post-application. 
When the acaricidal and repellent activities of 3,7-dimethyl-2,6-octadienal and its similar structures were compared, 
activities of all tested derivatives were significantly less potent than those of 3,7-dimethyl-2,6-octadienal. The strong 
acaricidal and repellent activities of 3,7-dimethyl-2,6-octadienal in L. cubeba oil suggests that it is a promising natural 
candidate for developing new sustainable acaricidal and repellent agents.
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Introduction
Severe fever with thrombocytopenia syndrome (SFTS) is 
an emerging infectious disease that is clinically charac-
terized by thrombocytopenia, gastrointestinal symptoms, 
and high fever [1]. SFTS is caused by the SFTS virus, a 
member of the genus Phlebovirus (family Bunyaviridae), 
which was first discovered in China in 2009 and then sub-
sequently found in Japan and South Korea in 2013 [1–3].

The hard tick Haemaphysalis longicornis (Acari: Ixodi-
dae), which is widely distributed in Japan, China, Korea, 
and Oceania [1, 2], is regarded as the primary vector of 
the SFTS virus [1, 2]. H. longicornis is the most abundant 
tick species in South Korea, attacking both livestock and 
humans, with infestation rates peaking between May and 
September [3]. Although the incidence of SFTS is low 
in comparison to other tick-borne diseases, it remains 
a serious public health issue, causing widespread public 
concern in South Korea due to its high mortality rate. 
Unfortunately, no vaccine or medication for SFTS is cur-
rently available, and with the population of H. longicornis 
rapidly increasing due to global warming, SFTS virus-
infected H. longicornis may pose a global threat in the 
near future. Thus, it is necessary to protect people and 
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livestock from infected ticks. At present, the control of H. 
longicornis depends heavily on the use of synthetic acari-
cides. However, the indiscriminate and frequent overuse 
of synthetic acaricides can lead to environmental con-
tamination, non-target toxicity, and widespread develop-
ment of resistance [4]. As a result, many researchers are 
working to develop environmentally friendly acaricides 
to protect people and livestock from ticks, and they have 
discovered that many plant-derived substances may be 
used as new acaricides for tick control [4–6].

The current study focuses on Litsea cubeba (Lour.) 
Pers. (Lauraceae), which is widely distributed in North 
America, Japan, Southern China, and Southeast Asia 
[7]. Various extracts from different parts of L. cubeba 
have been used to treat ailments in traditional Chinese 
folk medicine [8]. It has also been demonstrated that L. 
cubeba oil has insecticidal and repellent activity against 
insects such as the cigarette beetle (Lasioderma serri-
corne), booklouse (Liposcelis bostrychophila), and mos-
quito Aedes aegypti) [7, 9].

To the best of our knowledge, no studies on the acari-
cidal and repellent properties of L. cubeba oil against H. 
longicornis have been conducted. Therefore, this study 
was carried out to investigate the chemical composition 
of L. cubeba oil and to evaluate its efficacy in the control 
of H. longicornis in terms of its acaricidal and repellent 
properties. Our findings may offer new insights into the 
potential future use of L. cubeba oil and its constituents 
to design effective and environmentally friendly acari-
cidal and repellent formulations.

Materials and methods
Chemicals
1,8-Cineole (99%), 3-[N-butyl-N-acetyl] aminopropionic 
acid ethyl ester (IR3535) (95%), 3,7-dimethyl-2,6-octadi-
enal (96%), (±)-limonene (97%), 3,7-dimethyl-6-octenal 
(95%), 2-octenal (95%), octanal (99%), 2,4-octadienal 
(95%), α-pinene (98%), and β-pinene (99%) were pur-
chased from Sigma-Aldrich (Missouri, MO, USA).

Sample preparation
Fruits of L. cubeba grown in China were obtained from 
the herb market in Jeonju, Republic of Korea. Essential 
oil was obtained by steam distillation for 8 h in a Clev-
enger-type apparatus, as previously described [10]. The 
essential oil was dehydrated with anhydrous magnesium 
sulfate and evaporated to dryness using a rotary evapora-
tor (EYELA, Tokyo, Japan) at 28 °C.

Test ticks
H. longicornis unfed nymphs and adults were col-
lected from cattle farms in Seogwipo-si, Jejudo, Repub-
lic of Korea. The collected nymphs and adults were 

morphologically identified as H. longicornis according to 
Baker and Walker [11].

Essential oil analysis
The essential oil of the L. cubeba fruits was analyzed 
using a GC–MS (HP 6890 GC and 5973 Mass Selective 
Detector, Agilent Technologies, Santa Clara, CA, USA) 
equipped with a fused-silica capillary column (DB-5: 
30  m × 0.25  mm inner diameter (i.d.) × 0.25  μm thick-
ness, Agilent Technologies). The initial oven tempera-
ture (60 °C) was raised to 210 °C at a rate of 2 °C/min and 
held there for 10  min. The oven temperature was then 
raised to 240 °C at a rate of 2 °C/min for 15 min. Helium 
was used as the carrier gas at 0.8 mL/min. Spectra were 
obtained at an ionization energy of 70 eV, and the mass 
analyzer was set to scan from 50 to 550 amu. The con-
stituents of L. cubeba oil were identified based on their 
retention index and retention time, and the mass spectra 
were compared with a mass spectrum library [12].

Acaricidal toxicity bioassays
The nymphal immersion test was performed on unfed H. 
longicornis nymphs, using the methodology described by 
Osman et al. [13]. Twenty unfed nymphs were immersed 
for 5 min in test solutions (10 mL) of the essential oil or 
individual compounds at concentrations of 2.5, 5, 10, 
20, 40, 60, and 80  mg/mL. The negative control groups 
were immersed in 50% ethanol and 2% dimethyl sulfox-
ide (DMSO) (solvent). Following immersion, the unfed 
nymphs were placed in a Petri dish (1.5 cm deep × 5.5 cm 
i.d.) with filter paper (5.5  cm i.d. × 25  μm thickness, 
catalogue no. 1004–055, Whatman, Maidstone, UK) for 
10  min to allow the solvent to evaporate. Petri dishes 
containing treated nymphs were incubated at 26–28  °C 
and 85%–90% relative humidity (RH) for 24 h.

Bioassays of unfed H. longicornis adults were car-
ried out using the adult immersion test as previously 
described [13]. In each test solution of 2.5, 5, 10, 20, 40, 
60, and 80 mg/mL, twenty unfed adults were immersed 
for 5 min, as in the nymphal immersion test. The nega-
tive control group was immersed in 50% ethanol and 2% 
DMSO. After immersion, the unfed adults were dried on 
Petri dishes with filter paper for 10 min, and the dishes 
were incubated at 27–28  °C at 80%–90% RH. All treat-
ments were repeated three times. After 24 h, dead ticks 
were counted via microscopic examination. Mortality 
data of each treatment were corrected using Abbott’s for-
mula [14].

Repellency activity bioassays
To evaluate the effect of each test sample on the behav-
ior of the unfed nymphs and adults, a filter paper bioas-
say described by Fabbro and Nazzi [15] was used with 
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slight modifications. In brief, two concentric circles with 
diameters of 3.0- and 7.0-cm (line A, start line and line 
B, finish line) were drawn with a pencil on filter paper 
(9.0 cm diameter, Whatman, Maidstone, UK) (Figure 1), 
and then placed on a Petri dish. One hundred microlit-
ers of ethanol (solvent) containing each test sample at a 
concentration of 0.08 mg/cm2 or ethanol alone (negative 
control) was applied outside the finish line (line B) on the 
filter paper and dried for 10 min. IR3535 (a known repel-
lent) was used as a positive control in repellency tests 
against H. longicornis unfed nymphs and adults. A sin-
gle unfed nymph or adult was tested on the control filter 
paper first, and then on the test filter paper. Each tick was 
placed with a soft paint brush (5 mm wide) at the center 

of the arena. Ticks were observed until they crossed the 
finish line (line B), and the time taken to travel from the 
start line (line A) to the finish line (line B) was recorded. 
Ten bioassays against the test samples and 10 bioassays 
against the negative control (ethanol) were performed 
for each test. If the test sample was found to be repellent 
at 0.08  mg/cm2, it was also tested at 0.04  mg/cm2, and 
if it was repellent at 0.04  mg/cm2, it was also tested at 
0.02 mg/cm2.

Statistical analysis
Mortality data from the acaricidal toxicity bioassays were 
subjected to Probit analysis for calculation of 50% and 
90% lethal concentration (LC50 and LC90) and their 95% 
confidential limits (CLs), and chi-square values using 
SPSS (version 12.0; SPSS, Chicago, USA). Results from 
the Petri dish bioassay were not normally distributed; 
therefore, the median was used as a measure of central 
tendency. To check for statistically significant differences 
between treatment and negative controls, the time spent 
to travel from lines A (start line) to B (finish line) was 
compared using the Mann–Whitney U test.

Results

Acaricidal toxicity and chemical composition of L. cubeba 
oil
Acaricidal toxicity of L. cubeba oil was evaluated in H. 
longicornis unfed nymphs and adults using the nymphal 
and adult immersion tests, respectively (Table  1). The 
LC50 values of L. cubeba oil against unfed nymphs and 
adults were 39.34 and 47.64 mg/mL, respectively. No tick 
mortality was observed in the negative control (50% etha-
nol + 2% DMSO). To further explore the acaricidal toxici-
ties of L. cubeba oil against unfed nymphs and adults, the 
constituents of L. cubeba oil were analyzed by GC–MS, 
and the results are shown in Table 2. Thirteen constitu-
ents were identified in L. cubeba oil including 3,7-dime-
thyl-2,6-ctadienal (75.88%), (+)-limonene (10.44%), 
eucalyptol (3.70%), α-pinene (1.55%), and-β-pinene 
(1.02%). The other constituents (camphene, sabinene, 

Figure 1  Filter paper arena used in the repellent bioassays. 
Two concentric circles (3.0 and 7.0 cm diameter, line A: start line and 
line B: finish line) were drawn by pencil on the filter paper. Each test 
sample or ethanol alone (negative control) was applied outside the 
finish line (dark grey) on the filter paper. A single unfed nymph or 
adult was first tested on the control filter paper, and subsequently 
on the filter paper with test samples. Each tick was placed with a 
soft paint brush (5 mm wide) in the center of the arena. Ticks were 
carefully observed until they crossed the finish line (line B), and the 
time required to travel from the start line (line A) to finish line (line B) 
was recorded

Table 1  Acaricidal activities of Litsea cubeba oil against Haemaphysalis longicornis unfed nymphs and adults

a LC50 (LC90) is the average of three determinations, with 20 ticks per replication, exposed for 24 h
b No activity

Samples Developmental stage LC50 (mg/mL)
(95% CL)a

LC90 (mg/mL)
(95% CL) a

Slope ± SE χ2 value
(df, p)

Litsea cubeba Nymphs 39.34 (34.25–44.31) 70.74 (61.76–92.81) 5.51 ± 0.89 4.714 (5, 0.452)

Adults 47.64 (41.94–53.09) 78.99 (68.65–97.93) 5.84 ± 0.95 5.338 (6, 0.501)

Negative control Nymphs –b – – –

Adults – – – –
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methyl heptenone, α-terpineol, geraniol, piperitone, 
4-isopropylcyclohexanol, and β-caryophyllene oxide) 
accounted for less than 1%.

Acaricidal toxicity of the individual constituents
To determine the major constituent responsible for 
the toxicity, the acaricidal activities of the five major 
constituents (3,7-dimethyl-2,6-octadienal, eucalyp-
tol, (+)-limonene, α-pinene, and β-pinene) were tested 
against the H. longicornis unfed nymphs and adults 
(Table  3). Among the five major constituents tested, 
only 3,7-dimethyl-2,6-octadienal exhibited acaricidal 
toxicities against unfed nymphs and adults, with LC50 

values of 32.58 and 41.06 mg/mL, respectively. Eucalyp-
tol, (+)-limonene, α-pinene, and β-pinene did not have 
acaricidal toxicity against unfed nymphs and adults, even 
at the highest concentration tested (> 80 mg/mL).

Repellent activity of L. cubeba oil and its individual 
constituents
The repellent activity of L. cubeba oil and its individual 
constituents against the H. longicornis unfed nymphs 
and adults was evaluated using a filter paper bioassay, 
and compared with that of the positive control (IR3535) 
(Table  4). L. cubeba oil demonstrated repellant activ-
ity against the unfed nymphs and adults at dosages of 

Table 2  Identification of chemical components of L. cubeba oil

Compound Retention Time (min) Relative area (%) Molecular mass (g/mol) Molecular formula

α-Pinene 5.008 1.55 136.24 C10H16

Camphene 5.295 0.40 136.24 C10H16

Sabinene 5.720 0.72 136.24 C10H16

β-Pinene 5.810 1.02 136.24 C10H16

Methyl heptenone 5.880 0.93 126.20 C8H14O

(+)-Limonene 6.756 10.44 136.24 C10H16

Eucalyptol 6.913 3.70 154.25 C10H18O

α-Terpineol 9.679 0.69 154.25 C10H18O

3,7-Dimethyl-2,6-octadienal 10.505 75.88 152.24 C10H16O

Geraniol 10.652 0.76 154.25 C10H18O

Piperitone 10.758 0.45 152.24 C10H16O

4-Isopropylcyclohexanol 12.507 0.27 142.24 C9H18O

β-Caryophyllene oxide 15.594 0.40 204.36 C15H24

Total 97.21

Table 3  Acaricidal activities of the major constituents of L. cubeba oil against H. longicornis unfed nymphs and adults

a LC50 (LC90) is the average of three determinations, with 20 ticks per replication, exposed for 24 h
b No activity

Samples Developmental stage LC50 (mg/mL)
(95% CL)a

LC90 (mg/mL)
(95% CL)a

Slope ± SE χ2 value
(df, p)

3,7-Dimethyl-2,6-octadienal Nymphs 32.58 (27.75–37.84) 67.19 (55.41–88.11) 4.08 ± 0.56 6.162 (6, 0.405)

Adults 41.06 (35.79–46.10) 71.27 (61.39–91.18) 5.35 ± 0.85 3.392 (6, 0.758)

Eucalyptol Nymphs  > 80 – – –

Adults  > 80 – – –

(+)-Limonene Nymphs  > 80 – – –

Adults  > 80 – – –

α-Pinene Nymphs  > 80 – – –

Adults  > 80 – – –

β-Pinene Nymphs  > 80 – – –

Adults  > 80 – – –

Negative control Nymphs –b – – –

Adults – – – –
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0.04 and 0.08 mg/cm2 (P < 0.01) when compared to the 
negative control. The median values of the time that 
individual ticks spent on L. cubeba oil treatments and 
the negative control at doses of 0.04 and 0.08  mg/cm2 
were 28.0  s and 106.0  s for unfed nymphs and 24.5  s 
and 66.0  s for unfed adults, respectively. Based on the 
median difference between treatment and negative 
control, the L. cubeba oil at doses of 0.04 and 0.08 mg/
cm2 was approximately 2.3 and 3.3 times more repel-
lent to unfed nymphs and 3.5 and 4.6 times more repel-
lent to unfed adults, respectively, when compared 
to IR3535. Among the five major constituents of L. 

cubeba oil tested against unfed nymphs and adults, sig-
nificant differences (p < 0.01) between the time spent 
on treatment and the negative control were observed 
only for 3,7-dimethyl-2,6-octadienal at doses of 0.04 
and 0.08  mg/cm2 (Table  4). Eucalyptol, (+)-limonene, 
α-pinene, and β-pinene had no discernable effect on 
unfed nymphs and adults, even at the highest dose 
(0.08  mg/cm2) tested. Based on the median differ-
ence between the treatment and negative control, the 
3,7-dimethyl-2,6-octadienal at doses of 0.04 and 0.08 
was approximately 4.4 and 4.5 times more repellent to 
unfed nymphs and 6.5 and 6.0 times more repellent to 
unfed adults, respectively, when compared to IR3535.

Table 4  Repellent activities of L. cubeba oil and its major components at different dosages against H. longicornis unfed nymphs and 
adults measured by filter paper bioassay

a Statistical significance of the difference between the treatment and negative control medians
b Treatment median (s)/negative control median (s)
c Median difference between treatment and negative control medians
d Median difference between treatment and negative control medians/median difference between positive control and negative control
e No statistically significant difference

Samples Developmental 
stage

Dose (mg/cm2) Treatment 
median (s)

Negative 
control median 
(s)

P valuea Treatment/
negative 
controlb

Median 
difference 
(s)c

Relative 
repellencyd

IR3535

L. cubeba Nymphs 0.08 120.5 14.5  < 0.01 8.3 106.0 3.3

0.04 41.5 13.5  < 0.01 3.1 28.0 2.3

0.02 17.5 13.0 n.s.e 1.3 4.5 1.8

Adults 0.08 73.0 7.0  < 0.01 10.4 66.0 4.6

0.04 32.0 7.5  < 0.01 4.3 24.5 3.5

0.02 9.5 7.0 n.s 1.4 2.5 1.0

α-Pinene Nymphs 0.08 22.0 14.0 n.s 1.6 8.0 0.3

Adults 0.08 9.5 6.5 n.s 1.5 3.0 0.2

β-Pinene Nymphs 0.08 25.0 15.5 n.s 1.5 9.5 0.3

Adults 0.08 8.0 6.0 n.s 1.3 2.0 0.1

(+)-Limonene Nymphs 0.08 18.0 14.0 n.s 1.1 4.0 0.1

Adults 0.08 8.5 6.0 n.s 1.1 2.0 0.1

Eucalyptol Nymphs 0.08 18.0 12.5 n.s 1.2 5.5 0.2

Adults 0.08 10.0 7.5 n.s 1.1 2.5 0.2

3,7-Dimethyl-
2,6-octadienal

Nymphs 0.08 160.5 16.0  < 0.01 10.0 144.5 4.5

0.04 66.5 14.0  < 0.01 4.8 52.5 4.4

0.02 20.0 13.5 n.s 1.5 6.5 2.6

Adults 0.08 96.0 9.5  < 0.01 10.1 86.5 6.0

0.04 51.5 6.0  < 0.01 8.6 45.5 6.5

0.02 13.0 9.0 n.s 1.4 4.0 2.7

IR3535 Nymphs 0.08 45.5 13.5  < 0.01 3.4 32.0 1.0

0.04 23.0 10.5  < 0.05 2.2 12.0 1.0

0.02 12.5 10.0 n.s 1.3 2.5 1.0

Adults 0.08 21.0 6.5  < 0.01 3.2 14.5 1.0

0.04 14.0 7.0  < 0.05 2.0 7.0 1.0

0.02 9.5 8.0 n.s 1.2 1.5 1.0
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Acaricidal and repellent activities 
of 3,7‑dimethyl‑2,6‑octadienal and its similar structures
According to our findings, the strongest acaricidal and 
repellent compound in L. cubeba oil is 3,7-dimethyl-
2,6-octadienal. To investigate the structure–activity 
relationships of 3,7-dimethyl-2,6-octadienal, acaricidal 
and repellant activities of four compounds (3,7-dimethy-
6-octenal, octanal, 2-octenal, and 2,4-octadienal) with 
chemical structures similar to 3,7-dimethyl-2,6-oc-
tadienal were tested. The acaricidal toxicities of the 
3,7-dimethyl-2,6-octadienal and its similar structures 
were evaluated using nymphal and adult immersion tests 
(Table 5). Of the five compounds tested, only 3,7-dime-
thyl-2,6-octadienal with two carbon–carbon double 
bonds and methyl groups was shown to have acaricidal 
toxicity against the unfed nymphs and adults. 3,7-dime-
thyl-6-octenal (with a single carbon–carbon double bond 
and two methyl groups), octanal (with no carbon–carbon 
double bond and methyl group), 2-octenal (with a single 
carbon–carbon double bond), and 2,4-octadienal (with 
two carbon–carbon double bonds) did not exhibit acari-
cidal toxicity against the unfed nymphs and adults.

The repellent activities of 3,7-dimethyl-2,6-octadienal 
and its similar structures were determined at 0.08  mg/
cm2 using a filter paper bioassay (Table 5). Based on the 
median difference between the treatment and negative 
control, 3,7-dimethyl-2,6-octadienal (144.5  s and 86.5  s, 
respectively) exhibited the highest repellency against 
the unfed nymphs and adults, followed by 3,7-dimethyl-
6-octenal (59.5 s and 34.5 s, respectively), 2,4-octadienal 
(15.0 s and 9.0 s, respectively), and 2-octenal (11.5 s and 
6.5 s, respectively). Octanal had no discernable effect on 
the unfed nymphs and adults. The presence of carbon–
carbon double bonds may play an important role in repel-
lency, as 2,4-octadienal and 2-octenal with either one 
or two carbon–carbon double bonds were more repel-
lent than octanal with no carbon–carbon double bond. 
Moreover, the strength of repellency increased as the 
number of carbon–carbon double bonds increased. The 
methyl groups also appeared to play a role as 3,7-dime-
thyl-2,6-octadienal and 3,7-dimethyl-6-octenal (with two 
methyl groups) were more repellent than 2,4-octadienal 
and 2-octenal with no methyl groups.

Discussion
The current study demonstrates that the essential oil of 
L. cubeba grown in China shows acaricidal and repel-
lent properties against H. longicornis unfed nymphs 
and adults (Tables  1, 3). The main component com-
position of the L. cubeba oil observed here differed 
from that reported in previous studies [12]. The essen-
tial oil used in this study, which was extracted from 
L. cubeba fruit samples grown in China, was rich in 

3,7-dimethyl-2,6-octadienal (75.88%) (Table  2), whereas 
samples cultivated in two different Indian locations 
were rich in citronellal (44.8–77.2%) and citronellol 
(10.9–14.0%) [16]. These changes in essential oil chemi-
cal composition can be attributed to a number of physical 
environmental factors (climate change and seasonal vari-
ation) as well as plant genetic differences [17]. Moreover, 
many studies have reported variations in the composi-
tion of major constituents of essential oils with respect to 
growth stage and geographical origin [18]. Consequently, 
the acaricidal and repellent effects of essential oils are 
affected by their growth stage and geographical origin, 
since the major constituents of the essential oils deter-
mine their unique biological activity [19].

The high composition levels of the major compounds 
may account for L. cubeba oil’s superior acaricidal and 
repellent properties. Of the major constituents tested in 
L. cubeba oil, only 3,7-dimethyl-2,6-octadienal exhibited 
acaricidal and repellent activities against H. longicornis 
unfed nymphs and adults. As a result, 3,7-dimethyl-
2,6-octadienal was identified as the active component 
of L. cubeba oil with significant acaricidal and repellent 
properties. Many researchers have reported that plant 
essential oils and their individual constituents show 
not only high acaricidal activity, but also potent repel-
lent activity against mites and ticks [5, 20, 21]. There 
are few studies on the acaricidal and repellent activities 
of plant essential oils against H. longicornis. Nong et  al. 
[6] and Yang et al. [7] conducted studies of plant essen-
tial oils reporting toxicity toward H. longicornis using oils 
extracted from aerial parts of Eupatorium adenophorum 
and the roots of Morinda officinalis, all of which had 
remarkable acaricidal effects, regardless of the bioassays 
used (fumigation, larval/nymphal immersion test). To the 
best of our knowledge, this is the first study to report the 
acaricidal and repellent properties of L. cubeba oil and 
its main constituent against H. longicornis unfed nymphs 
and adults.

Structure–activity relationships of acaricidal and repel-
lent compounds against arthropod species have been well 
studied [15, 22, 23]. Interestingly, in 3,7-dimehtyl-2,6-oc-
tadienal and its similar structures tested in this study, 
2-octenal, 2,4-octadienal, and 3,7-dimethyl-6-octenal 
demonstrated repellent activity against H. longicornis 
unfed nymphs and adults, whereas none of 3,7-dime-
htyl-2,6-octadienal and its similar structures displayed 
acaricidal toxicity. This may be due to the different influ-
ences of the molecular structure on the acaricidal and 
repellent activities of the compounds. Ngoh et  al. [22] 
found that the functional groups of benzene derivatives 
affected the fumigant toxicity, contact toxicity, and repel-
lent activity of five benzene derivatives (eugenol, isosaf-
role, methyl eugenol, isoeugenol, and safrole) against the 
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American cockroach, Periplaneta americana, supporting 
our findings. Based on the repellent activity of 3,7-dime-
thyl-2,6-octadienal and its derivatives, the unsaturated 
aldehydes with one or two carbon–carbon double bonds 
(2-octenal, 2,4-octadienal, 3,7-dimethyl-6-octenal, and 
3,7-dimethyl-2,6-octadienal) exhibited repellency to 
the H. longicornis unfed nymphs and adults, whereas 
the saturated aldehydes with no carbon–carbon double 
bond (octanal) were ineffective. Furthermore, among the 
four unsaturated aldehydes tested, 3,7-dimethyl-2,6-oc-
tadienal with two carbon–carbon double bonds and 
methyl groups exhibited the highest repellency. Similar 
results were obtained by Hieu et al. [23]. They observed 
that unsaturated fatty acids (linolenic acid, linoleic acid, 
and oleic acid) were repellent to the stable fly, Stomoxys 
calcitrans, while saturated fatty acids (stearic acid and 
palmitic acid) were ineffective. The authors also dem-
onstrated that methylated fatty acids (methyl oleate and 
methyl linoleate) were more repellent against S. calci-
trans than ethyl oleate and ethyl linoleate fatty acids. 
Moreover, Fabbro and Nazzi [15] reported that 1-meth-
oxy-3-vinyl-benzene (unsaturated vinyl side-chain) was 
more repellent to Ixodes ricinus. than 1-ethyl-3-methoxy-
benzene (saturated ethyl side-chain). Our findings sup-
port the strong influence of carbon–carbon double bonds 
and the functional group (methyl group) on the repel-
lent activity of compounds against H. longicornis, which 
has previously been observed in several other arthropod 
species.

Previous studies have shown that 3,7-dimethyl-2,6-oc-
tadienal possesses a number of pharmacological proper-
ties, including antispasmodic [24], anxiolytic [25], and 
sedative properties [25]. 3,7-dimethyl-2,6-octadienal has 
also been listed as generally recognized as safe (GRAS) 
compound by the Food and Drug Administration (FDA). 
The acute oral LD50 value of 3,7-dimethyl-2,6-octadie-
nal in rats is 6,800 mg/kg, and the dermal LD50 value of 
3,7-dimethyl-2,6-octadienal in rats exceeds 2,000  mg/kg 
[26]. These results indicate that 3,7-dimethyl-2,6-octadie-
nal has a relatively low acute toxicity in mammals.

Acknowledgements
This research was supported by Government-wide R&D Fund project for infec‑
tious disease research (GFID), Republic of Korea (Grant Number: HG18C0055).

Authors’ contributions
JHP carried out the experiments, prepared most of the data, and wrote the 
paper; HSL proposed the key idea of this paper, designed the experiments, 
managed the research process, and wrote the paper; NC designed the 
experiments, statistical analysis, and rewrote the paper. All authors read and 
approved the final manuscript.

Declarations

Competing interests
The authors declare no competing interests.

Author details
1 Department of Bioenvironmental Chemistry, College of Agriculture and Life 
Sciences, Jeonbuk National University, Jeonju 54896, Republic of Korea. 2 Bio‑
medical Research Team, HS Biotech and Holdings (HSBH) for Medical Research, 
Basel, Switzerland. 3 Department of Biotechnology, College of Life Sciences 
and Biotechnology, Korea University, Seoul 02841, Republic of Korea. 

Received: 31 October 2021   Accepted: 8 December 2021

References
	1.	 Choi SJ, Park SW, Bae IG, Kim SH, Ryu SY, Kim HA, Jang HC, Hur J, Jun 

JB, Jung Y, Chang HH, Kim YK, Yi J, Kim KH, Hwang JH, Kim YS, Jeong 
HW, Song KH, Park WB, Kim ES, Oh MD, for Korea SFTS Clinical Network 
(2016) Severe fever with thrombocytopenia syndrome in South Korea, 
2013–2015. PLoS Negl Trop Dis 10:e0005264. https://​doi.​org/​10.​1371/​
journ​al.​pntd.​00052​64

	2.	 Silvas JA, Aguilar PV (2017) The emergence of severe fever with thrombo‑
cytopenia syndrome virus. Am J Trop Med Hyg 97:992–996

	3.	 Park SW, Song BG, Shin EH, Yun SM, Han MG, Park MY, Park C, Ryou J 
(2014) Prevalence of severe fever with thrombocytopenia syndrome virus 
in Haemaphysalis longicornis ticks in South Korea. Ticks Tick Borne Dis 
5:975–977

	4.	 Isman MB (2000) Plant essential oils for pest and disease management. 
Crop Prot 19:603–608

	5.	 Mwangi EN, Hassanali A, Essuman S, Myandat E, Moreka L, Kimondo 
M (1995) Repellent and acaricidal properties of Ocimum suave against 
Rhipicephalus appendiculatus ticks. Exp Appl Acarol 19:11–18

	6.	 Nong X, Tan YJ, Wang JH, Xie Y, Fang CL, Chen L, Liu TF, Yang DY, Gu 
XB, Peng XR, Wang SX, Yang GY (2013) Evaluation acaricidal efficacy of 
botanical extract from Eupatorium adenophorum against the hard tick 
Haemaphysalis longicornis (Acari: Ixodidae). Exp Parasitol 135:558–563

	7.	 Yang K, Wang CF, You CX, Geng ZF, Sun RQ, Guo SS, Du SS, Liu ZL, Deng 
ZW (2014) Bioactivity of essential oil of Litsea cubeba from China and its 
main compounds against two stored product insects. J Asia Pac Entomol 
17:459–466

	8.	 Agrawal N, Choudhary AS, Sharma MC, Dobhal MP (2011) Chemical 
constituents of plants from the genus Litsea. Chem Biodivers 8:223–243

	9.	 Noosidum A, Prabaripai A, Chareonviriyaphap T, Chandrapatya A (2008) 
Excito-repellency properties of essential oils from Melaleuca leucadendron 
L., Litsea cubeba (Lour.) Persoon, and Litsea salicifolia (Nees) on Aedes 
aegypti (L.) mosquitoes. J Vector Ecol 33:305–312

	10.	 Park JH, Lee HS (2018) Acaricidal target and mite indicator as color altera‑
tion using 3,7-dimethyl-2,6-octadienal and its derivatives derived from 
Melissa officinalis leaves. Sci Rep 8:8129

	11.	 Barker SC, Walker AR (2014) Ticks of Australia. The species that infest 
domestic animals and humans. Zootaxa 3816:1–144

	12.	 Adams RP (2007) Identification of essential oil components by gas 
chromatography/mass spectrometry. 4th Edn. Allured Pub. Corp., Carol 
Stream, IL, USA

	13.	 Osman IM, Mohammed AS, Abdalla AB (2014) Acaricidal properties of 
two extracts from Guiera senegalensis JF Gmel. (Combrataceae) against 
Hyalomma anatolicum (Acari: Ixodidae). Vet Parasitol 199:201–205

	14.	 Abbott WS (1925) A method of computing the effectiveness of an insec‑
ticide. J Econ Entomol 18:265–267

	15.	 Fabbro SD, Nazzi F (2013) From chemistry to behavior. Molecular struc‑
ture and bioactivity of repellents against Ixodes ricinus Ticks. PLoS ONE 
8:1–9

	16.	 Choudhury S, Ahmed R, Barthel A, Leclercq PA (1998) Composition of 
the stem, flower and fruit oils of Litsea cubeba Pers. from two locations of 
Assam, India. J Essent Oil Res 10:381–386

	17.	 Angioni A, Barra A, Cereti E, Barile D, Coïsson JD, Arlorio M, Dessi S, Coro‑
neo V, Cabras P (2004) Chemical composition, plant genetic differences, 
antimicrobial and antifungal activity investigation of the essential oil of 
Rosmarinus officinalis L. J Agric Food Chem 52:3530–3535

	18.	 Haider F, Naqvi AA, Bagchi GD (2005) Oil constituents of Artemisia 
nilagirica var. septentrionalis during different growth phases at subtropical 
conditions of North Indian plains. J Essent Oil Res 19:5–7

https://doi.org/10.1371/journal.pntd.0005264
https://doi.org/10.1371/journal.pntd.0005264


Page 9 of 9Park et al. Applied Biological Chemistry           (2021) 64:88 	

	19.	 Hussain AI, Anwar F, Hussain Sherazi STH, Przybylski R (2008) Chemical 
composition antioxidant and antimicrobial activities of basil (Ocimum 
basilicum) essential oils depends on seasonal variations. Food Chem 
108:986–995

	20.	 Kumral NA, Cobanoglu S, Yalcin C (2010) Acaricidal, repellent and oviposi‑
tion deterrent activities of Datura stramonium L. against adult Tetranychus 
urticae (Koch). J Pest Sci 21:23–30

	21.	 Tabari MA, Youssefi MR, Maggi F, Benelli G (2017) Toxic and repellent 
activity of selected monoterpenoids (thymol, carvacrol and linalool) 
against the castor bean tick, Ixodes ricinus (Acari: Ixodidae). Vet Parasitol 
245:85–91

	22.	 Ngoh SP, Choo LEW, Pang FY, Huang Y, Kini MR, Ho SH (1998) Insecticidal 
and repellent properties of nine volatile constituents of essential oils 
against the American Cockroach, Periplaneta americana (L.). Pestic Sci 
54:261–268

	23.	 Hieu TT, Choi WS, Kim SI, Wang M, Ahn YJ (2015) Enhanced repellency 
of binarymixtures of Calophyllum inophyllum nut oil fatty acids or their 
esters and three terpenoids to Stomoxys calcitrans. Pest Manag Sci 
71:1213–1218

	24.	 Blanco MA, Colareda GA, van Baren C, Bandoni AL, Ringuelet J, Consolini 
AE (2013) Antispasmodic effects and composition of the essential oils 
from two South American chemotypes of Lippia alba. J Ethnopharmacol 
149:803–809

	25.	 Do Vale TG, Furtado EC, Santos JG Jr, Viana GSB (2002) Central effects of 
citral, myrcene and limonene, constituents of essential oil chemotypes 
from Lippia alba (Mill.) n.e. Brown. Phytomedicine 9:709–714

	26.	 Sigma-Aldrich (2016) Material safety data sheet (MSDS): toxicological 
information, section 11. Sigma-Aldrich, St Louis, MO, USA

	27.	 Ahsaei SM, Rodríguez-Rojo S, Salgado M, Cocero MJ, Talebi-Jahromi K, 
Amoabediny G (2020) Insecticidal activity of spray dried microencapsu‑
lated essential oils of Rosmarinus officinalis and Zataria multiflora against 
Tribolium confusum. Crop Prot 128:104996. https://​doi.​org/​10.​1016/j.​
cropro.​2019.​104996

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1016/j.cropro.2019.104996
https://doi.org/10.1016/j.cropro.2019.104996

	Acaricidal and repellent activities of Litsea cubeba (Lour.) oil and 3,7-dimethyl-2,6-octadienal against Haemaphysalis longicornis (Acari: Ixodidae)
	Abstract 
	Introduction
	Materials and methods
	Chemicals
	Sample preparation
	Test ticks
	Essential oil analysis
	Acaricidal toxicity bioassays
	Repellency activity bioassays
	Statistical analysis
	Results
	Acaricidal toxicity and chemical composition of L. cubeba oil
	Acaricidal toxicity of the individual constituents
	Repellent activity of L. cubeba oil and its individual constituents
	Acaricidal and repellent activities of 3,7-dimethyl-2,6-octadienal and its similar structures

	Discussion
	Acknowledgements
	References




