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Abstract The plant essential oils (plant-EOs) are increasingly interested for the global trend of 

the sustainable agricultural productions and managements. In the present study, the anti-viral 

biological activity to inhibit transmission abilities of Rice ragged stunt virus (RRSV) and 

mortality of the brown planthopper (BPH, Nilaparvata lugens Stål) in different 10 plant-EOs 

from Thai herbal plants is reported. Of these, those concentrations of plant-EOs between 0.002 

to 0.1% from lemongrass, star anise, black pepper, kaffir lime, and kaempfer were highly 

efficient (10-70%), when compared with the lime, galangal, holy basil, sweet basil, and 

betelvine which  were slightly efficient (10-30%), respectively. In addition, the plant-EOs from 

lemongrass and star anise were showed 100% BPH mortality at 3% and 5% in all insects’ 

growth stages. The eggs and instar-nymph stages of BPH vector showed the abnormal shapes 

and structures that were completely destroyed in 3 days after treatment, whereas the adult stage 

showed the malformed morphology and died in 5 DAT. The plant-EOs of star anise and 

lemongrass expressed an effective anti-viral activity to inhibit RRSV-transmission abilities and 

BPH mortality, which are possible to be  the potential candidates for the further development as 

new commercial anti-viral agents, concrete strategic planning for sustainable agricultural 

development and management to improve the farmers’ quality of life and food security in 

Thailand. 
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Introduction 

 

 The rice (Oryza sativa L.) is an economically and culturally significant 

food crop for the Thai people. The rice production in Thailand is highly 

dependent on the monsoon rainfall and irrigated management, which are the 

most vulnerable to damage by the outbreak of the monophagous sap-sucking 

(phloem-feeder) insect vector, the brown planthopper (BPH, Nilaparvata 
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lugens Stål) (Hemiptera: Delphacidae) in the irrigated rice-cultivation systems 

of the central plain and lower northern regions, and to transmit rice plant 

viruses in a persistent-propagative manner (Ling and Aguiero, 1977; Ling et al., 

1977), expecially Rice ragged stunt virus (RRSV) (Chetanachit et al., 1978), 

that have caused about 10-100% yield losses, respectively. 

 RRSV was the first discovered and reported in Indonesia in 1976 (Chen 

et al., 1997). It has become one of the most important rice plant viral diseases 

in East and Southeast Asian including, Philippines (Ling, 1977) and Malaysia 

(Hashim and Ang, 1984) in 1977; India (Naik, 1979), Sri Lanka (Heinrichs and 

Khush, 1978; Jayasena and Hibino, 1987), and Taiwan (Chen, 1984) in 1978; 

Japan (Senboku et al., 1978; Hibino, 1996) in 1978-1979; China (Zhou and 

Ling, 1979) in 1979 and Vietnam (Suprihanto et al., 2015) in 2005, 

respectively. For Thailand, RRSV in the local Thai name was caused rice viral 

disease and called Rok-Bai-Ngik-Khao, that was the first discovered in Bang-

Nam-Priao district, Chachengsao province, in 1977 (Weerapat and Pongprasert, 

1978), and was reported and described in 1978 (Chetanachit et al., 1978). The 

high levels of viral infections were observed in the irrigated rice-cultivation 

system of the central plain (highest plantations) and lower northern regions 

(main cultivation area) in 1979; 1980-1982; 1988-1990; 1998-1999; and 2009-

2011, respectively, and have since occurred sporadically between 2011 to the 

present (Na Phatthalung and Tangkananond, 2017). 

 RRSV is a member of the genus Oryzavirus of the family Reoviridae 

which the particle is a non-enveloped turreted reovirus, and double-shelled 

icosahedral capsid protein (55-65 nm in diameter) (Chen et al., 1997). Its 

genome comprises the multiple segments of 10 linear double-stranded RNAs 

(linear-dsRNA, numbered S1 to S10), which the segments are ranged in size 

from 1,162 to 3,849 bps with a total length of 26.164 Kb (MW 16.5×10
6
) 

(NCBI database; Kawano et al., 1984). They code for proteins, which are 

replicated in both plants and insect vectors. These genomes encode at least 

eight structural proteins (SPs), including P1, P2, P3, P4a, P5, P8a, P8b, and P9, 

and three non-structural proteins (Pns), including Pns6, Pns7, and Pns10, 

respectively (Kusuma et al., 2018).  

 The concerning outbreak of rice plant viruses and insect vectors, which 

the interesting alternatives of various substances of natural compounds in plants 

have been used for eco-friendly pest controlling and managing are green 

pesticides, especially the active plant-essential oils (plant-EOs). Their 

applications in the integrated management strategy and policy can be combined 

with different biological methods due to a wide range of action against 

important agricultural insect vectors and plant viruses or other pathogens. 

Among current agricultural alternative strategies, the plant-EOs are used to 
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target pests of agricultural significance, which encompass a large number of 

modern innovative technologies. They are important for the potential 

development of global insecticide market in the future, including the production 

in the large global agro-industrial scale (Isman et al., 2011), multiple modes 

and site of action due to broad spectrum of antimicrobial activity and broad 

range of organisms (Kishore et al., 2007), low mammalian toxicity and 

environmental pollution (Regnault-Roger et al., 2012), rapid degradation by 

UV radiation.  They are no effect on plant growth and development, and quality 

of the rice yield, and in addition to that, they are inexpensive, basic and easy 

understanding for using, no legal registrations, not necessarily available season 

long, and interfere with insect vector feeding as it may cover piercing-sucking 

mouth parts preventing feeding or viral transmission (Munneke et al., 2004).  

 The plant-EO characteristics for plant-virus-insect interactions, and viral-

transmission inhibition activity, which many researches could be used 

successfully to control plant viruses, and may lead to additive or synergistic 

effects (Chouhan et al., 2017). Helal (2019) reported that the plant-EOs of 

Mentha piperita (peppermint) and Thymus vulgaris (thyme) had the greatest 

transmission inhibition effects of the Tobacco necrosis virus (TNV) at 4,000 

ppm, and Cucumber mosaic virus (CMV) at 3,000 ppm, respectively. Lu et al. 

(2013) reported that the plant-EOs of Chinese indigenous aromatic plants were 

effected the transmission inhibition of Tobacco mosaic virus (TMV) at 100 

µg/mL. These research results have been suggested that the plant-EOs had 

directly inactivated plant viruses and interfered with viral-coat proteins, and 

inhibited the formation of viral-capsid proteins, which were necessary for the 

adsorption or entry into the host cells. Thus, all the advantages of plant-EOs 

and the inhibition effects play a significant important role in future crop 

protection and successfully pest management.  

  The purposes of study were to assess the in vivo anti-viral biological 

activity to the rice plant virus and the insect vector transmission inhibition 

efficiency. It may possible to be an important method for the prototype of 

sustainable agricultural managements in the agro-industrial products of 

Thailand. 

 

Materials and methods
 

 

Viral materials 

 

 The samples of RRSV-infected rice plants were obtained from an 

irrigated rice field in Nong-Suea district, Pathumthani province, Thailand, in 

2018-2019, which were kindly provided by the Division of Rice Research and 
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Development, Rice Department, Bangkok. The diseased rice plant samples 

were multiplied for routine stock cultures in the greenhouse condition at 

261°C, under relative humidity of 70-90% and photoperiod of 8/16 hrs. 

(light/dark), and used as the viral-plant sources of inoculum to the vectors, 

respectively. 

 

Insect vector materials 

 

 The expected viruliferous and non-viruliferous BPH populations (N. 

lugens Stål) were collected from the light trap in the same rice field of viral-rice 

plant materials, and maintained in the insect rearing cages (161624), 

which were reared on the rice plant seedlings, Oryza sativa L. variety RD-7 [7-

10 cm height, 6-9 days after germination (DAG)] for routine stock cultures in 

the greenhouse condition. To obtain experimental BPH populations, the 

females generally mature were transferred for oviposition process. After 48 

hrs., the rice RD-7 seedlings were replaced to ensure an sufficient nutrition and 

the infested rice plant seedlings with the BPH eggs were cultured in the insect-

free cages for continuous producing the stock culture of non-viruliferous BPH 

populations, which RRSV cannot be transmitted via the BPH eggs, and their 

BPH offspring (the third generation, F3) were used in this study. 

 

RRSV transmission 

  

 The non-viruliferous of third instar-nymph BPH populations after 

moulting used to RRSV-inoculating, the 50 instar-nymphs were fed on infected 

rice plant samples for 24 hrs. of acquisition feeding period (AFP) after 3 hrs. of 

fasting period (FP), and the transmitted BPH populations were transferred and 

reared on the viral-free O. sativa L. var. RD-7 rice plant seedlings for 7 days of 

latent period (LP) and incubation period (IP) in the vectors. Next, the standard 

susceptible variety Taichung Native 1 (TN1) rice plant seedlings were 

inoculated with the viruliferous-BPH status populations for 24 hrs. of 

inoculation access period (IAP), and the inoculated TN1 rice plant seedlings 

were treated and grown under the greenhouse condition.  
 

The anti-viral biological activity of plant-EOs 
 

 The source of plant-EOs and preparation 

 The USDA certified organic ingredients (100%) and pure plant-EOs in 

this research were purchased from Health Food Thailand Co. Ltd. 

(Botanicessence) as shown in Table 1 and the plants shown in Figure 1. The 

obtained plant-EOs were stored at 4°C in dark glass vials, and the high 
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effectiveness of active plant-EOs were selected from 10 herbal plants by testing 

the anti-viral biological activity and viral-transmission inhibition efficiencies. 

The bioassay conditions were done under the greenhouse. The plant-EOs were 

diluted with distilled water to get 0.002 to 0.1% v/v solutions which Tween-20 

was added as emulsifying agent, and control solutions were distilled water 

(DW), and mixed of distilled water and Tween-20 (DWT), respectively. 

 

Table 1. The plant-EO lists for anti-viral activity screening 
No. Thai Names Local Names Scientific Names Parts 

1 Dta-krai-baan Lemon grass Cymbopogon citratus DC. ex Nees Leaves 

2 Jan-bpaet-gleep Star anise Illicium verum Hook.f. Fruits 

3 Ma-groot Kaffir lime Citrus hystrix DC. Leaves 

4 Ma-naao Lime Citrus aurantifolia (Christm.) Swingle Fruit peel 

5 Ga-prao Holy basil Ocimum tenuiflorum L. Leaves 

6 Hoh-ra-paa Sweet basil Ocimum basilicum L. leaves 

7 Gra-chaai Kaempfer Boesenbergia rotunda (L.) Mansf. Rhizome 

8 Kaa Galanga Alpinia galangal (L.) Sw. Rhizome 

9 Prik-tai-dam Black pepper Piper nigrum L. Seed 

10 Ploo Betelvine Piper betle L. Leaves 

 

 
 

Figure 1. The list of herbal plants for anti-viral activity screening 
Notes: (A) Lemon grass (Cymbopogon citratus DC. ex Nees), (B) Star anise (Illicium verum 

Hook.f.), (C) Kaffir lime (Citrus hystrix DC.), (D) Lime (Citrus aurantifolia (Christm.) 

Swingle), (E) Holy basil (Ocimum tenuiflorum L.), (F) Sweet basil (O. basilicum L.), (G) 

Kaempfer (Boesenbergia rotunda (L.) Mansf.), (H) Galanga (Alpinia galangal (L.) Sw.), (I) 

Black pepper (Piper nigrum L.), and (J) Betelvine (P. betle L.), respectively. (Photographed by 

one of the authors) 
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The anti-viral biological assays 

The different durability period of active plant-EOs were detected after 

being sprayed by Direct Spray Method onto the insect vector and rice plant 

treatments, which was modified from Singh et al. (2014). All the tested 

treatments were collected and detected by Dot-Immunobinding Assay (DIBA), 

which the results were analyzed and compared with the control treatments, 

respectively. 

 

The inhibitory efficiency of treated-plant 

 The infected rice plant samples were collected, and sprayed with distilled 

water for pre-cleaning. Afterward, the air drying step was 1 hr., and the rice 

plant samples were sprayed with 50 mL of various dilutions of plant-EOs. After 

drying step, the non-viruliferous BPH samples (N=10) were released to feed 

onto the sprayed rice plants (1 BPH/plant) for 1 day of AFP after being starved 

for 3 hrs. of FP. Next, the vectors were collected and detected by DIBA after 

being transferred, and reared on the virus-free rice plant seedlings, O. sativa L. 

variety RD-7 for 7 days of allowing the LP and IP in the vectors, which act as 

the active viral transmitters. 

 

 The inhibitory efficiency of treated-BPH vector 

 The viruliferous BPH populations were collected (N=10) after being 

sprayed with 5 mL of various dilutions of plant-EOs. Then the sprayed vector 

samples were released and fed on the virus-free rice plant seedling for 1 day of 

IAP after being starved for 3 hrs. of FP. Next, the inoculated rice plant samples 

were collected and detected by DIBA after being transferred into the 

observation cage under the greenhouse conditions for 14 days of allowing the 

LP and IP in rice plants, which acted as the active plant hosts. 

 

 The viral transmission inhibition rates 

 The ability of plant-EOs to protect against rice viral-infection to the 

vectors and rice plants were evaluated by viral transmission inhibition rate (%), 

which were calculated according to the following formula: viral transmission 

inhibition rate (%) = [(C − T)/C] × 100, where C is the number of control 

sample, and T is the number of the treated sample, respectively. 

 

Dot-immunobinding assay (DIBA) 

 

 DIBA was described by Hibi and Saito (1985), and modified from Na 

Phatthalung et al. (2015) and Na Phatthalung et al. (2017) for this research as 

follows, a nitrocellulose membrane [NCM, pore size 0.45 µm (Bio-Rad)] was 
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drawn into a square of 11 cm and immersed in the dilution buffer [0.01 M 

phosphate buffered saline (PBS), pH 7.4] for 5 min., and placed on a dried filter 

paper for 3-5 min. to get rid of the excessive buffer solution. The washing step 

was washed three times with washing buffer solution [PBS-T: 0.01 M PBS (pH 

7.4), 0.5% Tween-20] by laboratory shaker for 15 min. each wash. The 5 μL of 

infected crude sap samples after being extracted by extraction buffer (EB) of 

plant tissues [Plant-EB: 0.01 M PBS (pH 7.4)] and insect vectors [BPH-EB: 

0.01 M PBS (pH 7.4), 2% polyvinylpyrrolidone (PVP)] were dotted onto each 

square and allowed to dry for 5-10 min. at room temperature. Then, the dotted-

membrane was put in a blocking buffer solution [PBS-T-SK: 0.01 M PBS (pH 

7.4), 0.5% Tween-20, 5% skimmed milk (SK)], and shaken at room 

temperature for 30 min. After the washing step, an antiserum buffer solution 

(anti-RRSV IgG diluted 1:1,000 in PBS-T-SK) was added and incubated for 

overnight at 4°C. Following by the washing step, the membranes were 

incubated in an enzyme buffer solution [goat anti-rabbit serum conjugate 

alkaline phosphatase (GAR-AP, ZyMax™) diluted 1:5,000 in PBS-T] for 3 hrs. 

at 4°C. The washing step was performed before the reactions were visualized 

with substrate solution [BCIP/NBT alkaline phosphatase substrate 

(SIGMAFAST™) (pH 9.5)] after incubation for 1 hr. Subsequently, a positive 

signal was the appearance of blue-purple color in the region of the blot, which 

the reaction was terminated by putting the membrane into a stop solution 

(deionized water) for 5-10 min. Finally, the positive result was detected on the 

membrane by being observed the development of either purple-blue color on 

the blot in 1 hr. 
 

Results 
 

The RRSV-infected rice plant symptoms 
 

 The symptoms were developed in the susceptible rice variety TN1 after 

inoculated by the viruliferous BPH vector. It showed that the variation in their 

morphologies on the three general growth phases of rice plants after 

germination, which were preliminary appeared approximately 7 days after 

inoculation (DAI). For the vegetative phase (germination to panicle initiation) 

of rice plants showed the stunted rice plants with increasing excessive number 

of tillers, malformed leaves with dark-green, shorted-narrow, ragged and 

twisted or spiral shaped, and vein-swellings or galls on the underside of leaf 

blades and outer surface of the sheaths, respectively. Next, the rice-

reproduction phase (panicle initiation to flowering) showed that the 

proportion per plant of ragged and twisted leaves was decreased and developed 

to the tightly rolls up, and sometimes increased the leaf yellowing (chlorosis). 
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Then the rice-ripening phase (flowering to mature grain) showed that delayed 

flowering, malformed spikelets and short clusters of excessive panicles, empty 

and dark-brown to black spots discoloration of unfilled grains, respectively 

(Figure 2). 

 

 
 

Figure 2. The symptoms of RRSV-infected cultivar TN1 rice plants 
Notes: (A) Stunted rice plant growth, (B-D) Dark-green wave-malformed leaf veins and 

twisted-leaf tip, (E) Ragged leaf blade, (F and G) Discoloration development of vein-swelling 

or gall dark brown on the outer surface of the leaf blades and stem, (H and I) Dark-green flag 

leaf twisted, malformed and narrows-roll up, which morphogenic abnormalities in young rice 

seed, and (J) Incomplete panicles with yellow-brown to dark-brown unfilled grains, 

respectively.  

 

Effect of plant-EOs on RRSV transmission by BPH vector 

 

 The evaluation of plant-EOs against potential of RRSV-transmission 

inhibition effects indicated that all treatments of the active plant-EO showed 

varying degrees of success which depending upon the used concentrations. The 

inhibitory effect was enhanced with increasing concentrations, and the range of 

active plant-EO concentrations were summarized in Table 2. These study 

results  showed that all the tested plant-EOs at 10 different concentrations were 

effective in various degrees in the RRSV-transmission inhibition from the 

infected rice plants to non-viruliferous BPH status (Figure 3 and Table 2A) and 

the viruliferous-BPH status to the viral-free rice plant (Figure 4 and Table 2B). 

Range of the active plant-EO concentrations between 0.002 to 0.1% for 

transmission inhibition of lemongrass, star anise, black pepper, kaffir lime, and 

kaempfer were highly efficient (10-70%), when compared with the lime, 

galangal, holy basil, sweet basil, and betelvine were slightly efficient (10-30%), 

respectively. 
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Figure 3. The DIBA of the RRSV transmission inhibition from infected rice 

plants to non-viruliferous BPH by plant-EOs 
Notes: (A) Lemongrass, (B) Star anise, (C) Kaffir lime, (D) Lime, (E) Holy basil, (F) Sweet 

basil, (G) Kaempfer, (H) Galanga, (I) Black pepper, (J) Betelvine, and (K) Control treatments, 

respectively. The positive results were shown the blue-purple colored spot of insoluble 

substrate product onto the nitrocellulose membrane (NCM), whereas the negative results were 

shown the yellow-brown colored spot of the BPH crude sap. 
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Figure 4. The DIBA of the RRSV transmission inhibition from viruliferous-

BPH to viral-free rice plants by plant-EOs 
Notes: (A) Lemongrass, (B) Star anise, (C) Kaffir lime, (D) Lime, (E) Holy basil, (F) Sweet 

basil, (G) Kaempfer, (H) Galanga, (I) Black pepper, (J) Betelvine, and (K) Control traetments, 

respectively. The positive results were shown the blue-purple colored spot of insoluble 

substrate product onto the nitrocellulose membrane (NCM), whereas the negative results were 

shown the green colored spot of the rice plant crude sap. 
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Table 2. The summary of the RRSV-transmission inhibitory effect of the plant-

EOs 

Plant-EOs 

(A) Transmission from Infected 

Rice Plant to Non-Viruliferous 

BPH 

(B) Transmission from 

Viruliferous BPH to Viral-Free 

Rice Plant 

Active Conc. 

Range 

%RRSV-

TIE 

Active Conc. 

Range 

%RRSV-

TIE 

Lemongrass* 0.002-0.1% 20-70 0.002-0.1% 10-70 

Star anise* 0.002-0.1% 30-70 0.002-0.1% 10-70 

Kaffir lime * 0.002-0.1% 10-40 0.002-0.1% 10-40 

Lime 0.01-0.1% 10-30 0.008-0.1% 10-30 

Holy basil 0.01-0.1% 10-20 0.006-0.1% 10-30 

Sweet basil 0.01-0.1% 10-20 0.004-0.1% 10-20 

Kaempfer * 0.002-0.1% 10-40 0.002-0.1% 10-40 

Galangal 0.002-0.1% 10-30 0.002-0.1% 10-20 

Black pepper * 0.002-0.1% 20-50 0.002-0.1% 10-50 

Betelvine 0.02-0.1% 10-20 0.02-0.1% 10-20 

DW (control)  0  0 

DWT (control)  0  0 

Notes:*The most active plant-EO for RRSV-transmission inhibition effects (RRSV-TIE); 

distilled water (DW); distilled waterTween-20 (DWT)  

 

Morphological effect of plant-EOs to BPH vector 
 

 The active plant-EO of star anise and lemongrass for testing the effect on 

the mortality of BPH at the concentrations of 3% and 5% were applied. The 

highest doses of selected plant-EOs caused mortality and deformities on the 

BPH resulted to occur irreversible damage to the physiological processes 

essential to the survival and development stages of BPH. 

 The effects of plant-EOs of star anise and lemongrass were investigated 

on eggs and adult stages of BPH after being sprayed, and the morphologies 

were observed under stereoscopic microscope. Results showed the malformed 

structures compared with the control. After being treated, the egg and instar-

nymph of BPH showed the abnormal shapes and structures, and completely 

destroyed at 3 days after treatment (DAT) (Figure 5), whereas the adult stage 

showed the malformed morphology after 5 DAT, with appearing the 

deformities of the structures of body segments at abdomen, legs, wings, and 

mouth.  In addition, the outer cuticle color of body was changed to a brownish 

black (Figure 6).  
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Figure 5. The morphological and physiological effects of plant-EOs on the 

BPH-eggs   
Notes: (A-C) Non-treatment (control), malformed BPH-egg after treatment (3 DAT) with 3% (D) and 5% 

(E and F) of star anise oil and 3% (G) and 5% (H and I) of lemongrass oil, respectively.  
 

 
Figure 6. The morphological and physiological effects of plant-EOs on the 

nymph and adult of BPH 
Notes: (A) Non-treatment (control) of the BPH-nymph stage and (B) malformed morphology after 

treatment with star anise oil (3%, 3 DAT), respectively. (C and D) Non-treatment (control) of the adult 

stage of short-winged (SW) brachypterous form and long-winged (LW) macropterous form and 

malformed morphology after treatment with star anise oil at 3% (adult BPH female, E and F) and 5% 

(adult BPH male, G and H), respectively, and lemongrass oil at 3% (adult BPH female, I and J) and 5% 

(adult BPH male, K and L), respectively.  
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Discussion 
 

 The RRSV-infected rice plant symptoms were identified to the typical 

symptoms which observed in paddy field. However, Bailiss and Senananyake 

(1984) and Onasanya et al. (2004) reported that the reduced characteristics of 

infected rice plants were attributed to induce abnormal plant growth and to 

develop after initial infection. In addition, the plant height was one of the 

essential factors and was the same as the leaf length, leaf wide, leaf number, 

and tiller number, which were used for the observation of symptoms and 

evaluation of viral-disease in plants. The evaluation of plant-EOs against the 

potential of RRSV-transmission inhibition effects, and morphological effect of 

plant-EOs to the BPH vector were indicated that the plant-EOs of star anise and 

lemongrass possessed effective anti-viral activity to inhibit RRSV-transmission 

abilities and BPH mortality, which possible to be potential candidates for the 

further development as anti-viral agents. Moreover, the anti-viral activity of the 

botanical pesticides is direct-virucidal effects during an initial period of viral 

replication, which is the important key in achieving action (Bhanuprakash et 

al., 2008). In addition, Reichling et al. (2009) reported that the anti-viral 

activity research is specifically focused, and relevant clinically directed toward 

an enveloped virus with limited to non-enveloped virus when considered to 

infection period and intracellular efficacy (Búfalo et al., 2009).  

 The inhibition mechanisms of active-EO included as follows: (1) 

reduction the activities of viral infecting host cells by the viral capsid or spikes 

degradation (Gilling et al., 2014), (2) viral nucleic acid denaturation (Helal, 

2019), (3) uncoating of viral particles by interfering with endosome-lysosome 

fusion, and leading to non-specific binding to host cells (indiscriminate) and 

cell activity inhibition (Abonyi et al., 2009) and (4) inhibiting viral replication, 

entry into host cells, and cell-to-cell movement. Sharifi-Rad et al. (2017) 

reported that the functions of active-EO were allelopathy, adaptation to abiotic 

stresses, intra- and inter-plant signaling, direct defense against herbivores and 

pathogens, and indirect defense. The results of the morphological effect of 

plant-EOs to the BPH vector were the same as the report of Nathan et al. (2008) 

who studied the effect of azadirachtin (AZA) from neem (Azadirachta indica 

A. Juss) in both of the ovary and mature stages, and showed the follicle 

epithelial cells (FEC) of egg were disrupted and completely destroyed after 

treated, whereas the mortality was associated mainly with failure to hatch and 

moult, and deformities of the morphological structures of nymph and adult 

stages, respectively. Therefore, the plant-EOs of star anise and lemongrass in 

this study had a considerable potential for BPH-insect control and applying for 

the commercial anti viral agents according to the report of Chantawee et al. 

(2012) and Lakyat et al. (2017).  
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 The plant-EO effects have already been assayed and accepted on the 

various rice insect pests, such as the green rice leafhopper (GRL: Nephotettix 

virescens Distant; Homoptera: Cicadellidae) (Saxena et al., 1987), white-

backed planthopper (WBPH: Sogatella furcifera Horvath; Homoptera: 

Delphacidae) (Heyde et al., 1984), rice leaffolder (RLF: Cnaphalocrocis 

medinalis Guenee; Lepidoptera: Crambidae) (Saxena et al., 1981), small rice 

stink bug (Oebalus poecilus Dallas; Hemiptera: Pentatomidae) (Sutherland et 

al., 2002), zig-zagged winged leafhopper (ZLH: Recilia dorsalis Motsuchulsky; 

Hemiptera: Cicadellidae) (Insung et al., 2017), and rice thrips 

(Stenchaetothrips biformis Bagnall; Thysanoptera: Thripidae) (Pillai and 

Pooniah, 1988). 

 The plants and their essential oils (EOs) that over 17,500 plant species 

(Svoboda and Greenaway, 2003) are potentially and significantly useful sources 

for viral transmission inhibition by insect vectors, especially the piercing-

sucking mouthpart vector species. The outbreaks of BPH in Thailand and the 

other Asia rice-growing countries have caused the yield loss in rice crop, which 

the value economic damages estimated as more than $300 million annually 

(9,000 billion Bahts), and the BPH has evolved and developed high levels of 

the two-major types of insecticide resistance (behavioural and physiological 

resistance) (Wang et al., 2008). In addition, Mahmood et al. (2016) reported 

that the classes of insecticide were toxic to humans that caused the serious 

acute and chronic effects, and accumulate in the environment. Therefore, the 

active plant-EOs played an important role as great, green and safe alternatives 

for the eco-friendly management strategy. 

 The plant-EOs for insect pest control, which typically forms in the 

volatile liquids, or semi-liquid complex mixtures, and were extracted mainly 

from the all plant organs, aerial parts (71.88%) and leaves (28.51%) (Campolo 

et al., 2018) in the content about 1-15% (Butnariu and Sarac, 2018). 

Furthermore, Ouis and Hariri (2018) and Akram et al. (2017) supported that the 

extraction methods of plant-EO were an expensive, delicate, thermally unstable, 

and use the large amount of botanical materials to extract a tiny amount of oil 

in milliliters. However, more than 3,000 of plant-EOs were manufactured on an 

industrial scale (Sarma et al., 2019), which Carrubba et al. (2006) reported that 

many studies around the world to improve plant-EO productivity for 

agricultural using under the integrated pest management (IPM or pest control 

service). 

 Oraby and El-Borollosy (2013) stated that the active plant-EO can 

manage the insect vector damaging effects on crops and also reducing their 

plant viral-transmission ability, resulting to increase in quality and quantity of 

crop parameters. The obtained results in the present study was initiated to 
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evaluate the plant-EO for transmission inhibition effects of plant virus and 

indicated that there could be useful as potential control agents. In addition, 

Singh (1981) reported that the mechanism of viral-transmission inhibition on 

the EO sprayed-insect vectors or dipped-plants may be modified the plant 

physiology or disturb the metabolism of the inoculated cells. The hypothesizes 

of mechanical surface adhesion and mechanical lubricating effects were 

supported that the plant-EO had optimal surface tension for covering with the 

general surface structure of probing stylet or body-cuticle (extracellular layer) 

of insect vectors to inhibit transmission and possibility for coating around the 

viral-particles before penetrating into the plant cells with the semi or persistent 

pattern.  Whereas the inactivating of the stylet tip and penetrating into the 

cuticle layer of insect vector made to prevent from the infection-starting or 

development process after the introducing and landing on the site of infection 

on the plant tissues by insect vector, which were found in the non-persistent 

pattern (Simons and Beasley, 1977). Therefore, the inhibition of viral 

transmission by plant-EO occurs at the virus-vector or virus-vector host-plant 

relationship. 

 Generally, the many active compounds of plant-EO tended to be more 

effective on the soft-bodied insects than the hard-bodied insects which 

environmental friendly persistence and strongly bioactivity of plant viral-

transmission inhibition. This observation revealed that plant viral-transmission 

inhibition effects of plant-EO, which applied to RRSV were found to be the 

high inhibition rate (%) of star anise and lemongrass in a range of efficient 

concentration of 10-70% at 0.002-0.1%. Although a definite inhibition 

transmission mechanism of plant-EO against RRSV remained unknown, this 

result suggested that the finding of the present work will be available to 

enhance plant defenses against RRSV infection. 

 Verifying of the transmission inhibition effects of plant viruses by active 

plant-EO were extremely important to consider the bio-active compounds in 

plants as a promising agent for applying and creating the new commercial anti 

viral agents and bioinsecticides which expanded range of alternative methods to 

increase and promote the development of sustainable crop production systems. 

They enhanced crop yields, reduced ecological damage, protected and 

improved the quality of life for producers and consumers. However, the above 

results presented several directions for the future research finding  should be 

focused on the transmission inhibition mechanisms of plant-EOs from infected-

hosts for determining and understanding the role active compounds and 

integrated in pest management program and prevention of viral plant diseases 

in Thailand and worldwide. 
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 Our findings demonstrated that the plant-EOs of star anise and 

lemongrass expressed the effective anti-viral activity to inhibit RRSV-

transmission abilities and BPH mortality at the initial stage through the adult 

stage of the insect’s growth. The results indicated that both plant-EOs were able 

to interfere after host infection, and potential candidates for the further 

development for anti-viral agents.  
 

Acknowledgements 
 
 This study was supported by the Ph.D. research grants from the university and industry 

collaboration programs of Research and Researchers for Industries (RRi) of Thailand Science 

Research and Innovation (TSRI), and Chia Tai Co., Ltd. (Contract No: PHD59I0061, Code: 

5911004), and the authors would like to thank the Division of Rice Research and Development, 

Rice Department, for the green house experimental facility and Department of Biotechnology, 

Faculty of Science and Technology, Thammasat University for the experimental and 

manuscript preparation facilities, respectively. We also thank the Thammasat University 

Research Unit in Medicinal Chemistry, Thammasat University for publication supporting.  

 

References 

 
Abonyi, D. O., Abonyi, M. U., Esimone, C. O. and Ibezim, E. C. (2009). Plants as sources of 

antiviral agents. African Journal of Biotechnology, 8:3989-3994. 

doi:https://www.ajol.info/index.php/ajb/article/view/62104. 

Akram, A., Younis, A., Akhtar, G., Ameer, K., Farooq, A., Hanif, M. A., Saeed, M. and Lim, 

K.-B. (2017). Comparative efficacy of various essential oil extraction techniques on 

oil yield and quality of Jasminum sambac L. Science International, 5:84-95. 

doi:10.17311/sciintl.2017.84.95 

Bailiss, K. W. and Senananyake, S. (1984). Virus infection and reproductive losses in faba bean 

(Vicia faba L.). Plant Pathology, 33:185-192. doi:10.1111/j.1365-3059.1984.tb02638.x 

Bhanuprakash, V., Hosamani, M., Balamurugan, V., Gandhale, P., Naresh, R., Swarup, D. and 

Singh, R. K. (2008). In vitro antiviral activity of plant extracts on goatpox virus 

replication. Indian Journal of Experimental Biology, 46:120-127.  

Búfalo, M. C., Figueiredo, A. S., De Sousa, J. P. B., Candeias, J. M. G., Bastos, J. K. and 

Sforcin, J. M. (2009). Anti-poliovirus activity of Baccharis dracunculifolia and 

propolis by cell viability determination and real-time PCR. Journal of Applied 

Microbiology, 107:1669-1680. doi:https://doi.org/10.1111/j.1365-2672.2009.04354.x 

Butnariu, M. and Sarac, I. (2018). Essential oils from plants. Journal of Biotechnology and 

Biomedical Science, 1:35-43. doi:10.14302/issn.2576-6694.jbbs-18-2489 

Campolo, O., Giunti, G., Russo, A., Palmeri, V. and Zappalà, L. (2018). Essential oils in stored 

product insect pest control. Journal of Food Quality, 4:6906105. 

doi:https://doi.org/10.1155/2018/6906105 

Carrubba, A., Torre, R. l., Saiano, F. and Alonzo, G. (2006). Effect of sowing time on coriander 

performance in a semiarid mediterranean environment. Crop Science, 46:437-447. 

doi:https://doi.org/10.2135/cropsci2005.0169 

Chantawee, A., Pumnuan, J. and Insung, A. (2012). Effectiveness of essential oils of medicinal 

plants against brown planthopper (Nilaparvata lugens (Stål). Paper presented at the 



International Journal of Agricultural Technology 2021Vol. 17(2):587-606 

 

603 

 

 

 

Proceedings of 10
th

 International Symposium on Biocontrol and Biotechnology 2012 

Dec 27-30; Harbin Institute of Technology, Harbin, P.R. China. 

Chen, C. C. (1984). Rice virus diseases transmitted by brown planthopper in Taiwan with 

special reference to rice wilted stunt. Formosan Entomologist, 4:83-91.  

Chen, C. C., Chen, M. J., Chiu, R. J. and Hsu, H. T. (1997). Rice ragged stunt virus 

(Oryzavirus) possesses an outer shell and A-spikes. Plant Protection Bulletin, 39:383-

388. doi:https://eurekamag.com/research/003/261/003261892.php 

Chetanachit, D., Putta, M. and Disthaporn, S. (1978). Rice ragged stunt in Thailand. 

International Rice Reserach Newsletter, 3:14-15.  

Chouhan, S., Sharma, K. and Guleria, S. (2017). Antimicrobial activity of some essential oils-

present status and future perspectives. Medicines, 4:58. 

doi:10.3390/medicines4030058. 

Gilling, D. H., Kitajima, M., Torrey, J. R. and Bright, K. R. (2014). Mechanisms of antiviral 

action of plant antimicrobials against murine norovirus. Applied and Environmental 

Microbiology, 80:4898-4910. doi:10.1128/AEM.00402-14. 

Hashim, H. and Ang, O. C. (1984). Transmission of ragged stunt virus disease of rice in 

Malaysia. Malaysian Agricultural Research and Development Institute research 

bulletin, 12:95-101. 

doi:http://jtafs.mardi.gov.my/index.php/publication/issues/archive/185-1984/volume-

12-no1/1210-120116. 

Heinrichs, E. A. and Khush, G. S. (1978). Ragged stunt virus disease in India and Sri Lanka. 

International Rice Reserach Newsletter, 3:13.  

Helal, I. M. (2019). Use of biocides for controlling viral diseases that attack common bean and 

cucumber plants. Folia Horticulturae, 31:159-170. doi:https://doi.org/10.2478/fhort-

2019-0011. 

Heyde, V. D. J., Saxena, R. C. and Schmutterer, H. (1984). Neem oil and neem extracts as 

potential insecticides for control of hemipterous rice pests. Paper presented at the 

Natural Pesticides from the Neem Tree (Azadirachta Indica A. Juss) and Other 

Tropical Plants: Proceedings of the Second International Neem Conference 1983 May 

25-28, Rauischholzhausen, Federal Republic of Germany.  

Hibi, T. and Saito, Y. (1985). A dot immunobinding assay for the detection of Tobacco mosaic 

virus in infected tissues. Journal of General Virology, 66:1191-1194. 

doi:https://doi.org/10.1099/0022-1317-66-5-1191. 

Hibino, H. (1996). Biology and epidemiology of rice viruses. Annual Review of 

Phytopathology, 34:249-274. doi:https://doi.org/10.1146/annurev.phyto, 34.1.249. 

Insung, A., Pumnuan, J. and Usungnoen, P. (2017). Application of plant essential oil formulas 

to control insect pests of rice in field condition. International Journal of Agricultural 

Technology, 13:1269-1275. doi:https://www.cabdirect.org/cabdirect/abstract/ 

20183304127. 

Isman, M. B., Miresmailli, S. and Machial, C. (2011). Commercial opportunities for pesticides 

based on plant essential oils in agriculture, industry and consumer products. 

Phytochemistry Reviews, 10:197-204. doi:10.1007/s11101-010-9170-4. 

Jayasena, K. W. and Hibino, H. (1987). Occurrence of Rice ragged stunt virus (RSV) in Sri 

Lanka. International Rice Reserach Newsletter, 12:18.  

Kawano, S., Ueda, I. and Shikata, E. (1984). Particle structure and double-stranded RNA of 

Rice ragged stunt virus. Journal of the Faculty of Agriculture, Hokkaido University, 

61:408-418.  

Kishore, G. K., Pande, S. and Harish, S. (2007). Evaluation of essential oils and their 

components for broad-spectrum antifungal activity and control of late leaf spot and 



604 

 

 

 

crown rot diseases in peanut. Plant Disease, 91:375-379. 

doi:https://doi.org/10.1094/PDIS-91-4-0375. 

Kusuma, A. F., Sulandari, S., Somowiyarjo, S. and Hartono, S. (2018). Molecular diversity of 

Rice ragged stunt oryzavirus in Java and Bali, Indonesia. Proceedings of the Pakistan 

Academy of Sciences: B. Life and Environmental Sciences, 55:57-64. 

doi:http://www.ppaspk.org/index.php/PPASB/article/view/73 

Lakyat, A., Pumnuan, J. and Insung, A. (2017). Effectiveness of nano plant essential oils 

against brown planthopper, Nilaparvata lugens (Stål). International Journal of 

Agricultural Technology, 13:1537-1546.  

Ling, K. C. (1977). Rice ragged stunt disease. International Rice Reserach Newsletter, 2:6-7.  

Ling, K. C. and Aguiero, V. M. (1977). Transmission of rice ragged stunt by biotypes of 

Nilaparvata lugens. International Rice Reserach Newsletter, 2:12.  

Ling, K. C., Tiongco, E. R. and Aguiero, V. M. (1977). Transmission of rice ragged stunt 

disease. International Rice Reserach Newsletter, 2:11-12.  

Lu, M., Han, Z., Xu, Y. and Yao, L. (2013). In vitro and in vivo anti-Tobacco mosaic virus 

activities of essential oils and individual compounds. Journal of Microbiology and 

Biotechnology, 23:771-778. doi:10.4014/jmb.1210.10078. 

Mahmood, I., Imadi, S. R., Shazadi, K., Gul, A. and Hakeem, K. R. (2016). Effects of 

Pesticides on Environment. Paper presented at the Plant, Soil and Microbes: Volume 

1: Implications in Crop Science Springer International Publishing, US. 

https://doi.org/10.1007/978-3-319-27455-3_13. 

Munneke, M. E., Schuurman-de Bruin, A., Moskal, J. R. and Tol., R. W. H. M. v. (2004). 

Repellence and toxicity of plant essential oils to the potatoaphid, Macrosiphum 

euphorbiae. Proceedings of the Netherlands Entomological Society meeting, 15:81-85.  

Na Phatthalung, T., Rattanakarn, W. and Tangkananond, W. (2015). The minimum infected 

time for detection and diagnosis of Rice ragged stunt virus (RRSV) infected rice by 

one-step reverse transcription-polymerase chain reaction (one-step RT-PCR) and dot-

immunobinding assay (DIBA) technique. Paper presented at the Proceeding of the 5
th 

International Silpakorn Graduate Study Conference 2015 July 16-17; The Princess 

Maha Chakri Sirindhorn Anthropology Centre, Bangkok. 

Na Phatthalung, T. and Tangkananond, W. (2017). The feeding behavior on rice plants of 

brown planthopper in the central irrigated rice field of Thailand. Thai Journal of 

Science and Technology, 6:369-391 (in Thai). 

doi:https://doi.org/10.14456/tjst.2017.38 

Na Phatthalung, T., Tangkananond, W. and Rattanakarn, W. (2017). The efficiency of Rice 

ragged stunt virus detection in the brown planthoppers by dot-immunobinding assay. 

Thai Journal of Science and Technology, 6:236-246 (in Thai). 

doi:https://doi.org/10.14456/tjst.2017.29 

Naik, R. (1979). Occurrence of Rice ragged stunt disease in West Bengal, India. International 

Rice Reserach Newsletter, 4:12.  

Nathan, S. S., Choi, M. Y., Seo, H. Y., Paik, C. H., Kalaivani, K. and Kim, J. D. (2008). Effect 

of azadirachtin on acetylcholinesterase (AChE) activity and histology of the brown 

planthopper Nilaparvata lugens (Stål). Ecotoxicology and Environmental Safety, 

70:244-250. doi:10.1016/j.ecoenv.2007.07.005. Epub 2007 Sep 4. 

NCBI database. Genome of Rice ragged stunt virus. Retrieved from 

https://www.ncbi.nlm.nih.gov/genome/?term=txid42475. 

Onasanya, A., Sere, Y., Nwilene, F., Abo, M. E. and Akator, K. (2004). Reactions and 

resistance status of differential rice genotypes to Rice yellow mottle virus, genus 



International Journal of Agricultural Technology 2021Vol. 17(2):587-606 

 

605 

 

 

 

Sobemovirus in Cote d'Ivoire. Asian Journal of Plant Sciences, 3:718-723. 

doi:10.3923/ajps.2004.718.723. 

Oraby, M. M. and El-Borollosy, A. M. (2013). Essential oils from some Egyptian aromatic 

plants as an antimicrobial agent and for prevention of Potato virus Y transmission by 

aphids. Annals of Agricultural Sciences, 58:97-103. 

doi:https://doi.org/10.1016/j.aoas.2013.01.013. 

Ouis, N. and Hariri, A. (2018). Antioxidant and antibacterial activities of the essential oils of 

Ceratonia siliqua. Banat's Journal of Biotechnology, IX:13-23. doi:10.7904/2068–

4738–IX(17)–13. 

Pillai, M. A. K. and Pooniah, S. (1988). Neem for control of rice thrips. International Rice 

Reserach Newsletter, 13:33-34.  

Regnault-Roger, C., Vincent, C. and Arnason, J. T. (2012). Essential oils in insect control: low-

risk products in a high-stakes world. Annual Review of Entomology, 57:405-424. 

doi:https://doi.org/10.1146/annurev-ento-120710-100554 

Reichling, J., Schnitzler, P., Suschke, U. and Saller, R. (2009). Essential oils of aromatic plants 

with antibacterial, antifungal, antiviral, and cytotoxic properties-an overview. Forsch 

Komplementmed, 16:79-90. doi:10.1159/000207196. Epub 2009 Apr 3. 

Sarma, R., KamalAdhikari, Mahanta, S. and Khanikor, B. (2019). Combinations of plant 

essential oil based terpene compounds as larvicidal and adulticidal agent against Aedes 

aegypti (Diptera: Culicidae). Scientific Reports, 9:9471. doi:10.1038/s41598-019-

45908-3 

Saxena, R. C., Khan, Z. R. and Bajet, N. B. (1987). Reduction of tungro virus transmission by 

Nephotettix virescens (Homoptera: Cicadellidae) in neem-cake treated seedlings. 

Journal of Economic Entomology, 80:1079-1082. 

doi:https://doi.org/10.1093/jee/80.5.1079 

Saxena, R. C., Waldbauer, G. P., Liquido, N. J. and Puma, B. C. (1981). Effect of neem seed oil 

on rice leaffolder, Cnaphalocrocis medinalis. Paper presented at the Proceedings of 

the 2
nd

 International Neem Conference Rottach-Egern, Germany.  

Senboku, T., Shikata, E., Tiongco, E. R. and Ling, K. C. (1978). Transmission of rice ragged 

stunt disease by Nilaparvata lugens in Japan. International Rice Reserach Newsletter, 

3:8.  

Sharifi-Rad, J., Sureda, A., Tenore, G. C., Daglia, M., Sharifi-Rad, M., Valussi, M., Tundis, R., 

Sharifi-Rad, M., Loizzo, M. R., Ademiluyi, A. O., Sharifi-Rad, R., Ayatollahi, S. A. 

and Iriti, M. (2017). Biological activities of essential oils: from plant chemoecology to 

traditional healing systems. Molecules, 22:70. doi:10.3390/molecules22010070. 

Simons, J. N. and Beasley, C. A. (1977). Visualization of oil on leaf surfaces a technique. 

Journal of Economic Entomology, 70:307-308. 

doi:https://doi.org/10.1093/jee/70.3.307 

Singh, N., Wang, C. and Cooper, R. (2014). Potential of essential oil-based pesticides and 

detergents for bed bug control. Journal of Economic Entomology, 107:2163-2170. 

doi:https://doi.org/10.1603/EC14328. 

Singh, S. J. (1981). The effect of different oils on the inhibition of transmission of Pumpkin 

mosaic virus by aphids. Journal of Plant Diseases and Protection, 88:86-98.  

Suprihanto, Somowiyarjo, S., Hartono, S. and Trisyono, Y. A. (2015). Identification and 

molecular diversity of Rice ragged stunt virus and Rice grassy stunt virus in Java 

Indonesia. International Journal of Sciences: Basic and Applied Research, 24:374-386. 

doi:https://gssrr.org/index.php/JournalOfBasicAndApplied/article/view/4841 

Sutherland, J. P., Baharally, V. and Permaul, D. (2002). Use of the botanical insecticide, neem 

to control the small rice stinkbug Oebalus poecilus (Dallas, 1851) (Hemiptera: 



606 

 

 

 

Pentatomidae) in Guyana. Entomotropica, 17:97-101. 

doi:http://saber.ucv.ve/ojs/index.php/rev_ento/article/download/7628/7552. 

Svoboda, K. P. and Greenaway, R. I. (2003). Investigation of volatile oil glands of Satureja 

hortensis L. (summer savory) and phytochemical comparison of different varieties. 

International Journal of Aromatherapy, 13:196-202. 

doi:https://doi.org/10.1016/S0962-4562(03)00038-9. 

Wang, Y., Chen, J., Zhu, Y. C., Ma, C., Huang, Y. and Shen, J. (2008). Susceptibility to 

neonicotinoids and risk of resistance development in the brown planthopper, 

Nilaparvata lugens (Stål) (Homoptera: Delphacidae). Pest Management Science, 

64:1278-1284. doi:10.1002/ps.1629. 

Weerapat, P. and Pongprasert, S. (1978). Ragged stunt disease in Thailand. International Rice 

Reserach Newsletter, 3:11-12.  

Zhou, L. K. and Ling, K. C. (1979). Rice ragged stunt disease in China. International Rice 

Reserach Newsletter, 4:10.  

 
 

 
(Received: 6 October 2020, accepted: 25 February 2021) 

 


