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Abstract

Background and Objective: Avian Infectious Bronchitis Virus (AIBV) is a highly infectious pathogen of chicken. There is no medication
and vaccine developed yet due toits highly mutable nature. The objective was to formulate a blend that can be effective against the viral
infection in chicken. Material and Methods: Several natural essential oils, like, Gardenia jasminoides, Commiphora myrrha, Boswellia
serrata, Foeniculum vulgare and Daucus carota with anti-viral properties were blended and tested against Avian Infectious Bronchitis
Virus H120 (AIBV H120) strain using /n vitro medium. The trial was conducted in an allantoic fluid medium. Different concentration of NOB
was inoculated into the allantoic-fluid to challenge with the lethal dose of virus. Results: The Natural Oil Blend (NOB), at its minimum
concentration up to 0.01 mL of 0.1%, was effective against the AIBV H120 strain. The NBO concentration lower than 0.1% was not
sufficient to deactivate the AIBV H120 strain. The embryos up to 0.1% of NBO treated groups and negative control embryos were alive
and tested negative to AIBV H120 strain, whereas the embryos in positive control died and tested positive. Conclusion: The /n vitro trial
proven that the essential oil Blend can deactivate the Avian Infectious Bronchitis Virus H120 (AIBV H120) in /n vitro medium.
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INTRODUCTION

Avian Infectious Bronchitis Virus (AIBV), commonly called
Chicken SARS Corona Virus, is an acute avian gamma
coronavirus. It is only infectious to chickens. The sign of
infection in diseased birds can recognize by respiratory signs,
decreased egg production and egg quality. The other species,
like pheasants and peafowl, reported being subclinically
infected. The AIBV is an enveloped virus with a single positive-
stranded RNA genome, which replicates in the host cell
cytoplasm'. Proteins encoded by AIBV include the viral RNA
polymerase, structural spike proteins, membrane and
nucleocapsid and various other regulatory proteins. The spike
glycoprotein mediates cell attachment and plays a significant
role in host cell specificity?. The AIBV has a worldwide
distribution with many antigenic types that can cocirculate in
a given region. The variation in AIBV historically arises from
mutations accumulating over time as the virus replicates
(genetic drift). The AIBV is transmittable through shedding off
by diseased chicken in respiratory discharges and faeces. It
spreads by aerosol, ingestion of contaminated feed and water
and even in contact with contaminated farm equipment and
accessories. Theincubation period of Chicken AIBVis generally
24-48 hrs, with the peak in the excretion of the virus from the
respiratory tract lasting 3-5 days after infection?.

Medication is not available to alter the course of AIBV
infection. Due to differences in antigenic types of the AIBV
causing the disease, do not cross-protect, complicating
control efforts. The vaccination for AIBV is only partially
successful due to the continual emergence of antigenic
variants.

It is crucial to understand how coronavirus infects the
host and identifying genes involved in resistance. The
importance is not only for the poultry industry, but it has
significantimplications for human health as diseases like SARS,
COVID-19%3,

Therole of natural oil blend against enveloped viruses are
well known. The natural essential oils, like, Gardenia
Jjasminoides, Commiphora myrrha,  Boswellia serrata,
Foeniculum vulgare and Daucus carota, have anti-viral and
immune-modulating properties. These natural oils blended
and tested using /n vitro medium successfully against the
Avian Infectious Bronchitis Virus (AIBV) H120 strain.

MATERIALS AND METHODS

Research station: The /n vitro trial was conducted at the
biosecure laboratories of Faculty of Pharmacy, Universitas

Padjadjaran (Padjajaran University), Indonesia, Faculty of
Medicine, Universitas Padjadjaran (Padjajaran University),
Indonesia and PT. Biotis Prima Agrisindo, Bogor Indonesia,
during February-March, 2020.

Natural Oil Blend Formulation (NOBF) Preparation and
Composition: Each single oil Gardenia jasminoides,
Commiphora myrrha, Boswellia serrata, Foeniculum vulgare
and Daucus carota obtained from the vendors who comply
with the strictest industry practices: Demeter Agro Research
and Improvements Pty Ltd. New Directions Australia Pty Ltd.
and Australian Botanical Products Pty Ltd. Each essential oil
is obtained through a steam distillation process and should
undergo thorough checking for the quality and chemical
compositions. After the essential oils are declared to pass the
quality checking, the mixture of the NOs conducted with
the following sequence and percentage: Gardenia
Jasminoides, Commiphora myrrha, Boswellia serrata,
Foeniculum vulgare and Daucus carota are added in equal
quantities to form the oil mixture they mixed with extra light
olive oil, so we get 1% concentration of the final product. The
efficacy of natural oil blend in its different concentrations
tested against the Avian Infectious Bronchitis Virus (AIBV)
H120 strain.

Embryonated chicken egg preparation: Pre-trial was
subjected to several passages to allow the Avian Infectious
Bronchitis Virus (AIBV) H120 strain to adapt and replicate to
high titer in the allantoid cavity of 9-11 day-old chicken
embryo. The purified virus was inoculated into the allantoid
cavity of specific pathogen-free eggs and incubated at
36-37°C. The allantoic fluid was harvested after 72 hrs from
eggs that were chilled overnight and tested for the presence
of AIBV using serological tests. After 6 days, inoculated eggs
were opened and observed for characteristic AIB lesions such
as curling and dwarfism of the infected embryo.

Culture avian infectious bronchitis virus strain H120: The
AIBV H120 strain prepared for the trial following the steps of
the OIE Terrestrial Manual®’. The procedure summarized as
below:

«  Samples were placed in cold transport media containing
penicillin (10,000 International Units [IU] mL~") and
streptomycin (10mgmL=")and keptonice and are frozen
as soon as possible

«  Suspensions of tissues (10-20% w/v) prepared in sterile
phosphate-buffered saline (PBS) for egg inoculation
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Table 1: Natural oil blend doses against the AIBV treatment groups (T, to T;,), NOB control 1, NOB control 2, positive control and negative control

Treatments EOB Control
Materials T T, T, T, Ts Te T, Ts Te Ty Th T, Control T Control2  Positive Negative
Virus/Allantoic 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 0
fluid (mL)
NOB (mL) 25 125 0625 03125 0.156 0.08 0.04 0.02 001 0.005 0.0025 0.00125 5 0.16 0 0
Saline Water (mL) 25 375 4375 46875 4998 492 496 498 499 4995 49975 499875 O 4.84 5 10
NOB (%) 25 13 6.3 3.1 156 0.8 04 0.2 0.1 005 0025 0.0125 100.0000  1.6000 0.0000  0.0000

»  Thesuspension was clarified by low-speed centrifugation
and filtration through bacteriological filters (0.2 p) before
the injection of SPF embryonated chicken eggs

«  The0.1-0.2 mL of sample supernatant inoculated into the
allantoid cavity of 9-11 day old embryos

Saline solution: Total 0.85% of saline solution was freshly
prepared.

Trial design: The trial conducted in 12 different
concentrations (T,-T;;) of Natural Oil Blend (NOB) by
combining NOB and saline solution in a different ratio. The
controls were prepared, NOB Control 1 (inoculated with 0.2 mL
100% NOB), NOB Control 2 (inoculated with 0.2 mL 1.6% NOB),
Positive Control and Negative control. The detailed design
is in Table 1. The 0.2 mL of AIBV H120 was inoculated in
positive control and treatment groups, whereas noinoculation
made in the negative control.

Inactivation: The diluted Natural Oil Blend solution mixed
using vortex for £30 sec. Then, gently transferred the NOB
solution to the Erlenmeyer flask antigen contained. We
incubated the specimen in a 37°C shaker incubator for
16-18 hrs.

Embryonated chicken egg incubation: Prepared 10 day-old
chicken embryo for 12 groups of treatment groups (T;-T;,),
NOB Control 1, NOB Control 2, Positive control and negative
control group. The 0.2 mL of purified virus AIBV H120 was
inoculated into the allantoid cavity of eggs and incubated
at 36.5°C. Eggs with dead embryos within 24 hrs of post-
inoculation discarded as non-specific. The eggs were candled
daily to monitor embryo viability. The allantoic fluid harvested
after 72 hrs from eggs that were chilled overnight and tested
for the presence of AIBV using HA tests. After 6 days,
inoculated eggs were opened and observed for characteristic
AIB lesions such as curling and dwarfism of the infected
embryo.

Embryo viability test: Visual observation was performed to
test the embryo viability. Typically, afield strain will induce
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observable embryonic changes consisting of stunted and
curled embryos with feather dystrophy (clubbing) and urate
deposits in the mesonephros and embryo mortality. Infective
allantoid fluids were kept at -20°C after lyophilization.

RESULTS AND DISCUSSION

Avian infectious bronchitis virus strain H120: The extracted
and purified Avian Infectious Bronchitis Virus strain H120
showed high similarities with other IBV strains in the gene
bank (Fig. 1). The complete sequence is attached to the
manuscript.

Natural oil blend as anti-AIBV H120 supplement: The natural
oils used to formulate the essential oil blend are having
anti-viral properties. Gardenia jasminoides reported working
efficiently againstinfluenzavirus strain A/FM/1/47-MA in vivc®
and H5N1 strain® and WSSV in crayfish'®™,

The Commiphora myrrha, commonly known as resins,
has anti-viral, anti-fungal and antioxidantproperties'>'.
Boswellia serrata have shown anti-viral properties as
reported by Rhein et al'®. Foeniculum vulgare has shown
anti-viral properties against Potato Virus X, Tobacco Mosaic
Virus and tobacco ringspot virus's, The oil of Daucus
carota has anti-microbial properties, especially against
gram-positive bacteria and the Candida group of bacteria®.
The previous trials conducted by the co-authors on the animal
viral and bacterial pathogen have proven that essential oils are
having anti-viral and anti-bacterial properties'®?!. The
obtained results have also shown immunomodulating
properties of essential oils.

Embryo viability test: The portion of the shell above the air
cell was removed using the sterile forceps. The embryo was
taken out and put on the petri dish for observation. The
embryos of Negative control and NOB-treated groups were
alive upto To, whereas mortality and deformity were observed
in Ty, Ty; and T,, groups (Table 2 and Fig. 2). The embryos of
positive control showed several defects, such as dehydration,
curly legs, stunting and other abnormal features (Table 2 and
Fig. 2). All the embryos died in NOB Control 1 group, probably
due to the oil layer at the top.
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Avian infectious bronchitis virus strain H120 showing high similarities with other IBV strains in blast analysis

Fig. 1
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Fig. 2: Visual observation of embryos of different trial groups
Treatment groups (T,-T;,), NOB control 1, NOB control 2, Positive control and Negative control groups. NOB: Natural oil blend

Table 2: Visual observation of embryos of different trial groups

Embryos observations

Groups Total embryos Viable embryos Dead embryos Abnormal/Undeveloped embryos

T 5 - -
T,
T
T,
Ts
T
T

(S G, BV, R B, O BV, BV, B BV, |

T12

NOB control 1
NOB control 2
Positive control 2
Negative control 5 - -

o
(S AN S, BV, R RO, B O I O, B O BV B, B B B, |

'
NN DR N =

v

NOB: Natural Oil Blend, Treatment groups (T-1 to T-12), NOB control 1, NOB control 2, Positive control and Negative control groups
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Two embryos died and 3 showed abnormalities in NOB
Control 2. The data showed that the Natural Oil Blend
concentration starting from T,, which is 0.005 mL or
0.05% are less effective in inhibiting the Avian Infectious
Bronchitis Virus (AIBV) to propagate and cause
abnormalities and death to the embryos efficiently. In this
study, we also found that natural oil blend treatment is
inhibiting the growth of embryo when given at 100%
concentration.

The findings prove that the Natural Oil Blend (NOB) has
potent anti- Avian Infectious Bronchitis Virus (AIBV) strain
H120 properties. The recent findings from Drosten et a/* and
Ksiazek et a/> have identified and discovered that the Avian
Infectious Bronchitis Virus (AIBV) has high genetic similarities
with Human Corona Virus (COVID-19) and that it uses the
same infection mechanism.

The obtained results give strong evidence that the current
formulation using blend oil has anti-viral properties, especially
against the RNA group of viruses. It paves the path to work
further on a similar group of viruses like COVID-19. The
formulation is more comfortable to develop and durable. The
recommendations would be to apply and test the product on
alarge scalein commercial farms to have better feedback. The
success of commercial-scale farms will enhance the limit and
application of the formulations.

CONCLUSION

Avian Infectious Bronchitis Virus (AIBV) is one of the
deadly diseases of chicken. Natural Oil Blend is a combination
of the following oils Gardenia jasminoides, Commiphora
myrrha, Boswellia serrata, Foeniculum vulgare, and Daucus
carota with the purpose of viral inactivating properties. The in
vitro trial results showed that various Natural Oil Blend doses
were effective against the Avian Infectious Bronchitis Virus
(AIBV) H120 strain. Natural Qil Blend is a potential anti- Avian
Infectious Bronchitis Virus (AIBV) candidate. The large scale
trial will pave the path to determine the formulation
effectiveness against other viruses and overall contribution to
the production of healthy animals and their products.

SIGNIFICANCE STATEMENT

This study discovered the anti-Avian Infectious Bronchitis
Virus (AIBV) properties of the natural oil blend. The in vitro
level test proved the efficacy of the NOB against AIBV up to
the lowest dilution level. This study will help the researchers
uncover the critical areas of infectious lung diseases of poultry
and other animals that researchers have not been able to
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explore yet. Thus a new theory on uses of natural blend oil
against AIBV will help to minimize the incidence of similar
diseases.

ACKNOWLEDGMENTS

We would like to show our gratitude to Rhea
Pharmaceutical Pte Ltd. Armenia, for providing and permitting
to conduct the trial on AIBV using Natural Oil Blend. Our
special thanks Faculty of Pharmacy, Padjajaran University and
Faculty of Medicine of Padjajaran University and Rutgers, the
State University of New Jersey United States of America to
facilitate their laboratory and expertise to conduct the trial
successfully. Special thanks to PT. Biotis Prima Agrisindo,
BogorIndonesia, tofacilitate their laboratory and assistance in
conducting the trial successfully. And our gratitude to the
parent organizations, Asclepius Pharmaceutical Sciences,
Singapore and PT. Central Proteina Prima Tbk., Indonesia, for
their support for making this research possible.

REFERENCES

1. Enjuanes, L., I. Sola, S. Zuniga and F. Almazan, 2008.
Coronavirus Replication and Interaction with Host. In: Animal
Viruses: Molecular Biology, Mettenleiter, T.C. and F. Sobrino
(Eds.). Horizon Scientific Press, UK., pp: 149-202.

2. Casais, R, B. Dove, D. Cavanagh and P. Britton, 2003.
Recombinant avian infectious bronchitis virus expressing a
heterologous spike gene demonstrates that the spike protein
is a determinant of cell tropism. J. Virol., 77: 9084-9089.

3. Cavanagh, D., 2007. Coronavirus avian infectious bronchitis

virus. Vet. Res., 38: 281-297.

Drosten, C., S. GlUnther, W. Preiser, S. van der Werf and

H.R.Brodt et a/, 2003. Identification of a novel coronavirus in

patients with severe acute respiratory syndrome. N. Engl. J.

Med., 348: 1967-1976.

5. Ksiazek, T.G., D. Erdman, CS. Goldsmith, S.R. Zaki and

T. Peret et al, 2003. A novel coronavirus associated with

severe acute respiratory syndrome. N. Engl. J. Med.,

348:1953-1966.

World Organisation For Animal Health (OIE), 2018. Manual of

Diagnostic Tests and Vaccines for Terrestrial Animals.

https://www.oie.int/standard-setting/terrestrial-manual/

7. OIE, A, 2008. Manual of diagnostic tests and vaccines for
terrestrial animals. 6th Edn. Office international des
epizooties, Paris, France, ISBN: 978-92-9044-718-4,
pp: 1092-1106.

8. Yang, Q, B. Wu, Y. Shi, X. Du and M. Fan et al,
2012. Bioactivity-guided fractionation and analysis of
compounds with anti-influenza virus activity from Gardenia
Jasminoides ellis. Arch. Pharm. Res. 35: 9-17.



10.

11.

12.

13.

14.

15.

Asian J. Poult. Sci,, 15 (1): 24-30, 2021

Chen, JL, P. Blanc, CA. Stoddart, M. Bogan and
E.J.Rozhon et al, 1998. New iridoids from the medicinal plant
Barleria prionitis with potent activity against respiratory
syncytial virus. J. Nat. Prod., 61: 1295-1297.

Yunshi, Z, Y. Jing, Q. Xian, L. Xing, L. Xieqin and F. Ganzhu,
2017. Genijposide demonstrates anti-inflammatory and anti-
viral activity against pandemic A/Jiangsu/1/2009 (H1N1)
influenza virus infection /n vitroand in vivo. Antiviral Ther.,
22:599-611.

Huang, A.G., X.Tu, X.Z.Qi, F.Ling, B.Zhuand G.X. Wang, 2019.
Gardenia jasminoides Ellis inhibit white spot syndrome
virus replication in red swamp crayfish Procambarus clarkii.
J. Chem. Pharm., 504: 239-247.

Ndhlala, A.R, M. Moyo and J.V. Staden, 2010. Natural
antioxidants: Fascinating or mythical biomolecules?
Molecules, 15: 6905-6930.

Gadir, S.A. and |.M. Ahmed, 2014. Commiphora myrrha and
commiphora Africana essential oils. J. Chem. Pharm. Res.,
6:151-156.

Mohamed, A.A., S.I Ali, F.K.EL-Baz, A.K. Hegazy and M.A. Kord,
2014. Chemical composition of essential oil and in vitro
antioxidant and antimicrobial activities of crude extracts of
Commiphora myrrharesin. Ind. Crops Prod., 57: 10-16.
Rhein, C,, T. Weidner, L. HenB, J. Martin, C. Weber and K. Sliva
etal,2015.Curcumin and Boswellia serratagum resin extract
inhibit chikungunya and vesicular stomatitis virus infections
/n vitro. Antiviral Res., 125: 51-57.

30

16.

20.

21.

Shukla, H.S., P. Dubey and R.V. Chaturvedi, 1989. Antiviral
properties of essential oils of Foeniculum vulgare and
Pimpinella anisum L. Agronomie, 9: 277-279.

Brochot, A., A. Guilbot, L. Haddioui and C. Roques, 2017.
Antibacterial, antifungal and antiviral effects of three essential
oil blends. Microbiologyopen, Vol. 6. 10.1002/mbo3.459
Jha, RK., Y.H. Babikian, H.Y. Babikian, K.V. Le, D. Wisoyo,
S. Srisombat and B. Jiaravanon, 2017. Efficacy of natural
herbal formulation against acute hepatopancreatic necrosis
disease (AHPND) causing Vibrio parahaemolyticusin Penaeus
vannamei. Vet. Med. Open J., 2: 1-6.

Jha, RK, Y.H. Babikian, H.Y. Babikian, S.D. Wisoyo, Y. Asih,
S.Srisombat and B. Jiaravanon, 2016. Effectiveness of natural
herbal oil formulation against white spot syndrome virus in
Penaeus vannamei. J. Pharmacogn. Nat. Prod., Vol. 2, No. 4,
10.4172/2472-0992.1000123.

Babikian, Y.H., H.Y. Babikian, RK. Jha, S.D. Wisoyo, Y. Asih,
S.Srisombat and B. Jiaravanon, 2017. Effectiveness of natural
herbal oil formulation against infectious myonecrosis virus in
Penaeus vannamei. Multi. Adv. Vet. Sci., 1: 50-56.

Babikian, H.Y.,RK. Jha, D.T.H. Oanh and T.Q. Phu, 2019. Study
on the efficacy of pondguard in improving clinical
performance of white leg shrimp (Penaeus vanname) in an
ahpnd bacterial challenge model. Am. J. Biomed. Sci. Res.,
5:212-217.



	AJPSAJ.pdf
	ajpoultry.pdf
	Page 1





