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Based on the untreated biofilm formation in urinary tract infections (UTIs), current study was focused on
the inhibition of Pseudomonas aeruginosa (P. aeruginosa) biofilm formation using Nerium oleander (N. ole-
ander) essential oils. Initially, the LC-MS analysis of antibacterial potential of hydro distillated N. oleander
essential oils was detected by LC-MS analysis. Initially, the antibacterial nature of essential oils was
detected by agar well diffusion method against biofilm forming P. aeruginosa. Then, the possible anti-
bacterial fractions of the essential oils were purified by preparative HPLC, and confirmed by analytical
HPLC peaks. Possible anti-bacterial components of the fractions were merged together and confirmed
by agar well diffusion method. Consecutively, the and minimum biofilm inhibition concentration exper-
iment was proved that the concentration of 200 mg/mL of purified essential oils was very effective against
P. aeruginosa biofilm formation. The decrease survival rate of the MTT assay result was also supported the
minimum biofilm inhibition concentration result. Finally, all the results were more evident; the HPLC
purified N. oleander essential oils as a promising anti-biofilm factor against P. aeruginosa biofilm
formation.
� 2021 The Author(s). Published by Elsevier B.V. on behalf of King Saud University. This is an open access

article under the CC BY-NC-ND license (http://creativecommons.org/licenses/by-nc-nd/4.0/).
1. Introduction

Biofilm is one of the serious threats worldwide due to the devel-
opment of recurrent MDRs in UTIs (Wugao et al., 2020). More cells
that linked each other in sticky nature among themselves that form
self-protective extracellular polysaccharides. Biofilm forming
pathogens are very dangerous, because, it is 1000 fold resistant
to currently available antibiotics compared to other pathogens
(Abinaya and Gayathri, 2019). The mechanism of biofilm formation
as very complex and difficult, which formed by more bacteria due
to their signaling factors. The controlling of biofilm is not possible
by chemical compounds. Recent years, the researchers are concen-
trated seriously to inhibit the biofilm formation and responsible
pathogens by natural product (Na et al., 2020). Among the all infec-
tions, biofilm forming pathogens are very serious issue, because
the mortality rate was increased frequently. Sometimes, it attached
with related infections and lead to develop continuous resistant
against external antibiotics and drugs. Among the various patho-
gens P. aeruginosa is one of the most important pathogens. It is a
Gram negative rod shaped opportunistic bacteria, which cause
recurrent UTIs due to the biofilm formation (Muhammad et al.,
2017). Based on the Drug and Developmental Society reports, the
P. aeruginosa formed biofilm formation is very dangerous thread
worldwide, especially developing countries (Carel et al., 2019).
Based on the above fact, the emerging threat of biofilm formation
was forced the researcher to discover new classes of drugs to fight
against the biofilm mechanism.

Essential oils are an odors material having excellent biological
activities related chemical derivatives including hydrocarbon,
aldehyde, ketones, phenols, oxides and etc. All the chemical deriva-
tives of the compounds are used in various fields such as aromatic,
therapeutic, pharmaceutical, biomedical and spiritual activities
(Isabela et al., 2016). Till-date 4,000 essential oils have been stud-
ied form different plants and acted as excellent preservative agents
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in the field of sedative, food, antimicrobial, biopharmaceutical and
some industries (Ygor Jessé et al., 2020). All the essential oils are
able to link with phytochemical and aromatic compounds and they
are terpenes, monoterpenes, sesquiterpenes, ketonated com-
pounds and nitrogen-sulphur rich compounds (Lin et al., 2019).
EOs is most acceptable medicine traditionally in India. It also
heightened the economic rate of the Country (Sana et al., 2020;
Houdkova et al., 2018). It is a natural flora that is consumed orally
and dental treatment in the form of plant or essential oils. Recent
years, essential oils are competitor to most of the drugs, and essen-
tial oils are succeeded than others. In particular, N. oleander is an
evergreen shrub used as a folk medicine in South Asia against dia-
betes, rheumatic pain and various skin infectious diseases (Balkan
et al., 2018). Also, it is used very limit in traditional medicine,
because of poisonous nature to human (Santos et al., 2019). In
addition, it has some other biological properties like anti-oxidant,
anti-biofilm, cytotoxic, hepatoprotective anti-inflammatory and
neurogenerative agent. It has the ability to produce various biolog-
ical properties with producing effect of steroids, pregnanes and fla-
vonoids (Kars et al., 2013). Based on the above advantages, the
present study was concentrated to inhibition of biofilm forming
P. aeruginosa using medicinal plant N. oleander essential oils.
2. Materials and methods

2.1. Extraction of EOs from Nerium oleander by hydrodistillation
method

The Nerium oleander leaves were washed properly washed using
with tap water initially and followed by double distilled water. The
surface contaminates were also effectively removed by using 70%
ethanol and grounded well using mixer grinder. After proper
removal of contamination, the leaves were dried at room temper-
ature and subjected to perform using Clevenger model apparatus
by hydro distillation for 5 h. The solvent of n-hexane was used to
recovery of the essential oils from solvent phase. The procedure
was followed by previously reported article of Samia et al.
(2020). Briefly, the 500 g of the Nerium oleander sample was diluted
in 1 L (1:2) 2 L of double distilled water containing bottle. The sam-
ple was heated at over 90 ℃ continuously 1 h using heating mantle
properly. After 1 h, the colloidal nature of the oil surface layer was
extracted from the sample mixture of apparatus and filtered by
receiver tube. The separating funnel was used to separate the
water-EOs complex in two different tubes and the volumes were
measured in measuring jar. Finally, the sodium sulphate was used
to dry the EOs from water. After complete removal, the extracted
EOs was separated safely in new container and stored at 4 ℃.
2.2. Analysis of chemical components of extracted EOs by LC-MS

The presence of EOs, other chemical constituents, phytochemi-
cal compounds and bioactive compound derivatives of extracted
EOs sample was analyzed by Gas chromatography-mass spectrom-
eter according to the previous reported evidence of Bibi and
Mohamad Fawzi (2020). The LC-MS (Allient 6650B/7560C) was
attached with capillary column (HP-5MS) using Chrome-Pack CP-
Silicon 5 and CK capillary column of 30 m � 250 lm � 0.25 lm.
The initial and final oven temperature was arranged with 40 �C
and 120 �C at a rate of 4 �C/min with 5 and 10 min. The 250 �C
was used for constant temperature and followed by 260 �C temper-
ature was used for injector and detector. The carrier gas and flow
rate was set as 30 cm/s linier velocity and 2 mL/min. Finally, the
obtained EOS, aromatic and phytochemical compounds mass spec-
tra were interpreted with retention time, retention percentages,
occupied area and occupied percentages. Also, the results were
2

cross checked with previously reported data and confirmed by
Wiley library, Bharathidasan University, Thiruchirappalli, Tamil-
nadu, India.

2.3. Inactivation of P. Aeruginosa by Nerium oleander essential oils

The agar well diffusion assay was used to check the anti-
bacterial efficiency of Nerium oleander essential oils followed by
previous method of Mariadhas et al., 2019. Briefly, first day culture
was transferred to fresh nutrient broth, and allowed to grow 12 h
at normal temperature. After 12 h of well turbidity containing cul-
ture was spread on the nutrient agar plate and then minimum,
maximum, distilled water and of the three wells were cut properly
using gel borer. Whereas, the positive control of ceftazidime was
added on the agar surface as disc model. The plate was kept in
room temperature for one day. After one day, the zones of the four
wells were noted.

2.4. Purification of active EOs by preparative HPLC method

The detection of specific anti-microbial compounds of the Ner-
ium oleander essential oils was purified using preparative HPLC
(Shimadzu, Japan) using the ratio of 50:20:20:40 of acetonitrile :
methanol : ammonium acetate : water respectively
(Ramachandran et al., 2020). After purification, the purified sample
was analyzed by analytical HPLC to detect the compound fraction
peaks. Based on the preparative HPLC, the various peaks of the
fractions were performed against biofilm forming P. aeruginosa
by agar well diffusion method. In addition, the antibiotic of cef-
tazidime was used for positive control. The active antibacterial
metabolites fraction was purified separately and lyophilized for
pure EOs identification. The instrument was previously pro-
grammed with C30 column consist of100 mm � 5 mm, the initial
temperature of 0 ℃ and final extension temperature of 100 ℃ for
2 h was used. The flow rate was set at 2 mL/min with 5 mm linier
gradient. At 50 ℃, 50 mL column volume injector was used for
sample.

2.5. Validation of preparative HPLC fractions

Based on the anti-bacterial activity of preparative HPLC, the
potential fraction was further cross checked the anti-bacterial
activity by agar well diffusion method (Taoufiq et al. 2020). The
nutrient agar made 6 mm wells and filled with separately purified
essential oils along with previously swabbed biofilm forming P.
aeruginosa culture. Then, monitored till one day at ordinary room
temperature. After one day, the zone of inhibition around the wells
was calculated and interpreted the preparative HPLC result.

2.6. Minimum biofilm inhibition concentration

One day old biofilm forming P. aeruginosa culture was inocu-
lated into the 24-well polystyrene plate (which was used to adhere
the biofilm in bottom of the plate) by microbroth dilution experi-
ment. The modified procedure of Rajivagndhi et al. (2020);
Anjugam et al. (2018), 50 mg/mL and 100 mg/mL concentration of
EOs and sterile nutrient broth was diluted properly in the presence
of 10 mg/mL of one day old P. aeruginosa culture. The plate was kept
in incubator with normal temperature one day. After one day, the
turbidity of incubator maintained culture was shown a naked eye
and confirmed by using 600 nm O.D value of microtitre plate
reader (Shimadzu, Japan). The result was triplicated and converted
to percentages using universal calculation,

Inhibition (%) = 100 (ODSNEOs treated samples-ODWithout SNEOs treated

sample) � 100 -----1.
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After identification, the lowest concentration of the EOs that
inhibited the highest biofilm was selected for bioflm inhibition
concentration (Ramachandran et al., 2019).

2.7. Biofilm metabolic activity assay

One day old biofilm forming P. aeruginosa culture was taken in
1 mL nutrient broth containing 6-well plate using 2,3-bis(2-
methoxy-4-nitro-5 sulfophenyl)–2H-tetrazolium-5-carboxanilide
as a solution. Consecutively, 25–200 lg/mL of purified NOEOs
was added into the respective wells. After 1 h time interval, the
menadione acetone solution was diluted in all the wells before
addition of 200 lL of PBS. The plate was rotate gently to mix all
the solutions each other and maintained in atmospheric tempera-
ture for 1 h. As same as without treatment of NOEOs containing
well served as a control. Finally, the turbidity formed viable cells
and absence of turbidity containing wells were calculated using
microtitre plate reader at 600 nm (Maruthupandy et al. 2020).
The triplicated result was changed to inhibition percentage using
bellowed formula,

Inhibition (%) = 100 (ODSNEOs treated samples-ODWithout SNEOs treated

sample) � 100 ------ 2.

3. Result

3.1. Analysis of chemical components of extracted EOs by LC-MS

The LC-MS peaks of the NOEOs were showed with 13 essential
oils peak along with different phytochemical and aromatic hydro-
Fig. 1. The chemical components of Nerium ole
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carbons. Among the all peaks and their respective chemical com-
position, the essential oils peaks were only indicated in this
study. The retention time, occupied area and occupied percentages
of NOEOs was correlated with respective 13 peaks, and confirmed
by NIST data base of the Bharathidasan University Wiley library. In
the result, the terpenes, monoterpenes sesquiterpenes was highly
present along the phytochemical and aromatic hydrocarbons com-
pounds (Fig. 1). Based on the highest RT, the EOs of 2-Thujene, a-
terpineol, a-pinene, a-terpenyl acetate, borneol, spathulenol and
Octanone was highly correlated. Also, respective occupation area
and occupation percentages were noted including 22.30, 16.70,
10.06, 21.98, 12.40, 18.70 and 8.20. This result was indicated that
the chosen Nerium oleander was suitable plant for purification of
EOs with biological activity. In addition, anti-bacterial, anti-
biofilm, anti-cancer, anti-oxidant, nurogenerative, larivicidal,
anti-viral effect of 1-nonadecene, 5-Pyrrolidino-2-pyrrolidine, 1,
4-diaza-2, 5-dioxo-3-isobutyl bicyclo[4.3.0]nonane, Oleanolic acid,
pyrrolo[1,2-a]pyrazine-1,4-dione, hexahydro-3, hexadecane, (1-h
ydroxypenta-2,4-dien1-yl)oxy)anthracene-9,10-dione, Phthalic
acid, isobutyl nonyl ester, Phenol, 2,5-bis (1,1-dimethyl ethyl),
Thieno[3,2-e] benzofuran, 2-proppropenal, 3–91-aziridinyl)-3-(di
methylamino) were also present in the Nerium oleander extract
(Rajivgandhi et al., 2020a, 2020b, 2020c, 2019; Bibi and
Mohamad Fawzi, 2020; Ramachandran et al., 2020). The plant
essential oils are an important source for biological activity and
agreed by Matías et al. (2020). The various environmental factors
such as pH, temperature, organic nutrients and salinity were differ-
ent in region to region and its biological activity also different
(Ramachandran et al., 2020). Recently, the plant EOs as an
ander essential oils using LC-MS analysis.



Fig. 2. Inactivation of biofilm forming P. aeruginosa by agar well diffusion method
using Nerium oleander essential oils.
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excellent anti-biofilm agent by Kanika et al. (2020) and targeted
the virulence genes. The altered genes of in the stresses condition
of soil environment also important factors to improve the biologi-
cal activities against MDRs bacterial infections. Previously, the Ner-
ium oleander essential oils were shown excellent activity against
multi drug resistant bacteria (Mahjoub et al., 2018). The research
reports of Mohammad Reza et al. (2015); Naira and Gamal
(2020) were supported to Nerium oleander essential oils as promis-
ing anti-bacterial agents. The LC-MS was important analytical tool
for detection of EOs, phytochemicals and bioactive compounds
(Xinjun et al., 2020). All the facts were proved that the Nerium ole-
ander was excellent anti-bacterial agent against biofilm forming P.
aeruginosa.

3.2. Inactivation of P. Aeruginosa by Nerium oleander essential oils

The result of complete bacterial inactivation in the NOEOs trea-
ted nutrient agar plate was shown at 150 mg/mL concentration. In
this concentration, the bacterium was exhibited 26 mm zone of
Fig. 3. Purification of antibacterial potential containi
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inhibition and also 10 mm of inhibition at 25 mg/mL. In addition,
the positive control of ceftazidime was shownwith no zone of inhi-
bition (Fig. 2a, b). The result was indicates, the purified EOs has
potential anti-bacterial activity against biofilm forming P. aerugi-
nosa. Mechanistically, the EOs was bind on the bacterial surface
and attached strongly. After, it permeated in inside of the cell wall
and affects the cytoplasmic membrane due to the ATP synthesis.
Them the signaling factors are lost their native role and form
unmatured cells. Therefore, the bacteria lost exopolysachharide
production. The absence of exopolysachharide mediated P. aerugi-
nosa lost their biofilm forming effect (Ahmed et al., 2020). The sim-
ilar statement was reported by Iqbal and Farrukh, 2007.
Sometimes, the unfavorable environmental conditions are advan-
tages to plant to synthesis potential essential oils (Kalpna and
Sumitra, 2012). Previously, the plant essential oils have the ability
to inhibit the biofilm forming pathogens due to the exopolysach-
harides and hydrophobicity degradation (Mohamed Khaled et al.,
2017). When the exopolysachharides was degraded, the bacteria
unable to synthesize the signaling molecules and lost connectivity
between the bacteria. Therefore, the bacterial pathogenicity was
lost and sometimes antigenicity was remain available (Benchaar
et al., 2008).
3.3. Purification of active EOs by preparative HPLC method

The potential anti-bacterial effect of the NOEOs was subjected
to purified using preparative HPLC for separate the exact anti-
bacterial properties form mixed oils. Initially, the anti-bacterial
activity of the essential oils was visualized by analytical HPLC with
two different major peaks (Fig. 3a). Both the peaks were exhibited
with retention time, occupied area, height, area percentages and
height percentages. The total number of the retention time was
observed more than 11 and their occupied area was 2942644. It
was very high and confirmed as an anti-bacterial lead compounds.
Preparative HPLC result was agreed by previous result of Ramchan-
dran et al. (2020) using the plant EOs. Based on the result, both the
peaks were separately performed against P. aeruginosa and showed
increased zone of inhibition. The zone of inhibition was shown
with 28 mm and 24 mm and 14 mm and 12 mm against P. aerug-
inosa at 150 mg/mL and 25 mg/mL respectively (Fig. 4a). This zone of
inhibition was higher compared with unpurified crude essential
oils. Based on the inhibition zones, both the peaks were merged
together and showed increased zone of inhibition 34 mm at same
ng essential oils compounds by analytical HPLC.



Fig. 4. Anti-bacterial activity of purified essential oils fraction 1, fraction 2 (a) and
merged fractions (b) against biofilm forming P. aeruginosa.

Fig. 5. Detection of minimum biofilm inhibition concentration of Nerium oleander
essential oils by microtitre plate.

Fig. 6. Identification of biofilm metabolic assay Nerium oleander essential oils by
microtitre plate using the solution of XTT.
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150 mg/mL and 20 mm zone at 25 mg/mL (Fig. 4b). So, the result was
suggested that the purification was successful and it improved the
anti-bacterial activity against P. aeruginosa. These merged com-
pounds were stored in freezer at 4℃ for for further biological activ-
ity. The similar result was reported by Ramachandran et al., 2020,
the plant Hi-biscus rosa-sinensis was purified by preparative HPLC
for increased anti-bacterial activity. The supportive evidence of
Xinjun et al., 2020, also reported that the purified essential oils
were improved their anti-bacterial properties against various
Gram negative bacteria.
3.4. Minimum biofilm inhibition concentration

The more turbidity of the 96-well plate result was exhibited at
the concentration of 200 mg/mL. At this concentration, the turbidity
was shown more compared with other wells due to the efficiency
of NOEOs. After conversion to percentage, the 94% inhibition rate at
200 mg/mL and half inhibition rate of 51% was shown at 75 mg/mL
(Fig. 5). The result was revealed that the NOEOs have anti-biofilm
effect at increasing concentration. When the concentration of
NOEOs increased, the turbidity and percentage of inhibition also
increased due to the intracellular permeation. This 200 mg/mL con-
centration was very low compared with other concentrations
(Benchaar et al., 2008). The biofilm degradation ability was identi-
fied by absorption of crystal violet in the treated bacterial wells. In
200 mg/mL concentration treated wells were shown with more
crystal violet absorption capacity, and it indicated that the dam-
aged cells were absorbed the crystal violet (Rajivgandhi et al.,
2018). Previously, the more concentration of the N. oleander was
reported against Nerium oleander plant extract. Also, the extract
of N. oleander has excellent anti-bacterial and arrhythmogenic
activities, and it also confirmed by MIC with increasing concentra-
tion (Botelho et al., 2017; Jamal et al., 2012; Kars et al., 2013). Com-
5

pared with previous study, the current study result was exhibited
excellent anti-biofilm activity against biofilm forming P. aeruginosa
at very lowest concentration. Finally, the 24-well plate result was
confirmed that the NOEOs were potential anti-biofilm agent
against biofilm formation at very lowest concentration and it can
be used for further invitro studies.
3.5. Biofilm metabolic assay

The decreased survival of 24-well containing wells were shown
after treatment with NOEOs at the concentration of 200 mg/mL.
Previously, all the metabolic activity result of essential oils treat-
ment was exhibited with higher concentration. Instead, our result
was shown with increased death cells at very lowest concentra-
tion. The decreased survival and increased death cells of the result
was indicated that the essential oils were very effective against
biofilm formation. It may influence the inactivation of virulence
factors production, arrest of signaling molecules and deactivation
of metabolic pathways (Maruthupandy et al., 2020). The converted
percentage result of XTT assay was exhibited with 90% and 54%
death cells at the concentration of 200 mg/mL and 75 mg/mL con-
centration (Fig. 6). This result was most supported to BIC result.
Our result was also supported with previous result of Milica
et al., the plant EOs has more inhibition ability against biofilm
forming Gram negative bacteria. The XTT result was suggested that
the NOEOs inhibit the biofilm forming P. aeruginosa at concentra-
tion dependent inhibition.



T.N. Almanaa, N.S. Alharbi, G. Ramachandran et al. Journal of King Saud University – Science 33 (2021) 101340
4. Conclusion

In this study, the anti-bacterial activity of the Nerium oleander
essential oils was extracted by hydro distillation method. The
anti-oxidant activity result was revealed that the extract has more
anti-oxidant activity. In addition, the improved anti-bacterial
activity of the essential oils was purified using preparative HPLC
method. At minimum concentration, the Nerium oleander essential
oils were inhibited the P. aeruginosa biofilm, and it proved the
decreased viability result of XTT assay. Finally, all the invitro exper-
iments were strongly supported to Nerium oleander essential oils,
and it is a potential anti-biofilm agent for biofilm forming P.
aeruginosa.
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