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Abstract

Bacillus subtilis uses swarming motility and biofilm formation to colonize plant roots and form a symbiotic relationship with the 
plant. Swarming motility and biofilm formation are group behaviours made possible through the use of chemical messengers. 
We investigated whether chemicals applied to plants would interfere with the swarming motility and biofilm- forming capabili-
ties of B. subtilis in vitro. We hypothesized that pesticides could act as chemical signals that influence bacterial behaviour; this 
research investigates whether swarming motility and biofilm formation of B. subtilis is affected by the application of the com-
mercial pesticides with the active ingredients of neem oil, pyrethrin, or malathion. The results indicate that all three pesticides 
inhibit biofilm formation. Swarming motility is not affected by the application of pyrethrin or malathion, but swarm expansion 
and pattern is altered in the presence of neem oil. Future studies to investigate the mechanism by which pesticides alter biofilm 
formation are warranted.

DATA SUMMARY
The authors confirm that all supporting data, code and 
protocols have been provided within the article or through 
supplementary data files.

INTRODUCTION
Plant growth- promoting bacteria (PGPB) are bacteria that 
form specific symbiotic relationships with plants and enhance 
plant growth through a variety of means [1–4]. Many of the 
PGPB exist in the rhizosphere, the soil within a few milli-
metres of the plant root surface [5]. PGPB perform various 
activities to aid plant growth, including nitrogen fixation, 
siderophore production to reduce iron toxicity to plants and 
inhibit pathogen growth, production of indolic compounds, 
reduction of ethylene gas production by stressed plants 
through ACC deaminase and phosphate utilization [2]. 
Bacillus spp. are PGPB that have been reported to colonize 
plant roots and exist in a symbiotic relationship with the 
plant, promoting growth in maize via siderophore production 
and nitrogen fixation, and rice via ACC deaminase, among 
other mechanisms [2–9]. Growth promotion by Bacillus 
species requires colonization of plants, either externally on 
roots or as endophytes [2, 6]. Colonization of plant roots with 

Bacillus subtilis requires both swarming motility and biofilm 
formation, as well as chemotaxis [6–8].

Swarming is a coordinated bacterial motility that allows rapid 
migration over and colonization of a surface [10]. Swarming 
by the undomesticated B. subtilis strain NCIB 3610 requires 
high cell density and the production of the wetting agent 
surfactin [11, 12]. Surfactin production is activated by the 
quorum- controlled response regulator ComA and cells 
mutated for ComA are nonswarming, but swarming can be 
restored with the addition of surfactin [13–16] (Patrick and 
Kearns unpublished data). Thus, extracellular signalling is 
important for swarming behaviour. Indeed, it has been shown 
that there are chemical signals between plant roots and the 
colonizing B. subtilis [6, 17, 18].

B. subtilis also has the ability to form a biofilm, which results 
in the aggregation of bacteria on a surface and the produc-
tion of an extracellular matrix to hold cells in place and form 
a physical barrier [18–20]. In the laboratory setting, when 
B. subtilis was introduced to roots of Arabidopsis thaliana, 
it formed a biofilm on the root surface [8, 21, 22]. B. subtilis 
colonization of plant roots results in induced systemic resist-
ance (ISR) in the plant, and has been demonstrated in several 
plant species [23, 24]. Surfactin may be partly responsible 
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for the stimulation of ISR by B. subtilis [24]. In addition, 
the formation of a biofilm around the root could provide a 
physical barrier against bacterial pathogens that might be 
harmful to the plant [25].

Multiple studies have investigated the effects of pesticides on 
soil microbial composition [26–28]. Many focus on bacterial 
abundance and diversity in soil, while a few measure changes 
in metabolic activity [29–32]. However, we were unable to 
locate studies that directly assessed the impact of pesticides on 
bacterial behaviours, such as swarming motility and biofilm 
formation. Given that these behaviours are essential for the 
protective activity garnered by B. subtilis and other PGPB, 
studying the impact of pesticides on these behaviours seems 
relevant.

We wondered whether the application of naturally derived 
pesticides – such as neem oil or pyrethrins – or synthetic 
pesticides – such as malathion – applied in the hopes of 
promoting plant growth through insect control, could 
actually be disrupting the chemical signalling required for 
plant root colonization, and therefore indirectly hindering 
the growth of the plant by preventing biofilm formation or 
swarming motility by protective B. subtilis. Specifically, we 
asked if these pesticides could interfere with the swarming 
motility or biofilm- forming behaviours of B. subtilis in vitro.

METHODS
Strains, media and growth conditions
B. subtilis NCIB 3610 (a generous gift from Daniel Kearns) 
was used for all experiments. Unless otherwise specified,  
B. subtilis cultures were grown from frozen stocks on 
Luria–Burtani (LB) plates (10 g Bacto tryptone, 5 g Bacto 
yeast extract, 5 g NaCl l−1) solidified with 1.5 % Bacto agar at 
37 °C. Liquid cultures were produced by subculturing a single 
colony from the LB plates into LB broth, and were agitated 
in a New Brunswick Scientific Excella E24 shaking incubator 
at 150–200 r.p.m. at either 27 or 37 °C as specified in each 
experiment. For floating pellicle and colony architecture 
biofilm assays, B. subtilis strain 3610 was grown in minimal 
salts glutamate glycerol (MSgg) broth (95.37 ml sterile MQ 
water, 7.5 ml 0.1 M phosphate buffer, 30 ml 0.5 M MOPS pH 7, 
3 ml 0.1 M MgCl2, 1.05 ml 0.1 M CaCl2, 0.75 ml 0.01 M MnCl2, 
0.9 ml 8.35 mM FeCl3, 0.15 ml 1.0 mM ZnCl2, 0.03 ml 0.01 M 
thiamine HCl, 1.5 ml 50 % glycerol, 7.5 ml 10 % glutamic acid, 
0.75 ml 10 mg ml−1 tryptophan, 0.75 ml 10 mg ml−1 phenyla-
lanine and 0.75 ml 10 mg ml−1 threonine 150 ml−1 media) 
or on MSgg plates supplemented with 1.5 % Bacto agar. All 
media components were made as solutions in MQ water 
and sterilized by either autoclaving or filter sterilization, and 
aseptically mixed immediately before use. For the swarming 
assay, B. subtilis was inoculated onto plates containing 25 ml 
of LB broth solidified with 0.7 % Bacto agar that had been 
prepared the day before, allowed to solidify at room tempera-
ture overnight and had been let to dry for 20 min open- faced 
in a laminar flow hood. Pesticides were added into or as a drop 
onto the agar as appropriate. A phosphate- buffered saline 
(PBS)/India ink buffer (5 µl India ink, 1 ml 1× PBS buffer) was 

used for cell resuspension. When appropriate, pesticides were 
included in the plates in the following concentrations: 10 µl 
working dilution, 10 µl 1 : 10 dilution and 10 µl 1 : 100 dilution 
25 ml−1 media.

Pesticide dilution and usage
The pesticides – neem oil (Southern Ag Triple Action Neem 
Oil), pyrethrin (Miracle- Gro Nature’s Care 3- in-1 Insect, 
Disease and Mite Control) and malathion (Spectracide Mala-
thion Insect Spray) – were purchased from a local home and 
garden supply store. When the pesticide was a concentrate, 
the concentrated pesticides were diluted in sterile water 
according to the manufacturer’s directions to produce the 
‘working dilution’. From these working dilutions, samples 
were further diluted to 0.1× and 0.01× in sterile ultrapure 
water. For growth curve and biofilm assays, working, 0.1× 
and 0.01× dilutions of pesticide were added to liquid media 
at a concentration of 1 : 1000 (25 µl ml−1 broth). For swarm 
assays, a 10 µl drop of pesticide was applied to the surface of 
the media, or was added to molten agar (10 µl 25 ml−1) prior 
to pouring plates. Alternatively, 100 µl was spread over the 
surface of the agar with sterile glass beads, prior to the 20 min 
drying time.

Floating pellicle biofilm assays
Cultures of B. subtilis were inoculated into 2 ml of LB broth 
and grown overnight in a shaking incubator at 27 °C and 
150–200 r.p.m. MSgg media was prepared from sterile stock 
solutions on the day of use and pesticides were added as 
appropriate. Ten millilitres of MSgg broth were aliquoted 
into each well of six- well culture plates. Ten microlitres of 
overnight culture were pipetted into each well. The plates 
were incubated for 1 week in a dark, undisturbed area at 25 °C. 
Wells were photographed with the lids removed at 24, 48, 
72 and 168 h against a black background. Observations of 
the location and architecture of the resulting pellicle were 
recorded.

Impact Statement

This research investigates a previously unexplored 
aspect of bacteria–plant symbiosis. Many pesticides are 
available to the home gardener, with a variety of active 
ingredients. Our research aims to discover if these pesti-
cides, applied in the hope of promoting plant growth, 
could be interfering with microbial behaviours necessary 
to establish beneficial plant–microbe interactions. Many 
studies have investigated changes in bacterial metabo-
lism in soils in response to pesticides, but none have 
looked at changes to specific multicellular behaviours. 
This research should be of interest to those interested 
in environmental microbiology, plant–microbe interac-
tions and bacterial behaviours. This work represents an 
incremental advancement in our understanding of how 
agricultural chemicals influence bacterial behaviour.
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Crystal violet biofilm assays
Measurements of biofilm density were made using a modifica-
tion of the method of O’Toole and Kolter [33]. Ten microlitres 
of a turbid overnight culture was added to 10 ml of MSgg 
media and mixed via vortex. One hundred microlitres of this 
cell suspension was pipetted into the wells of a 96- well micro-
titer plate. Wells with MSgg only served as controls. Two and 
a half microlitres µl of each dilution of pesticide (see above for 
dilutions) was added to the wells. The plate was incubated at 
25 °C for 96 h. After incubation, the culture was dumped out 
and the plate was rinsed three times by submersion in a tub 
of distilled water. After each rinse, the water was dumped out, 
and the plate was inverted and tapped dry on paper towels. 
One hundred and fifty microlitres of 0.1 % crystal violet solu-
tion was added to each well and allowed to incubate at room 
temperature for 15 min. The crystal violet was dumped out 
and the plate was rinsed and dried as before. The plate was 
allowed to sit inverted for ~1 h to dry. Two hundred microli-
tres of 95 % ethanol was pipetted into each well to solubilize 
the crystal violet. The plate was read at 540 nm on a Thermo 
Scientific Multiskan MCC plate reader using Ascent software. 
The absorbance values for five wells for each condition were 
averaged and compared to controls using a two- tailed t- test. 
Significant differences between dilutions of pesticide were 
tested using analysis of variance (ANOVA). Significance was 
determined at the 95 % confidence interval.

Colony architecture biofilm assays
MSgg agar plates were prepared the same day of use with 
pesticides added as described above. A sterile wooden inocu-
lating stick was used to inoculate two to three colonies of 
B. subtilis as single dots on each plate. The plates were then 
incubated for 1 week in a dark, undisturbed area at 25 °C. 
Plates were photographed with the lids removed at 168 h using 
a Leica EZ4 W Stereomicroscope and Leica AirLab Image 
Capture Software.

Growth curve assays
Cultures of B. subtilis were inoculated into 2 ml of LB broth 
and grown overnight in a shaking incubator at 37 °C and 
150 r.p.m. The optical density of each culture was measured 
at 600 nm (OD600) using a Spectronic 200 Spectrophotom-
eter. Twenty- five millilitres of sterile LB media in a 250 ml 
baffled flask were inoculated with enough overnight culture 
to produce a calculated OD600 of 0.01. Each flask was placed 
into the shaking incubator at 37 °C and 150 r.p.m. The OD600 
of each culture was determined by removing 0.8–1 ml every 
30 min for optical density measurements.

Swarm expansion assays
Swarming motility assays were conducted using the Kearns 
method [11]. Cultures of B. subtilis were inoculated into 2 ml 
of LB broth and grown overnight in a shaking incubator at 
27 °C and 150 r.p.m. Two hundred microlitres of overnight 
culture was subcultured into new tubes containing 2 ml of 
sterile LB media. In experiments where cells were pretreated, 
0.8 µl of pesticide at the appropriate dilutions was added to the 

2 ml of LB in the subculture tube prior to incubation. Cultures 
were grown at 37 °C at 150–200 r.p.m. for ~1–2 h. The optical 
density of each culture was measured at 600 nm (OD600). 
When the cultures reached mid- exponential phase (OD600 of 
~0.5–1.0), 1 ml of cells was harvested by centrifugation and 
resuspended to a calculated OD600 of 10.0 in sterile 1× PBS 
plus 5 % India ink (Higgins). LB swarm agar plates (25 ml 
of LB broth solidified with 0.7 % Bacto agar that had been 
prepared the day before) were dried for 20 min open- faced 
in a laminar flow hood. Ten microlitres of resuspended cells 
was spotted onto the centre of an LB swarm agar plate and 
allowed to dry for 10 min open- faced in a laminar flow hood. 
Each plate was placed in a walk- in incubator agar side down at 
37 °C. A straight line was drawn along a radius on the bottom 
of the plate and rate of swarming was measured against the 
line every 30 min until the cultures either reached the edge of 
the plate or stopped swarming for three consecutive measure-
ments. After the assay, the plates were left in the incubator 
overnight and checked in the morning for any changes in 
swarm radius.

Two- factor generalized linear models were used to simultane-
ously test the effect of pesticide treatment and time, and the 
interaction of pesticide treatment and time on swarm expan-
sion for each pesticide. Swarm radius was expected to change 
with time, and thus significant regression effects were ignored. 
Evaluation of the interaction effect for each model allowed 
us to determine if colonies exposed to different treatment 
levels within an experiment expanded at different rates over 
the time course of measurement; e.g. a significant interaction 
effect indicated that colonies generally expanded at different 
rates without pinpointing particular pairwise differences in 
expansion rate. Evaluation of the treatment effect for each 
model allowed us to determine if colonies exposed to different 
treatment levels within an experiment attained different 
average swarm size. Differences in average swarm size might 
be explained by different expansion rate or different timing 
of the initiation of the swarm. Statistical differences were 
determined using the alpha=0.05 significance level.

RESULTS
Neem oil inhibits floating pellicle biofilm formation 
at high concentrations
The three pesticides used in this experiment were chosen 
because they are all readily available for the home gardener 
and commonly used. Malathion and pyrethrin represent 
two of the top four most commonly used insecticide active 
ingredients in the home and garden market sector in the USA 
[34]. All pesticides used were in their commercially available 
formulations, as would be used by the home gardener, so that 
their effects as well as their formulation ingredients could 
be observed [29]. Neem oil is approved for use in organic 
gardening [35]. Pyrethrins are derived from chrysanthemum 
flowers and are natural insecticides [36]. Malathion, however, 
is a synthetic organophosphate insecticide that is used both 
indoors and outdoors to control mosquitoes, ticks, fleas and 
other insects [37].
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We wanted to determine if any of the tested pesticides would 
alter biofilm formation, a protective behaviour important 
for colony survival and plant root colonization [23, 24]. We 
therefore conducted floating pellicle biofilm assays in liquid 
media using the robust biofilm- forming undomesticated  

B. subtilis strain NCIB 3610 in the presence of either neem 
oil, malathion, or pyrethrin. Pellicles appeared unaltered 
except in the presence of the highest concentration of neem 
oil tested (Fig. 1a). After 72 h, the pellicle had not formed, and 
cells appeared as clumps at the bottom of the plate (Fig. 1a). 

Fig. 1. Neem oil alters colony architecture. Neem oil (a), pyrethrin (b), malathion (c) and mineral oil (d) at various dilutions were added to 
MSgg media. Biofilms were allowed to develop at 25 °C for 1 week and photographed from above against a black background.
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Compared to the control, the wells containing neem oil were 
slower to form a biofilm, and the resulting biofilms were 
less textured (Fig. 1a). Similarly, surface biofilms, assayed by 
colony architecture on agar plates, were altered. The central 
region of the colony that contains dense hills and valleys on 
control plates was observed to be expanded outward, closer 
to the edge of the colony when grown in the presence of any 
concentration of neem oil (Fig. 1a). Similarly, the texturing of 
the perimeter of the colony was greatly reduced in the pres-
ence of neem oil (Fig. 1a).

It is possible that neem oil inhibited pellicle formation by 
preventing cell aggregation. However, biofilm formation 
might have been inhibited due to a reduction in cell growth. 
In order to rule out the latter possibility, we conducted growth 
curves in the presence and absence of the pesticide. Neither 
growth rate nor yield was altered in the presence of neem 
oil (Fig. S1, available in the online version of this article). 
We conclude that neem oil inhibits biofilm formation at high 
concentrations by preventing cell aggregation at the liquid–air 
interface.

While the floating pellicle assay allows for a visualization 
of biofilm architecture, it does not provide a quantitative 
measure of biofilm formation. In order to quantify biofilm 
formation, we performed crystal violet biofilm assays. 
Compared to controls without pesticide, neem oil signifi-
cantly inhibited biofilm formation at all concentrations tested 
(Fig. 2). However, the inhibition was not dose dependent, as 
there was no significant difference in the amount of crystal 
violet retained at any of the tested dilutions.

Oil does not alter pellicle formation
We wanted to better understand how neem oil could be 
inhibiting floating pellicle formation. We hypothesized that 

the lipid nature of the neem oil might be preventing cell 
aggregation at the liquid–air interface necessary for pellicle 
formation. To further investigate this, we performed floating 
pellicle biofilm assays again, this time using mineral oil, which 
is commonly used as an overlay in microbiological experi-
ments. Mineral oil was diluted to the same concentrations 
as neem oil and added to MSgg for a floating pellicle assay. 
The biofilms formed in this assay were indistinguishable from 
controls (Fig. 1d). We conclude that the lipid nature of the 
neem is not responsible for the delay in biofilm formation.

Malathion and pyrethrin inhibit biofilm formation
We next tested the other two pesticides for their ability to 
inhibit biofilm formation. Pellicle formation in the presence of 
pyrethrin was slightly reduced at early time points compared 
to controls, but appeared to be similar to controls later in the 
assay. Only at the highest concentration of pyrethrin was there 
a slight change in the texture of the floating pellicle. However, 
in quantitative crystal violet assays, there was a significant 
reduction in biofilm formation in the presence of pyrethrin at 
96 h (Fig. 2). As expected, the growth rate in the presence of 
pyrethrin was only slightly reduced early in the assay, but the 
yield remained the same, suggesting that the delay in pellicle 
formation was due to a delay in growth (Figs 1b and S1). 
Colony architecture in the presence of pyrethrin appeared to 
be unchanged (Fig. 1b).

Malathion exerted a minimal but noticeable effect on floating 
pellicle formation, but only at the highest concentration tested 
(Fig. 1c). In addition, in quantitative crystal violet assays, 
malathion reduced biofilm formation in a dose- dependent 
fashion (Fig.  2). The colony architecture on MSgg plates 
containing malathion was altered at high concentrations. 
At the highest concentration tested, malathion resulted in a 

Fig. 2. Pesticides inhibit biofilm formation in a microtitre crystal violet assay. Neem oil (a), pyrethrin (b) and malathion (c) at various 
dilutions were added to MSgg media in a 96- well microtitre plate. Biofilms were allowed to develop at 25 °C for 96 h and pellicle 
adherence to the sides of the plate was assayed using crystal violet staining and quantification using a microplate reader at 540 nm. All 
bars represent the average absorbance of five wells. Error bars represent the standard deviation of the mean. *, statistically significant 
difference from controls without the addition of pesticide, using a two tailed t- test, 95 % confidence interval. Within each group, no 
significant difference was found between dilutions of neem oil or pyrethrin using an ANOVA; 95 % confidence interval. Significant 
differences between the concentrations of malathion were found.
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smaller colony, with an irregular edge. The central hill and 
valley region was slightly enlarged. When the malathion was 
diluted, however, the effect on colony architecture went away 
(Fig. 1c). Malathion had no effect on growth rate or yield (Fig. 
S1). We conclude that all three pesticides have the potential 
to reduce floating pellicle biofilm formation.

Neem oil acts as a chemorepellent and impairs 
swarming motility
In order to determine if neem oil could act as a chemoat-
tractant or chemorepellent to alter the swarming motility of 
B. subtilis, we conducted swarm expansion assays using the 
swarming- proficient B. subtilis strain NCIB 3610. We first 
inoculated concentrated, mid- exponential B. subtilis cells 
onto the swarm agar plate, and then added a drop of neem 
oil, at three concentrations (working dilution, 1 : 10 and 1 : 100 
dilution), midway between the site of inoculation and the edge 
of the plate. Swarm radii were measured toward and away 
from the neem oil. There was a ~30 min delay in the initiation 
of swarm expansion toward the drop of neem oil compared 
to a control plate without the pesticide (treatment effect, 
P=0.012932) (Fig. 3a). There was also a significant interaction 
effect (P=0.001932). In the generalized linear models used to 
test for significant differences in swarm expansion, an interac-
tion effect reveals that the lines are of quantitatively different 
slopes, indicating that at least one of the swarms expanded at a 
different rate (Figs 3a and S2). Based on the graphical data, the 
control sample swarmed at a faster rate than the samples with 
pesticide (Figs 3a and S2). Swarm initiation and movement 
away from the drop of neem oil were unchanged from control 
plates without pesticide (data not shown).

The same assay was used to assess the effects of malathion 
and pyrethrin on swarm expansion. Pyrethrin had no effect 
on swarm expansion (treatment effect, P=0.3574; interaction 
effect, P=0.4114) (Fig.  3b). In the presence of malathion, 
swarm expansion remained unchanged (treatment effect, 

P=0.11530; interaction effect, P=0.06453) (Fig.  3c). We 
conclude that neither pyrethrin nor malathion act as chem-
oattractants or chemorepellents in a plate- based assay.

Due to the rapid nature of swarming motility, it is possible 
that the pesticides might still alter swarming motility, but 
the cells swarmed too rapidly to respond to the chemicals 
in the short time course of the assay. To further investigate 
this possibility, we performed swarm expansion assays in 
which cells were pretreated with the pesticide for 1 h prior 
to inoculation onto the swarm agar plate and the pesticides 
were spread evenly over the surface of the medium to allow 
maximum contact between the cells and the pesticides. In 
these assays, swarm expansion was indistinguishable from 
control plates without pesticide (Fig. S3). In some cases, the 
swarm appeared to expand more rapidly, but not significantly 
more so, probably owing to the extra wetness of the agar 
surface due to spreading the pesticides on top of the agar [12].

Neem oil alters swarming pattern
In order to further investigate the effect of neem oil on 
swarming, we applied diluted neem oil as a mist over the 
surface of a swarm agar plate. Swarms initiated and proceeded 
similar to controls, but swarm pattern was altered; the 
normally smooth and regular surfactin ring extending in 
front of the colony swarm was noticeably interrupted (data 
not shown). We hypothesized that the increased concentra-
tion of neem on the surface of the agar may cause the change 
in swarm pattern. To test this hypothesis, we spread neem 
oil on the surface of the agar with glass beads, but the swarm 
pattern was remained unaltered. Next, we added undiluted 
neem oil to molten swarm agar prior to the assay; there was 
a significant effect on swarm expansion rate (treatment effect, 
P=1.127×10−7; interaction effect, P=9.585×10−5). Swarming 
initiation was delayed when undiluted neem was added to 
the agar compared to samples containing diluted neem oil 
(Fig. S4b). While slicks of neem oil could be seen on the top 

Fig. 3. When applied as a drop to swarm plates, neem oil acted as a chemorepellent. Neem oil (a), pyrethrin (b) and malathion (c) were 
applied as a drop in various concentrations onto a swarming plate and the colony radii toward the drops were measured every 30 
min. All lines represent the average of three replicates. Error bars represent twice the standard error of the mean. Neem oil inhibited 
swarm expansion. The strength of effect was contingent upon treatment (treatment effect; P=0.012932) and the effect of treatment was 
contingent upon the time at which the measurement was taken (interaction effect; P=0.001932). Swarming occurred consistently earlier 
for the control than for samples with pesticide treatment. Pyrethrin and malathion had no significant effect. Control (no pesticide) ( ); 
working dilution ( ); 1 : 10 dilution from working ( ); 1 : 100 dilution from working ( ).
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of the agar, neither the surfactin nor the swarm appeared to 
follow these slicks (data not shown). We conclude that the 
increased concentration of neem is not responsible for the 
change in swarm pattern.

We next hypothesized that the oily nature of the neem inter-
acted with the surfactin produced by the swarm, thus altering 
swarm pattern. To test this hypothesis, we applied mineral oil 
to the agar. When mineral oil was spread across the surface 
of swarm agar plates prior to drying, the mineral oil did not 
spread evenly, and drops of mineral oil could be seen on the 
top of the agar. B. subtilis swarmed rapidly over the surface, 
but the swarm spread uniformly, and did not spread from 
oil drop to oil drop (data not shown). When mineral oil was 
added to molten agar prior to pouring the plates, there was 
no difference in swarming pattern or rate compared to the 
wild- type, even when undiluted mineral oil was added (Fig. 
S4a). We are unable to explain the unusual swarm pattern 
produced when neem oil is added to swarm agar.

DISCUSSION
We began this research to investigate whether pesticides acted 
as chemical signals that would alter the coordinated group 
behaviours of B. subtilis. We found that all three pesticides 
inhibited biofilm formation. Floating pellicle biofilms in 
the presence of neem were less textured and thinner than 
controls, and appeared to develop more slowly. It is possible 
that the neem oil might either inhibit the bacteria from 
forming chains and staying in the air–liquid interface – a 
critical first step in biofilm formation – or slow down such 
a process [38, 39]. This would account for slowed biofilm 
formation and the abundance of cell clumps on the bottom of 
the well at 72 h. Future studies should investigate if exposure 
to pesticides, particularly neem oil, alters the expression of 
genes for EPS production.

Inhibition of chain formation, however, cannot account for 
the difference in colony architecture in the presence of neem 
oil. In colony architecture assays, the wrinkles and folds found 
at the centre of the colony are extended outward, compared 
to colonies without neem oil (Fig. 4a), while floating pellicles 
exhibit less texturing in the presence of neem compared to 
controls. It has been shown that, in floating pellicle biofilms, 
the wrinkling of the biofilm is due to the elastic biofilm 
growing in a confined space [40]. It may be possible that on 
a surface, the neem oil disrupts cell spreading, leading to 
increased folding of the surface biofilm. We note, however, 
that the size of the colonies with and without neem oil was 
similar, suggesting that cells spread equally on both plates. 
Alternatively, wrinkling in surface colony biofilms is thought 
to be a result of localized cell death [41]. If this is the case, the 
increase in the proportion of the colony exhibiting wrinkling 
suggests an increase in dead cells underlying the biofilm. 
Neem oil did not inhibit growth rate or yield, but some aspect 
of the biofilm state may make the cells more susceptible to 
killing by neem oil and cannot be discounted in our studies. 
More sophisticated analysis will be necessary to determine if 

the physiology of cells in a biofilm makes them susceptible 
to killing by neem oil.

While very little difference in biofilm formation was evident 
in qualitative floating pellicle assays or colony architecture 
assays with pyrethrin, it did result in an inhibition of biofilm 
formation at all concentrations tested in quantitative crystal 
violet assays. It is possible that pyrethrin is interfering with 
some process unique to biofilm formation at air–liquid inter-
faces. We hypothesize that decreased wrinkling is the result 
of either decreased elasticity or altered pellicle thickness [40].

In addition, we are intrigued by the dose- dependent relation-
ship between biofilm formation and malathion concentration. 
While only the highest concentration of malathion resulted in 
a change in pellicle appearance, even the most dilute concen-
tration of malathion inhibited biofilm formation as measured 
by crystal violet assays (Figs 1c and 3c). It is not clear from 
our studies if it is the malathion or other ingredients in the 
pesticide formulation that are causing the negative effects. 
Previous research has noted that petroleum distillates in 
commercial malathion solutions may impair bacteria more 
than the malathion itself [42]. It is not clear if it is the other 
ingredients in the commercial preparation or the malathion 
that is inhibiting the biofilm. Further investigation into the 
manner in which malathion- containing pesticides inhibit 
biofilm formation is needed.

Changes in swarming in response to pesticide were less 
pronounced. In our plate- based swarming assays, only neem 
oil acted as a chemorepellent. Even with extended exposure 
via pretreatment with pesticide, swarming rate was not 
decreased, indicating that none of the pesticides acted as 
signals to prevent surfactin production, swarming initiation, 
or swarming rate.

Neem oil is derived from the fruits and seeds of Azadirachta 
indicae, a tree in the mahogany family [43, 44]. Neem 
extract contains over 100 active compounds, the best 
studied of which is azadirachtin, identified in 1968 
[43, 45, 46]. B. subtilis colonies in the presence of neem 
oil have a longer lag time before swarming begins than in 
the absence of neem (Fig. 3a). Because neem is a lipid and 
the surfactant produced to allow swarming motility is also 
a lipopeptide, there is a possibility that the surfactin being 
produced by the colony on the plate will dissolve into the 
high concentration of neem oil in the media and a much 
greater amount of surfactin is needed before surface migra-
tion can begin. This hypothesis is congruent with observa-
tions made during the assay that there was not a perfectly 
circular surfactin ring preceding the colony as seen in the 
control group, but rather an irregular, spotty surfactin ring, 
which could account for the change in swarming pattern 
(data not shown). However, addition of an oil alone is 
not sufficient to disrupt swarming pattern, as the same 
effect was not observed when mineral oil was added. The 
chemical structures of the oil components of neem and 
mineral oil differ, and could account for the difference in 
swarming pattern. How the neem oil is exhibiting its effect 
at a distance is not clear. Chemotaxis is not required for 
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swarming motility [11], but may alter swarming migration 
in soils, as B. subtilis does chemotax towards plant roots 
[17], so it is possible that neem is acting as a chemorepel-
lent, though the effect is minor.

Finally, because the growth of B. subtilis in the presence 
of neem oil, malathion, or pyrethrin is not inhibited, we 
conclude that the pesticides are likely not inhibiting the 
growth of the bacteria, but rather interrupting or altering 
some other requirement for biofilm formation and/or 
swarming motility. We conclude that neem oil has a minor 
effect on swarming motility, and all three pesticides signifi-
cantly reduced biofilm formation of B. subtilis. We believe 
that all three pesticides are unlikely to inhibit plant root 
colonization in garden soils where concentrations of the 
pesticides are likely to be much lower, but in situ studies are 
needed. Given that some studies have shown a change in 
soil microbial composition and metabolism in the presence 
of pesticides [26–32], and the interactions of soil organisms 
with each other and plants is complex, future investigations 
into the interactions of pesticides with PGPB are warranted.

Funding information
Research funded in part by a Grant In Aid of Scholarship and Research 
from the Office of Student Research at Truman State University 
awarded to R. N.

Acknowledgements
Thanks to Dr John Z. Zhu for ideas and input. Thanks to Dr Stephen 
Hudman for statistical analysis. Thanks to Dr Diane Janick- Buckner, 
Mitchell Nuhn and Dr William Alexander for use of vacuum pumps. 
Thanks to Jack Carnduff, Benjamin Fry Frost and Alisa King for their 
work on biofilm assays.

Author contributions
Conceptualization, J. E. P.; methodology, J. E. P; formal analysis, R. N., 
J. A. and J. E. P.; investigation, R. N., J. A. and J. E. P.; resources, J.E.P.; 
data curation, R. N., J. A. and J. E. P.; writing—original draft preparation, 
R. N., J. A. and J. E. P.; writing—review and editing, R. N., J. A. and J. E. P.; 
supervision, J. E. P.; project administration, J.E.P.; funding acquisition, R. 
N. and J. E. P. All authors have read and agreed to the published version 
of the manuscript.

Conflicts of interest
The authors declare that there are no conflicts of interest.

References
 1. Beneduzi A, Ambrosini A, Passaglia LMP. Plant growth- promoting 

rhizobacteria (PGPR): their potential as antagonists and biocontrol 
agents. Genet Mol Biol 2012;35:1044–1051.

 2. Souza Rde, Ambrosini A, Passaglia LMP. Plant growth- promoting 
bacteria as inoculants in agricultural soils. Genet Mol Biol 
2015;38:401–419.

 3. Rudrappa T, Biedrzycki ML, Bais HP. Causes and consequences of 
plant- associated biofilms. FEMS Microbiol Ecol 2008;64:153–166.

 4. Lugtenberg B, Kamilova F. Plant- Growth- Promoting rhizobacteria. 
Annu Rev Microbiol 2009;63:541–556.

 5. Lynch JM. The Rhizosphere. Wiley; 1990.

 6. Allard- Massicotte R, Tessier L, Lécuyer F, Lakshmanan V, 
Lucier J- F et al. Bacillus subtilis Early Colonization of Arabidopsis 
thaliana Roots Involves Multiple Chemotaxis Receptors. mBio 
2016;7:e01664–16.

 7. Gao S, Wu H, Yu X, Qian L, Gao X. Swarming motility plays the 
major role in migration during tomato root colonization by Bacillus 
subtilis SWR01. Biological Control 2016;98:11–17.

 8. Beauregard PB, Chai Y, Vlamakis H, Losick R, Kolter R. Bacillus 
subtilis biofilm induction by plant polysaccharides. Proc Natl Acad 
Sci U S A 2013;110:E1621–E1630.

 9. Ikeda AC, Bassani LL, Adamoski D, Stringari D, Cordeiro VK et al. 
Morphological and genetic characterization of endophytic bacteria 
isolated from roots of different maize genotypes. Microb Ecol 
2013;65:154–160.

 10. Kearns DB. A field guide to bacterial swarming motility. Nat Rev 
Microbiol 2010;8:634–644.

 11. Kearns DB, Losick R. Swarming motility in undomesticated Bacillus 
subtilis. Mol Microbiol 2004;49:581–590.

 12. Patrick JE, Kearns DB. Laboratory strains of Bacillus subtilis do not 
exhibit swarming motility. J Bacteriol 2009;191:7129–7133.

 13. Kalamara M, Spacapan M, Mandic- Mulec I, Stanley- Wall NR. Social 
behaviours by Bacillus subtilis: quorum sensing, kin discrimination 
and beyond. Mol Microbiol 2018;110:863–878.

 14. Guillen N, Weinrauch Y, Dubnau DA. Cloning and characterization 
of the regulatory Bacillus subtilis competence genes comA and 
comB. J Bacteriol 1989;171:5354–5361.

 15. Nakano MM, Zuber P. Cloning and characterization of srfB, a regu-
latory gene involved in surfactin production and competence in 
Bacillus subtilis. J Bacteriol 1989;171:5347–5353.

 16. Nakano MM, Marahiel MA, Zuber P. Identification of a genetic locus 
required for biosynthesis of the lipopeptide antibiotic surfactin in 
Bacillus subtilis. J Bacteriol 1988;170:5662–5668.

 17. Rudrappa T, Czymmek KJ, Paré PW, Bais HP. Root- secreted 
malic acid recruits beneficial soil bacteria. Plant Physiol 
2008;148:1547–1556.

 18. Vlamakis H, Chai Y, Beauregard P, Losick R, Kolter R. Sticking 
together: building a biofilm the Bacillus subtilis way. Nat Rev Micro-
biol 2013;11:157–168.

 19. Cairns LS, Hobley L, Stanley- Wall NR. Biofilm formation by Bacillus 
subtilis: new insights into regulatory strategies and assembly 
mechanisms. Mol Microbiol 2014;93:587–598.

 20. Branda SS, González- Pastor JE, Ben- Yehuda S, Losick R, Kolter R. 
Fruiting body formation by Bacillus subtilis. Proc Natl Acad Sci USA 
2001;98:11621–11626.

 21. Earl AM, Losick R, Kolter R. Ecology and genomics of Bacillus 
subtilis. Trends Microbiol 2008;16:269–275.

 22. Rudrappa T, Bais HP. Arabidopsis thaliana root surface chemistry 
regulates in planta biofilm formation of Bacillus subtilis. Plant 
Signal Behav 2007;2:349–350.

 23. Choudhary DK, Johri BN. Interactions of Bacillus spp. and plants--
with special reference to induced systemic resistance (ISR). Micro-
biol Res 2009;164:493–513.

 24. Ongena M, Jourdan E, Adam A, Paquot M, Brans A et al. Surfactin 
and fengycin lipopeptides of Bacillus subtilis as elicitors of induced 
systemic resistance in plants. Environ Microbiol 2007;9:1084–1090.

 25. Hirooka K. Transcriptional response machineries of Bacillus 
subtilis conducive to plant growth promotion. Biosci Biotechnol 
Biochem 2014;78:1471–1484.

 26. Gopal M, Gupta A, Arunachalam V, Magu SP. Impact of 
azadirachtin, an insecticidal allelochemical from neem on soil 
microflora, enzyme and respiratory activities. Bioresour Technol 
2007;98:3154–3158.

 27. Spyrou IM, Karpouzas DG, Menkissoglu- Spiroudi U. Do botanical 
pesticides alter the structure of the soil microbial community? 
Microb Ecol 2009;58:715–727.

 28. C- C L. Effect of pesticides on soil microbial community. J Environ 
Sci Heal B 2010;45:348–359.

 29. Duke SO. Interaction of chemical pesticides and their formulation 
ingredients with microbes associated with plants and plant pests. 
J Agric Food Chem 2018;66:7553–7561.

 30. Kumar V, Singh S, Upadhyay N. Effects of organophosphate pesti-
cides on siderophore producing soils microorganisms. Biocatal 
Agric Biotechnol 2019;21:101359.



9

Newton et al., Access Microbiology 2020;2

 31. Kalia A, Gosal SK. Effect of pesticide application on soil microor-
ganisms. Arch Agron Soil Sci 2011;57:569–596.

 32. Eisenhauer N, Klier M, Partsch S, Sabais ACW, Scherber C et al. No 
interactive effects of pesticides and plant diversity on soil micro-
bial biomass and respiration. Applied Soil Ecology 2009;42:31–36.

 33. O'Toole GA, Kolter R. Initiation of biofilm formation in Pseu-
domonas fluorescens WCS365 proceeds via multiple, conver-
gent signalling pathways: a genetic analysis. Mol Microbiol 
1998;28:449–461.

 34. Atwood D, Paisley- Jones, Claire. Pesticides Industry Sales and 
Usage: 2008-2012 Market Estimates. Washington, DC: U.S. Environ-
mental Protection Agency; n.d; 2008.

 35. The list of organic pesticides Approved by the USDA | AGDAILY 
n.d. https://www. agdaily. com/ technology/ the- list- of- pesticides- 
approved- for- organic- production/ (accessed May 18, 2020).

 36. LaForge FB, Barthel WF. Constituents of pyrethrum flowers; the 
partial synthesis of pyrethrins and cinerins and their relative toxic-
ities. J Org Chem 1947;12:199–202.

 37. Jensen IM, Whatling P. Chapter 71 - Malathion: A Review of Toxi-
cology. In: Krieger R (editor). Hayes’ Handbook of Pesticide Toxi-
cology, 3rd ed. New York: Academic Press; 2010. pp. 1527–1542.

 38. Kobayashi K. Bacillus subtilis pellicle formation proceeds 
through genetically defined morphological changes. J Bacteriol 
2007;189:4920–4931.

 39. Lee LM, Rosenberg G, Rubinstein SM. A sequence of develop-
mental events occurs underneath growing Bacillus subtilis pelli-
cles. Front Microbiol 2019;10:842.

 40. Trejo M, Douarche C, Bailleux V, Poulard C, Mariot S et al. Elasticity 
and wrinkled morphology of Bacillus subtilis pellicles. Proc Natl 
Acad Sci USA 2013;110:2011–2016.

 41. Asally M, Kittisopikul M, Rué P, Du Y, Hu Z et al. Localized cell death 
focuses mechanical forces during 3D patterning in a biofilm. Proc 
Natl Acad Sci U S A 2012;109:18891–18896.

 42. Stanlake GJ, Clark JB. Effects of a commercial malathion prepara-
tion on selected soil bacteria. Appl Microbiol 1975;30:335–336.

 43. Butterworth JH, Morgan ED. Isolation of a substance that 
suppresses feeding in locusts. Chem Commun. 1968:23–24.

 44. Djibril D, Mamadou F, Gérard V, Geuye M- DC, Oumar S et  al. 
Physical characteristics, chemical composition and distribution 
of constituents of the neem seeds (Azadirachta indica A. Juss) 
collected in Senegal. Res J Chem Sci 2015;5:7.

 45. Swapna Sonale R, Ramalakshmi K, Udaya Sankar K. Characteriza-
tion of neem (Azadirachta indica A. Juss) seed volatile compounds 
obtained by supercritical carbon dioxide process. J Food Sci Technol 
2018;55:1444–1454.

 46. Gossé B, Amissa AA, Anoh Adjé F, Bobélé Niamké F, Ollivier D et al. 
Analysis of components of neem (Azadirachta indica) oil by diverse 
chromatographic techniques. J Liq Chromatogr Relat Technol 
2005;28:2225–2233.

Five reasons to publish your next article with a Microbiology Society journal
1.  The Microbiology Society is a not-for-profit organization.
2.  We offer fast and rigorous peer review – average time to first decision is 4–6 weeks.
3.   Our journals have a global readership with subscriptions held in research institutions around  

the world.
4.  80% of our authors rate our submission process as ‘excellent’ or ‘very good’.
5.  Your article will be published on an interactive journal platform with advanced metrics.

Find out more and submit your article at microbiologyresearch.org.


	Biofilm formation by Bacillus subtilis is altered in the presence of pesticides
	Abstract
	Data Summary
	Introduction
	Methods
	Strains, media and growth conditions
	Pesticide dilution and usage
	Floating pellicle biofilm assays
	Crystal violet biofilm assays
	Colony architecture biofilm assays
	Growth curve assays
	Swarm expansion assays

	Results
	Neem oil inhibits floating pellicle biofilm formation at high concentrations
	Oil does not alter pellicle formation
	Malathion and pyrethrin inhibit biofilm formation
	Neem oil acts as a chemorepellent and impairs swarming motility
	Neem oil alters swarming pattern

	Discussion
	References


