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Spectrum of antibacterial activity 
and mode of action of a novel tris-
stilbene bacteriostatic compound
Nikki Y. T. Man  1,2, Daniel R. Knight  2, Scott G. Stewart1, Allan J. McKinley1,  
Thomas V. Riley  2,3,4 & Katherine A. Hammer  2

The spectrum of activity and mode of action of a novel antibacterial agent, 135C, was investigated using 
a range of microbiological and genomic approaches. Compound 135C was active against Gram-positive 
bacteria with MICs for Staphylococcus aureus ranging from 0.12–0.5 μg/ml. It was largely inactive 
against Gram-negative bacteria. The compound showed bacteriostatic activity in time-kill studies and 
did not elicit bacterial cell leakage or cell lysis. Checkerboard assays showed no synergy or antagonism 
when 135C was combined with a range of other antibacterials. Multi-step serial passage of four S. 
aureus isolates with increasing concentrations of 135C showed that resistance developed rapidly and 
was stable after drug-free passages. Minor differences in the fitness of 135C-resistant strains and parent 
wildtypes were evident by growth curves, but 135C-resistant strains did not show cross-resistance 
to other antibacterial agents. Genomic comparison of resistant and wildtype parent strains showed 
changes in genes encoding cell wall teichoic acids. 135C shows promising activity against Gram-positive 
bacteria but is currently limited by the rapid resistance development. Further studies are required 
to investigate the effects on cell wall teichoic acids and to determine whether the issue of resistance 
development can be overcome.

Antimicrobial resistance (AMR) is one of the most problematic public health issues that society faces today. As 
an example, the prevalence of methicillin-resistant Staphylococcus aureus (MRSA) increased from 5% in 1980 to 
50% of documented S. aureus infections in 20001. The increase in AMR is placing significant pressure on essential 
health care systems around the world2 as infections caused by resistant bacteria are associated with higher levels 
of morbidity and mortality and increased health care costs3. Furthermore, in 2016 more than 2800 people died 
from infectious diseases in Australia4, highlighting the need for effective antibiotic therapy as a critical compo-
nent of reducing both morbidity and mortality associated with infectious diseases.

Naturally-occurring stilbenes are known for their diverse bioactivities5 including anti-cancer (phoyunbenes6, 
halophilol A7 and combretastatins8), anti-diabetic (rumexoid9) and antimalarial activity (stilbenes isolated from 
Artocarpus integer10). Many stilbene derivatives have also shown activity against bacteria11 including a compound 
isolated from Combretum woodii leaves12.

A previous study of a promising antibacterial stilbene compound found in silico led to triacid derivative 135C 
(Fig. 1). In this previous medicinal chemistry study, 135C was found to exhibit antibacterial activity13 against 
several Gram-positive bacteria in vitro, including methicillin-resistant Staphylococcus aureus (MRSA), at con-
centrations comparable to those required for existing antibiotics14. Our reference compound 135C contains a 
tri-carboxylic acid functionality and a tri-styrene motif, and its structural class is not seen in the current antimi-
crobial literature. Other natural stilbenes with antibacterial activity, such as resveratrol15, have been studied in 
detail but none contain this tri-styrene motif. Thus, given that this compound falls outside any known existing 
antibacterial classes, the benefits from developing it as a potential antibacterial agent are considerable, as there 
may be a reduced likelihood of observing antibacterial cross-resistance16 and it is possible that the compound has 
a novel mode of antibacterial action.

1Chemistry, School of Molecular Sciences, The University of Western Australia, Crawley, WA, 6009, Australia. 2School 
of Biomedical Sciences, The University of Western Australia, Crawley, WA, 6009, Australia. 3PathWest Laboratory 
Medicine WA, Queen Elizabeth II Medical Centre, Nedlands, WA, 6009, Australia. 4School of Medical and Health 
Sciences, Edith Cowan University, Joondalup, WA, 6027, Australia. Correspondence and requests for materials 
should be addressed to K.A.H. (email: katherine.hammer@uwa.edu.au)

Received: 5 December 2017

Accepted: 29 March 2018

Published: xx xx xxxx

OPEN

http://orcid.org/0000-0001-5144-921X
http://orcid.org/0000-0002-9480-4733
http://orcid.org/0000-0002-1351-3740
http://orcid.org/0000-0001-7878-4851
mailto:katherine.hammer@uwa.edu.au


www.nature.com/scientificreports/

2Scientific REPORTS |  (2018) 8:6912  | DOI:10.1038/s41598-018-25080-w

The aim of the current research was to continue investigations into the antibacterial activity of compound 
135C. In particular, the spectrum of activity against a wide range of organisms was determined and the mode of 
action was investigated. The spectrum of antibacterial activity and synergy with conventional antibacterial agents 
was determined using broth microdilution techniques. Detection of the leakage of intracellular material that 
absorbs at 260 nm, lysis of cells and time-kill experiments were also performed to investigate potential modes of 
action. Lastly, the development of multi-step resistance to 135C was investigated by serial passage using four S. 
aureus strains. A genomic comparison of the resultant 135C-resistant mutant strains and wildtype parent strains 
was also performed.

Materials and Methods
Bacterial strains. Reference and clinical strains (n = 93) were obtained from the School of Biomedical 
Sciences at The University of Western Australia (UWA) and PathWest Laboratory Medicine WA. The Gram 
positive isolates (n = 71) comprised staphylococci (n = 40), streptococci (n = 20), micrococci (n = 10) and 
Clostridium difficile (n = 1). The Gram negative isolates (n = 22) included Moraxella spp. (n = 10), Escherichia coli 
(n = 3), Pseudomonas aeruginosa (n = 3), Prevotella bivia (n = 1) and Bacteroides spp. (n = 5).

Compounds. Compound 135C was synthesised as described previously14 and purity was confirmed by 1H 
and 13C NMR spectroscopy. Compound 135C was a yellow solid, and was stored under argon and protected from 
light at −20 °C. Stock solutions of 135C in dimethyl sulfoxide (DMSO) were prepared fresh on each testing occa-
sion and were diluted as required. The maximum concentration of DMSO present in bioactivity assays was 10%.

Susceptibility tests. Minimum inhibitory concentrations (MICs) and minimum bactericidal concen-
trations (MBCs) were determined using the broth microdilution methods recommended by the Clinical and 
Laboratory Standards Institute17. Briefly, compound 135C was serially diluted two-fold in 100 µL volumes of 
sterile distilled water in a 96-well microtitre tray (Falcon, Becton Dickinson, USA). Inocula were prepared by 
culturing organisms overnight on blood agar, then suspending several colonies in 0.85% saline. Each suspension 
was then adjusted using 0.85% saline to a 0.5 McFarland turbidity standard. Suspensions were then diluted in 
Mueller-Hinton broth to give a cell concentration of approximately 106 CFU/ml. Each well of the microtitre tray 
was inoculated with a 100 µL volume of inocula and microtitre trays were incubated at 37 °C for 24 h, or 48 h for 
anaerobes, under the appropriate conditions. For a subset of Gram-negative bacteria, MICs were also determined 
in the presence of polymyxin B nonapeptide (PMBN) at a final concentration of 5 μg/ml. PMBN is a well-known 
outer membrane permeabiliser18 and increased susceptibility in the presence of PMBN suggests that the Gram 
negative outer membrane has a role in preventing the entry of antimicrobial compounds in the cell19. MICs were 
determined as described above with the following adjustment: 135C was serially diluted two-fold in 50 μL vol-
umes in a 96-well microtitre tray (Falcon, Becton Dickinson, USA), after which 50 μL of PMBN at 20 μg/ml was 
added to each microtitre well. Novobiocin (0.5–512 μg/ml) was used as a positive control for assays with PMBN20. 
For all susceptibility tests, MICs were determined visually as the lowest concentration of antibacterial agent pre-
venting visible growth. For some assays, MBCs were determined by subculturing 10 µL volumes from non-turbid 
wells, spot-inoculating onto blood agar and incubating for 24–48 h. The MBC was determined as the lowest con-
centration of antibacterial with no resultant growth in the subculture. MBCs were not determined for anaerobic 
bacteria nor the assay with PMBN. Each organism was tested in triplicate and modal values were selected. DMSO 
was tested in parallel as a solvent control.

Determination of antibacterial synergy. MICs of 135C in combination with a range of antibiotics 
with varying mechanisms of action were determined against S. aureus NCTC 6571 to investigate whether syn-
ergy or antagonism occurred. The antibiotics tested were ciprofloxacin, rifampicin, vancomycin, erythromycin, 
gentamicin and oxacillin. The checkerboard broth microdilution method was used as described previously21. 
Briefly, each antibiotic was serially diluted two-fold in 50 μL volumes in a 96-well microtitre tray (Falcon, Becton 

Figure 1. Structure of compound 135C.



www.nature.com/scientificreports/

3Scientific REPORTS |  (2018) 8:6912  | DOI:10.1038/s41598-018-25080-w

Dickinson, USA), after which 50 μL of 135C at varying concentrations (ranging from 0.06–4 μg/ml) was added to 
each dilution series. The remainder of the assay was performed as described above. For each well of the microtitre 
plate that corresponded to an MIC, the fractional inhibitory concentration index (∑FIC) was determined using 
the equation: ∑FIC = FICA + FICB = (MIC of drug A in combination/MIC of drug A alone) + (MIC of drug B 
in combination/MIC of drug B alone). The ∑FICmin and ∑FICmax were determined as the lowest and the high-
est ∑FIC, respectively. The interaction was deemed synergistic if the ∑FIC was ≤ 0.5, additive if the ∑FIC was 
between 0.5 and 1.0, indifferent if the ∑FIC was between 1.0 and 2.0 and antagonistic if the ∑FIC was > 2.022,23.
This assay was performed in triplicate per antibacterial agent/135C combination.

Cellular leakage and lysis. Bacteriolysis and cell leakage assays were performed as previously described24. 
Inocula were prepared from an overnight culture of S. aureus NCTC 6571 in Mueller-Hinton broth (MHB) by diluting 
to 0.5 McFarland in fresh MHB. Bacterial suspensions were then left untreated (untreated control) or were treated with 
2, 32 (1 × MBC) and 320 μg/ml (10 × MBC) 135C. Treatments and the control were incubated at 35 °C with shaking at 
80 rpm. Samples were removed immediately after inoculation (time 0), and further samples were taken at 15, 30, 60, 120 
and 240 min. Cell lysis was determined by measuring the optical density (OD) of each sample at 600 nm. The leakage 
of intracellular contents was determined by filtering samples (0.45 μm) to obtain cell-free filtrates and determining the 
OD260 at time zero and 240 min only. The OD of all samples was determined against the appropriate blank at the appro-
priate wavelength. Each assay was performed in triplicate and mean values were determined.

Time-kill kinetics. Bacterial killing assays were performed as previously described24. Inocula were prepared as 
described for the cell leakage and lysis assays and were exposed to 135C at 0 (untreated control), 32 and 320 μg/ml of 
135C in MHB. Treatments and controls were incubated at 35 °C with shaking at 80 rpm and samples were removed 
at 0, 15, 30, 60, 120 and 240 min. Samples were immediately serially diluted ten-fold in 0.01 M phosphate buffered 
saline (PBS) at pH 7.0 and 10 μL aliquots were spot-inoculated in duplicate onto MHA. Agar plates were incubated 
at 37 °C overnight before determining the viable count. The assay was conducted on two separate occasions.

Serial passage with compound 135C to evaluate resistance development. Four S. aureus strains 
(NCTC 10442, ATCC 29213 and clinical isolates RPH 15913 and 3784546E) were investigated for the develop-
ment of multi-step resistance to 135C by serially passaging in increasing concentrations of the compound, using 
methods as previously described25. Briefly, MICs were determined using the CLSI broth microdilution method 
as described above17. The optical density of all wells was then determined (at 600 nm) and serial passage was per-
formed by removing the contents of the well with the highest concentration of 135C that had an OD600 value of 
approximately 0.1, and adding this culture to a freshly prepared dilution series in a 96-well microtitre tray. This 
was repeated at 24 h intervals for a total of 10 passages, for each of the four organisms. The compound concentra-
tion range of each new passage was based on the MIC from the previous passage. At the end of the serial passage 
experiment, each organism was cultured from the highest turbid well onto blood agar (BA) and all were then pas-
saged daily on drug-free media (BA) for 10 days. MICs of 135C were determined again after the third and tenth 
drug-free passages. After three drug-free passages, MICs were also determined for ciprofloxacin, erythromycin, 
gentamicin, oxacillin, rifampin, vancomycin, kanamycin and chloramphenicol to evaluate whether antibacterial 
cross-resistance was evident. The entire experiment was performed four times.

Relative fitness of S. aureus isolates serially passaged with 135C. The relative fitness of strains was 
evaluated as described previously26. Briefly, serially-passaged S. aureus isolates and parent strains were cultured over-
night on brain heart infusion agar (BHIA) plates, then 2–3 well-isolated colonies were inoculated into 15 ml of brain 
heart infusion broth (BHIB) and incubated at 37 °C with shaking at 80 rpm. After overnight growth, all cultures 
were diluted to an OD600 of 0.01 and 150 μl of this was added to 15 ml of BHIB to give an inoculum concentration of 
approximately 106 CFU/ml. Cultures were incubated at 37 °C with shaking at 125 rpm for 24 h. The OD600 of cultures 
was determined every hour for 1–7 h and then at 24 h. The entire assay was performed four times.

Genomic DNA preparation and whole genome sequencing. Following subculture of S. aureus 
isolates on blood agar for 24 h, genomic DNA was extracted using a Gentra Puregene Yeast/Bact. Kit [Qiagen, 
Hilden, Germany] and multiplexed paired-end (PE) libraries were generated using standard Nextera XT proto-
cols [Illumina, CA, USA]. Whole genome sequencing (WGS) of eight S. aureus strains (4 generated mutants, 4 
wildtype) was performed using a MiSeq benchtop sequencer [Illumina], generating 300 bp PE reads. Sequence 
data for this study has been deposited in the European Nucleotide Archive (ENA) under study PRJEB21492 
(sample accessions ERS1797685-ERS1797692). To examine genetic differences between wildtype parent strains 
and mutant progenitors, high-resolution single nucleotide variant (SNV) analysis was performed, as previously 
described27. The highly annotated genome of S. aureus strain MRSA-252 [Genbank accession BX571856, multi-
locus sequence type (ST) 36] was used as a reference chromosome for read mapping (to a median depth of 45X 
across the 2.9 Mbp chromosome, range 26.9–52.6X) and SNV calling28.

Results
Susceptibility tests. Susceptibility testing of a range of aerobic bacterial species showed that compound 
135C was active against Gram-positive bacteria and also active against the Gram negative species Moraxella 
catarrhalis (Table 1). The most susceptible organism was S. aureus, with MICs of 135C ranging from 0.12–0.5 μg/
ml. However, the MBCs for all species tested were ≥ 32 μg/ml (Table 1). Given this large difference between the 
MICs and MBCs, the activity of 135C was deemed to be bacteriostatic. When MICs against S. aureus NCTC 6571 
were determined under anaerobic conditions, the MIC decreased from 0.5 to 0.004 μg/ml (seven doubling-di-
lutions). Susceptibility tests against a range of anaerobic bacteria showed an MIC of 16 µg/ml for Clostridium 
difficile, and a range of 32–256 µg/ml for Prevotella bivia and five Bacteroides spp. strains.



www.nature.com/scientificreports/

4Scientific REPORTS |  (2018) 8:6912  | DOI:10.1038/s41598-018-25080-w

MICs in the presence of PMBN. The activity of 135C against E. coli and P. aeruginosa was enhanced in the 
presence of PMBN (Table 2). The effect was more pronounced for E. coli than for P. aeruginosa, with the prior 
exhibiting at least a three-doubling-dilution increase in susceptibility to 135C in the presence of PMBN.

Synergy experiments. Antibacterial synergy data were generated using oxacillin, gentamicin, erythromy-
cin, vancomycin, rifampicin and ciprofloxacin (Fig. 2). The ∑FIC was calculated to determine whether each com-
bination of antibacterial agent/135C was considered synergistic, additive, indifferent or antagonistic (Table 3). 
Although there were several ∑FICmin values that were less than 0.5, the results overall showed largely additive and 
indifferent activity for all six antibacterial agents, indicating negligible synergistic activity with 135C.

Leakage, lysis and time-kill experiments. Treatment of S. aureus NCTC 6571 with the highest concentra-
tion compound 135C (320 μg/ml, 10 × MBC) did not lead to any decrease in OD600, indicating that cell lysis did not 
occur. Similarly, experiments investigating whether exposure to 135C resulted in the leakage of intracellular contents 
did not show an appreciable change in OD260 after 2 h, indicating that the leakage of intracellular materials (nucleic 
acids) did not occur and that the cell membrane likely remained intact. Time-kill experiments with S. aureus NCTC 
6571 did not show cell death at any concentration of 135C, with bacterial growth occurring in the presence of 2 µg/
ml and 32 µg/ml similar to the drug-free control. At 320 μg/ml (10 × MBC), cell viable counts remained similar to 
time zero, indicating that growth was inhibited but that cell death did not occur under these conditions.

Multi-step serial passage of S. aureus isolates with compound 135C. Four S. aureus isolates were 
serially passaged with increasing concentrations of compound 135C to investigate the development of resistance. 
After the first passage, MIC values for all four isolates had increased by at least 3-fold (Fig. 3) After ten passages 
with increasing concentrations of compound 135C, MICs for all strains had increased from initial values of 
0.12–0.25 μg/ml to 32–64 μg/ml. To investigate whether resistance was stable, isolates were subsequently pas-
saged 10 times without 135C, and MICs were again determined. For all four strains, the MICs after 10 drug-free 
passages were 32 μg/ml, which is similar to the final values (32–64 μg/ml) obtained after the 10 serial passages. 
This indicates that changes in susceptibility were stable, and are possibly due to a defined genetic mutation. The 
susceptibility of serially passaged S. aureus isolates was determined for a range of antibacterial agents selected to 
cover five major mode of action targets for antibiotics within bacterial cells. Cross-resistance to an antibacterial 
agent could indicate a shared, or at least similar, mode of antibacterial action16. However, parent and serially pas-
saged resistant strains did not differ in susceptibility (Table 4). Therefore, this part of the study did not offer any 
new information on the mode of action of compound 135C. Growth experiments conducted with both wildtype 
and serially-passaged 135C-resistant strains (Fig. 4) showed minor differences in growth patterns, with the great-
est difference seen for S. aureus ATCC 29213.

Genomic comparison of generated mutants and wildtypes. High-quality SNVs were detected in all 
four S. aureus mutant strains, relative to their wildtype counterparts (Table 5). Three of the four 135C-resistant 

Organism n

MIC (µg/ml)

MBC (µg/ml)Range MIC50 MIC90

Micrococcus spp. 10 8–>32 16 >32 >32

Moraxella catarrhalis 10 1–>32 8 32 >32

S. aureus (methicillin resistant) 10 0.12–0.5 0.25 0.5 32–256

S. aureus (methicillin susceptible) 10 0.25–0.5 0.25 0.5 32–128

Staphylococcus epidermidis 10 1–32 2 4 >32

Staphylococcus spp. (CNS)1 10 0.5–>32 4 >32 >32

Streptococcus pneumoniae 10 1–16 4 16 >32

Streptococcus pyogenes 10 8–32 8 16 >32

Table 1. Minimum inhibitory and bactericidal concentrations of 135C. 1CNS, coagulase-negative = Staphylococcus 
hominis, S. warneri, S. saprophyticus, S. capitis and S. haemolyticus.

Organism

MIC (µg/ml)

135C alone 135C+PMBN Novobiocin alone Novobiocin+PMBN

E. coli ATCC 43889 >512 128 64 2

E. coli NCTC 10538 >512 32 256 4

E. coli ATCC 25922 >512 128 128 2

P. aeruginosa NCTC 6749 512 256 >512 n.d.

P. aeruginosa ATCC 27853 512 n.d. 256 1

P. aeruginosa ATCC 25668 512 512 512 8

Table 2. Minimum inhibitory concentrations of 135C for Gram-negative bacteria in the presence and absence 
of PMBN. n.d. = no data. PMBN concentration 5 μg ml−1.
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strains showed nonsynonymous nucleotide changes (point mutations) in genes associated with teichoic acid bio-
synthesis (tagH, tagA, and tagG). These missense mutations resulted in codon changes and non-synonymous 
amino acid changes in the respective tag proteins.

Figure 2. Isobolograms showing interactions between 135C and antibacterial agents. The dotted gradient line 
represents the theoretical line of additivity.

Antibiotic FICmin FICmax Interaction

Ciprofloxacin 0.5 1.125 Additive

Erythromycin 0.376 1.125 Additive

Gentamicin 0.375 1.125 Additive

Oxacillin 0.531 1.015 Additive

Rifampicin 0.375 1.125 Additive

Vancomycin 1 2.25 Indifferent

Table 3. Minimum and maximum Fractional Inhibitory Concentration (FIC) indices of antibacterial 
agent/135C combinations.
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Discussion
The current study showed that the novel compound 135C was active largely against Gram-positive bacteria and 
confirmed the lack of activity observed previously against Gram-negative bacterial species14. Compound 135C 
showed highest activity against S. aureus, and was slightly less active against other Gram positive organisms, for 

Figure 3. Serial passage of S. aureus strains with 135C showing MICs over time. Data points are the geometric 
mean of two independent experiments repeats, each conducted in duplicate (4 values per day per isolate).

Organism Strain

MIC (µg/ml)

CIP ERY GEN OXA RIF VAN KAN CHL 135C

S. aureus NCTC 
10442

Parent 1 1 2 >16 0.0078 1 8 8 0.25

135C-passaged 0.5 1 1 >16 0.0078 1 4 8 >8

S. aureus ATCC 
29213

Parent 1 2 0.5 0.25 0.006 1 8 16 0.5

135C-passaged 0.5 1 1 0.5 0.0078 1 4 16 >8

S. aureus 15913*
Parent >8 >16 >16 >16 0.0078 1 >128 16 0.25

135C-passaged >8 >16 >16 >16 0.0039 2 >128 8 >8

S. aureus 
3784546E*

Parent >8 >16 2 >16 0.0078 1 8 16 0.5

135C-passaged >8 >16 2 >16 0.0078 1 4 16 >8

Table 4. Evaluation of S. aureus isolates passaged with 135C for cross-resistance to antibacterial agents. CHL, 
chloramphenicol; CIP, ciprofloxacin; ERY, erythromycin; GEN, gentamicin; KAN, kanamycin; OXA, oxacillin; 
RIF, rifampin; VAN, vancomycin. *Clinical isolate.

Figure 4. Growth fitness of serially passaged S. aureus isolates. The W indicates the wild-type strain and P 
indicates the passaged strain.
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reasons that remain to be determined. Poor activity against most Gram-negative bacteria may be due to a number 
of mechanisms including outer membrane impermeability and active efflux systems20. It has been shown previ-
ously that the outer membrane permeabiliser PMBN interacts with the lipopolysaccharide of the outer membrane 
of Gram-negative bacteria, and PMBN has been used to sensitise different bacteria to many hydrophobic antibac-
terial agents such as novobiocin, erythromycin and clindamycin29. PMBN alone has negligible activity and does 
not cause the leakage of periplasmic proteins from bacteria30 but allows the entry of hydrophobic antibacterial 
compounds into the cell by facilitating hydrophobic diffusion through the outer membrane. The activity of 135C 
was enhanced in the presence of PMBN, suggesting that the outer membrane has a role in limiting or preventing 
the entry of this compound into the cell. Further evidence of outer membrane involvement is shown by the sus-
ceptibility of the unusual Gram negative M. catarrhalis to 135C, which is likely due to the lack of long O-antigen 
polysaccharide chains in the lipopolysaccharide structure of its outer membrane31, which are normally present in 
Gram-negative bacteria. The absence of these lipooligosaccharide chains results in the increased permeability of 
the bacterial envelope31, which may contribute to the susceptibility of this organism to 135C.

When S. aureus species switch from aerobic to anaerobic growth, changes in gene expression occur, for exam-
ple the presence of glycolytic enzymes, and comparatively low amounts of tricarboxylic acid cycle enzymes32. The 
MIC of 135C against S. aureus NCTC 6571 decreased from 0.5 μg/ml to 0.004 μg/ml under anaerobic conditions. 
This suggests that under such conditions, the compound may be oxidised to a less active derivative, or that the 
compound may be metabolised differently under anaerobic conditions.

The mode of action of 135C against S. aureus was investigated using several different approaches. The first 
approach was to investigate effects against the cell wall and cell membrane, as these are two major targets for 
current antibacterial agents33 and experiments to quantify one or both are often performed to elucidate the mode 
of action of novel antibacterial agent24. Unfortunately, the results from the cell leakage and lysis assays indicated 
that neither of these sites are likely to be major targets for 135C.

Subsequently, studies investigating antibacterial synergy were conducted. Synergy between different antibac-
terial compounds can be determined using the checkerboard method where multiple concentrations of two dif-
ferent compounds are tested in combination. There are many examples of antibacterial combinations that have 
been shown to be synergistic, and synergistic interactions have the potential to shed light on the mode of action of 
an antibacterial agent. Examples include compounds that are active against the cell wall enhancing the uptake of 
aminoglycosides, as well as combinations of agents active on the cell wall34. Compound 135C was tested in com-
bination with antibacterial agents from different classes with known modes of action to broadly identify which 
class 135C may fall into. Antibacterial synergy data was determined using oxacillin, gentamicin, erythromycin, 
vancomycin, rifampicin and ciprofloxacin. The results showed only additive effects for all six antibacterial agents 
and did not show any observable significant synergy nor antagonism (Fig. 2).

Investigation of the development of resistance to 135C by S. aureus isolates showed rapid and stable resistance, 
which limits the potential usefulness of the compound. Often, the acquisition of bacterial resistance is accom-
panied by a fitness cost to bacteria35–37, typically evident as a reduction in growth rates in vivo38 and in vitro39, 
decreased invasiveness40 or a lower cell density41. Data from the current study indicated only minor differences in 
the fitness of parent and serially passaged strains, suggesting that fitness was not substantially altered.

Genomic comparison of the four 135C-resistant mutants to their wildtype parent strains provided interest-
ing insight into a potential relationship between 135C and wall teichoic acids (WTAs) (Table 5). Of the four 
135C-resistant strains, three contain mutations within the teichoic acid glycerol (tag) genes, tagH, tagA, and 
tagG. These three genes are involved in protein products associated with teichoic acid biosynthesis (tagA), and 
their ATP-binding cassette (ABC) transporter subunits (tagH and tagG)42–44. The changes identified in the 
135C-resistant mutants suggest that WTAs may be the target site of 135C, or that the compound may disruption 
of the regular function of WTAs. This finding is also helps to explain the lack of activity against Gram negative 
bacteria, as teichoic acids are absent in Gram negative bacteria.

Of note was that the changes in all three tag genes were nonsynonymous substitutions. These missense muta-
tions (single nucleotide alterations) result in codon changes that lead to different amino acids45. These changes 
occurred in only three of the four strains, with these three strains all being methicillin-resistant whilst the fourth 
strain is methicillin susceptible. The amino acid changes in S. aureus 3784546E and NCTC 10442 both involved 
an arginine substitution. In both cases, the substitution led to amino acids with shorter (less flexible), more hydro-
phobic and non-polar side chains (glycine and isoleucine)46. For S. aureus RPH 15913, the mutation resulted 
in an amino acid change from asparagine to lysine. The lysine side chain contains a longer (more flexible) and 

Strain Position WT MUT Locus tag Gene Variant Strand† Protein change Product description

S. aureus 3784546E*
551633 C T SAR0512 ftsH — — Cell division protease FtsH

692985 T C SAR0647 tagH A757G (minus) p.Arg253Gly Teichoic acid ABC transporter ATP-binding protein

S. aureus NCTC 10442 692787 G T SAR0646 tagA G665T (plus) p.Arg222Ile Teichoic acid biosynthesis protein

S. aureus RPH 15913* 694216 C G SAR0648 tagG C129G (plus) p.Asn50Lys Teichoic acid ABC transporter permease protein

S. aureus ATCC 29213

838911 G A SAR0801 — — — Putative glycosyl transferase

1721885 C T SAR1654 — — — Conserved hypothetical protein (methyltransferase)

2506091 C T SAR2437 — — — Putative transport protein

Table 5. Analysis of heterozygous sites in wildtype and mutant strains of S. aureus. WT, wildtype. MUT, 
mutant. MRSA-252 Genbank accession BX571856. *Clinical isolates. p. denotes amino acid change. †Base pair 
change on forward (plus) or reverse (minus) DNA strand.
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less hydrophobic moiety than asparagine, which is in contrast to what was observed in the previous two strains. 
However, for all three strains the mutation resulted in a less polar amino acid47. The polarity of the amino acid 
changes may be a significant factor if WTAs are the binding sites of 135C. Structurally, 135C is a symmetrical 
molecule with three polar carboxylic acid moieties14. It is therefore plausible that a change in the polarity of an 
amino acid in WTAs may have an effect on the ability of the acid moieties within this compound to hydrogen 
bond to a potential binding site48,49. Therefore, from a structural perspective, the changes in the amino acid side 
chains may be significant if the tag genes are indeed the binding sites of 135C.

It was interesting to note that S. aureus ATCC 29213 (methicillin-susceptible) was the only strain without a 
change in a tag gene. A plausible explanation may be that this strains’ WTA genetic profile is different to that of 
the methicillin-resistant strains. The mode of action of the β-lactam antibiotic methicillin involves the inhibition 
of penicillin-binding proteins (PBPs), which are essential in the synthesis of the peptidoglycan layer that makes 
up the cell wall50. Since WTAs are embedded in the peptidoglycan layer, the resistance mechanism of MRSA may 
have also affected these sites44,51. It is also important to note that WTAs are classified as virulence factors42,52, 
and as such, 135C may have a downstream effect on the ability of Gram-positive bacteria to proliferate in host 
organisms.

To summarise, our study revealed 135C to be a bacteriostatic agent with activity against a range of 
Gram-positive pathogens. The compound was largely inactive against Gram-negative bacteria, which may be due, 
in part, to the impermeability of the Gram-negative outer membrane and absence of teichoic acids within the cell 
wall. When combined with conventional antibiotics 135C did not show significant synergistic nor antagonistic 
activity. The absence of leakage of bacterial cell contents and absence of cell lysis indicate that 135C is unlikely 
to have a target within these sites. Resistance studies showed that S. aureus rapidly developed stable resistance to 
135C, after as little as a single passage. Comparison of the whole genome sequence of the 135C-resistant mutants 
to their wildtype counterparts revealed a change in teichoic acid-associated tag genes. Changes in these genes 
indicate a possible interaction between 135C and WTAs as part of its mode of action. Additional studies with 
bacterial strains that have specific WTA mutations53–55 may help to clarify the role of WTA in susceptibility to 
135C. This may also offer insight into why S. aureus in particular, is highly susceptible compared to other Gram 
positive organisms. In conclusion, lack of activity against Gram negative pathogens, absence of bactericidal activ-
ity and the rapid development of resistance all significantly limit the potential usefulness of the compound. It 
remains possible that additional chemical modification of the compound may lead to further novel compounds 
with improved efficacy, broader spectrum of activity and reduced resistance capacity.

References
 1. Schmidt, M. Beyond Antibiotics: Strategies for Living in a World of Emerging Infections and Antibiotic-Resistant Bacteria. (North 

Atlantic Books, 2009).
 2. Theuretzbacher, U. Accelerating resistance, inadequate antibacterial drug pipelines and international responses. Int. J. Antimicrob. 

Agents 39, 295–299 (2012).
 3. Projan, S. J. & Bradford, P. A. Late stage antibacterial drugs in the clinical pipeline. Curr. Opin. Microbiol. 10, 441–446 (2007).
 4. A Bureau of Statistics. Infectious Diseases (A00-B99). Causes of Death, Australia, Available at http://www.abs.gov.au/AUSSTATS/

abs@.nsf/DetailsPage/3303.02016 (2016).
 5. Shen, T., Wang, X.-N. & Lou, H.-X. Natural stilbenes: an overview. Nat. Prod. Rep. 26, 916–935 (2009).
 6. Guo, X.-Y. et al. New stilbenoids from Pholidota yunnanensis and their inhibitory effects on nitric oxide production. Chem. Pharm. 

Bull. 54, 21–25 (2006).
 7. Wang, Y.-Q., Tan, J.-J., Tan, C.-H., Jiang, S.-H. & Zhu, D.-Y. Halophilols A and B, two new stilbenes from Iris halophila. Planta Med. 

69, 779–781 (2003).
 8. Griggs, J., Metcalfe, J. C. & Hesketh, R. Targeting tumour vasculature: the development of combretastatin A4. Lancet Oncol. 2, 82–87 

(2001).
 9. Kerem, Z., Bilkis, I., Flaishman, M. A. & Sivan, L. Antioxidant Activity and Inhibition of α-Glucosidase by trans-Resveratrol, Piceid, 

and a Novel trans-Stilbene from the Roots of Israeli Rumex bucephalophorus L. J. Agric. Food Chem. 54, 1243–1247 (2006).
 10. Boonlaksiri, C. et al. An antimalarial stilbene from Artocarpus integer. Phytochemistry 54, 415–417 (2000).
 11. Aslam, S. N., Stevenson, P. C., Kokubun, T. & Hall, D. R. Antibacterial and antifungal activity of cicerfuran and related 

2-arylbenzofurans and stilbenes. Microbiol. Res. 164, 191–195 (2009).
 12. Famakin, J. O. & Katerere, D. R. P. Isolation of an antibacterial stilbene from Combretum woodii (Combretaceae) leaves. African J. 

Biotechnol. 4 (2005).
 13. Lengkeek, N. A. et al. The Synthesis of Fluorescent DNA Intercalator Precursors through Efficient Multiple Heck Reactions. Aust. J. 

Chem. 64, 316–323 (2011).
 14. Boulos, R. A. et al. Inspiration from old dyes: tris(stilbene) compounds as potent gram-positive antibacterial agents. Chemistry 19, 

17980–17988 (2013).
 15. Okasaka, M. et al. New Stilbene Derivatives from Calligonum leucocladum. J. Nat. Prod. 67, 1044–1046 (2004).
 16. Barry, A. L. & Fuchs, P. C. Cross-resistance and cross-susceptibility between fluoroquinolone agents. Eur. J. Clin. Microbiol. Infect. 

Dis. 10, 1013–1018 (1991).
 17. Clinical and Laboratory Standards Institute. Methods for Dilution Antimicrobial Susceptibility Tests for Bacteria That Grow 

Aerobically; Approved Standard — Ninth Edition. CLSI documentM07–A9; https://doi.org/10.4103/0976-237X.91790 (2012).
 18. Vaara, M. & Vaara, T. Sensitization of Gram-negative bacteria to antibiotics and complement by a nontoxic oligopeptide. Nature 303, 526 

(1983).
 19. Pagès, J.-M., Peslier, S., Keating, T. A., Lavigne, J.-P. & Nichols, W. W. Role of the outer membrane and porins in susceptibility of 

β-lactamase-producing Enterobacteriaceae to ceftazidime-avibactam. Antimicrob. Agents Chemother. 60, 1349–1359 (2016).
 20. Champlin, F. R., Ellison, M. L., Bullard, J. W. & Conrad, R. S. Effect of outer membrane permeabilisation on intrinsic resistance to 

low triclosan levels in Pseudomonas aeruginosa. Int. J. Antimicrob. Agents 26, 159–164 (2005).
 21. Pillai, S. K., Moellering, R. C. & Eliopoulos, G. M. in Antibiotics in laboratory medicine 576, 365–440 (Lippincott Williams & 

Wilkins, 2005).
 22. Cha, J.-D., Jeong, M.-R., Jeong, S.-I. & Lee, K.-Y. Antibacterial activity of sophoraflavanone G isolated from the roots of Sophora 

flavescens. J. Microbiol. Biotechnol. 17, 858–864 (2007).
 23. Lee, Y.-S. et al. Synergistic effects of the combination of galangin with gentamicin against methicillin-resistant Staphylococcus aureus. 

J. Microbiol. 46, 283–288 (2008).

http://www.abs.gov.au/AUSSTATS/abs
http://www.abs.gov.au/AUSSTATS/abs
http://dx.doi.org/10.4103/0976-237X.91790


www.nature.com/scientificreports/

9Scientific REPORTS |  (2018) 8:6912  | DOI:10.1038/s41598-018-25080-w

 24. Carson, C. F., Mee, B. J. & Riley, T. V. Mechanism of action of Melaleuca alternifolia (tea tree) oil on Staphylococcus aureus determined 
by time-kill, lysis, leakage, and salt tolerance assays and electron microscopy. Antimicrob. Agents Chemother. 46, 1914–1920 (2002).

 25. Hammer, K. A., Carson, C. F. & Riley, T. V. Effects of Melaleuca alternifolia (tea tree) essential oil and the major monoterpene 
component terpinen-4-ol on the development of single-and multistep antibiotic resistance and antimicrobial susceptibility. 
Antimicrob. Agents Chemother. 56, 909–915 (2012).

 26. Knight, G. M., Budd, E. L. & Lindsay, J. A. Large mobile genetic elements carrying resistance genes that do not confer a fitness 
burden in healthcare-associated meticillin-resistant Staphylococcus aureus. Microbiology 159, 1661–1672 (2013).

 27. Knight, D. R., Squire, M. M., Collins, D. A. & Riley, T. V. Genome Analysis of Clostridium difficile PCR Ribotype 014 Lineage in 
Australian Pigs and Humans Reveals a Diverse Genetic Repertoire and Signatures of Long-Range Interspecies Transmission. 
Frontiers in Microbiology 7, 2138 (2017).

 28. Price, J. R. et al. Whole-genome sequencing shows that patient-to-patient transmission rarely accounts for acquisition of 
Staphylococcus aureus in an intensive care unit. Clin. Infect. Dis. 58, 609–618 (2014).

 29. Vaara, M. & Vaara, T. Polycations sensitize enteric bacteria to antibiotics. Antimicrob. Agents Chemother. 24, 107–113 (1983).
 30. Vaara, M. & Vaara, T. Polycations as outer membrane-disorganizing agents. Antimicrob. Agents Chemother. 24, 114–122 (1983).
 31. Ellis, M. E. Infectious Diseases of the Respiratory Tract. (Cambridge University Press, 1998).
 32. Fuchs, S., Pané-Farré, J., Kohler, C., Hecker, M. & Engelmann, S. Anaerobic gene expression in Staphylococcus aureus. J. Bacteriol. 

189, 4275–89 (2007).
 33. Walsh, C. Antibiotics: Actions, Origins, Resistance. ASM Press; https://doi.org/10.1128/9781555817886 (2003).
 34. Acar, J. F. Antibiotic synergy and antagonism. Med. Clin. North Am. 84, 1391–1406 (2000).
 35. zur Wiesch, P. S., Engelstädter, J. & Bonhoeffer, S. Compensation of fitness costs and reversibility of antibiotic resistance mutations. 

Antimicrob. Agents Chemother. 54, 2085–2095 (2010).
 36. Melnyk, A. H., Wong, A. & Kassen, R. The fitness costs of antibiotic resistance mutations. Evol. Appl. 8, 273–283 (2015).
 37. Hernando-Amado, S., Sanz-García, F., Blanco, P. & Martínez, J. L. Fitness costs associated with the acquisition of antibiotic 

resistance. Essays Biochem. 61, 37 LP–48 (2017).
 38. Majcherczyk, P. A., Barblan, J.-L., Moreillon, P. & Entenza, J. M. Development of glycopeptide-intermediate resistance by 

Staphylococcus aureus leads to attenuated infectivity in a rat model of endocarditis. Microb. Pathog. 45, 408–414 (2008).
 39. Zhang, Q., Sahin, O., McDermott, P. F. & Payot, S. Fitness of antimicrobial-resistant Campylobacter and Salmonella. Microbes Infect. 

8, 1972–1978 (2006).
 40. Fernebro, J. et al. The influence of in vitro fitness defects on pneumococcal ability to colonize and to cause invasive disease. BMC 

Microbiol. 8, 65 (2008).
 41. Andersson, D. I. & Hughes, D. Antibiotic resistance and its cost: is it possible to reverse resistance? Nat. Rev. Microbiol. 8, 260–271 (2010).
 42. Swoboda, J. G., Campbell, J., Meredith, T. C. & Walker, S. Wall Teichoic Acid Function, Biosynthesis, and Inhibition. Chembiochem 

11, 35–45 (2010).
 43. Qian, Z. et al. Genomic characterization of ribitol teichoic acid synthesis in Staphylococcus aureus: genes, genomic organization and 

gene duplication. BMC Genomics 7, 74 (2006).
 44. Sewell, E. W. C. & Brown, E. D. Taking aim at wall teichoic acid synthesis: new biology and new leads for antibiotics. J. Antibiot. 

(Tokyo). 67, 43–51 (2014).
 45. Pierce, B. A. Genetics: A conceptual approach. (Macmillan, 2012).
 46. McKee, T. & McKee, J. In Biochemistry: the molecular basis of life 108–160 (Boston McGraw-Hill, 2003).
 47. Berg, J. M., Tymoczko, J. L. & Stryer, L. In Biochemistry (WH Freeman, 2002).
 48. Wade, R. C. & Goodford, P. J. The role of hydrogen-bonds in drug binding. Prog. Clin. Biol. Res. 289, 433–444 (1989).
 49. Motiejunas, D. & Wade, R. C. In (ed. Triggle, D). in Structural, Energetic, and Dynamic Aspects of Ligand–Receptor Interactions 

(Elsevier, 2007).
 50. Stapleton, P. D. & Taylor, P. W. Methicillin resistance in Staphylococcus aureus: mechanisms and modulation. Sci. Prog. 85, 57–72 (2002).
 51. Swoboda, J. G. et al. Discovery of a small molecule that blocks wall teichoic acid biosynthesis in Staphylococcus aureus. ACS Chem. 

Biol. 4, 875–883 (2009).
 52. Brown, S., Santa Maria, J. P. & Walker, S. Wall Teichoic Acids of Gram-Positive Bacteria. Annu. Rev. Microbiol. 67, https://doi.org/10.1146/

annurev-micro-092412-155620 (2013).
 53. Pasquina, L. W., Santa Maria, J. P. & Walker, S. Teichoic acid biosynthesis as an antibiotic target. Curr. Opin. Microbiol. 16, 531–7 (2013).
 54. Koprivnjak, T., Weidenmaier, C., Peschel, A. & Weiss, J. P. Wall teichoic acid deficiency in Staphylococcus aureus confers selective 

resistance to mammalian group IIA phospholipase A(2) and human beta-defensin 3. Infect. Immun. 76, 2169–76 (2008).
 55. Xia, G. et al. Wall teichoic Acid-dependent adsorption of staphylococcal siphovirus and myovirus. J. Bacteriol. 193, 4006–9 (2011).

Acknowledgements
NYM and DRK were supported by Australia Research Training Program Scholarships.

Author Contributions
N.Y.M. and K.A.H. wrote the main manuscript text and prepared Figures 1–4 and Tables 1–4. D.R.K. prepared 
Table 5. N.Y.M., D.R.K., K.A.H., S.G.S., A.J.M. and T.V.R. all reviewed the manuscript.

Additional Information
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://dx.doi.org/10.1128/9781555817886
http://dx.doi.org/10.1146/annurev-micro-092412-155620
http://dx.doi.org/10.1146/annurev-micro-092412-155620
http://creativecommons.org/licenses/by/4.0/

	Spectrum of antibacterial activity and mode of action of a novel tris-stilbene bacteriostatic compound
	Materials and Methods
	Bacterial strains. 
	Compounds. 
	Susceptibility tests. 
	Determination of antibacterial synergy. 
	Cellular leakage and lysis. 
	Time-kill kinetics. 
	Serial passage with compound 135C to evaluate resistance development. 
	Relative fitness of S. aureus isolates serially passaged with 135C. 
	Genomic DNA preparation and whole genome sequencing. 

	Results
	Susceptibility tests. 
	MICs in the presence of PMBN. 
	Synergy experiments. 
	Leakage, lysis and time-kill experiments. 
	Multi-step serial passage of S. aureus isolates with compound 135C. 
	Genomic comparison of generated mutants and wildtypes. 

	Discussion
	Acknowledgements
	Figure 1 Structure of compound 135C.
	Figure 2 Isobolograms showing interactions between 135C and antibacterial agents.
	Figure 3 Serial passage of S.
	Figure 4 Growth fitness of serially passaged S.
	Table 1 Minimum inhibitory and bactericidal concentrations of 135C.
	Table 2 Minimum inhibitory concentrations of 135C for Gram-negative bacteria in the presence and absence of PMBN.
	Table 3 Minimum and maximum Fractional Inhibitory Concentration (FIC) indices of antibacterial agent/135C combinations.
	Table 4 Evaluation of S.
	Table 5 Analysis of heterozygous sites in wildtype and mutant strains of S.




