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The growing threat of antibiotic-resistant bacterial infections to public 

health necessitates the development of novel antibacterial agents. 

Inhibiting bacterial cell wall synthesis has remained a key focus for 

antibiotic development. Our search for inhibitors of undecaprenyl 

diphosphate synthase (UPPS), an essential enzyme required for bacterial 

cell wall formation, revealed that two primary components of gamboge, 

gambogic acid (GA) and neogambogic acid (NGA), significantly inhibited 

the activity of Enterococcus faecalis UPPS (EfaUPPS) with the half maximal 

inhibitory concentrations (IC50) of 3.08 μM and 3.07 μM, respectively. In 

the in vitro antibacterial assay, both GA and NGA also exhibited inhibitory 

activities against E. faecalis with the minimal inhibitory concentrations 

(MICs) of 2 μg/mL. Using microscale thermophoresis, molecular docking, 

and enzymatic assays, we further confirmed that GA and NGA occupy the 

substrate binding pocket of EfaUPPS with micro-molar binding affinity, 

preventing the natural substrates farnesyl diphosphate (FPP) from entering. 

Mutagenesis analysis revealed that L91 and L146 are two key residues in the 

binding between GA/NGA and UPPS. Furthermore, we also demonstrated 

that GA and NGA can improve E. faecalis-induced undesirable inflammation 

in a mouse infection model. Taken together, our findings provide a basis for 

structural optimization of GA/NGA to develop improved antibiotic leads 

and enhance treatment success rates in clinical practice.
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Introduction

The emergence of antibiotic-resistant bacterial infections 
poses a serious threat to public health. However, the overuse and 
abuse of existing antibiotics as well as diminishing antibiotic 
pipelines have resulted in concerning levels of bacterial multidrug 
resistance and loss of the therapeutic efficacy of many antibiotics 
(Laxminarayan et  al., 2013; Yoshida et  al., 2017). Emerging 
evidence suggests that some drug-resistant bacteria, such as 
vancomycin-resistant Enterococci (VRE) and methicillin-resistant 
Staphylococcus aureus (MRSA), have also developed resistance to 
many other antibiotics (Hiramatsu et al., 1997; Raza et al., 2018; 
Miller et al., 2020), but there are few antibiotics to combat these 
multidrug resistance bacteria. As a result, there is an undeniable 
need for the development of novel antibiotics with new targets, as 
well as the rational optimization and remodeling of existing anti-
infective agent scaffolds to aid in the fight against drug resistance.

Bacterial cell wall has long been an interesting target for 
antibiotic discovery (Schneider and Sahl, 2010; Williams et al., 
2020). Peptidoglycan, a polymer of peptide and glycan strands 
cross-links, is the major component of cell wall structure (Vollmer 
et al., 2008; Turner et al., 2014; Dorr et al., 2019). Most commercial 
antibiotics that inhibit bacterial cell wall synthesis, such as 
penicillin (Park and Strominger, 1957), vancomycin (Perkins, 
1969) and bacitracin (Storm and Strominger, 1973), target the late 
stage of peptidoglycan formation. Antibiotics that target the early 
stage, on the other hand, have received little attention. Early steps 
of bacterial cell wall biosynthesis involve the condensation of 
dimethylallyl diphosphate (DMAPP) with two molecules of 
isopentenyl diphosphate (IPP) to generate farnesyl diphosphate 
(FPP) catalyzed by FPP synthase (FPPS). The resulting FPP 
further condenses with eight additional IPP molecules to afford 
undecaprenyl diphosphate (UPP) catalyzed by UPP synthase 
(UPPS). Dephosphorylation of UPP produces undecaprenyl 
phosphate (UP), which is a key lipid involved in the biosynthesis 
of peptidoglycan and many other cell-wall polysaccharide (Jomaa 
et al., 1999; Scholte et al., 2004; Guo et al., 2005; Teng and Liang, 
2012; Inokoshi et al., 2016; Wang et al., 2016; Dhar et al., 2018; 
Vollmer et al., 2019). In this regard, UPPS plays an important role 
in the early stages of bacterial cell wall synthesis, making it a 
prospective target for antibiotic discovery (Teng and Liang, 2012; 
Inokoshi et  al., 2016). To date, only several synthetic UPPS 
inhibitors have been reported (Kuo et al., 2008; Teng and Liang, 
2012; Wang et al., 2016). Therefore, discovery of UPPS inhibitors 
is an effective strategy for new antibiotics combating MRSA, VRE, 
and other drug-resistant bacteria.

Plant natural products have been an excellent source of drugs 
(Atanasov et  al., 2021), which is exemplified by the anti-
inflammatory agent acetylsalicylic acid (aspirin) derived from the 
natural product salicin isolated from Salix alba L (Dias et al., 2012; 
Montinari et al., 2019). Gambogic acid (GA) and neogambogic 
acid (NGA, also named gambogenic acid) are the major bioactive 
components of gamboge, a dry resin derived from the traditional 
Chinese medicine Garcinia hanburyi (Asano et al., 1996; Deng 

et  al., 2012). Structurally, GA is a caged prenylated garcinia 
xanthone whereas NGA is a C3-C4 hydration form of GA 
(Weakley et al., 2001; Han et al., 2005; Figure 1). A number of 
studies has reported that GA and NGA display promising anti-
cancer effects towards different types of cancer cell lines (Wu et al., 
2004; Zhao et al., 2004; Li et al., 2010; Wang and Chen, 2012; Yu 
et al., 2012; Zhou et al., 2020). Moreover, GA has been certified by 
the China Food and Drug Administration for clinical trials (Chi 
et al., 2013; Yang and Chen, 2013). However, there are limited 
number of reports documenting antibacterial activities of GA and 
NGA. Although Chaiyakunvat and Hua et al have reported that 
GA and NGA possess potential antibacterial activity against 
MRSA (Chaiyakunvat et al., 2016; Hua et al., 2019), the underlying 
mechanism remains largely unclear.

Recently, we reported viridicatumtoxins (VirA and VirB), a 
class of tetracycline-like antibiotics, strongly inhibit drug-resistant 
Gram-positive bacteria by directly binding to bacterial UPPS (Li 
et al., 2020). To further identify potential inhibitors of E. faecalis 
UPPS (EfaUPPS), we screened over 5,000 natural products by 
comparing their chemical structure properties, molecular weight, 
and hydrophobicity with our previously reported UPPS inhibitors 
VirA and VirB. Eventually, we found two natural compounds GA 
and NGA that display strong inhibition on EfaUPPS and have 
anti-E. faecalis activity.

In this study, we  show that GA and NGA act as potential 
inhibitors toward several Gram-positive bacteria tested, such as 
Enterococcus faecalis, MRSA, and Listeria monocytogenes. The in 
vitro enzyme inhibition assays suggested that both of GA and 
NGA exhibited excellent inhibitory activity against EfaUPPS in a 
dose-dependent manner. Furthermore, based on the crystal 
structure of EfaUPPS and molecular docking studies revealed that 
GA and NGA can interact directly with the key residues of 
EfaUPPS binding pocket, which was further validated by site-
directed mutagenesis and enzyme activity analyses. Importantly, 
in a mouse model of infection, GA and NGA can significantly 
reduce E. faecalis-induced inflammation. Collectively, we describe 
a key role for the natural products GA and NGA in fighting 
pathogenic bacteria through targeting UPPS, an essential enzyme 
involved in cell wall biosynthesis. Our findings provide new 
insights into the development and design of new antibiotics to 
combat drug-resistant bacterial infections through the prudent 
use of existing natural product resources.

Materials and methods

Strains, growth conditions, and chemical 
agents

Enterococcus faecalis ATCC29212 and Staphylococcus aureus 
ATCC29213 were purchased from the Fungal Genetics Stock 
Center. Methicillin-resistant Staphylococcus aureus (MRSA), 
Listeria monocytogenes ATCC19117, Escherichia coli ATCC25922, 
Escherichia coli BAS849, DH5α and BL21 were from Lin lab storage. 
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The clinical strains used in this study were isolated and identified 
from Affiliated Hospital of Nanjing University of Chinese Medicine 
and Nanjing Drum Tower Hospital, China. All the bacteria strains 
were routinely cultured in Luria-Bertani (LB) broth media (1% 
tryptone, 0.5% yeast extract, and 1% NaCl) at 37°C, except as noted.

Two compound libraries (natural product library 
catalog#L1400 and FDA-approved drug library catalog#L1300) 
used for initial hit screen were purchased from Selleck Chemicals 
Co., Ltd. Gambogic acid (GA) and neogambogic acid (NGA) were 
purchased from Shanghai yuanye Bio-Technology Co., Ltd., China 
and were dissolved in DMSO.

Protein expression, purification, and 
site-directed mutagenesis

Enterococcus faecalis undecaprenyl pyrophosphate synthase 
(EfaUPPS) recombination studies were performed as previously 
described (Li et al., 2020). Briefly, the full-length gene sequence of 
EfaUPPS was cloned into the NdeI and HindIII sites of pET28a 
vector under control of T7 promoter. The sequenced plasmid was 
then transformed into E. coli strain BL21(DE3) (Invitrogen) and 
the transformants were grown on LB broth media supplemented 
with 50 μg/mL kanamycin. A single colony of the transformant was 
then cultured in 100 mL of LB broth containing 50  μg/mL 
kanamycin overnight. The overnight cultures were inoculated into 
1 L of LB broth containing 50 μg/mL kanamycin and continue to 

culture until reaching an OD600 of 0.8. Upon reaching the optimal 
growth states, the cultures were induced by addition of 1 mM 
isopropyl-β-D-thiogalactoside (IPTG), and then cultured at 16°C 
for 16 h. After centrifuging and collecting cells, the samples were 
subsequently re-suspended in buffer A (200 mM NaCl, 5% glycerol, 
5 mM DTT, and 10 mM Tris–HCl, pH 7.9), and lysed using an 
AH-10013 cell disruptor (ATS). The lysate was separated by 
centrifugation (20,000 × g; 30 min at 4°C), and the supernatant was 
loaded onto a 5 mL column of Ni-NTA agarose (Qiagen) 
pre-equilibrated in buffer A. The column was washed 10 times with 
5 mL buffer A containing 25 mM imidazole, and finally eluted with 
50 mL buffer A containing 250 mM imidazole. Concentrated the 
eluted crude protein to ∼10 mg/mL by a 30 kDa MWCO Amicon 
Ultra-15 centrifugal ultrafilters (EMD Millipore), and purified by 
gel filtration chromatography on a HiLoad 16/60 Superdex 200 
prep grade column (GE Healthcare). The yield of EfaUPPS was 
∼5 mg/l, and purity was ∼95%, and stored in aliquots at −80°C.

The EfaUPPS site-directed mutagenesis was generated using 
QuikChange site-directed mutagenesis kit (Agilent) according to 
the manufacturer’s instructions. The purification of site-directed 
mutation was using a similar strategy as described above.

Antibacterial activity

Antibacterial activities were performed by examining the 
minimal inhibitory concentrations (MICs), which was determined 

FIGURE 1

Chemical structures of gambogic acid (GA) and neogambogic acid (NGA).
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by a microtiter broth dilution method as previously described 
(Cotsonas King and Wu, 2009), with minor modifications. Briefly, 
96-well plates (Corning) were inoculated with 100 μl of LB broth 
per well containing 7 × 105 CFU/mL bacteria, followed by adding 
100 μl of LB broth containing two-fold serial dilutions of the test 
compounds. Tetracycline (Tet) and ampicillin (Amp) and 
viridicatumtoxins were used as the positive controls. After 18 h of 
incubation, the MIC was determined to be  the lowest 
concentration without visible bacterial growth. The results were 
the averages of at least three biological replicates.

Ex-vivo growth inhibition assay

The E. faecalis ATCC29212 undecaprenyl pyrophosphate 
synthase genes, and the L91A and L146A mutation fragments were 
cloned into the BamH I  and Hind III digested pQE80Lvector, 
respectively. The resulting plasmids were transformed into E. coli 
BAS849, respectively. The strain transformed with the empty vector 
pQE80L was used as a negative control. A single colony of each 
transformant was inoculated into LB broth supplemented with 
100 μg/mL ampicillin and incubated at 200 rpm, 37°C overnight. 
After diluted the cultures to 7 × 105 CFU/mL by LB broth, 5 μl of each 
diluted cultures were dripped onto a LB agar plate supplemented 
with IPTG (0.5 mM), and GA or NGA (8 μg/mL) followed by 
cultivation at 37°C overnight, and then imaged. In the meantime, 
another 5 μl of each diluted cultures were diluted in 100 ul LB and 
coated on the relevant plates to check for bacterial CFUs.

Bacterial activity test

The E. faecalis ATCC29212 were pre-cultured in LB broth at 
200 rpm, 37°C overnight, and then the cultures were diluted to 
7 × 105 CFU/mL by LB broth. A 96-well microtiter plate was 
inoculated with 200 μl the diluted cultures per well containing 
0.1 mg/mL Resazurin with or without 2 μg/mL GA or NGA, 
followed by incubation at 37°C for 24 h, and then imaged. Three 
biological replicates were performed for each sample. To visualized 
the potential bactericidal properties for GA and NGA, the 24 h of 
GA/NGA-pretreated E. faecalis were coated on the plate to 
continue cultured overnight. The bactericidal properties of the 
compounds were determined by counting the bacterial CFUs.

UPPS inhibition assay

The UPPS inhibition assay was carried out by measuring the 
fluorescence of the reaction mixture in a black 96-well microtiter 
plate (Corning, United States). Briefly, the purified UPPS enzyme 
was mixed with 35 μM isopentenyl diphosphate (IPP), and 5 μM 
farnesyl diphosphate (FPP), as well as different concentrations of 
GA, NGA, or tetracycline (as a negative control) in 100 μL of 
reaction buffer containing 50 mM KCl, 0.5 mM MgCl2, 100 mM 

Tris–HCl (pH 7.5), 0.005% (w/v) Triton X-100, incubated for 
30 min, at 37°C. After the indicated incubation period, the 
reaction was terminated by the addition of 10 μl of 0.5 M EDTA 
solution. Transferred 50 μl of the reaction mixture into a new 
96-well microtiter plate, and quenched with an equal volume of 
Master Reaction Mix (Pyrophosphate Assay Kit, Sigma-Aldrich, 
USA) for 30 min. The UPPS inhibitory activity was performed by 
calculating the fluorescence percentage through determining the 
fluorescence absorbance of reaction mixture at 316 and 456 nm. 
Data of UPPS inhibitory activities were plotted versus compound 
concentrations on a semi-log scale using GraphPad Prism7. All 
the results were the means of at least three biological replicates.

The compound/substrate-UPPS binding competition 
experiment was performed as the above descriptions. The 
difference is that the reaction buffer containing 35 μM IPP, 
different concentrations of FPP ranged from 0–20 μM, and in the 
presence of 0/1/2/5 μM GA/NGA, respectively. Data were plotted 
with competitive inhibition model using GraphPad Prism7.

Microscale thermophoresis binding 
assays

To characterize the binding affinity between EfaUPPS and GA 
or NGA, the MST binding assay was performed as previously 
described (Lin et al., 2020). In brief, His-tagged EfaUPPS and site-
directed mutated EfaUPPS were labeled with the NT- 647-NHS 
dye using the Monolith NTTM Protein Labeling Kit RED-NHS 
(NanoTemper Technologies). Two-fold serially diluted GA or 
NGA was mixed with 10 nM of labeled EfaUPPS or its derivatives 
in 10 μl of binding buffer (137 mM NaCl, 2.7 mM KCl, 10 mM 
Na2HPO4, 1.8 mM KH2PO4, and 0.05% Tween-20, pH 7.8), 
incubated for 15 min, at room temperature. And then, loaded the 
mixtures into NT.115 premium coated capillaries (NanoTemper 
Technologies). MST trace signals were collected from the IR laser 
on to off for about 20 s, under the 5% LED power and high MST 
power mode. The change of molecular thermophoresis was 
monitored by standardized fluorescence value Fnorm, and the 
binding curve was plotted according to the values of Fnorm. The 
formed complex affinity was analyzed by MO Affinity Analysis 
software version 2.3. Apparent dissociation constants (Kd) were 
calculated using nonlinear fitting assuming one specific binding 
site with the GraphPad Prism 7 software with the following 
formula: Y = B∗

Max X/KD + X.
(∗ where BMax is the maximum theoretical specific binding; 

here BMax = 1).

Molecular docking study

The molecular docking study was carried out using Autodock4.2 
package (Morris et al., 2009) as described in (Li et al., 2020) with 
slight modifications. Briefly, chain C of EfaUPPS crystal structure 
(Protein data bank accession number: 6LOI) was used as the rigid 
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molecule. Autodock tool was used for arrangement of nonpolar 
hydrogens and partial atomic charges on the rigid molecule. The 
coordinates of GA and NGA were performed using CORINA 
Classic online service. A 70 × 90 × 90 grid box and 0.2 Å grid spacing 
centered roughly at the EfaUPPS substrate binding pocket was used 
as the searching space. To identify the protein-ligand interactions, 
100 runs of Larmarckian Genetic Algorithm were performed. The 
results were clustered, ranked, and analyzed using PyMOL program.

Animal experiments

All animal studies had been reviewed and approved by the 
Animal Ethical and Welfare Committee of Nanjing University of 
Chinese Medicine. 8-week-old male C57BL/6 J mice were housed 
in groups of four mice per cage in a 12/12-h day light cycle with 
free access to food and water under conditions of controlled 
humidity (50 ± 5%) and temperature (22 ± 2°C). Mice were 
adaptively raised for a week before experiments. To explore the 
effects of GA and NGA on E. faecalis, the mice were randomly 
divided into four groups including control, E. faecalis, 
E. faecalis + GA and E. faecalis + NGA. Mice received an oral dose 
(40 μM) of GA or NGA from 30 min after E. faecalis (1 × 1010 CFU) 
treatment for 19 days to sacrifice. The body weight of the mice was 
monitored daily. Afterwards mice spleens were collected and 
spleen weight was measured upon being sacrificed.

Histochemistry assessment

Spleen tissue sections of mice were fixed in 4% 
paraformaldehyde, dehydrated in alcohol, embedded in paraffin 
and then sliced into thin 5 μm sections. The tissues were then 
stained with hematoxylin & eosin (H&E). The tissue images were 
observed under an inverted microscope (Vectra 3.0, PerkinElmer, 
United States).

TNF-α production in vivo

Retro-orbital blood was collected from the mice in asepsis 
tubes before dissection. The blood was centrifuged at 3500 g for 
20 min to extract serum, which was stored at −20°C awaiting 
subsequent analyses. TNF-α-levels in serum was measured by 
ELISA according to the instructions of the manufacturer 
(eBioscience, United States).

Quantitative real-time polymerase chain 
reaction

Total RNA was extracted from the spleen of mice, and then 
the cDNA was synthesized with HiScript® II Q RT SuperMix for 
qPCR (Vazyme, China). qPCR was performed using the 

LightCycler®96 (Roche, Swiss). The qPCR primers of TNF-α 
(Forward: 5’-AAGCCTGTAGCCCACGTCGTA-3′ and Reverse: 
5’-GGCACCACTAGTTGGTTGTCTTTG-3′) were designed and 
synthesized by GENERAY Biotechnology (Shanghai, China). 
GAPDH was used as the reference gene.

Statistical analysis

All data were presented as mean ± standard error (SEM). 
Statistical analysis was shown as one-way ANOVAs with Tukey’s 
multiple comparisons by GraphPad Prism (GraphPad Software, 
USA). P<0.05 was considered as statistically significant.

Results

GA and NGA are strong inhibitors of 
EfaUPPS

To identify potential inhibitors of E. faecalis UPPS (EfaUPPS), 
two compound libraries containing over 5,000 natural products 
were in silico screened by comparing their chemical structure 
properties, molecular weight, and hydrophobicity with our 
previously reported UPPS inhibitors viridicatumtoxins A and B 
using a combination of AutoDock, Schrodinger, Biovia discovery 
studio, and virtual screening tools (Morris et al., 2009; Biovia, 
2022; Sharma et al., 2022; Shivanika et al., 2022; Siva Kumar et al., 
2022). One hundred twenty-seven candidate compounds were 
prioritized based on the property similarity and their inhibitory 
effects on the enzyme activity of the recombinant EfaUPPS 
(Supplementary Figure S1) were tested using an enzyme-coupled 
fluorescence assay. Intriguingly, among all the compounds tested, 
gambogic acid (GA) and neogambogic acid (NGA) inhibited 
EfaUPPS in a dose-dependent manner with the half maximal 
inhibitory concentration (IC50) values of 3.08 μM and 3.07 μM 
(Figures 2A,B), respectively, highly suggesting that GA and NGA 
target and inhibit EfaUPPS. To evaluate whether GA and NGA 
showed inhibitory effect on E. faecalis, we tested the antibacterial 
activities of GA and NGA by measuring their minimum inhibitory 
concentrations (MICs). As shown in Figure 2C, both GA and 
NGA exhibited promising antibacterial effects on E. faecalis with 
the MIC of 2 μg/mL in our broth microdilution assay. Taken 
together, both the enzyme inhibition assay and the growth 
inhibition experiment suggest that GA and NGA may exert their 
antibacterial effects through inhibiting UPPS activity, and that 
EfaUPPS is a potential target of GA and NGA.

To further verify that UPPS may be the potential target of GA 
and NGA ex-vivo, we transformed pQE80L-EfaUPPSWT, pQE80L-
EfaUPPSL91A, or pQE80L-EfaUPPSL146A as well as the empty 
pQE80L vector as a control into E. coli BAS849, a strain with 
deficient outer-membrane structure, respectively. The results 
showed that the growth of E. coli transformed with the empty 
vector was completely inhibited by GA or NGA at 8 μg/mL, while 
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overexpression of wild-type EfaUPPS antagonized the 
antibacterial effect and rescued the cell growth, conferring 
resistance on the cells. However, the growth of E. coli transformed 
with the pQE80L-EfaUPPSL91A and pQE80L-EfaUPPSL146A 
were showed moderate resistance to GA or NGA 
(Supplementary Figure S2). Collectively with the enzyme 
inhibition assay results of GA and NGA, these results provided 
evidence that GA and NGA may biologically target to EfaUPPS,

To determine an antibacterial dose baseline for GA and NGA 
on other pathogenic bacteria, the Gram-positive bacteria 
Staphylococcus aureus, methicillin-resistant Staphylococcus aureus 
(MRSA) and Listeria monocytogenes, as well as the Gram-negative 
bacteria Escherichia coli ATCC25922, BAS849 (a strain with 

deficient outer-membrane structure), DH5α and BL21 were 
assayed. According to the MIC results, both GA and NGA exhibited 
inhibitory activity toward S. aureus and L. monocytogenes, especially 
MRSA with the MIC values ranging from 2 μg/mL to 4 μg/mL.  
Furthermore, we also tested the MICs of the GA and NGA against 
10 more of the clinical strains of S. aureus, E. faecalis, 
L. monocytogenes, respectively. These two compounds also showed 
high potency in growth inhibitory activity 
(Supplementary Figure S3). In addition, GA and NGA also showed 
moderate inhibitory activities against E. coli BAS849, a strain with 
deficient outer-membrane structure, with MICs at 8 μg/mL.  
However, GA and NGA had no inhibitory effect on Gram-negative 
bacteria E. coli at the highest concentration tested (64 μg/mL; 

A

C

B

FIGURE 2

GA and NGA are strong inhibitors of EfaUPPS. (A,B) In vitro inhibitory activities of GA (A) and NGA (B) toward EfaUPPS. The calculated fluorescence 
percentages were plotted versus antibiotic concentrations on a semi-log scale (mean value ± SEM of three biological replicates). (C) Minimum 
inhibitory concentrations (MICs) of GA and NGA. Tetracycline (Tet), ampicillin (Amp) and viridicatumtoxins (VirA and VirB) were used as the positive 
controls. The data are presented as mean values from three independent biological replicates (n = 3, SD = 0).
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Figure 2C). Furthermore, to test the potential bactericidal properties 
for GA and NGA, we coated the 24 h GA/NGA-pretreated E. faecalis 
cultures on the plate to continue cultured for overnight. As a result, 
the cultures without GA/NGA treatment were full of plates, and 
only a few bacteria settled on the plate after GA/NGA treatment, 
which was far less than the initial inoculations (7 × 105 CFU/mL), 
indicating that GA and NGA have potential bactericidal effects at 
2 μg/mL (Supplementary Figure S4). These results demonstrated 
that GA and NGA are strong inhibitors of Gram-positive bacteria.

To determine whether the EfaUPPS enzyme is inhibited by 
direct binding of GA or NGA, microscale thermophoresis (MST) 
analysis was performed. The titration of EfaUPPS with GA 
followed an endothermal heat change profile, giving rise to a 
sigmoidal binding curve. The estimated dissociation constant Kd 
of EfaUPPS with GA using nonlinear fitting binding model was at 
micro-molar range (∼28.96 μM; Figure 3A), indicating a moderate 
affinity between the ligand GA and EfaUPPS. The binding 
between NGA and EfaUPPS was also analyzed by MST. Consistent 
with the results for GA, the equilibrium dissociation coefficient 
for NGA and EfaUPPS was determined to be Kd = 5.61 ± 2.16 μM 
(Figure  3B), which is about 5-fold lower than that for GA, 
suggesting that both GA and NGA inhibit EfaUPPS activity 
through direct binding, and the affinity of NGA is higher than that 
of GA. Therefore, understanding the difference in molecular 
interaction of GA/NGA with EfaUPPS would help to explain the 
obvious difference in binding affinity for EfaUPPS.

Molecular docking of GA and NGA with 
EfaUPPS

We next aimed to experimentally verify and explore the 
interactions between GA/NGA and EfaUPPS by analyzing the 

co-crystallization data. However, our trials to obtain co-crystals 
were unsuccessful possibly due to the poor aqueous solubility of 
GA/NGA and improper crystal packing. Alternatively, 
we performed a computer-aided molecular docking approach to 
evaluate the potential interactions between EfaUPPS and GA/
NGA. For the EfaUPPS enzyme, the overall structure comprises 
of seven surrounding α-helices and a central β-sheet with six 
parallel strands (Figures  4A,C), while for GA and NGA, the 
chemical structures of them are similar. The polyprenylation of 
xanthone skeleton allows the compounds to possess both 
hydrophilic and hydrophobic moieties. The hydrophobic face is 
dominated by the alkenyl chains and a segment of the polycyclic 
ring system. The hydrophilic face includes several carboxylate ions 
and oxygen atoms. The molecular docking studies (Figure  4) 
revealed that both GA and NGA can occupy the substrate FPP 
binding pocket of EfaUPPS, with an estimated free binding energy 
of −5.38 kcal/mol for GA and − 7.46 kcal/mol for NGA, 
respectively. The hydrophobic xanthone rings of GA and NGA are 
positioned in the active site of EfaUPPS (Figures 4B,D), which 
may have potential direct hydrogen-bonding interactions with the 
surrounding hydrophilic amino acid residues in EfaUPPS.

Key amino acid residues of GA and NGA 
binding pocket in EfaUPPS

In the molecular docking model, GA and NGA are surrounded 
by hydrophilic residues D29, N31, R42, H46, K47, S74, T75, E76, 
and N77, together with hydrophobic residues P41, I43, G45, and 
L146 of EfaUPPS (Figures 5A,B). Furthermore, the docking model 
revealed that the unique lipophilic spirocyclic xanthone moiety of 
GA and NGA interacts with the residues D29, N31, R42, H46, K47, 
S74, T75, E76, and N77, forming a hydrophobic cleft (Figure 5). For 

A B

FIGURE 3

MST analyses of the binding of GA (A) and NGA (B) to EfaUPPS. The titration of GA or NGA ranged from 3.05 nM to 200 μM with a constant 
concentration of the EfaUPPS at 5 nM. The results of GA were plotted with solid dots, while the results of NGA were plotted with hollow dots. The 
data are presented as means of three independent biological replicates. Error bars represent mean ± SEM of n = 3 experiments.
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EfaUPPS-GA complex, potential hydrogen bonds interactions are 
probably formed between D29 and the carbonyl group on ring 2 and 
the hydroxyl group on ring 3, between N31/H46 and the hydroxyl 
group on ring 3, between R42 and the carbonyl group on ring 1, and 
between E76 and the carboxyl group on the side chain connected to 
ring 1 (Figure 5A). Despite the similarities between the chemical 
structures of GA and NGA, the hydrogen bonds formed between 
EfaUPPS and NGA appear to be  different from those in 
EfaUPPS-GA, which may explain the differences in the binding 
affinity of EfaUPPS with GA or NGA. For example, the residue D29 
forms a hydrogen bond with the carboxyl group on the side chain of 
ring 1 in NGA instead of the carbonyl group on ring 2 in GA. Other 
hydrogen bonds in the EfaUPPS-GA complex are established 
between H46 and the ether group on ring 2, between S74 and the 
hydroxyl groups on ring 3 and ring 4, between T75 and the carbonyl 
on ring 1, and between E76 and the carbonyl group on ring 2 
(Figure 5B). Collectively, the above results demonstrated that GA 
and NGA partially occupied the same binding pocket as UPP 
synthase’s natural substrate, FPP. To this end, enzyme assays 
confirmed that GA and NGA compete with FPP for binding to the 
EfaUPPS enzyme (Supplementary Figure S5), thus preventing the 
biosynthesis of UPP.

To determine whether the critical amino acid residues identified 
in the molecular docking model are required for the interactions 

between GA/NGA and EfaUPPS, we created 15 single mutations for 
the residues in the EfaUPPS binding pocket, and the effects of the 
mutations on EfaUPPS binding affinity and enzymatic activity were 
evaluated. As shown in Supplementary Figure S6, three EfaUPPS 
mutants (I43A, L91A, and L146A) significantly decreased the 
inhibitory effect of GA on EfaUPPS enzyme activity. Furthermore, 
we measured the IC50 values of GA and NGA on the activity of other 
EfaUPPS mutants (R42A, K47A, L91A, L146A, and I43A). The 
reduced EfaUPPS enzyme activity of K47A mutant 
(Supplementary Figure S7) may be responsible for the increased IC50 
values of K47A mutant in the presence of GA. The IC50 values of GA 
on the activities of the three mutants (I43A, L91A, and L146A) were 
∼ 30 μM (Supplementary Figures S8A–D, S9A), which is about 
10-fold higher than that of the wild-type (∼3 μM) (Figure 2A). In 
agreement with these results, there was no detectable binding 
affinity (Kd > 50 mM, no binding) of GA to I43A, L91A and L146A 
mutants in the MST binding analysis (Figures  6C,D; 
Supplementary Figure S9B), demonstrating that Ile43, Leu91 and 
Leu146 are the key amino acid residues for the interaction between 
EfaUPPS and GA, and the hydrophobic isoleucine and leucine 
residues promote the formation of stable hydrophobic interactions 
between EfaUPPS and GA. The R42A mutation does not have 
significant impact on EfaUPPS activity (IC50 = 5.39 μM for R42A vs 
IC50 = 3.08 μM for the wild-type EfaUPPS) as revealed by its binding 

A B

C D

FIGURE 4

Molecular docking of GA and NGA with EfaUPPS. (A,C) Energetically favorable docking models of GA or NGA to EfaUPPS (PDB ID: 6LOI): purple, 
GA carbon atoms; cyan, NGA carbon atoms; red, oxygen atoms; blue, nitrogen atoms. (B,D) Surface electrostatic potential of EfaUPPS in complex 
with GA or NGA. Colors of compound models are the same as those in part (A,C).
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affinity (Kd = 40.54 ± 17.18 μM for R42A vs Kd = 28.96 ± 8.03 μM 
for the wild-type EfaUPPS) (Figures  3A, 6A). Unexpectedly, 
we observed that the K47A mutation promoted the binding affinity 
of GA to EfaUPPS (Kd = 4.61 ± 2.62 μM) (Figure 6B), which is about 
6-fold lower than that of the wild-type (Kd = 28.96 ± 8.03 μM) 
(Figure 3A), however, it seems to have no obvious difference on the 
inhibitory effect of enzyme activity compared with the wild type 
enzyme (Supplementary Figure S6), possibly owing to that the 
EfaUPPS are fully saturated by GA molecules.

Like GA, the EfaUPPS mutants R42A, K47A, L91A, and 
L146A significantly reduced the inhibitory effect of NGA on 
EfaUPPS (Supplementary Figure S10). Similarly, the mutants 
R42A, K47A, L91A, and L146A were selected to determine the 
binding affinity of NGA to the EfaUPPS mutants. In accordance 
with the enzyme activity results, the equilibrium dissociation 
coefficient (Kd) of NGA to the EfaUPPS R42A and K47A mutants 
were determined to be  62.93 ± 25.38 μM and 65.91 ± 25.77 μM, 
respectively (Figures 6E,F), which are about 10-fold higher than 
that of the wild-type EfaUPPS (Kd = 5.61 ± 2.16 μM) (Figure 2B). 
The results suggested that both R42 and K47 residues contribute to 
the interaction between NGA and EfaUPPS. Most importantly, the 

EfaUPPS mutants L91A and L146A blocked the binding of NGA 
to EfaUPPS (Kd > 50 mM, no binding) (Figures 6G,H). The IC50 
values of NGA toward L91A and L146A mutants were also about 
30 μM (Supplementary Figures S9G,H), which is about 10-fold 
higher than that of the wild-type (∼3 μM) (Figure 3B). Overall, 
these observations confirmed that the residues L91 and L146 in 
EfaUPPS are essential to stabilize the interactions between GA/
NGA and EfaUPPS. In conclusion, the site-directed mutagenesis 
analysis validated the key active sites of EfaUPPS for GA/NGA 
binding and suggested that changes in the hydrophobicity of 
xanthone moiety may enhance the interactions between GA/NGA 
and UPPS, thus increasing its antibacterial ability.

Effects of GA and NGA on the 
Enterococcus faecalis infected mouse 
model

To evaluate the antibacterial activity of GA and NGA in vivo, 
a mouse model infected with E. faecalis was applied. The in vivo 
assays showed that oral intake of GA or NGA had no observable 
effect on body weight of E. faecalis infection mice (Figure 7A). 

A

B

FIGURE 5

Simulated molecular interactions between GA/NGA and EfaUPPS. (A,B) Overall structure of EfaUPPS enzyme in complex with GA (purple, A) or 
NGA (cyan, B). The close-up views of simulated GA/NGA-EfaUPPS interactions in the binding pocket are highlighted in black boxes: red stick, 
oxygen atom; blue stick, nitrogen atom.
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However, both GA and NGA significantly relieved splenomegaly 
(Figure  7B). Furthermore, E. faecalis is observed to cause 
substantial spleen inflammation in the mouse infection model. In 

contrast, spleen slides from GA or NGA administration revealed 
reduced signs of inflammation (Figure 7C). To investigate the 
effect of GA/NGA on inflammatory cytokine production, 

A B

C D

E F

G H

FIGURE 6

MST analyses of the binding of GA/NGA to wild-type and mutated EfaUPPS proteins (A–H). The concentration of wild-type EfaUPPS and its 
indicated mutants is kept constantly at 5 nM, while the GA/NGA concentration ranged from 3.05 nM to 200 μM. The results of GA were plotted 
with solid dots, while the results of NGA were plotted with hollow dots. The data are presented as means of three independent biological 
replicates. Error bars represent mean ± SEM of n = 3 experiments.
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TNF-α-levels in serum was measured by ELISA. Compared to the 
control group, TNF-α-levels in serum was increased in E. faecalis 
infection mice, while NGA supplementation significantly reduced 
the TNF-α-levels in serum (Figure 7D). In agreement with our 
ELISA results, qPCR analyses of spleen from E. faecalis infection 
mice after NGA treatment revealed significant downregulation of 
TNF-α (Figure 7E). These findings demonstrated that GA and 
NGA can significantly reduce E. faecalis-induced inflammation in 
the mouse model, with NGA being more effective than GA in 
reducing TNF-α production.

Discussion

Cell wall is essential for the maintenance of cell shape and 
structural integrity of bacterial cells. Given that their absence from 
human hosts and their key role in bacterial viability, cell walls are 
ideal targets for antibacterial development (Schneider and Sahl, 
2010). In the present study, we characterized the antibacterial 
activities and the potential mechanism of action of two gamboge-
derived bioactive compounds GA and NGA, which exerts 
antibacterial effect through targeting undecaprenyl diphosphate 
synthase (UPPS) involved in bacterial cell wall biosynthesis. Using 
microscale thermophoresis, structure-based molecular docking 
studies in combination with enzyme activity assays, we found that 
both GA and NGA could occupy the substrate binding pocket of 
EfaUPPS, and that both showed micro-molar level of affinity with 
EfaUPPS. Most importantly, GA and NGA not only exhibited 
antibacterial in vitro, but also improved E. faecalis-induced 
inflammation in a mouse infection model. Our findings provide a 
solid foundation for structural optimization of GA/NGA in order 
to develop efficient antibacterial agents and improve treatment 
success rates in clinical practice.

It is well-known that natural products play a critical role in drug 
discovery and development (Newman and Cragg, 2020). An 
increasing amount of evidence has indicated that natural bioactive 
compounds GA and NGA have a variety of biological activities, 
such as anticancer, antioxidant, anti-inflammatory, and anti-
infectious activities (Li et al., 2010; Yu et al., 2012; Chi et al., 2013; 
Yang and Chen, 2013; Chaiyakunvat et al., 2016; Pandey et al., 2016; 
Zhang et al., 2016; Hatami et al., 2020; Liu et al., 2020; Zhou et al., 
2020). Unlike other natural anticancer compounds, GA has proved 
to be effective at the nanomolar level (Zhang et al., 2004; Luo et al., 
2019). Our present study confirmed that GA and NGA have 
effective antibacterial effects toward E. faecalis through the 
inhibition of EfaUPPS at the micro-molar levels. Although the 
present data showed that the binding affinity of NGA to UPPS is 
slightly higher than that of GA, the difference in binding affinities 
may be caused by a potential hydrogen bond interaction between 
the hydroxyl group located at ring 4 of NGA and residue Ser74 of 
EfaUPPS based on the docking results (Figure 4). This interaction 
may enhance and stabilize the binding of NGA to the EfaUPP, while 
no such interaction for GA. To some extent, we speculated that the 
substrate binding pocket of UPPS may have been saturated by GA 

or NGA. Even though their affinities with UPPS are somewhat 
different, this will not change their strong inhibition of UPPS 
activity. Based on the satisfied safety profile and large therapeutic 
index of GA (Chi et al., 2013) as well as its general pharmacological 
effects (Zhao et al., 2010), various chemical modifications have been 
performed to make GA as a better antitumor agent (Zhang et al., 
2004) previously. Our study here provides a theoretical basis for the 
development of GA and NGA into promising antibacterial agents.

It is worth noting that although GA and NGA have been 
reported to show anti-MRSA activity in vitro, their biological target 
remains largely unknown (Chaiyakunvat et al., 2016; Hua et al., 
2019). MRSA poses a significant and enduring problem to the 
medical field all over the world, which has already attracted the 
attention of many researchers worldwide. Hua and colleagues 
showed that GA and NGA can reduce the expression levels of 
S. aureus virulence factors by inhibiting the saeRS two-component, 
thus achieving inhibition of MRSA (Hua et al., 2019). Different from 
their findings, we  found that GA and NGA exhibited excellent 
inhibitory activity toward Gram-positive bacteria E. faecalis by 
targeting UPPS, which may also be  an important target for the 
inhibition of MRSA. The S. aureus sae locus contains a classical 
two-component signaling module (TCS), of which SaeS is a receptor 
kinase and SaeR is a response regulator (Giraudo et  al., 1999). 
We  found two proteins in E. faecalis ATCC29212 (the NCBI 
sequence ID: EJS8068.91and OOC91500.1) showed 31 and 28% 
identities with S. aureus SaeR and SaeS, respectively. The EJS8068.91 
is a predicted DNA-binding response regulator, while OOC91500.1 
encodes a two-component sensor histidine kinase in E. faecalis, 
which play potential roles similar to that of SaeR and SaeS in 
S. aureus. Whether the antibacterial effect of GA and NGA are 
related to the proteins requires further study. Moreover, it is reported 
that GA and NGA can effectively inhibit septicemic in a mouse 
sepsis model caused by S. aureus. However, GA and NGA previously 
failed to improve inflammation in the heart, spleen and kidneys of 
MRSA ATCC 33951-infected mice (Hua et al., 2019). In the current 
study, we found that the production of proinflammatory cytokine, 
TNF-α, was induced obviously in E. faecalis infection mice, while the 
underlying mechanism needs further investigation. TNF-α is a 
marker of M1 macrophage, which elicits rapid proinflammatory 
responses to infection and tissue damages (Yoon et al., 2017; Pan 
et  al., 2022). TNF release is typically activated by a variety of 
chemicals, the most active of which is bacterial LPS endotoxin 
(Wang et al., 2023). Our study here revealed that GA and NGA can 
significantly improve E. faecalis-induced undesirable inflammation. 
The treatment of GA and NGA can inhibit the expression of 
proinflammatory cytokines, especially TNF-α mainly produced by 
macrophages. Therefore, we considered that GA and NGA may 
reduce the inflammation through directly targeting on macrophages. 
In conclusion, the in vivo and in vitro experiments revealed that GA 
and NGA are excellent antibacterial lead compounds that can 
effectively target bacterial UPPS.

In recent years, UPPS has become an attractive target for 
antibacterial compound screening. At present, a few compounds 
that bind to different bacterial UPPSs have been designed and 
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chemically synthesized, including bisphosphonates, tetramic acids, 
diketoacids, and benzoic acids (Guo et al., 2007; Kuo et al., 2008; 
Peukert et al., 2008; Durrant et al., 2011; Zhu et al., 2013), while the 
natural UPPS inhibitors are rarely reported. These synthesized UPPS 
inhibitors usually have issues in safety and pharmacological side 
effects even after multiple rounds of structural optimization, and 
thus none of them is developed into approved antibiotics. In contrast, 
commercial drugs and lead compounds that passed phase I clinical 
trials have less such issues. Therefore, discovering new 
pharmacological functions of old drugs (drug repurposing) is a very 
economical and effective strategy for the “ready-to-use drugs” 

(Nunes-Alves, 2015; Beijersbergen, 2020). Based on this theory, to 
find novel potential antibacterial compounds, this study screened 
the natural product and FDA-approved drug libraries and 
characterized the detailed drug-enzyme interactions mechanism 
based on rigid docking with the EfaUPPS crystal structure. The 
docking results clearly showed that it was the most possible for GA 
or NGA to bind within the substrate pocket (92 and 90% predicted 
binding conformations located within substrate pocket, data not 
shown) probably since only the substrate binding pocket can 
accommodate such a large size and chemical properties as GA/NGA 
and lower binding free energies can be obtained. Importantly, GA 

A

C

D E

B

FIGURE 7

Supplementation with GA or NGA improved inflammation induced by E. faecalis. (A) Body weight changes of mice in different groups. (B) Spleen 
weight were analyzed. (C) Representative histological images of spleen tissues by H&E staining. Amplification, 10 × 40. (D) The serum concentration 
of TNF-α was detected. (E) The mRNA expression of TNF-α in spleen. The data are presented as the mean ± SEM and were analyzed by ordinary 
one-way ANOVA with Tukey’s multiple comparisons. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001, compared with control; #p < 0.05, ##p < 0.01, 
compared with E. faecalis group.
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and NGA are bioactive compounds isolated from gamboge, which 
has a long history of use as traditional Chinese medicines (Deng 
et  al., 2012; Pandey et  al., 2016; Hatami et  al., 2020). More 
importantly, GA has been certified by the China Food and Drug 
Administration for clinical trials (Chi et al., 2013; Yang and Chen, 
2013). Therefore, the combination of GA or NGA with traditional 
antibacterial agents may be an effective strategy for the treatment of 
bacterial infections such as MRSA and VRE.

The emergence of antibiotic resistance has reduced the 
effectiveness of existing antibiotic drugs and posed a great threat to 
global public health. As the discovery rate of new antibiotics has 
decreased significantly, repurposing the approved drugs is becoming 
an alternative to new antibiotics (Nunes-Alves, 2015; Beijersbergen, 
2020). Moreover, rational optimization and remodeling of existing 
antibiotic scaffolds is another option. Herein we  reported the 
biological targets and mechanism of action of the natural products 
GA and NGA isolated from gamboge. Our studies confirmed that 
GA and NGA strongly inhibit bacterial growth by interacting with 
the key amino acid residues and occupying the substrate binding 
pocket of UPPS. This research will serve as inspiration for rational 
optimization or reuse of natural GA/NGA scaffolds in the 
development and design of new antibiotics.

Data availability statement

The original contributions presented in the study are included 
in the article/Supplementary material, further inquiries can 
be directed to the corresponding authors.

Ethics statement

The animal study was reviewed and approved by the Ethics 
Committee of Nanjing University of Chinese Medicine.

Author contributions

YC, ZS, and WL designed experiments, analyzed the data, and 
wrote the manuscript. ML, LW, CL, PC, YJ, JL, and FG performed 
the bulk of the experiments and contributed to protein expression, 
purification, and crystallization. WL contributed to molecular 
docking assay and conceived the project. All authors contributed 
to the article and approved the submitted version.

Funding

This work was funded by the National Natural Science 
Foundation of China (82072240, 81903756, and 32270192), 
Jiangsu Province of China (BK20190798 to WL), the Open Project 
of State Key Laboratory of Drug Research, Shanghai Institute of 
Materia Medica, Chinese Academy of Sciences (No. SIMM2205KF 
to WL), the Open Project of State Key Laboratory of Microbial 
Resources, Institute of Microbiology, Chinese Academy of 
Sciences (No. SKLMR-20220704 to WL), the Open Project of 
Chinese Materia Medica First-Class Discipline of Nanjing 
University of Chinese Medicine (No. 2020YLXK008 to WL), the 
Fok Ying Tung Education Foundation, and Jiangsu Specially-
Appointed Professor Talent Program to WL.

Acknowledgments

We appreciate the Experiment Center for Science and 
Technology, Nanjing University of Chinese Medicine for 
experimental assistance.

Conflict of interest

The authors declare that the research was conducted in the 
absence of any commercial or financial relationships that could 
be construed as a potential conflict of interest.

Publisher’s note

All claims expressed in this article are solely those of the 
authors and do not necessarily represent those of their affiliated 
organizations, or those of the publisher, the editors and the 
reviewers. Any product that may be evaluated in this article, or 
claim that may be made by its manufacturer, is not guaranteed or 
endorsed by the publisher.

Supplementary material

The Supplementary material for this article can be found online 
at: https://www.frontiersin.org/articles/10.3389/fmicb.2022.1045291/
full#supplementary-material

References
Asano, J., Chiba, K., Tada, M., and Yoshii, T. (1996). Cytotoxic xanthones 

from Garcinia hanburyi. Phytochemistry 41, 815–820. doi: 10.1016/0031- 
9422(95)00682-6

Atanasov, A. G., Zotchev, S. B., Dirsch, V. M.International Natural Product 
Sciences, and Supuran, C. T. (2021). Natural products in drug discovery: advances 
and opportunities. Nat. Rev. Drug Discov. 20, 200–216. doi: 10.1038/
s41573-020-00114-z

Beijersbergen, R. L. (2020). Old drugs with new tricks. Nat. Cancer 1, 153–155. 
doi: 10.1038/s43018-020-0024-8

Biovia, D. S. (2022). Discovery studio modeling environment. 2017-release.

Chaiyakunvat, P., Anantachoke, N., Reutrakul, V., and Jiarpinitnun, C. (2016). 
Caged xanthones: potent inhibitors of global predominant MRSA USA300. Bioorg. 
Med. Chem. Lett. 26, 2980–2983. doi: 10.1016/j.bmcl.2016.05.030

https://doi.org/10.3389/fmicb.2022.1045291
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org
https://www.frontiersin.org/articles/10.3389/fmicb.2022.1045291/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fmicb.2022.1045291/full#supplementary-material
https://doi.org/10.1016/0031-9422(95)00682-6
https://doi.org/10.1016/0031-9422(95)00682-6
https://doi.org/10.1038/s41573-020-00114-z
https://doi.org/10.1038/s41573-020-00114-z
https://doi.org/10.1038/s43018-020-0024-8
https://doi.org/10.1016/j.bmcl.2016.05.030


Li et al. 10.3389/fmicb.2022.1045291

Frontiers in Microbiology 14 frontiersin.org

Chi, Y. H. B. L., Zhan, X. K., Yu, H., Xie, G. R., Wang, Z. Z., Xiao, W., et al. (2013). 
An open-labeled, randomized, multicenter phase IIa study of gambogic acid 
injection for advanced malignant tumors. Chin. Med. J. 126, 1642–1646.

Cotsonas King, A., and Wu, L. (2009). Macromolecular synthesis and membrane 
perturbation assays for mechanisms of action studies of antimicrobial agents. Curr. 
Protoc. Pharmacol. 13:17. doi: 10.1002/0471141755.ph13a07s47

Deng, Y. X., Pan, S. L., Zhao, S. Y., Wu, M. Q., Sun, Z. Q., Chen, X. H., et al. (2012). 
Cytotoxic alkoxylated xanthones from the resin of Garcinia hanburyi. Fitoterapia 
83, 1548–1552. doi: 10.1016/j.fitote.2012.08.023

Dhar, S., Kumari, H., Balasubramanian, D., and Mathee, K. (2018). Cell-wall 
recycling and synthesis in Escherichia coli and Pseudomonas aeruginosa - their role 
in the development of resistance. J. Med. Microbiol. 67, 1–21. doi: 10.1099/
jmm.0.000636

Dias, D. A., Urban, S., and Roessner, U. (2012). A historical overview of 
natural products in drug discovery. Meta 2, 303–336. doi: 10.3390/
metabo2020303

Dorr, T., Moynihan, P. J., and Mayer, C. (2019). Editorial: bacterial Cell Wall 
structure and dynamics. Front. Microbiol. 10:2051. doi: 10.3389/
fmicb.2019.02051

Durrant, J. D., Cao, R., Gorfe, A. A., Zhu, W., Li, J., Sankovsky, A., et al. (2011). 
Non-bisphosphonate inhibitors of isoprenoid biosynthesis identified via computer-
aided drug design. Chem. Biol. Drug Des. 78, 323–332. doi: 10.1111/ 
j.1747-0285.2011.01164.x

Giraudo, A. T., Calzolari, A., Cataldi, A. A., Bogni, C., and Nagel, R. (1999). The 
sae locus of Staphylococcus aureus encodes a two-component regulatory system. 
FEMS Microbiol. Lett. 177, 15–22. doi: 10.1111/j.1574-6968.1999.tb13707.x

Guo, R. T., Cao, R., Liang, P. H., Ko, T. P., Chang, T. H., Hudock, M. P., et al. 
(2007). Bisphosphonates target multiple sites in both cis- and trans-
prenyltransferases. Proc. Natl. Acad. Sci. U. S. A. 104, 10022–10027. doi: 10.1073/
pnas.0702254104

Guo, R. T., Ko, T. P., Chen, A. P., Kuo, C. J., Wang, A. H., and Liang, P. H. (2005). 
Crystal structures of undecaprenyl pyrophosphate synthase in complex with 
magnesium, isopentenyl pyrophosphate, and farnesyl thiopyrophosphate: roles of 
the metal ion and conserved residues in catalysis. J. Biol. Chem. 280, 20762–20774. 
doi: 10.1074/jbc.M502121200

Han, Q. B., Cheung, S., Tai, J., Qiao, C. F., Song, J. Z., and Xu, H. X. (2005). 
Stability and cytotoxicity of gambogic acid and its derivative, gambogoic acid. Biol. 
Pharm. Bull. 28, 2335–2337. doi: 10.1248/bpb.28.2335

Hatami, E., Jaggi, M., Chauhan, S. C., and Yallapu, M. M. (2020). Gambogic acid: 
a shining natural compound to nanomedicine for cancer therapeutics. Biochim. 
Biophys. Acta Rev. Cancer 1874:188381. doi: 10.1016/j.bbcan.2020.188381

Hiramatsu, K., Hanaki, H., Ino, T., Yabuta, K., Oguri, T., and Tenover, F. C. (1997). 
Methicillin-resistant Staphylococcus aureus clinical strain with reduced vancomycin 
susceptibility. J. Antimicrob. Chemother. 40, 135–136. doi: 10.1093/jac/40.1.135

Hua, X., Jia, Y., Yang, Q., Zhang, W., Dong, Z., and Liu, S. (2019). Transcriptional 
analysis of the effects of Gambogic acid and Neogambogic acid on methicillin-
resistant Staphylococcus aureus. Front. Pharmacol. 10:986. doi: 10.3389/
fphar.2019.00986

Inokoshi, J., Nakamura, Y., Komada, S., Komatsu, K., Umeyama, H., and 
Tomoda, H. (2016). Inhibition of bacterial undecaprenyl pyrophosphate synthase 
by small fungal molecules. J. Antibiot. (Tokyo) 69, 798–805. doi: 10.1038/ja.2016.35

Jomaa, H., Wiesner, J., Sanderbrand, S., Altincicek, B., Weidemeyer, C., Hintz, M., 
et al. (1999). Inhibitors of the nonmevalonate pathway of isoprenoid biosynthesis as 
antimalarial drugs. Science 285, 1573–1576. doi: 10.1126/science.285.5433.1573

Kuo, C. J., Guo, R. T., Lu, I. L., Liu, H. G., Wu, S. Y., Ko, T. P., et al. (2008). 
Structure-based inhibitors exhibit differential activities against helicobacter pylori 
and Escherichia coli undecaprenyl pyrophosphate synthases. J. Biomed. Biotechnol. 
2008:841312. doi: 10.1155/2008/841312

Laxminarayan, R., Duse, A., Wattal, C., Zaidi, A. K. M., Wertheim, H. F. L., 
Sumpradit, N., et al. (2013). Antibiotic resistance—the need for global solutions. 
Lancet Infect. Dis. 13, 1057–1098. doi: 10.1016/S1473-3099(13)70318-9

Li, Q., Cheng, H., Zhu, G., Yang, L., Zhou, A., Wang, X., et al. (2010). Gambogenic 
acid inhibits proliferation of A549 cells through apoptosis-inducing and cell cycle 
arresting. Biol. Pharm. Bull. 33, 415–420. doi: 10.1248/bpb.33.415

Li, W., Li, L., Zhang, C., Cai, Y., Gao, Q., Wang, F., et al. (2020). Investigations into 
the antibacterial mechanism of action of Viridicatumtoxins. ACS Infect. Dis. 6, 
1759–1769. doi: 10.1021/acsinfecdis.0c00031

Lin, Z., Sun, Y., Liu, Y., Tong, S., Shang, Z., Cai, Y., et al. (2020). Structural and 
functional analyses of the transcription repressor DgoR from Escherichia coli reveal 
a divalent metal-containing D-Galactonate binding pocket. Front. Microbiol. 
11:590330. doi: 10.3389/fmicb.2020.590330

Liu, Y., Chen, Y., Lin, L., and Li, H. (2020). Gambogic acid as a candidate for 
cancer therapy: a review. Int. J. Nanomedicine 15, 10385–10399. doi: 10.2147/IJN.
S277645

Luo, H., Vong, C. T., Chen, H., Gao, Y., Lyu, P., Qiu, L., et al. (2019). Naturally 
occurring anti-cancer compounds: shining from Chinese herbal medicine. Chin. 
Med. 14:48. doi: 10.1186/s13020-019-0270-9

Miller, W. R., Murray, B. E., Rice, L. B., and Arias, C. A. (2020). Resistance in 
Vancomycin-Resistant Enterococci. Infect. Dis. Clin. N. Am. 34, 751–771. doi: 
10.1016/j.idc.2020.08.004

Montinari, M. R., Minelli, S., and De Caterina, R. (2019). The first 3500years of 
aspirin history from its roots - a concise summary. Vasc. Pharmacol. 113, 1–8. doi: 
10.1016/j.vph.2018.10.008

Morris, G. M., Huey, R., Lindstrom, W., Sanner, M. F., Belew, R. K., Goodsell, D. S., 
et al. (2009). AutoDock4 and AutoDockTools4: automated docking with selective 
receptor flexibility. J. Comput. Chem. 30, 2785–2791. doi: 10.1002/jcc.21256

Newman, D. J., and Cragg, G. M. (2020). Natural products as sources of new drugs 
over the nearly four decades from 01/1981 to 09/2019. J. Nat. Prod. 83, 770–803. doi: 
10.1021/acs.jnatprod.9b01285

Nunes-Alves, C. (2015). Antimicrobials: new tricks for old drugs. Nat. Rev. 
Microbiol. 13:68. doi: 10.1038/nrmicro3421

Pan, T., Chang, Y., He, M., He, Z., Jiang, J., Ren, X., et al. (2022). Beta-
Hydroxyisovalerylshikonin regulates macrophage polarization via the AMPK/Nrf2 
pathway and ameliorates sepsis in mice. Pharm. Biol. 60, 729–742. doi: 
10.1080/13880209.2022.2046111

Pandey, M. K., Karelia, D., and Amin, S. G. (2016). Gambogic acid and its role in 
chronic diseases. Adv. Exp. Med. Biol. 928, 375–395. doi: 10.1007/978-3-319-41334-1_15

Park, J. T., and Strominger, J. L. (1957). Mode of action of penicillin. Science 125, 
99–101. doi: 10.1126/science.125.3238.99

Perkins, H. R. (1969). Specificity of combination between mucopeptide precursors 
and vancomycin or ristocetin. Biochem. J. 111, 195–205. doi: 10.1042/bj1110195

Peukert, S., Sun, Y., Zhang, R., Hurley, B., Sabio, M., Shen, X., et al. (2008). Design 
and structure-activity relationships of potent and selective inhibitors of 
undecaprenyl pyrophosphate synthase (UPPS): tetramic, tetronic acids and 
dihydropyridin-2-ones. Bioorg. Med. Chem. Lett. 18, 1840–1844. doi: 10.1016/j.
bmcl.2008.02.009

Raza, T., Ullah, S. R., Mehmood, K., and Andleeb, S. (2018). Vancomycin resistant 
enterococci: a brief review. J. Pak. Med. Assoc. 68, 768–772.

Schneider, T., and Sahl, H. G. (2010). An oldie but a goodie - cell wall biosynthesis 
as antibiotic target pathway. Int. J. Med. Microbiol. 300, 161–169. doi: 10.1016/j.
ijmm.2009.10.005

Scholte, A. A., Eubanks, L. M., Poulter, C. D., and Vederas, J. C. (2004). Synthesis 
and biological activity of isopentenyl diphosphate analogues. Bioorg. Med. Chem. 
12, 763–770. doi: 10.1016/j.bmc.2003.11.033

Sharma, A., Vora, J., Patel, D., Sinha, S., Jha, P. C., and Shrivastava, N. (2022). 
Identification of natural inhibitors against prime targets of SARS-CoV-2 using 
molecular docking, molecular dynamics simulation and MM-PBSA approaches. J. 
Biomol. Struct. Dyn. 40, 3296–3311. doi: 10.1080/07391102.2020.1846624

Shivanika, C., Deepak Kumar, S., Ragunathan, V., Tiwari, P., Sumitha, A., and 
Brindha Devi, P. (2022). Molecular docking, validation, dynamics simulations, and 
pharmacokinetic prediction of natural compounds against the SARS-CoV-2 main-
protease. J. Biomol. Struct. Dyn. 40, 585–611. doi: 10.1080/07391102.2020.1815584

Siva Kumar, B., Anuragh, S., Kammala, A. K., and Ilango, K. (2022). Computer 
aided drug design approach to screen Phytoconstituents of Adhatoda vasica as 
potential inhibitors of SARS-CoV-2 Main protease enzyme. Life (Basel) 12:315. doi:  
10.3390/life12020315

Storm, D. R., and Strominger, J. L. (1973). Complex formation between bacitracin 
peptides and Isoprenyl pyrophosphates. J. Biol. Chem. 248, 3940–3945. doi: 10.1016/
S0021-9258(19)43823-4

Teng, K. H., and Liang, P. H. (2012). Structures, mechanisms and inhibitors of 
undecaprenyl diphosphate synthase: a cis-prenyltransferase for bacterial peptidoglycan 
biosynthesis. Bioorg. Chem. 43, 51–57. doi: 10.1016/j.bioorg.2011.09.004

Turner, R. D., Vollmer, W., and Foster, S. J. (2014). Different walls for rods and balls: 
the diversity of peptidoglycan. Mol. Microbiol. 91, 862–874. doi: 10.1111/mmi.12513

Vollmer, W., Blanot, D., and De Pedro, M. A. (2008). Peptidoglycan structure and 
architecture. FEMS Microbiol. Rev. 32, 149–167. doi: 10.1111/j.1574-6976.2007.00094.x

Vollmer, W., Massidda, O., and Tomasz, A. (2019). The Cell Wall of Streptococcus 
pneumoniae. Microbiol. Spectr. 7. doi: 10.1128/microbiolspec.GPP3-0018-2018

Wang, X., and Chen, W. T. (2012). Gambogic acid is a novel anti-cancer agent that 
inhibits cell proliferation, angiogenesis and metastasis. Anti Cancer Agents Med. 
Chem. 12, 994–1000. doi: 10.2174/187152012802650066

Wang, Y., Desai, J., Zhang, Y., Malwal, S. R., Shin, C. J., Feng, X., et al. (2016). 
Bacterial cell growth inhibitors targeting Undecaprenyl Diphosphate synthase and 
Undecaprenyl Diphosphate phosphatase. ChemMedChem 11, 2311–2319. doi: 
10.1002/cmdc.201600342

https://doi.org/10.3389/fmicb.2022.1045291
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org
https://doi.org/10.1002/0471141755.ph13a07s47
https://doi.org/10.1016/j.fitote.2012.08.023
https://doi.org/10.1099/jmm.0.000636
https://doi.org/10.1099/jmm.0.000636
https://doi.org/10.3390/metabo2020303
https://doi.org/10.3390/metabo2020303
https://doi.org/10.3389/fmicb.2019.02051
https://doi.org/10.3389/fmicb.2019.02051
https://doi.org/10.1111/j.1747-0285.2011.01164.x
https://doi.org/10.1111/j.1747-0285.2011.01164.x
https://doi.org/10.1111/j.1574-6968.1999.tb13707.x
https://doi.org/10.1073/pnas.0702254104
https://doi.org/10.1073/pnas.0702254104
https://doi.org/10.1074/jbc.M502121200
https://doi.org/10.1248/bpb.28.2335
https://doi.org/10.1016/j.bbcan.2020.188381
https://doi.org/10.1093/jac/40.1.135
https://doi.org/10.3389/fphar.2019.00986
https://doi.org/10.3389/fphar.2019.00986
https://doi.org/10.1038/ja.2016.35
https://doi.org/10.1126/science.285.5433.1573
https://doi.org/10.1155/2008/841312
https://doi.org/10.1016/S1473-3099(13)70318-9
https://doi.org/10.1248/bpb.33.415
https://doi.org/10.1021/acsinfecdis.0c00031
https://doi.org/10.3389/fmicb.2020.590330
https://doi.org/10.2147/IJN.S277645
https://doi.org/10.2147/IJN.S277645
https://doi.org/10.1186/s13020-019-0270-9
https://doi.org/10.1016/j.idc.2020.08.004
https://doi.org/10.1016/j.vph.2018.10.008
https://doi.org/10.1002/jcc.21256
https://doi.org/10.1021/acs.jnatprod.9b01285
https://doi.org/10.1038/nrmicro3421
https://doi.org/10.1080/13880209.2022.2046111
https://doi.org/10.1007/978-3-319-41334-1_15
https://doi.org/10.1126/science.125.3238.99
https://doi.org/10.1042/bj1110195
https://doi.org/10.1016/j.bmcl.2008.02.009
https://doi.org/10.1016/j.bmcl.2008.02.009
https://doi.org/10.1016/j.ijmm.2009.10.005
https://doi.org/10.1016/j.ijmm.2009.10.005
https://doi.org/10.1016/j.bmc.2003.11.033
https://doi.org/10.1080/07391102.2020.1846624
https://doi.org/10.1080/07391102.2020.1815584
https://doi.org/10.3390/life12020315
https://doi.org/10.1016/S0021-9258(19)43823-4
https://doi.org/10.1016/S0021-9258(19)43823-4
https://doi.org/10.1016/j.bioorg.2011.09.004
https://doi.org/10.1111/mmi.12513
https://doi.org/10.1111/j.1574-6976.2007.00094.x
https://doi.org/10.1128/microbiolspec.GPP3-0018-2018
https://doi.org/10.2174/187152012802650066
https://doi.org/10.1002/cmdc.201600342


Li et al. 10.3389/fmicb.2022.1045291

Frontiers in Microbiology 15 frontiersin.org

Wang, S. Y., Fu, X. X., Duan, R., Wei, B., Cao, H. M., Yan, E., et al. (2023). The 
Alzheimer's disease-associated gene TREML2 modulates inflammation by 
regulating microglia polarization and NLRP3 inflammasome activation. Neural 
Regen. Res. 18, 434–438. doi: 10.4103/1673-5374.346468

Weakley, T. J. R., Cai, S. X., Zhang, H. Z., and Keana, J. F. W. (2001). Crystal 
structure of the pyridine salt of gambogic acid. J. Chem. Crystallogr. 31, 501–505. 
doi: 10.1023/A:1015615216439

Williams, D. A., Pradhan, K., Paul, A., Olin, I. R., Tuck, O. T., Moulton, K. D., et al. 
(2020). Metabolic inhibitors of bacterial glycan biosynthesis. Chem. Sci. 11, 
1761–1774. doi: 10.1039/C9SC05955E

Wu, Z. Q., Guo, Q. L., You, Q. D., Zhao, L., and Gu, H. Y. (2004). Gambogic 
acid inhibits proliferation of human lung carcinoma SPC-A1 cells in vivo and 
in vitro and represses telomerase activity and telomerase reverse transcriptase 
mRNA expression in the cells. Biol. Pharm. Bull. 27, 1769–1774. doi: 10.1248/
bpb.27.1769

Yang, L. J., and Chen, Y. (2013). New targets for the antitumor activity of gambogic acid 
in hematologic malignancies. Acta Pharmacol. Sin. 34, 191–198. doi: 10.1038/aps.2012.163

Yoon, I. S., Park, H., Kwak, H. W., Woo Jung, Y., and Nam, J. H. (2017). 
Macrophage-derived insulin-like growth factor-1 affects influenza vaccine efficacy 
through the regulation of immune cell homeostasis. Vaccine 35, 4687–4694. doi: 
10.1016/j.vaccine.2017.07.037

Yoshida, M., Reyes, S. G., Tsuda, S., Horinouchi, T., Furusawa, C., and Cronin, L. (2017). 
Time-programmable drug dosing allows the manipulation, suppression and reversal of 
antibiotic drug resistance in vitro. Nat. Commun. 8:15589. doi: 10.1038/ncomms15589

Yu, X. J., Han, Q. B., Wen, Z. S., Ma, L., Gao, J., and Zhou, G. B. (2012). 
Gambogenic acid induces G1 arrest via GSK3beta-dependent cyclin D1 degradation 
and triggers autophagy in lung cancer cells. Cancer Lett. 322, 185–194. doi: 
10.1016/j.canlet.2012.03.004

Zhang, H. Z., Kasibhatla, S., Wang, Y., Herich, J., Guastella, J., Tseng, B., et al. (2004). 
Discovery, characterization and SAR of gambogic acid as a potent apoptosis inducer 
by a HTS assay. Bioorg. Med. Chem. 12, 309–317. doi: 10.1016/j.bmc.2003.11.013

Zhang, W., Zhang, M., Wang, Z., Cheng, Y., Liu, H., Zhou, Z., et al. (2016). 
Neogambogic acid prevents silica-induced fibrosis via inhibition of high-mobility 
group box 1 and MCP-1-induced protein 1. Toxicol. Appl. Pharmacol. 309, 129–140. 
doi: 10.1016/j.taap.2016.09.003

Zhao, L., Guo, Q. L., You, Q. D., Wu, Z. Q., and Gu, H. Y. (2004). Gambogic acid 
induces apoptosis and regulates expressions of Bax and Bcl-2 protein in human gastric 
carcinoma MGC-803 cells. Biol. Pharm. Bull. 27, 998–1003. doi: 10.1248/bpb.27.998

Zhao, L., Zhen, C., Wu, Z., Hu, R., Zhou, C., and Guo, Q. (2010). General 
pharmacological properties, developmental toxicity, and analgesic activity of 
gambogic acid, a novel natural anticancer agent. Drug Chem. Toxicol. 33, 88–96. doi: 
10.3109/01480540903173534

Zhou, S., Zhao, N., and Wang, J. (2020). Gambogenic acid suppresses bladder 
cancer cells growth and metastasis by regulating NF-kappaB signaling. Chem. Biol. 
Drug Des. 96, 1272–1279. doi: 10.1111/cbdd.13737

Zhu, W., Zhang, Y., Sinko, W., Hensler, M. E., Olson, J., Molohon, K. J., et al. 
(2013). Antibacterial drug leads targeting isoprenoid biosynthesis. Proc. Natl. Acad. 
Sci. U. S. A. 110, 123–128. doi: 10.1073/pnas.1219899110

https://doi.org/10.3389/fmicb.2022.1045291
https://www.frontiersin.org/journals/microbiology
https://www.frontiersin.org
https://doi.org/10.4103/1673-5374.346468
https://doi.org/10.1023/A:1015615216439
https://doi.org/10.1039/C9SC05955E
https://doi.org/10.1248/bpb.27.1769
https://doi.org/10.1248/bpb.27.1769
https://doi.org/10.1038/aps.2012.163
https://doi.org/10.1016/j.vaccine.2017.07.037
https://doi.org/10.1038/ncomms15589
https://doi.org/10.1016/j.canlet.2012.03.004
https://doi.org/10.1016/j.bmc.2003.11.013
https://doi.org/10.1016/j.taap.2016.09.003
https://doi.org/10.1248/bpb.27.998
https://doi.org/10.3109/01480540903173534
https://doi.org/10.1111/cbdd.13737
https://doi.org/10.1073/pnas.1219899110

	Investigations into the antibacterial effects and potential mechanism of gambogic acid and neogambogic acid
	Introduction
	Materials and methods
	Strains, growth conditions, and chemical agents
	Protein expression, purification, and site-directed mutagenesis
	Antibacterial activity
	Ex-vivo growth inhibition assay
	Bacterial activity test
	UPPS inhibition assay
	Microscale thermophoresis binding assays
	Molecular docking study
	Animal experiments
	Histochemistry assessment
	TNF-α production in vivo
	Quantitative real-time polymerase chain reaction
	Statistical analysis

	Results
	GA and NGA are strong inhibitors of EfaUPPS
	Molecular docking of GA and NGA with EfaUPPS
	Key amino acid residues of GA and NGA binding pocket in EfaUPPS
	Effects of GA and NGA on the Enterococcus faecalis infected mouse model

	Discussion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	Conflict of interest
	Publisher’s note

	References

