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Abstract  
Background: The emergence and persistence of multidrug-resistant (MDR) bacteria appears today as a serious threat of growing concern to 

human health. The aim of this present study was to investigate the antibacterial and antibiotic-modulating activity of the methanol extracts of 

Manilkara zapota (L.) P. Royen (Sapotaceae) against pathogenic strains belonging to Gram-positive bacterium, Staphylococcus aureus, and 

Gram-negative bacteria. 

Methods: The antibacterial activity as well as the interactions between the plant extracts and the antibiotics was determined based on the 

minimum inhibitory concentration (MIC) using the microdilution method. The phytochemical screening of the various extracts was carried out 

according to the standard qualitative methods.  

Results: Phytochemical analysis of the extracts revealed the presence of steroids and the absence of saponins in all the extracts. The other 

phytochemical classes were selectively distributed in the extracts. The extracts showed significant to moderate antibacterial activities (256 μg/mL 

≤ MIC ≤ 1024 μg/mL) against the tested bacteria strains. Therefore, the leaves extract was more active. Furthermore, the leaves and seeds 

extract of M. zapota (at their MIC/2 and MIC/4) strongly potentiated, 2 to 16 folds the activity of tetracycline (TET), kanamycin (KAN), 

ciprofloxacin (CIP), and chloramphenicol (CHL) on 70% (7/10) to 80% (8/10) of the tested MDR bacteria. They can be sources of products with 

antibiotic modifying activity. 

Conclusions: This study demonstrates that, the leaves extract of Manilkara zapota has moderate antibacterial and antibiotic modulatory 

activities, and therefore could be an interesting weapon against MDR bacteria. 
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Background 
 

Antibiotic treatment is one of the main approaches of modern 

medicine which is used to combat infections. Therefore, their non-

judicious use has led to the emergence, spread, and persistence of 

multidrug-resistant (MDR) bacteria which appear today as a 

serious threat of growing concern to human health [1-3]. That is 

why, numerous important organizations, like the Centers for 

Disease Control and Prevention (CDC), and the World Health 

Organization (WHO) have declared antibiotic resistance to be a 

“global public health concern [4, 5]. The development of new 

treatments of bacterial infections appears amongst the strategies to 

address the antibiotic resistance of clinically important pathogens. 

In this direction, substances from plants could be an alternative 

because it has been shown that they have antimicrobial 

substances as well as those which may affect the activity of 

antibiotics by enhancing or reducing it [8 -10]. 

Manilkara zapota (L.) P. Royen, (synonyms: Manilkara 

zapotilla, Manilkara achras, Mimusopus manilkara, Achras zapota, 

and Achras sapota), commonly known as “sapodilla” in English 

[11], is a native to Mexico and Central America. It is the most 

known fruit tree species of Sapotaceae familly [12]. Manilkara 

zapota is mainly distributed in pantropical regions and cultivated for 

its fruit, timber and latex [13, 14]. Various parts of that plant are 

used in folk medicine in the management of inflammation, pain, 

fevers, coughs, diarrhea, dysentery, because they present diuretic 

and tonic properties and prevent formation of kidney and bladder 

stones; in addition, the fruit is edible due to its high nutritional 

content [11, 14]. Scientifically, M. zapota has demonstrated several 

biological activities amongst which anti-inflammatory and anti-

pyretic [15, 16]; antidiarrheal [17]; analgesic [18]; antimicrobial [19, 

20]; and antitumor [21, 22]. 

The aim of this study was to investigate the antibacterial 

and antibiotic-modulating activities of leaves, pericarps and seeds 

extracts of M. zapota against a panel of reference and multidrug 

resistant (MDR) strains belonging to Gram-positive bacterium, 

Staphylococcus aureus, and Gram-negative bacteria. 

 

Methods 
 

Plant materials and extraction  

 

Manilkara zapota (L.) P. Royen (Sapotaceae) was collected in 

Souza-Moungo, Littoral region of Cameroon, and identified at the 

National Herbarium (Yaoundé, Cameroun) where the voucher 

specimen was deposited under the registration number 

67008/HNC.  

Preparation of Plant Extract. 

 

Leaves, pericarps and seeds of M. zapota collected were cleaned, 

air-dried, and the powder of each sample (150 g) was soaked in 

methanol (500 mL) for 48 h at room temperature and then filtered 

using Whatman filter paper number 1. Next, each filtrate was 

collected and concentrated under reduced pressure using a rotary 

evaporator to yield a residue which constituted the crude methanol 

extract. All extracts were then kept at 4 ºC until further use. 

 

Chemicals for Antibacterial Assays 

 

Eight reference antibiotics (RA) were used in this study were 

purchased from Sigma-Aldrich (St Quentin Fallavier, France) They 

included: ampicillin (AMP), cefepime (CEF); chloramphenicol 

(CHL), ciprofloxacin (CIP), erythromycin (ERY), kanamycin (KAN), 

streptomycin (STP) and tetracycline (TET). p-Iodonitrotetrazolium 

(INT) (Sigma-Aldrich) chloride was used as microbial growth 

indicator. Dimethyl-sulfoxide (DMSO) was used to dissolve the 

plant extracts. 

Bacteria Strains and Culture Media, and Growth Conditions. 

 

A panel of 47 strains belonging to Gram-positive bacterium, 

Staphylococcus aureus, and Gram-negative bacteria were used in 

the study. Gram-negative bacteria included MDR isolates 

(laboratory collection) and reference strains of Escherichia coli 

(ATCC8739, ATCC10536, AG100, AG100ATet, AG102, MC4100, 

W3110), Enterobacter aerogenes (ATCC13048, EA27, EA289, 

EA298, EA294), Klebsiella pneumoniae (ATCC11296, KP55, 

KP63, K24), Providencia stuartii (NEA16, PS2636), Enterobacter 

cloacae (ECCI69), and Pseudomonas aeruginosa (PA01, PA124). 

The clinical strains were the laboratory collection from UMR-MD1, 

University of Marseille, France. The strains of Staphylococcus 

aureus used were as follows: a reference strain obtained from 

American Type Culture Collection (ATCC) (ATCC 25923), 1 

methicillin-sensitive S. aureus (MSSA1), 7 methicillin-resistant S. 

aureus (MRSA) strains (MRSA3, MRSA4, MRSA6, MRSA8, 

MRSA9, MRSA11, MRSA12) (obtained from the culture collection 

of the Laboratory of Microbiology, Graduate School of 

Pharmaceutical Sciences, The University of Tokyo, Japan, and 

provided by Dr. Dzoyem of the University of Dschang [23, 24], and 

17 resistant clinical laboratory strains of S. aureus (SA01, SA07, 

SA18, SA23, SA36, SA39, SA56, SA64, SA68, SA88, SA114, 

SA116, SA124, SA126, SA127, SA135, SA139) available in our 

Laboratory collection and previously isolated from patients in Ad-

Lucem Hospital in Banka-Bafang (West Region of Cameroon) [25, 

26]. The bacterial features are reported in Tables S1 and S2 

(Supplementary Materials). These bacteria were maintained at 4 

°C and sub-cultured overnight on a fresh Mueller Hinton Agar 

(MHA) before any antibacterial assay. Mueller Hinton broth (MHB) 

was used as liquid culture medium for antibacterial assays. 

 

Preliminary Phytochemical Investigations.  

 

The major classes of potential antibacterial phytochemicals such 

as triterpenes (Liebermann-Burchard’s test), sterols (Salkowski’s 

test), alkaloids (Mayer’s test), polyphenols (ferric chloride test), 

flavonoids (aluminum chloride test), anthraquinones (Borntrager’s 

test), saponins (foam test), and tannins (gelatin test) were 

investigated as previously described [27, 28]. 

 

Antibacterial Assays 

 

The antibacterial activity of the different samples was determined 

by micro-dilution using INT colorimetric assay [29] with some 

modifications as previously described [30]. Briefly, the samples 

were dissolved in 10% dimethyl-sulfoxide (DMSO) /Mueller Hinton 

Broth (MHB) and serially diluted two-fold (in a 96-well microplate). 

Then, 100 µL of inoculum (2 × 106 CFU/mL) prepared in MHB was 

added in each well. Chloramphenicol or ciprofloxacin were used as 

reference drugs and the well containing the vehicle (DMSO 2.5%) 

as control. The plates were then covered with a sterile plate sealer 

and gently shaken to mix the contents of the wells. The microplates 

were incubated at 37∘C for 18 h. MIC value of each sample, 

defined as the lowest sample concentration that inhibited complete 

bacteria growth was detected following addition of 40 μL INT (0.2 

mg/mL) and incubation at 37 °C for 30 min. Each assay was 

performed in three independent tests in triplicate.  
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Antibiotic-Resistance Modifying Assay  

 

The antibiotic-modifying effect of the extracts was evaluated by 

determining the MICs of antibiotics in the presence or absence of 

the plant extracts in the 96-wells plate as previously described. 

Briefly, after serial dilutions of antibiotics (256–0.5 μg/mL), the 

plant extracts at their sub-inhibitory concentrations (MIC/2 and 

MIC/4; selected after preliminary study assessed against P. 

aeruginosa PA124) (Table S1, Supplementary file) were added. 

The MIC of each treatment was determined as described above. 

Each assay was performed in three independent tests in duplicate. 

Modulation factors (MF), calculated as MIC of antibiotic alone/MIC 

of antibiotic alone + extract; were used to express the antibiotic-

modulating effects of the plant extracts [8, 31]. 

 

 

Results 
 

Qualitative Phytochemical Composition of the Extracts  

 

The major classes of phytochemicals of the extracts of M. zapota 

were assessed and the results are summarized in Table 1.  

Steroids were present in all the extracts whilst alkaloids, 

anthraquinones, anthocyanin and saponins were absent. In 

addition, triterpenes, tannins, and polyphenols were found both in 

the leaves and seeds extracts of M. zapota. 

 

Antibacterial Activity of the Extracts 

 

The antibacterial activity of leaves, pericarps and seeds extracts, 

and CHL against 21 Gram-negative bacteria (Table 2) or CIP 

against 27 strains of S. aureus (Table 3) was determined. Results 

showed that those extracts presented selective antibacterial activity 

against all the strains of S. aureus and Gram-negative bacteria 

within the MIC range of 256-512 𝜇g/mL. Therefore, the leaves 

extract was the most active, being active against 15/21 (71.43%) 

strains of Gram-negative bacteria (Table 2), and 15/26 (57,69 %) 

strains of S. aureus (Table 3). Extract of seeds was also active 

against 11/26 (42.31%) S. aureus strains (Table 3). The lowest 

MIC value of 256 𝜇g/mL was noted only against S. aureus MRSA9 

and MRSA4 strains, respectively with leaves and seeds extracts of 

M. zapota. The MICs of CHL were between 4 and 128 𝜇g/mL 

against Gram-negative bacteria (Table 2) whilst those of CIP were 

below 4 𝜇g/mL against S. aureus strains (Table 3). 

 

Antibiotic-Resistance Modulation Activity of the Extracts 

 

The leaves, pericarps and seeds extracts of M. zapota at MIC/2, 

MIC/4, MIC/8, and MIC/16 were first tested in combination with 8 

antibiotics (CHL, TET, CIP, AMP, CEF, ERY, STR, and KAN) 

against P. aeruginosa PA124 (Table 4). It appeared that the best 

antibiotic-modulating effects were obtained with the extracts at 

MIC/2 and MIC/4. Globaly, extracts of M. zapota at MIC/2 and 

MIC/4, had increased 2-fold or more the activities of 4/8 antibiotics. 

Consequently, they were further tested in combination with six 

antibiotics (CHL, TET, CIP, ERY, STR, and KAN) against 10 Gram-

negative bacteria, at MIC/2 and MIC/4 (Tables 5–7). Results 

showed that 2-fold or more increase of the antibiotics activities 

were observed against 30 to 80% of the tested resistant bacteria, 

mainly with the of leaves and seeds extracts. Leaves extract 

potentiated the activities of CIP (70%, at MIC/2 and MIC/4), ERY 

and TET (80%, at MIC/2) (Tables 5). In the case of the seeds 

extract, modulating effect was observed with CHL (70%, at MIC/2) 

and with TET (80% and 70%, at MIC/2 and MIC/4, respectively) 

(Table 7). 

 

 

Discussion 
 

Phytochemical Composition of Extracts. 

 

Triterpenes, steroids and polyphenols like tannins were detected in 

the leaves and seeds extracts of M. zapota (Table 1). Their 

presence in these two extracts could explain in part their 

antibacterial activities observed [32, 33]. Previous chemical study 

of that plant resulted in isolation of flavonoids [34], tannins (mainly 

from unripe fruits) [34, 35] and triterpenes [36, 37]. This 

consolidates the presence of the above-mentioned metabolites in 

both extracts of M. zapota. 

 

Antibacterial activity 

 

Screening in order to search for new therapeutic solutions based 

on active compounds known in plants. This is especially important 

due to the observed increasing resistance of bacteria to antibiotics 

[38]. In this study, clinical strains of S. aureus as well as several 

Gram-negative bacteria tested were previously reported as 

resistant to at least one commonly used antibiotic (Tables S1 and 

S1, Supplementary file). According  to the cut-off values indicating 

the antibacterial activity of an edible plant extract or its part 

proposed by Tamokou et al. [39], the  leaves and seeds extracts of 

Manilkara zapota have presented significant (100 < MIC ≤ 512 

g/mL) to moderate (512 < MIC ≤ 2048 g/mL) against the tested 

bacteria (Table 2-3), although the leaves extract was more active. 

It had significant activity against 29.62% (8/27) S. aureus strains 

tested, among which some MDR bacteria (SA01, SA39, SA114, 

MRSA3, MRSA6, MRSA9, MRSA11, MRSA112). It also displayed 

significant activity against 33,33% (7/21) of Gram-negative bacteria 

tested (E. Coli: ATCC 8739, AG100; E. aerogenes: ATCC 13048, 

EA27; Klebsiella pneumoniae: ATCC11296, KP55; P. stuartii: 

PS2636, NEA16). Several other studies have shown the in vitro 

antibacterial  activities of at least one part of Manilkara zapota. It is 

the case of the work carried out by Banerjee et al. [40], which 

showed the antibacterial activity of the methanol and ethanol 

extracts of the leaves of M. zapota against Gram-negative bacteria. 

Ethyl acetate extract of leaves of M. zapota has also shown to be 

active against some bacteria strains including Bacillus subtilis, 

Bacillus megaterium, Escherichia coli and Salmonella typhi [41]. 

Furthermore, Priya et al. [20] have shown that aqueous and 

methanol extracts of flowers of this plant are active against S. 

aureus, B. subtilis, P. aeruginosa, and S. typhi. Being in agreement 

with the results of the previous works, this study also shows that 

the leaves extracts of M. zapota could be used to fight infections 

involving MDR bacteria. 

Antibiotic-Modulation Effects of Extracts 

 

Multidrug resistance (MDR) is a serious threat to human health and 

constitutes a growing challenge in medicine. The literature review 

has showed that extracts of medicinal or edible plants can be an 

alternative source of resistance modifying substances [38, 42, 43]. 

Tables 5–7 present the antibiotic-modulating activity of the leaves, 

pericarps and seeds extracts of M. zapota at MIC/2, MIC/4, in 

combination with 6 antibiotics (CHL, TET, CIP, ERY, STR, and 

KAN) against selected MDR bacteria.  Extracts of leaves and 

seeds of M. zapota have improved the activity of some of the 
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tested antibiotics on more than 70% of the MDR bacteria used. It 

was the case of the leaves extract in combination with CIP (at 

MIC/2 and MIC/4), ERY and TET (at MIC/2) (Table 5), and that of 

the seeds extract in combination with CHL (at MIC/2), TET (at 

MIC/2 and MIC/4) (Table 7). It is known that natural products able 

to potentiate the activity of antibiotics on more than 70% of bacteria 

could be suggested as potential efflux pumps inhibitors [44]. 

Moreover, bacteria used in this part of our study express efflux 

pumps as one the resistance mechanism. This suggests that the 

leaves and seeds extract of M. zapota could contain the efflux 

pumps inhibitors, thus leading to an increase in the effectiveness of 

antibiotics [45]. According to Okusa and Duez [46], such effects 

may be due to the presence of alkaloids, flavonoids, terpenoids 

and tannins in those extracts.  This study presents for the first time 

the potential of the tested plant extracts mainly that of leaves of M. 

zapota to reverse antibiotic resistance. 

 
Table 1. Phytochemical composition of the extracts of Manilkara zapota. 

 

 

           + : present ; - : absent. 

 

Table 2. Minimal inhibitory concentration (MIC) of the extracts of M. zapota against Gram-negative bacteria. 

 

MIC: Minimal inhibitory concentration; CHL: Chloramphenicol; -: > 1024. 

  

Plant  Parts used  Phytochemical composition 

Triterpenes Flavonoids Alkaloids Anthraquinones polyphenols Anthocyanines Saponins Tannins Steroids 

 

M.  

zapota 

Leave + + - - + - - + + 

Pericarps - - - - - - - - + 

Seeds + - - - + - - + + 

Gram-negative bacteria Tested samples and MIC in 𝜇g/mL 

Leaves Pericaps Seeds CHL 

E.coli     

ATCC8739 - - - 8 

ATCC10536 - - - 4 

AG100 1024 - - 32 
AG102 512 - - 32 
AG100ATet 1024 - - 4 
MC4100 1024 - - 128 
W3110 - - - 8 

E. aerogenes     

ATCC 13048 512 1024 1024 8 

EA27 512 - - 128 
EA289 1024 1024 - 4 
EA294 - - - 2 
EA298 1024 - - 8 

K. pneumoniae     
ATCC11296 512 - - 8 

K24 1024 - - 16 
KP55 512 - 512 64 
KP63 - - - 16 

P. stuartii     

NEA16 512 - 1024 64 

PS2636 512 - - 64 

E. Cloacae      
ECCI69 1024 - - 128 

P. aeruginosa     

PA01 1024 - - 128 

PA124 - - - 32 
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Table 3. Minimal inhibitory concentration (MIC) of the extracts of M. zapota against Staphylococcus aureus strains. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

MIC: Minimal inhibitory concentration; CIP: ciprofloxacin; -: > 1024. 

 

Table 4. MIC of antibiotics in combination with extracts of M. zapota at sub-inhibitory concentrations against P. aeruginosa PA124. 
 

 

a: Manilkara zapota Leave (MZL); Manilkara zapota, Pericarps (MZP); Manilkara zapota, Seeds (MZS).  b: TET: tetracycline, KAN: kanamycin, STR: streptomycin, 

ERY: erythromycin, CHL: chloramphenicol; NOR: norfloxacin, CIP: ciprofloxacin, AMP: ampicillin; CEF: cefepime. -: MIC not detected at up to 256 µg/mL; Values in 

bold indicate antibiotic-modulating effect ≥2. 

Staphylococcus aureus 
strain 

Tested samples and MIC (𝜇g/mL) 

Leaves Pericaps Seeds CIP 

ATCC25923 - - - <0.5 
SA01 512 - - <0.5 

SA07 - - - <0.5 

SA18 - - - <0.5 

SA23 1024 - 512 <0.5 

SA36 - - - 1 

SA39 512 - 1024 <0.5 

SA56 - - - <0.5 

SA64 1024 - - 4 

SA68 - - - <0.5 

SA88 1024 - - <0.5 

SA114 512 1024 1024 <0.5 

SA116 - - - <0.5 

SA124 - - 1024 <0.5 

SA126 - - - <0.5 

SA127 - - - <0.5 

SA135 - - - <0.5 

SA139 1024 - - <0.5 

MSSA1 1024 - 512 2 

MRSA3 512 - 1024 2 

MRSA4 1024 - 256 1 

MRSA6 512 - - 2 

MRSA8 1024 - 1024 2 
MRSA9 256 - 1024 2 

MRSA11 512 - 1024 2 

MRSA12 512 - 1024 2 

 

Plant 

Extracts a 

Extract 

concentrations  

 Antibiotics b and minimal inhibitory concentration (μg/mL) and fold increase (in brackets) 

CHL AMP ERY STP KAN TET CIP CEF  

0 32 - 32 64 64 16 16 -  

 

MZL 

 

MIC/2 128 (0.25) - 16 (2) 128 (0.5) 32 (2) 8 (2) 2 (8) -  

MIC/4 128 (0.25) - 32 (1) 256 (0.25) 32 (2) 16 (1) 8 (2) -  

MIC/8 64 (0.5) - 32 (1) 256 (0.25) 32 (2) 16 (1) 16 (1) -  

MIC/16 64 (0.5) - 32 (1) 256 (0.25) 32 (2) 16 (1) 16 (1) -  

 

MZP 

 

MIC/2 32 (1) - 32 (1) 32 (2) 32 (2) 8 (2) 16 (2) -  

MIC/4 32 (1) - 32 (1) 32 (2) 32 (2) 8 (2) 16 (1) -  

MIC/8 32 (1) - 32 (1) 64 (0.5) 32 (2) 8 (2) 16 (1) -  

MIC/16 32 (1) - 32 (1) 64 (0.5) 32 (2) 8 (2) 16 (1) -  

 

MZS 

 

MIC/2 16 (2) - 32 (1) 32 (2) 16 (4) 4 (4) 16 (1) -  

MIC/4 32 (1) - 32 (1) 32 (2) 32 (2) 8 (2) 16 (1) -  

MIC/8 32 (1) - 32 (1) 32 (2) 32 (2) 8 (2) 16 (1) -  

MIC/16 32 (1) - 32 (1) 32 (2) 32 (2) 8 (2) 16 (1) -  
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Table 5. Antibiotics modulating effect of the extract leaves of M. zapota at MIC/2 and MIC/4 on selected MDR bacteria. 
 

 

a: TET: tetracycline, KAN: kanamycin, ERY: erythromycin, CHL: chloramphenicol, CIP: ciprofloxacin, AMP: ampicillin; - : MIC not detected at up to 256 µg/mL; (  ): Modulation factor or gain of 

activity; NA: Not applicable, Values in bold indicate antibiotic-modulating effect ≥2; (%): Percentage of Antibiotic’s modulation Activity by the plant extracts. 

Table 6. Antibiotics modulating effect of the pericarps extract of M. zapota at MIC/2 and MIC/4 on selected MDR bacteria. 
 

a: TET: tetracycline, KAN: kanamycin, ERY: erythromycin, CHL: chloramphenicol, CIP: ciprofloxacin, AMP: ampicillin; - : MIC not detected at up to 256 µg/mL; (  ): Modulation factor or gain of activity; 
n.a: Not applicable, Values in bold indicate antibiotic-modulating effect ≥2; (%): Percentage of Antibiotic’s modulation Activity by the plant extracts.  

  

Antibiotic
s 

Extract 
concentratio

n 

Bacteria, MIC (𝜇g/mL), and modulating factors (in bracket)  
Antibiotic 

modulating 
effect (%) 

 
E. coli 

E.  
aerogenes 

K.  
pneumoniae  

P.  
stuartii 

P.  
aeruginosa 

AG102 AG100Te

t 
EA2
7 

EA289 KP55 KP63 PS2636 NEA16 PA124 PA01 

 
CHL 

0 64 8 64 64 64 64 32 64 32  64  
 MIC/2 16 (4) 2 (4) 16 

(4) 
64 (1) 64 (1) 32 (2) 16 (2) 16 (4) 128 (0.25) 64 (1) 60.00 

 MIC/4 16 (4) 2 (4) 32 
(2) 

64 (1) 64 (1) 64 (1) 32 (1) 32 (2) 128 (0.25) 64 (1) 40.00 

 
CIP 

0 8 1 1 1 8 1 4 2 16 2  

 MIC/2 2 (4) ≤ 0.5 
(≥2) 

1 (1) ≤ 0.5 
(≥2) 

8 (1) ≤ 0.5 
(≥2) 

0.5 (8) 2 (1) 2 (8) 1 (2) 70.00 

 MIC/4 4 (2) ≤ 0.5 
(≥2) 

1 (1) ≤ 0.5 
(≥2) 

16 
(0.5) 

≤ 0.5 
(≥2) 

0.5 (8) 2 (1) 8 (2) 1 (2) 70.00 

 
KAN 

0 32 4 16 32 64 64 8 32 64 16  

 MIC/2 16 (2) 4 (1) 4 (4) 64 (0.5) 64 (1) 128 
(0.5) 

4 (2) 16 (2) 32 (2) 8 (2) 60.00 

 MIC/4 16 (2) 4 (1) 4 (4) 64 (0.5) 64 (1) 128 
(0.5) 

4 (2) 16 (2) 32 (2) 8 (2) 60.00 

 
ERY 

0 64 8 16 64 64 32 16 32 32 16  

 MIC/2 32 (2) 8 (1) 4 (4) 32 (2) 16 (4) 16 (2) 2 (8) 8 (4) 16 (2) 16 (1) 80.00 

 MIC/4 32 (2) 8 (1) 4 (4) 64 (1) 16 (4) 32 (1) 8 (2) 16 (2) 32 (1) 16 (1) 50.00 

 
STP 

0 128 256 256 64 64 256 - 16 64 256  

 MIC/2 64 (2) 256 (1) 64 
(4) 

128 
(0.5) 

32 (2) 64 (4) 128(≥2) 16 (1) 128 (0.5) 256 
(1) 

50.00 

 MIC/4 64 (2) 256 (1) 64 
(4) 

128 
(0.5) 

32 (2) 256 (1) 256 (nd) 32(0.5) 128 (0.5) 256 
(1) 

30.00 

TET 0 8 ≤ 0.5 64 32 16 32 4 32 16 16  

 MIC/2 4 (2) ≤ 0.5 
(n.a)  

32 
(2) 

16 (2) 16 (1) 8 (4) ≤ 0.5 
(≥8) 

4 (8) 8 (2)  8 (2)  80.00 

 MIC/4 4 (2) ≤ 0.5 
(n.a)  

64 
(1) 

16 (2) 16 (1) 16 (2) ≤ 0.5 
(≥8) 

4 (8) 16 (1) 8 (2) 60.00 

Antibio-
tics 

Extract 
concentra

tion 

Bacteria, MIC (𝜇g/mL), and modulating factors (in bracket)  
Antibiotic 

modulating 
effect (%) 

 
E. coli 

E.  
aerogenes 

K.  
pneumoniae  

P.  
stuartii 

P.  
aeruginosa 

AG102 AG100Te

t 
EA27 EA289 KP55 KP63 PS2636 NEA16 PA124 PA01 

 
CHL 

0 64 8 64 64 64 64 32 64 32  64  

 MIC/2 32 (2) 8 (1) 32 (2) 64 (1) 32 (2) 32 (2) 128 
(0.25) 

32 (2) 32 (1) 64 (1) 50.00 

 MIC/4 32 (2) 8 (1) 32 (2) 64 (1) 32 (2) 32 (2) 128 
(0.25) 

32 (2) 32 (1) 64 (1) 50.00 

 
CIP 

0 8 1 1 1 8 1 4 2 16 2  

 MIC/2 2 (4) ≤ 0.5 
(≥2) 

1 (1) 0.5 (2) 8 (1) ≤ 0.5 
(≥2) 

1 (4) 2 (1) 16 (1) ≤ 0.5 (≥4) 40.00 

 MIC/4 2 (4) ≤ 0.5 
(≥2) 

1 (1) 1 (1) 8 (1) ≤ 0.5 
(≥2) 

2 (2) 2 (1) 16 (1) 1 (2) 40.00 

 
KAN 

0 32 4 16 32 64 64 8 32 64 16  

 MIC/2 32 (1) 4 (1) 8 (2) 64 (0.5) 128 (0.5) 16 (4) 2 (4) 2 (16) 32 (2) 8 (2) 60.00 

 MIC/4 32 (1) 4 (1) 8 (2) 64 (0.5) 128 (0.5) 16 (4) 8 (1) 8 (4) 32 (2) 16 (1) 40.00 

 
ERY 

0 64 8 16 64 64 32 16 32 32 16  

 MIC/2 32 (2) 8 (1) 16 (1) 32 (2) 16 (4) 8 (4) 16 (1) 8 (4) 32 (1) 16 (1) 50.00 

 MIC/4 32 (2) 8 (1) 16 (1) 64 (1) 16 (4) 32 (1) 16 (1) 8 (4) 32 (1) 16 (1) 30.00 

 
STP 

0 128 256 256 64 64 256 - 16 64 256  

 MIC/2 64 (2) 256 (1) 128 (2) 128 (0.5) 32 (2) - (<0.5) 256 (≥2) 16 (1) 32 (2) 64 (4) 60.00 

 MIC/4 128 (1) 256 (1) 256 (1) 128 (0.5) 32 (2) - (<0.5) - 16(1) 32 (2) 64 (4) 30.00 

TET 0 8 ≤ 0.5 64 32 16 32 4 32 16 16  

 MIC/2 8 (1) ≤ 0.5 
(n.a)  

16 (1) 16 (2) 16 (1) 16 (2) 16 (0.25) 16 (2) 8 (2)  8 (2)  50.00 

 MIC/4 8 (1) ≤ 0.5 
(n.a)  

16 (1) 16 (2) 16 (1) 16 (2) 16 (0.25) 32 (1) 8 (2) 8 (2) 40.00 
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Table 7. Antibiotics modulating effect of the seeds extract of M. zapota at MIC/2 and MIC/4 on selected MDR bacteria. 
 

 

a: TET: tetracycline, KAN: kanamycin, ERY: erythromycin, CHL: chloramphenicol, CIP: ciprofloxacin, AMP: ampicillin; - : MIC not detected at up to 256 µg/mL; (  ): Modulation factor or gain of activity; 
Values in bold indicate antibiotic-modulating effect ≥2; (%): Percentage of Antibiotic’s modulation Activity by the plant extracts.  
 

 

 

Conclusions 
 

Globally, the results obtained demonstrates that leave extract of 

Manilkara zapota has moderate antibacterial and antibiotic 

modulatory activities, and therefore could be an interesting weapon 

against MDR bacteria. However, more data mainly phytochemical 

isolation of the active ingredients as well as the toxicological 

assays must be performed before its use.  
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Antibio-
tics 

Extract 
concentration 

Bacteria, MIC (𝜇g/mL), and modulating factors (in bracket) Antibiotic 
modulating 
effect (%) 

 
E. coli 

E.  
aerogenes 

K.  
pneumoniae  

P.  
stuartii 

 

P.  
aeruginosa 

AG102 AG100Tet EA27 EA289 KP55 KP63 PS263
6 

NEA16 PA124 PA01  

 
CHL 

0 64 8 64 64 64 64 32 64 32  64  
 MIC/2 8 (8) 2 (4) 32 (2) 32 (2) 64 (1) 32 (2) 64 

(0.5) 
32 (2) 16 (2) 64 (1) 70.00 

 MIC/4 16 (4) 2 (4) 32 (2) 32 (2) 64 (1) 32 (2) 64 
(0.5) 

32 (2) 32 (1) 64 (1) 60.00 

 
CIP 

0 8 1 1 1 8 1 4 2 16 2  

 MIC/2 4 (2) ≤ 0.5 
(≥2) 

1 (1) 1 (1) 8 (1) ≤ 0.5 
(≥2) 

2 (2) 2 (1) 16 (1) 0.5  
(4) 

50.00 

 MIC/4 8 (1) ≤ 0.5 
(≥2) 

1 (1) 1 (1) 8 (1) ≤ 0.5 
(≥2) 

4 (1) 2 (1) 16 (1) 0.5  
(4) 

30.00 

 
KAN 

0 32 4 16 32 64 64 8 32 64 16  

 MIC/2 64 (0.5) 4 (1) 8 (2) 64 (0.5) 64 (1) 256 
(0.25) 

8 (1) 8 (4) 16 (4) 16 (1) 30.00 

 MIC/4 64 (0.5) 4 (1) 16 (1) 64 (0.5) 64 (1) 256 
(0.25) 

8 (1) 8 (4) 32 (2) 16 (1) 20.00 

 
ERY 

0 64 8 16 64 64 32 16 32 32 16  

 MIC/2 16 (4) 8 (1) 4 (4) 128 (0.5) 32 (2) 16 (2) 4 (4) 16 (2) 32 (1) 16 (1) 60.00 

 MIC/4 32 (2) 8 (1) 16 (1) 128 (0.5) 32 (2) 16 (2) 8 (2) 16 (2) 32 (1) 16 (1) 50.00 

 
STP 

0 128 256 256 64 64 256 - 16 64 256  

 MIC/2 64 (2) - (<0.5) 256 (1) 64 (1) 64 (1) 128 (2) 64 (≥4) 128 
(0.125) 

32 (2) 128 
(2) 

50.00 

 MIC/4 64 (2) - (<0.5) 256 (1) 64 (1) 64 (1) 256 (1) 128 
(≥2) 

256 
(0.062) 

32 (2) 128 
(2) 

40.00 

TET 0 8 ≤ 0.5 64 32 16 32 4 32 16 16  

 MIC/2 2 (4) ≤ 0.5 
(n.a)  

32 (2) 16 (2) 16 (1) 16 (2) 2 (2) 4 (8) 4 (4) 4 (4)  80.00 

 MIC/4 4 (2) ≤ 0.5 
(n.a)  

32 (2) 16 (2) 16 (1) 32 (1) 2 (2) 4 (8) 8 (2) 8 (2) 70.00 

https://www.investchempharma.com/imcp37-supplementary-file/


Ngongang et al. Investigational Medicinal Chemistry and Pharmacology 2020 3(1):37                                                                        Page 8 of 8 
 
Conflict of interest  
 
The authors declare that there is no conflict of interest. 
 
 

Article history:  
 
Received: 12 March 2020 
Received in revised form: 13 April 2020 
Accepted: 14 April 2020 
Available online: 14 April 2020 
 
 

References 
 

1. Nathan C. 2004. Antibiotics at the crossroads. Nature, 431(7011):899–02. 

2. Courvalin, P. 2005. Antimicrobial drug resistance: “prediction is very difficult, 

especially about the future”. Emerg. Infect. Dis, 11(10):1503–6. 

3. Davies J, Davies D. 2010. Origins and evolution of antibiotic resistance. Microbiol 

Mol Biol Rev, 74(3):417–33. 

4. Michael CA, Dominey-Howes D, Labbate M. 2014. The antimicrobial resistance 

crisis: causes, consequences, and management. Front Public Health, 2(145):8. 

5. Spellberg B, Srinivasan A, Chambers HF. 2016. New societal approaches to 

empowering antibiotic stewardship. JAMA, 315(12):1229–30. 

6. Sibanda T, Okoh AI. 2007. The challenges of overcoming antibiotic resistance: Plant 

extracts as potential sources of antimicrobial and resistance modifying agents. Afr J 

Biotechnol, 6(25):2886-96. 

7. Figueredo FG, Ferreira EO, Lucena BFF, Torres CMG, Lucetti DL, Lucetti ECP, 

Silva JMFL, Santos FAV, Medeiros CR, Oliveira GMM, Colares AV, Costa JGM, 

Coutinho HDM, Menezes IRA, Silva JCF, Kerntopf MR, Figueiredo PRL, Matias 

EEF. 2013. Modulation of the Antibiotic Activity by Extracts from Amburana 

cearensis A.C. Smith and Anadenanthera macrocarpa (Benth.) Brenan. Biomed Res 

Int, 2013:5.  

8. Fankam AG, Kuiate J-R, Kuete V. 2017. Antibacterial and antibiotic resistance 

modulatory activities of leaves and bark extracts of Recinodindron heudelotii 

(Euphorbiaceae) against multidrug-resistant Gram-negative bacteria. BMC 

Complement Altern Med, 17:68. 

9. Chandra H, Bishnoi P, Yadav A, Patni B, Mishra AP, Nautiyal AR. 2017. 

Antimicrobial resistance and the alternative resources with special emphasis on 

plant-based antimicrobials–A review. Plants, 6(2):16.  

10. Wamba EBN, Nayim P, Mbaveng TA, Voukeng KI, Dzotam KJ, Ngalani OJ, Kuete 

V. 2018. Syzigium jambos displayed antibacterial and Antibiotic-Modulation 

Activities against resistances phenotypes. Evid Based Complement Alternat Med, 

2018:12. 

11. Lim TK. 2013. Edible medicinal and non-medicinal plants: volume 6, fruits. New 

York: Springer; 606 p. 

12. Silva JFD, Bezerra JEF, Lederman IE, Moura RJM. 2014. O Sapotizeiro no Brasil. 

Rev Bras Frutic, 36(1):86-99. 

13. Lorenzi H, Lacerda MTC, Bacher LB. 2015. Frutas no Brasil: nativas e exóticas (de 

consumo in natura). São Paulo: Instituto Plantarum de Estudos da Flora; 768 p. 

14. Milind P. 2015. Chickoo: a wonderful gift from nature. Int J Res Ayurveda Pharm, 

6(4):544-50. 

15. Hossain H, Jahan F, Howlader SI, Dey SK, Hira A, Ahmed A, et al. 2012. Evaluation 

of anti-inflammatory activity and total flavonoids content of Manilkara zapota (L.) 

Bark. Int J Pharm Phytopharm Res, 2(1):35-9. 

16. Ganguly A, Mahmud ZA, Uddin MMN, Rahman SMA. 2013. In-vivo anti-

inflammatory and anti-pyretic activities of Manilkara zapota leaves in albino Wistar 

rats. Asian Pac J Trop Dis, 3(4):301-7. 

17. Manirujjaman, Sultana F, Chowdhury MAR, Shimu MC, Hossain MT, Imran-Ul-

Haque M. 2013. In vivo assay of antidiarrhoeal activity of methanolic and petroleum 

ether extracts of Manilkara zapota leaves. Int J Drug Dev Res, 5(4):164-71. 

18. Manirujjaman, Sultana F, Chowdhury MAR, Hossain MT, Imran-Ul-Haque M. 2014. 

In vivo assay of analgesic activity of methanolic and petroleum ether extracts of 

Manilkara zapota leaves. Br J Pharm Res, 4(2):186-91.  

19. Islam MR, Parvin MS, Banu MR, Jahan N, Das N, Islam M.E. 2013. Antibacterial 

and phytochemical screening of ethanol extracts of Manilkara zapota leaves and 

bark. Int J Pharma Sci, 3:394-7.  

20. Priya P, Shoba FG, Parimala M, Sathya J. 2014. Antioxidant and antibacterial 

properties of Manilkara zapota (L.) Royen flower. Int J Pharm Clin Res, 6(2):174-8. 

21. Khalek MA, Khatun Z, Habib MR, Karim MR. 2015. Antitumor activity of Manilkara 

zapota (L.) fruits against Ehrlich ascites carcinoma in mice. Biologija, 61(3/4):145-

52.  

22. Tan BL, Norhaizan ME, Chan LC. 2018. Manilkara zapota (L.) P. Royen Leaf Water 

Extract Induces Apoptosis in Human Hepatocellular Carcinoma (HepG2) Cells via 

ERK1/2/Akt1/JNK1 Signaling Pathways. Evid Based Complement Alternat Med, 

2018:17.  

23. Dzoyem JP, Hamamoto H, Ngameni B, Ngadjui BT, Sekimizu K. 2013. Antimicrobial 

action mechanism of flavonoids from Dorstenia species. Drug Discov Ther, 7(2):66-

72. 

24. Paudel A, Hamamoto H, Kobayashi Y, Yokoshima S, Fukuyama T, Sekimizu K.  

2012. Identification of novel deoxyribofuranosyl indole antimicrobial agents. J 

Antibiot (Tokyo), 65(2):53-7. 

25. Badawe G, Fankam AG, Nayim P, Wamba BEN, Mbaveng AT, Kuete V. 2018. Anti-

staphylococcal activity and antibiotic-modulating effect of Olax subscorpioidea, Piper 

guineense, Scorodophloeus zenkeri, Fagara leprieurii, and Monodora myristica 

against resistant phenotypes. Invest Med Chem Pharmacol, 1(2):17.  

26. Manekeng HT,Mbaveng AT, Nguenang GS, Seukep JA, Wamba BEN, Nayim P, 

Yinkfu NR, Kuete V. 2018. Anti-staphylococcal and antibiotic-potentiating activities 

of seven Cameroonian edible plants against resistant phenotypes. Invest Med Chem 

Pharmacol, 1(1):7.  

27. Harbone, JB. 1973. Phytochemical Methods: A Guide to Modern Techniques of 

Plant Analysis,” Chapman and Hall Ltd., London, UK. 

28. Kuete V. “Medicinal Plant Research in Africa in: Pharmacology and Chemistry, 1 ed. 

Elsevier, Oxford, UK, 2013. 

29. Eloff JN. 1998. A sensitive and quick microplate method to determine the minimal 

inhibitory concentration of plant extracts for bacteria. Planta Med. 64(8):711–3.  

30. Kuete V, Wabo GF, Ngameni B, Mbaveng AT, Metuno R, Etoa FX, Ngadjui BT, 

Beng VP, Meyer JJ, Lall N. 2007. Antimicrobial activity of the methanolic extract, 

fractions and compounds from the stem bark of Irvingia gabonensis 

(Ixonanthaceae). J Ethnopharmacol, 114(1):54-60. 

31. Kovač J, Gavari N, Bucar F, Smole MS. 2014. Antimicrobial and resistance 

modulatory activity of Alpinia katsumadai seed extract, essential oil and post-

distillation extract. Food Technol Biotechnol, 52:248-54. 

32. Cowan MM. 1999. Plant products as antimicrobial agents. ClinMicrobiol 

Rev,12(4):564–82. 

33. Rios JL, Recio MC. 2005. Medicinal plants and antimicrobial activity. J 

Ethnopharmacol, 100(1-2):80–4.  

34. Ma J, Luo X, Protiva P, Yang H, Ma C, Basile MJ, Weinstein IB, Kennelly EJ. 2003. 

Bioactive Novel Polyphenols from the fruit of Manilkara zapota (Sapodilla). J Nat 

Prod, 66(7):983–6.  

35. Mathew AG, Lakshminarayana S. 1969. Polyphenols of immature sapota fruit. 

Phytochemistry, 8(2):507–9.  

36. Misra G, Mitra CR. 1969. Mimusops manilkara, constituents of fruit and seed. 

Phytochemistry, 8(1):249–252.  

37. Hart NK, Lamberton JA, Triffett AC. 1973. Triterpenoids of Achras sapota 

(Sapotaceae). Aust. J. Chem, 26(8):1827–9.  

38. Gupta PD, Birdi TJ. 2017. Development of botanicals to combat antibiotic 

resistance. J Ayurveda Integr Med, 8(4):266–75. 

39. Tamokou JDD, Mbaveng AT, Kuete V. 2017. Chapter 8 - Antimicrobial activities of 

African medicinal spices and vegetables. In: Medicinal Spices and Vegetables from 

Africa. Ed. V. Kuete, Academic Press, 2017:207-37.  

40. Banerjee S, Banerjee RP, Pradhan NK. 2014. A Comparative Study on Antimicrobial 

Activity of Leaf Extract of Five Medicinal Plants and Commonly Used Antibiotics. 

AJPCT, 2(6):788-95,  

41. Osman MA, Aziz MA, Habib MR, Karim MR. 2011. Antimicrobial Investigation on 

Manilkara zapota (L.) P. Royen. Int J Drug Dev Res, 3(1):185-90.  

42. Fankam AG, Kuiate J-R., Kuete V. 2015. Antibacterial and antibiotic resistance 

modifying activity of the extracts from Allanblackia gabonensis, Combretum molle 

and Gladiolus quartinianus against Gram-negative bacteria including multi-drug 

resistant phenotypes. BMC Complement Altern Med, 15: 206.  

43. Dzotam JK, Kuete V.  2017. Antibacterial and Antibiotic-Modifying Activity of 

Methanol Extracts from Six Cameroonian Food Plants against Multidrug-Resistant 

Enteric Bacteria. Biomed Res Int, 2017:19.  

44. Braga LC, Leite AA, Xavier KG, Takahashi JA, Bemquerer MP, Chartone-Souza E, 

Nascimento A. 2005. Synergic interaction between pomegranate extract and 

antibiotics against Staphylococcus aureus. Can J Microbiol, 51(7):541-7. 

45. Pagès J-M, Amaral L. 2009. Mechanisms of drug efflux and strategies to combat 

them : Challenging the efflux pump of Gram-bacteria. Biochim Biophys Acta, 

1794(5):826–33.  

46. Okusa PN,Duez P. 2009. Chapitre 13 : Medicinal plants : a tool to overcome 

antibiotic resistance? In : Medicinal plants : classification, biosynthesis and 

pharmacology,” Editors: A. Varela and J. Ibañez, Nova Science Publishers, Inc., 

New York, pp: 315-30. 

 

 

 

 


