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Abstract: Bacterial infectious disorders are becoming a major health problem for public health. The
zeolitic imidazole framework-8 with a novel Cordia myxa extract-based (CME@ZIF-8) nanocomposite
showed variable functionality, high porosity, and bacteria-killing activity against Staphylococcus
aureus, and Escherichia coli strains have been created by using a straightforward approach. The sizes
of synthesized zeolitic imidazole framework-8 (ZIF-8) and CME@ZIF-8 were 11.38 nm and 12.44 nm,
respectively. Prepared metal organic frameworks have been characterized by gas chromatography–
mass spectroscopy, Fourier transform spectroscopy, UV–visible spectroscopy, X-ray diffraction,
scanning electron microscopy, and energy-dispersive X-ray spectroscopy. An antibacterial potential
comparison between CME@ZIF-8 and zeolitic imidazole framework-8 has shown that CME@ZIF-8
was 31.3%, 28.57%, 46%, and 47% more efficient than ZIF-8 against Staphylococcus aureus and 43.7%,
42.8%, 35.7%, and 70% more efficient against Escherichia coli, while it was 31.25%, 33.3%, 46%, and
46% more efficient than the commercially available ciprofloxacin drug against Staphylococcus aureus
and 43.7%, 42.8%, 35.7%, and 70% more efficient against Escherichia coli, respectively, for 750, 500, 250,
and 125 µg mL−1. Minimum inhibitory concentration values of CME@ZIF-8 for Escherichia coli and
Staphylococcus aureus were 15.6 and 31.25 µg/mL respectively, while the value of zeolitic imidazole
framework-8 alone was 62.5 µg/mL for both Escherichia coli and Staphylococcus aureus. The reactive
oxygen species generated by CME@ZIF-8 destroys the bacterial cell and its organelles. Consequently,
the CME@ZIF-8 nanocomposites have endless potential applications for treating infectious diseases.

Keywords: metal organic frameworks MOFs; nanocomposite; CME@ZIF-8; antibacterial

1. Introduction

Since the development of antibiotic resistance, pathogenic diseases caused by bacteria
have gained significant public health interest [1]. Antimicrobial resistance is increasing
every day, and microbes’ ability to defeat the drugs has become an alarming situation [2].
A report from the World Health Organization (WHO) urges swift, concerted, and aspiring
action to prevent a horrific antimicrobial-resistance tragedy. If no action is taken until 2050,
drug-resistant illnesses might cause the death of 10 million people annually [3]. At least
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700,000 people in a year die from drug-resistant infirmity, and nations invest considerably
in cutting-edge science and technology to contend with resistance against antibiotics [4].
A Gram-positive bacterium Staphylococcus aureus (MRSA) is resistant to the drug methi-
cillin, and it infects individuals globally and has become the cause of many diseases, i.e.,
pneumonia, renal failure, blood poisoning, and toxic shock syndrome [5]. In accordance
with the Center for Disease Control and Prevention, Gram-negative bacteria are resistant to
third-generation cephalosporin [6]. Malathy Iyer discovered that Escherichia coli (mutant
strain) became resistant to carbapenem (imipenem/cilastatin) [7]. Extended-spectrum
β-lactamase (ESBLs) E. coli pathogenicity genes contribute to the development of UTIs,
kidney disorders, and neonatal encephalitis [8,9]. Antibacterial agents can efficiently pass
through the thick but porous cell walls of Gram-positive bacteria, which are composed of
peptidoglycan (20–80 nm) formed of teichoic acid, glucosamine, and N-acetylated muramic
acid and have a high negative charge, while Gram-negative strains are composed of two
layers of membranes with negatively charged oligosaccharides and lipoproteins at 5–10 nm;
therefore, a substantial number of new antibacterial drugs are thus being produced to de-
crease the overuse of antibiotics [10]. Recently, nanomaterials (1–100 nm) have become an
effective substitute tool for tackling multidrug-resistant microorganisms [11].

The physical and chemical properties of nanomaterials offer a flexible base for de-
veloping new therapeutic approaches for microorganisms with antibiotic resistance [12].
According to recent works, it has been found that oxidative stress in cells produced by ROS
harms the organelles of bacterial cells. Different groups of nucleic acids and proteins like
[(–SH), (–NH), (–COOH)] interact with nanoparticles, disrupting the enzymes, altering
cell structure, and inhibiting the microbe [13]. Many different therapeutic compounds
can be produced by plants and, additionally, can be employed as biomaterials. Cordia
myxa (sapistan) is a profoundly known herbal medicine that is anti-inflammatory and
analgesic, antioxidant, immunomodulatory, anti-stomach ulcer, potential-reducing, blood
pressure-controlling, and antiparasitic [14,15]. Numerous plant metabolites, including
alkaloids, terpenoids, coumarins, phenolic acids, tannins, flavonoids, sterols, and saponins
are abundant in C. myxa, making them suitable for human consumption [16].

A class of metal–organic framework, ZIF-8 is formed of 2-methylimidazole and zinc
ions, with a sodalite topological crystal in a cubic form and with a lattice constant of 1.61 nm.
Large molecules cannot fit through the pores because ZIF-8’s pore-opening diameter is only
3.4 Å (0.34 nm), while 11.6 Å (1.16 nm) is the diameter of its pore-cavity. When exposed
to water and organic solvents for seven days at 50 degrees, it shows a high temperature
permanence of up to 550 ◦C in N2 conditions and no structural deterioration [17]. ZIF-8 is
becoming more and more important for use in thin-film devices [18], electrochemistry [19],
bioimaging [20], and drug delivery, and it can also be used as a storage medium like
methane and hydrogen gasses [21] and as a highly efficient adsorbent [22].

Different researchers worked on different nanomaterials to check their potential as
antibacterial agents. Chitosan-coated NMOFS were synthesized with the loading of van-
comycin to check its efficiency against the S. aureus bacterial strain. The inhibition index
values against the S. aureus demonstrates that it is more bioactive, and it has a higher
catalytic property [23]. Another research based on the synthesis of the three-type Zn
metal incorporated nMOFs like (IRMOF-3), (MOF-5), and (Zn-BTC) and checked against
four different bacterial strains. Different concentrations of MOF and a conjugated drug-
based MOF showed different antibacterial activities. It showed that the ZN-based MOF
alone cannot work efficiently while its catalytic index increases with drug combination
therapy [24]. Co-MOF (UoB-3) was synthesized and checked against E. coli and Bacillus
cereus and had maximum potential towards bacterial killing [25]. The Ag-NPs@Ni-MOF
organic nanostructure was developed, and its antibacterial efficacy was calculated. The
calculated inhibitions showed that upon incorporation of Ag, the potency of antibacterial
activity was raised [26].

In this work, the ZIF-8 nanostructure was fabricated, along with the addition of stabi-
lizing and capping the phytochemical metabolites from the Cordia myxa plant to increase its



Biomedicines 2023, 11, 2832 3 of 14

bioactivity (dubbed CME@ZIF-8). We aimed to synthesize the cost-effective nanomaterial
from medicinal plants with bioactive elements and to check its efficacy as an antimicrobial
agent by designing a novel MOF (ZIF-8). Multiple characterizations were performed, such
as UV–visible spectrophotometry, XRD crystallography, energy-dispersive X-ray (EDX)
spectroscopy, scanning electron microscopy (SEM), and Fourier-transform infrared (FTIR)
spectroscopy, to confirm the formation of the ZIF-8 nanocomposite. Antimicrobial activity
was performed against S. aureus and E. coli. By comparing their results, it was analyzed
that the ZIF-8 nanocomposite was more effective against the bacterium, as compared to
ciprofloxacin, CME, and ZIF-8. It is also possible that combination therapy will be the key
element of upcoming studies.

2. Materials and Methods
2.1. Materials

Zinc acetate hexahydrate (Sigma-Aldrich, Merck KgaA, Darmstadt, Germany), 2-methyl
imidazole (Sigma-Aldrich), nutrient broth (Sigma-Aldrich), Luria-Bertani agar (Sigma-
Aldrich), iodonitrotetrazolium dye ciprofloxacin, ethanol, methanol, and distilled water,
were commercially available and used without any further purification.

2.2. Plant Extract Preparation

To make the plant extract, we used 25 g of powder (C. myxa whole plant, collected
from native areas of Bahawalpur) in a beaker with 500 mL of distilled water. For 2 h, the
mixture was heated at 80 ◦C. The C. myxa extract (CME) was filtered with Whatman filter
paper and was left at 80 ◦C in an oven to completely remove the water, and the dry powder
form extract was stored for further use.

2.3. Synthesis of ZIF-8

Following the method created by Harpreet Kaur and colleagues, ZIF-8 was created in a
completely aqueous solution at room temperature [27]. The reagents were zinc acetate and
2-methylimidazole (2 MeIM, with a metal-to-ligand ratio of 1:4). An amount of 0.219 g of
metal acetate and 0.328 g of 2-MeIM were blended in 10 mL of distilled water in a separate
flask. The solution of zinc salt was combined with the 2 MeIM solution dropwise under
vigorous stirring for 1 h. White precipitates were formed as the product, as shown in
Figure 1.
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infectious agent.

2.4. CME@ZIF-8 Synthesis

CME@ZIF-8 was synthesized using a method consistent with prior research [4]. Specif-
ically, 0.219 g of zinc acetate hexahydrate was mixed in 10 mL of distilled water, while
0.328 g of 2-methylimidazole was blended in 20 mL of distilled water, along with 0.5 g
of CME. The mixture of CME and 2-methylimidazole was stirred for 15 min before the
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gradual addition of the zinc acetate solution. Within 3 to 4 min, the brown reaction solution
underwent a color change, turning creamy in appearance, representing the makeup of the
CME@ZIF-8 nanocomposite. Following this, the CME@ZIF-8 nanocomposite solution was
left at room temperature for 24 h. To obtain the precipitate of the CME@ZIF-8 nanocom-
posite, the solution was centrifuged at 10,000× g rpm for a spell of 10 min. Successively, it
experienced three rounds of washing with 10 mL of distilled water each time to remove any
residual unreacted chemicals. The resulting material was then dried at 80 ◦C. Following
this, both the CME@ZIF-8 nanocomposite and ZIF-8 were crushed into a powder using a
mortar and pestle, as depicted in Figure 1.

2.5. Characterization

The absorption spectra of both the synthesized CME@ZIF-8 nanocomposite and ZIF-
8 were measured between a 200–800 nm range by using a spectrophotometer (Epoch-
BioTek Instruments, USA) with a resolution set at 1 nm. Gas chromatography–mass
spectrometry (GC-MS) analysis was employed to detect the chemical compounds (GCMS-
QP2010 Plus). The FTIR absorption spectra were obtained by using KBr pellets with an
Agilent Technologies FT-IR spectrometer. The spectra were scanned over a 4000 to 650 cm−1

range at a scanning speed of 2 cm−1. This technique was accomplished to identify and
characterize the different functional groups present in the samples. The XRD patterns of the
samples were noted using a Bruker AXS diffractometer (D8 Advance). A copper Kα source
(wavelength = 1.542 Å) was utilized, with X-ray generation set at 40 kV and 35 mA. The
scan range for the XRD analysis was from 5◦ to 50◦. Scanning electron micrographs (SEMs)
were taken on an A JEOL JSM 6610 scanning electron microscope. Energy-dispersive
spectrophotometer (EDS) was employed in combination with scanning electron microscopy
(SEM) to investigate the elemental compositions of the samples.

2.6. Antimicrobial Tests
2.6.1. Disc Diffusion Method

We used the Gram-positive strain S. aureus and the Gram-negative strain E. coli as
model organisms (obtained from the Pathology Department, BVH Hospital). Bacteria
were cultured in nutrient broth media in a shaking incubator overnight at 37 ◦C and
140 rpm. Bacterial cultures were diluted to reach the OD between 0.4 to 0.6 at 600 nm. To
check the antibacterial activity of the nanocomposites, the bacterial culture density was
further decreased to 105 CFU mL−1. A total of 100 µL of culture was spread on the plates
on Luria-Bertani agar, and various doses of ZIF-8, CME@ZIF-8, CME, and ciprofloxacin
(750, 500, 250, and 125 µg mL−1) were applied to 6 mm diameter disks. The disks were
applied on agar plates and placed in the oven for overnight incubation at 37 ◦C. The
next day, zones of inhibition were measured to determine the antibacterial potentials of
the samples.

2.6.2. Minimum Inhibitory Concentration

The minimum inhibitory concentration (MIC) test was examined as per the method
used previously by [28]. In this study, CME@ZIF-8, ZIF-8, CME, and ciprofloxacin were
used against S. aureus and E. coli. The experiments were conducted using 96-well test plates.
Each well was initially loaded with 100 mL of nutrient broth, followed by the addition
of the samples via serial dilution (250 µg to 0.244 µg). After that, an additional 30 mL of
fresh bacterial culture was introduced to the wells as part of the experimental procedure.
Plates were placed in the incubator at 37 ◦C for 24 h. After incubation, 50 mL of INT dye
solution (1 mg/mL) prepared in methanol was added into each well, and then plates were
incubated again at 37 ◦C for 30 min. Colorimetric visualization was used to assess the
growth and inhibition. The MIC of each sample was represented by uncolored wells.
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3. Results and Discussion

In accordance with the referenced literature [1], we successfully encapsulated CME
within the ZIF-8 framework, resulting in the formation of CME@ZIF-8. This encapsulation
process involves the addition of an organic linker, which leads to the disassembly of
metal ions within the coordination polymer. Subsequently, when these metal ions and
linkers reassemble, ZIF-8 crystals are formed. In our study, we achieved the creation of
hierarchical CME@ZIF-8 by incorporating the target molecules within the ZIF-8 synthesis
process. Figure 1 illustrates that various biomolecules with diverse functional groups were
effectively encapsulated into the ZIF-8 crystals.

3.1. Physico-Chemical Characterizations of Prepared MOFs

To identify the bio-reducing chemical compounds responsible for the antibacterial
action and to confirm the encapsulation of CME into ZIF-8 during water-based extraction,
a comprehensive analysis was conducted. This analysis involved comparing the retention
times and mass/weights of the compounds with genuine standard samples using gas
chromatography (GC) and mass spectra from reputable databases, including the Wiley
Libraries, ChemSpider, Royal Society of Chemistry, and PubChem (NIH). These methods
were employed to ensure the accurate identification and characterization of the chemical
constituents and to validate the encapsulation of CME within the ZIF-8 framework.

The identified compounds within CME and CME@ZIF-8 with their molecular formulas
and molecular weights are listed in Tables 1 and 2, respectively. The chromatogram of
CME is shown in Figure 2a, while CME@ZIF-8 is shown in Figure 2b. It was observed
that hexadecenoic acid and methyl ester, methyl (9E,12E)-9,12-octadecadienoate, oleic acid
and methyl ester, and stearic acid and methyl ester were the compounds that were also
found in the GC-MS analysis of the CME@ZIF-8, which affirmed the incorporation of the
CME into the CME@ZIF-8. These chemicals had antibacterial potential, as mentioned in
Tables 1 and 2, so they increased the antimicrobial potential of the CME@ZIF-8.

Table 1. Summary of the properties, formulas, molecular weights, and retention times for significant
compounds identified in the C. myxa crude extract.

No RT (m) Area Compound Name MF Mol. Wt.
g/mol Properties

1 15.115 4651 3,8-dimethylundecane C12H26 170.33 Antibacterial [29]

2 23.817 9778 Undecanoic acid,10-methyl-, methyl ester C13H26O2 214.34 Anticancer [30]

3 24.965 279,571 Hexadecanoic acid, methyl ester C17H34O2 270.5 Antibacterial [31]

4 25.805 16,632 n-Hexadecanoic acid C16H32O2 256.42
Antimicrobial [32],
antioxidant, and

anti-inflammatory [33]

5 28.213 24,517 Methyl (9E,12E)-9,12-octadecadienoate C19H34O2 294.5 Antibacterial [34],
Antioxidant [35]

6 28.334 127,970 Oleic acid, methyl ester C19H36O2 296.5 Antibacterial [36]

7 28.461 48,494 Methyl (9E)-9-octadecenoate C19H36O2 296.5
Anticancer [37],

antibacterial, and
antioxidant [38,39]

8 28.845 205,937 Stearic acid, methyl ester C19H38O2 298.5 Antibacterial [40]

9 29.235 32,457 9-Octadecenal, (Z)- C18H34O2 266.5 Antibacterial and
antifungal [41]

10 29.357 17,037 cis,cis-Linoleic acid C18H32O2 280.45 Antimicrobial, antioxidant
[42]
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Table 2. Summary of the properties, formulas, molecular weights, and retention times for significant
compounds identified in CME@ZIF-8 MOFs.

No RT (m) Area Compound Name MF Mol. Wt.
g/mol Properties

1 21.722 70,816 Methyl 8-(2-octyl cyclopropyl) octanoate C20H38O2 310.5 Antibacterial and
antioxidant [43]

2 23.817 698,232 Hexadecanoic acid, methyl ester C17H34O2 270.5 Antibacterial [31]

3 27.648 5650 1,2-Cyclohexanedimethanol C8H16O2 144.21 --

4 27.879 5229 1,E-11,Z-13-Octadecatriene C16H32O2 256.42 Anticancer [44]

5 28.210 67,605 Methyl (9E,12E)-9,12-octadecadienoate C19H34O2 294.5 Antibacterial,
antioxidant [35]

6 28.333 365,536 Oleic acid, methyl ester C19H36O2 296.5 Antibacterial,
antimicrobial [36]

7 28.459 128,105 7-Hexadecenoic acid, methyl ester, (Z)- C17H32O2 268.4 Antibacterial and
antioxidant [45]

8 28.842 526,375 Stearic acid, methyl ester C19H38O2 298.5 Antibacterial [46]

9 29.017 14,779 (1-Methyl-1-propylpentyl) benzene C15H24 204.35 --

10 29.266 18,651 Nopyl acetate C13H20O2 208.30 --
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We verified coordinated CME@ZIF-8 with Zn2+ ions using the UV−vis spectrum and
compared the CME@ZIF-8 with the ZIF-8 and CME spectra, as shown in Figure 3a. No
absorption peak was seen for ZIF-8. CME exhibited peaks at 210, 225, and 275 nm, which
corresponded to saponins, phenols, and flavonoids. When CME was encapsulated within
ZIF-8, CME@ZIF-8 displayed two absorption peaks. The peak at 216 nm corresponded
to ZIF-8 [27], while the peak at 230 nm indicated the presence of phenolic compounds
from CME [47]. This observation confirms the successful encapsulation of CME into ZIF-
8. The encapsulation process likely involves the formation of intermolecular H-bonds
linking the phenolic OH-group of CME and the “N” atoms in 2-MeIM, which facilitates the
encapsulation process [4].
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Moreover, the existence of different functional groups within the CME@ZIF-8 nano-
bio-composite, CME, and ZIF-8 were confirmed by FTIR, as shown in Figure 3b. For the
ZIF-8, four absorption peaks at 995, 1145, 1577, and 2926 cm−1 showed C–N, C=N, and
C–H groups in the imidazole ring, respectively [48]. In the free C. myxa extract, absorption
peaks at 1035, 2028, 2904, and 3263 showed C–O, X=C=Y, C–H, and O–H functional groups,
and for CME@ZIF-8, peaks at 1035, 2028, 2904, and 3390 were assigned to vibrations for
C–O, X=C=Y, C–H, and O–H functional groups, which were the same as CME and revealed
the encapsulation of the CME into the ZIF-8, confirming the formation of the nano-bio-
composite. The peak at 1583 cm−1 in CME@ZIF-8 was attributed to the C=C–C stretch
of the aromatic group ring. Additionally, CME@ZIF-8 exhibited a planar bent vinyl C-H
absorption peak at 1420 cm−1. In CME@ZIF-8, there were also characteristic peaks at
760 cm−1, associated with the aromatic C-H stretch, and at 919 cm−1, corresponding to the
vinyl terminal absorption. These spectroscopic findings align with previous research that
has been published and have been shown to yield more robust and reliable results [48].

The XRD analysis indicated that CME@ZIF-8 particles exhibited a high degree of
crystallinity. The presence of CME within the pores of ZIF-8 crystals resulted in broader
peaks for CME@ZIF-8. However, the peaks observed for both ZIF-8 and CME@ZIF-8 closely
matched the simulated XRD pattern for ZIF-8 and its cubic unit cell. This alignment was
confirmed by the crystallographic database (JCPDS 00-062-1030).

The XRD patterns for ZIF-8 and APE@ZIF-8 were observed at 2θ angles of 7.34, 10.37◦,
12.26◦, 13.96◦, 14.91◦, 17.24◦, 18.52◦, 23.17◦, 27.32◦, and 29.76◦ and at 10.44◦, 12.48◦, 14.24◦,
15.43◦, 18.05◦, 22.76◦, 26.96◦, and 29.58◦. These diffraction peaks are consistent with
previous studies [49,50] and correspond to the crystallographic planes of (011), (002), (112),
(022), (013), (222), (233), (134), (044), and (244), respectively, as shown in Figure 4.
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The crystallite sizes of the grown MOFs samples were calculated by using the Scherrer
equation, given as [28]:

D =
Kλ

β cos θ

The average crystallite size of MOFs is the D, K is the Scherrer constant, λ is the
wavelength of the source of the X-ray, Bragg’s angle is θ, and β is the line broadening at
FWHM [51]. The average crystallite size of ZIF-8 MOFs was 11.38 nm, as shown in Table
S1a, and the average size of C. myxa-based CME@ZIF-8 MOFs was 12.44 nm, as shown in
Table S1b. The current work is supported by [52], which synthesized ZIF-8 between 8 and
33 nm. The CME@ZIF-8 size was higher than ZIF-8 because of the encapsulation of CME in
ZIF-8 crystals. According to SEM, the morphology of pure ZIF-8 NPs was like platelets,
as shown in Figure 5a, and according to SEM, images of CME@ZIF-8 revealed a layered
surface structure, which is different from ZIF-8 crystals, which have a smooth surface, as
shown in Figure 5b. A comparison between these images also approved the surface and
porous attachments of biomolecules [53].

Based on the histogram analysis, the average particle sizes of CME@ZIF-8 and ZIF-8
were determined using SEM. In Figure 5c, the particle size of ZIF-8 was measured to be
409 nm (average), while in Figure 5d, the size of CME@ZIF-8 was found to be 732 nm
(average). These results matched with previously synthesized ZIF-8 MOFs [54]. The
measured sizes from the SEM analysis were greater than the crystallite sizes calculated
from the XRD. This was because the grain or particle was formed by the aggregation
of a number of nanocrystals [55]. Figure S1a,b displays the EDXs of the CME@ZIF-8
nanocomposite and pure ZIF-8. For CME@ZIF-8, a 41.4% weight for carbon, 29.5% weight
for nitrogen, 8.2% weight for oxygen, and 20.9% weight for zinc were measured. For pure
ZIF-8, a 41.4% weight for carbon, 28.3% weight for nitrogen, 7.7% weight for oxygen, and
22.5% weight for zinc were measured. The presence of C, N, O, and Zn upon the surface
of the prepared organic framework and the lack of any impurities were verified by EDX
analysis [56]. Moreover, there were comparative relationships among the values of the
components already present in the sample and the peak intensities of each element. These
findings highlight the high purity of the synthesized nanomaterials and the close agreement
between their compositions and the suggested mass percentages [57].
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3.2. Antibacterial Activity of MOFs
3.2.1. Disc Diffusion Method

Various concentrations of pure ZIF-8, CME, and the standard drug ciprofloxacin were
employed to compare the antibacterial activities with the CME@ZIF-8 nanocomposite.
These concentrations were set at 750, 500, 250, and 125 µg/mL in distilled water for both S.
aureus and E. coli bacteria. Across all concentrations, the CME@ZIF-8 NPs exhibited the
highest zones of inhibition (ZOI) against both bacterial species, followed by ciprofloxacin,
ZIF-8, and CME.

Figure 6a,b displays the values of ZOI for CME@ZIF-8, ZIF-8, CME, and ciprofloxacin,
revealing varying levels of bacterial killing potential against the two bacterial strains. Fol-
lowing the incubation of bacteria with CME@ZIF-8 NPs, it was evident that the ZOIs
were exceptionally large. On the other hand, ZIF-8 and CME exhibited relatively lim-
ited antibacterial activity, although this activity improved when they were combined or
conjugated with CME@ZIF-8 NPs [4]. The different plant extract concentrations showed
bactericidal behavior against S. aureus (13 mm, 11 mm, 0 mm, and 0 mm) and against
E. coli (14 mm, 11 mm, 0 mm, and 9 mm); in both cases, 750 µg/mL showed the maxi-
mum result. The antibacterial activities of CME@ZIF-8 MOFs with different concentrations
(750, 500, 250, and 125 µg mL−1) offered higher antibacterial activities against S. aureus
(22 mm, 20 mm, 20 mm, and 18 mm) and antibacterial activities against E. coli (30 mm,
26 mm, 24 mm, and 24 mm). The antibacterial activities of ZIF-8 NPs with different con-
centrations (750, 500, 250, and125 µg mL−1) offered higher antibacterial activities against
S. aureus (16 mm, 14 mm, 12 mm, and 12 mm) and antibacterial activities against E. coli
(16 mm, 14 mm, 14 mm and 10 mm), respectively; in these cases, 750 ug/mL also showed
the maximum result. Additionally, the ciprofloxacin control showed antibacterial activities
against S. aureus (16 mm, 15 mm, 12 mm, and 10 mm) and against E. coli (20 mm, 18 mm,
15 mm, and 13 mm).
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Figure 6. Typical disc diffusion pictures of ZOI in (a) S. aureus and (b) E. coli after treatment.
(i) CME@ZIF-8, (ii) ZIF-8, (iii) CME, and (iv) ciprofloxacin; (c) (i) S. aureus without disc, (ii) untreated
disc with S. aureus, (iii) blank, (iv) E. coli without disc, (v) untreated disc with E. coli.

A comparison between CME@ZIF-8 and ZIF-8 showed that CME@ZIF-8 was 31.3%,
28.57%, 46%, and 47% more efficient than ZIF-8 against S. aureus, while it was 43.7%, 42.8%,
35.7%, and 70% more efficient against E. coli for 750, 500, 250, and 125 µg mL−1, as shown
in Figure 6b. CME@ZIF-8 was 46.75%, 40%, 20%, and 18% more efficient than CME (C.
myxa extract) against S. aureus, while it was 57.14%, 68.18%, 24%, and 83.3% more efficient
against E. coli for 750, 500, 250, and 125 µg mL−1. CME@ZIF-8 was 31.25%, 33.3%, 46%,
and 46% more efficient than the commercially available ciprofloxacin drug against S. aureus
and E. coli, respectively, for 750, 500, 250, and 125 µg mL−1.

As the concentration of CME@ZIF-8 increased, there was a noticeable increase in
bactericidal potential. Notably, CME@ZIF-8 exhibited significantly varying bactericidal
effects against S. aureus and E. coli, likely due to alterations in the cell wall structure, as
depicted in Figure 7a,b. It is anticipated that CME@ZIF-8 NPs adhere to and penetrate
the bacterial cell membrane to disrupt it. This is achieved through electrostatic attraction
between the positively charged surfaces of the nanoparticles and the negatively charged
surfaces of the bacterial cells.
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Bacterial cells are believed to have pores with sizes ranging from 5 to 50 nm [58]. In
contrast, the synthesized MOFs typically have sizes between 10 and 15 nm. Consequently,
CME@ZIF-8 NPs can readily penetrate the cell walls of S. aureus and E. coli, leading to
the release of intracellular components and probably causing cell lysis. This interference
with the translocation process involved in tRNA production inhibits protein formation.
Additionally, cell wall disruption occurs, due to cation displacement, facilitating the binding
of lipopolysaccharides to other molecules. Oxidative stress induced by the generation of
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ROS leads to the destruction of the cell membrane, DNA, and proteins. This process results
in the early-stage killing of bacteria and ultimately leads to bacterial cell death [59]. The
findings from this study highlight that CME@ZIF-8 has the potential to serve as a potent
nano-bacterial agent, due to its ability to induce such oxidative stress and effectively combat
bacterial infections.

3.2.2. Minimum Inhibitory Concentration (MIC)

When no observable growth was evident in the 96-well microtiter plates post-treatment,
the MIC was reported. In the case of CME@ZIF-8 NPs, the MIC values for S. aureus and
E. coli were determined to be 31.25 g/mL and 15.62 g/mL, respectively. CME@ZIF-8
NPs demonstrated the lowest concentration required for inhibition when compared to
ciprofloxacin, ZIF-8, and CME against both bacterial strains.

The MIC values of CME@ZIF-8, ZIF-8, CME, and the positive control standard
medicine ciprofloxacin were significantly lower for E. coli than that for S. aureus, as show in
Figure 8a,b. MIC values of ciprofloxacin for E. coli and S. aureus were 31.5 and 62.5 µg/mL,
respectively, and the values of C. myxa extract (CME) were 62.5 and 125 µg/mL, respectively.
MIC values of CME-based synthesized CME@ZIF-8 for E. coli and S. aureus were 15.6 and
31.25 µg/mL, respectively, while values of ZIF-8 MOFs alone were the same for E. coli and S.
aureus at 62.5 µg/mL. Figure 8c indicates that biologically synthesized CME@ZIF-8 MOFs
showed 75% and 50% higher inhibitions when compared to simple ZIF-8 for E. coli and
S. aureus, respectively. The results of our study reveal that CME@ZIF-8 MOFs produced
through biological synthesis exhibit greater efficacy against bacterial strains, compared
to standard ZIF-8 MOFs [4]. These findings suggest that using CME@ZIF-8 on bacteria
strains such as E. coli and S. aureus could reduce the need for high antibiotic doses and,
consequently, lessen the bacterial resistance resulting from excessive and non-standard
antibiotic usage.
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4. Conclusions

In conclusion, we successfully developed the nano-antibacterial agent CME@ZIF-
8 by encapsulating bioactive compounds from the Cordia myxa plant extract in a single
step into ZIF-8. CME@ZIF-8 can be a strong antibacterial agent, and it has exceptional
biocompatibility, due to the Cordia myxa plant metabolites, as confirmed by our results.
Experimental work revealed that CME@ZIF-8 can stop S. aureus and E. coli bacteria from
growing. CME@ZIF-8 and ZIF-8 showed promising antibacterial activity against bacterial
species. The Cordia myxa-encapsulated nanomaterials showed the highest inhibition
index. This study will pave a pathway for developing a novel MOF structure (ZIF-8 and
CME@ZIF-8) for biological application.



Biomedicines 2023, 11, 2832 12 of 14

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/biomedicines11102832/s1, Figure S1: EDX analysis of (a) ZIF-8,
(b) CME@ZIF-8; Table S1: Nano-size calculation using Scherrer equation (a) ZIF-8, (b) CME@ZIF-8.

Author Contributions: M.S.S.: investigation, and experimentation. A.Z. (Ayesha Zafar): conceptual-
ization, writing, and review. M.H.: writing—original draft, design, and idea. M.M.A.: formal analysis
and investigation. T.T.: review and editing. M.W.: investigation and data interpretation. A.Z. (Amna
Zafar): data interpretation and review. H.X.: formal analysis, editing, and review. R.H.: Investigation,
Experimentation, formal analysis X.S.: supervision and conceptualization. All authors have read and
agreed to the published version of the manuscript.

Funding: The Islamia University Bahawalpur, Pakistan, National Research Program for University
(NRPU) for Higher Education Commission, Pakistan (Grant ID: 9458).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are available upon request.

Acknowledgments: All authors would like to acknowledge The Islamia University Bahawalpur,
Pakistan, National Research Program for University (NRPU) for Higher Education Commission, Pak-
istan (Grant ID: 9458). We are also thankful to Zhongkai University of Agriculture and Engineering,
Guangzhou China (510225) and the Guangdong Provincial Department of Agriculture and Rural
affairs Project, Grant/Award Number 2020KJ115, 2021KJ115.

Conflicts of Interest: Each author declares that they have no known financial or interpersonal
conflicts that would have impacted the research presented in this paper.

References
1. Duan, S.; Duan, S.; Zhao, X.; Su, Z.; Wang, C.; Lin, Y. Layer-by-Layer Decorated Nanoscale ZIF-8 with High Curcumin Loading

Effectively Inactivates Gram-Negative and Gram-Positive Bacteria. ACS Appl. Bio Mater. 2020, 3, 3673–3680. [CrossRef] [PubMed]
2. Zhang, X.; Peng, F.; Wang, D. MOFs and MOF-Derived Materials for Antibacterial Application. J. Funct. Biomater. 2022, 13, 215.

[CrossRef] [PubMed]
3. Matthiessen, L.; Bergström, R.; Dustdar, S.; Meulien, P.; Draghia-Akli, R. Increased Momentum in Antimicrobial Resistance

Research. Lancet 2016, 388, 865. [CrossRef]
4. Ahanger, A.M.; Kumar, S.; Arya, A.; Suryavanshi, A.; Kain, D. Vandana Synthesis and Encapsulation of Ajuga Parviflora Extract

with Zeolitic Imidazolate Framework-8 and Their Therapeutic Action against G+and G-Drug-Resistant Bacteria. ACS Omega
2022, 7, 1671–1681. [CrossRef] [PubMed]

5. Rubinstein, E.; Kollef, M.H.; Nathwani, D. Pneumonia Caused by Methicillin-Resistant Staphylococcus Aureus. Clin. Infect. Dis.
2008, 46, S378–S385. [CrossRef]

6. Park, S.H. Third-Generation Cephalosporin Resistance in Gram-Negative Bacteria in the Community: A Growing Public Health
Concern. Korean J. Intern. Med. 2014, 29, 27–30. [CrossRef]

7. Iyer, M. ICMR Report; Times of India: Mumbai, India, 2021.
8. Li, C.; Sun, F. Graphene-Assisted Sensor for Rapid Detection of Antibiotic Resistance in Escherichia Coli. Front. Chem. 2021,

9, 696906. [CrossRef]
9. Rasheed, M.U.; Thajuddin, N.; Ahamed, P.; Teklemariam, Z.; Jamil, K. Resistência Microbiana a Drogas Em Linhagens de

Escherichia Coli Isoladas de Fontes Alimentares. Rev. Inst. Med. Trop. Sao Paulo 2014, 56, 341–346. [CrossRef]
10. Wang, L.; Hu, C.; Shao, L. The Antimicrobial Activity of Nanoparticles: Present Situation and Prospects for the Future. Int. J.

Nanomed. 2017, 12, 1227–1249. [CrossRef]
11. Hetta, H.F.; Ramadan, Y.N.; Al-Harbi, A.I.; Ahmed, E.A.; Battah, B.; Abd Ellah, N.H.; Zanetti, S.; Donadu, M.G. Nanotechnology as

a Promising Approach to Combat Multidrug Resistant Bacteria: A Comprehensive Review and Future Perspectives. Biomedicines
2023, 11, 413. [CrossRef]

12. Ahmed, S.A.; Bagchi, D.; Katouah, H.A.; Hasan, M.N.; Altass, H.M.; Pal, S.K. Enhanced Water Stability and Photoresponsivity in
Metal-Organic Framework (MOF): A Potential Tool to Combat Drug-Resistant Bacteria. Sci. Rep. 2019, 9, 19372. [CrossRef]

13. Lai, D.; Zhou, A.; Tan, B.K.; Tang, Y.; Sarah Hamzah, S.; Zhang, Z.; Lin, S.; Hu, J. Preparation and Photodynamic Bactericidal
Effects of Curcumin-β-Cyclodextrin Complex. Food Chem. 2021, 361, 130117. [CrossRef] [PubMed]

14. El-Massry, A.; Ibrahim, O.; Abdalla, M.; Osman, I.; Mahmoud, S. Safety and Indicative Effectiveness of Porcine Corneal Lenticular
Implants in Patients with Advanced Keratoconus and Post Lasik Ectasia: A Retrospective Clinical Study. Clin. Ophthalmol. 2021,
15, 3165–3171. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/biomedicines11102832/s1
https://www.mdpi.com/article/10.3390/biomedicines11102832/s1
https://doi.org/10.1021/acsabm.0c00300
https://www.ncbi.nlm.nih.gov/pubmed/35025238
https://doi.org/10.3390/jfb13040215
https://www.ncbi.nlm.nih.gov/pubmed/36412856
https://doi.org/10.1016/S0140-6736(16)31425-8
https://doi.org/10.1021/acsomega.1c03984
https://www.ncbi.nlm.nih.gov/pubmed/35071862
https://doi.org/10.1086/533594
https://doi.org/10.3904/kjim.2014.29.1.27
https://doi.org/10.3389/fchem.2021.696906
https://doi.org/10.1590/S0036-46652014000400012
https://doi.org/10.2147/IJN.S121956
https://doi.org/10.3390/biomedicines11020413
https://doi.org/10.1038/s41598-019-55542-8
https://doi.org/10.1016/j.foodchem.2021.130117
https://www.ncbi.nlm.nih.gov/pubmed/34058659
https://doi.org/10.2147/OPTH.S325666
https://www.ncbi.nlm.nih.gov/pubmed/34345164


Biomedicines 2023, 11, 2832 13 of 14

15. Batool, S.; Hasan, M.; Dilshad, M.; Zafar, A.; Tariq, T.; Wu, Z.; Chen, R.; Gul Hassan, S.; Munawar, T.; Iqbal, F.; et al. Green
Synthesis of Cordia Myxa Incubated ZnO, Fe2O3, and CO3O4 Nanoparticle: Characterization, and Their Response as Biological
and Photocatalytic Agent. Adv. Powder Technol. 2022, 33, 103780. [CrossRef]

16. Murthy, H.; Iqbal, M.; Chavez, J.C.; Kharfan-Dabaja, M.A. Cytokine Release Syndrome: Current Perspectives. Immunotargets Ther.
2019, 8, 43–52. [CrossRef]

17. Maleki, A.; Shahbazi, M.A.; Alinezhad, V.; Santos, H.A. The Progress and Prospect of Zeolitic Imidazolate Frameworks in Cancer
Therapy, Antibacterial Activity, and Biomineralization. Adv. Healthc. Mater. 2020, 9, e2000248. [CrossRef]

18. Menezes, J.E.S.A.; dos Santos, H.S.; Ferreira, M.K.A.; Magalhães, F.E.A.; da Silva, D.S.; Bandeira, P.N.; Saraiva, G.D.; Pessoa,
O.D.L.; Ricardo, N.M.P.S.; Cruz, B.G.; et al. Preparation, Structural and Spectroscopic Characterization of Chitosan Membranes
Containing Allantoin. J. Mol. Struct. 2020, 1199, 126968. [CrossRef]

19. Kargar, H.; Ghahramaninezhad, M.; Shahrak, M.N.; Balula, S.S. An Effective Magnetic Catalyst for Oxidative Desulfurization of
Model and Real Fuels: Fe3O4/ZIF-8/TiO2. Microporous Mesoporous Mater. 2021, 317, 110992. [CrossRef]

20. Kang, L.; Smith, S.; Wang, C. Stabilization of Surface-Bound Antibodies for ELISA Based on a Reversable Zeolitic Imidazolate
Framework-8 Coating. J. Colloid Interface Sci. 2021, 588, 101–109. [CrossRef]

21. Li, H.; Gao, X.; Jia, C.; Chen, W.; Liu, B.; Yang, L.; Sun, C.; Chen, G. Enrichment of Hydrogen from a Hydrogen/Propylene Gas
Mixture Using Zif-8/Water-Glycol Slurry. Energies 2018, 11, 1890. [CrossRef]

22. Jameh, A.A.; Mohammadi, T.; Bakhtiari, O.; Mahdyarfar, M. Synthesis and Modification of Zeolitic Imidazolate Framework
(ZIF-8) Nanoparticles as Highly Efficient Adsorbent for H2S and CO2 Removal from Natural Gas. J. Environ. Chem. Eng. 2019,
7, 103058. [CrossRef]

23. Ghaffar, I.; Imran, M.; Perveen, S.; Kanwal, T.; Saifullah, S.; Bertino, M.F.; Ehrhardt, C.J.; Yadavalli, V.K.; Shah, M.R. Synthesis
of Chitosan Coated Metal Organic Frameworks (MOFs) for Increasing Vancomycin Bactericidal Potentials against Resistant S.
Aureus Strain. Mater. Sci. Eng. C 2019, 105, 110111. [CrossRef] [PubMed]

24. Bhardwaj, N.; Pandey, S.K.; Mehta, J.; Bhardwaj, S.K.; Kim, K.H.; Deep, A. Bioactive Nano-Metal-Organic Frameworks as
Antimicrobials against Gram-Positive and Gram-Negative Bacteria. Toxicol. Res. 2018, 7, 931–941. [CrossRef] [PubMed]

25. Aryanejad, S.; Bagherzade, G.; Moudi, M. Design and Development of Novel Co-MOF Nanostructures as an Excellent Catalyst
for Alcohol Oxidation and Henry Reaction, with a Potential Antibacterial Activity. Appl. Organomet. Chem. 2019, 33, e4820.
[CrossRef]

26. Abd El Salam, H.M.; Nassar, H.N.; Khidr, A.S.A.; Zaki, T. Antimicrobial Activities of Green Synthesized Ag Nanoparticles @
Ni-MOF Nanosheets. J. Inorg. Organomet. Polym. Mater. 2018, 28, 2791–2798. [CrossRef]

27. Kaur, H.; Mohanta, G.C.; Gupta, V.; Kukkar, D.; Tyagi, S. Synthesis and Characterization of ZIF-8 Nanoparticles for Controlled
Release of 6-Mercaptopurine Drug. J. Drug Deliv. Sci. Technol. 2017, 41, 106–112. [CrossRef]

28. Saif, M.S.; Zafar, A.; Waqas, M.; Hassan, S.G.; ul Haq, A.; Tariq, T.; Batool, S.; Dilshad, M.; Hasan, M.; Shu, X. Phyto-Reflexive Zinc
Oxide Nano-Flowers Synthesis: An Advanced Photocatalytic Degradation and Infectious Therapy. J. Mater. Res. Technol. 2021,
13, 2375–2391. [CrossRef]

29. Geethalakshmi, R.; Sarada, D.V.L. Evaluation of Antimicrobial and Antioxidant Activity of Essential Oil of Trianthema decandra L.
J. Pharm. Res. 2013, 6, 101–106. [CrossRef]

30. Narra, N.; Kaki, S.S.; Prasad, R.B.N.; Misra, S.; Dhevendar, K.; Kontham, V.; Korlipara, P.V. Synthesis and Evaluation of Anti-
Oxidant and Cytotoxic Activities of Novel 10-Undecenoic Acid Methyl Ester Based Lipoconjugates of Phenolic Acids. Beilstein J.
Org. Chem. 2017, 13, 26–32. [CrossRef]

31. Shaaban, M.T.; Ghaly, M.F.; Fahmi, S.M. Antibacterial Activities of Hexadecanoic Acid Methyl Ester and Green-Synthesized Silver
Nanoparticles against Multidrug-Resistant Bacteria. J. Basic Microbiol. 2021, 61, 557–568. [CrossRef]

32. Ganesan, T.; Subban, M.; Christopher Leslee, D.B.; Kuppannan, S.B.; Seedevi, P. Structural Characterization of N-Hexadecanoic
Acid from the Leaves of Ipomoea Eriocarpa and Its Antioxidant and Antibacterial Activities. Biomass Convers. Biorefinery 2022.
[CrossRef]

33. Siswadi, S.; Saragih, G.S. Phytochemical Analysis of Bioactive Compounds in Ethanolic Extract of Sterculia Quadrifida R.Br. In
Proceedings of the AIP Conference Proceedings; American Institute of Physics Inc.: College Park, MD, USA, 2021; Volume 2353.

34. Rahman, M.M.; Ahmad, S.H.; Mohamed, M.T.M.; Ab Rahman, M.Z. Antimicrobial Compounds from Leaf Extracts of Jatropha
Curcas, Psidium Guajava, and Andrographis Paniculata. Sci. World J. 2014, 2014, 635240. [CrossRef] [PubMed]

35. Mazumder, K.; Nabila, A.; Aktar, A.; Farahnaky, A. Bioactive Variability and in Vitro and in Vivo Antioxidant Activity of
Unprocessed and Processed Flour of Nine Cultivars of Australian Lupin Species: A Comprehensive Substantiation. Antioxidants
2020, 9, 282. [CrossRef] [PubMed]

36. Desbois, A.P.; Smith, V.J. Antibacterial Free Fatty Acids: Activities, Mechanisms of Action and Biotechnological Potential. Appl.
Microbiol. Biotechnol. 2010, 85, 1629–1642. [CrossRef]

37. Adebayo, I.A.; Arsad, H.; Samian, M.R. Methyl Elaidate: A Major Compound of Potential Anticancer Extract of Moringa Oleifera
Seeds Binds with Bax and MDM2 (P53 Inhibitor) in Silico. Pharmacogn. Mag. 2018, 14, S554–S557. [CrossRef]

38. Li, Y.; Hu, H.-B.; Zheng, X.-D.; Zhu, J.-H.; Liu, L.-P. Composition and Antimicrobial Activity of Essential Oil from the Aerial Part
of Artemisia Annua. J. Med. Plants Res. 2011, 5, 3629–3633.
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