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Antibiotic resistance is a significant global concern, necessitating the development of either new anti-

biotics or advanced delivery methods. With this in mind, we report on the synthesis and characterisation

of a new family of Metal–Organic Frameworks (MOFs), OnG6 MOFs, designed to act as multi-drug car-

riers for bacterial infection treatment. OnG6 is based on the pro-drug 4,4’-azodisalicylic acid (AZDH4),

which in vivo produces two equivalents of para-aminosalicylic acid (ASA), a crucial drug for

M. tuberculosis treatment. X-ray and computational studies revealed that OnG6 MOFs are mesoporous

MOFs with etb topology and an [M2(AZD)] formula (M = Zn, OnG6-Zn; Mg, OnG6-Mg; Cu, OnG6-Cu;

and Co, OnG6-Co), featuring 1-dimensional channel type pores of 25 Å diameter. OnG6 MOFs are the

first reported MOFs bearing the ligand AZDH4, joining the family of mesoporous MOFs arranged in a hon-

eycomb pattern. They absorb isoniazid (INH) and ciprofloxacin (CIPRO) with the former being a specific

antibiotic for M. tuberculosis, and the latter being a broader-spectrum antibiotic. The stability of the MOFs

and their capacity for antibiotic uptake depend on the nature of the metal ion, with OnG6-Mg demon-

strating the highest drug absorption. The antimicrobial activity of these species was assessed against

S. aureus and E. coli, revealing that the carriers containing CIPRO displayed optimal efficacy.

Introduction

Metal–organic frameworks (MOFs) are a family of crystalline
porous materials that consist of inorganic building units
linked through organic linkers.1–3 They possess various desir-
able features, such as high porosity, large surface area, tune-
able structures, and high thermal stability, which make them
suitable for industrial, environmental, and biomedical
applications.4–10 In the biomedical field, MOFs have been
extensively studied as contrast agents or drug carriers for anti-
cancer drugs. They have also been found to provide protection
to large biomolecules from degradation and release them in a
controlled manner, while showing promising advancements in

gene targeting, enzyme immobilisation, and protein crystalli-
sation and purification.7,11–13 Recently, the use of MOFs in
antimicrobial applications has garnered substantial attention,
particularly due to their potential to combat antibiotic
resistance.14

Antibiotic resistance poses a significant global health
threat, with an alarming projection of 10 million annual
deaths by 2050 due to drug-resistant bacterial infections.15,16

Several strategies have been implemented to prevent the devel-
opment of antibiotic resistance. These, among others, include
efforts to develop new classes of antibiotics. Additionally, new
methods are being investigated, with a particular focus on
polytherapeutic nanoparticles that can carry antibiotics to the
active site within bacteria, thus bypassing any resistance
caused by membrane changes or efflux pumps.17,18 Although
these approaches demonstrate potential, they also present
limitations, especially regarding the stability, scalability, and
targeted delivery capabilities of the nanoparticles. On the
other hand, the development of new classes of antibiotics is
slow and cannot keep up with the emergence of antibiotic-
resistant bacteria. As a result, the creation of innovative strat-
egies to combat antibiotic resistance remains essential.

MOFs are uniquely positioned to address antibiotic resis-
tance as their high porosity and tunability enable them to
interact with bacteria in multiple ways.14,19,20–23 Besides
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serving as drug carriers for antibiotics, they can exhibit
inherent antimicrobial properties when they contain bacteri-
cidal metals or linkers. Currently, several MOFs with antibac-
terial properties are known. In particular, MOFs that can
encapsulate antimicrobial species, such as antibiotics, metals,
metal oxides, and enzymes, and release them in a controlled
manner have been reported.19,20 Among them, ZIF-8 demon-
strates an excellent ability to absorb a variety of different anti-
biotics, including ceftazidime, gentamicin, ciprofloxacin, and
rifampicin.21 Furthermore, most Ag+ MOFs show intrinsic anti-
bacterial activity, while there are MOFs that are composed of
bactericidal metals and linkers, releasing both for an increased
therapeutic effect.22 A representative example of this is
BioMIL-5, which shows bacteriostatic effects over 7 days at con-
centrations as low as 0.9 mg mL−1.23a Yet, this field is still in
its infancy, and the isolation of MOFs that incorporate more
than two mechanisms of action is currently limited. The latter
could offer significant opportunities to develop more efficient
treatments for bacterial infections.

With the above in mind, we decided to explore the use of
the ligand 4,4′-azodisalicylic acid (AZDH4, Scheme 1) for
synthesising MOFs with multi-drug antibacterial action.
AZDH4 is reduced in vivo by bacterial or mammalian azoreduc-
tases, resulting in two equivalents of active para-aminosalicylic
acid (ASA).24 ASA acts by inhibiting the biosynthesis of folate
in M. tuberculosis. Moreover, the incorporation of different
metal ions in the MOF SBU, coupled with the encapsulation of
extra antibiotics within its pores, could potentially create
multi-action antibacterial materials. The latter may benefit
from the toxicity of metal ions and the combined action of two
distinct antibacterial agents. In addition, there could also be a
synergistic effect of the three, resulting in advanced materials
with at least three different mechanisms of antibacterial
action.

Herein, we report on the synthesis and characterisation of a
new family of MOFs with the formula [M2(AZD)] (M = Zn,
OnG6-Zn; Mg, OnG6-Mg; Cu, OnG6-Cu; and Co, OnG6-Co).
OnG6 MOFs are mesoporous with an etb topology. They are
the first MOFs containing the ligand AZDH4 in either its
neutral or ionic form, being new additions to the limited
group of mesoporous MOFs in a honeycomb topology.25 OnG6
can absorb antibiotics, including isoniazid (INH) and cipro-
floxacin (CIPRO), Scheme 2. The antimicrobial activity of these
carriers was tested against S. aureus and E. coli. It was found

that the carriers loaded with CIPRO displayed optimal efficacy
with the OnG6-Mg analogue having one of the highest bio-
active compound uptake among MOFs.23,26

Experimental

All chemicals used were commercially available and used
without further purification. All procedures were conducted
under aerobic conditions unless stated otherwise.

Synthesis of 4,4′-azodisalicylic acid (AZDH4)

4-Nitrosalicylic acid (1.5 g, 8.2 mmol) was added to a 5M
aqueous NaOH solution (22.5 mL) in a 250 mL conical flask,
resulting in a dark red solution. The solution was stirred at
50 °C in open air. In a separate conical flask, D-(+)-glucose
(10 g, 55 mmol) was dissolved in H2O (10 mL) by heating to
50 °C. The glucose solution was slowly added to the 4-nitrosa-
licylic acid solution, yielding a black solution. The latter was
stirred for 15 minutes at 50 °C, then cooled to room tempera-
ture and stirred for two days in open air. After two days, a dark
brown suspension formed. The suspension was acidified to
pH 1 using concentrated HCl and then filtered, yielding a dark
brown precipitate. This precipitate was washed with excess
H2O and dried at 60 °C overnight. The crude product was
recrystallised from a boiling saturated Na2CO3 solution, produ-
cing bright orange Na4AZD needles. The crystals were collected
by filtration and dried overnight at 60 °C. Then, they were
redissolved in a minimal amount of H2O and acidified to pH 1
using concentrated HCl, resulting in an orange precipitate.
This precipitate was collected by filtration, washed with excess
water, and dried overnight at 60 °C. Yield: 68%; 1H-NMR
(500 MHz, DMSO-d6) δ 7.395 (d, 2H), δ 7.422 (dd, 2H), δ 7.987
(d, 2H) 13C-NMR: (500 MHz, DMSO-d6) δ 111.50, δ 113.75,
δ 116.25, δ 131.75, δ 156.25, δ 162.20, δ 171.57. HRMS
(ESI/Q-TOF) m/z: [M + HCOO−] calculated for C14H8N2O6 =
345.0359, found = 345.0344. IR (v, cm−1): 1653(s), 1610(m),
1572(m), 1484(w), 1428(s), 1364(w), 1286(m), 1206(s), 1149(m),
1090(w), 977(m), 882(m), 783(s), 742(m), 631(m).

Synthesis of [Zn2(AZD)] (OnG6-Zn)

AZDH4 (30 mg, 0.1 mmol) was dissolved in DMF (5 mL) in a
glass scintillation vial. The solution was sonicated forScheme 1 Schematic representation of 4,4’-azodisalicylic acid (AZDH4).

Scheme 2 Schematic representation of isoniazid (INH) and ciprofloxa-
cin (CIPRO).
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2 minutes. Zn(NO3)2·6H2O (119 mg, 0.4 mmol) was added and
the solution was sonicated for a further 3 minutes. The vial
was capped and placed in an oven at 100 °C for 6 hours, yield-
ing red microcrystalline spheroids of OnG6-Zn. The solvent
was then decanted and the crystals were washed with excess
DMF. Yield: 67%. Anal. calcd (found) for OnG6-Zn: C, 35.59
(35.82%); H, 1.49 (1.74%); N, 6.92 (7.01%). IR (v, cm−1):
1595(w), 1564(m), 1495(w), 1420(s), 1376(m), 1315(w), 1231(m),
1145(w), 1016(w), 989(m), 879(w), 840(w), 790(m), 751(m),
699(w).

Synthesis of [Mg2(AZD)] (OnG6-Mg)

AZDH4 (30 mg, 0.1 mmol) was dissolved in DMF (4 mL) in a
glass scintillation vial. Then, EtOH (1 mL) and H2O (1 mL)
were added, and the solution was sonicated for 3 minutes.
Mg(NO3)2·6H2O (77 mg, 0.3 mmol) was then added and the
solution was sonicated for a further 3 minutes. The vial was
capped and placed in an oven at 100 °C for 24 hours, yielding
red microcrystalline spheroids of OnG6-Mg. The solvent was
decanted and the crystals were washed with excess DMF. Yield:
53%. Anal. calcd (found) for OnG6-Mg: C, 44.65 (44.91%); H,
1.87 (2.04%); N, 8.68 (8.83%). IR (v, cm−1): 1656(s), 1602(w),
1577(m), 1498(w), 1436(s), 1382(s), 1317(m), 1251(s), 1138(w),
1097(m), 989(m), 891(w), 840(m), 796(m), 754(m), 713(w),
680(w), 659(m).

Synthesis of [Cu2(AZD)] (OnG6-Cu)

AZDH4 (30 mg, 0.1 mmol) was dissolved in DMF (4 mL) in a
glass scintillation vial. EtOH (0.5 mL) and H2O (1.5 mL) were
added. The solution was sonicated for 2 minutes, after which,
Cu(NO3)2·5H2O (93 mg, 0.4 mmol) was added. The solution
was sonicated for 3 minutes. The vial was capped and placed
in an oven at 100 °C for 24 hours, yielding green microcrystal-
line spheroids of OnG6-Cu. The solvent was decanted and the
crystals were washed with excess DMF. Yield: 36%. Anal. calcd
(found) for OnG6-Cu: C, 35.92 (36.17%); H, 1.51 (1.87%); N,
6.98 (7.22%). IR (v, cm−1): 1599(m), 1558(m), 1497(m), 1439(s),
1378(w), 1308(m), 1242(m), 1141(w), 991(m), 886(w), 784(m),
752(m), 679(w).

Synthesis of [Co2(AZD)] (OnG6-Co)

AZDH4 (30 mg, 0.1 mmol) was dissolved in DMF (5 mL) in a
glass scintillation vial. The solution was sonicated for
2 minutes. Co(NO3)2·6H2O (29 mg, 0.1 mmol) was added to
the solution, after which the solution was sonicated for a
further 3 minutes. The vial was then sealed and placed in an
oven at 105 °C for 24 hours, yielding purple microcrystalline
spheroids of OnG6-Co. The solvent was decanted and the crys-
tals were washed with excess DMF. Yield: 61%. Anal. calcd
(found) for OnG6-Co: C, 36.76 (37.19%); H, 1.54 (1.42%); N,
7.15 (6.81%). IR (v, cm−1): 1567(m), 1423(s), 1373(m), 1299(m),
1236(m), 1142(w), 1043(w), 989(w), 790(m), 753(m), 702(w).

Physical studies

FTIR spectra (4000–400 cm−1) were recorded using a
PerkinElmer 16PC FT-IR spectrometer with samples prepared

as KBr pellets. HRM was carried out on a Waters LCT instru-
ment using ESI time-of-flight mass spectrometry in negative
mode. SEM images of the frameworks were collected on a
Hitachi S-4700 SEM. A 5 kV electron beam was used for
imaging, whilst a 20 kV electron beam was used for EDX ana-
lysis. Samples were sputtered with gold prior to SEM/EDX
analysis.

PXRD data collection and analysis

Diffractograms were recorded using a PANalytical Empyrean™
diffractometer equipped with a PIXcel 3D detector operating in
scanning line detector mode with an active length of 4 utiliz-
ing 255 channels. The diffractometer is equipped with an
Empyrean Cu LFF (long fine-focus) HR (9430 033 7310x) tube
operated at 40 kV and 40 mA. CuKα radiation (λα = 1.540598 Å)
was used for diffraction experiments. Continuous scanning
mode with the goniometer in the theta–theta orientation was
used to collect the data. Incident beam optics included the
fixed divergence slit with the anti-scatter slit PreFIX module,
with a 1/8° divergence slit and a 1/4° anti-scatter slit, as well as
a 10 mm fixed incident beam mask and a Soller slit (0.04 rad).
Divergent beam optics included a P7.5 anti-scatter slit, a Soller
slit (0.04 rad), and a Ni-β filter. In a typical experiment, 20 mg
of sample was dried in air, ground into a fine powder and
loaded on a zero background silicon disk. Data were collected
in the 2θ range of 2.8°–40° with a step-size of 0.026° and a
scan time of 200 seconds per step.

Unit cell parameters of the frameworks were determined
from the powder X-ray diffraction pattern. Initial unit cell para-
meters for the frameworks were determined from positions of
10 observed peaks using indexing via DICVOL27 implemented
in DASH.28 The found unit cell parameters were refined for all
frameworks via Pawley profile fit of the powder X-ray diffrac-
tion pattern using GSAS-II (Fig. S1–S4 in the ESI†).29

Crystal structure model construction

All calculations were performed using the open-source soft-
ware Quantum Espresso v7.1 at the PBEsol level of theory.30

Norm conserving pseudopotentials were used with an energy
cut-off of 110 Ry. The unit cell parameters for the OnG6 MOFs
display significant similarities to those of the M2(olsalazine)
MOFs (Table S1†), where olsalazine is an isomer of AZDH4.

26

Based on this, the initial structure was derived from
M2(olsalazine), with modifications made by changing the
organic ligand from olsalazine to AZDH4. A full geometry
optimization was then performed on the primitive cell of the
MOF relaxing both the atomic positions and the lattice para-
meters. The standard convergence parameters were adopted.

Dissolution studies

A sample of MOF (5 mg) was suspended in a deionised water
and PBS solution (pH 7.4, 15 mL) in a centrifuge vial, which
was then maintained at 37 °C and stirred. The vials were
periodically centrifuged at 4500 rpm for 5 minutes. After each
centrifugation, 500 μL aliquots of the supernatant were taken
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and diluted to 5 mL with deionised water. The release was
monitored using UV-Vis spectroscopy.

MOF activation and drug loading

A sample of MOF (20 mg) was placed in a two-neck round
bottom flask. One neck was sealed with a septum, while the
other was attached to a vacuum pump. The sample was then
vacuumed, and the flask was placed in an oil bath at 180 °C.
In a single neck round bottom flask, the drug (INH or CIPRO,
50 mg) was added, and the flask was sealed with a septum.
The flask was then purged with N2 for 10 minutes using a
balloon, after which dry EtOH (15 mL) was introduced via a
syringe. This solution was sonicated to dissolve the drug. After
8 hours, the MOF sample was allowed to cool to room tempera-
ture under vacuum. N2 was then introduced to the system
using a balloon and needle. The vacuum was then removed,
and the flask was stoppered. Finally, the drug solution was
added using a syringe, and the MOF sample was left in the
solution for 3 days.

Quantification of drug loading by 1H-NMR

15 mg of drug loaded MOF material was suspended in DMSO-
d6 (500 μL) and 25 μL of DCl (35 wt% in D2O). The suspension
was sonicated for 5 minutes yielding a clear solution. 1H-NMR
spectra were recorded at 500 MHz using a Bruker spectrometer
and were processed using Bruker TopSpin software with cali-
bration against solvent signals in the literature.

Minimum inhibitory concentration assay

Antimicrobial activity was quantified using the broth dilution
method as previously described.31 Cultures of Gram-positive
Staphylococcus aureus (8325-4)32 and Gram-negative enterotoxi-
genic Escherichia coli (ETEC) DSMZ 10973 (DSMZ) were inocu-
lated at OD600 = 0.001 [equivalent to 1 × 106 Colony Forming
Units (CFU) mL−1] in 96-well microtitre plates in brain heart
infusion broth (Oxoid) containing 2-fold serially diluted MOF
or pure antibiotics (INH and CIPRO). For initial assessment a
concentration range of 1000–8 μg ml−1 MOFs was used. MOFs
with MIC < 8 μg ml−1 were further analysed at concentrations
of 31–0.2 μg ml−1 and/or 1.7–0.01 μg ml−1. Control samples
contained only bacteria, while blank samples contained only
media. The samples were incubated for 16–18 h at 37 °C and
the absorbance at 600 nm was measured using a Tecan micro-
plate reader with Magellan software. Experiments were con-
ducted at least twice in triplicate.

Results and discussion
Synthesis

Our group has been investigating the synthesis and character-
isation of new MOFs with drug carrier properties. This endea-
vour has led to the development of the NUIG family of MOFs,
notable for their exceptional uptake of drugs like nitric oxide,
ibuprofen, and doxorubicin.6,8 To broaden the scope of our
research, and with an aim to develop MOFs capable of carrying

multiple antibacterial drugs, we have now turned our attention
to the utilisation of the ligand AZDH4 in the synthesis of
MOFs. A schematic representation of AZDH4 synthesis is
shown in Scheme 3.

Several reaction conditions and synthetic parameters, such
as the molar ratio of the reactants, solvents, metal sources,
and temperature, were investigated, and much effort was made
to improve the crystallinity of the products. The reaction
between AZDH4 and an excess of a nitrate metal salt in DMF at
high temperature provided access to the OnG6 family of MOFs
with the formula [M2(AZD)], where M = Mg, OnG6-Mg; Zn,
OnG6-Zn; Cu, OnG6-Cu; and Co, OnG6-Co. The stoichiometric
equation that describes the synthesis of the OnG6 MOFs is
shown in eqn (1).

2MðNO3Þ2 � xH2Oþ AZDH4 �!DMF ½M2ðAZDÞ� þ 4HNO3 þ xH2O

ð1Þ

OnG6

Preliminary characterisation of the OnG6 MOFs was conducted
using IR spectroscopy. Several bands appear in the
1655–1360 cm−1 region in the IR spectra of all OnG6 analogues
(Fig. S5†), confirming the coordination of the AZDH4 linker.
This region would typically exhibit contributions from carboxy-
late vas(CO2) and vs(CO2) modes. However, overlap with the
stretching vibrations of the aromatic ring makes detailed
assignment difficult.

Description of structures

Representation of the molecular structure of OnG6 is shown in
Fig. 1 and 2.

OnG6 MOFs crystallise in a hexagonal crystal system. They
adopt an etb network, based on rod-shaped SBUs with the
formula [M3(AZD)1.5] or [M3(–RO)3(–RCO2)3], where –RO− and
–RCO2

− are alkoxy and carboxylate groups coming from three
AZD4− ligands (Fig. 1). The latter bridge the neighbouring
building units, resulting in the formation of hexagonal tubes,
which are further linked, creating a three-dimensional network
in a honeycomb arrangement (Fig. 1). Consequently, OnG6
MOFs feature hexagonal 1-D channel type pores. The frame-
works are mesoporous with pores approximately 25 Å in dia-
meter. The coordination mode of the AZD4− ligand in the
OnG6 MOFs is depicted in Scheme 4.

Scheme 3 Schematic representation of the AZDH4 synthesis.
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OnG6 MOFs were further characterised by PXRD and SEM
analyses. The experimental PXRD patterns of OnG6 MOFs were
compared with the one calculated from simulation confirming
the proposed MOF crystal structures (Fig. 3).

The SEM images of the OnG6 particles reveal a spheroid
morphology with a wide range of particle sizes (Fig. 4). Upon
further magnification, the spheroids are found to be com-
posed of needle-shaped crystallites. The size of carriers,

especially those for antibiotic delivery, is crucial in developing
effective pulmonary drug delivery systems with MOF particles
with an aerodynamic diameter between 0.5 and 5 μm being
suitable for pulmonary delivery through inhalation as
powders.33 Inhalable drug carriers are proposed to treat pul-
monary M. tuberculosis as they serve as an alternative to orally

Fig. 1 Representation of the trinuclear repeating unit (top) of the rod
SBU (bottom) in OnG6 MOFs. Colour code: N, dark blue; M, purple
(Mg, OnG6-Mg; Zn, OnG6-Zn; Cu, OnG6-Cu; and Co, OnG6-Co); O,
red; and C, grey.

Fig. 2 Representation of the hexagonal tube along c and a axes (top
left and top right, respectively) in OnG6 MOFs, and a space-filling repre-
sentation of the three dimensional network in a honeycomb arrange-
ment (bottom). Colour code: N, dark blue; M, purple (Mg, OnG6-Mg; Zn,
OnG6-Zn; Cu, OnG6-Cu; and Co, OnG6-Co); O, red; and C, grey.

Scheme 4 A schematic representation of the coordination mode
AZD4− in the OnG6 MOFs, bridging eight metal ions.

Fig. 3 Experimental PXRD patterns of the OnG6 MOFs in comparison
with the one derived from the computational model. Colour code:
model, black; OnG6-Zn, blue; OnG6-Mg, red; OnG6-Co, purple; and
OnG6-Cu, green.

Fig. 4 SEM images of (a) OnG6-Cu, (b) OnG6-Zn, (c) OnG6-Mg and (d)
OnG6-Co.
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administered drugs, aiming to overcome the latter’s barriers in
reaching the site of action. Interestingly, OnG6-Cu and OnG6-
Co particles are the closest to the optimum size for pulmonary
delivery by inhalation with average particle sizes of 28 and
10 μm, respectively.

Dissolution and drug uptake studies

Framework dissolution studies were carried out in water and
PBS solution (pH 7.4) at 37 °C to determine the rate of linker
release (Fig. 5). The release was monitored using UV-Vis spec-
troscopy at λ = 325 nm. A calibration curve of Na4(AZD) in
water was used to quantify AZD4− concentration (Fig. S6†).
Due to the high biocompatibility of Mg2+, Zn2+ and Cu2+,
OnG6-Mg, OnG6-Zn and OnG6-Cu were prioritised for dis-
solution studies. Further to their biocompatibility, these MOFs
exhibit the highest bioactive compound loadings among all
MOFs, with OnG6-Mg comprising 85% AZD4−.23,26 UV-Vis data
for framework dissolution for the three MOFs are illustrated in
Fig. S7–S9 in the ESI.†

The dissolution curves in water clearly show the effects of
different metals on the water stability of the frameworks.
OnG6-Mg breaks down rapidly, releasing 63% of AZD4− within
10 minutes. OnG6-Zn is more stable, releasing 29% of the
linker after 30 minutes. The OnG6-Cu framework is the most
stable, releasing only 21% of the linker after 5 hours. A similar
pattern is observed in PBS, where OnG6-Mg and OnG6-Zn
break down within 10 minutes. OnG6-Cu demonstrates signifi-
cant stability, with only 42% of AZD4− released after 2 days.

Given the enhanced porosity of the OnG6 MOFs and the
need for multi-drug delivery in the treatment of drug-resistant
bacterial infections, the capability of OnG6 to encapsulate the
antitubercular drug, isoniazid (INH), was examined. To access
the full porosity of the frameworks, they were activated prior to
INH loading. The loading of INH was performed under a N2

atmosphere immediately after activation. A MOF sample was
suspended in a solution of INH in dry ethanol. The INH@OnG6
species were collected by centrifugation and washed thoroughly
with EtOH to remove any INH on the surface. The loading
was quantified by 1H-NMR after the framework was digested in
DCl/DMSO-d6. The 1H-NMR spectra of AZDH4, INH, and
INH@OnG6 are shown in Fig. S10–S13 in the ESI.† INH signals
(doublet, 2H) at 9.12 ppm and AZDH4 signals (doublet, 2H) at
7.98 ppm were integrated for INH loading quantification.

The INH loadings for OnG6-Zn and OnG6-Mg are presented
in Table S2,† along with the relative stoichiometry derived
from the 1H-NMR studies. OnG6-Zn shows a low loading of
only 4 wt%. This could be a result of incomplete activation
or partial framework collapse. Many Zn-MOF-74 analogues
exhibit similar behaviour, with Zn2+ analogues being the least
stable in terms of activation.26,34 Conversely, OnG6-Mg loads
significantly more INH (22 wt%), likely because of its higher
stability. OnG6-Cu turned black when heated, suggesting its
collapse, which subsequently impeded INH absorption.

INH is specifically used for M. tuberculosis treatment, and
in order to gain a better insight into the antimicrobial activity
of OnG6 MOFs, the investigation of a broader-spectrum anti-
biotic was targeted. To this end, ciprofloxacin was chosen;35

besides its use in treating and preventing M. tuberculosis, this
fluoroquinolone is effective against both Gram-positive and
Gram-negative bacteria, making it ideal for antibacterial
assays. The encapsulation method used for INH was similarly
applied to CIPRO. A distinct proton signal at 8.63 ppm for
CIPRO serves as a reference point. This signal appears in all
CIPRO-loaded analogues, including CIPRO@OnG6-Zn,
CIPRO@OnG6-Mg, and CIPRO@OnG6-Co, indicating a similar
drug loading for the OnG6 MOFs (Fig. 6 and Fig. S14, S15†).

Minimum inhibitory concentration studies

To investigate the antimicrobial properties of the OnG6 MOF
family, Minimum Inhibitory Concentration (MIC) studies were
performed. The assays were conducted against two bacterial
species: Gram-positive S. aureus and Gram-negative E. coli.33

These strains were selected because they are well-studied
model organisms with established biochemistry.36 As common
pathogenic bacteria, they pose significant health risks, making
them apt candidates for antibacterial activity testing. The
results of these assays can provide a general understanding of
the antibacterial activity of the OnG6 MOFs, paving the way for
further investigation with more specific and highly infectious
bacteria, such as M. tuberculosis.

The bacterial cells were incubated in brain heart infusion
broth media for 16–18 hours at 37 °C, in the presence of the
following materials OnG6-Mg, OnG6-Zn, OnG6-Co, INH,
CIPRO, AZDH4, INH@OnG6-Mg, INH@OnG6-Zn,
CIPRO@OnG6-Mg, CIPRO@OnG6-Zn, and CIPRO@OnG6-Co.
The MIC was determined as the minimum concentration of
the compound that led to the complete inhibition of the visual
growth of bacteria (Table 1).

From Table 1, it can be observed that the OnG6 MOFs show
low antimicrobial activity against both E. coli and S. aureus,
with MIC values exceeding 1000 µg mL−1. Similarly, INH and
AZDH4 show little to no inhibition, when used individually, or
when formulated in the OnG6 MOFs. This is unsurprising as
both antibiotics are used almost exclusively to treat
M. tuberculosis infections. ASA works by inhibition of folate
within M. tuberculosis cells, whilst INH interferes with
M. tuberculosis cell wall synthesis.37 However, when CIPRO, a
wider spectrum antibiotic, is used, a significant increase in
antimicrobial activity is observed. In particular,

Fig. 5 OnG6 dissolution curves in water (left) and PBS solution (right).
Colour code: OnG6-Zn, black; OnG6-Mg, red; and OnG6-Cu, blue.
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CIPRO@OnG6-Co and CIPRO@OnG6-Zn exhibit strong anti-
microbial activity against both bacterial strains with MIC
values as low as 0.1 µg mL−1 for E. coli. Although INH, AZDH4,
and OnG6 carriers showed no reactivity against the evaluated
bacterial strains, the effectiveness of CIPRO and CIPRO@OnG6
supports the hypothesis that the apparent lack of response is
due to the highly specific nature of the antitubercular agents.
Therefore, targeted studies against M. tuberculosis bacteria are
necessary to establish their potential.

Conclusions

The initial employment of 4,4′-azodisalicylic acid (AZDH4) in
MOF chemistry led to the synthesis and characterisation of a
family of mesoporous MOFs with the formula [M2(AZD)],
where (M = Zn, OnG6-Zn; Mg, OnG6-Mg; Cu, OnG6-Cu; and
Co, OnG6-Co). OnG6 MOFs feature an etb framework topology
and 1-dimensional channel type pores of 25 Å diameter. OnG6
MOFs are the first coordination compounds bearing this
ligand in its neutral or ionic form.

The AZDH4 linker is a prodrug of the antibiotic para-amino-
salicylic acid (ASA), used to treat tuberculosis. The stability of
the frameworks and, consequently, the release of the bioactive
linker were greatly influenced by the choice of metal. OnG6-Co
and OnG6-Cu display particles that are close to the optimum
size for pulmonary delivery.33 The capacity of OnG6 for drug
uptake was investigated using the antitubercular drug isonia-
zid (INH) and the broader-spectrum antibiotic ciprofloxacin
(CIPRO). The uptake capacity of the OnG6 analogues differs,
with OnG6-Mg displaying the highest absorption (22 wt%).
The latter also represents one of the highest bioactive com-
pound loadings among MOFs at 88.5 wt%.23,26

INH, AZDH4, and OnG6 MOFs showed little to no activity
against S. aureus and E. coli bacteria. Interestingly, CIPRO and
CIPRO@OnG6 exhibited good efficacy. Despite the apparent
inactivity of INH, AZDH4, and OnG6 carriers against the
tested bacterial strains, the effectiveness of CIPRO and
CIPRO@OnG6 indicates that the inactivity is due to the
specific nature of M. tuberculosis and the subsequent speci-
ficity of the antitubercular agents. Studies on M. tuberculosis
bacteria will provide further insight into the bacterial infection
treatment potential of these species.

Investigation is currently underway to further reduce the
MOF particle size, allowing for the study of their aerosolisation
and suitability for pulmonary delivery. In addition, the iso-
lation of mixed metal OnG6 analogues has been targeted. This
offers the opportunity to manipulate key characteristics such
as water stability, linker release, biocompatibility, and anti-
bacterial properties by selecting the appropriate metal
combination.
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