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This study developed a simple and label-free fluorescent probe for deferiprone quantification in 
exhaled breath condensate (EBC) samples. For that, UiO-66, synthesized in a one-step process with 
the solvothermal method, along with ferric ions, provided a selective system for deferiprone detection. 
Deferiprone formed a complex with ferric ions, and the resulting complex quenched the fluorescence 
intensity of UiO-66 through an inner filter effect process. The probe demonstrated good sensitivity, 
with a detection limit of 0.005 mg.L− 1 and a linear range of 0.016-1.0 mg.L− 1, and performed reliably in 
the analysis of deferiprone in EBC samples of the patients.
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Deferiprone is an orally administered iron chelator indicated for the treatment of transfusional iron overload. 
Regulatory authorities have expanded the drug’s approval beyond its initial sanction as an alternative for 
thalassemia and hemochromatosis patients intolerant to standard therapy1. It is now approved by the US Food 
and Drug Administration (FDA) as a first-line agent for managing iron overload in both pediatric and adult 
populations with sickle cell disease or other transfusion-dependent anemias2. Despite its therapeutic efficacy, 
the clinical use of deferiprone is constrained by a well-documented spectrum of adverse reactions such as 
agranulocytosis, musculoskeletal disorders like arthropathy, and prevalent gastrointestinal disturbances. 
Hepatobiliary events, including transient transaminitis, abnormal liver function, and hepatic fibrosis have also 
been observed3. Additional reported complications comprise zinc deficiency and immunological abnormalities, 
a notable example being fatal systemic lupus erythematosus4.

While the concentration of deferiprone in biological samples has been determined using a range of 
techniques-from fundamental methods like spectrofluorimetry5–8, spectrophotometry9,10, and colorimetry to 
more sophisticated instrumental analyses such as electrochemical sensing11, LC-MS12, capillary electrophoresis12 
and RP–HPLC-UV13,14-the pursuit of a faster, more reliable, and simpler analytical method is ongoing. Among 
the available options, optical sensing is favored for its operational simplicity but is frequently limited by low 
sensitivity and selectivity for specific analyte monitoring. To overcome these drawbacks, the integration 
of nanomaterials as advanced probes has gained significant traction, offering a pathway to improved sensor 
capabilities15. Nanoparticles are ultrafine particles, > 100  nm, whose unique optical, magnetic, and catalytic 
properties stem from their high surface area and quantum effects. This makes them powerful tools in various 
fields of sensing16,17, medicine18,19, and industry20.
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Metal-organic frameworks (MOFs) are an emerging class of crystalline porous materials, synthesized from 
metal-containing nodes connected by organic bridging ligands. As a relatively new class of materials, they have 
attracted significant interest due to their unique structural and chemical properties. These properties include 
precise pore size, customizable composition and structure, adjustable dimensions, tunable functionality, high 
loading capacity, and enhanced biocompatibility, making them highly attractive for various applications21. 
UiO-66, a prominent member of the University of Oslo (UiO) family of MOFs, is a three-dimensional network 
composed of zirconium (Zr4+) clusters coordinated with terephthalic acid linkers22. A key advantage of UiO-
66 over traditional porous materials is its exceptional accessibility for functionalization and post-synthetic 
modification23. This tunability is facilitated by the high oxophilicity of the Zr4+ metal nodes, which provide 
up to 12 coordination points for linkers, forming a stable cuboctahedral crystal structure24. The framework 
exhibits exceptional chemical stability, primarily attributed to the strength of the Zr–O bonds and the high 
coordination number of Zr4+25. These properties, high specific surface area, remarkable stability, and versatile 
tenability, underpin the widespread scientific and applicative reputation of UiO-66. Consequently, it has been 
widely applied in diverse fields including chemical catalysis, photocatalysis, separation, sensing, drug delivery, 
supercapacitors, and gas storage24.

Herein, UiO-66 MOF was synthesized and used for the development a label-free probe for determination 
of deferiprone as the model analyte. The measurements were performed in exhaled breath condensate (EBC) 
as a non-invasive biological sample. EBC is the water vapor contained in breath and very small droplets of lung 
lining fluid, which are condensed typically by using a cooling or condensing collection device26,27. The optimized 
and validated probe was subsequently evaluated for its capacity to quantify deferiprone in EBC collected from 
patients undergoing deferiprone therapy.

Experimental section
Materials
Deferiprone (mass fraction purity of 99.7%) from Arastoo Pharmaceutical Co. (Tehran, Iran), iron (III) chloride 
hexahydrate (99.0 102.0%), were obtained from Merck (Darmstadt, Germany). For the synthesis of UiO-66, 
zirconium chloride (ZrCl4, ≥ 99.5%), terephthalic acid, acetic acid (≥ 99.5%), and N, N-dimethylformamide 
(DMF) were obtained from Sigma-Aldrich (St. Louis, USA). For buffer preparation, sodium dihydrogen 
phosphate dihydrate (NaH2PO4.2H2O) was used and the pH was adjusted to different pHs using sodium 
hydroxide (NaOH) and hydrochloric acid (HCl), both obtained from Merck (Darmstadt, Germany). Ultrapure 
deionized water was obtained from Shahid Ghazi Pharmaceutical Co. (Tabriz, Iran) for dilution.

Instruments
Fluorescence spectra were measured using a Jasco Corp. FP-750 spectrofluorometer (Japan) equipped with a 
xenon lamp source, with both excitation and emission bandwidths were set to 10  nm and a 1 mL standard 
quartz cell was used for all measurements. UV-vis absorption spectra of the prepared solutions were recorded 
on a Shimadzu model UV-1800 spectrophotometer (Japan) using a micro quartz cell. The morphology and 
size distribution of the synthesized nanoparticles were determined using a Philips CM30 transmission electron 
microscopy (TEM) (Netherlands). The pH adjustments were carried out with a Metrohm 744 digital pH meter 
(Switzerland). UiO-66 synthesis was conducted in an Initiator 8 EXP oven (Biotage Corp.). The Brunauer-
Emmett-Teller (BET) surface area was analyzed using the BEL-SORP MINI II (Japan) via the N2 adsorption 
method.

Synthesis of UiO-66
UiO-66 was synthesized following a previously reported method28. The reagents used were terephthalic acid and 
ZrCl4. To prepare the nanoparticle, first, 26.6 mg of terephthalic acid was dissolved separately in 5 mL of DMF, 
and 40.8 mg of ZrCl4 was dissolved in another 5 mL of DMF at room temperature. Then, 0.5 mL of acetic acid 
was added to the mixture. The resulting solution was transferred to a Teflon-lined autoclave and heated at 120 °C 
for 24  h without stirring. Crystallization occurred under static conditions. After this treatment, the UiO-66 
product was isolated by centrifugation and washed multiple times with DMF and methanol. Finally, the obtained 
solid was dried overnight under vacuum at 60 °C for further use in experiments.

EBC sampling and preparation
To collect EBC samples, a home-made exhalation collection device based on a cooling trap system was used29. 
The setup cools the exhaled breath down to − 20  °C and condenses it with admissible efficiency. The EBC 
samples were collected from healthy and patient volunteers for 10 min. No further processing was necessary 
before analysis. All sample donors were aware of the purposes of the project and signed a written consent form 
confirmed by the Ethical Committee of Tabriz University of Medical Sciences (IR.TBZMED.REC.1403.279).

The method optimization and validation were performed using deferiprone-spiked EBC samples from healthy 
individuals. However, the final measurement of deferiprone was conducted in patient samples to evaluate the 
method’s real-world applicability. This approach was taken because the matrix composition of EBC can differ 
significantly between healthy and diseased states. To ensure accurate quantification in these authentic patient 
matrices, the standard addition method was employed for all measurements.

General procedure
Briefly, 10 µL of 0.1 mol L− 1 phosphate buffer (pH 7.0) was mixed with 100 µL of EBC in a microtube. To this 
mixture, 25 µL of the UiO-66 MOF fluorescent probe (1000 mg L− 1) and 5 µL iron III (1000 mg L− 1) were added. 
Deionized water was then used to bring the total volume to 0.4 mL. Following a 5-minute incubation period at 
room temperature, the fluorescence intensity was recorded (λex = 285 nm, λem = 410 nm). The response, defined 
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as ΔF (the difference between the intensity in the presence (F) and absence (F0) of deferiprone) was used for 
quantification. The entire procedure was replicated three times under consistent conditions.

Results and discussions
Characterization of synthesized UiO-66 MOF
TEM was utilized to characterize the particle size and morphology of the synthesized UiO-66 MOF. As can 
be seen in Fig. 1A, UiO-66 nanoparticles were polyhedral with an average particle size of less than 200 nm. 
The phase purity and crystallinity of the MOF were confirmed by XRD. The pattern exhibited distinct peaks 
at 2θ ≈ 7°, 8°and 25.5° corresponding to the (111), (002) and (006) lattice planes of UiO-6630, confirming its 
successful formation (Fig. 1B). Further evidence for the successful synthesis of UiO-66 was obtained from FT-IR 
spectroscopy (Fig. 1C). The FT-IR spectrum of pristine UiO-66 showed key bands at 1565 and 1393 cm− 1, which 
were characteristic of the carboxylate groups in the synthesized framework. This confirms the formation of UiO-
66. Another peak at 1600 cm− 1 was associated with the aromatic carbon ring of the organic linker.

The surface area of UiO-66 was also characterized by N₂ adsorption-desorption analysis at 77 K (Fig. 1D). 
The resulting Type I isotherm, which showed no hysteresis, is indicative of a microporous material. From this 
data, the BET surface area was calculated to be 1208 m² g⁻¹.

It should be noted that the practical application of the UiO-66 MOF probe is limited by its poor storage stability, 
a common issue with nanomaterials due to their high surface area and tendency to aggregate. Our stability 

Fig. 1.  (A) TEM image, (B) XRD pattern, (C) FT-IR spectra and (D) BET analysis of the synthesized UiO-66.
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studies, however, revealed that the synthesized probe maintained a stable signal intensity for approximately 30 
days, after which a gradual decrease was observed (Fig. 2).

Fig. 1.  (continued)
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Deferiprone detection mechanism
The photoluminescence property of the synthesized UiO-66 was characterized by a maximum emission intensity 
at 410 nm under 285 nm excitation (Fig. 3A(I)). Introduction of ferric ions into the system resulted in a mild 
quenching by weakly interacting with the MOF framework (Fig. 3A(II)). Further investigation revealed that 
deferiprone amplified this quenching effect. When introduced to the MOF-based system, deferiprone induced 
significant fluorescence quenching proportional to its concentration (0.016–1.0 mg.L− 1) (Fig.  3A(IV)). 
This significant response contrasted with the weak signal change observed from direct interaction between 
deferiprone and the UiO-66 (Fig.  3A(III)). It should be noted that zeta potential UiO-66 before (12.9 mV) 
and after addition of ferric-deferiprone complex (12.6 mV) showed a little changes, indicating no significant 
electrostatic interaction or close surface binding has occurred. Since Förster resonance energy transfer (FRET) 
requires the donor and acceptor to be within ~ 10 nm, the lack of any driving force for proximity (like charge 
attraction) or evidence of direct association makes a FRET-based mechanism highly unlikely. In this case, the 
observed fluorescence quenching/signal change was likely due to other quenching mechanism. The absorption 
maximum of deferiprone at 279 nm is close to the excitation of UiO-66 (Fig. 3B(I)). This overlap causes a slight 
decrease. However, in the presence of ferric ions, the absorption maximum shifts to higher wavelengths (283 nm, 
Fig. 3B(II)), which further increased the spectral overlap and significantly enhanced this quenching effect. This 
enhanced quenching analogoued to previously reported systems for other pharmaceutical chelators5,31.

The mentioned fluorescence quenching of UiO-66 (excitation λmax = 285  nm, Fig.  3C) upon introduction 
of the ferric-deferiprone complex (absorption λmax = 283 nm) was predominantly attributable to an inner filter 
effect (IFE). This fact arise from the significant spectral overlap between the excitation band of probe and the 
absorption spectrum of the ferric-deferiprone complex. The complex competitively attenuated the photon flux 
of the incident radiation at 285 nm, thereby reducing the effective excitation intensity incident upon the UiO-
66 particles. This attenuation resulted in a corresponding decrease in the population of the MOF’s excited state 
and a consequent reduction in its emitted fluorescence intensity. A schematic representation of the response of 
a UiO-66/ferric ion system to deferiprone was given in Scheme 1.

Optimization studies
The main parameters affecting of the reaction between UiO-66/ ferric ion system and deferiprone were optimized 
to enable its measuring in EBC. Based on preliminary experiments, the fluorescent intensity depended on four 
factors: pH, UiO-66 MOF and ferric ion concentration, and incubation time. The optimization was performed 
using a deferiprone concentration of 0.3 mg.L− 1. Selecting a suitable pH could effectively enhance the probe 
performance. Herein, the effect of pH on fluorescence intensity was investigated across a range of 3.0 to 9.0 
(Fig. 4A). The highest change in fluorescence (ΔF) was observed at pH 7.0, which was identified as the optimum 
condition. This optimum can be attributed to the fact that it was the best pH for the formation of the deferiprone-
ferric ion complex32 which act as a key factor for the IFE mechanism.

In the following, different concentrations of UiO-66 MOF in the range of 62.5–250 mg L− 1 were tested 
to determine the optimal amount of UiO-66 MOF during the process design. As can be seen in Fig. 4B, the 
analytical response increased with increasing UiO-66 concentration (up to 156.25 mg L− 1) and then decreased 
due to nanoparticle self-quenching at high concentrations. Effect of ferric ions concentrations on the 
fluorescence intensity was also studied in the different concentrations from 12.5 to 187.5 mg L− 1. Based on the 
results (Fig. 4C), the ΔF increased with increasing concentrations of ferric ions and 31.25 mg L− 1 showed proper 

Fig. 2.  Stability study of the used MOF based probe.
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fluorescence quenching with acceptable precision. A plateau state was observed at higher concentrations due to 
saturation of binding sites for the IFE mechanism.

The time required for the reaction between deferiprone molecules and the UiO-66 MOF/ferric ion system 
to reach equilibrium was defined as the incubation time. This parameter was investigated over a range of time 
intervals, from immediate measurement up to 20 min (Fig. 4D). The fluorescence response of the probe reached 
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Fig. 3.  (A) Emission spectra of (I) UiO-66, (II) UiO-66 + ferric ions, (III) UiO-66 + deferiprone and (IV) UiO-
66 + ferric ions + deferiprone. (B) Absorbance spectra of (I) deferiprone, (II) ferric ions + deferiprone and (III) 
UiO-66. (C) Excitation and emission spectra of UiO-66 MOFs.
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its maximum after 5 min, which was consequently selected as the optimal incubation time for all subsequent 
experiments.

Figures of merit
To evaluate the response of the UiO-66/ferric ion system toward deferiprone, the concentration-dependent 
behavior of the method was studied under optimal conditions. Increasing level in deferiprone concentration 
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Fig. 3.  (continued)

Scheme 1.  Schematic illustration of deferiprone detection using a UiO-66/iron based fluorescent probe.
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led to a significant decrease in fluorescence intensity of probe at around 410 nm (Fig. 5). Based on the results, 
there was a respectable linear relationship between the fluorescence intensity and deferiprone concentration in 
the range of 0.016-1.0 mg.L− 1. The equation of this linear ΔF = 274.57 CDEF +53.122 (R² =0.9918), where CDEF 
represented the concentration of deferiprone in mg.L− 1, ΔF indicated the difference of the fluorescence intensity 
in the absence and presence of deferiprone. The limit of detection (LOD) was calculated based on 3Sb/m (Sb: 
blank’s standard deviation; m: calibration slope). It was found to be 0.005 mg.L− 1.

To evaluate precision, the method was tested with multiple replicates on the same day and over different days. 
The relative standard deviation (RSD%) for five analyses of a 0.3 mg.L− 1 sample was 4.2% for intra-day and 7.8% 
for inter-day measurements. Notably, the inter-day RSD was nearly double the intra-day RSD, potentially due to 

Fig. 4.  Effect of pH (A), the concentration of UiO-66 (B), ferric ions (C), and time (D) on the response of the 
proposed probe.
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the day-to-day instability of the UiO-66 MOF, such as structural degradation or adsorption of moisture, which 
could alter its fluorescent properties over time.

Table  1 compared the analytical performance of the proposed method with existing techniques for 
detecting deferiprone. It should be noted that while several methods such as LC/MS, HPLC-UV, and capillary 
electrophoresis offer wide linear ranges or low LODs, they often involve complex instrumentation, lengthy 
sample preparation, and consume the expensive and environmentally hazardous organic solvents throughout the 
analytical process. Additionally, while electrochemical methods can offer excellent sensitivity, they often suffer 
from lower reproducibility due to electrode fouling and surface passivation, which limits their reliability for 
routine analysis. In contrast, spectrofluorimetric methods—particularly those using nanomaterials like carbon 
dots, MIL-101/agarose, and graphene quantum dots —provide simpler, more adaptable platforms for analysis, 
and with the current UiO-66/Fe³⁺ system exhibiting a competitive LOD (0.005 mg.L− 1) and a wide linear range 
(0.016–1.0 mg.L− 1). However, within the category of fluorometric methods, “Off-On” sensing mechanism, as 

Fig. 4.  (continued)
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employed in this work, offers superior selectivity over conventional “Turn-Off ” approaches (e.g., MIL-101/
agarose nanocomposite hydrogel based system6. Furthermore, although Fe- quantum dots based systems5,7 are 
renowned for their high biocompatibility and aqueous dispersibility, our MOF-based system provides a more 
structured and porous scaffold. This architecture is crucial for enhancing selectivity, as the uniform pores of 
UiO-66 can provide size-exclusion effects, potentially blocking larger interferents present in complex biological 
matrices. Moreover, the well-defined crystalline structure of UiO-66 allows for more precise engineering of the 
binding sites and a more predictable interaction with the Fe³⁺/deferiprone complex, which likely contributes to 
the acceptable sensitivity (lower LOD) in this work compared to the quantum dots based probes.

Method Probe Sample LOD (mg.L− 1) Linear range (mg.L− 1) Reference

LC/MSa – Aqueous solution 2.46 69.5-2435.2 12

CE-FAb – Aqueous solution 1.01 5.6–33.4 12

HPLC-UVc – Pharmaceutical 
formulations 2.4 10–50 13

HPLC-UV – Rat plasma - 0.2–20 14

Electrochemical method
A hybrid inorganic/organic electrode material composed 
of gold template, Au NPs, 3-mercaptopropionic acid and 
cysteamine

Urine Serum 0.06 1.4-1182.8 11

Spectrophotometry – Formulation 0.19 2–12 9

Spectrophotometry Carbon dot @ Au nanocrystal Human serum 0.04 0.34–16.70 10

Spectrofluorimetry Fe3/graphene quantum dots plasma - 5–50 5

Spectrofluorimetry MIL-101/agarose nanocomposite hydrogel EBC 0.003 0.005-1.5 6

Spectrofluorimetry Fe (III)-doped carbon quantum dots EBC 0.01 0.05–1.5 7

Spectrofluorimetry UiO-66/ferric ion system EBC 0.005 0.016-1.0 This work

Table 1.  Analytical performance comparison of the proposed method with literature reports for deferiprone 
determination. aLiquid Chromatography-Mass Spectrometry. bCapillary Electrophoresis-Frontal Analysis. 
cHigh-Performance Liquid Chromatography-Ultraviolet.

 

Fig. 5.  Fluorescence spectra of the UiO-66/ferric ion system in the absence and presence of different 
concentrations of deferiprone: (0.016-1.0 mg.L− 1) in the EBC sample. Inset: Calibration curve in confidence 
interval 95%.
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Interference study
The response of UiO-66/ferric ion system toward deferiprone in the presence of some potential co-administered/
over-the-counter drugs and some coexisting inorganic ions/organic compounds in EBC was also studied 
for evaluating the method selectivity. The probe response was recorded at a concentration of 0.3 mg.L− 1 for 
deferiprone and all interfering substances. As illustrated in Fig.  6, the probe has acceptable selectivity for 
deferiprone, with no observable interference from the majority of compounds tested. Notable exception was 
mefenamic acid, which significantly altered the signal, implying that their co-presence could lead to inaccurate 
deferiprone quantification. It should be noted that mefenamic acid acts as a chelating agent for transition 
metals such as Cu2+, Fe2+ and Fe3+ ions33. So, for applications where this interference is present, using sample 
purification or extraction steps is recommended to enhance analytical accuracy.

Real samples analysis
The proposed UiO-66/ferric ion system was utilized to quantify deferiprone in the EBC of six patients receiving 
this medication. The results were summarized in Table  2. As can be seen, the concentration of deferiprone 
in real samples was in the range of 0.062–0.118 mg.L− 1. To evaluate the method’s accuracy, a recovery test 
was performed alongside the deferiprone determination. Recovery percentages ranged from 97.0 to 106.0%, 
demonstrating the method’s reliability for analyzing real samples. For additional validation, samples 1 and 4 were 
subjected to HPLC-UV analysis, yielding a deferiprone concentration of 0.0618 ± 0.007 and 0.0812 ± 0.010 mg.
L⁻¹. Comparison with the results from the herein validated method (0.062 ± 0.007 and 0.081 ± 0.009 mg.L⁻¹) via a 
two-tailed paired t-test revealed no statistically significant difference at the 95% confidence level. This agreement 
supports the promise of the proposed method for accurate measurement of deferiprone in relevant biological 
matrices.

Fig. 6.  The study of method selectivity in the presence of (A) some possible co-administered or over-the-
counter drugs and (B) some coexisting inorganic ions and organic compounds in EBC. The concentration of 
deferiprone and all interfering substances was 0.3 mg. L− 1.
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Fig. 6.  (continued)

No. Gender Age (year) Added (mg. L− 1) Found (mg. L− 1) Recovery (%)

1 Female 30

– 0.062 –

0.1 0.163 101.0

0.2 0.375 106.0

2 Female 20

– 0.094 –

0.1 0.191 97.0

0.2 0.390 99.5

3 Female 50

- 0.042 –

0.1 0.143 101.0

0.2 0.245 102.0

4 Male 25

– 0.081 –

0.1 0.18 99.0

0.2 0.37 95.0

5 Male 18

– 0.118 –

0.1 0.216 98.0

0.2 0.412 98.0

6 Male 63

– 0.095 –

0.1 0.191 96.0

0.2 0.292 98.5

Table 2.  Deferiprone analysis using the validated probe in patient EBC samples and recovery experiments.
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Conclusion
In the current work, a simple fluorescent probe was designed based on the UiO-66 MOF/ferric ion system for the 
determination of deferiprone in EBC samples. The increasing levels of deferiprone showed a significant decrease 
in fluorescent intensity of the proposed probe. The method revealed a linear response toward deferiprone in 
the range of 0.016-1.0 mg.L− 1 with LOD of 0.005 mg.L− 1 and acceptable selectivity. The validated method 
was successfully employed for the determination of deferiprone in the EBC samples of patients receiving this 
medication, with recovery in the range of 97.0% to 106%.

Data availability
Data supporting this study are included within the article.
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