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Abstract: Despite the large efforts to prepare super paramagnetic iron oxide nanoparticles 

(MNPs) for biomedical applications, the number of FDA or EMA approved formulations is 

few. It is not known commonly that the approved formulations in many instances have 

already been withdrawn or discontinued by the producers; at present, hardly any approved 

formulations are produced and marketed. Literature survey reveals that there is a lack for a 

commonly accepted physicochemical practice in designing and qualifying formulations 

before they enter in vitro and in vivo biological testing. Such a standard procedure would 

exclude inadequate formulations from clinical trials thus improving their outcome. Here we 
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present a straightforward route to assess eligibility of carboxylated MNPs for biomedical 

tests applied for a series of our core-shell products, i.e., citric acid, gallic acid, poly(acrylic 

acid) and poly(acrylic acid-co-maleic acid) coated MNPs. The discussion is based on 

physicochemical studies (carboxylate adsorption/desorption, FTIR-ATR, iron dissolution, 

zeta potential, particle size, coagulation kinetics and magnetization measurements) and 

involves in vitro and in vivo tests. Our procedure can serve as an example to construct 

adequate physico-chemical selection strategies for preparation of other types of core-shell 

nanoparticles as well.  

Keywords: carboxylated magnetite nanoparticles; core-shell nanoparticles; adsorption; 

surface complexation; chemical stability; iron dissolution; colloidal stability; particle 

charge; biocompatibility; biomedical application 

 

1. Introduction 

Nanobiotechnology can be applied to produce nanosized and/or nanostructured drug formulations 

for diagnostics, therapy or theranostics. The state-of-the-art of nanobiotechnology is promising [1–8]; 

but there is a gap between the ideas and the realizations [9]. Basic nanoscience research could not be 

converted into clinically verified and marketed medical products at a considerable scale as it is shown 

in a recent review by Etheridge et al. [10]. This is especially true of iron oxide nanoparticles 

(superparamagnetic iron oxide—SPIO, ultra small superparamagnetic iron oxide—USPIO or 

magnetite nanoparticles—MNPs), for which 66 clinical trials have been initiated [10], but only a few 

approved formulations can be found in databases such as FDA (U S Food and Drug Administration) or 

EMA (European Medicines Agency). In addition, the most of them have subsequently been discontinued 

or withdrawn by the producers. Some examples are Ferumoxides (Feridex I.V., Endorem) [11], 

Ferumoxsil [12] and Ferumoxtran-10 (Sinerem—Withdrawn from EMA [13]; Combidex—Not yet 

approved by FDA) [14]). We could identify only one approved and used formulation, Ferumoxytol 

(Feraheme), but it is approved for treating iron deficiency and thus, iron release from the nanoparticles 

is expected a priori [15]. One commonly referred formulation VSOP C-184 completed only the first 

phase clinical trial (2006) and another one, Ferucarbotran (Resovist), the third phase (2003); these are 

not yet approved [16,17]. Etheridge et al. [10] noted that “…academic, government, and industry 

experts did not expect to see “nanomachines” capable of theranostics (combined therapy and 

diagnostics) in human beings until 2025”. One of the many reasons for the inefficient progress in 

medical implementation can be connected with the absence of an appropriate physicochemical testing 

of the particles. The majority of research studies do not even provide experimental evidence whether 

an optimization process has been used in designing the given composition. Adequate physicochemical 

qualification of both the formulation procedure and the end products is inevitable for improving 

nanoparticle performance and reproducibility. Dufort and co-authors [18] attempted to specify the 

types of in vitro nanoparticle evaluation methods that should be performed prior to in vivo tests and 

highlighted the importance of physicochemical experiments in predicting the fate of nanoparticles  

in vivo. However, the latter had not been classified as a separate group of the in vitro experiments. 
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The procedure of core-shell nanoparticle preparation affects the biological performance of the  

end-products. The preparation method of the naked MNPs determines their physical properties such as 

particle size, shape and magnetization [19]. As it is demonstrated, for example, in the work of Rinaldi 

and co-authors [20], covalent anchoring in many instances can enhance colloidal stability as compared 

with the physico-chemical adsorption of coating molecules. If a chemical surface modification method 

is used, however, all the applied chemicals and byproducts should be removed in order to reduce the 

chemical hazard of the formulation. MNPs designed for cellular uptake should be coated by a 

negatively charged shell and an uncharged shell is needed for avoiding cellular uptake [21]. Specific 

labeling or drug-loading of core-shell MNPs can alter the particle-particle interactions i.e., affect 

dispersion stability, which should also be considered during preparation.  

In the present paper, we attempt to set up a useful methodology of physicochemical testing of  

core-shell magnetite nanoparticles. Since the different procedures of core-shell MNP preparation 

require specific methodologies, we discuss only the process of coating via adsorption of small and 

macromolecular carboxylates and rely on our own experience [22–26]. 

Independent of their specific biological functionality, all the MNP formulations must retain their 

chemical and colloidal stability in vivo under the applied magnetic field. It is known that the naked 

MNPs are both chemically and colloidally unstable in biological fluids even in the absence of magnetic 

field. Coating shells of proper structure can render them chemically stable via passivation of the 

magnetic core [27] and provide enhanced colloidal stability by way of increasing electrostatic and/or steric 

repulsion between the MNPs. The optimization of the carboxylated coatings on magnetite nanoparticles 

presented in this paper can be adapted to prepare other types of coated nanoparticles as well.  

Our protocol of coated MNP preparation eligible for in vitro and in vivo experiments consists of  

six basic steps of measuring (i) carboxylate adsorption; (ii) dilution resistance of the adsorbed layer; 

(iii) iron dissolution; (iv) electrokinetic potential; (v) particle size; and (vi) salt tolerance. We 

demonstrate the procedure through the examples of citric acid, gallic acid, poly(acrylic acid), and 

poly(acrylic acid-co-maleic acid) coated MNPs (CA@MNP, GA@MNP, PAA@MNP and 

PAM@MNP, respectively) [22–26]. The results of coating the MNPs with GA, PAA and PAM are 

published in detail and new experiments for CA-coating are added to the discussion here because of 

the definite popularity of citric acid as MNP surface modifier in both literature and clinical trials. The 

experiments listed above give a comprehensive colloidal characterization of carboxylate@MNPs. We 

note that iron dissolution experiments are inevitable in this case to prove the chemical stability of the 

MNP core. It is well known that the presence of dissolved ferric ion can cause oxidative stress [28], 

and it has been also shown that dissolved iron leads to cellular damage [29]. The performance of our 

optimized carboxylate@MNPs was tested in vitro in cytotoxicity, blood sedimentation and blood 

aggregation experiments, and in vivo after intravenous (IV) injection in rat tail. The dissolution and 

distribution of particles in the cellular environment and rat tail tissue are shown in this paper.  
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2. Results and Discussion 

2.1. The Strength of Core-Shell Binding  

The strength of core-shell binding determines the long-term persistency of nanocomposites. We 

have measured adsorption and desorption isotherms to evaluate binding affinity and dilution resistance 

of the coatings. In addition, FTIR-ATR spectra were taken to identify the bonds of the carboxylate and 

alcohol moieties of the carboxylates to the MNP surface.  

2.1.1. Adsorption and Desorption of the Carboxylates 

The results of the adsorption and desorption measurements performed at pH ~6 and at I = 0.01 M 

are seen in Figure 1.  

Figure 1. Adsorption isotherms of CA, GA, PAA, and PAM (a) and adsorption (─) and 

desorption (----) isotherms of PAA (∆) and PAM (o) (b) on MNP measured at pH ~6 and  

I = 0.01 M. The lines are drawn to guide the eyes. The error bars in (a) are omitted for clarity. 

 

The pH and ionic strength were chosen so as to optimize the electrostatic conditions for the 

adsorption interaction. As it is discussed in detail [23,24], the carboxylates are negatively and the 

MNPs positively charged at the selected values of pH and ionic strength, with maximized electrostatic 

attraction between them; a shift in the pH or an increase in the ionic strength would decrease the 

attraction. The molar amounts of carboxylate groups were chosen to calculate the adsorption/desorption 

isotherms, because they have primary importance in the electrostatic stabilization. The main features of 

the isotherms can be best discussed using the Giles classification [30]. H (high-affinity)-type isotherms 

were obtained for CA, GA and PAM, and L (Langmuir)-type isotherm for PAA. The high-affinity 

limit was ~0.3 mmol/g for CA and PAM, ~0.15 mmol/g for GA, and 0 mmol/g (i.e., there was no high 

affinity observed) for PAA. The high affinity limits express the amounts of carboxylates bound 

practically irreversibly (with an extremely high residence time in the adsorbed layer and a negligible 

concentration in the dispersion medium). Based on these values, the preference for coating shell formation 

decreases in the order CA ~ PAM > GA > PAA. The maximum adsorbed amounts of the carboxylates seen 

as the plateau values of the isotherms vary significantly. Definite values of ~0.9 mmol/g and ~0.6 mmol/g 

are revealed for PAM and PAA. For CA and GA, however, plateau regions cannot be identified. 
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Instead, a linearly increasing part is obtained in both cases, not characteristic of common adsorption 

isotherms. These isotherms represent the combined process of adsorption and surface  

polymerization [25,26]. Regarding the maximum of adsorption, PAM is more preferable for shell 

formation than PAA, because the higher adsorbed amount of carboxylates implies a thicker coating 

shell. The much lower equilibrium carboxylate concentration at the plateau of PAM adsorption  

(~1 mmol/L for PAM versus ~4 mmol/L for PAA) also makes it preferable. The amount of free 

carboxylates in the medium of MNP formulations should be minimal, because of their possible 

undesirable effects; this is best achieved by keeping their concentration as low as possible during the 

preparation. In Figure 1b, the isotherms of desorption are plotted together with that of adsorption. The 

desorption curves run above the adsorption ones for both PAM and PAA suggesting that both coatings 

are in principle dilution resistant within the time frame of our experiment. We did not attempt 

measuring desorption of CA and GA because their adsorption is superimposed by surface 

polymerization making desorption experiments irrelevant. It has been shown for a series of core-shell 

MNPs [31,32] that shells can be displaced by adsorption of phosphate from biological buffers 

depending on the size and the anchoring type of coating molecule and the density of coating. Samples 

resisting shell detachment in aqueous NaCl solutions should be subject to tests in PBS and different 

cell culture media in further in vitro studies.  

The adsorption of small molecular or polymeric carboxylates is a widely applied method of  

core-shell MNP preparation, but the isotherms are rarely measured and analyzed. However, the 

information extracted from these is inevitable for synthesis design. On the basis of the above discussed 

isotherm characteristics and parameters, the candidates for coating MNPs can be qualified with respect 

to the bond strength, dilution resistance and shell compactness. Therefore, high-affinity character, high 

adsorption density and low equilibrium concentration are expected as the main selection criteria. 

2.1.2. Molecular Mechanism of the Carboxylate-MNP Surface Interactions 

Core-shell binding quality was tested by surface spectroscopy. The shifts in the characteristic IR 

frequencies of the –COOH groups were used to detect the type of binding to the MNP surface.  

The absorption spectra of GA, PAA and PAM coated MNP samples have been published  

previously [23,24,26] and that of CA@MNP and pure CA are seen in Figure 2. Due to CA adsorption, 

the symmetric and asymmetric stretching vibrations of the –COO− groups (dissociated carboxylates, at 

the pH of the formulation) shifted from 1387 cm−1 and 1562 cm−1 (pure CA) to 1396 cm−1 and  

1620 cm−1 (CA@MNP) with Δνsym,COO− = 9 cm−1 and Δνasym,COO− = 58 cm−1, respectively. This 

indicates inner sphere Fe-carboxylate complex formation. The same was observed for PAM adsorption 

with frequency changes of Δsym,COO− = 4 cm−1 and Δasym,COO− = 7 cm−1. On the contrary, carboxylate 

frequencies did not shift to higher values in PAA and GA adsorption; in fact the νsym,COO− of GA even 

shifted to lower frequency (Δνsym,COO− = −11 cm−1). These results imply that the –COO− groups are not 

involved in the adsorption of PAA and GA. H-bonding between ≡Fe–OH and non-dissociated –COOH 

groups (i.e., outer-sphere surface complex formation) was identified as the main adsorption mechanism 

for PAA and direct Fe–O–C– bonding with phenolic OH– groups (i.e., inner-sphere surface complex 

formation) for GA adsorption. 
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Figure 2. FTIR-ATR spectra of pure CA (---) and CA@MNP at 0.25 mmol/g added 

amount of CA (─); pH ~6 and I = 0.01 M. 

 

FTIR-ATR is an adequate surface analysis tool to identify surface bonds; however, it is very 

important to guarantee that the coating molecules do not interact with the ATR crystal surface itself. 

For example, on zinc selenide (ZnSe) crystal, citric acid is capable of Zn2+ chelation [33] involving the 

carboxylates and hydroxyls the same way as in the formation of Fe-citrate complexes. We have 

applied the diamond ATR crystal to exclude the interaction of the carboxylic acids with the crystal 

surface. Our FTIR-ATR results confirmed that the high-affinity adsorption (a kind of chemical 

adsorption mechanism) of CA, GA and PAM on MNPs at pH ~6 and I = 0.01 is due to inner-sphere 

surface complex formation, while the non-high-affinity adsorption (a transition to non-specific 

physical adsorption mechanism) of PAA is owing to outer-sphere binding. Surface spectroscopy has 

made it clear that CA, GA and PAM are preferable for MNP coating, while PAA is not. 

2.2. Chemical Stability of the Core-Shell MNPs  

Chemical stability of the coated nanoparticles was tested in iron dissolution experiments by ICP 

determination of dissolved iron in the aqueous dispersions of carboxylate@MNPs in 0.01 M NaCl 

solution at pH ~6. As it is seen in Figure 3a, significant iron dissolution is detected in the presence of 

CA coating as compared to the other three carboxylate coatings. The maximum measured value of iron 

dissolution from CA@MNPs was 1.25 mg/g MNP. Rodríguez et al. [34] have found similar iron 

dissolution rate (~1.5 mg/g Fe3O4) at somewhat different experimental conditions: The specific surface 

area of their Fe3O4 was 26 m2/g (100 m2/g of our MNPs); the dispersion concentration was 0.15 g/L 

(10 g/L in our experiments); the concentration of CA was 67 mmol/g Fe3O4 (0.257 mmol/g MNP in 

our experiments). The above data reflect the known effect of particle size on solubility (Ostwald 

ripening phenomenon [35]). The smaller the particle size in the colloidal range, the larger the surface 

curvature and surface free energy are, which in turn promote particle dissolution. It follows that similar 

degree of iron dissolution can also be achieved at much lower CA concentrations from nanoparticles 

than from micron-sized particles (0.257 and 67 mmol/g, respectively). We should note that citric acid 

is also capable of reductive dissolution of iron oxide [36–40], and this corrosion further enhances the 

rate of nanoparticle decomposition. The latter effect is larger for the higher-surface-area nanoparticles. 

In contrast to the effect of CA, PAA addition increased iron dissolution only to a small degree (slightly 

above the detection limit of the experiment): The amount of ~0.035 mg Fe/g MNP is two orders of 

magnitude smaller than that for CA coating. In the case of GA and PAM coatings, the dissolved iron 
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concentration remained below the detection limit even at the highest added amounts of the 

carboxylates meaning that the latter coatings passivized the magnetic core of MNPs. 

Figure 3. (a) Dissolved iron concentration in carboxylate@MNP dispersions (10 g/L in 

0.01 M NaCl solution at pH ~6) in the function of the amount of added carboxylates, CA, 

GA, PAA and PAM. The lines are drawn to CA and PAA data to guide the eyes. The error 

bars are omitted for the sake of clarity. The dotted line indicates the iron detection limit; 

(b) Specific magnetization curves measured in the dispersions of CA and PAA coated 

MNPs (100 g/L in water at pH ~6) at different added amounts of the carboxylates. 

 

In addition, magnetization curves of the CA@MNP and PAA@MNP dispersions were measured to 

test the effect of iron dissolution on the core size and magnetization of the MNPs. The results are 

shown in Figure 3b for some samples. Because iron dissolution leads to the decrease in particle size 

and the value of saturation magnetization (MS) depends on the size of the magnetic core [41–45], the 

saturation magnetization values are in turn sensitive to iron dissolution (for MNPs from the same lot). 

As it is seen in Figure 3b, only CA could induce considerable decrease in the MS value. PAA coating 

(0.8 and 1.6 mmol COOH/g MNP) as well as the lower amounts of CA (0.45 and 0.9 mmol COOH/g 

MNP) did not alter appreciably the specific magnetization, measured as 53–58 emu/g for all of them. 

Further increase in the added amount of CA to 1.6 mmol COOH/g MNP lowered the saturation 

magnetization to MS ~42 emu/g. The latter value corresponds to the magnetic core size of ~5.58 nm as 

calculated by using the equation for particle size dependence of MS [44] known as the “law of 

approach to saturation”. Haddad and co-workers [43] arrived at similar results by measuring core sizes 

and magnetization curves in parallel; the diameters of their MNP samples were ~5.5 and ~8.3 nm and 

the corresponding MS values ~38 and ~50 emu/g, respectively. We calculated from the iron dissolution 

experiments (Figure 3a) that addition of CA at 1.6 mmol COOH/g MNP concentration reduced the 

particle size to ~7.2 nm from the original 8 nm (Experimental Section). At ~1.6 mmol COOH/g CA 

addition the extrapolated value of Fe dissolution is ~30 mg Fe/g and the loss of Fe3O4 is ~42 mg/g. For 

particle size calculation we used the value of magnetite density, ρ = 5.046 g/cm3 [46]. Due to the effect 

of surface spin disorder [45,47], the size of the magnetic mass of MNPs is ~2 nm smaller than the 

physical particle size (a ~1 nm thick interfacial layer of the particles has an altered magnetic moment 

or cannot be magnetized at all); thus, the size of the effective magnetic core is ~5.2 nm. This result is 

close to the above values of 5.58 nm (calculated for ~42 emu/g using the “law of approach to 

saturation”) and 5.5 nm (at ~38 emu/g measured by Haddad et al. [43]). 
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The results of the iron dissolution supported by magnetization studies show clearly that the CA 

coated MNPs are not stable chemically. Although the high-affinity adsorption (Figure 1a) and the 

formation of inner-sphere surface Fe-carboxylate complexes (FTIR-ATR results) imply long-time 

residence of CA in the coating layer of MNP, we have proven that in parallel with CA adsorption, 

significant particle degradation/corrosion occurs as well. The presence of dissolved iron in the solution 

phase of the CA@MNP dispersions as either Fe-citrate complexes or iron hydrolysis products is 

unacceptable for biomedical applications. Soenen and co-workers [28,29,48] studied the extent of iron 

dissolution from citrate-, dextran-, carboxydextran-, and lipid-coated MNPs (VSOP C200, Resovist, 

Endorem, and magnetoliposomes, respectively) in cellular media in vitro and found that the  

citrate-coated VSOP degrades most rapidly and magnetoliposomes possess the highest chemical 

stability. A range of adverse effects on cell functionality was observed. In addition, MNP degradation 

inhibited their use for magnetic imaging or targeting at the concentrations not yet toxic for cells, 

because the magnetic response decreased with decreasing magnetic core size. Their findings underline 

the absolute necessity of efficient passivation of the MNPs by the coating shell for biomedical 

application. Our dissolution experiments show that passivation of the PAA-coated nanoparticles is also 

insufficient, since iron was dissolved to some degree. At the same time, the magnetization 

measurements reveal that deterioration of particles affects the value of saturation magnetization only at 

high levels of dissolution, but not at lower. The loss of Fe3O4 from CA@MNP at 1.6 mmol COOH/g 

MNP is ~4.2%, while it is not measurable for the PAA-coated MNPs. Thus, the adsorption and iron 

dissolution tests disqualify CA and PAA and only GA and PAM remain as applicable in biomedical 

carboxylate@MNP formulations. 

2.3. Colloidal Stability of the Core-Shell MNPs 

The measurements of electrokinetic potential and hydrodynamic diameter of core-shell MNPs are 

extremely helpful in optimizing the loading of coating molecules (at the given pH and ionic strength, 

see Section 2.1.1.), and assessing the salt tolerance of the composites at physiological pH (e.g., pH ~7 

in the blood). The results are published entirely for PAA and PAM coatings in [23] and [24]. In this 

paper, we complete the previous partial discussions on CA coating [22,25,26] and compare the 

characteristic points of all four carboxylated MNPs. 

The change in the particle charge due to CA adsorption measured as electrokinetic potential (ζ)  

of MNP is shown in Figure 4 in parallel with the adsorption data. From the combined 

adsorption/electrokinetic potential plots, a more detailed picture of adsorption mechanisms can be 

deduced, which in turn can be used to support the findings of the adsorption and chemical stability 

studies as well. The same combined plots for PAA and PAM systems are shown in the previous 

publications [23,24]. Three characteristic COOH concentration values can be identified in Figure 4, 

also given in Table 1 for all carboxylates. The high-affinity adsorption limit can be defined very 

precisely with the help of the f(x) = x line drawn to the adsorbed amount vs. added amount data points. 

The f(x) = x line represents practically complete adsorption of the added COOH groups. Adsorption 

data start to deviate from this line approximately at the high-affinity adsorption limits 0.33, 0.17 and 

0.38 mmol COOH/g MNP for CA, GA and PAM, respectively. For PAA adsorption (with  

non-high-affinity adsorption isotherm), the data points lie below the f(x) = x line in the whole range. 
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The isoelectric point (IEP, the zero value of electrokinetic potential; here the surface charge 

neutralization point due to adsorption of oppositely charged ions) is found well within the range of 

high-affinity adsorption for GA and PAM (at 0.05 and 0.17 mmol COOH/g MNP, respectively), but 

far beyond that for CA (at 0.45 mmol COOH/g MNP). In high-affinity adsorption, the specific 

interactions overcome electrostatic repulsion. This explains the continuation of adsorption beyond IEP 

regardless of the like-charge character both of carboxylate ions and of the carboxylated surface. In the 

CA@MNP system, however, the IEP is not reached at the high-affinity limit, but only at a significantly 

higher carboxylate concentration. It is clear that not only the adsorption of CA proceeds. The excess 

amount of COOH above its adsorbed amount is most likely consumed in iron dissolution, as discussed 

above. The complete overcharging of the MNPs due to carboxylate coverage (ζ ~ (−40) mV) can be 

seen in the electrokinetic potential plots at around 0.4 mmol COOH/g MNP for all three (GA, PAA 

and PAM) carboxylates that did not (or only weakly) dissolve iron oxide. However, in the case of CA 

coating, the advanced dissolution of MNPs increases the characteristic value of complete overcharging 

to twice the amount for other carboxylates (~0.8 mmol COOH/g MNP). 

Figure 4. Plots of the electrokinetic potential of CA@MNPs (---) and the adsorbed amount 

of COOH groups at the MNP surface (─) as a function of COOH addition to MNP 

dispersion at pH ~6.5 and I = 0.01 M. The error bars are omitted for the sake of clarity. The 

lines are drawn to guide the eyes, except for f(x) = x. 

 

Table 1. The amounts of added COOH groups needed to reach characteristic conditions 

(i.e., high-affinity adsorption limit, IEP and overcharging) in the carboxylate@MNP 

dispersions at pH ~6.5 and I = 0.01 M. 

Characteristic points 
CA GA PAA PAM 

mmol COOH/g MNP 

High-affinity adsorption limit 0.33 0.17 - 0.32 
Isoelectric point (charge neutralization) 0.45 0.05 0.13 0.17 

Complete overcharging ~0.8 0.4 0.4 0.4 

The pH-dependence of electrokinetic potential and hydrodynamic diameter values of the coated 

MNPs at different citrate loadings is shown in Figure 5. With increasing CA amount, the IEP shifts to 

lower pH values, and the pH range of highly negatively charged CA@MNPs becomes gradually 
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broader (Figure 5a) similarly to that experienced in all other carboxylic acid formulations [23–26]. 

Despite their high negative electrokinetic potential at pH >5, all the CA@MNP samples (except for  

the highest CA loading of 1.95 mmol COOH/g MNP) undergo aggregation (Figure 5b). The 

aggregation at high electrokinetic potential values can be caused by dissolved ferric ions or  

iron-citrate complexes. 

Figure 5. pH-dependent electrokinetic potential (a) and particle diameter (b) of magnetite 

nanoparticles at citric acid (CA) loadings of 0, 0.48, 0.57, 0.975 and 1.95 mmol/g. The 

error bars are omitted for the sake of clarity. The lines are drawn to guide the eyes. 

 
(a) (b) 

The salt tolerance of the CA@MNP formulations was determined in coagulation kinetics 

experiments at the highest CA contents, since only these dispersions were sufficiently stable in 0.01M 

NaCl at near physiological pH ~6.5. It is seen in Figure 6a that the hydrodynamic size of the naked 

MNPs increased with time already in the presence of 1 mM NaCl, while the CA-coated particles 

(Figure 6b) were fairly stable even at 10 mM NaCl. Significant increase in the particle size of 

CA@MNPs with time was observed at 80 mM NaCl and above. The plots of the stability constant (W) 

versus NaCl concentration (Figure 7) allow determining the critical coagulation concentration (CCC) 

values as ~1 mM for naked MNPs and ~70 mM for CA@MNPs (both for the 1.9 and 3.0 mmol 

COOH/g MNP samples). The conclusion of these experiments is that CA@MNPs do not stand 

physiological salt concentration in a simple physicochemical experiment. There are indications in 

literature that CA@MNPs are also unstable in biological media. For example, Safi et al. [49] tested the 

aggregation kinetics of citrate-coated γ-Fe2O3 particles in phosphate buffer (PBS) and a cell culture 

medium (RPMI), and found that the particles underwent rapid coagulation. In addition, the 

precipitating particles interacted strongly with human lymphoblastoid cells, and a massive and rapid 

adsorption of iron oxide on the cell surfaces was observed. 

The salt tolerance of the carboxylated MNPs increases in the following order:  

GA (~20 mM) < CA (~70 mM) < PAA (~500 mM) = PAM (~500 mM) as given previously [25,26]. It 

has also been observed that GA adsorption is able to stabilize the MNPs to the same degree as PAA 

and PAM when it is allowed to polymerize in the adsorbed layer for longer time. The detailed 

discussion of the preparation and characterization of GA@MNPs will be the subject of a forthcoming 

publication. GA-coated MNPs do not qualify for in vitro and in vivo experiments according to the 
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colloidal stability tests, albeit their performance is outstanding in both adsorption and chemical 

stability experiments. In conclusion, from the four studied MNPs, only the PAM@MNP is appropriate 

for further biological testing processes. The present study provides important messages that (i) the 

surface modifying property of a specific functional group depends greatly on the chemical structure of 

its host molecule; and (ii) in a consequent physicochemical pre-selection procedure, the biologically 

adequate core-shell MNPs can be chosen from the whole series of similar candidates. We emphasize 

that our optimization and selection procedure concerns core-shell formulations based on the 

physicochemical adsorption of small and large molecular carboxylates on naked iron oxide 

nanoparticles. Nevertheless, the basic principles discussed here can be adapted in other formulation 

methods as well. 

Figure 6. Time dependent increase in the particle size of (a) naked; and (b) citrate-coated 

MNPs measured at pH ~6.5 and different NaCl concentrations. 

(a) (b) 

Figure 7. Determination of the CCC values for naked and citrate-coated MNPs at pH ~6.5. 

The added amounts of CA are 1.95 and 3.0 mmol COOH/g MNP.  
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2.4. In Vitro and in Vivo Performance of Carboxylate@MNPs  

We have performed in vitro and in vivo experiments with the carboxylate@MNPs to test the 

usefulness and necessity of our selection procedure in identifying physicochemically appropriate 

nanoparticle formulations. Supposed that the results are consistent with those of cell and animal 

experiments, this procedure can be used to exclude inadequate formulations from the expensive and 

time consuming biological testing procedure and clinical trials. 

2.4.1. Biocompatibility Tests 

All of the CA, GA, PAA and PAM coated nanoparticles have been found nontoxic according to the 

previous MTT assays [23,24,26]; the viability of both healthy and cancerous cells in their presence 

decreased by less than 25%, the commonly accepted threshold of cytotoxicity. However, only 

PAM@MNP is fully adequate for biomedical testing according to the physicochemical tests. This 

leads to the conclusion that the small differences in the results of the MTT assays should be regarded 

as signs that differentiate nontoxic nanoparticles from those that are indeed bioapplicable. The latter 

should remain stable enough in biological media in order to perform their designed function. For 

example, dissolution of biocompatible core-shell MNPs leads to considerable reduction in saturation 

magnetization and to weak performance in MRI or magnetic hyperthermia applications [29,48]. The cell 

inhibition percentage values of the four carboxylated MNPs have been averaged over all types of cells 

tested and over all concentrations of MNPs (1, 5, 20, and 100 mg/L for CA, GA, PAA, and PAM).  

The results are shown in Table 2. The cell proliferation inhibition of CA and PAA coated MNPs is 

significantly higher than that of the GA and PAM coated MNPs in direct correlation with the results of 

the physicochemical tests. The cell inhibition percentage correlates with the iron-releasing property 

(dissolved iron), but does not correlate with the colloidal stability of the particles (CCC), meaning that iron 

dissolution is more important in the aspect of cell viability than nanoparticle aggregation. 

Table 2. Correlation between the averaged results of MTT assays [23,24,26] and the results 

of physicochemical measurements (iron dissolution and coagulation kinetics experiments). 

Carboxylate coating Averaged inhibition % Dissolved iron mg/g MNP CCC mM 

CA 18.3 ± 1.7 1.276 70 
GA 1.5 ± 0.5 0 20 

PAA 12.5 ± 1.4 0.038 500 
PAM 1.5 ± 0.5 0 500 

We have examined the erythrocyte sedimentation rate (ESR) of whole blood samples in the 

presence of CA, GA and PAA coated MNPs added at 0.16 mg/L concentration (Figure 8). Our 

previous study of the concentration-dependence of ESR in the presence of PAM@MNPs [24] showed 

no effect of the nanoparticles even at the highest added amount (0.16 mg/L). The same was observed 

in the present experiments for all the other nanoparticles. It is seen in Figure 8 that the height of 

sediments was the same both in the presence and absence of the MNPs. 

This result could be somewhat surprising in the light of the above discussed variations in  

the chemical and colloidal stability and nontoxicity level of all particles. It is likely that the protein 
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corona [50,51] adsorbed form the serum can protect them from aggregation. This effect is reflected in the 

fact that MNP aggregation cannot be seen even in the supernatants of the sedimentation experiments. 

Figure 8. Blood sedimentation experiment: Blood sample of Donor #3 with CA@MNP 

(CA), GA@MNP (GA) and PAA@MNP (PAA) added at 0.16 mg/mL concentration, in 

comparison with the control sample (C). 

 

We could test the iron dissolution effect of citrate in biological media by performing smear 

experiments on two series of whole blood samples, one collected in EDTA and the other in Na-citrate 

coated vacutainer tubes. We have observed thrombocyte aggregation in blood samples with GA or 

PAA-coated MNPs from citrate-anticoagulated blood, but there were no aggregates in the  

EDTA-anticoagulated ones (Figure 9). As thrombocyte aggregation is controlled by a very wide 

variety of biological factors [52], it is difficult to explain why it occurs in citrate-anticoagulated, but 

not in EDTA-anti-coagulated blood. One of the possible explanations is directly connected with the 

general observation that surface charge (and surface potential) lowering is always observed in platelet 

aggregation [53–55]. In the presence of high citrate concentration in the vacutainers (CA/MNP is  

0.16 mol/mg) the dissolved Fe-citrate complex can become adsorbed on the platelet surface and 

decrease the surface potential, while EDTA-chelation prevents iron adsorption. In addition, EDTA 

itself is known to increase platelet surface charge [55]. According to another observation, 

thrombocytes can aggregate in the smears from non-anticoagulated blood because of mechanical 

stress, while EDTA protects thrombocytes from aggregation [56]. In our experiments, however, 

citrate-anticoagulated control samples without MNPs did not show the signs of thrombocyte 

aggregation. It is apparent that the displacement of the coating shells of MNPs by the large amount of 

citrate causes iron dissolution and thrombocyte aggregation. 
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Figure 9. Pictures of the blood smears prepared from (a) EDTA-anticoagulated blood with 

GA@MNP; (b) EDTA-anticoagulated blood with PAA@MNP; (c) Citrate-anticoagulated 

blood with GA@MNP; and (d) Citrate-anticoagulated blood with PAA@MNP. 

 

2.4.2. Chemical Stability of Carboxylate@MNPs in Biological Media 

We have chosen the CA, PAA, and PAM-coated MNPs to test iron dissolution in biological media. 

In vitro experiments were performed in HeLa cell cultures prepared the same way as in the MTT tests. 

Prussian blue staining was applied after the second day of growing to visualize the distribution of iron. 

It is seen in Figure 10 that stained iron is localized in high concentration near the HeLa cells and the 

light blue colored background indicates the presence of iron at very low concentration. In the case of 

CA@MNPs (Figure 10b) the extended light blue colored areas spread across the intercellular space in 

a diffuse manner, indicating iron leaching from the MNPs. Iron leaching is less significant in the 

PAA@MNP (Figure 10c) and practically absent in the PAM@MNP (Figure 10d) incubated cell 

cultures; the contour of the blue-stained spots becomes increasingly sharper from CA to PAA to PAM 

coating. These somewhat subjective, but significant observations correlate with the iron dissolution results 

of the physicochemical experiments and support that only PAM@MNPs are efficiently passivized. 

Figure 10. Prussian blue staining of HeLa cells (a) incubated with 14.7 mg/mL 

concentration dispersions of CA@MNP (b); PAA@MNP (c); and PAM@MNP (d). 
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In in vivo experiments, the CA@MNP and PAA@MNP dispersions were injected intravenously in 

rat tails. The iron leaching feature was observed (Figure 11), similarly to that in cell cultures. The veins 

apparently crashed upon injection and the majority of nanoparticles spread into the tissues around the 

veins. However, nanoparticles have also been transported by the vascular system; blue-stained particles 

are present in the arteries (white areas surrounded by the array of wall cells) as well. 

Figure 11. Prussian blue staining of rat tail tissues with IV injected carboxylate@MNP 

particles: (a) CA@MNP at 20x; and (b) PAA@MNP at 20x magnification; (c) and (d) are 

the 40× magnification of the selected areas of (a) and (b). 

 

The light blue colored hazy background of low iron concentration is spilled into the intercellular 

space much more diffusely and extensively in the CA@MNP injected tissue than in the PAA@MNP 

treated one. At the present state of studies, it cannot be known, whether Prussian blue staining reflects 

the presence of dissolved iron in the form of citrate (or biomolecular) complexes indeed. Similar 

pictures are frequently seen in literature [57–61], but the main concern in general is the iron-positivity 

and not the exact form of the iron. On the other hand, the above observations closely correlate with the 

iron dissolution results in simple aqueous media and so, iron dissolution in the biological media is also 

probable. In addition, in vivo iron dissolution from citrate-coated nanoparticles is found by other 

authors as well [28,29]. 

2.4.3. Cellular Uptake of Carboxylate@MNPs 

We have incubated the HeLa cell cultures with CA, PAA and PAM-coated nanoparticles at low 

concentration, namely, half of that in iron dissolution tests (Figure 10), for tracking cell internalization 

of MNPs. The latter is seen as accumulation of MNPs within the cells around the nucleus. The cellular 

interactions of these MNPs were significantly different: CA@MNPs were both internalized and 

adsorbed (Figure 12b), while PAA@MNPs preferably internalized (Figure 12c) and PAM@MNP 

mainly adsorbed on the cell surface (Figure 12d). 

This finding is very important. It supports one of the conclusions from physicochemical 

characterizations that despite all the MNPs are covered with carboxylated shell; their fate in  

the cellular environment can be very much different depending on the chemistry of carboxylates and 
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the compactness of shell. It is known that negatively charged nanoparticles are prone to  

cell internalization [21], which is evidently not the case after 48 h incubation in our tests with 

PAM@MNPs and CA@MNPs. 

Figure 12. Prussian blue staining of HeLa cells (a) incubated with 7.35 mg/mL 

concentration dispersions of CA@MNP (b); PAA@MNP (c); and PAM@MNP (d). 

 

3. Experimental Section 

3.1. Materials 

Magnetite (Fe3O4) nanoparticles (MNPs) were synthesized from the mixture of FeCl2 and FeCl3 

salts, according to the alkaline hydrolysis method [62–65]. The size of the resulting particles was 

determined based on transmission electron microscopic pictures as d ~8–10 nm (d is the mean particle 

diameter). Citric acid (CA), gallic acid (GA), poly(acrylic acid) (PAA, Mw = 1800 Da) and 

poly(acrylic acid-co-maleic acid) (PAM, Mw = 3000 Da, 50 wt. % in H2O) were purchased from 

Sigma-Aldrich. The concentrations of the carboxylic acids are expressed through the molar amount of 

carboxylic groups. In the case of PAA and PAM the carboxyls in the monomeric units are taken into 

account: –COOH/Mw,AA = 1/72 = 0.0139 mol/g and –COOH/Mw,AM = 3/188 = 0.0159 mol/g, i.e., 1 g of 

PAA (or PAM) contains 0.0139 (or 0.0159) mol COOH. The pH and ionic strength were set by 

solutions of NaCl, HCl and NaOH, analytical grade products of Molar (Hungary). Milli-Q water was 

used. All experiments were performed at room temperature (25 ± 1 °C). 

TEM micrographs of the naked and the CA-, GA-, PAA- and PAM-coated MNPs, taken using a 

Philips CM-10 transmission electron microscope supplied with a Megaview-II camera, are presented in 

Figure 13a. The accelerating voltage was 100 kV and the maximum resolution of the instrument is  

0.2 nm. The particles were deposited on Formwar-coated copper grids from highly diluted suspensions 

and the samples were dried under infrared light. The size distribution (Figure 13b) was 9.7 ± 1.0,  

10.5 ± 1.4, 9.4 ± 0.8, 10.1 ± 0.9 and 10.8 ± 1.2 nm for the naked MNP, CA@MNP, GA@MNP, 

PAA@MNP and PAM@MNP, respectively, as determined by evaluating 100 particles using the 

UTHSCSA Image Tool 2.00 software. 
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Figure 13. Transmission electron micrographs of the MNP, CA@MNP, GA@MNP, 

PAA@MNP and PAM@MNP samples (a); and their size distribution (b). 

 

HRTEM pictures and XRD spectra of the naked MNPs have been published [66] and showed a 

crystalline structure with well resolved magnetite diffraction peaks. 

3.2. Methods 

The adsorption and desorption isotherms of the polyacids were determined by batch method at  

pH = 6.5 ± 0.5 (denoted in the text as pH ~6.5) and constant ionic strength, 0.01 M (set by NaCl). 

Magnetite suspensions were equilibrated with the series of polyacid solutions in closed test tubes for 

24 h at room temperature. The suspension concentrations were 1–20 g/L and the highest polyacid 

concentration was 10 mmol/L. The pH was adjusted by NaOH or HCl solution, and checked at the end 

of the adsorption time. The equilibrium concentrations of GA, PAA and PAM were determined 

spectrophotometrically in a USB4000 spectrometer (Ocean Optics, Dunedin, FL, USA) and those of 

CA by cerimetric titration using ferroin indicator. The absorbance of the supernatants at 260 nm (GA) 

or the difference in the absorbances at 223 and 250 nm (both PAA and PAM) were determined after 

perfect separation of the solid particles by centrifuging at 13,000 RPM for one hour. At higher 

polyacid concentrations, the separation was assisted by a permanent magnet and membrane filtration 

(0.22 μm MILLEX-GP). The iron concentration was determined in the supernatants of selected 

samples along the adsorption isotherms: four of them evenly distributed in the rising part and two of 

them in the plateau region. The iron content was measured in an Agilent 7700x ICP-MS spectrometer. 

Three parallel determinations were performed for each sample, and the measurement error was  

±25 µg/L. Below the threshold of ~200 ppb, reliable Fe concentration cannot be determined. The 

separated sediments were next redispersed in carboxylate solutions for measuring desorption 

isotherms. The concentration of the carboxylates was half of that in the adsorption. The equilibrium 

concentration was determined as in the adsorption experiments. The value of SD(n–1) = 0.12 was 

calculated for the adsorption and desorption experiments. 

FTIR-ATR spectra were recorded with a Bio-Rad Digilab Division FTS-65A/896 spectrometer 

(with DTGS detector), using a Harrick’s Meridian Split Pea Diamond ATR accessory. The absorbance 
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of the samples was measured in single reflection mode in the 400–4000 cm−1 frequency range with 

resolution of 2 cm−1, accumulating 256 scans. Magnetite suspensions, polyacid solutions or 

suspensions of the polyacid-coated MNPs were dried on the crystal surface. 

Electrophoretic mobilities of the pure (naked) and the polyacid-coated magnetite samples were 

measured in a NanoZS (Malvern, UK) apparatus at 25 ± 0.1 °C, in disposable zeta cells (DTS 1060). 

The settings of the instrument were checked by using a standard latex sample, the zeta potential of 

which is reported as ~(55 ± 5) mV by Malvern. The optimal scattering condition (~105 counts per 

seconds) was set by either 0.05 or 0.1 g/L magnetite concentration depending on the aggregation state 

of the dispersions. The pH was changed between ~3 and ~10 keeping the added amount of polyacids 

(per one gram of MNP) constant, or alternatively, the added amount of polyacids was varied at pH ~6. 

The ionic strength was constant: 0.005 M (CA) and 0.01 M (GA, PAA and PAM). The measurements 

were started after one hour equilibration time followed by an ultrasonic agitation for 10 s. The standard 

deviation of measured data was SD(n − 1) = 1. 

The hydrodynamic diameter of the particles was measured in a NanoZS apparatus (Malvern, UK) 

with a He-Ne laser (λ = 633 nm), operating in backscattering mode at an angle of 173°. The stock sols 

of magnetite particles were diluted with NaCl electrolyte to 0.1 g/L solid content. The ionic strength 

was constant as in the electrokinetic potential measurements and pH was adjusted in the range of 3 to 10, 

directly before the measurements. Before all measurements, the samples were homogenized by 

ultrasound agitation for 10 s and allowed to relax for 110 s. The average values of the hydrodynamic 

diameter (Zaverage) were calculated from the 3rd order cumulant fits of the correlation functions. The 

values of standard deviation of Zaverage varied between 15 (for the primary particles) and 150 (for 

aggregates of the size of ~1500 nm). 

Salt tolerance of the carboxylate@MNPs was tested in coagulation kinetics experiments at pH ~6.5 

by using a Zetasizer 4 (Malvern, UK) apparatus. The MNP concentration was set to 0.0025 g/L in 

order to achieve the optimum of light scattering and particle diffusion, and the aggregation was 

followed by detecting the evolution of the particle size (Zaverage) up to 600 s. The coagulation rate was 

calculated from the slope of the kinetic curves. The stability ratio (W) was calculated from the initial 

slopes of kinetic curves belonging to the slow and fast coagulation ranges. The critical coagulation 

concentration (CCC) was determined from the log10W vs. log10CNaCl (NaCl concentration) function. 

The standard deviation of the values of W was SD(n − 1) = 0.2. 

The magnetization curves were measured in a vibrating sample magnetometer VSM 880 

(DMS/ADE Technologies-USA) at the NCESCF-UP Timisoara. The analysis was performed on the 

carboxylate@MNP dispersions at ~10% by weight up to 10000 Oe as the maximum of the applied field. 

The values of specific magnetization were calculated for the exact amount of pure MNP in the samples. 

The interaction of CA, PAA and PAM coated MNPs with HeLa cells isolated from human cervix 

adenocarcinoma (ECACC, Salisbury, UK) was evaluated by the Prussian blue staining method. The 

cells were cultivated in minimal essential medium supplemented with 10% fetal bovine serum, 1% 

non-essential amino acids and an antibiotic-antimycotic mixture. All media and supplements were 

obtained from PAA Laboratories GmbH (Pasching, Austria). Near-confluent cancer cells were seeded 

onto a 96-well micro-plate at the density of 5000 cells/well. After an overnight standing, a 200 µL 

aliquot of the above medium containing the carboxylate@MNPs at 14.7 and 7.35 mg/mL 

concentration was added. After incubation for 48 h at 37 °C in humidified air containing 5% CO2, 
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ferric ion content of the cells was visualized by Prussian blue staining. The medium was removed and 

a 1:1 mixture of 2% potassium ferrocyanide and 2% hydrochloric acid was added for 10 min. Then the 

wells were washed with phosphate-buffered saline and the cells were photographed by means of a 

Nikon Eclipse microscope equipped with a QCapture CCD camera. 

Blood sedimentation in the presence of carboxylate@MNPs was tested in erythrocyte sedimentation 

rate (ESR) experiments, using a Sedi-15 automated blood sedimentation instrument (BD Inc., Franklin 

Lakes, NJ, USA) and Seditainer 1.8 vacutainer tubes (BD Inc., USA). The CA, GA or PAA coated 

particles (with carboxylate concentrations of 0.21, 0.61 and 1.02 mmol/g MNP, respectively) were added 

to citrate-anticoagulated whole blood of three healthy volunteers at a concentration of 0.16 mg/L. The 

ESR values were determined after 25 min standing and the accuracy of the measurements was ±3 mm/h. 

Blood smears were prepared by an automated slide preparation system (Sysmex SP4000i) using the 

May-Grünwald Giemsa (MGG, Biolyon, Dardilly, France) staining technique. For analysis of the 

smears an automated CellaVisionTM DM96 device (Cellavision AB, Ideon, Science Park, Lund, 

Sweden) was used, comprising a slide feeder unit, a microscope with ×10, ×50, and ×100 objectives, a 

digital camera, a computer, and an acquisition and classification software. The software classifies 

captured cells into 12 leukocyte categories, 6 RBC categories (normal and abnormal), aggregated 

thrombocytes, artifacts and smudged cells. GA@MNP and PAA@MNP dispersions were added to the 

citrate- and the EDTA-anticoagulated whole blood samples of Donor #3 at a concentration of 0.16 mg/L, 

as above. The samples were homogenized, allowed to stand at room temperature for 10 min, and 

homogenized again prior to smear preparation. 

In vivo testing of the carboxylated MNPs was performed by IV injection of 100 µL of the MNP 

dispersions into the tails of 6 Wistar rats. The dispersions were prepared at a concentration of  

10 mg/mL carboxylate@MNPs (using the optimal stabilizing amounts of the carboxylates) in physiological 

salt solution. Tissue samples were taken for examination at 1 h after the injection and stored in 

formaldehyde overnight. For optical microscopy, the tissue segments were embedded in paraffin and 

stained with combined Hematoxylin and Eosin. Prussian blue staining was used for iron detection. 

4. Conclusions 

We have shown that a designed physicochemical testing of magnetite core-shell nanoparticles for 

biomedical applications is an effective tool to exclude a priori inadequate formulations from in vitro 

and in vivo tests. The selection procedure should comprise (1) qualitative and quantitative 

characterization of shell formation on magnetic core (isotherm measurement); (2) determination of 

interaction strength between coating molecules and MNP surface; (3) quantitative optimization  

of coating to stabilize MNPs efficiently; (4) characterization of core-passivizing efficiency;  

(5) determination of particle charge (electrokinetic potential measurements); and (6) salt tolerance 

measurement of core-shell MNPs. The previously published PAA, PAM and GA-coated MNPs have 

been chosen to demonstrate the selection process. Its validity has been shown through a series of new 

experiments for CA-coated MNP as well. Although citric acid is a very popular coating molecule, 

CA@MNPs become entirely disqualified in the course of our selection procedure. This can explain to 

some extent the failure of such types of formulations in clinical trials, official (FDA, EMA or 

equivalent) approval or production/marketing to date.  
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For the sake of easy overview, we presented the scheme in Figure 14 that we have applied in the 

specific case of core-shell magnetite nanoparticles preparation based on adsorption of small and 

macromolecular carboxylates. The sequence of the experiments is important, since the basic properties 

such as the efficiency of core-shell fastening (strength of interaction), compactness of shell 

(passivizing efficiency), etc., determine the final behavior of the nano-composites and only the 

particles with the best coating quality should be tested for colloidal stability. In addition, all 

physicochemical tests must precede the in vitro and in vivo experiments to prove that the minimum 

criteria of biological applicability (i.e., the chemical and colloidal stability of the formulations at 

biological pH and NaCl concentrations) are fulfilled. 

It is known from the literature that protein corona formation can in principle hinder aggregation in 

physiological media, even if the colloidal stability tests predict aggregation. Thus, the next step in the 

testing of MNPs should be the in vitro study of protein adsorption. However, the coating shell of the 

particles with the highest colloidal stability may provide a better anchoring space for proteins in 

comparison with loosely packed shells. The importance of the chemical stability of the core-shell 

MNPs cannot be overestimated. It is highly advisable that chemically labile MNPs (with measurable 

corrosion or dissolution) are not allowed for in vitro experiments. We have experienced the obvious 

dissolution of iron from CA@MNPs and PAA@MNPs in optical imaging of cell cultures and the other 

in vitro and in vivo tests such as blood smears and tissue sections, while there was no sign of it in MTT 

tests. Iron dissolution enhances the toxicity of carboxylate@MNPs through oxidative stress and lowers 

the magnetic response because of a decrease in the magnetic core size. 

Figure 14. Schematic presentation of the suggested optimization procedure of 

carboxylate@MNP core-shell nanoparticles developed for biomedical applications; the 

route of preparation is the adsorption of the carboxylates to the naked MNPs. 

 

Acknowledgments 

This work was supported by OTKA (NK 84014) foundation and by TÁMOP-4.2.2.A-11/1/KONV-

2012-0047 project. The authors are grateful to Ladislau Vekas (Laboratory of Magnetic Fluids of the 

Timisoara Branch of Romanian Academy) for the VSM measurements.  



Int. J. Mol. Sci. 2013, 14 14570 

 

 

Conflict of Interest 

The authors declare no conflict of interest. 

References 

1. Gupta, A.K.; Gupta, M. Synthesis and surface engineering of iron oxide nanoparticles for 

biomedical applications. Biomaterials 2005 26, 3995–4021. 

2. Mura, S.; Couvreur, P. Nanotheranostics for personalized medicine. Adv. Drug Deliv. Rev. 2012, 

64, 1394–1416. 

3. Chia, X.; Huang, D.; Zhao, Z.; Zhou, Z.; Yin, Z.; Gao, J. Nanoprobes for in vitro diagnostics of 

cancer and infectious diseases. Biomaterials 2012, 33, 189–206. 

4. Ravindran, A.; Chandran, P.; Khan, S.S. Biofunctionalized silver nanoparticles: Advances and 

prospects. Colloids Surf. B 2013, 105, 342–352. 

5. Ordidge, K.L.; Duffy, B.A.; Wells, J.A.; Kalber, T.L.; Janes, S.M.; Lythgoe, M.F. Imaging the 

paediatric lung: What does nanotechnology have to offer? Paediatr. Respir. Rev. 2012, 13, 84–88. 

6. Wang, M.; Thanou, M. Targeting nanoparticles to cancer. Pharmacol. Res. 2010, 62, 90–99. 

7. Villa, C.; Erratico, S.; Razini, P.; Fiori, F.; Rustichelli, F.; Torrente, Y.; Belicchi, M. Stem Cell 

Tracking by Nanotechnologies. Int. J. Mol. Sci. 2010, 11, 1070–1081. 

8. Sánchez-Moreno, P.; Ortega-Vinuesa, J.L.; Martín-Rodríguez, A.; Boulaiz, H.;  

Marchal-Corrales, J.A.; Peula-García, J.M. Characterization of different functionalized lipidic 

nanocapsules as potential drug carriers. Int. J. Mol. Sci. 2012, 13, 2405–2424. 

9. Crommelina, D.J.A.; Florence, A.T. Towards more effective advanced drug delivery systems. Int. 

J. Pharm. 2013, doi:10.1016/j.ijpharm.2013.02.020. 

10. Etheridge, M.L.; Campbell, S.A.; Erdman, A.G.; Haynes, C.L.; Wolf, S.M.; McCullough, J. The 

big picture on nanomedicine: The state of investigational and approved nanomedicine products. 

Nanomedicine 2013, 9, 1–14.  

11. Prescription and Over-the-Counter Drug Product List 32ND Edition. Available  

online: http://www.fda.gov/downloads/Drugs/InformationOnDrugs/UCM312738.pdf (accessed on  

22 April 2013). 

12. U.S. Food and Drug Administration. Drugs to be Discontinued. Available online: 

http://www.fda.gov/Drugs/DrugSafety/DrugShortages/ucm050794.htm (accessed on 22 April 2013). 

13. European Medicines Agency. Questions and Answers on the Withdrawal  

of the Marketing Application for Sinerem, 2008. Available online: http://www.ema.europa.eu/ 

docs/en_GB/document_library/Medicine_QA/2009/11/WC500015294.pdf (accessed on 22 April 

2013). 

14. U.S. Food and Drug Administration. Available online: http://google2.fda.gov/ 

search?q=Combidex&client=FDAgov&site=FDAgov&lr=&proxystylesheet=FDAgov&output=xml_ 

no_dtd&getfields=*&filter=1&requiredfields=-archive%3AYes (accessed on 22 April 2013). 

15. U.S. food and drug administration. Feraheme (ferumoxytol) injection. Available  

online: http://www.fda.gov/Safety/MedWatch/SafetyInformation/ucm235636.htm (accessed on  

22 April 2013). 



Int. J. Mol. Sci. 2013, 14 14571 

 

 

16. NCBI. Molecular Imaging and Contrast Agent Database (MICAD) [Internet]. Citrate-coated 

(184th variant) very small superparamagnetic iron oxide particles VSOP-C184. Available online: 

http://www.ncbi.nlm.nih.gov/books/NBK23512/ (accessed on 22 April 2013). 

17. Bayerpharma. Trial finder-clinical trial registry and results search. Available online: 

http://www.bayerpharma.com/en/research-and-development/clinical-trials/trial-finder/trialfinder_ 

detail.php?trialid=90956&search=&product=Resovist%20%28Ferucarbotran,%20BAY86%E2% 

80%934884%29&overall_status=&country=&phase=&condition=&results=0&trials=1&btnSubmit= 

submit&num=10&show=1 (accessed on 22 April 2013). 

18. Dufort, S.; Sancey, L.; Coll, J.-L. Physicochemical parameters that govern nanoparticles fate also 

dictate rules for their molecular evolution. Adv. Drug Deliv. Rev. 2012, 64, 179–189. 

19. Cornell R.M.; Schwertmann U. The Iron Oxides: Sturcutre, Properties, Reactions, Occurencies 

and Uses, 2nd ed.; Wiley-VCH Verlag GmbH & Co. KGaA: Weinheim, Germany, 2003;  

pp. 527–542. 

20. Creixell, M.; Herrera, A.P.; Latorre-Esteves, M.; Ayala, V.; Torres-Lugo M.; Rinaldi, C. The 

effect of grafting method on the colloidal stability and in vitro cytotoxicity of carboxymethyl 

dextran coated magnetic nanoparticles. J. Mater. Chem. 2010, 20, 8539–8547. 

21. Musyanovych, A.; Dausend, J.; Dass, M.; Walther, P.; Mailänder, V.; Landfester, K. Criteria 

impacting the cellular uptake of nanoparticles: A study emphasizing polymer type and surfactant 

effects. Acta Biomat. 2011, 7, 4160–4168. 

22. Hajdú, A.; Illés, E.; Tombácz, E.; Borbáth, I. Surface charging, polyanionic coating and colloid 

stability of magnetite nanoparticles. Colloids Surf. A 2009, 347, 104–108. 

23. Hajdú, A.; Szekeres, M.; Tóth, I.Y.; Bauer, R.A.; Mihály, J.; Zupkó, I.; Tombácz, E. Enhanced 

stability of polyacrylate-coated magnetite nanoparticles in biorelevant media. Colloids Surf. B 

2012, 94, 242–249. 

24. Tóth, I.Y.; Illés, E.; Bauer, R.A.; Nesztor, D.; Szekeres, M.; Zupkó, I.; Tombácz, E. Designed 

polyelectrolyte shell on magnetite nanocore for dilution-resistant biocompatible magnetic fluids. 

Langmuir 2012, 28, 16638–16646. 

25. Tombácz, E.; Tóth, I.Y.; Nesztor, D.; Illés, E.; Hajdú, A.; Szekeres, M.; Vékás, L. Adsorption of 

organic acids on magnetite nanoparticles, pH-dependent colloidal stability and salt tolerance. 

Colloids Surf. A 2013, in press. 

26. Tombácz, E.; Illés, E.; Hajdú, A.; Tóth, I.Y.; Bauer, R.A.; Nesztor, D.; Szekeres, M.; Zupkó, I.; 

Vékás, L. Colloidal stability of carboxylated iron oxide nanomagnets for biomedical use.  

Period. Polytech. Chem. Eng. 2013, in press. 

27. Stephen, Z.R.; Kievit, F.M.; Zhang, M. Magnetite nanoparticles for medical MR imaging.  

Mater. Today 2011, 14, 330–338. 

28. Soenen, S.J.H.; Himmelreich, U.; Nuytten, N.; Pisanic, T.R., II; Ferrari, A.; de Cuyper, M. 

Intracellular nanoparticle coating stability determines nanoparticle diagnostics efficacy and cell 

functionality. Small 2010, 6, 2136–2145. 

29. Soenen, S.J.H.; Uwe Himmelreich, U.; Nuytten, E.; de Cuyper, M. Cytotoxic effects of iron oxide 

nanoparticles and implications for safety in cell labelling. Biomaterials 2011, 32, 195–205. 

30. Giles, C.H.; MacEwan, T.H.; Nakhwa, S.N.; Smith, D. Studies in adsorption. Part XI. A system of 

classification of solution adsorption isotherms. J. Chem. Soc. 1960, 4, 3973–3993. 



Int. J. Mol. Sci. 2013, 14 14572 

 

 

31. Miles, W.C.; Huffstetler, P.P.; Goff, J.D.; Chen, A.Y.; Riffle, J.S.; Davis, R.M. Design of stable 

polyether-magnetite complexes in aqueous media: Effects of the anchor group, molecular weight, 

and chain density. Langmuir 2011, 27, 5456–5463. 

32. Santiago-Rodríguez, L.; Lafontaine, M.M.; Castro, C.; Méndez-Vega, J.; Latorre-Esteves, M.; 

Juan, E.J.; Mora, E.; Torres-Lugo, M.; Rinaldi, C. Synthesis, stability, cellular uptake, and blood 

circulation time of carboxymethyl-inulin coated magnetic nanoparticles. J. Mater. Chem. B 2013, 

1, 2807–2817. 

33. Deng, Y.-F.; Zhou, Z.-H. Synthesis and crystal structure of a zinc citrate complex 

[Zn(H2cit)(H2O)]n. J. Coord. Chem. 2009, 62, 1484–1491. 

34. Rodríguez, E.; Fernández, G.; Ledesma, B.; Álvarez, P.; Beltrán, F.J. Photocatalytic degradation 

of organics in water in the presence of iron oxides: Influence of carboxylic acids, Appl. Catal. B 

2009, 92, 240–249. 

35. Cornell, R.M.; Schwertmann, U. The Iron Oxides: Sturcutre, Properties, Reactions, Occurencies and 

Uses, 2nd ed; Wiley-VCH Verlag GmbH & Co. KGaA: Weinheim, Germany, 2003; pp. 211–213. 

36. Gutteridge, J.M.C.; Mumby, S.; Lamb, N.J. Iron binding and autoreduction by citrate: Are these 

involved in signalling by iron regulatory protein-I? Free Radic. Res. 1998, 28, 319–322. 

37. Blesa, M.A.; Weisz, A.D.; Morando, P.J.; Salfity, J.A.; Magaz, G.E.; Regazzoni, A.E. The 

interaction of metal oxide surfaces with complexing agents dissolved in water. Coord. Chem. Rev. 

2000, 196, 31–63. 

38. Waite T.D.; Morel, F.M.M. Photoreductive dissolution of colloidal iron oxide: Effect of citrate.  

J. Colloid Interface Sci. 1984, 102, 121–134. 

39. Behdadfar, B.; Kermanpur, A.; Sadeghi-Aliabadi, H.; Morales, M.P.; Mozaffari, M. Synthesis of 

high intrinsic loss power aqueous ferrofluids of iron oxide nanoparticles by citric acid-assisted 

hydrothermal-reduction route. J. Solid State Chem. 2012, 187, 20–26. 

40. Colucci, J.; Montalvo, V.; Hernandez, R.; Poullet, C. Electrochemical oxidation potential of 

photocatalyst reducing agents. Electrochim. Acta 1999, 44, 2507–2514. 

41. Mahmoudi, M.; Simchi, A.; Milani, A.S.; Stroeve, P. Cell toxicity of superparamagnetic iron 

oxide nanoparticles. J. Colloid Interface Sci. 2009, 336, 510–518. 

42. Meerod, S.; Tumcharern, G.; Wichai, U.; Rutnakornpituk, M. Magnetite nanoparticles stabilized 

with polymeric bilayer of poly(ethylene glycol) methyl ether-poly(3-caprolactone) copolymers. 

Polymer 2008, 49, 3950–3956. 

43. Haddad, P.S.; Martins, T.M.; D’Souza-Li, L.; Li, L.M.; Metze, K.; Adam, R.L.; Knobel, M.; 

Zanchet, D. Structural and morphological investigation of magnetic nanoparticles based on iron 

oxides for biomedical applications. Mater. Sci. Eng. C 2008, 28, 489–494. 

44. Sanchez, R.D.; Rivas, J.; Vaqueiro, P.; Lopez-Quintela, M.A.; Caeiro, D. Particle size effects on 

magnetic properties of yttrium iron garnets prepared by a sol-gel method. J. Magn. Magn. Mater. 

2002, 247, 92–98.  

45. Song, M.; Zhang, Y.; Hu, S.; Song, L.; Dong, J.; Chen, Z.; Gu, N. Influence of morphology and 

surface exchange reaction on magnetic properties of monodisperse magnetite nanoparticles. 

Colloids Surf. A 2012, 408, 114–121. 

46. Parvin, K.; Ma, J.; Ly, J.; Sun, X.C.; Nikles, D.E.; Sun, K.; Wang, L.M. Synthesis and magnetic 

properties of monodisperse Fe3O4 nanoparticles. J. Appl. Phys. 2004, 95, 7121–7123. 



Int. J. Mol. Sci. 2013, 14 14573 

 

 

47. Shendruk, T.N.; Desautels, R.D.; Southern, B.W.; van Lierop, J. The effect of surface spin 

disorder on the magnetism of γ-Fe2O3 nanoparticle dispersions. Nanotechnology 2007, 18,  

doi:10.1088/0957-4484/18/45/455704. 

48. Soenen, S.J.; Nuytten, N.; Himmelreich, U.; de Cuyper, M. Intracellular iron oxide nanoparticle 

coating stability determines nanoparticle usability and cell functionality. Drug Discov. Today 

2010, 15, 1082. 

49. Safi, M.; Courtois, J.; Seigneuret, M.; Conjeaud, H.; Berret, J.-F. The effects of aggregation  

and protein corona on the cellular internalization of iron oxide nanoparticles. Biomaterials 2011, 

32, 9353–9363. 

50. Lartigue, L.; Wilhelm, C.; Servais, J.; Factor, C.; Dencausse, A.; Bacri, J.-C.; Luciani, N.; 

Gazeau, F. Nanomagnetic sensing of blood plasma protein interactions with iron oxide 

nanoparticles: Impact on macrophage uptake. ACS Nano 2012, 6, 2665–2678.  

51. Jedlovszky-Hajdú, A.; Bombelli, F.B.; Monopoli, M.P.; Tombácz, E.; Dawson, K.A. Surface 

coatings shape the protein corona of SPIONs with relevance to their application in vivo. Langmuir 

2012, 28, 14983–14991. 

52. Jackson, S.P. The growing complexity of platelet aggregation. Blood 2007, 109, 5087–5095. 

53. Jung, S.M.; Kinoshita, K.; Tanoue, K.; Isohisa, I.; Yamazaki, H. Role of surface negative charge 

in platelet function related to the hyperreactive state in estrogen-treated prostatic carcinoma. 

Thromb. Haemost. 1982, 47, 203–209. 

54. Grøttum, K.A.; Jørgensen, L.; Jeremic, M. Decrease in platelet surface charge during phagocytosis 

of polystyrene latex particles or thorium dioxide. Scand. J. Haematol. 1972, 9, 83–96.  

55. Grant, R.A.; Zucker, M.B. EDTA-induced increase in platelet surface charge associated with the 

loss of aggregability. Assessment by partition in aqueous two-phase polymer systems and 

electrophoretic mobility. Blood 1978, 52, 515–523. 

56. Smyth, S.S.; Whiteheart, S.; Italiano, J.E., Jr.; Coller, B.S. Platelet Morphology, Biochemistry & 

Function. In Williams Hematology, 8th ed.; The McGraw-Hill Companies, Inc.: New York, NY, 

USA, 2010; pp. 1735–1814. 

57. Bhattarai, S.R.; Kc, R.B.; Kim, S.Y.; Sharma, M.; Khil, M.S.; Hwang, P.H.; Chung, G.H.;  

Kim, H.Y. N-hexanoyl chitosan stabilized magnetic nanoparticles: Implication for cellular 

labeling and magnetic resonance imaging. J. Nanobiotechnol. 2008, 6, doi:10.1186/1477-3155-6-1. 

58. Ruiz, A.; Salas, G.; Calero, M.; Hernández, Y.; Villanueva, A.; Herranz, F.;  

Veintemillas-Verdaguer, S.; Martínez, E.; Barber, D.F.; Morales, M.P. Short-chain PEG molecules 

strongly bound to magnetic nanoparticle for MRI long circulating agents. Acta Biomater. 2013, 9, 

6421–6430. 

59. Alexiou, C.; Jurgons, R.; Seliger, C.; Brunke, O.; Iro, H.; Odenbach, S. Delivery of 

superparamagnetic nanoparticles for local chemotherapy after intraarterial infusion and magnetic 

drug targeting. Anticancer Res. 2007, 27, 2019–2022. 

60. Janic, B.; Rad, A.M.; Jordan, E.K.; Iskander, A.S.M.; Ali, M.M.; Varma, N.R.S.; Frank, J.A.; 

Arbab, A.S. Optimization and validation of FePro cell labeling method. PLoS One 2009, 4, 

doi:10.1371/journal.pone.0005873. 

61. Misri, R.; Meier, D.; Yung, A.C.; Kozlowski, P.; Häfeli, U.O. Development and evaluation of a 

dual-modality (MRI/SPECT) molecular imaging bioprobe. Nanomedicine 2012, 8, 1007–1016. 



Int. J. Mol. Sci. 2013, 14 14574 

 

 

62. Illés, E.; Tombácz, E. The effect of humic acid adsorption on pH-dependent surface charging and 

aggregation of magnetite nanoparticles. J. Colloid Interface Sci. 2006, 295, 115–123. 

63. Vékás, L.; Bica, D.; Marinica, O. Magnetic nanofluids stabilized with various chain length 

surfactants. Rom. Rep. Phys. 2006, 58, 217–228. 

64. Bica, D.; Vékás, L.; Avdeev, M.V.; Marinica, O.; Socoliuc, V.; Balasoiu, M.; Garamus, V.M. 

Sterically stabilized water based magnetic fluids: Synthesis, structure and properties. J. Magn. 

Magn. Mater. 2007, 311, 17–21. 

65. Tombácz, E.; Illés, E.; Majzik, A.; Hajdú, A.; Rideg, N.; Szekeres, M. Ageing in the inorganic 

nanoworld: Example of magnetite nanoparticles in aqueous medium. Croat. Chem. Acta 2007,  

80, 503–515. 

66. Tombácz, E.; Hajdú, A.; Illés, E.; László, K.; Garberoglio, G.; Jedlovszky, P. Water in contact 

with magnetite nanoparticles, as seen from experiments and computer simulations. Langmuir 

2009, 25, 13007–13014. 

© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 

distributed under the terms and conditions of the Creative Commons Attribution license 

(http://creativecommons.org/licenses/by/3.0/). 


