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Abstract: Calcium phosphate cements are used in dentistry and orthopedics to repair and reconstruct
bone defects. The properties of these bone cements can be improved by introducing additives into
their composition. One favorable additive is chitosan, which can be beneficial but can also cause con-
siderable damage if it has a high load, thus, limiting its clinical applicability and performance. That
is why understanding chitosan’s role in cement composition is an important issue when developing
new materials. The present work uses low-field nuclear magnetic resonance (NMR) relaxometry to
investigate the effect introduced by the addition of chitosan on the hardening process of calcium
phosphate cement. Two samples, prepared with and without chitosan, were comparatively inves-
tigated during the first six minutes of hardening. The liquid evolution inside these samples was
monitored using transverse relaxation time distributions. It demonstrated an acceleration effect on
the hardening dynamics introduced by the presence of chitosan. Furthermore, it was shown that
even after one hour of hardening, there were still unreacted monomers inside the bone cement and
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1. Introduction

Bone cements are bio-materials applied for the reconstruction of bone defects and
bone tissue regeneration [1]. According to their chemical composition, bone cements can
be classified into acrylic bone cements (ABCs) and calcium phosphate cements (CPCs) [2].
Acrylic bone cements are bio-compatible and help to quickly fix the implant to the bone,
having an essential role in orthopedic surgery for fixing artificial joints. However, acrylic

bone cements also have some disadvantages, such as a lack of bio-activity, high exother-
mic temperature and monomeric toxicity [3,4]. To overcome these limitations, calcium
phosphates have been used in the last few years as bio-materials in the composition of
state-of-the-art bone cements.

Calcium phosphate cements have a chemical composition similar to that of natural
bone, which facilitates osteoconductivity and osteogenesis [5]. The most widely used cal-
cium phosphate is tricalcium phosphate (TCP), which is a commercially available material
obtained by treating hydroxyapatite with phosphoric acid and slaked lime using double
decomposition reactions under controlled pH conditions [6,7]. It can be found in three
polymorphic crystalline phases, denoted alpha (o-TCP and o-TCP) [6], which is stable at
elevated temperatures and has a better solubility in aqueous solutions, and beta (3-TCP)
respectively, which is one of the most-used synthetic bone graft substitutes [7].

TCP-based bio-materials are routinely used in various medical applications [2,5], but
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chitosan in CPCs, resulting in the improvement of certain properties, such as osseointe-
gration and bio-compatibility [10-14]. Note, however, that the incorporation of chitosan
as an additive may be beneficial [14] compared to other organic materials, but it can also
cause considerable damage to the mechanical properties of cements when overloaded, thus,
limiting certain clinical uses. That is why the understanding of chitosan’s role in bone
cement composites is important and worth being investigated.

A technique with a high potential for investigating bone cements is low-field NMR
relaxometry [15,16]. This technique was successfully applied to characterize the evolution
of complex porous structures, as, for instance, composites based on Portland cement [16,17].
NMR relaxometry was successfully used to monitor the influence of different additives and
admixtures on hydration dynamics and pore development in such materials. With respect
to medical applications, NMR relaxometry was successfully used for detecting pre- and
post-damage microstructural changes in human cortical bones [18] and for the detection
of age-induced structural changes in human teeth [15]. Low-field NMR relaxometry
investigations have the advantages of being completely non-invasive and can be applied
without any special preparation of the sample. Consequently, the evolution of the sample
can be monitored during its transformation from a gel to a solid. In the present work,
NMR relaxometry was used again to extract information on the effects introduced by
incorporating chitosan into tricalcium phosphate bone cements. Thus, the influence of
chitosan on the hardening dynamics and the evolution of the sample from a gel-like material
to a solid matrix were investigated.

2. Materials and Methods
2.1. Sample Preparation

Two calcium phosphate cements, denoted C1 and C2, respectively, were prepared by
mixing two sterile components of an organic phase and inorganic phase, as indicated in
Table 1. In one component, an initiator, benzoyl peroxide (BPO), was added, and in the
other component, an accelerator, N N dihydroxyethyl-p-toluidine (DHEPT), was added.
When the two components were mixed, the liquid monomers polymerized around the
powder particles to form hardened cements at room temperature. The two bone cements
contained the same amounts of liquid and chemical initiator, and the only difference was
given by the partial replacement of TCP with chitosan in the C2 cement. The chitosan used
in the preparation of the cement composite material had a high degree of deacetylation
(>85%) and was manufactured by Sigma-Aldrich (Sigma-Aldrich Inc., St. Louis, MO, USA).

Table 1. Composition of the two bone cements: C1 and C2.

Organic Phase (%) Inorganic Phase (%) Initiation System (%)

Cement HEMA PEG 400 TCP Chitosan BPO DHEPT
C1 25 22 50 0 2 0.75
C2 25 22 25 25 2 0.75

UDMA: 1,6-bis(methacryloxy-2-ethoxycarbonylamino)-2,4,4-trimethylhexane (Sigma Aldrich, St. Louis, MO,
USA); HEMA: 2-hydroxyethyl methacrylate (Alfa Aesar, Haverhill, MA, USA); PEG: polyethylene glycol (Sigma
Aldrich, St. Louis, MO, USA); TCP: tricalcium phosphate (Merck, Darmstadt, Germany); POB: benzoyl peroxide
(Merck, Darmstadt, Germany); DHEPT: dihydroxyethyl-p-toluidine (Sigma Aldrich, St. Louis, MO, USA).

The liquid phase of the cement was composed of urethane dimethacrylate (UDMA)—an
organic monomer with a large and rigid structure, which decreases the polymerization
shrinkage; hydroxyethyl methacrylate (HEMA)—a viscosity modifier; and a synthetic
polyethylene glycol polymer (PEG 400) with a low molecular weight; therefore, it is used
as a solvent for a large number of substances that easily dissolve into water, but also as a
solubilizing agent for active substances and excipients in liquid and semi-solid preparations,
due to its low toxicity [19]. The incorporation of PEG improved the workability of the
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brushite cement without producing inadequate modifications in the physicochemical and
biological properties [20].

In the case of the C1 cement, the inorganic component was composed of bio-active,
bio-compatible and bio-degradable tricalcium phosphate (TCP), while in the case of the
C2 cement, the TCP filler was partially replaced with chitosan (CS) nanoparticles acting as
anti-microbial agents to reduce the bacterial infection of bone cements. The initial (<1 min)
polymerization reaction took place at an ambient temperature of 23 °C and a humidity of
53%. The reaction time of the polymerization, in which the sample evolved from the liquid
phase to a gel state and then to a hardened material, was between 3 and 3.5 min, and the
reaction was exothermic.

2.2. NMR Relaxometry Technique

Transverse NMR relaxation measurements were performed using a low-field instru-
ment (Minispec MQ20, Bruker, Karlsruhe, Germany) operating at a 20 MHz proton reso-
nance frequency. The measuring temperature was set at 35 °C; close to body temperature.
The well-known Carr—Purcell-Meiboom-Gill (CPMG) [21] pulse sequence was imple-
mented for performing the measurements. The CPMG pulse sequence consisted of a series
of 180-degree radiofrequency (RF) pulses following a single 90-degree RF pulse. This
sequence generated a train of spin echoes, separated by an echo time interval, 27. The
amplitudes of these echoes were attenuated by transverse relaxation phenomena. In the
case of a heterogeneous sample, consisting of separate spin reservoirs, which are character-
ized by distinct transverse relaxation times, T, the n-th echo in the echo train attenuated
according to the following formula:

7 _ 2nt
Ay = Ao [ P(Tp)e” T aTy, (1)
5

where, Ay is a constant depending on the size of the sample and the technical characteristics
of the NMR instrument. P(T) is a relaxation time probability density. The above formula
suggests that a numerical Laplace inversion of the recorded CPMG echo train allows for
the extraction of the relaxation time probability density [22,23].

In the case of molecules confined inside porous materials, as, for instance, bone
cements, the relaxation time T, could be related to the pore size with the following formula:

1 S 3

TPy T PR 2
where, p is the pore surface relaxivity constant, S/V is the surface-to-volume ratio and R is
the pore radius, assuming spherical pores. The above equation shows that a direct relation
can be established between the pore size distribution and the relaxation time distribution,
provided that no exchange exists between different pore reservoirs during the echo time
interval. Note, however, that the above Equation (2) disregards the diffusion effects on the
echo attenuation [16].

In our hardening investigations on bone cement, the CPMG echo trains were consecu-
tively recorded every 30 s up to 6 min. The first echo train was acquired at 1 min from the
mixing start, immediately after the introduction of the sample paste inside the NMR tube.
The echo time interval of 0.1 ms was implemented in all of the measurements to reduce
diffusion effects on the echo train attenuation [16]. The repetition time was also kept at
a minimum of 0.5 s to reduce the total duration of the CPMG experiment to less than 5 s.
This assured no sample changes during the experiment.

3. Results and Discussion

To facilitate the interpretation of the NMR data, the relaxation measurements on the
mixing ingredients were performed first. Figure 1a shows the CPMG echo series recorded
on the bulk substances used in the composition of cement samples C1 and C2, respectively
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(see Table 1). Note that all the data were normalized by the mass of the measured sample.
The first three substances (PEG, HEMA and UDMA) had mobile molecules, were rich in
protons, and, therefore, revealed high NMR signals and long relaxation times. The rest of
the components were solid-like and were characterized by short transverse relaxation times
(in the range of milliseconds). Furthermore, a weaker NMR signal was detected, which
reached the noise level after 40 ms. The long relaxation times corresponding to HEMA and
PEG indicated that the molecules of these components were mobile, as is specific for bulk
liquids. In the case of UDMA, a non-exponential echo train decay was observed, which
indicated a more complicated internal structure, specific to viscous polymers. Considering
the above observations, we concluded that, in the case of the C1 and C2 cement composites,
the recorded NMR signal in the CPMG pulse sequence (Figure 1b) mainly originated in the
liquid-like ingredients. That is why only these ingredients were considered in our analysis.
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Figure 1. (a) CPMG echo trains recorded for the ingredients constituting the two bone cements, as
indicated in the legend; (b) CPMG echo trains recorded for the two cement pastes C1 (circles) and C2
(triangles) at one minute from the mixing start point. The calculated curve, obtained as a weighted
summation of the liquid components, is also indicated (squares). (c) Relaxation time distributions
extracted from the CPMG echo trains shown in Figure 1b.

For a further demonstration of the above conclusion, we calculated the weighted
summation of the relaxation decay curves corresponding to PEG, HEMA and UDMA,
considering the proportions indicated in Table 1. The result of these calculations is indicated
in Figure 1b (squares). One can observe a similar shape with those recorded at 1 min from
the beginning of the mixing process on cement mixtures C1 and C2, respectively. However,
the higher slope detected in the case of the C1 and C2 cements, as compared with the
calculated slope, indicated that the polymerization process already started during the
mixing time (<1 min). One can also observe a faster evolution of the cement sample
containing chitosan (C2) as compared to the one without chitosan (C1).

The relaxation time distributions (Figure 1c) extracted from the echo decays (Figure 1b)
confirmed the above observations. They showed the presence of two peaks in the case of
the calculated curve (squares) and three peaks in the case of the cement samples (circles
and triangles). For the calculated curve, the smaller peak (first from the left) corresponded
to UDMA, while the larger one could be associated with an overlapped contribution from
PEG and HEMA. The same two peaks could also be observed in the case of the two cement
composites, but with the larger peak shifted to smaller relaxation times and an extra peak
arising at approximately 0.2-0.8 ms (first from the left). The latter could be attributed to a
compound with a viscous structure and low mobility. These distributions evolved during
the hardening process, toward overlapping.

To monitor the acceleration effects introduced by the presence of chitosan on cement
hardening, multiple CPMG echo trains were recorded on each sample at 30 min intervals.
The results are depicted in Figure 2a, b, respectively. One can observe an increase in the
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slope of these curves during the first 3.5 min of polymerization, representing the initial
setting time of the bone cement [24]. It was also directly observed that the two samples
revealed different hardening dynamics. For a better monitoring of the chitosan effects on
polymerization dynamics, we extracted from the CPMG echo trains depicted in Figure 2a,b
the corresponding relaxation time distributions via a numerical Laplace inversion [22]. The
corresponding relaxation time distributions, at different hardening times, are shown in
Figure 2¢,d.

Hardening Hardening
time (min) time (ms)
= =1 S 14 "
3 e 15 d e 15
8 14 A 2 & A 2
.*? v 25 *? v 25
2 * 3 2 ¢ 3
2 < 35 9L < 35
£ » 4 £ 0.14 > 4
_g e 45 _8 e 45
qu * 5 (5] * 5
0.1 * 55 = e 55
e 6 ° 6
T T T T I 0.01 T T T T T T ]
20 60 80 100 0 20 40 60 80 100
Echo time (ms) Echo time (ms)
(a) (b)
] ] ] |
~ ] \_/\_/\—' Hardening o~ T Hardening
= \A/\_/\——time (min) > time (min)
LA —6 2 ] —\_/\_A—’_s
> ——i5:5 < —5.5
= 1 . - ] X
2 | R N —- £ —5
0 —45 S —45
>]—0 5>  |—4 ° —4
=i " /=35 2 ——3.5
sl ~_ | —3 - N A
-3 Dl —— 5 —
o —2 &) N\_/\_’—_—z
T MN 1.5 ] 12
Joee, & e, [ o~ T~
| T ] T ]

10

100 1,000 10,000 0.1 1 10 100 1,000 10,000

Ty(ms) Ty(ms)

(©) (d)

Figure 2. (a,b) CPMG echo trains recorded during the first 6 min of the polymerization process for
the two bone cements, C1 (a) and C2 (b), respectively. (c,d) Relaxation time distributions during the
hardening of the two bone cements C1 (c) and C2 (d), respectively. The relaxation distributions were
extracted from the CPMG echo trains (a,b). The hardening times are indicated in the legend.

By analyzing the relaxation time distributions at 1 min from the mixing start point
(the shortest accessible in our measurements), one can observe a series of three peaks
(Figure 2c,d). The first peak from the left, arising during the 0.1-1 ms interval, could be
attributed to the already formed polymerization products in the cement microstructure,
which occurred in the form of a solid network [25]. As can be seen, this peak shifted to
the left during the polymerization process, withdrawing from the detection interval and
indicating the development of a solid component. The second peak from the left, arising
between 1 ms and 10 ms, may be attributed to the UDMA component and its area reducing
during hardening. The larger peak, arising between 10 ms and 1000 ms (depending on
the cement sample), may be attributed to the liquid components (PEG and HEMA). Its
evolution during hardening revealed a consumption of the mobile component and a shift
to smaller values, as polymerization progressed. This evolution could be associated with
the transformation of components during cement setting due to gelation reactions [26].
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Figure 3a depicts the position of the peak maximum corresponding to the most mobile
component versus hardening time. One can observe a decay of the relaxation time for
both samples (C1 and C2) with a plateau starting at 3.5 min, which could be considered
as the final setting time of the cement material [24]. The presence of a plateau showed
that the polymerization process almost stopped, and that there was no change inside the
two samples. When we analyzed the T, values, we noticed smaller relaxation times for
the sample containing chitosan (C2) as compared to the sample without chitosan (C1).
According to Equation (2), this behavior could be attributed to smaller pores forming inside
the C2 sample as compared to the C1 sample.
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Figure 3. (a) Evolution of the relaxation time corresponding to the peak maximum in the case of
liquid-like component (large peak in Figure 2) versus hardening time. (b) Area under the curve for
the distributions shown in Figure 2, calculated for relaxation times T, > 1 ms. The two samples under
investigation are indicated in the legend.

Figure 3b shows the area under the curves in Figure 2¢,d, respectively, calculated in
the region with relaxation times T, > 1 ms. The evolution of the area indicated a faster
consumption of UDMA, PEG and HEMA components for the cement containing chitosan
(C2) as compared to that without chitosan (C1). Note, however, that a clear separation
between UDMA’s contribution and PEG and HEMA'’s contributions to the area was not
feasible. The relaxation time distributions also showed a continuous transformation of the
liquid components into less mobile components (shorter relaxation times).

Figure 4 compares the relaxation time distributions of the two samples after 1 h of
hardening with those recorded at 1 min. For the distribution recorded at 1 h (circles), one
can clearly distinguish the presence of three peaks, associated with the three spin reservoirs.
The first peak, arising between 0.1 ms and 0.3 ms, could be associated with a solid-like
component, but with a certain degree of mobility. The second peak, arising between 1 ms
and 10 ms, could be associated with a viscous component characterized by a higher degree
of mobility than the solid-like component (peak at 0.1-0.3 ms). This peak originated in
the liquid component (larger peak) observed at 1 min of hardening (squares). The third
peak, arising between 10 ms and 100 ms, may be attributed to the unreacted monomers.
If we compared the area of the larger peak at 1 min with the area of the third peak at1h,
we could estimate the proportion of unreacted monomers. Thus, this comparison gave us
5.8% of an unreacted monomer in the case of the C1 sample and 4.3% in the case of the
C2 sample. Consequently, it demonstrated the beneficial effect of chitosan in reducing the
amount of unreacted monomers.
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Figure 4. The relaxation time distributions for the two bone cements C1 (a) and C2 (b), respectively.
Two hardening times were considered, as indicated in the legend.

4. Conclusions

The hardening dynamics of the two bone cements, manufactured with and without
chitosan, were investigated in a non-invasive manner via low-field NMR relaxometry. The
continuous transformation of the materials from a viscous structure to a solid matrix was
monitored, and the hardening time was determined from relaxation time distributions.
Using the CPMG technique, it was possible to study the transformation of the sample
starting at 1 min after mixing the ingredients, and up to 6 min. It was observed that the
final hardening time of the cement sample was not influenced by the presence of chitosan,
but the hardening dynamics were accelerated by the partial replacement of TCP with
chitosan. Moreover, the evolution of the liquid UDMA and PEG into components with
lower mobility was monitored, and the presence of residual monomers could be quantified.
It can be concluded that the presence of chitosan slightly reduced the quantity of unreacted
monomers. The results obtained here may be useful for understanding the hardening
dynamics and provide a toll in the design of new calcium phosphate cements.

Author Contributions: Conceptualization, I.L., M.M., C.S. and I.A.; methodology, .A. and M.M.;
investigation, I.L., C.S. and LA ; resources, M.M. and I.A.; writing—original draft preparation, I.L.;
writing—review and editing, .A., I.L.,, M.M. and C.S.; supervision, I.A.; project administration, L A.;
funding acquisition, I.A. All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by a grant from the Romanian Ministry of Education and
Research, CNCS-UEFISCD], project number PN-III-P4-ID-PCE-2020-0533, within PNCDI III.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Data may be provided on request from corresponding author.

Conflicts of Interest: The authors declare no conflict of interest.

1. Koons, G.L.; Diba, M.; Mikos, A.G. Materials Design for Bone-Tissue Engineering. Nat. Rev. Mater. 2020, 5, 584-603. [CrossRef]

2. Ginebra, M.-P; Montufar, E.B. Cements as Bone Repair Materials, 2nd ed.; Elsevier Ltd.: Amsterdam, The Netherlands, 2019;
ISBN 9780081024515.

3. Zapata, M.E.V.; Hernandez, ].HM.; Tovar, C.D.G. Acrylic Bone Cement Incorporated with Low Chitosan Loadings. Polymers
2020, 12, 1617. [CrossRef] [PubMed]

4.  Zapata, M.E.V,; Hernandez, ] HM.; Tovar, C.D.G.; Llano, C.H.V; Escobar, ].A.D.; Vazquez-Lasa, B.; Roman, ].S.; Rojo, L. Novel
Bioactive and Antibacterial Acrylic Bone Cement Nanocomposites Modified with Graphene Oxide and Chitosan. Int. J. Mol. Sci.
2019, 20, 2938. [CrossRef]


http://doi.org/10.1038/s41578-020-0204-2
http://doi.org/10.3390/polym12071617
http://www.ncbi.nlm.nih.gov/pubmed/32708078
http://doi.org/10.3390/ijms20122938

Polymers 2022, 14, 3042 8of8

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

Yousefi, A.M. A Review of Calcium Phosphate Cements and Acrylic Bone Cements as Injectable Materials for Bone Repair and
Implant Fixation. J. Appl. Biomater. Funct. Mater. 2019, 17, 2280800019872594. [CrossRef]

Yin, X.; Stott, M.J.; Rubio, A. «- and f-Tricalcium Phosphate: A Density Functional Study. Phys. Rev. B-Condens. Matter Mater.
Phys. 2003, 68, 1-8. [CrossRef]

Bohner, M.; Santoni, B.L.G.; Débelin, N. 3-Tricalcium Phosphate for Bone Substitution: Synthesis and Properties. Acta Biomater.
2020, 113, 23-41. [CrossRef]

Hameed, A.Z.; Raj, S.A.; Kandasamy, J.; Baghdadi, M.A.; Shahzad, M.A. Chitosan: A Sustainable Material for Multifarious
Applications. Polymers 2022, 14, 2335. [CrossRef]

Islam, M.M.; Shahruzzaman, M.; Biswas, S.; Nurus Sakib, M.; Rashid, T.U. Chitosan Based Bioactive Materials in Tissue
Engineering Applications-A Review. Bioact. Mater. 2020, 5, 164-183. [CrossRef]

Jiménez-Goémez, C.P,; Cecilia, J.A. Chitosan: A Natural Biopolymer with a Wide and Varied Range of Applications. Molecules
2020, 25, 3981. [CrossRef]

Kotodziejska, M.; Jankowska, K.; Klak, M.; Wszota, M. Chitosan as an Underrated Polymer in Modern Tissue Engineering.
Nanomaterials 2021, 11, 3019. [CrossRef]

Onishi, H.; Machida, Y. Biodegradation and Distribution of Water-Soluble Chitosan in Mice. Biomaterials 1999, 20, 175-182.
[CrossRef]

Di Martino, A.; Sittinger, M.; Risbud, M.V. Chitosan: A Versatile Biopolymer for Orthopaedic Tissue-Engineering. Biomaterials
2005, 26, 5983-5990. [CrossRef]

Fang, C.H.; Lin, Y.W,; Sun, ].S,; Lin, FEH. The Chitosan/Tri-Calcium Phosphate Bio-Composite Bone Cement Promotes Better
Osteo-Integration: An in Vitro and in Vivo Study. J. Orthop. Surg. Res. 2019, 14, 1-9. [CrossRef]

Ni, Q.; Chen, S. Assessment of Structural Changes of Human Teeth by Low-Field Nuclear Magnetic Resonance (NMR). Meas. Sci.
Technol. 2010, 21, 015803. [CrossRef]

Pop, A.; Ardelean, I. Monitoring the Size Evolution of Capillary Pores in Cement Paste during the Early Hydration via Diffusion
in Internal Gradients. Cem. Concr. Res. 2015, 77, 76-81. [CrossRef]

Pop, A.; Badea, C.; Ardelean, I. The Effects of Different Superplasticizers and Water-to-Cement Ratios on the Hydration of Gray
Cement Using T2-NMR. Appl. Magn. Reson. 2013, 44, 1223-1234. [CrossRef]

Ni, Q.; Nicolella, D.P. The Characterization of Human Cortical Bone Microdamage by Nuclear Magnetic Resonance. Meas. Sci.
Technol. 2005, 16, 659-668. [CrossRef]

Jang, H.J.; Shin, C.Y.; Kim, K.B. Safety Evaluation of Polyethylene Glycol (PEG) Compounds for Cosmetic Use. Toxicol. Res. 2015,
31, 105-136. [CrossRef]

Morta, O.C.; Cardoso, M.].B.; da Silva, H.N.; Carrodeguas, R.G.; Rodriguez, M.A.; Fook, M.V.L. Synthesis of Brushite / Polyethylene
Glycol Cement for Filler in Bone Tissue Injuries. Ceramica 2021, 67, 289-294. [CrossRef]

Meiboom, S.; Gill, D. Modified Spin-Echo Method for Measuring Nuclear Relaxation Times. Rev. Sci. Instrum. 1958, 29, 688—691.
[CrossRef]

Provencher, S.W. CONTIN: A General Purpose Constrained Regularization Program for Inverting Noisy Linear Algebraic and
Integral Equations. Comput. Phys. Commun. 1982, 27, 229-242. [CrossRef]

Venkataramanan, L.; Song, Y.; Hiirlimann, M.D. Solving Fredholm Integrals of the First Kind with Tensor Product Structure in 2
and 2.5 Dimensions. IEEE Trans. Signal Process. 2002, 50, 1017-1026. [CrossRef]

Khashaba, R.M.; Moussa, M.M.; Mettenburg, D.].; Rueggeberg, FA.; Chutkan, N.B.; Borke, J.L. Polymeric-Calcium Phosphate
Cement Composites-Material Properties: In Vitro and In Vivo Investigations. Int. J. Biomater. 2010, 2010, 1-14. [CrossRef]
Christel, T.; Kuhlmann, M.; Vorndran, E.; Groll, J.; Gbureck, U. Dual Setting x-Tricalcium Phosphate Cements. J. Mater. Sci. Mater.
Med. 2013, 24, 573-581. [CrossRef] [PubMed]

Rodel, M.; Teimar, J.; Groll, J.; Gbureck, U. Tough and Elastic a-Tricalcium Phosphate Cement Composites with Degradable
PEG-Based Cross-Linker. Materials 2018, 12, 53. [CrossRef] [PubMed]


http://doi.org/10.1177/2280800019872594
http://doi.org/10.1103/PhysRevB.68.205205
http://doi.org/10.1016/j.actbio.2020.06.022
http://doi.org/10.3390/polym14122335
http://doi.org/10.1016/j.bioactmat.2020.01.012
http://doi.org/10.3390/molecules25173981
http://doi.org/10.3390/nano11113019
http://doi.org/10.1016/S0142-9612(98)00159-8
http://doi.org/10.1016/j.biomaterials.2005.03.016
http://doi.org/10.1186/s13018-019-1201-2
http://doi.org/10.1088/0957-0233/21/1/015803
http://doi.org/10.1016/j.cemconres.2015.07.004
http://doi.org/10.1007/s00723-013-0475-5
http://doi.org/10.1088/0957-0233/16/3/006
http://doi.org/10.5487/TR.2015.31.2.105
http://doi.org/10.1590/0366-69132021673833054
http://doi.org/10.1063/1.1716296
http://doi.org/10.1016/0010-4655(82)90174-6
http://doi.org/10.1109/78.995059
http://doi.org/10.1155/2010/691452
http://doi.org/10.1007/s10856-012-4828-7
http://www.ncbi.nlm.nih.gov/pubmed/23239262
http://doi.org/10.3390/ma12010053
http://www.ncbi.nlm.nih.gov/pubmed/30586905

	Introduction 
	Materials and Methods 
	Sample Preparation 
	NMR Relaxometry Technique 

	Results and Discussion 
	Conclusions 
	References

