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Curcumin, primary component of the spice turmeric extracted from the rhizomes of Curcuma longa, represents the major anti-oxidant and anti-inflammatory substance found in turmeric, acting thought various mechanisms not completely understood. Curcumin modulates cytokines, growth factors, transcription factors, inflammatory molecules and cell signaling pathways. During restorative dentistry practice, free resin monomers of 2-hydroxyethyl methacrylate (HEMA) propagate through dentin micro-channel and pulp into the bloodstream affecting cellular integrity. The study highlights the significance of application of curcumin bioactive component into liposomal formulations (CurLIP) to restore the homeostasis of dental pulp stem cells (hDPSCs) in response to 3 and 5 mmol L–1 HEMA treatment. Cell proliferation in combination with changes of the morphological features, proinflammatory cytokines secretion as Interleukin (IL) 6, IL8, Monocyte Chemoattractant Protein-1 (MCP1) and Interferon-gamma (IFNγ) were assayed along with the nuclear factor (NF)-kB, an inducible transcription factor involved in the activation of several cell processes associated to extracellular signal-regulated kinases (ERK) and posphorylated (p-) ERK pathway. Our results showed a decreased cell proliferation, morphological changes and upregulation of IL6, IL8, MCP1 and IFNγ in presence of 3 and 5 mmol L–1 HEMA treatment. CurLIP therapy in hDPSCs provokes an increase in cell proliferation and the block of inflammatory cytokines secretion through the inhibitory regulation of NFkB/ERK and pERK signaling cascade. The natural nanocarrier CurLIP influences numerous biochemical and molecular cascades causing anti-inflammatory properties in response to HEMA treatment in human dental pulp stem cells, representing an innovative endodontic formulation able to improve the quality of dental care with a major human community impact.
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INTRODUCTION

In the world, the 36% of the population have dental caries/decay in their permanent teeth and the 9% of the population in their baby teeth (Vos et al., 2012).

To restore teeth damage are predominantly used dental composites that contain viscous methacrylate monomers such as 2,2-bis[4-(2-hydroxy-3-methacrylyloxy-propoxy)phenyl] propane (bis-GMA) and urethane dimethacrylate (UDMA), in addition to hydrophilic monomers such as 2-hydroxyethyl methacrylate (HEMA) and triethylene glycol dimethacrylate (TEGDMA; Trubiani et al., 2012b; Diomede et al., 2014). Resin monomers are released during the incomplete polymerization of composite resins and can penetrate into the pulp tissue exerting cytotoxic effects and inducing the release of proinflammatory cytokines. HEMA and TEGDMA impede odontogenic differentiation and the mineralization of apical papilla stem cells as well as the inflammatory cytokines secretion (Trubiani et al., 2010; Bakopoulou et al., 2012).

In this scenario, many interdisciplinary studies have been addressed in order to favor the repair of cells and tissues damages. In particular, in endodontic treatment, several natural compounds and herbal products are acquiring a great popularity for their properties (Ravishankar et al., 2017). Curcuma longa is a plant belonging to the family of Zingiberaceae whose rhizome, source of turmeric, has been used in cooking, cosmetics and medical treatments (Vaughn et al., 2016) from considerable time. The curcuminoids present in the rhizome are a mixture of curcumin, demethoxycurcumin, and bisdemethoxycurcumin (Gangemi et al., 2015).

Curcumin possesses, via the activation of various cellular pathways (Mazidi et al., 2016), beneficial properties including anti-inflammatory, antioxidant, antineoplastic, pro- and antiapoptotic, antiangiogenic, immunomodulatory and antimicrobial effects. However, uncontrolled inflammation is the cause of a wide range of pathological conditions, including cardiovascular diseases, psoriasis, multiple sclerosis, rheumatoid arthritis and inflammatory bowel disease (Soltani et al., 2019). The curcumin treatment is able to inhibit the proinflammatory transcription factors, including NFkB, and to activate peroxisome proliferator activated receptor-gamma (PPARγ) cell signaling pathway (Um et al., 2013) and to diminish NFkB-dependent production of proinflammatory cytokines, such as tumor necrosis factor-α, IL6 and Macrophage Inflammatory Protein 2 (MIP2; Zingg et al., 2013).

For its chemical structure, curcumin is soluble in methanol, ethanol, dimethyl sulfoxide (DMSO), and acetone and much less in water (Ghosh et al., 2015); it is rapidly metabolized, with poor photo stability, which limit its use as an effective therapeutic agent (Chang et al., 2018; Panahi et al., 2018). Authors reported that these limitations can be overcome through liposomes that, solubilizing the curcumin in the phospholipidic bilayer, enable the delivery of curcumin in an aqueous medium and significantly improve the curcumin effect (Chang et al., 2018).

Nanotechnology represents a great promise in modern science and medicine. A nanoparticle (NP), having size ranging from 1 to few hundred of nanometers, is an example of nanotechnology. Recently, NPs have been considered as novel candidates to improve the intracellular drug delivery, to reach subcellular targeting and cross inaccessible anatomical and physiological barriers (Dende et al., 2017). Dutta and Ikiki (2013) reviewed different drug delivery strategies for curcumin such as nanosuspension, nanoemulsion, solid-lipid NPs and hydrogel NPs.

Human dental pulp, a soft connective tissue containing the pulp tissue of the tooth, is considered an interesting source of adult stem cells, due to the low-invasive isolation procedures (Paino et al., 2017), high content of stem cells and peculiar embryological origin. Deriving from neural crest, human dental pulp stem cells (hDPSCs) might represent an interesting cellular model to study response to different molecules (Pisciotta et al., 2018).

Starting from these preconditions, Curcumin loaded liposome (CurLIP) treatment might offer the opportunity to ameliorate, during vital pulp therapy, the acute phase of inflammation process restoring pulp tissue homeostasis. The aim of the present study is to evaluate the protective effect of the natural nanocarrier CurLIP in response to HEMA treatment in human dental pulp stem cells.

MATERIALS AND METHODS

Curcumin Loaded Liposomes

Liposomes were prepared according to the following protocol. An appropriate aliquot of POPC (1-palmitoyl-2-oleoyl-phosphatidylcholine, Avanti Polar Lipids, Alabama, United States), dissolved in chloroform, was put in a round-bottomed flask and dried in a rotary evaporator under reduced pressure at 40°C to form a thin lipid film on the inside wall of the flask. The phospholipid film was kept at 4°C overnight before rehydration with PBS buffer (pH 7.4) and sonication for 30 min (Viale et al., 2016; Mammana et al., 2019). Liposomes were sterilized under UV lamp for 2 h. Then an appropriate amount of curcumin in DMSO was added to the resulting liposomal suspension in order to obtain a POPC to curcumin molar ratio of 25:1. For the in vitro test POPC and curcumin concentrations in the liposomal suspension were 10 mmol L–1 and 0.4 mmol L–1, respectively (molar ratio of 25:1). 100 μL of this liposomal suspension (with and without curcumin) were added to a final volume of medium of 2 mL in order to obtain a curcumin concentration of 0.02 mmol L–1. For ζ-potential and dimensional analysis POPC and curcumin concentrations in the liposomal suspension were 0.25 mmol L–1 and 0.01 mmol L–1, respectively (molar ratio of 25:1).

Determination of Curcumin-Loading Into POPC Liposome

Liposomes were prepared according to the above-mentioned protocol (Viale et al., 2016). In order to evaluate the percentage of embedded curcumin and therefore remove the curcumin eventually unentrapped into liposomes, a filtration of the liposomal suspension through a Sephadex G-25 column was performed. Sephadex columns were eluted with H2O milliQ and curcumin entrapped into columns was quantified by UV-Vis spectrophotometry (e434nm = 10,997).

Cell Culture Establishment

hDPSCs were collected from the dental pulp of non-carious third molars extracted for orthodontic purpose in good health patients, as previously described (Diomede et al., 2017a). In the present study three patients have been enrolled to isolate hDPSCs. hDPSCs spontaneously migrated from tissue and were cultured using MSCGM-CD medium (mesenchymal stem cell growth medium chemically defined; Lonza, Basel, Switzerland) maintaining in an incubator at 37°C in a humidified atmosphere of 5% CO2 in air. All experiments were performed in triplicate. Each cell population (passage 2) has been used for all following experiments performed in triplicate. Cells were treated with HEMA 3 and HEMA 5 mmol L–1 for 48h and pretreated with CurLIP for 24h. The experimental groups were divided as following reported:

– hDPSCs without treatment (used as control – CTRL);

– hDPSCs treated with HEMA 3 mmol L–1;

– hDPSCs treated with HEMA 5 mmol L–1;

– hDPSCs treated with Curcumin loaded liposomes (CurLIP);

– hDPSCs treated with CurLIP and HEMA 3 mmol L–1;

– hDPSCs treated with CurLIP and HEMA 5 mmol L–1.

MTT Assay

The effects on the viability of hDPSCs treated with CurLIP, HEMA 3 and HEMA 5 mmol L–1 were evaluated by means of the 3-(4,5-dimethylthiazolyl-2)-2,5-diphenyltetrazoliumbromide (MTT) method. 2 × 103 cells/well were placed in a 96-well tissue culture plates and incubated at 37°C for 24, 48 and 72 h. At each time point, MTT solution (20 μl; Promega, Milan, Italy) was added to each well to detect the metabolic activity of the cells. All plates were cultured in the dark for 3 h at 37°C (Diomede et al., 2016a). Supernatants were read at 650 nm wavelength using a microplate reader (Synergy HT, BioTek Instruments, Winooski, VT, United States; Cavalcanti et al., 2015).

Cytokines Evaluation

For detection of IL6, IL8, MCP1 and IFNγ the Quantikine ELISA Kit (R&D Systems, RLB00, Minneapolis, MN) was used according to the manufacturer’s instructions (Trubiani et al., 2012a). Supernatants were collected from hDPSCs treated with Curcumin, HEMA 3 and HEMA 5 mmol L–1.

Immunohistochemical Analysis

To study molecules involved in the intracellular signaling, hDPSCs treated with CurLIP, HEMA 3 and HEMA 5 mmol L–1 were processed as previously reported by Giacoppo et al. (2017). Anti-human NFkB (1:200, mouse; Molecular Probes), ERK1/2 (1:200, rabbit; Santa Cruz Biotechnology Inc., Santa Cruz, CA, United States) and pERK1/2 (1:50, rabbit; Santa Cruz Biotechnology) were used as primary monoclonal antibodies. Then, samples were incubated for 1 h at 37°C with Alexa Fluor 568 red fluorescence conjugated (1:200, goat anti-rabbit; Molecular Probes, Invitrogen, Eugene, OR, United States) or Alexa Fluor 488 green fluorescence conjugated (1:200, goat anti-mouse; Molecular Probes), as secondary antibody. To stain cytoskeleton actin and nuclei, cells were treated with Alexa Fluor 488 phalloidin green fluorescence conjugate (1:200, Molecular Probes) and TOPRO (1:200, Molecular Probes; Pizzicannella et al., 2011), respectively. Zeiss LSM800META confocal system (Zeiss, Jena, Germany) was used to analyze stained cells, using a Plan Neofluar oil immersion objective (63×). Micrographs were obtained using excitation lines at 488 nm for argon laser beam and at 543 and 665 nm for a helium-neon source.

Western Blot Analysis

Western blot analysis was performed as previously described by Diomede et al. (2018c). NFkB (1:1000, Molecular Probes), ERK1/2 (Santa Cruz Biotechnology; 1:1000) and pERK1/2 (Santa Cruz 1:750) were used as primary antibodies. β-Actin (Santa Cruz Biotechnology; 1:750) was used to assess the uniform protein loading. Bands analysis has been performed by the ECL method using Alliance 2.7 (UVItec Limited, Cambridge, United Kingdom; Ballerini et al., 2017). Protein bands were quantified with a computer program (ImageJ software).

RNA Extraction and Quantitative Real-Time PCR (qRT-PCR)

Total RNA was extracted from about 106 cells from each condition by using the NucleoSpin RNA Kit (Macherey-Nagel, Düren, Germany; Diomede et al., 2018a). RNA quantity and quality were assessed by Qubit 2.0 (ThermoFisher Scientific, Whaltam, MA, United States; Diomede et al., 2018b).

1 μg of total purified RNA from each sample was reverse transcribed using the High Capacity RNA-to-cDNA Kit (ThermoFisher Scientific). qRT-PCR was performed in a total volume of 20 μL containing 2× Maxima SYBR Green/ROX qPCR Master Mix (ThermoFisher Scientific), 3 μL of cDNA and 0.3 μM of each primer. GAPDH and HPRT1 were used as housekeeping genes (ThermoFisher Scientific, Waltham, MA, United States; Gugliandolo et al., 2018). Real time amplification conditions were 10 min at 95°C followed by 40 cycles of 15 s at 95°C and 1 min at 60°C. A final melting dissociation curve was run to assess primers specificity. Each sample was run in triplicate. Specific primers pairs (IDT, Skokie, IL, United States) employed are reported in Table 1 The ΔΔCt method and the two-tailed t-test were employed to assess the relative gene expression, considering data significant when p < 0.05.

TABLE 1. Specific primers pairs (IDT, Skokie, IL, United States) employed in the experiments.

[image: image]

Statistical Analysis

Data were analyzed using GraphPad Prism 6.0 (GraphPad Software, La Jolla, CA, United States) with one-way ANOVA test, followed by a Bonferroni post hoc test for multiple comparisons. A p-value <0.05 was considered statistically significant.

RESULTS

Curcumin Encapsulation

The dimensions of curcumin enriched liposomes were slightly increased from 334 ± 13 to 399 ± 29 nm (Figure 1A). This increase was a clear indication of the fact that curcumin and DMSO did solubilize in the POPC bilayer and was in line with previous measurements (Basnet et al., 2012). The samples demonstrated to be polydispersed as expected from liposomes prepared by sonication protocols. The zeta potential decreased on passing from pure POPC liposomes to curcumin-enriched liposomes, probably due to a partial deprotonation of phenolic moieties (pKa = 8.11 ± 0.46, Calculated using Advanced Chemistry Development (ACD/Labs) Software V11.02) at the used buffered pH and the consequent tendency of dissociated phenoxide groups to expose toward the aqueous bulk. This arrangement, in line with the recently proposed pH-driven, organic solvent-free, liposomal encapsulation of curcumin in liposomes (Cheng et al., 2017), was particularly pronounced in the present experimental conditions as compared to previously investigated curcumin loaded liposomes because we chose to add the curcumin on preformed liposomes. This choice was made because curcumin tends to photodegrade (Chignell et al., 1994) and we used UV irradiation for the sterilization of liposomes before curcumin addition (see Materials and Methods). The entrapment measurements confirmed an entrapment of 95.2% of guest into the bilayer (Figure 1B).
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FIGURE 1. (A) Dimensions, polydispersity and zeta potential of the investigated liposomes. (B) UV-Vis spectrum of the elution of Sephadex G25 column with milliQ water.



MTT Assay

Human DPSCs treated with CurLIP, HEMA 3 and HEMA 5 mmol L–1 were evaluated with MTT assay after 24, 48 and 72 h. In Figure 2, the data showed that the HEMA 5 mmol L–1 treated sample had the lowest proliferation rate, compared with other samples. On the other hand, cells subjected to the combined treatment with CurLIP/HEMA 3 or 5 mmol L–1 showed a proliferation rate similar to the control cells. The CurLIP treatment alone did not change the cell proliferation rate when compared to the control cells.


[image: image]

FIGURE 2. Cell proliferation of hDPSCs treated with CurLIP, HEMA 3 and HEMA 5 mmol L–1. Each data point represents the mean of three independent experiments. ∗∗p < 0.01, hDPSCs co-treated with curcumin and HEMA vs. HEMA treated hDPSCs.



Cytokines Release Assessment

The analysis of released cytokines in the culture medium of the hDPSCs treated with CurLIP, HEMA 3 and HEMA 5 mmol L–1 was performed by RayBiotech. The quantitative method showed an increase of the IL6, IL8, MCP1 and IFNγ in hDPSCs treated with HEMA 3 and HEMA 5 mmol L–1, meanwhile the cells co-treated with CurLIP/HEMA 3 or HEMA 5 mmol L–1 showed a decreasing level of cytokines similar to that observed in control cells. The data confirmed that HEMA treatment induced an inflammatory stimulus changing the pro-inflammatory cytokines release in cells treated with both concentrations of HEMA (Figure 3).
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FIGURE 3. Cytokines differentially released from hDPSCs in the supernatants after treatment with CurLIP, HEMA 3 and HEMA 5 mmol L–1.



Immunofluorescence Analysis

Untreated hDPSCs showed, at confocal microscopy observation, a typical fibroblast-like morphology. In CurLIP treated cells, extremely fine filamentous filopodia could be observed as compared to the control cells. The treatment with HEMA 3 and HEMA 5 mmol L–1 modified the cellular features as visible in Figure 4. Cells showed small and short cytoplasmic processes. The addition of the CurLIP solution to cells treated with HEMA 3 or HEMA 5 mmol L–1 seemed to have a protective effect, in fact cells showed a morphology quite similar to the control cells.
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FIGURE 4. Representative confocal images of phalloidin 488 (green) and TOPRO (blue) fluorescent staining showed cells morphology in different culture conditions. (A) Untreated cells; (B) CurLIP treated cells; (C) HEMA 3 mmol L–1 treated cells; (D) HEMA 3 mmol L–1 with CurLIP treated cells; (E) HEMA 5 mmol L–1 treated cells; (F) HEMA 5 mmol L–1 with CurLIP treated cells. Mag: 40×. Scale bars: 10 μm.



Immunofluorescence staining demonstrated the expression of NFkB, ERK and pERK. The treatment with HEMA 3 and HEMA 5 mmol L–1 showed a high expression of NFkB, ERK and pERK while the cells cultured with CurLIP before HEMA 3 and HEMA 5 mmol L–1 exposure showed a restoration to the conditions of the untreated cells (Figures 5–7). In particular HEMA 3 and HEMA 5 mmol L–1 treatment induced a nuclear translocation of NFkB (Figures 5C,E). CurLIP treatment restored the expression of NFkB at cytoplasmic level (Figures 5D,F).
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FIGURE 5. Representative confocal images of NFkB (green), phalloidin 568 (green) and TOPRO (blue) fluorescent staining showed cells morphology in different culture conditions. (A) Untreated cells; (B) CurLIP treated cells; (C) HEMA 3 mmol L–1 treated cells; (D) HEMA 3 mmol L–1 with CurLIP treated cells; (E) HEMA 5 mmol L–1 treated cells; (F) HEMA 5 mmol L–1 with CurLIP treated cells. Mag: 40×. Scale bars: 10 μm.
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FIGURE 6. Representative confocal images of ERK (red), phalloidin 488 (green) and TOPRO (blue) fluorescent staining showed cells morphology in different culture conditions. (A) Untreated cells; (B) CurLIP treated cells; (C) HEMA 3 mmol L–1 treated cells; (D) HEMA 3 mmol L–1 with CurLIP treated cells; (E) HEMA 5 mmol L–1 treated cells; (F) HEMA 5 mmol L–1 with CurLIP treated cells. Mag: 40×. Scale bars: 10 μm.
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FIGURE 7. Representative confocal images of pERK (red), phalloidin 488 (green) and TOPRO (blue) fluorescent stains showing the cells morphology in different culture conditions. (A) Untreated cells; (B) CurLIP treated cells; (C) HEMA 3 mmol L–1 treated cells; (D) HEMA 3 mmol L–1 with CurLIP treated cells; (E) HEMA 5 mmol L–1 treated cells; (F) HEMA 5 mmol L–1 with CurLIP treated cells. Mag: 40×. Scale bars: 10 μm.



Western Blot Analysis

The variations in NFkB, ERK and pERK protein expression were further evaluated by the western blot analysis after treatment. As shown in Figure 8, the samples exposed to HEMA 3 or HEMA 5 mmol L–1, showed an up regulation of NFkB, ERK and pERK whereas cells co-treated with CurLIP showed a down regulation of the same proteins. These results suggested that CurLIP treatment reduce the HEMA effects on hDPSCs (Figure 8).
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FIGURE 8. (A) The western blotting analysis with anti-NFkB, ERK and pERK in treated and untreated cells. β-actin as internal control is shown. Densitometric analyses of western blot specific bands, (B) NFkB, (C) ERK and (D) pERK, respectively.



Gene Expression

qRT-PCR analysis showed no significant differences among the analyzed conditions for all tested genes. Results were reported in Figure 9 and showed no differences in the expression of Runt-related transcription factor-2 (RUNX2), Collagen1A1 (COL1A1), Dentin SialoPhosphoProtein (DSPP) and Axin related protein-2 (AXIN2).
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FIGURE 9. qRT-PCR analysis of RUNX2, COL1A1, DSPP, and Axin2.




DISCUSSION

Progress in dentistry is associated with the innovation of dental materials and the use of new molecules for regenerative therapies, inter alia the design of new materials for restorative dentistry or for endodontic therapy.

Resin-based methacrylates, common materials widely used in restorative dentistry, are viscous substances that are converted into solid material trough polymerization processes (Trubiani et al., 2012c). The polymerization is, often, incomplete, and induces the release of monomers into oral cavity, in dentin micro-channels and finally the bloodstream, inducing an inflammatory process. This inflammatory process may alter the odontoblast activity and is associated to pulp tissue homeostasis damage (Trubiani et al., 2012b). Aim of regenerative endodontics is to rebuild the original pulp tissue based on tissue engineering principles (Murray et al., 2007; Diogenes and Hargreaves, 2017). Recently, biomimetic scaffolds, loaded with natural molecules, have been generated to stimulate pulp tissue regeneration and to prevent inflammatory processes (Fioretti et al., 2011).

Extensive research in the past half century demonstrated that curcumin, a food component, used as a spice and food coloring agent, is also used as antioxidant, anti-inflammatory, and anticancer compound that exerts antimicrobial effects (Shishodia et al., 2007). In particular, the bactericidal activity showed a synergistic effect with antibiotics for several pathogens (Packiavathy et al., 2013; Roudashti et al., 2017). Studies carried out in other laboratories have identified a number of different molecules involved in inflammation that are inhibited by curcumin such as phospholipase, lipoxygenase, cyclooxygenase 2, leukotrienes, thromboxane, prostaglandins, nitric oxide, collagenase, elastase, hyaluronidase, monocyte chemoattractant protein-1 (MCP1), interferon-inducible protein, tumor necrosis factor (TNF), and interleukin (IL) 12 (Chainani-Wu, 2003). Curcumin is pharmacologically safe. In fact, clinical trials showed that the curcumin can be administered to the patients up to 8,000 mg/day without adverse effects. The pharmacokinetics of curcumin-loaded liposomal gel showed that nano-sized liposomes are able to penetrate within 1 h in both stratum of corneum and skin (Madan et al., 2018).

Starting from these concepts the aim of the present study was to evaluate the ability of curcumin, used at a concentration of 20 μM (Xiao et al., 2018), to restore the homeostasis of dental pulp cells in response to HEMA treatment. HEMA is reported to induce DNA damage, apoptosis and necrosis in various cell lines in vitro, but generally concentrations above 4 mmol L–1 are necessary to induce these effects (Ansteinsson et al., 2011). In our experiments we have tested the inflammatory response to HEMA 3 and 5 mmol L–1.

There is an increasing interest in the tissue’s regeneration for the use of autologous stem cells isolated from various adult tissues due to the fewer ethical concerns as compared to embryonic stem cells (Spina et al., 2016). Oral cavity is an easily accessible source of mesenchymal stem cells, as periodontal ligament, gingival and dental pulp (Stellavato et al., 2017). Mesenchymal stem cells are able to maintain the stem cells phenotype and the capacity to differentiate in vitro toward osteogenic, adipogenic and osteogenic commitment (Libro et al., 2016; Manescu et al., 2016). In particular, human dental pulp stem cells, represent a relevant cellular model constituted of a cell population homologous to the primary tissue with a large capacity of proliferation, the ability to maintain their cellular phenotype for a long time period, until 15 passage (Diomede et al., 2017a), and the possibility to undergo toward mesenchymal phenotype (Pizzicannella et al., 2018a).

The cell proliferation of hDPSCs treated with HEMA at different concentrations, associated to cell morphology observation, was measured by MTT assay. Reduction of cell proliferation and alteration of cell morphology have been directly associated with the HEMA treatment (Trubiani et al., 2010). CurLIP treatment was able to restore cell proliferation and morphological features: hDPSCs co-treated with curcumin and HEMA displayed conditions more similar to control cells than hDPSCs treated only with HEMA.

HEMA 3 and 5 mmol L–1 stimulated an upregulation of IL6, IL8, MCP1, and IFNγ inflammatory molecules secretion, while CurLIP treatment significantly inhibited the expression of the above mentioned inflammatory cytokines.

IL6 is a pleiotropic cytokine playing an active role in immune responses and in the development of the acute phase response (Heinrich et al., 1990). In vivo, the increased secretion of IL6 promotes monocyte differentiation into mobile and active macrophages able to secrete MCP1 and Metalloproteinases (MMPs), facilitating the invasion from the adventitia into the media (Kagan and Medzhitov, 2006) and it is also involved in root repair (Oliveira et al., 2018).

IFNγ synchronizes a diverse array of cellular programs through transcriptional regulation of immunologically relevant genes (Schroder et al., 2004).

IL8 is a chemokine that promotes the recruitment and activation of neutrophils to the sites of acute inflammation, where neutrophils not only kill bacteria by phagocytosis, but also destroy affected tissue by secreting proteases and generating oxidative oxygen species (Suzuki et al., 2008).

IL6 and IL8 cytokines secretion is related to increased activation of the transcription factor NFkB. Previously we have demonstrated that LPS-Gingivalis (G) inflammatory stimulus provokes, in endothelial cells, the release of IL6, IL8, and MCP1 molecules and the activation of signaling network Toll Like Receptor 4 (TLR4)/NFkB/ERK/pERK (Diomede et al., 2017b; Pizzicannella et al., 2018b).

HEMA treatment triggers the above-mentioned cytokines, highlighting the expression of an inflammatory pathway, induced by Lipopolysaccharide from LPS-G and our results give evidence, for the first time, that CurLIP treatment reduces the NFkB activation pathway inducing a down regulation of ERK and pERK signaling.

Taking these experiments in consideration and with the limitation of this study, we retain that CurLIP formulation reduces the inflammatory level in HEMA treated dental pulp, indicating for the complex CurLIP a new role as a therapeutic potential in dental pulp regeneration.

Following these evidences, we have analyzed, at molecular level, the involvement of CurLIP in odontoblast differentiation. At this purpose, the expression of odontoblast-related marker genes such as RUNX2, COL1A1, Axin2, and DSPP have been characterized. RUNX2 and COL1A1 possess a decisive role during mineralization process in the early step of mineralized tissue formation (Diomede et al., 2016b). DSPP is a positive regulators of hard tissue mineralization (Suzuki et al., 2012), acting as nucleators of apatite crystal formation in the presence of collagen. DSPP is able to induce highly organized intrafibrillar collagen mineralization other than play an important role during odontoblasts differentiation (Deshpande et al., 2011). Axin2 is upregulated in response to tooth damage and induces the secretion of reparative dentine (Babb et al., 2017). Despite tooth damage or trauma lead new odontoblast-like cells recruitment, little is known about the molecular events involved in the response to dentine damage. RT-PCR provided an evidence of no increase of the above-mentioned genes. This data offers the opportunity to speculate that CurLIP is able to provide a “niche” environment for cells replacement, as demonstrated through the increase of cell proliferation. Then, findings indicate that CurLIP treatment is able to reduce inflammatory process via NFkB/ERK/pERK signaling, but it is not involved in the odontoblastic phenotype differentiation. At the same time HEMA treatment may interfere with the regulation of intracellular homoeostasis, leading to the reduction in cell viability in agreement with previous evidences that demonstrated the capacity of HEMA to inhibit the migration and differentiation of pulp cells into the odontoblast layer in vitro (Williams et al., 2013; Pizzicannella et al., 2019).

The present conclusion suggests that CurLIP formulation provides a new approach for functional tissue/organ restoration and may represent a promising therapeutic strategy in the design of innovative endodontic procedure, significantly improving the quality of dental care with a major human community impact. CurLIP treatment could be considered a promising alternative in regenerative endodontics practice.

ETHICS STATEMENT

Ethical Committee at the Medical School, “G. d’Annunzio” University, Chieti, Italy (number 266/2014) has approved the present study. All patients have signed the informed consent as requested by rules of the Department of Medical, Oral and Biotechnological Sciences (ISO 9001:2008, RINA certified 32031/15/S).

AUTHOR CONTRIBUTIONS

BS, JP, and FD designed the study, performed the experiments, analyzed the data, and wrote the manuscript. RZ and AF developed the liposome formulation and revised the manuscript. MDA and VG performed RT-PCR analysis and revised the manuscript. OT designed the study, analyzed the data, and wrote and revised the manuscript.

REFERENCES

Ansteinsson, V., Solhaug, A., Samuelsen, J. T., Holme, J. A., and Dahl, J. E. (2011). DNA-damage, cell-cycle arrest and apoptosis induced in BEAS-2B cells by 2-hydroxyethyl methacrylate (HEMA). Mutat. Res. 723, 158–164. doi: 10.1016/j.mrgentox.2011.04.011

Babb, R., Chandrasekaran, D., Neves, V. C. M., and Sharpe, P. T. (2017). Axin2-expressing cells differentiate into reparative odontoblasts via autocrine Wnt/beta-catenin signaling in response to tooth damage. Sci. Rep. 7:3102. doi: 10.1038/S41598-017-03145-6

Bakopoulou, A., Leyhausen, G., Volk, J., Koidis, P., and Geurtsen, W. (2012). Effects of resinous monomers on the odontogenic differentiation and mineralization potential of highly proliferative and clonogenic cultured apical papilla stem cells. Dental Mater. 28, 327–339. doi: 10.1016/j.dental.2012.01.002

Ballerini, P., Diomede, F., Petragnani, N., Cicchitti, S., Merciaro, I., Cavalcanti, M. F. X. B., et al. (2017). Conditioned medium from relapsing-remitting multiple sclerosis patients reduces the expression and release of inflammatory cytokines induced by LPS-gingivalis in THP-1 and MO3.13 cell lines. Cytokine 96, 261–272. doi: 10.1016/j.cyto.2017.04.022

Basnet, P., Hussain, H., Tho, I., and Skalko-Basnet, N. (2012). Liposomal delivery system enhances anti-inflammatory properties of curcumin. J. Pharm. Sci. 101, 598–609. doi: 10.1002/jps.22785

Cavalcanti, M. F., Maria, D. A., de Isla, N., Leal-Junior, E. C., Joensen, J., Bjordal, J. M., et al. (2015). Evaluation of the proliferative effects induced by low-level laser therapy in bone marrow stem cell culture. Photomed. Laser Surg. 33, 610–616. doi: 10.1089/pho.2014.3864

Chainani-Wu, N. (2003). Safety and anti-inflammatory activity of curcumin: a component of tumeric (Curcuma longa). J. Altern. Complement. Med. 9, 161–168. doi: 10.1089/107555303321223035

Chang, M. X., Wu, M. M., and Li, H. M. (2018). Antitumor activities of novel glycyrrhetinic acid-modified curcumin-loaded cationic liposomes in vitro and in H22 tumor-bearing mice. Drug Deliv. 25, 1984–1995. doi: 10.1080/10717544.2018.1526227

Cheng, C., Peng, S. F., Li, Z. L., Zou, L. Q., Liu, W., and Liu, C. M. (2017). Improved bioavailability of curcumin in liposomes prepared using a pH-driven, organic solvent-free, easily scalable process. RSC Adv. 7, 25978–25986. doi: 10.1039/c7ra02861j

Chignell, C. F., Bilski, P., Reszka, K. J., Motten, A. G., Sik, R. H., and Dahl, T. A. (1994). Spectral and photochemical properties of curcumin. Photochem. Photobiol. 59, 295–302. doi: 10.1111/j.1751-1097.1994.tb05037.x

Dende, C., Meena, J., Nagarajan, P., Nagaraj, V. A., Panda, A. K., and Padmanaban, G. (2017). Nanocurcumin is superior to native curcumin in preventing degenerative changes in experimental cerebral malaria. Sci. Rep. 7:10062. doi: 10.1038/S41598-017-10672-9

Deshpande, A. S., Fang, P. A., Zhang, X. Y., Jayaraman, T., Sfeir, C., and Beniash, E. (2011). Primary structure and phosphorylation of dentin matrix protein 1 (DMP1) and dentin phosphophoryn (DPP) uniquely determine their role in biomineralization. Biomacromolecules 12, 2933–2945. doi: 10.1021/bm2005214

Diogenes, A., and Hargreaves, K. M. (2017). Microbial modulation of stem cells and future directions in regenerative endodontics. J. Endodont. 43, S95–S101. doi: 10.1016/j.joen.2017.07.012

Diomede, F., Caputi, S., Merciaro, I., Frisone, S., D’Arcangelo, C., Piattelli, A., et al. (2014). Pro-inflammatory cytokine release and cell growth inhibition in primary human oral cells after exposure to endodontic sealer. Int. Endodont. J. 47, 864–872. doi: 10.1111/iej.12230

Diomede, F., Gugliandolo, A., Cardelli, P., Merciaro, I., Ettorre, V., Traini, T., et al. (2018a). Three-dimensional printed PLA scaffold and human gingival stem cell-derived extracellular vesicles: a new tool for bone defect repair. Stem Cell Res. Ther. 9:104. doi: 10.1186/s13287-018-0850-0

Diomede, F., Gugliandolo, A., Scionti, D., Merciaro, I., Cavalcanti, M. F. X. B., Mazzon, E., et al. (2018b). Biotherapeutic effect of gingival stem cells conditioned medium in bone tissue restoration. Int. J. Mol. Sci. 19:329. doi: 10.3390/Ijms19020329

Diomede, F., Zini, N., Pizzicannella, J., Merciaro, I., Pizzicannella, G., D’Orazio, M., et al. (2018c). 5-Aza exposure improves reprogramming process through embryoid body formation in human gingival stem cells. Front. Genet. 9:419. doi: 10.3389/Fgene.2018.00419

Diomede, F., Merciaro, I., Martinotti, S., Cavalcanti, M. F. X. B., Caputi, S., Mazzon, E., et al. (2016a). miR-2861 is involved in osteogenic commitment of human periodontal ligament stem cells grown onto 3d scaffold. J. Biol. Regul. Homeostat. Agents 30, 1009–1018. 

Diomede, F., Zini, N., Gatta, V., Fulle, S., Merciaro, I., D’Aurora, M., et al. (2016b). Human periodontal ligament stem cells cultured onto cortico-cancellous scaffold drive bone regenerative process. Eur. Cells Mater. 32, 181–201. doi: 10.22203/eCM.v032a12

Diomede, F., Rajan, T. S., Gatta, V., D’Aurora, M., Merciaro, I., Marchisio, M., et al. (2017a). Stemness maintenance properties in human oral stem cells after long-term passage. Stem Cells Int. 2017:5651287. doi: 10.1155/2017/5651287

Diomede, F., Zingariello, M., Cavalcanti, M. F. X. B., Merciaro, I., Pizzicannella, J., de Isla, N., et al. (2017b). MyD88/ERK/NFkB pathways and pro-inflammatory cytokines release in periodontal ligament stem cells stimulated by Porphyromonas gingivalis. Eur. J. Histochem. 61, 122–127. doi: 10.4081/ejh.2017.2791

Dutta, A. K., and Ikiki, E. (2013). Novel drug delivery systems to improve bioavailability of curcumin. J. Bioequivalence. Bioavailab. 6, 1–9. doi: 10.4172/jbb.1000172

Fioretti, F., Mendoza-Palomares, C., Avoaka-Boni, M. C., Ramaroson, J., Bahi, S., Richert, L., et al. (2011). Nano-odontology: nanostructured assemblies for endodontic regeneration. J. Biomed. Nanotechnol. 7, 471–475. doi: 10.1166/jbn.2011.1312

Gangemi, S., Minciullo, P. L., Miroddi, M., Chinou, I., Calapai, G., and Schmidt, R. J. (2015). Contact dermatitis as an adverse reaction to some topically used European herbal medicinal products - Part 2: Echinacea purpurea-Lavandula angustifolia. Contact Dermatitis 72, 193–205. doi: 10.1111/cod.12328

Ghosh, S., Banerjee, S., and Sil, P. C. (2015). The beneficial role of curcumin on inflammation; diabetes and neurodegenerative disease: a recent update. Food Chem. Toxicol. 83, 111–124. doi: 10.1016/j.fct.2015.05.022

Giacoppo, S., Thangavelu, S. R., Diomede, F., Bramanti, P., Conti, P., Trubiani, O., et al. (2017). Anti-inflammatory effects of hypoxia-preconditioned human periodontal ligament cell secretome in an experimental model of multiple sclerosis: a key role of IL-37. FASEB J. 31, 5592–5608. doi: 10.1096/fj.201700524R

Gugliandolo, A., Diomede, F., Cardelli, P., Bramanti, A., Scionti, D., Bramanti, P., et al. (2018). Transcriptomic analysis of gingival mesenchymal stem cells cultured on 3D bioprinted scaffold: a promising strategy for neuroregeneration. J. Biomed. Mater. Res. Part A 106, 126–137. doi: 10.1002/jbm.a.36213

Heinrich, P. C., Castell, J. V., and Andus, T. (1990). Interleukin-6 and the acute phase response. Biochem. J. 265, 621–636.

Kagan, J. C., and Medzhitov, R. (2006). Phosphoinositide-mediated adaptor recruitment controls Toll-like receptor signaling. Cell 125, 943–955. doi: 10.1016/j.cell.2006.03.047

Libro, R., Scionti, D., Diomede, F., Marchisio, M., Grassi, G., Pollastro, F., et al. (2016). Cannabidiol modulates the immunophenotype and inhibits the activation of the inflammasome in human gingival mesenchymal stem cells. Front. Physiol. 7:559. doi: 10.3389/fphys.2016.00559

Madan, S., Nehate, C., Barman, T. K., Rathore, A. S., and Koul, V. (2018). Design, preparation, and evaluation of liposomal gel formulations for treatment of acne: in vitro and in vivo studies. Drug Dev. Ind. Pharm. 45, 395–404. doi: 10.1080/03639045.2018.1546310

Mammana, S., Gugliandolo, A., Cavalli, E., Diomede, F., Iori, R., Zappacosta, R., et al. (2019). Human gingival mesenchymal stem cells (GMSCs) pre-treated with vesicular moringin nanostructures as a new therapeutic approach in a mouse model of spinal cord injury. J. Tissue Eng. Regen. Med. doi: 10.1002/term.2857 [Epub ahead of print]. 

Manescu, A., Giuliani, A., Mohammadi, S., Tromba, G., Mazzoni, S., Diomede, F., et al. (2016). Osteogenic potential of dualblocks cultured with human periodontal ligament stem cells: in vitro and synchrotron microtomography study. J. Periodontal Res. 51, 112–124. doi: 10.1111/jre.12289

Mazidi, M., Karimi, E., Meydani, M., Ghayour-Mobarhan, M., and Ferns, G. A. (2016). Potential effects of curcumin on peroxisome proliferator-activated receptor-gamma in vitro and in vivo. World J. Methodol. 6, 112–117. doi: 10.5662/wjm.v6.i1.112

Murray, P. E., Garcia-Godoy, F., and Hargreaves, K. M. (2007). Regenerative endodontics: a review of current status and a call for action. J. Endodont. 33, 377–390. doi: 10.1016/j.joen.2006.09.013

Oliveira, R. R., Tavares, W. L. F., Reis, A. L., Silva, V. A., Vieira, L. Q., and Ribeiro Sobrinho, A. P. (2018). Cytokine expression in response to root repair agents. Int. Endodont. J. 51, 1253–1260. doi: 10.1111/iej.12944

Packiavathy, I. A., Sasikumar, P., Pandian, S. K., and Veera Ravi, A. (2013). Prevention of quorum-sensing-mediated biofilm development and virulence factors production in Vibrio spp. by curcumin. Appl. Microbiol. Biotechnol. 97, 10177–10187. doi: 10.1007/s00253-013-4704-5

Paino, F., La Noce, M., Giuliani, A., De Rosa, A., Mazzoni, S., Laino, L., et al. (2017). Human DPSCs fabricate vascularized woven bone tissue: a new tool in bone tissue engineering. Clin. Sci. 131, 699–713. doi: 10.1042/CS20170047

Panahi, Y., Ahmadi, Y., Teymouri, M., Johnston, T. P., and Sahebkar, A. (2018). Curcumin as a potential candidate for treating hyperlipidemia: a review of cellular and metabolic mechanisms. J. Cell. Physiol. 233, 141–152. doi: 10.1002/jcp.25756

Pisciotta, A., Bertoni, L., Riccio, M., Mapelli, J., Bigiani, A., La Noce, M., et al. (2018). Use of a 3D floating sphere culture system to maintain the neural crest-related properties of human dental pulp stem cells. Front. Physiol. 9:547. doi: 10.3389/Fphys.2018.00547

Pizzicannella, J., Cavalcanti, M., Trubiani, O., and Diomede, F. (2018a). MicroRNA 210 mediates VEGF upregulation in human periodontal ligament stem cells cultured on 3D hydroxyapatite ceramic scaffold. Int. J. Mol. Sci. 19:E3916. doi: 10.3390/ijms19123916

Pizzicannella, J., Diomede, F., Merciaro, I., Caputi, S., Tartaro, A., Guarnieri, S., et al. (2018b). Endothelial committed oral stem cells as modelling in the relationship between periodontal and cardiovascular disease. J. Cell. Physiol. 233, 6734–6747. doi: 10.1002/jcp.26515

Pizzicannella, J., Gugliandolo, A., Orsini, T., Fontana, A., Ventrella, A., Mazzon, E., et al. (2019). Engineered extracellular vesicles from human periodontal-ligament stem cells increase VEGF/VEGFR2 expression during bone regeneration. Front. Physiol. 10:512. doi: 10.3389/fphys.2019.00512

Pizzicannella, J., Rabozzi, R., Trubiani, O., and Di Giammarco, G. (2011). Histidine-tryptophan-ketoglutarate solution helps to preserve endothelial integrity of saphenous vein: an immunohistochemical and ultrastructural analysis. J. Biol. Regul. Homeostat. Agents 25, 93–99. 

Ravishankar, P. L., Kumar, Y. P., Anila, E. N., Chakraborty, P., Malakar, M., and Mahalakshmi, R. (2017). Effect of local application of curcumin and ornidazole gel in chronic periodontitis patients. Int. J. Pharm. Investig. 7, 188–192. doi: 10.4103/jphi.JPHI_82_17

Roudashti, S., Zeighami, H., Mirshahabi, H., Bahari, S., Soltani, A., and Haghi, F. (2017). Synergistic activity of sub-inhibitory concentrations of curcumin with ceftazidime and ciprofloxacin against Pseudomonas aeruginosa quorum sensing related genes and virulence traits. World J. Microbiol. Biotechnol. 33:50. doi: 10.1007/s11274-016-2195-0

Schroder, K., Hertzog, P. J., Ravasi, T., and Hume, D. A. (2004). Interferon-gamma: an overview of signals, mechanisms and functions. J. Leukoc. Biol. 75, 163–189. doi: 10.1189/jlb.0603252

Shishodia, S., Chaturvedi, M. M., and Aggarwal, B. B. (2007). Role of curcumin in cancer therapy. Curr. Probl. Cancer 31, 243–305. doi: 10.1016/j.currproblcancer.2007.04.001

Soltani, A., Salmaninejad, A., Jalili-Nik, M., Soleimani, A., Javid, H., Hashemy, S. I., et al. (2019). 5′-Adenosine monophosphate-activated protein kinase: a potential target for disease prevention by curcumin. J. Cell. Physiol. 234, 2241–2251. doi: 10.1002/jcp.27192

Spina, A., Montella, R., Liccardo, D., De Rosa, A., Laino, L., Mitsiadis, T. A., et al. (2016). NZ-GMP approved serum improve hDPSC osteogenic commitment and increase angiogenic factor expression. Front. physiol. 7:354. doi: 10.3389/fphys.2016.00354

Stellavato, A., La Noce, M., Corsuto, L., Pirozzi, A. V. A., De Rosa, M., Papaccio, G., et al. (2017). Hybrid complexes of high and low molecular weight hyaluronans highly enhance HASCs differentiation: implication for facial bioremodelling. Cell. Physiol. Biochem. 44, 1078–1092. doi: 10.1159/000485414

Suzuki, S., Haruyama, N., Nishimura, F., and Kulkarni, A. B. (2012). Dentin sialophosphoprotein and dentin matrix protein-1: two highly phosphorylated proteins in mineralized tissues. Arch. Oral Biol. 57, 1165–1175. doi: 10.1016/j.archoralbio.2012.03.005

Suzuki, T., Das, S. K., Inoue, H., Kazami, M., Hino, O., Kobayashi, T., et al. (2008). Tuberous sclerosis complex 2 loss-of-function mutation regulates reactive oxygen species production through Rac1 activation. Biochem. Biophys. Res. Commun. 368, 132–137. doi: 10.1016/j.bbrc.2008.01.077

Trubiani, O., Ballerini, P., Murmura, G., Pizzicannella, J., Giuliani, P., Buccella, S., et al. (2012a). Toll-Like Receptor 4 Expression, Interleukin-6,-8 and Ccl-20 Release, and Nf-Kb translocation in human periodontal ligament mesenchymal stem cells stimulated with Lps-P-Gingivalis. Eur. J. Inflamm. 10, 81–89. doi: 10.1177/1721727x1201000109

Trubiani, O., Cataldi, A., De Angelis, F., D’Arcangelo, C., and Caputi, S. (2012b). Overexpression of interleukin-6 and-8, cell growth inhibition and morphological changes in 2-hydroxyethyl methacrylate-treated human dental pulp mesenchymal stem cells. Int. Endodont. J. 45, 19–25. doi: 10.1111/j.1365-2591.2011.01942.x

Trubiani, O., Toniato, E., Di Iorio, D., Diomede, F., Merciaro, I., D’Arcangelo, C., et al. (2012c). Morphological analysis and interleukin release in human gingival fibroblasts seeded on different denture base acrylic resins. Int. J. Immunopathol. Pharmacol. 25, 637–643. doi: 10.1177/039463201202500310

Trubiani, O., Caputi, S., Di Iorio, D., D’Amario, M., Paludi, M., Giancola, R., et al. (2010). The cytotoxic effects of resin-based sealers on dental pulp stem cells. Int. Endodont. J. 43, 646–653. doi: 10.1111/j.1365-2591.2010.01720.x

Um, M. Y., Hwang, K. H., Ahn, J., and Ha, T. Y. (2013). Curcumin attenuates diet-induced hepatic steatosis by activating AMP-Activated protein kinase. Basic Clin. Pharmacol. Toxicol. 113, 152–157. doi: 10.1111/bcpt.12076

Vaughn, A. R., Branum, A., and Sivamani, R. K. (2016). Effects of turmeric (Curcuma longa) on skin health: a systematic review of the clinical evidence. Phytother. Res. 30, 1243–1264. doi: 10.1002/ptr.5640

Viale, M., Fontana, A., Maric, I., Monticone, M., Angelini, G., and Gasbarri, C. (2016). Preparation and antiproliferative activity of liposomes containing a combination of cisplatin and procainamide hydrochloride. Chem. Res. Toxicol. 29, 1393–1395. doi: 10.1021/acs.chemrestox.6b00207

Vos, T., Flaxman, A. D., Naghavi, M., Lozano, R., Michaud, C., Ezzati, M., et al. (2012). Years lived with disability (YLDs) for 1160 sequelae of 289 diseases and injuries 1990-2010: a systematic analysis for the global burden of disease study 2010. Lancet 380, 2163–2196. doi: 10.1016/S0140-6736(12)61729-2

Williams, D. W., Wu, H., Oh, J. E., Fakhar, C., Kang, M. K., Shin, K. H., et al. (2013). 2-Hydroxyethyl methacrylate inhibits migration of dental pulp stem cells. J. Endodont. 39, 1156–1160. doi: 10.1016/j.joen.2013.06.004

Xiao, C. J., Yu, X. J., Xie, J. L., Liu, S., and Li, S. (2018). Protective effect and related mechanisms of curcumin in rat experimental periodontitis. Head Face Med. 14, 12. doi: 10.1186/s13005-018-0169-1

Zingg, J. M., Hasan, S. T., and Meydani, M. (2013). Molecular mechanisms of hypolipidemic effects of curcumin. BioFactors 39, 101–121. doi: 10.1002/biof.1072

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Sinjari, Pizzicannella, D’Aurora, Zappacosta, Gatta, Fontana, Trubiani and Diomede. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fphys-10-00633-g004.jpg
pejeanun






OPS/images/cross.jpg
3,

i





OPS/images/fphys-10-00633-g003.jpg
pg/mL
5709.2
119.5
621.1

67.4

11321.3

178.2

834.5

1731

13114.8
2191
958.4

194.3

6030.6

121.8

653.6

799

77142

135.6

697.3

96.7

7909:2

5579

ATl

1051





OPS/images/fphys-10-00633-g006.jpg
pejeanun 17 loww ¢ ewsH L, loWw G BWeH





OPS/images/fphys-10-00633-g005.jpg
pajeanun 17 loww ¢ ewaH 1] oW G ewaH





OPS/images/fphys-10-00633-g002.jpg
Optical Density (OD)

MTT Assay

*% k%

@l CTRL

B8 HEMA 3 mmol L
3 HEMA 5 mmol L
@8 CurlLIP

@@ HEMA 3 mmol L'+ CurLIP
1 HEMA 5 mmol L'+ CurLIP





OPS/images/fphys-10-00633-g001.jpg
A

Systems dimension/nm Polidispersity z-potential/mV
POPC liposomes 334.0+13.1 0.35+0.01 -23.3510.83
Curcumin-enriched POPC liposomes 399.4429.2 0.35+0.01 -32.37+1.25
B
0.08 -
0.06
é 0.04 4
2






OPS/images/cover.jpg
’ frontiers
in Physiology

Curcumin/Liposome
Nanotechnology as Delivery
Platform for Anti-inflammatory
Activities via NFKkB/ERK/pERK
Pathway in Human Dental Pulp
Treated With 2-HydroxyEthyl
MethAcrylate (HEMA)







OPS/images/fphys-10-00633-g008.jpg
NFkB
ERK1/2

pERK1/2

B-Actin

ERK1/2/b actin ratio

1.54

10+

0.5

0.0

o\v‘ o\»'“ @o\”
&« & &
SRR QIR
" \ o\ PO R R O OSN
O&Q. QS'/\‘\ QS,}“ Q Q‘xoo S PR

vy)

NFkB/b actin ratio

O

PERK1/2/b actin ratio

2.5+

2.0+

1.0

0.5

0.0

3 CTRL

3 HEMA 3 mmol L-1

[ HEMA 5 mmol L-1

3 CurllP

3 HEMA 3 mmol L-1+CurLIP
E3 HEMA 5 mmol L-1+CurLIP

p<0.05







OPS/images/fphys-10-00633-g007.jpg
pajeanun ] Joww § ewaH L oW G ewaH






OPS/images/fphys-10-00633-t001.jpg
Gene

RUNX2
DSPP
AXIN2
COL1A1
GAPDH
HPRT1

Forward

CATCACTGTCCT TTGGGAGTAG
GAATGGAGCAGATGAGGATGAA
CTGCCACCAAGACCTACATAAG
CAGACTGGCAACCTCAAGAA
TCTCCTCTGACTTCAACAGCGAC
CCCTCCCACCCTTTGTTTAT

Reverse

GCCTGGTGGTGTCATTAGAT
CTGGGTGTCCTCTATTCTTTGG
GATAGCCACACACGACCTTTAG
GTTGGGATGGAGGGAGTTTAC
CCCTGTTGCTGTAGCCAAATTC
GTGGATACCTGGAGATTGGTTAG





OPS/images/fphys-10-00633-g009.jpg
Relative fold change

Relative fold change

1.5

1.0

0.5

2.0

0.51

0.0-

K2

RT-PCR

RT-PCR

[l CTRL

0 HEMA 3 mmol L’

Bl HEMA 5 mmol L'

CurLIP

] HEMA 3 mmol L'+ CurLIP

Bl HEMA 5 mmol L™+ CurLIP

3 CTRL

= HEMA 3 mmol L

Bl HEMA 5 mmol L
CurLIP

[ HEMA 3 mmol L'+ CurLIP
Bl HEMA 5 mmol L'+ CurLIP





OPS/images/logo.jpg
, frontiers
in Physiology





