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Abstract

:

Copper (Cu) is widely used in the swine industry to improve the growth performance of pigs. However, high doses of copper will induce cell damage and toxicity. The aim of this study was to evaluate toxicity, bioavailability, and effects on metabolic processes of varying copper sources using porcine intestinal epithelial cells (IPEC-J2) as a model. The IPEC-J2 were treated with two doses (30 and 120 μM) of CuSO4, Cu Glycine (Cu-Gly), and Cu proteinate (Cu-Pro) for 10 h, respectively. Cell damage and cellular copper metabolism were measured by the changes in cell viability, copper uptake, oxidative stress biomarkers, and gene/protein expression levels. The results showed that cell viability and ratio of reduced and oxidized glutathione (GSH/GSSG) decreased significantly in all treatment groups; intracellular copper content increased significantly in all treatment groups; total superoxide dismutase (SOD) activity increased significantly in the 120 μM exposed groups; SOD1 protein expression levels were significantly upregulated in 30 μM Cu-Pro, 120 μM Cu-Gly, and 120 μM Cu-Pro treatment groups; intracellular reactive oxygen species (ROS) generation and malondialdehyde (MDA) content increased significantly in 30 μM treatment groups and 120 μM CuSO4 treatment group. CTR1 and ATP7A gene expression were significantly downregulated in the 120 μM exposed groups. While upregulation of ATOX1 expression was observed in the presence of 120 μM Cu-Gly and Cu-Pro. ASCT2 gene expression was significantly upregulated after 120 μM Cu-Glycine and CuSO4 exposure, and PepT1 gene expression was significantly upregulated after Cu-Pro exposure. In addition, CTR1 protein expression level decreased after 120 μM CuSO4 and Cu-Gly exposure. PepT1 protein expression level was only upregulated after 120 μM Cu-Pro exposure. These findings indicated that extra copper supplementation can induce intestinal epithelial cell injury, and different forms of copper may have differing effects on cell metabolism.
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1. Introduction


Copper is an essential trace element in animals that is beneficial to hematopoiesis, growth, metabolism, and various important physiological activities of life [1]. For a long time, copper has been added to swine diets at high concentrations to reduce infection and promote growth, especially for weanling pigs [2,3]. However, high concentrations of copper in the diet may lead to organ damage of swine and pose a threat to the environment [4,5]. According to the latest regulations of China and the European Union, the maximum level of copper in piglets feed should not exceed 150 and 125 ppm, respectively [6,7]. Therefore, many researchers are exploring the appropriate concentration of copper fed to swine.



The traditional method of copper supplementation has been through using inorganic copper sources, such as CuSO4. However, inorganic coppers are poorly absorbed by swine, and the diets are often supplemented with more copper than they actually need. Huang et al. evaluated the effect of dietary copper amount on weanling pigs. Compared with control pigs (0.88 mg/L), soluble copper concentrations in the proximal jejunal (5.54 mg/L) were increased significantly when fed with a diet containing 225 mg of copper per kilogram [8]. Previous studies have reported that Cu overload leads to oxidative stress and subsequent oxidative damage to proteins, lipids, and nucleic acids because of its ability to generate free radical species, such as hydroxyl radicals (OH−) [9,10]. At the cellular level, copper ions in various oxidation states can participate in oxidation and reduction reactions. For example, the reduction of cupric ions forming cuprous ions by superoxide radical anions that may catalyze the formation of hydroxyl radicals via the Fenton reaction inducing oxidative stress and thereby cell injury [11]. Over the last two decades, organic copper sources, such as amino acid chelate and proteinate, have been increasingly used in livestock. Many studies have shown that organic sources of copper have higher bioavailability and lower mineral excretion than inorganic sources, with improved growth performance of pigs [12,13]. However, one of the major challenges when investigating high absorption of organic copper is that there is little known about the metabolism mechanisms in livestock.



Copper metabolism includes many processes related to copper uptake, intracellular distribution of copper, and copper export. In general, copper ions dissociate from their organic or inorganic carriers in the intestinal lumen and are absorbed via a passive or active route into enterocytes lining the gastrointestinal tract. After processing in the liver to bound albumin, copper is distributed to other tissues in a second phase, and excess copper is excreted in feces. Because both copper deficit and excess are deleterious to the organism [14], copper levels are tightly regulated by a complicated system, which has many vital proteins working together to ensure a stable level of copper in organisms. The high-affinity copper transporter 1 (CTR1) is the primary player in the uptake of extracellular copper. ATOX1 can carry copper to copper-ATPases (ATP7A and ATP7B) in the Golgi apparatus, and ATP7A and ATP7B are ATP-dependent translocators of copper across membranes when intracellular copper levels are high [15,16]. Studies have shown that organic metals, such as proteinate, may be absorbed attached to PepT1, a brush border membrane-bound di- and tri-peptide transporter, which has been identified in all major livestock species. This transporter is not overly specific, as molecules other than di- and tri-peptides can be transported through it. Joanne Keenan et al. compared organic and inorganic copper exposure to HT29 and Caco-2 cells. Their findings showed that PepT1, ZnT1, and CTR1 were increased, particularly for CuSO4 and copper proteinate in Caco-2 cells [17].



To the best of our knowledge, there is scarce study about different damage and metabolic mechanisms between organic and inorganic copper in pigs at the cellular level. In this study, we analyzed the effects of organic and inorganic copper sources on porcine small intestinal epithelial cell line (IPEC-J2) to evaluate their effect on cell growth, oxidative stress, copper absorption efficiency, and copper metabolism, to provide data support for the precise use of copper in swine production. Three sources of copper (copper sulfate—CuSO4, copper glycinate—Cu-Gly, and copper proteinate—Cu-Pro) were compared.




2. Materials and Methods


2.1. Reagents


Copper sulfate, copper bisglycinate, 2-Thiobarbituric acid (TBA), 5, 5′-Dithiobis (2-nitrobenzoic acid) (DTNB), sulfosalicylic acid, and propionaldehyde diethyl acetal were purchased from Sigma Company (St. Louis, MO, USA). Copper proteinate was obtained from a commercial premix company (Bioplex®, Alltech Inc., Nicholasville, KY, USA). Fetal bovine serum (FBS) and Dulbecco’s modified Eagle’s medium-F12 (DMEM-F12) was obtained from Hyclone (Logan, UT, USA). A BCA TM Protein Assay Kit was obtained from Pierce (Rockford, IL, USA). A Protein G agarose column was obtained from Upstate Biotechnology (Lake Placid, NY, USA). ELISA plates (96 wells) and other cell culture plastic wares were obtained from Costar (Cambridge, MA, USA). HPLC grade methanol and acetonitrile were obtained from Fisher Scientific International (Hampton, NH, USA). HPLC grade formic acid and ammonium acetate were purchased from Dima Technology (Richmond Hill, Canada). Water used was ultrapure water (Milli-Q, Millipore Corporation, Billerica, MA, USA).




2.2. Apparatus and Procedures


A Heraeus HERA Cell CO2 incubator (Kendro Lab., Asheville, NC) was used for cell cultures. A high-speed refrigerated centrifuge (Sigma 3–30 K, Sigma, Munich, Germany) was used for sample pretreatments. SDS-PAGE electrophoresis slot and Western blot electrophoresis transfer slot were purchased from BioRad Laboratories (Hertfordshire, England). A Desktop Constant Temperature Oscillator (Jing Hong, Shanghai, China) was used to promote sample extraction. MDA was analyzed by an Agilent 1200 HPLC (Agilent Technologies, Fermont, CA) system. GSH and GSSG were analyzed on an Agilent 1200 UHPLC system coupled with a 6460 Mass Selective Detector. Copper content was done by Agilent Technologies 7700 Series inductively coupled plasma-mass spectrometry (ICP-MS) system. The quality of RNA was determined using a spectrophotometer (NANODROP2000, Thermo Scientific, Waltham, MA, USA).




2.3. Cell Culture and Treatment


The Porcine small intestinal epithelial cell line (IPEC-J2) was obtained from the American Type Culture Collection. And cells were cultured in DMEM-F12 media (Hyclone) additionally supplemented with 10% FBS (Gibco), 1% ITS (Gibco), 50 U/mL of penicillin, 50 μg/mL of streptomycin (Gibco) and 1% HEPES (Gibco). Cells were seeded (2.0 × 105 cells/mL) in 25 cm2 culture dishes in a 5% CO2 humidified incubator at 37 °C for 24 to 48 h, then cells were divided into several groups and cultured with complete medium containing 30 to 120 μM of copper sulfate (CuSO4), copper glycinate (Cu-Gly,) or copper proteinate (Cu-Pro), respectively. The exposure concentration was selected based on previous researches, which basically corresponds to the soluble copper concentrations in the proximal jejunal in vivo model [6]. The control group was incubated with complete medium with no extra copper added. After 10 h, the cells were collected for uptake and metabolomic analysis.




2.4. Cell Viability Assay


Cellular viability assays were conducted with a water-soluble tetrazolium salt-8 (WST-8) cell counting kit (CCK-8, Dojindo, Japan) according to the method described in the manufacturer’s instructions. IPEC-J2 in cell culture medium (90 μL/well) at a density of 1 × 104 cells/well were added into the 96-well plate and then treated with varying concentrations of CuSO4, Cu-Gly, and Cu-Pro (10 μL/well) for 10 h exposure. Afterward, the CCK-8 assay reagent (10 μL/well) was added into the wells for 1 h incubation. Then, the absorbance of the dye was detected on a microplate reader (BIO-RAD 680, Hercules, CA, USA) at 450 nm.




2.5. EdU Retention Assay


After copper treatment, cells were incubated with culture medium containing 50 μM EdU (RiboBio, China) for 2 h at 37°C. Then cells were washed with PBS, fixed by 4% paraformaldehyde, and incubated with 2 mg/mL glycine. After permeabilized with 0.5% triton X-100, cells were incubated with Apollo staining solution for 30 min. Then, the DNA of the cells were stained with Hoechst for 30 min. Cells were observed and captured using a fluorescent microscope (EVOS M5000, Thermo Scientific, Waltham, MA, USA).




2.6. Determination of Copper Uptake


Cells were seeded in 25 cm2 culture dishes for 24 h and treated with different concentrations of CuSO4, Cu-Gly, and Cu-Pro for 10 h, then the cell culture medium was removed, and the cells were washed twice with PBS. After harvesting with trypsin and washing with PBS, the cells were digested by 98% HNO3 and Milli-Q water (V:V = 1:1) at 100 °C for about 1 h. Then after centrifugation (3000 rpm, 5 min), the supernatants were collected for the determination of copper uptake. The determination of copper in IPEC-J2 cells was done by ICP-MS according to the method described earlier [18].




2.7. Measurement of ROS


Intracellular reactive oxygen species(ROS) generation was determined by using 2, 7-dichlorofluorescin diacetate (DCFH-DA). Briefly, 1 × 104 cells were cultured in a 96-well plate, after copper treatment, cells were washed and incubated with 200 μL DCFH-DA (10 μM) working solution at 37 °C for 30 min, then cells were washed 3 times with PBS. Afterward, the fluorescence intensities from every well were detected on a microplate reader (BioTek Synergy4, Winooski, VT, USA), excitation and emission wavelengths were 498 and 528 nm, respectively.




2.8. Measurement of GSH and GSSG


As described previously [19], an extraction and fast analytical method for simultaneous analyses of reduced and oxidized glutathione (GSH and GSSG, respectively) in cells were applied by LC-MS/MS to get more reliable results. Harvested cells were dissolved in 300 μL PBS, the samples were treated with 10 μL of 0.5 mM DTNB solution in methanol, mixed, and incubated at room temperature for 15 min, and the reaction was stopped by the addition of 60 μL of cold sulfosalicylic acid solution (20% w/v) to precipitate proteins. After 15 min at 4 °C, the precipitated proteins were removed by centrifugation (20,800× g at 4 °C for 15 min). The clear supernatant (150 μL) was used for LC-MS/MS analyses.



Chromatographic separation of the GSH and GSSG in cells was achieved on an Agilent Eclipse BEH 18 column (2.1 mm × 150 mm, 3.5 μm). The column temperature was 30 °C. The mobile phase consisted of solutions A (0.1% aqueous formic acid solution) and B (acetonitrile). A gradient program was used for elution: 5% solution B (initial), with 90% solution B (from 0 to 7 min), 90% solution B (from 7 to 10 min), and 95% solution B (from 10 to 10.1 min). A 5-min equilibration was necessary before the next injection. The mobile phase was delivered at a flow rate of 0.3 mL/min. The optimized electron spray ionization condition was gas temperature 350 °C, gas flow 5 L/min, sheath gas temperature 350 °C, sheath gas flow 7 L/min, and capillary voltage 3500 V. High-purity nitrogen was used as the nebulizing gas. Positive ions were monitored. Multiple reaction monitor mode was applied for quantitative and qualitative analysis. The ion transitions, m/z 613.2/482.4 and 613.2/355.1, were selected and used for quantification and identification of the GSSG, respectively. The ion transitions, m/z 308.3/179 and 308.3/162, were selected for quantification and identification of the GSH, respectively. The amounts of GSH and GSSG in the cells were quantified using a calibration curve.




2.9. Measurement of SOD Activity


As mentioned above, cells were treated and harvested for the detection of oxidative stress biomarkers. The total superoxide dismutase (SOD) activity was assessed using an assay kit (Nanjing Jiancheng Bioengineering Institute, China) according to the manufacturer’s instructions.




2.10. Measurement of MDA Content


MDA was measured by an acid reactive substance (TBARS) assay. In briefly, the TBARS assay was carried out by adding 1.0 mL of trichloroacetic acid (0.5 M) and l.0 mL TBA (0.02 M) to each tube that contained cells and boiling the mixture for 45 min. After cooling to room temperature and centrifugation (3000 rpm, 5 min), the concentration of MDA in the supernatant was detected by HPLC.



Chromatographic separation of MDA was achieved on a Waters Atlantis dC18 column (particle diameter 5 µm, 150 × 4.6 mm i.d.). The mobile phase was 10 mM ammonium acetate aqueous solution–methanol (70:30, v/v). The mobile phase flow rate was 1.0 mL/min, and the injection volume was 10 µL. Detection with a UV–vis detector was carried out at 532 nm. The amounts of MDA in samples were quantified using a calibration curve developed with the MDA standard solution.




2.11. Quantitative Real-Time Polymerase Chain Reaction (RT-qPCR)


Primers were designed with Primer 5.0 software using Sus scrofa sequences from the NCBI database and synthesized by Beijing Sunbiotech Co. Ltd. (Bejing, China). All primer sequences are listed in Table 1. Total RNA was isolated with RaPure Total RNA Kits (MAGEN Biology, Beijing, China) and reverse-transcribed with the PrimeScript™ RT reagent Kit (TAKARA, Tokyo, Japan). The quality of RNA was determined by calculating the OD 260/280 ratio. Real-time PCR was performed on a Roche Light Cycler 96 in a 10 μL reaction volume system, containing 0.3 μL of each primer, 5 μL TB Green™ Premix Ex Taq™ (TAKARA, Tokyo, Japan), 0.3 μL RNase free H2O, and 4 μL cDNA template. PCR cycling conditions were 94 °C, 5 min; 38 cycles each of 94 °C for 30 s; 59 °C for 30 s; 72 °C for 30 s; and a final extension at 72 °C for 10 min.




2.12. Western Blot Analysis


Samples (20 μg of total protein) were separated by 12% SDS-PAGE, followed by electrotransfer to PVDF membrane (GE Health Care). The membranes were blocked with 5% skim milk in TBS containing 0.05% Tween-20 (TBST) and incubated overnight at 4 °C with the antibodies rabbit anti-Ctr1 (1:1000), rabbit anti-PepT1 (1:1000), rabbit anti-SOD1 (1:1000), and rabbit anti-Actin (1:1000). After washing three times with TBST, the membranes were incubated with horseradish peroxidase (HRP) conjugated antibody (Beyotime) at 37 °C for 1 h. After washing three times with TBST, the membrane was detected using clarity-enhanced chemiluminescence (ECL) reagent (Thermo Fisher Scientific). Image J software was used to analyze the gray value of protein bands, and the gray value of target proteins and corresponding internal reference proteins were statistically analyzed.




2.13. Statistical Analysis


All statistical analyses were performed using SPSS 19.0 software, and values are presented as means ± standard error of means (SEM). Data were examined with two-way ANOVA by Tukey’s multiple comparisons test. The value of p < 0.05 was considered as statistically significant.





3. Results


3.1. The Effects of Copper on Cell Viability


First, the copper incubation time was optimized by the use of IPEC-J2 cells without adding copper. Cells continued to be cultured for 2, 6, 10, 14, 18, 24, and 36 h after reaching 100% confluence. There was no significant change in cell viability for 2 to 10 h of culture, and cell viability began to decline after 14 h through 36 h of culture. Thus, the optimal copper exposure time was determined to be 10 h. The viability of the IPEC-J2 cells after the incubations of different copper sources for 10 h can be seen in Figure 1a. Cell viability was significantly decreased after treatment with 30, 60, and 120 μM concentrations of CuSO4, Cu-Gly, and Cu-Pro compared to control. The cell viability after Cu-Pro incubation was significantly higher than the other two copper sources at 30 and 120 μM. As cells exposed to 30 and 60 μM copper showed similar cell viability profiles, 30 μM copper was chosen as dose1, and 120 μM was chosen as dose2 for subsequent experiments.



In addition, we used another method to evaluate cell proliferation, and the results of EdU staining are shown in Figure 1. As we can see in Figure 1b, EdU positive cells decreased with the increase in copper concentration in all copper treatment groups in comparison to the control group. Then, three captured fields were randomly selected in every group to calculate the percentage of EdU positive cells. Figure 1c shows that the percentage of EdU positive cells was significantly decreased after treatment with CuSO4, Cu-Gly, and Cu-Pro compared to control. In addition, the percentage of EdU positive cells after Cu-Pro incubation was significantly higher than the other two copper sources at both doses.




3.2. Copper Uptake in Cells


Since the bioavailability of the inorganic and organic copper sources may lead to different uptake rates, the intracellular copper levels were measured by ICP-MS. After exposing IPEC-J2 to CuSO4, Cu-Gly, and Cu-Pro at the concentrations of 30 and 120 μM for 10 h, the Cu contents in cells were significantly increased with the increase in copper exposure compared to control, as shown in Figure 2. At 120 μM, significant differences in uptake rates among the three kinds of copper were observed. Compared to control, the highest copper absorption was in the Cu-Pro treated group with a 6.3-fold increase; the lowest was the CuSO4 treated group with a 4.4-fold.




3.3. The Effects of Copper on Oxidative Stress and Antioxidant Activity


Since copper is a redox-active metal, the dual effects of copper on oxidative stress and antioxidant activity of IPEC-J2 cells were evaluated. Intracellular ROS, MDA, GSH/GSSG, and SOD levels after incubating with different copper sources for 10 h are presented in Table 2 and Figure 3. GSH and GSSG levels determined by LC-MS/MS are listed in Table 2. GSH contents significantly decreased in all treatment groups compared to control, and GSSG contents significantly increased after 30 μM CuSO4, 30 μM Cu-Gly, and 120 μM CuSO4 incubation. The GSH/GSSG ratios were decreased significantly at both concentrations of copper as compared to the control group. Significantly different GSH/GSSG ratios were observed for organic and inorganic copper. For example, after 120 μM CuSO4 treatment, GSH/GSSG ratios were lowest with a 3.2-fold decrease in comparison to the control while Cu-Gly and Cu-Pro had 2.1 and 1.9-fold decreases, respectively.



Results showed a significant increase in SOD activity at 120 μM treatments compared to the control (Figure 3a). For the 30 μM group, there were no statistically significant differences in the SOD activity with different copper sources, but at 120 μM treatments, significant differences in SOD activity among the three kinds of copper were observed. Compared to control, the highest SOD activity was in Cu-Pro treated group with a 1.6-fold increase; the lowest was the CuSO4 treated group with a 1.2-fold increase. In addition, SOD1 protein expression levels were analyzed by Western blotting (Figure 3b). No significant difference was observed in the 30 μM CuSO4, 30 μM Cu-Gly, and 120 μM CuSO4 treatment groups compared to control. But SOD1 protein expression levels were significantly upregulated in 30 μM Cu-Pro, 120 μM Cu-Gly, and 120 μM Cu-Pro treatment groups with 1.4, 1.4, and 2.0-fold, respectively, compared to control.



Figure 3c indicates there were significant increases in the intracellular ROS generation in three 30 μM treatment groups and 120 μM CuSO4 treatment group, but no statistical difference was observed in 120 μM Cu-Gly and Cu-Pro treatment group compared to the control.



The MDA generation significantly increased after exposure to 30 μM copper (Figure 3d). A significant difference in MDA content between organic and inorganic copper was observed, the highest MDA content was in Cu-Pro treated group with a 2-fold increase over the control, and the lowest was the CuSO4 treated group with a 1.6-fold increase. Conversely, in the 120 μM treatment group, the MDA content was decreased compared to the 30 μM exposed group. The MDA content of the 120 μM CuSO4 treatment group was significantly higher than that of the control, Cu-Gly, and Cu-Pro groups.




3.4. The mRNA Expression of CTR1, ATOX1, ATP7A, ASCT2, and PepT1 Genes


Relative mRNA levels of various genes were determined in IPEC-J2 after treatment with CuSO4, Cu-Gly, and Cu-Pro. The results showed that a significant downregulation of CTR1 gene expression (Figure 4a) was observed in both concentrations of copper treatments. For the 120 μM exposed group, CTR1 gene expression levels were significantly different among three kinds of copper. Compared to the control, 1.8-fold, 2.2-fold, and 1.25-fold downregulation were observed after CuSO4, Cu-Gly, and Cu-Pro exposure, respectively. ATP7A (Figure 4b) gene expression was also significantly downregulated in the 120 μM exposed group.



A significant upregulation of ATOX1 gene expression (Figure 4c) was observed in the presence of 120 μM CuSO4 and Cu-Gly with 1.1-fold and 1.4-fold increases while a 1.2-fold downregulation was observed in the presence of 120 μM Cu-Pro. For the 30 μM exposed group, there was no difference between the treatment group and the control group. ASCT2 gene expression (Figure 4d) was significantly upregulated by 120 μM Cu-Gly and CuSO4 exposure with 1.3-fold and 1.4-fold, respectively. For the 30 μM exposed group, PepT1 gene expression was significantly increased by CuSO4 and Cu-Pro exposure, with no difference among the three copper sources. However, PepT1 expression (Figure 4e) was upregulated 1.6-fold after 120 μM Cu-Pro exposure and downregulated 1.3-fold after 120 μM Cu-Gly exposure.




3.5. The Effects of Copper on CTR1 and PepT1 Protein Expression


Figure 5 shows the protein expression of CTR1 and PepT1. Compared to the control, significant downregulation of CTR1 was observed after CuSO4 and Cu-Gly pretreatments at 120 μM. There was no difference between the Cu-Pro treatment group and control. However, the expression of PepT1 protein was significantly upregulated by 120 μM Cu-Pro treatment group with 1.9-fold, with no difference resulting from either level of CuSO4 or Cu-Gly pretreatments.





4. Discussion


Copper is an essential trace element that has been involved in various biological processes. In this study, we mainly focused on the uptake, metabolism, and the damage induced by different copper sources and compared the expression of various genes CTR1, ATOX1, ATP7A, ASCT2 and PepT1 between normal and copper exposed IPEC-J2 cells.



Significantly increased copper content in cells was observed with the rising doses of three copper sources. Cellular copper contents were affected by copper supplementation. The absorption efficiency of organic copper was higher than that of inorganic copper at 120 μM level as the uptake rate of copper was Cu-Pro > Cu-Gly > CuSO4. Moreover, the detection results of CCK-8 assay and EdU staining assay showed that the cell viability was significantly decreased with rising copper exposure, and the cell viability after Cu-Pro incubation was significantly higher than CuSO4 and Cu-Gly incubation at both doses. These findings indicated that organic and inorganic copper exposure in intestinal cells could induce varying extents of cell injury.



To assess the cell injury, we also measured several biomarkers, such as GSH, SOD, ROS, and MDA, which are crucial biomarkers in the oxidative stress process. GSH and SOD act as scavengers of oxygen free radicals and protect the organism against negative effects. Under oxidative stress conditions, GSH is generally oxidized or catalyzed by glutathione peroxidase (GPX) to GSSG, and the ratio of GSH to GSSG is changed. GSH/GSSG is an important parameter indicating the extent of oxidative stress in a biological system [20]. In this study, GSH/GSSG ratios of copper treatment groups were always significantly lower than that of the control group within the rising copper concentrations. GSH, as a vital antioxidant, may be oxidized to GSSG in the oxidative stress process caused by excess Cu, resulting in GSH depletion [9,21]. The GSH/GSSG ratios of the CuSO4 treated group was significantly lower than that of Cu-Gly and Cu-Pro treated groups at both 30 and 120 μM, which may also indicate the cytotoxicity of organic copper and inorganic copper may be driven by a different mechanism.



Under the induction of free radicals and the compensatory stress of an organism, the cells or the organism, will inductively enhance the antioxidant capacity, and generally, SOD levels will increase. However, with the high consumption of SOD by high concentrations of free radicals and the decompensation of the organism, the biosynthesis ability of SOD will soon fall back to a low level and maintain a new dynamic balance with higher concentrations of free radicals [22,23]. In our research, there was no significant difference between control cells and the 30 μM copper exposed groups. However, the SOD activity of 120 μM copper exposed groups was significantly increased in comparison to control cells, and the levels of SOD activity were ordered as Cu-Pro > Cu-Gly > CuSO4, which indicated a significant antioxidant reaction occurred, and it seemed to be more easily induced by organic copper than inorganic copper. In addition, the SOD1 protein expression level was also investigated. SOD1 protein expression levels were significantly upregulated by 30 μM Cu-Pro, 120 μM Cu-Gly, and 120 μM Cu-Pro incubation. Copper is an important co-factor of SOD1; however, referring to copper uptake data, intracellular copper content was increased significantly at 30 μM treatment, but there was no significant change in SOD1 protein content except for Cu-Pro group. As the intracellular copper contents increased to a higher level, the expression of SOD1 protein increased significantly in the organic cooper treatment group compared to control. And SOD1 protein expression level in the 120 μM CuSO4 treatment group was significantly higher than that in the 30 μM CuSO4 treatment group. Intracellular copper content may not lead to an increase in SOD1 protein expression until it reaches a certain concentration in CuSO4 and Cu-Gly groups. In the 120 μM CuSO4 treatment group, SOD activity was significantly increased but not for protein expression level; it may be upregulated due to oxidative stress. In the 120 μM Cu-Gly and Cu-Pro treatment groups, SOD1 protein content was significantly increased, which may be as a result of the high accumulation of copper.



Copper, as a transition metal ion, can participate in the formation of reactive oxygen species [24]. Therefore, we measured intracellular ROS generation. The intracellular ROS generation was significantly increased after all 30 μM and 120 μM CuSO4 incubations compared to the control, which indicated the oxidative stress occurred in these treatment groups. But there was no significant difference in the 120 μM Cu-Gly and Cu-Pro treatment groups compared to the control. This may have been contributed to by the antioxidant effect of GSH and SOD, which caused the difference in intracellular ROS generation to not reach a significant level and maintain a balance. When an oxygen-free radical acts on lipid peroxidation, the final oxidation product is malondialdehyde, which has deleterious effects and is generally regarded as the reflex of cell injury [25]. MDA content was significantly increased in copper exposed cells compared to control cells. This result also strongly proved that oxidative stress occurred in cells. Interestingly, the MDA content of the 120 μM copper exposed groups declined in comparison with the 30 μM copper exposed groups, which probably resulted from the compensatory increase of SOD, and a new dynamic balance of oxidation-reduction was established. Consistent with the preceding intracellular ROS generation, significant lower MDA content was observed in the presence of 120 μM Cu-Gly and Cu-Pro compared to CuSO4. That is, the absorption efficiency of organic copper is higher than that of inorganic copper, but the cytotoxicity of organic copper is lower than that of inorganic copper. These results are consistent with previous studies: Wang et al. found that 30 to 300 μM copper exposure caused about a 20% to 60% reduction in cell viability of brain microvascular endothelial cells. And SOD activity increased with rising copper levels [26]. Yang et al. investigated the cytotoxicity of excessive copper (Cu)-induced in chicken hepatocytes. The results indicated that excessive Cu (100 μM) could increase levels of ROS generation, SOD activity, and MDA content, and decrease cell viability and GSH content [27]. In the study of Nazim Husain et al., they found after copper chloride (0.01 mM–2.5 mM) incubation, ROS production and lipid peroxidation were enhanced, GSH content was decreased in erythrocytes [28].



Copper homeostasis in mammals requires complex processes of absorption and excretion, which is accomplished by regulation of copper import, intracellular flux, and efflux across the basolateral intestinal membrane [29,30]. CTR1 is a homotrimeric protein that transports Cu across the plasma membrane with high affinity and specificity [31]. The import of copper by CTR1 does not require energy or a proton gradient, but efflux requires hydrolysis of ATP. Two well-studied ATPases are known to participate in copper homeostasis, ATP7A and ATP7B. Among them, ATP7A is expressed in the intestinal epithelium as well as in most other tissues other than the liver [32,33]. Cu is carried to Cu-dependent enzymes or subcellular compartments through the target-specific Cu chaperone proteins that include Atx1/Atox1, Cox17, and CCS. The Atx1/Atox1 Cu chaperone directly interacts with the cytosolic Cu-binding domains of the Cu transporting P-type ATPases [34].



There are studies showing that organic metals, such as proteinates, may increase mRNA expression of other transporters, such as the intestinal peptide transporter (PepT1), a high-capacity, low-affinity intestinal transporter that is expressed on the apical membrane of endocrine cells [35]. In addition, glycine can be transported by an ASC-type transporter, the important transit mechanism for neutral amino acids [36].



In our study, copper import transporter CTR1 was downregulated in all treatment groups, and copper export transporter ATP7A was downregulated with 120 μM copper exposure. The results suggested that in the transcription process, cells decreased the expression of these two genes to regulate intracellular copper flux, thus responding to elevated copper concentrations, except for the Cu-Pro treatment group, because at the translational level Cu-Pro treatment group was not consistent with mRNA expression. It will be discussed later. Further, the increase of ATOX1 expression after 120 μM copper exposure may be correlated with the significant higher intracellular copper contents after copper treatments. We also observed the significant upregulation of the PepT1 (in 30 μM Cu-Pro, 30 μM CuSO4, and 120 μM Cu-Pro groups) and ASCT2 (in 120 μM Cu-Gly and CuSO4 groups), which meant peptide and amino acid transport pathways were activated.



Furthermore, at the protein level, the protein expression of CTR1 and PepT1 was altered with Cu treatments. Consistent with the mRNA expression, CTR1 protein expression decreased after 120 μM CuSO4 and Cu-Gly exposure, it may be a response to elevated copper concentrations to prevent more copper from being transported. However, inconsistent with mRNA expression, there was no significant difference in CTR1 protein expression between Cu-Pro treatment group and control. In other words, at the protein level, the inhibitory effect of high concentration copper on CTR1 expression was not observed in the Cu-Pro treatment group. The CTR1 protein content of the Cu-Pro treatment group was higher than that of CuSO4 and Cu-Gly treatment groups, so it may transport more copper into cells. The results may explain why copper uptake was higher in cells treated with Cu-Pro as compared to CuSO4 and Cu-Gly at 120 μM. But it cannot explain the high absorption efficiency of 120 μM Cu-Gly compared to 120 μM CuSO4 and control. PepT1 protein expression was only upregulated after 120 μM Cu-Pro exposure, which indicated that the level of the peptide from 120 μM Cu-Pro can increase the expression of PepT1 protein. More peptides and amino acids may be transported into cells, and it may have a positive effect on cells.



Some studies have similar results to ours. Cheng et al. found that CTR1 and ATP7a mRNA levels declined in fish anterior intestine with increasing dietary Cu levels [37]. In the study of Liao et al., examining the different mechanisms of absorption of diverse iron sources in pig intestinal epithelial cells, PepT1 transcription expression in ferrous bisglycinate groups was significantly higher in treatments with 0.5 and 1 mM iron at 24 h, compared with ferrous sulfate [38].



However, there are still some limitations to our research. We cannot confirm whether PepT1 and ASCT2 are able to transport amino acids and peptides as well as copper as the causative mechanism for the higher absorption rate of organic copper. According to existing results, the high absorptivity of Cu-Pro may be due to CTR1 protein expression not being suppressed. Additionally, the reason for the difference in cytotoxicity between organic copper and inorganic copper, especially CuSO4 and Cu-Pro, is still unknown. Therefore, the area of differential copper transport mechanisms and cytotoxicity for various copper sources still require more in-depth research.



In conclusion, copper supplementation induced intestinal epithelial cell injury and oxidative stress in vitro. Therefore, high doses of copper supplementation in swine production should be carefully considered. Compared with inorganic copper (CuSO4), organic copper (Cu-Pro) was less toxic and had higher absorption efficiency at the higher dose. However, the different transport mechanisms between inorganic and organic copper need to be further investigated.







Author Contributions


Data curation, R.L. and Y.W.; Formal analysis, R.L., Y.W. and G.L.; Funding acquisition, G.L. and P.H.; Investigation, R.L. and Y.W.; Project administration, P.H. and F.W.; Writing—original draft, R.L.; Writing—review & editing, Y.W., G.L., C.M., P.H. and F.W. All authors have read and agreed to the published version of the manuscript.




Funding


The financial support from the National Key Research and Development Program of China (2017YFC1600306) is gratefully acknowledged.




Conflicts of Interest


The authors declare no conflict of interest.




References


	



Thit, A.; Selck, H.; Bjerregaard, H.F. Toxic mechanisms of copper oxide nanoparticles in epithelial kidney cells. Toxicol. In Vitro 2015, 29, 1053–1059. [Google Scholar] [CrossRef] [PubMed]

	



Wang, J.; Zhu, X.; Guo, Y.; Wang, Z.; Zhao, B.; Yin, Y.; Liu, G. Influence of Dietary Copper on Serum Growth-Related Hormone Levels and Growth Performance of Weanling Pigs. Biol. Trace Elem. Res. 2016, 172, 134–139. [Google Scholar] [CrossRef] [PubMed]

	



Shelton, N.W.; Tokach, M.D.; Nelssen, J.L.; Goodband, R.D.; Dritz, S.S.; DeRouchey, J.M.; Hill, G.M. Effects of copper sulfate, tri-basic copper chloride, and zinc oxide on weanling pig performance. J. Anim. Sci. 2011, 89, 2440–2451. [Google Scholar] [CrossRef] [PubMed]

	



Sanchez, W.; Palluel, O.; Meunier, L.; Coquery, M.; Porcher, J.M.; Ait-Aissa, S. Copper-induced oxidative stress in three-spined stickleback: Relationship with hepatic metal levels. Env. Toxicol. Pharm. 2005, 19, 177–183. [Google Scholar] [CrossRef] [PubMed]

	



Fuentealba, I.; Haywood, S.; Foster, J. Cellular mechanisms of toxicity and tolerance in the copper-loaded rat. II. Pathogenesis of copper toxicity in the liver. Exp. Mol. Pathol. 1989, 50, 26–37. [Google Scholar] [CrossRef]

	



Announcement of the Ministry of Agriculture and Rural Affairs of the People’s Republic of China No. 2625; Ministry of Agriculture and Rural Affairs of the People’s Republic of China: Beijing, China, 2018.

	



European Community Council Regulation No. 1039/2018; Official Journal of the European Union: Brussels, Belgium, 2018.

	



Huang, Y.L.; Ashwell, M.S.; Fry, R.S.; Lloyd, K.E.; Flowers, W.L.; Spears, J.W. Effect of dietary copper amount and source on copper metabolism and oxidative stress of weanling pigs in short-term feeding. J. Anim. Sci. 2015, 93, 2948–2955. [Google Scholar] [CrossRef]

	



Gaetke, L.M.; Chow, C.K. Copper toxicity, oxidative stress, and antioxidant nutrients. Toxicology 2003, 189, 147–163. [Google Scholar] [CrossRef]

	



Arnal, N.; Astiz, M.; de Alaniz, M.J.T.; Marra, C.A. Clinical parameters and biomarkers of oxidative stress in agricultural workers who applied copper-based pesticides. Ecotox. Environ. Saf. 2011, 74, 1779–1786. [Google Scholar] [CrossRef]

	



Jomova, K.; Baros, S.; Valko, M. Redox active metal-induced oxidative stress in biological systems. Transit. Metal. Chem. 2012, 37, 127–134. [Google Scholar] [CrossRef]

	



Liu, Y.; Ma, Y.L.; Zhao, J.M.; Vazquez-Anon, M.; Stein, H.H. Stein. Digestibility and retention of zinc, copper, manganese, iron, calcium, and phosphorus in pigs fed diets containing inorganic or organic minerals. J. Anim. Sci. 2014, 92, 3407–3415. [Google Scholar] [CrossRef]

	



Huang, Y.; Yoo, J.S.; Kim, H.J.; Wang, Y.; Chen, Y.J.; Cho, J.H.; Kim, I.H. The Effects of Different Copper (Inorganic and Organic) and Energy (Tallow and Glycerol) Sources on Growth Performance, Nutrient Digestibility, and Fecal Excretion Profiles in Growing Pigs. Asian. Austral. J. Anim. 2010, 23, 573–579. [Google Scholar] [CrossRef]

	



Kim, B.; Nevitt, T.; Thiele, D.J. Mechanisms for copper acquisition, distribution and regulation. Nat. Chem. Biol. 2008, 4, 176–185. [Google Scholar] [CrossRef] [PubMed]

	



Brandao Pereira, T.C.; Campos, M.M.; Bogo, M.R. Copper toxicology, oxidative stress and inflammation using zebrafish as experimental model. J. Appl. Toxicol. 2016, 36, 876–885. [Google Scholar] [CrossRef] [PubMed]

	



La Fontaine, S.; Mercer, J.F.B. Trafficking of the copper-ATPases, ATP7A and ATP7B: Role in copper homeostasis. Arch. Biochem. Biophys. 2007, 463, 149–167. [Google Scholar] [CrossRef]

	



Keenan, J.; O’Sullivan, F.; Henry, M.; Breen, L.; Doolan, P.; Sinkunaite, L.; Meleady, P.; Clynes, M.; Horgan, K.; Murphy, R. Acute exposure to organic and inorganic sources of copper: Differential response in intestinal cell lines. Food. Sci. Nutr. 2018, 6, 2499–2514. [Google Scholar] [CrossRef]

	



Sampels, S.; Kroupova, H.K.; Linhartova, P. Effect of cadmium on uptake of iron, zinc and copper and mRNA expression of metallothioneins in HepG2 cells in vitro. Toxicol. In Vitro 2017, 44, 372–376. [Google Scholar] [CrossRef]

	



Blahova, L.; Kohoutek, J.; Lebedova, J.; Blaha, L.; Vecera, Z.; Buchtova, M.; Misek, I.; Hilscherova, K. Simultaneous determination of reduced and oxidized glutathione in tissues by a novel liquid chromatography-mass spectrometry method: Application in an inhalation study of Cd nanoparticles. Anal. Bioanal. Chem. 2014, 406, 5867–5876. [Google Scholar] [CrossRef]

	



Nzengue, Y.; Steiman, R.; Rachidi, W.; Favier, A.; Guiraud, P. Oxidative stress induced by cadmium in the C6 cell line: Role of copper and zinc. Biol. Trace Elem. Res. 2012, 146, 410–419. [Google Scholar] [CrossRef]

	



Ren, H.; Meng, Q.; Yepuri, N.; Du, X.; Sarpong, J.O.; Cooney, R.N. Protective effects of glutathione on oxidative injury induced by hydrogen peroxide in intestinal epithelial cells. J. Surg. Res. 2018, 222, 39–47. [Google Scholar] [CrossRef]

	



Johnson, F.; Giulivi, C. Superoxide dismutases and their impact upon human health. Mol. Aspects. Med. 2005, 26, 340–352. [Google Scholar] [CrossRef]

	



Abreu, I.A.; Cabelli, D.E. Superoxide dismutases-a review of the metal-associated mechanistic variations. Biochim. Biophys. Acta 2010, 1804, 263–274. [Google Scholar] [CrossRef] [PubMed]

	



Gaetke, L.M.; Chow, H.S.; Chow, C.K. Copper: Toxicological relevance and mechanisms. Arch. Toxicol. 2014, 88, 1929–1938. [Google Scholar] [CrossRef] [PubMed]

	



Banerjee, B.D.; Seth, V.; Bhattacharya, A.; Pasha, S.T.; Chakraborty, A.K. Biochemical effects of some pesticides on lipid peroxidation and free-radical scavengers. Toxicol. Lett. 1999, 107, 33–47. [Google Scholar] [CrossRef]

	



Wang, J.; Chen, J.; Tang, Z.; Li, Y.; Hu, L.; Pan, J. The Effects of Copper on Brain Microvascular Endothelial Cells and Claudin via Apoptosis and Oxidative Stress. Biol. Trace Elem. Res. 2016, 174, 132–141. [Google Scholar] [CrossRef]

	



Yang, F.; Pei, R.N.; Zhang, Z.W.; Liao, J.Z. Copper induces oxidative stress and apoptosis through mitochondria mediated pathway in chicken hepatocytes. Toxicol. In Vitro 2019, 54, 310–316. [Google Scholar] [CrossRef]

	



Husain, N.; Mahmood, R. Copper (II) generates ROS and RNS, impairs antioxidant system and damages membrane and DNA in human blood cells. Environ. Sci. Pollut. Res. 2019, 26, 20654–20668. [Google Scholar] [CrossRef]

	



Prohaska, J.R. Role of copper transporters in copper homeostasis. Am. J. Clin. Nutr. 2008, 88, 826S–829S. [Google Scholar] [CrossRef]

	



Kuo, M.T.; Fu, S.; Savaraj, N.; Chen, H.H.W. Role of the Human High-Affinity Copper Transporter in Copper Homeostasis Regulation and Cisplatin Sensitivity in Cancer Chemotherapy. Cancer Res. 2012, 72, 4616–4621. [Google Scholar] [CrossRef]

	



Nose, Y.; Kim, B.; Thiele, D.J. Ctr1 drives intestinal copper absorption and is essential for growth, iron metabolism, and neonatal cardiac function. Cell. Metab. 2006, 4, 235–244. [Google Scholar] [CrossRef]

	



Safaei, R. Role of copper transporters in the uptake and efflux of platinum containing drugs. Cancer Lett. 2006, 234, 34–39. [Google Scholar] [CrossRef]

	



Vest, K.E.; Paskavitz, A.L.; Lee, J.B.; Padilla-Benavides, T. Dynamic changes in copper homeostasis and post-transcriptional regulation of Atp7a during myogenic differentiation. Metallomics 2018, 10, 309–322. [Google Scholar] [CrossRef] [PubMed]

	



Lee, J.; Prohaska, J.R.; Thiele, D.J. Essential role for mammalian copper transporter Ctr1 in copper homeostasis and embryonic development. Proc. Natl. Acad. Sci. 2001, 98, 6842–6847. [Google Scholar] [CrossRef] [PubMed]

	



Ashida, K.; Katsura, T.; Motohashi, H.; Saito, H.; Inui, K. Thyroid hormone regulates the activity and expression of the peptide transporter PEPT1 in Caco-2 cells. Am. J. Physiol. Gastrointest. Liver. Physiol. 2002, 282, G617–G623. [Google Scholar] [CrossRef] [PubMed]

	



Buddington, R.K.; Elnif, J.; Puchal-Gardiner, A.A.; Sangild, P.T. Intestinal apical amino acid absorption during development of the pig. Am. J. Physiol. Regul. Integr. Comp. Physiol. 2001, 280, R241–R247. [Google Scholar] [CrossRef]

	



Cheng, J.; Luo, Z.; Chen, G.H.; Wei, C.C.; Zhuo, M.Q. Identification of eight copper (Cu) uptake related genes from yellow catfish Pelteobagrus fulvidraco, and their tissue expression and transcriptional responses to dietborne Cu exposure. J. Trace. Elem. Med. Biol. 2017, 44, 256–265. [Google Scholar] [CrossRef]

	



Liao, Z.; Guan, W.T.; Chen, F.; Hou, D.X.; Wang, C.; Lv, Y.T.; Qiao, H.Z.; Chen, J.; Han, J.H. Ferrous bisglycinate increased iron transportation through DMT1 and PepT1 in pig intestinal epithelial cells compared with ferrous sulphate. J. Anim. Feed. Sci. 2014, 23, 153–159. [Google Scholar] [CrossRef]








[image: Metabolites 10 00011 g001a 550][image: Metabolites 10 00011 g001b 550] 





Figure 1. Cell viability in response to different copper concentrations for 10 h. (a) Cell counting kit 8 (CCK-8) cell viability assay. (b) EdU staining assay. (c) Statistical analysis of the percentage of EdU positive cells. The result was represented as a percentage of the control. Data represent mean values ± standard deviation (n = 4). Significant differences between processing groups are represented by different lowercase letters (p < 0.05). 
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Figure 2. Intracellular copper concentration per 106 cells. Cells were treated with CuSO4, Cu Glycine (Cu-Gly), and Cu proteinate (Cu-Pro) at the concentrations of 30 and 120 μM for 10 h. The result was measured by ICP-MS. Data represent mean values ± standard deviation (n = 3). Significant differences between processing groups are represented by different lowercase letters (p < 0.05). 
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Figure 3. Copper induced oxidative stress in porcine small intestinal epithelial (IPEC-J2) cells. Cells were treated with CuSO4, Cu-Gly, and Cu-Pro at the concentrations of 30 and 120 μM for 10 h. (a) Total superoxide dismutase (SOD) activity was assessed using an assay kit. The result was expressed as a percentage of the control. (b) SOD1 protein expression levels were measured by Western blotting. The densitometry of blot images normalized to β-actin levels for each lane. (c) Reactive oxygen species (ROS) was determined by using 2, 7-dichlorofluorescin diacetate (DCFH-DA). (d) Malondialdehyde (MDA) was measured by an acid reactive substance (TBARS) assay. The result was corrected with the total protein content of cells. Data represent mean values ± standard deviation (n = 3). Significant differences between processing groups are represented by different lowercase letters (p < 0.05). 
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Figure 4. The relative mRNA expression levels of CTR1 (a), ATOX1 (b), ATP7A (c), ASCT2 (d), and PepT1 (e) in IPEC-J2 cells. Cells were treated with CuSO4, Cu-Gly, and Cu-Pro at the concentrations of 30 and 120 μM for 10 h. β-actin was used as the reference gene. The results were normalized to the gene expression in control conditions. Data represent mean values ± standard deviation (n = 3). Significant differences between processing groups are represented by different lowercase letters (p < 0.05). 
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Figure 5. The protein expression of (a) CTR1 and (b) PepT1 measured by Western blotting. Cells were treated with CuSO4, Cu-Gly, and Cu-Pro at the concentrations of 30 and 120 μM for 10 h. The densitometry of blot images normalized to β-actin levels for each lane. Significant differences between processing groups are represented by different lowercase letters (p < 0.05). 






Figure 5. The protein expression of (a) CTR1 and (b) PepT1 measured by Western blotting. Cells were treated with CuSO4, Cu-Gly, and Cu-Pro at the concentrations of 30 and 120 μM for 10 h. The densitometry of blot images normalized to β-actin levels for each lane. Significant differences between processing groups are represented by different lowercase letters (p < 0.05).



[image: Metabolites 10 00011 g005a][image: Metabolites 10 00011 g005b]







[image: Table] 





Table 1. Oligonucleotide primers used for RT-qPCR.
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Name

	
GenBank Accession No.

	
Primer Sequence (5′-3′)

	
Product Size (bp)






	
β-actin

	
AJ312193.1

	
F:GGATGCAGAAGGAGATCACG

	
130




	
R:ATCTGCTGGAAGGTGGACAG




	
CTR1

	
AF320815.2

	
F:CTGGACCAAATGGAACTATCC

	
107




	
R:CTGATGACCACCTGGATGATA




	
ATOX1

	
NC_010458.4

	
F:CCGAAGCACGAGTTCTCC

	
109




	
R:TGTTGGGCAGGTCAATGTC




	
ASCT2

	
DQ231578.1

	
F:CAAGATTGTGGAGATGGAGGAT

	
132




	
R:TTGCGAGTGAAGAGGAAGTAGAT




	
PepT1

	
AY180903.1

	
F:CCCAGGCTTGCTACCCAC

	
144




	
R:ACCCGATGCACTTGACGA




	
ATP7A

	
AY011428.1

	
F:GGCTGCTTCATCTGTTTCAGTA

	
100




	
R:TTTCTGTCCCATCTGGCTT
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Table 2. Reduced and oxidized glutathione (GSH and GSSG) levels in IPEC-J2 cells determined by LC-MS/MS (n = 3). Cells were treated with CuSO4, Cu Glycine (Cu-Gly), and Cu proteinate (Cu-Pro) at the concentrations of 30 and 120 μM for 10 h. Significant differences between processing groups are represented by different lowercase letters (p < 0.05).






Table 2. Reduced and oxidized glutathione (GSH and GSSG) levels in IPEC-J2 cells determined by LC-MS/MS (n = 3). Cells were treated with CuSO4, Cu Glycine (Cu-Gly), and Cu proteinate (Cu-Pro) at the concentrations of 30 and 120 μM for 10 h. Significant differences between processing groups are represented by different lowercase letters (p < 0.05).





	Copper Sources
	GSH (nM/mg)
	GSSG (nM/mg)
	GSH/GSSG





	Control
	1.35 ± 0.15 a
	0.028 ± 0.003 a
	47.53 ± 0.11 a



	30 μM CuSO4
	0.94 ± 0.09 b
	0.091 ± 0.03 b
	12.68 ± 1.33 b



	30 μM Cu-Gly
	0.99 ± 0.12 b
	0.043 ± 0.008 c
	22.02 ± 0.84 cd



	30 μM Cu-Pro
	0.72 ± 0.08 b
	0.038 ± 0.007 ac
	19.76 ± 1.08 c



	120 μM CuSO4
	0.74 ± 0.08 b
	0.056 ± 0.011 cd
	14.81 ± 0.65 b



	120 μM Cu-Gly
	0.82 ± 0.07 b
	0.037 ± 0.006 ac
	22.05 ± 1.33 c



	120 μM Cu-Pro
	0.84 ± 0.05 b
	0.032 ± 0.004 ac
	24.63 ± 0.46 d











© 2019 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 (CC BY) license (http://creativecommons.org/licenses/by/4.0/).
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