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Abstract

:

To improve the storage stability of glutamic acid decarboxylase (GAD), superparamagnetic magnetite (Fe3O4) nanoparticles were synthesized by co-precipitation method and coated with polydopamine (PDA) for GAD immobilization. Dynamic light scattering and transmission electron microscopy were used to determine size of the nanoparticles, which were approximately 10 nm, increasing to 15 nm after PDA-coating and to 20 nm upon GAD binding. Vibrational scanning measurements significantly represented the superparamagnetic behavior of the Fe3O4, and X-ray diffraction analysis confirmed that the crystalline structure before and after coating with PDA and the further immobilization of GAD remained the same. Thermogravimetric analysis and Fourier-transform infrared spectroscopy proved that the PDA-coating on Fe3O4 and further immobilization of GAD were successful. After immobilization, the enzyme can be used with a relative specific activity of 40.7% after five successive uses. The immobilized enzyme retained relative specific activity of about 50.5% after 15 days of storage at 4 °C, while free enzyme showed no relative specific activity after two days of storage. The GAD immobilization on PDA-coated magnetite nanoparticles was reported for the improvement of enzyme storage stability for the first time.
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1. Introduction


Glutamic acid decarboxylase (GAD, EC 4.1.1.15) is required for the irreversible decarboxylation of glutamate to the non-protein nonessential amino acid gamma-aminobutyric acid (GABA) [1,2]. GABA is an inhibitory neurotransmitter [3] with pain-relieving [4], sedative [5], anti-diabetic [6], and diuretic effects [7], and has also been used as a precursor for the chemical synthesis of 2-pyrrolidone and nylon-4 [8]. While GABA can be produced both chemically and biosynthetically, GABA biosynthesis is preferred due to its mild reaction conditions and facile reaction layout [9,10]. Nevertheless, GABA biosynthesis is associated with its own challenges, which include separation of the product from the enzyme and lack of storage stability and reusability [11]. As such, Homaie et al. proposed enzyme immobilization to be used to overcome these challenges [12]. Park and co-workers [13] successfully immobilized GAD on cellulose-binding domain (CBD) for improvement in its reusability. Similarly, GAD immobilization on bacterial cellulose membranes (BCM) was performed by Yao et al. [14] for improved GABA production and reusability. Furthermore, immobilized enzymes can be separated from their reaction products by filtration and centrifugation, however these approaches tend to be difficult and time-consuming compared to methods using magnetic nanoparticles, which allow the isolation of enzymes from their products within seconds. Although magnetite nanoparticles have been extensively used for enzyme immobilization [15], such nanoparticles have a tendency to agglomerate and can be easily overcome by surface coating [16]. Polydopamine (PDA) is a polymer that has been widely used in coating surfaces [17,18,19]. PDA-coated magnetic nanoparticles provide many functional groups (catechol, amine, imine, and quinone) to react with a wide range of molecules, which contribute to improving covalent-linking and reducing agglomeration of magnetite nanoparticles during enzyme immobilization [20,21,22]. However, GAD immobilization using either bare or coated magnetic nanoparticles has not been widely implemented. GAD has typically been immobilized on carboxyl-magnetic microspheres by Li et al. [23].



In this study, magnetite nanoparticles were synthesized, coated with PDA and subsequently used for GAD immobilization. The storage stability and specific activity of GAD after immobilization, along with enzyme reusability, were measured. Taken together, our findings suggest that PDA-coated superparamagnetic nanoparticles are suitable for GAD immobilization.




2. Results and Discussion


2.1. Characterization of Fe3O4, Fe3O4/PDA and Fe3O4/PDA/GAD Nanoparticles


2.1.1. X-Ray Diffraction (XRD)


From the X-ray diffraction (XRD) pattern (Figure 1) all samples were confirmed to be cubic in crystal structure (JCPDS file, No. 19-0629). Peaks at 2 Theta, that is 18.1°, 30.2°, 35.6°, 36.2°, 43.4°, 53.8°, 57.2°, and 62.8° correspond to the diffraction of 111, 220, 311, 222, 400, 422, 511 and 440 of Fe3O4, respectively [24,25]. It is imperative to note that the pristine metallic structure of the nanoparticles remained crystalline.




2.1.2. Vibrational Scanning Measurement (VSM)


Vibrational scanning measurements (VSM) (Figure 2A) demonstrated that the values of remanence (Mr) and coercivity (Hc) were zero in all samples, indicative of superparamagnetic behavior [26]. The change in magnetic saturation from 62.9 for bare Fe3O4 nanoparticles to 57 for the Fe3O4/PDA condition, and 57.2 for Fe3O4/PDA/GAD, can presumably be attributed to the PDA-coating and PDA combined with immobilized GAD, respectively. Moreover, immobilized enzyme can be separated with the help of an external magnetic field within seconds (Figure 2B).




2.1.3. Thermogravimetric Analysis (TGA)


Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD samples were subjected to thermogravimetric analysis (TGA) as shown in Figure 3. The reduced weight of volatile constituents, which includes adsorbed water, was observed in the range 0–150 °C in all the three samples. Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD incurred losses of 3.4%, 5.8%, and 3.5% in weight, respectively. Furthermore, a dramatic decrease in weight of 12.6% was observed between 150–800 °C for Fe3O4/PDA, and was attributed to the degradation of the PDA coating [27]. For the Fe3O4/PDA/GAD condition, the reduction in weight increased to 17.7% between 150–800 °C, which may relate to the presence of immobilized GAD enzyme on the Fe3O4/PDA nanoparticles. The total decrease in weight for Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD was 6.9%, 18.4%, and 21.2%, respectively. The weight loss difference after PDA coating on Fe3O4 and GAD binding on Fe3O4/PDA was 11.5% and 2.8%, respectively.




2.1.4. Fourier-Transform Infrared Spectroscopy (FT-IR)


Fourier-transform infrared spectroscopy (FT-IR) was used to generate a transmittance spectrum for Fe3O4, Fe3O4/PDA, Fe3O4/PDA/GA, and GAD (Figure 4). Bending of the hydroxyl functional group (O–H) on the surface of the uncoated nanoparticles (labeled Fe3O4) was measured to be approximately 1634 cm−1 [28]. The band observed at 576 cm−1 and 433 cm−1 corresponds to Fe–O [29]. In the FT-IR spectrum for nanoparticles coated with PDA (Fe3O4/PDA), the band characteristic of PDA appears at 1286 cm−1, attributed to phenolic hydroxyl groups [30]. The band at 1634 cm−1 becomes broad due to presence of C=O [31,32]. The peak at 1485 cm−1 was associated with C=C in aromatic rings [33], confirming the modification was successful. The appearance of new (FT-IR) bands at 1113 cm−1 and 1042 cm−1 are thought to result from the vibrational band generated by C–N and C–C in amino acids, respectively [34], confirming the GAD immobilization on PDA-coated nanoparticles.




2.1.5. Dynamic Light Scattering (DLS) and Transmission Electron Microscopy (TEM)


Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD were characterized using dynamic light scattering (DLS) and transmission electron microscopy (TEM). Nanoparticle size was determined to be 10 nm, 15 nm, and 20 nm, respectively (Figure 5A,B). The increase in size can be attributed to the addition of PDA-coating and subsequent GAD enzyme immobilization.





2.2. Study of Enzyme Activity


2.2.1. High Performance Liquid Chromatography (HPLC)


All samples were analyzed with HPLC after derivatization. Dns-Cl, Dns-MSG and derivatized GABA were detected at retention times of 2.5, 7.78 and 17.8 min, respectively. GABA produced in free enzyme is more than the immobilized enzyme and a slight difference in the derivatized MSG peaks in free and immobilized samples is also observed (Figure 6).




2.2.2. Activity of the Free and Immobilized Enzyme


The specific activity of both free and immobilized GAD was measured, and a 3.2-fold decrease was observed after immobilization. This decrease in enzymatic activity may result from the potential structural variation of GAD and hindered enzyme–substrate interactions [35,36]. The specific activity of free and immobilized enzyme at equal concentrations (0.085 mg/mL) was determined to be 0.285 ± 0.015 U/mg and 0.089 ± 0.002 U/mg, respectively.




2.2.3. Enzyme Reusability


The reusability of GAD immobilized on Fe3O4/PDA nanoparticles (Fe3O4/PDA/GAD) was determined by comparing GAD enzymatic activity after five successive uses and expressed as a percentage of initial specific activity (referred to as relative specific activity) as shown in Figure 7. After five uses, 40.7% of initial GAD-relative specific activity was retained. Decreased GAD activity with successive uses is thought to result from a physical loss of enzyme from the nanoparticles after repeated washes, as well as potential enzyme denaturation that may occur with each cycle [37].




2.2.4. Storage Stability


In order to verify this method of enzyme immobilization to be more practical than others, improvement in storage stability is required. The relative specific activity retained by free GAD enzyme on the second day was 17%, with no specific activity observed on the third day, while immobilized enzyme retained 50.5% after 15 days (Figure 8), respectively. Protein concentration analysis was performed before each measurement of storage stability, and it demonstrated that enzyme leaching from the nanoparticle support was negligible. These data demonstrate that the GAD was strongly cross-linked on PDA-coated superparamagnetic magnetite nanoparticles [38].






3. Materials and Methods


3.1. Materials


Ferric chloride (FeCl3·6H2O), ferrous chloride (FeCl2·4H2O) was obtained from Sigma Aldrich Co., Ltd. (Shanghai, China), and ammonia solution (NH3·H2O), dopamine hydrochloride, glutaraldehyde, tetrahydrofuran, and ethanol were purchased from Shanghai Wokai Biotechnology Co., Ltd. (Shanghai, China). Pyridoxal 5′-phosphate (PLP), kanamycin, isopropyl β-D-1-thiogalactopyranoside (IPTG), Coomassie blue, monosodium glutamate (L-MSG), gamma-aminobutyric acid (GABA) and dansyl chloride (Dns-Cl) were obtained from BBI Life Sciences Co., Ltd. (Shanghai, China). Affinity chromatography resin (Ni-NTA SefinoseTM Resin), sodium acetate, and sodium chloride were bought from Sangon Biotech Co., Ltd. (Shanghai, China). Water (Milli Q) was produced in our own lab, methanol (HPLC grade), Tryptone and yeast extract were purchased from Thermo Fischer Scientific Co., Ltd. (Shanghai, China).



Bacterial Culture


The E. coli BL21 (DE3) strain harboring GAD mutant T383K (pET28a-gad) was used for recombinant GAD production. Bacterial cultures were grown aerobically in Luria-Bertani (LB) broth containing 25 μg/mL kanamycin with constant shaking (250 rpm) at 37 °C. Solid medium for plating was prepared by adding 1.5% agar to the appropriate volumes of LB medium containing 10 g/L tryptone, 5 g/L yeast extract, and 10 g/L sodium chloride.





3.2. Magnetite (Fe3O4) Nanoparticle Synthesis


Magnetite nanoparticles were synthesized as reported previously [39]. FeCl3·6H2O (25.4 g) and FeCl2·4H2O (9.3 g) were dissolved in 250 mL of deionized water. Then, 50 mL of 29% by wt. ammonia solution was added drop-wise with continuous stirring at 350 rpm, 80 °C. When black precipitates formed, the mixture was stirred for an additional 30 min at 350 rpm, at 70 °C, and then cooled to 25 °C. The reaction was performed under argon gas protection. Nanoparticles were pelleted with an external magnetic field and washed three to five times with deionized water and ethanol, then dried overnight in a vacuum oven at 60 °C.




3.3. Polydopamine Coating of Magnetite Nanoparticles (Fe3O4/PDA)


Magnetite (Fe3O4) nanoparticles were coated with PDA according to previously reported methods with some modifications [40]. Briefly, 20 g of dopamine hydrochloride was dissolved in 450 mL of Tris-HCl (100 mM, pH 8.5). The solution was then added to the Fe3O4 nanoparticles (10 g). The mixture was stirred mechanically at 300 rpm, 60 °C for 5 h. The product was then separated using a magnetic field, and nanoparticles were washed with distilled water three times before being dried overnight at 40 °C.




3.4. Enzyme Expression and Purification


Enzymatic fermentation was carried out as previously reported with minor alterations [41]. E. coli BL21 (DE3)/pET28a-gad cultures were inoculated in 5 mL LB medium supplemented with 50 μg/mL kanamycin and incubated at 37 °C overnight with shaking (180 rpm). When the OD600 reached 0.8, cultures were expanded for 2 h in 200 mL of LB under the same conditions. Once the OD600 of these expanded cultures reached 0.7, IPTG was added to a final concentration of 0.5 mM and cultures were incubated at 25 °C overnight with shaking (150 rpm). Cells were harvested by centrifugation at 8000 rpm for 10 min and washed three times with 50 mM PBS. Cells were then lysed by sonication, and cell extracts were centrifuged at 12,000 rpm at 4 °C for 30 min to remove cell debris. Recombinant proteins were purified to apparent homogeneity by Ni-affinity chromatography according to the manufacturer’s instructions.




3.5. Enzyme Immobilization


GAD was immobilized on PDA-coated magnetite nanoparticles according to methods described by Peng et al. with minor modifications [42]. Fe3O4/PDA (2 mg) nanoparticles were activated by dispersion in 40 µL PBS (10 mM, pH 7) with glutaraldehyde (0.16 µL, 50% by wt.). Activated nanoparticles were washed with PBS buffer three times. A total of 20 µL of GAD enzyme (0.085 mg/mL) was immobilized by sonication for 20 min, washed with PBS buffer twice, separated with a magnetic field, and stored in the same buffer at 4 °C for further use.




3.6. Characterization of GAD Immobilized on PDA-Coated Fe3O4 Nanoparticles (Fe3O4/PDA/GAD)


Fourier-transform infrared (FT-IR) transmittance bands were investigated with a spectrophotometer (Vertex 70, Brucker Optik GmbH, Karlsruhe, Germany) in the range of 400–4000 cm−1. The crystal structure was determined using an X-ray diffractometer (XRD) (Rigaku, RINT2000, Tokyo, Japan), Cu Kα radiation (λ = 1.54 Å), and was scanned within a range of 10–80° at a rate of 5°/min at 20 mA and 40 kV. The morphologies and sizes of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD nanoparticles were characterized using transmission electron microscopy (TEM) (JEOL JEM-2100, Tokyo, Japan). The size of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD nanoparticles was quantified by dynamic light scattering (DLS) (Malvern Zetasizer Nano ZS particle analyzer, ZEN3600, Malvern, UK). Thermogravimetric analysis (TGA) was conducted by using a STA 449 F3 DSC/DTA-TG analyzer (Netzsch Germany, Wunsiedel, Germany) under an inert nitrogen atmosphere in the temperature range of 25–800 °C at a heating rate of 10 °C/min. The magnetic properties of each condition were measured using a vibrating sample magnometer (PPMS-9, Quantum Design, San Diego, USA) Protein concentration was measured by Bradford assay using a 96 well-plate spectrophotometer (spectramax 190, serial number NNR 07134, Thermo Fischer Scientific Co., Ltd. (Shanghai, China) and enzyme activity was analyzed by the HPLC system comprised of a Waters Alliance with e2695 separation module and Photodiode array 2998 at a wavelength of 254 nm.




3.7. GAD Activity Assay


The concentration of free and immobilized GAD was determined by Bradford assay at 595 nm using a 96-well plate spectrophotometer [43]. The enzymatic activity of free and immobilized GAD was tested in triplicate using a modified version of a previously described method [44]. Briefly, free enzyme (20 µL) and immobilized enzyme (1.7 µg) were mixed with 420 µL of substrate (100 mM L-MSG, 0.2 M sodium acetate buffer, and 0.01 M PLP) at pH 4.8 in a 1.5 mL tube. The mixture was incubated in a thermomixer at 1000 rpm, 37 °C for 15 min. After separation with an external magnetic field, 0.1 mL of supernatant was added to 0.9 mL of sodium bicarbonate (0.2 M, pH 9.8). Subsequently, 0.5 mL of the sample and 0.5 mL dansyl chloride (Dns-Cl, 8 g/L) were mixed and incubated in a thermomixer at 400 rpm, 40 °C for 60 min in a dark environment. The derivative samples were measured using HPLC for the detection and quantification of GABA. One unit (U) of GAD activity was defined as the amount of GAD enzyme that produced 1 µmol of GABA in 1 sec under the above conditions, and specific activity was defined in U/mg.




3.8. High Performance Liquid Chromatography (HPLC) Analysis and Conditions


Methanol (A) and sodium acetate buffer with tetrahydrofuran (10 mL/L) and methanol (150 mL/L) (B) were used as mobile phases. The derivative samples were separated on a column (Hypersil ODS-2, particle size 5 µm, 4.6 × 250 mm) with a flow rate of 1 mL/min for 30 min at 25 ± 5 °C with a gradient elution program as outlined in Table 1.




3.9. Reusability Assay


The reusability of immobilized GAD enzyme was tested five times in triplicate, with an equal amount of substrate as described in Section 3.7. After each measurement, the immobilized enzyme was washed with sodium acetate buffer (pH 4.8) three times, and then separated by a magnetic field, and enzyme activity was measured using HPLC.




3.10. Storage Stability


The storage stability of the free enzyme was evaluated at an interval of 1 day over 3 days, while immobilized GAD storage stability was tested on the 1st day and on the 15th day. The immobilized enzyme was measured for activity (without testing for reusability) and stored in storing buffer (10 mM PBS, pH 7) at 4 °C. To measure enzyme storage stability, GAD was isolated from the storing buffer using a magnetic field. Enzymatic activity was then measured and the storing buffer was analyzed for enzyme leaching by Bradford assay, in parallel.





4. Conclusions


Magnetite (Fe3O4) nanoparticles were synthesized according to previously described methods and subsequently coated with PDA. We describe herein, for the first time, the use of PDA-coated Fe3O4 nanoparticles for the immobilization of GAD. Our results demonstrated that the superparamagnetism of Fe3O4 nanoparticles was maintained after PDA-coating and GAD enzyme immobilization. The results also showed that the specific activity of the GAD enzyme was decreased by 3.2-fold when compared to that of free enzyme. Furthermore, we demonstrated that immobilized GAD can be used up to five times and still retain 40.7% of its relative specific activity. When stored at 4 °C, 50.5% of GAD relative specific activity was maintained for up to 15 days, an intense improvement over the free enzyme, which loses its activity after only two days of storage. This improvement in GAD storage stability will allow for the applications of this enzyme to be expanded within the pharmaceutical, chemical, and food industries. Furthermore, our results demonstrate the advantages of enzyme immobilization in general, and might encourage others to apply this approach to other unstable enzymes, such as transaminases, to enhance their application in such industries.
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Figure 1. XRD pattern of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD. 
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Figure 2. (A) Magnetization curve of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD nanoparticles; (B) immobilized enzyme without and with an external magnetic field. 
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Figure 3. TGA curves of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD. 






Figure 3. TGA curves of Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD.



[image: Catalysts 09 00969 g003]







[image: Catalysts 09 00969 g004 550] 





Figure 4. FT-IR transmittance spectrum of Fe3O4, Fe3O4/PDA, Fe3O4/PDA/GAD, and GAD. 
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Figure 5. (A) Nanoparticle size distribution as measured by DLS for Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD; (B) nanoparticle size distribution as measured by TEM images for Fe3O4, Fe3O4/PDA, and Fe3O4/PDA/GAD. 
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Figure 6. HPLC chromatogram for standard GABA, free and immobilized GAD with zoomed in GABA peaks. 
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Figure 7. Reusability of immobilized GAD: relative specific activity of immobilized GAD. 
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Figure 8. Storage stability: relative specific activity of free GAD on first two days and of immobilized GAD on 1st and 15th day. 






Figure 8. Storage stability: relative specific activity of free GAD on first two days and of immobilized GAD on 1st and 15th day.



[image: Catalysts 09 00969 g008]







[image: Table] 





Table 1. GABA separation method used for liquid chromatography.
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	Time (min)
	Flow Rate (mL/min)
	A%
	B%





	0
	1
	20
	80



	5
	1
	20
	80



	20
	1
	50
	50



	21
	1
	100
	0



	27
	1
	100
	0



	28
	1
	20
	80



	30
	1
	20
	80
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