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Abstract: Protein immobilization using biopolymer scaffolds generally involves undesired protein
loss of function due to denaturation, steric hindrance or improper orientation. Moreover, most
methods for protein immobilization require expensive reagents and laborious procedures. This work
presents the synthesis and proof of concept application of two alginate hydrogels that are able to bind
proteins with polyhistidine tags by means of interaction with the crosslinking cations. Nickel (II) and
cobalt (II) alginate hydrogels were prepared using a simple ionic gelation method. Hydrogels were
characterized by optical microscopy and AFM, and evaluated for potential cytotoxicity. In addition,
binding capacity was tested towards proteins with or without HisTAG. Hydrogels had moderate
cytotoxicity and were able to exclusively bind polyhistidine-tagged proteins with a binding capacity of
approximately 300 µg EGFP (enhanced green fluorescent protein) per 1 mL of hydrogel. A lyophilized
hydrogel-protein complex dissolved upon the addition of PBS and allowed the protein release and
regain of biological activity. In conclusion, the nickel (II) and cobalt (II) alginate biopolymers provided
an excellent platform for the “carry and release” of polyhistidine-tagged proteins.

Keywords: nickel alginate; cobalt alginate; polyhistidine-tagged proteins; biopolymer; hydrogel

1. Introduction

There is an ever-growing need for easy, safe and reliable drug or protein delivery sys-
tems, so the world is focusing its attention, more than ever, towards natural biopolymers [1].
Therefore, even though they have been used for a long time in microbiology under the
form of agar gels [2], or in electrophoresis [3] and protein purification techniques as agarose
gels [4], biopolymers such as agar, gelatin, chitosan and alginate are still studied to generate
new applications in the form of food additives, wound dressings or cell scaffolds [5–8]. Yet,
when there is talk about using them in vivo, one has to take into account the fact that these
polymers need to be biocompatible, and they need to keep the bound molecules in their
active form.

Immobilization of proteins using biopolymers as a scaffold often requires normal
covalent binding; thus, modifying particular aminoacids residues that might affect stability
or biological activity [9–12]. Moreover, normal covalent binding is usually targeted towards
more than one residue per protein molecule generating multiple possible orientation that
can affect substrate availability (enzymes) or epitope recognition by antibodies or T-cell
receptors (TCR) [13]. All these disadvantages are accompanied by high costs and varying
coupling turnout.

Non-covalent immobilization methods of proteins are not exotic either, but they
generally imply the incorporation of protein molecules in bulk biopolymers. This strategy
also obstructs protein availability and can induce protein denaturation [14–17].
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One example of a successful non-incorporating large-scale use strategy for biopolymer
protein immobilization is used in a type of affinity chromatography termed IMAC (im-
mobilized metal affinity chromatography) [18,19]. IMAC uses agarose beads with grafted
chelating moieties (iminodiacetic acid—IDA, nitrilotriacetic acid—NTA). IDA or NTA can
fix certain divalent cations (Ni2+, Co2+, Cu2+, etc.) that, in turn, are able to use two or three
of their remaining coordinate bonds in binding the imidazole ring of histidine, a common
aminoacid. If a protein contains four or more consecutive histidines placed at one end of its
primary sequence, it can bind to the divalent cation-coated agarose bead. As sequences
of four or more histidines are not a common natural trait, recombinant technologies use
gene modifications to insert these sequences. These sequences are called HisTAG, and their
primary use is assisting in purifying recombinant proteins through IMAC [20–22].

Yet, the use of IMAC technology for protein storage or delivery is hindered by sev-
eral impediments. First, protein release/elution is usually accomplished by adding high
amounts of imidazole or highly acidic buffers [23], which can limit its use in biological
systems. Additionally, agarose is virtually insoluble at room temperature in aqueous
solutions, so that its use for in vivo applications might require an additional agarose
removal step [24].

Sodium alginate is one of the most researched natural polymers to date. It is derived
from the alginic acid, a natural polysaccharide extracted from brown algae cell walls
or found in bacteria. This linear copolymer is formed from linked 1–4 β-D-mannuronic
acid and α-L-guluronic acid block residues in either a homogeneous or heterogeneous
conformation (-MMMM-/-GGGG-; MGMGMGMG-). This conformation, together with the
G:M ratio and its molecular mass, can influence alginate viscosity or fragility [18].

When sodium alginate is combined with divalent metallic ions (Ca2+, Zn2+, Ba2+, Cd2+,
etc.), it forms a type of gel by replacing the sodium ions with said cations. During this
exchange, the polymeric chains will form an “egg-box” network with the metallic ions as
their nodes [25,26]. Moreover, the process is fully reversible as ionic crosslinked alginate
gels lose their structure upon the addition of sodium-containing solutions, such as PBS
(phosphate buffer saline) or saline solution. Applications of ionic crosslinked alginates
range from drug delivery, scaffolds for tissue engineering, 3D printing [27,28], antibiotics
removal [29], and even improving the flame retardancy of some materials [30].

Previous work on mimicking IMAC using alginate was carried by Dalal et al. [31]. In
this instance, authors used chemically crosslinked alginate that was afterwards charged
with divalent cations, like Ni2+. They claim that this version of crosslinked alginate can aid
in the purification of proteins, even non-HisTAG proteins.

In this study, we propose the synthesis of alginate hydrogels based on the crosslinking
of alginate with nickel (II) or cobalt (II) that can mimic IMAC preferential protein binding
and, moreover, are fully solvable in vivo or in common buffers due to lack of chemical
crosslinking. Hydrogels are produced using a simple, straightforward ionic gelation
method. Moreover, the Ni2+ and Co2+ alginates are able to preferentially bind his-tagged
proteins in hydrogel form, retain them after lyophilization and, upon the addition of
physiological solutions, release them without affecting biological activity, together with
dissolution of the scaffold. Features of these hydrogels might make them useful in the
biomedical field, acting as vaccine carriers, and as biocompatible injectable scaffolds that
can immobilize proteins of interests while preserving their biological activity.

2. Results and Discussion

Nickel (II) and cobalt (II) alginates were prepared using an ionic gelation method [32]
employing the ultrasonic dispersion of sodium alginate into a NiCl2 or CoCl2 solution
under continuous stirring [33]. The result consisted of a solution with a heterogeneous
appearance, with scattered fine aggregates throughout the entire volume. After excess
crosslinker removal by repeated centrifugation and deionized water washings, a viscous
quasi-homogeneous hydrogel was formed. This hydrogel could flow and could be easily
manipulated with a serological pipette.
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Efforts to replicate alginate hydrogel formation with other divalent cations using the
same method were made. Ca2+, the most common alginate crosslinking agent, formed
multiple solid aggregates that would not coalesce into the same type of viscous hydrogel.
Moreover, previous experiments showed that calcium alginate beads bind his-tagged
proteins poorly (Figure S1, in the Supplementary Materials), as compared to Ni2+ and Co2+

alginate beads. Cu2+, a decent candidate for his-tagged protein binding, formed a rather
finely dispersed mix of solid aggregates that would sediment in a short period of time.

2.1. Characterization of Alginate Hydrogels

In order to characterize the synthesized hydrogels, both microscale and nanoscale
observations were made. Phase contrast micrographs were recorded on oven-dried samples,
as it was previously observed, they adequately preserved the hydrogel microarchitecture.
Figure 1 shows an intricate network of spindle-like structures for each of the dried hydrogel
with a slightly more organized pattern in the case of cobalt (II) alginate.
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Figure 1. Phase contrast images of nickel (II) alginate (A) and cobalt (II) alginate (B) -dried hydrogels.
Scale bar represents 50 µm.

Roughly the same observations can be made from evaluating a coarse (100 µm × 100 µm)
AFM surface topography scan of the same dried samples (Figures 2 and Figure S2). Yet,
when a more in-depth scan was performed, features with uniform size distribution of about
10–20 nm were discernible (Figure S3, in the Supplementary Materials). These observations
hinted towards the hypothesis that nanodrops are formed when dispersing alginate drops
with ultrasonic waves. Upon reaching the crosslinking solution, these alginate nanodrops
underwent rapid cation exchange and formed nanometric nickel/cobalt alginate structural
motifs. Subsequently, due to both crowding and crosslinker excess, these nanostructures
assembled in higher order macroscopic structures. This might also have been enhanced
by the stacking due to centrifugation. Following the removal of the unbound cations in
the washing steps, intermolecular electrostatic interactions might occur leading to the
formation of the hydrogel.

2.2. Cytotoxicity Assessment of Alginate Hydrogels

When designing or modifying a polymeric material with intended in vivo use, the
matter of its biocompatibility should be of primary concern. Alginates, at least in their
most common form as sodium or calcium salts, are widely considered to be biocompatible.
Likewise, more often than not, scientific focus is directed on calcium alginate due to
calcium’s presence in physiological fluids leading to their assumed lack of toxicity [34].

Nickel is not considered an essential nutrient in humans, but it is important for
human health as it assists the bacteria in microbiota. Its toxicity is usually related to
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overexposure (occupational exposure, oral ingestion) and direct skin contact that leads,
in some cases, to nickel allergic contact dermatitis [35,36]. Cobalt is an essential nutrient,
being a constituent of vitamin B12 or cobalamin, but it can also cause health complications
and skin allergies [37].
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top to bottom: 100 µm × 100 µm, 10 µm × 10 µm and 1 µm × 1 µm scans. Green square represents
an area scanned at a higher resolution.

In order to evaluate potential toxicity, both alginates were tested for cytotoxic effects
in vitro, using two murine cell lines, L929 and RAW264.7. L929 fibroblast cell line was
used on the grounds that it is the golden standard for testing cytotoxic effects [38] and,
considering that allergic reactions have an immune component, RAW264.7 macrophage-like
cell line was used to test toxicity towards the immune cells [39].

Figure 3 shows the effect of tested alginates on cell viability. For easier comparison
with sodium alginate, concentrations of tested samples were adjusted to total alginate
content (considering 100% alginate reticulation on synthesis, Table S1). In our experi-
mental setting, L929 cells were affected by higher concentrations of nickel (II) or cobalt
(II) alginates. Viability of above the 80% threshold resulted in concentration values of up
to 0.01% (Figure 3A). Similar results were obtained for RAW264.7 cell viability, as well
(Figure 3B). Additionally, an 80% viability threshold was achieved at concentration values
of 0.025%. Nonetheless, cytotoxicity of tested alginates was lower than NiCl2 and CoCl2 at
the same concentration (Figure S4)). Therefore, it is safe to assume that hydrogel toxicity
was related to their Ni2+ or Co2+ content.
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Figure 3. Cytotoxicity evaluation of nickel (II) and cobalt (II) alginates on different cell lines.
(A) L929 cell viability; (B) RAW264.7 cell viability. Cell viability values were normalized consid-
ering positive control (cells cultured in DMEM alone) as having 100% viability. All samples were in
triplicate. Values are represented as mean ±+/− SEM. X axis is log transformed.

Cells were also examined microscopically when cultured in the presence of different
alginate concentrations. Normal L929 cell morphology is spindle-like, as it can be observed
in the case of cells cultured with sodium alginate (Figure 4A, Alg-Na). High concentrations
of Co2+ and Ni2+ alginates resulted in lower cell density and cells with a rounder morphol-
ogy, a clear sign of cytotoxicity (Figure 4A). Moreover, RAW264.7 cells had a flat, spread
morphology when cultured with sodium alginate, as opposed to fewer and round cells that
were observed for the other two conditions (Figure 4B).

Gels 2022, 8, x FOR PEER REVIEW 5 of 12 
 

 

content (considering 100% alginate reticulation on synthesis, Table S1). In our experi-
mental setting, L929 cells were affected by higher concentrations of nickel (II) or cobalt 
(II) alginates. Viability of above the 80% threshold resulted in concentration values of up 
to 0.01% (Figure 3A). Similar results were obtained for RAW264.7 cell viability, as well 
(Figure 3B). Additionally, an 80% viability threshold was achieved at concentration val-
ues of 0.025%. Nonetheless, cytotoxicity of tested alginates was lower than NiCl2 and 
CoCl2 at the same concentration (Figure S4)). Therefore, it is safe to assume that hydro-
gel toxicity was related to their Ni2+ or Co2+ content. 

 

Figure 3. Cytotoxicity evaluation of nickel (II) and cobalt (II) alginates on different cell lines. (A) 
L929 cell viability; (B) RAW264.7 cell viability. Cell viability values were normalized considering 
positive control (cells cultured in DMEM alone) as having 100% viability. All samples were in trip-
licate. Values are represented as mean ±+/- SEM. X axis is log transformed. 

Cells were also examined microscopically when cultured in the presence of differ-
ent alginate concentrations. Normal L929 cell morphology is spindle-like, as it can be ob-
served in the case of cells cultured with sodium alginate (Figure 4A, Alg-Na). High con-
centrations of Co2+ and Ni2+ alginates resulted in lower cell density and cells with a 
rounder morphology, a clear sign of cytotoxicity (Figure 4A). Moreover, RAW264.7 cells 
had a flat, spread morphology when cultured with sodium alginate, as opposed to fewer 
and round cells that were observed for the other two conditions (Figure 4B). 

 
Figure 4. Phase contrast images of L929 (A) and RAW264.7 (B) cells grown in the presence of Alg-Co (cobalt alginate), 
Alg-Ni (nickel alginate) and Alg-Na (sodium alginate). Alg-Co—A = 0.05%, B = 0.01%, C = 0.001%; Alg-Ni—D = 0.05%, E 
= 0.01%, F = 0.001%; Alg-Na—G = 0.3%, H = 0.075%, I = 0.001. 

Figure 4. Phase contrast images of L929 (A) and RAW264.7 (B) cells grown in the presence of Alg-
Co (cobalt alginate), Alg-Ni (nickel alginate) and Alg-Na (sodium alginate). Alg-Co—A = 0.05%,
B = 0.01%, C = 0.001%; Alg-Ni—D = 0.05%, E = 0.01%, F = 0.001%; Alg-Na—G = 0.3%,
H = 0.075%, I = 0.001.

Although use of hydrogels might be restricted to lower concentrations due to cytotoxi-
city, their potential intended use as protein carriers/scaffolds allows for the utilization of
low amounts that are below the cytotoxicity limit.
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2.3. Alginate Hydrogels Specific Binding of Proteins

To test if alginate gels can bind his-tagged proteins, three fluorescent proteins were
used, EGFP (enhanced green fluorescent protein), EGFP-HisTAG and TurboRFP (red fluo-
rescent protein). These proteins were deemed adequate due to their stable fluorescence and
their ability to also emit on UV excitation [40].

Both hydrogels were mixed with 12.5 µg of each protein and, after incubation at room
temperature, the suspensions were centrifuged. The results showed that both nickel (II) and
cobalt (II) alginates bound EGFP-HisTAG as the sedimented hydrogel-emitted fluorescence,
while the rest of the solution did not. Moreover, an identical protein (EGFP), but lacking
HisTAG, was uniformly dispersed in the solution, indicating a lack of binding. Finally, the
lack of binding was also observed when incubated with TurboRFP (Figure 5). These results
suggest that the hydrogels do not bind proteins, through adsorption or electrostatic forces,
but preferentially bind his-tagged proteins.
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Figure 5. Assessment of preferential binding of his-tagged proteins to Ni2+ and Co2+ alginate hydro-
gels. Samples incubated with different fluorescent proteins were centrifuged and UV illuminated.
From right to left: Ni2+ alginate + TurboRFP; Ni2+ alginate + EGFP-HisTAG; Co2+ alginate + EGFP-
HisTAG; Ni2+ alginate + EGFP-HisTAG; Ni2+ alginate + EGFP.

Next, binding capacity of hydrogels was quantified. Two incubation times were
tested. Table 1 shows the percentage of nickel (II) alginate hydrogel-immobilized EGFP-
HisTAG when different amounts were added. Cobalt (II) alginate hydrogel performed
comparably (Table 2).

Table 1. Nickel (II) alginate binding capacity of EGFP-HisTAG over two incubation times.

EGFP-HisTAG (µg)
Incubation Time (h)

t1 = 1 h t2 = 24 h

12.5 µg 98.45% 95.05%

25 µg 97.15% 87.01%

37.5 µg 93.52% 67.16%

50 µg 87.28% 56.11%

62.5 µg 73.56% 43.14%

The results indicated that over 90% of the total protein was bound when incubation
with 37.5 µg protein lasted 1 h, or when incubation with 12.5 µg protein lasted 24 h, in the
case of nickel (II) alginate. This amounts to approximately 300 µg protein/mL hydrogel
for 1 h and, if referring to dry mass, this corresponds to 20 mg protein/g dried hydrogel.
For comparison, Ni-NTA agarose beads can bind up to 60 mg/mL gel, which means up
to 200× more than nickel (II) alginate hydrogel. In spite of much lower binding capacity,
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the results are still encouraging, as most biomedical applications (vaccines, enzymes,
immunostimulants) require quality protein in the range of micrograms [41].

Table 2. Cobalt (II) alginate binding capacity of EGFP-HisTAG over two incubation times.

EGFP-HisTAG (µg)
Incubation Time (h)

t1 = 1 h t2 = 24 h

12.5 µg 96.87% 78.50%

25 µg 85.91% 67.50%

37.5 µg 77.24% 59.77%

50 µg 71.92% 57.44%

62.5 µg 66.40% 52.35%

One would expect that longer incubation times would improve protein binding. In
this case, the opposite is valid, as binding decreases over time. This is probably due to
nickel leakage driven by the protein itself, as multiple molecules compete for the same coor-
dination bonds. Moreover, normal nickel leakage might also take place as the equilibrium
might slowly shift over time towards free Ni2+ in solution.

As longer incubation times correlate to the binding of lower protein amounts, the
prospect of lyophilization of hydrogels incubated with EGFP-HisTAG was explored
(Figure S5). This way, due to lack of an aqueous environment, protein mobility would be
restricted, leading to no competition for nickel coordination bonds. Moreover, lack of water
would prohibit Ni2+ normal leakage. However, due to dehydration, immobilized proteins
might lose their biological activity.

In order to rule out the loss of biological activity upon loss of water, lyophilized
samples and rehydrated samples were analyzed for fluorescence activity specific to EGFP-
HisTAG. Lyophilized samples with or without protein were observed in both phase contrast
and GFP fluorescence (Figure 6A–D). Both samples appeared similar, with no fluorescent
signal, suggesting no EGFP fluorescent activity in the dried state.
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However, on rehydration with PBS (phosphate buffer saline) of the EGFP-HisTAG
containing the nickel (II) alginate sample, the lyophilized sample lost its integrity and
released the fluorescent protein in the aqueous environment (Figure 6E–G). Sodium and
potassium ions in PBS were found in great excess, and replaced the nickel in the alginate
structure. At the same time, EGFP was released and regained its fluorescence.

3. Conclusions

Nickel (II) and cobalt (II) alginate hydrogels were synthetized using an ionic gelation
method. Macroscopic examination of the two hydrogels revealed an intricate network
of packed plate-like structures. On in-depth evaluation, 10 nm regular features were
discernible leading to a nanostructure aggregation hypothesis for hydrogel formation.

Hydrogels displayed moderate cytotoxicity towards L929 and RAW264.7 at highest
tested concentrations due to their Ni2+ and Co2+ content, but exhibited little to none at
working dilutions.

Hydrogels were shown to exclusively bind polyhistidine-tagged proteins with a bind-
ing capacity that was suitable for biomedical applications. Moreover, lyophilized hydrogels
with immobilized EGFP-HisTAG dissolved upon the addition of PBS and allowed the
regain of biological activity and the release of EGFP-HisTAG.

4. Materials and Methods
4.1. Materials

Sodium alginate (medium viscosity, high G/M ratio, cat. no. 71238), nickel (II) chloride
hexahydrate, cobalt (II) chloride hexahydrate were purchased from Sigma. Enhanced green
fluorescent protein (EGFP), turbo red fluorescent protein (TurboRFP) and their HisTAG vari-
eties were previously synthesized in-house using bacterial recombinant expression. Briefly,
plasmidial vectors containing the genes for the fluorescent proteins were transformed into
BL21(DE3) E. coli strain. Bacteria were cultured in 2YT culture medium until reaching
an optical density value of 0.8. 1 mM IPTG (isopropyl β-D-1-thiogalactopyranoside) was
added to the culture and after 3 h bacteria were harvested by centrifugation. Cold osmotic
shock [30] was used to separate soluble protein. Afterwards, ion-exchange chromatography
and/or affinity chromatography was used for purification.

L929 and RAW264.7 cell lines were purchased from ECACC. DMEM (Dulbecco’s
modified eagle medium) cell culture medium, L-glutamine, penicillin/streptomycin
and fetal bovine serum (FBS) were acquired from Lonza (Guangzhou, China), Sigma
(Burlington, MA, USA) or Biochrom (Waterbeach, UK).

4.2. Alginate Hydrogel Synthesis

A 0.3 % w/v aqueous sodium alginate solution was delivered with a 0.25 mL/min flow
rate in the proximity of a � 3 mm titanium sonotrode tip attached to a Labsonic M (Braun
Biotech International, Stockholm, Sweden) operated at A = 100% and ν = 0.6 s−1. The
alginate solution was dispersed in a 0.3% w/v aqueous M (II) chloride solution (M = Ni, Co)
under continuous stirring. Final volumetric ratio was 3:25 (alginate solution:divalent cation
chloride solution). After complete mixing, the solution containing crosslinked alginate was
subjected to repeated wash cycles, consisting of centrifugation for 3 min at 4000× g and
dispersion in deionized water for the removal of excess divalent cation.

Final alginate hydrogel volume was 0.58× of alginate solution prior to crosslinking.
Hydrogels were stored at 4 ◦C until further use. Lyophilized samples were prepared as
described in [42], using an Alpha 1–4 LSC equipment at a temperature of −70 ◦C, pressure
of 0.055 mBar for 72 h.

4.3. Cell Culture and Cytotoxicity Assay

L929 murine fibroblast cells and RAW264.7 murine macrophage cells were cultured in
complete DME medium (DME supplemented with 5% FBS, 100 U/mL antibiotics and 2 mM
L-glutamine) in cell culture flasks incubated at 37 ◦C, humidified atmosphere and 5% CO2.
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Cells were enzymatically detached and seeded in 96-well culture plates at a cell density
of 1 × 104 cells/well (L929) or 2.5 × 104 cells/well (RAW264.7). After cell attachment, the
supernatant was discarded and replaced with serial dilutions of synthesized hydrogels.
Sodium alginate was also tested for comparison. Positive control was represented by cells
cultured in complete cell culture medium, whereas the negative control consisted of cells
exposed to 0.3% w/v NiCl2 or CoCl2. After overnight incubation, the supernatant was
discarded and replaced with DMEM containing 0.5 mg/mL MTT (3-[4,5-dimethylthiazol-
2-yl]−2,5-diphenyltetrazolium bromide). After another 3 h incubation, lysis solution
(20% w/v sodium dodecyl sulfate, 50% w/v N,N-dimethylformamide, 0.4% w/v acetic acid,
0.04 M hydrochloric acid) was added and sample absorbance was recorded at 560 nm.

Cell morphology and cell density was observed using a Nikon eclipse Ti inverted
microscope using a 10×/0.30 objective.

4.4. Specific His-Tagged Protein Binding Assessment

Equal amounts of EGFP, TurboRFP and EGFP-HisTAG were mixed with 1/16 aque-
ous dilution of alginate hydrogels and incubated for 1 h at room temperature. Samples
were centrifuged for 60 min at 21,000× g and fluorescence signal was observed on a
UV transilluminator.

4.5. Protein Binding Capacity Assay

Nickel (II) alginate hydrogels were diluted 1/16 with deionized water and incubated
with different EGFP-HisTAG amounts in low-binding microcentrifuge tubes for 1 h and
24 h at room temperature. After incubation, samples were centrifuged for 60 min at
21,000× g and the supernatant was collected. Supernatant fluorescence was measured
using a Tecan Infinite M1000 microplate reader using excitation wavelength of 488 nm
and emission wavelength of 515 nm. Values were examined against a standard curve
plotted from fluorescence values of EGFP-HisTAG in hydrogel-free solutions. The amount
of immobilized protein was calculated as difference between total protein and protein in
supernatant (non-bound).

4.6. Optical and Fluorescence Imaging Investigation of Dried or Lyophilized Hydrogels

Phase contrast images were taken using a Nikon DS-Qi2 camera connected to a
Nikon eclipse Ti inverted microscope and a 4×/0.13 objective. Fluorescence images were
generated using UV illumination and a GFPQ filter (EX: 455–485 nm, DM: 495 nm, EM:
500–545 nm). Micromanager (v. 1.4.23) and Fiji ImageJ (v. 1.53c) software products were
used to capture and edit the images.

For dried samples, 50 µL of each hydrogel on a microscope glass slide was dried at
110 ◦C for 1 h. For lyophilized samples, Alg-Ni samples with or without EGFP-HisTAG
were fixed between glass slides and analyzed in non-hydrated and hydrated states.

4.7. AFM Surface Characterization

Atomic force microscopy scans were made in amplitude modulation mode using a Witec
alpha300RAS+ equipment and 240AC-NG cantilevers with resonance frequency = 70 kHz and
force constant = 2 N/m (Opus). Phase and topography scans were recorded from oven
dried samples on 100 µm × 100 µm, 10 µm × 10 µm and 1 µm × 1 µm surfaces.

Supplementary Materials: The following are available online at https://www.mdpi.com/article/
10.3390/gels8020066/s1, Figure S1: Overlapped phase and fluorescence microscopy images of algi-
nate beads, Figure S2: AFM surface phase scan of nickel (II) alginate—A and cobalt (II) alginate—B.,
Figure S3: AFM surface phase scan crossection for nickel (II) alginate—A and cobalt (II) alginate—B,
Table S1: Gravimetric analysis of calcinated nickel (II) alginate, Figure S4: Cytotoxicity evaluation of
nickel (II) and cobalt (II) alginates on different cell lines, Figure S5: Lyophilized nickel (II) alginate
sample with immobilized EGFP-HisTAG.
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16. Wawrzyńska, E.; Kubies, D. Alginate Matrices for Protein Delivery—A Short Review. Physiol. Res. 2018, 67, S319–S334. [CrossRef]

[PubMed]
17. Zhang, Z.; Zhang, R.; Zou, L.; McClements, D.J. Protein encapsulation in alginate hydrogel beads: Effect of pH on microgel

stability, protein retention and protein release. Food Hydrocoll. 2016, 58, 308–315. [CrossRef]
18. Bresolin, I.T.L. Evaluation of immobilized metal-ion affinity chromatography (IMAC) as a technique for IgG 1 monoclonal

antibodies purification: The effect of chelating ligand and support. Appl. Biochem. Biotechnol. 2010, 160, 2148–2165. [CrossRef]
[PubMed]

19. Bauer, W.S.; Richardson, K.A.; Adams, N.M.; Ricks, K.M.; Gasperino, D.J.; Ghionea, S.J.; Rosen, M.; Nichols, K.P.; Weigl, B.H.;
Haselton, F.R.; et al. Rapid concentration and elution of malarial antigen histidine-rich protein II using solid phase Zn(II) resin in
a simple flow-through pipette tip format. Biomicrofluidics 2017, 11, 034115. [CrossRef]

20. Block, H.; Maertens, B.; Spriestersbach, A.; Brinker, N.; Kubicek, J.; Fabis, R.; Labahn, J.; Schäferm, F. Withdrawn: Reprint of:
Immobilized-Metal Affinity Chromatography (IMAC): A Review. Protein Expr. Purif. 2009, 463, 439–473. [CrossRef]

21. Young, C.L.; Zachary, T.; Robinson, A.S. Recombinant protein expression and purification: A comprehensive review of affinity
tags and microbial applications. Biotechnol. J. 2012, 7, 620–634. [CrossRef] [PubMed]

http://doi.org/10.3390/polym13071105
http://doi.org/10.1007/BF02182240
http://doi.org/10.1016/j.jchromb.2016.01.058
http://www.ncbi.nlm.nih.gov/pubmed/26974869
http://doi.org/10.1177/146642407309300608
http://doi.org/10.3389/fbioe.2021.650598
http://doi.org/10.1016/j.biomaterials.2004.09.062
http://doi.org/10.1039/C7CP06063G
http://www.ncbi.nlm.nih.gov/pubmed/29235592
http://doi.org/10.1515/hsz-2016-0204
http://doi.org/10.1080/10826068.2019.1709979
http://doi.org/10.11113/mjfas.v16n4.1915
http://doi.org/10.1116/1.4978435
http://doi.org/10.3390/biom9090502
http://doi.org/10.33549/physiolres.933980
http://www.ncbi.nlm.nih.gov/pubmed/30379553
http://doi.org/10.1016/j.foodhyd.2016.03.015
http://doi.org/10.1007/s12010-009-8734-5
http://www.ncbi.nlm.nih.gov/pubmed/19701728
http://doi.org/10.1063/1.4984788
http://doi.org/10.1016/j.pep.2011.08.021
http://doi.org/10.1002/biot.201100155
http://www.ncbi.nlm.nih.gov/pubmed/22442034


Gels 2022, 8, 66 11 of 11

22. Xiong, J.-Y.; Narayanan, J.; Liu, X.-Y.; Chong, T.K.; Chen, S.B.; Chung, T.-S. Topology Evolution and Gelation Mechanism of
Agarose Gel. J. Phys. Chem. B 2005, 109, 5638–5643. [CrossRef]

23. Lee, K.Y.; Mooney, D.J. Alginate: Properties and biomedical applications. Prog. Polym. Sci. 2012, 37, 106–126. [CrossRef] [PubMed]
24. He, X.; Liu, Y.; Li, H.; Li, H. Single-stranded structure of alginate and its conformation evolvement after an interaction with

calcium ions as revealed by electron microscopy. RSC Adv. 2016, 6, 114779–114782. [CrossRef]
25. Rosiak, P.; Latanska, I.; Paul, P.; Sujka, W.; Kolesinska, B. Modification of Alginates to Modulate Their Physic-Chemical Properties

and Obtain Biomaterials with Different Functional Properties. Molecules 2021, 26, 7264. [CrossRef] [PubMed]
26. Abasalizadeh, F.; Moghaddam, S.V.; Alizadeh, E.; Akbari, E.; Kashani, E.; Fazljou, S.M.B.; Torbati, M.; Akbarzadeh, A. Alginate-

based hydrogels as drug delivery vehicles in cancer treatment and their applications in wound dressing and 3D bioprinting. J.
Biol. Eng. 2020, 14, 8, Correction in 2020, 14, 17. [CrossRef]

27. Kulanthaivel, S. Cobalt doped nano-hydroxyapatite incorporated gum tragacanth-alginate beads as angio-genic-osteogenic
cell encapsulation system for mesenchymal stem cell based bone tissue engineering. Int. J. Biol. Macromol. 2021, 179, 101–115.
[CrossRef]

28. Zhang, X.; Lin, X.; Ding, H.; He, Y.; Yang, H.; Chen, Y.; Chen, X.; Luo, X. Novel alginate particles decorated with nickel
for enhancing ciprofloxacin removal: Characterization and mechanism analysis. Ecotoxicol. Environ. Saf. 2019, 169, 392–401.
[CrossRef]

29. Liu, C.; Tao, Y.; Xu, Y.; Liu, Y.; Zhu, P.; Wang, Y. Effect of Bio-Based Cobalt Alginate on the Fire Safety and Mechanical Properties
for Epoxy Resin. Macromol. Mater. Eng. 2021, 306, 2100466. [CrossRef]

30. Dalal, S.; Smita, R.; Guptam, M.N. Single-step purification of recombinant green fluorescent protein on expanded beds of
immobilized metal affinity chromatography media. Biochem. Eng. J. 2008, 42, 301–307. [CrossRef]

31. Silverio, G.B.; Sakanaka, L.S.; Alvim, I.D.; Shirai, M.; Grosso, C.R.F. Production and characterization of alginate microparticles
obtained by ionic gelation and electrostatic adsorption of concentrated soy protein. Ciência Rural 2018, 48. [CrossRef]

32. Paques, J.P.; van der Linden, E.; van Rijn, C.J.; Sagis, L.M. Preparation methods of alginate nanoparticles. Adv. Colloid Interface Sci.
2014, 209, 163–171. [CrossRef] [PubMed]

33. Tam, S.; Bilodeau, S.; Dusseault, J.; Langlois, G.; Hallé, J.-P.; Yahia, L. Biocompatibility and physicochemical characteristics of
alginate–polycation microcapsules. Acta Biomater. 2011, 7, 1683–1692. [CrossRef]

34. Genchi, G.; Carocci, A.; Lauria, G.; Sinicropi, M.S.; Catalano, A. Nickel: Human Health and Environmental Toxicology. Int. J.
Environ. Res. Public Health 2020, 17, 679. [CrossRef] [PubMed]

35. Ahlström, M.G. Nickel allergy and allergic contact dermatitis: A clinical review of immunology, epidemiology, exposure, and
treatment. Contact Dermat. 2019, 81, 227–241. [CrossRef] [PubMed]

36. Leyssens, L.; Vinck, B.; Van Der Straeten, C.; Wuyts, F.; Maes, L. Cobalt toxicity in humans—A review of the potential sources and
systemic health effects. Toxicology 2017, 387, 43–56. [CrossRef]

37. Cannella, V.; Altomare, R.; Chiaramonte, G.; Di Bella, S.; Mira, F.; Russotto, L.; Pisano, P.; Guercio, A. Cytotoxicity Evaluation of
Endodontic Pins on L929 Cell Line. BioMed Res. Int. 2019, 2019, 3469525. [CrossRef]

38. Chen, L.; Zhang, Y.; Liu, J.; Wei, L.; Song, B.; Shao, L. Exposure of the murine RAW 264.7 macrophage cell line to dicalcium silicate
coating: Assessment of cytotoxicity and pro-inflammatory effects. J. Mater. Sci. Mater. Med. 2016, 27, 59. [CrossRef]

39. Stepanenko, O.V.; Verkhusha, V.V.; Kazakov, V.I.; Shavlovsky, M.M.; Kuznetsova, I.M.; Uversky, V.N.; Turoverov, K.K. Comparative
Studies on the Structure and Stability of Fluorescent Proteins EGFP, zFP506, mRFP1, “dimer2”, and DsRed1. Biochemistry
2004, 43, 14913–14923. [CrossRef]

40. Stavaru, C.; Onu, A.; Lupulescu, E.; Tucureanu, C.; Rasid, O.; Vlase, E.; Coman, C.; Caras, I.; Ghiorghisor, A.; Berbecila, L.; et al.
Technology transfer of oil-in-water emulsion adjuvant manufacturing for pandemic influenza vaccine production in Romania:
Preclinical evaluation of split virion inactivated H5N1 vaccine with adjuvant. Hum. Vaccines Immunother. 2016, 12, 1009–1026.
[CrossRef]

41. Zhang, D.; Guo, Y.; Zhao, Y.; Yu, L.; Chang, Z.; Pei, H.; Huang, J.; Chen, C.; Xue, H.; Xu, X.; et al. Expression of a recombinant
FLT3 ligand and its emtansine conjugate as a therapeutic candidate against acute myeloid leukemia cells with FLT3 expression.
Microb. Cell Factories 2021, 20, 67. [CrossRef] [PubMed]

42. Vadana, M.; Cecoltan, S.; Ciortan, L.; Macarie, R.D.; Tucureanu, M.M.; Mihaila, A.C.; Droc, I.; Butoi, E.; Manduteanu, I. Molecular
mechanisms involved in high glucose-induced valve calcification in a 3D valve model with human valvular cells. J. Cell. Mol.
Med. 2020, 24, 6350–6361. [CrossRef] [PubMed]

http://doi.org/10.1021/jp044473u
http://doi.org/10.1016/j.progpolymsci.2011.06.003
http://www.ncbi.nlm.nih.gov/pubmed/22125349
http://doi.org/10.1039/C6RA22212A
http://doi.org/10.3390/molecules26237264
http://www.ncbi.nlm.nih.gov/pubmed/34885846
http://doi.org/10.1186/s13036-020-0227-7
http://doi.org/10.1016/j.ijbiomac.2021.02.136
http://doi.org/10.1016/j.ecoenv.2018.11.044
http://doi.org/10.1002/mame.202100466
http://doi.org/10.1016/j.bej.2008.07.010
http://doi.org/10.1590/0103-8478cr20180637
http://doi.org/10.1016/j.cis.2014.03.009
http://www.ncbi.nlm.nih.gov/pubmed/24745976
http://doi.org/10.1016/j.actbio.2010.12.006
http://doi.org/10.3390/ijerph17030679
http://www.ncbi.nlm.nih.gov/pubmed/31973020
http://doi.org/10.1111/cod.13327
http://www.ncbi.nlm.nih.gov/pubmed/31140194
http://doi.org/10.1016/j.tox.2017.05.015
http://doi.org/10.1155/2019/3469525
http://doi.org/10.1007/s10856-016-5668-7
http://doi.org/10.1021/bi048725t
http://doi.org/10.1080/21645515.2015.1111495
http://doi.org/10.1186/s12934-021-01559-6
http://www.ncbi.nlm.nih.gov/pubmed/33691697
http://doi.org/10.1111/jcmm.15277
http://www.ncbi.nlm.nih.gov/pubmed/32307869

	Introduction 
	Results and Discussion 
	Characterization of Alginate Hydrogels 
	Cytotoxicity Assessment of Alginate Hydrogels 
	Alginate Hydrogels Specific Binding of Proteins 

	Conclusions 
	Materials and Methods 
	Materials 
	Alginate Hydrogel Synthesis 
	Cell Culture and Cytotoxicity Assay 
	Specific His-Tagged Protein Binding Assessment 
	Protein Binding Capacity Assay 
	Optical and Fluorescence Imaging Investigation of Dried or Lyophilized Hydrogels 
	AFM Surface Characterization 

	References

