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Abstract: The present study investigated the possibility of
complete utilization of eggshell waste (ESW) transforming
it to adherent egg white protein solution, calcium chloride
dihydrate, and eggshell membranes (ESM). Adherent egg
white protein solutionwas obtained by washing ESW three
times with distilled water at 25°C, followed by filtration, and
analyzed for the protein content and lysozyme activity.
ESM and calcium chloride were obtained simultaneously
by the exposure of washed eggshells to 5% hydrochloric
acid treatment at 25°C for 3 h, followed by separation by
filtration. The separated ESMwere washed, dried, andmilled
to powder and analyzed for protein and lipid content. The

calcium chloride solution was exposed to the neutralization
of excess hydrochloric acid by calcium hydroxide, followed
by evaporation to one-tenth of volume. Calcium chloride
crystals were precipitated from the concentrated solution
with acetone, separated by filtration, dried at 110°C, and
analyzed for chemical composition and purity. The obtained
results revealed that 100 g of ESW can be transformed to
1.61 ± 0.34g of adherent white proteins containing 485,821 U
of lysozyme activity, 2.84 ± 0.16 g of ESM powder, and
108.74 ± 3.62 g of calcium chloride dihydrate of high purity.

Keywords: eggshell waste utilization, adherent egg white
proteins, eggshell membranes, calcium chloride, lysozyme

1 Introduction

One of the greatest problems worldwide is the enormous
accumulation of waste of all kinds, and among them are
those from the agri-food industry whose accelerated devel-
opment caused by exponential population growth and
concomitant increased demand for food, results in the
generation of large amounts of waste. However, agri-
food industry waste is not just a waste that can be simply
discarded, since it presents a source of high-value biocom-
ponents that can be used as secondary raw materials for
the production of various high-value-added products such
as chemicals, fine chemicals, nutraceuticals, pharmaceu-
ticals, enzymes, etc. [1–3]. However, the implementation
of the proposed waste management models is still not
efficient in terms of significantly reducing the amount of
waste generated in the agri-food industry. The reason for
this lies in the fact that different ways of waste utilization
are still far from the “zero waste”model, which is the main
challenge of sustainable waste management and the foun-
dation of the circular bio-economy.

Among the various wastes produced in the agri-food
industry, eggshell waste (ESW) is prominent. A total of
1,141 scientific papers related to the possibilities of using
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ESW have been published in the WoS CC database from
1973 until today, with over 100 published papers recorded
annually, starting from 2018.

Based on the annual worldwide production of hen
eggs of 78,949,623 t and 7,770,000 t in the European
Union in 2018 [4], and the fact that eggshells comprise
about 10–11% of egg mass [5–7], it can be estimated that
at least 7,894,962 t of ESW is generated annually world-
wide of which 777,000 t is in the European Union. Depen-
dent on its production origin and legal regulations, ESW
can be classified into two basic groups: municipal waste
and by-products of animal origin, category 3, which is not
intended for human consumption. Regardless of whether
it is a by-product of animal origin or municipal waste, the
majority of ESW unfortunately end up in landfills, addi-
tionally burdening the environment. However, if one con-
siders the data on the chemical composition of ESW
[6,8–10], it is clear that it is a valuable raw material for
the production of a whole range of different products,
such as eggshell membranes (ESM), various calcium
salts, collagen, hyaluronic acid, bioplastic, etc. This is
supported by numerous studies and patents on its utili-
zation [6–8,11–15]. Besides the numerous products that
can be derived from ESW and used for various biotech-
nological applications (among them are the catalysts for
biodiesel production or adsorbent for wastewater treat-
ment [11]), the production of high-value-added products
from ESW is more oriented toward “zero-waste” model is
still of great interest.

The majority of the abovementioned patents and
scientific articles dealing with the production of high-
value-added products from ESW are oriented toward
the production of a single product, thereby resulting in
unused waste streams containing valuable components
of ESW. Among them, the production of various calcium
salts from ESW results in the discarding of adherent egg
white proteins and ESM.

In this respect, we have investigated the possibility of
complete utilization of ESW for the simultaneous produc-
tion of adherent egg white proteins as a possible source
for the production of lysozyme, ovalbumin, and ovotrans-
ferrin; ESM as potential food/pharmaceutical/medical
supplement; and calcium chloride as potential food-grade
additive. We carefully designed the transformation process
oriented toward the “zero-waste” model, where each part
of the ESWwas used (adherent egg white proteins, calcified
matrix, eggshell membranes) and each production stream
during the transformation was examined on the selected
parameters.

2 Materials and methods

2.1 Materials and chemicals

ESW was collected from households and local restaurants
from the city of Osijek, Croatia, and kept frozen in herme-
tically sealed plastic containers at −20°C until further use.

Hydrochloric acid, sulfuric acid, and chloroform were
purchased fromCarlo Erba (France), while acetone, copper
(II) sulfate pentahydrate, and sodium chloride from Gram-
Mol d.o.o. (Croatia). Calcium hydroxide and calconcar-
boxylic acid were obtained for Acros Organics (Spain),
sodium hydroxide and ammonium sulfate from Kemika
(Croatia), and ethylenediaminetetraacetic acid disodium
salt from Fischer Scientific (UK). Bradford reagent was
purchased from Bio-Rad (Germany), sodium sulfate from
Lach-Ner (Czech Republic), and egg white lysozyme and
Micrococcus lysodeikticus from Sigma-Aldrich (USA). Glycine,
glycerol, bromophenol blue, acrylamide, N,N′-methylenebisa-
crylamide, ammonium persulfate, N,N,N′,N′-tetramethylethy-
lenediamine, sodium dodecyl sulfate, and Coomassie
Brilliant Blue G-250 were purchased from Serva (Germany),
and LMW-SDS protein standards were from Cytiva (USA).

2.2 Chemical analysis of ESW

The ESW collected from households and local restau-
rants, as well as those prepared by washing with distilled
water 3 × 30min, was examined for basic chemical com-
position, including the dry matter, protein, lipid, and cal-
cium carbonate. The dry matter content was determined
by drying the ESW at 100°C until a constant mass was
obtained. The protein and the lipid contents were deter-
mined by the Kjeldahl method [16,17] and the Folch
method [18], respectively; calcium carbonate was deter-
mined by complexometric titration using 25mM EDTA-2Na
as a titrant and calconcarboxylic acid as an indicator.

2.3 Production of adherent egg white
protein solutions, ESM, and calcium
chloride

The production of adherent egg white protein solutions,
ESM, and eggshell-derived calcium chloride is shown in
Figure 1.
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Figure 1: Flow diagram of the proposed procedure for complete utilization of ESW.
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The preparation of adherent egg white protein solu-
tions included 3 × 30min washing of 90 g of ESW with
900mL of distilled water on an orbital shaker IKA KS 260
basic (IKA, Germany) set at 250 rpm·min−1. Each of the protein
solutions obtained after washing was successively filtered
through filter paper Whatman 114 followed by Whatman 1.
The clear protein solution obtained was used for the analysis
of protein content and lysozyme activity.

ThewashedESWobtained after three steps ofwashingwas
mixed with 1,350mL of 5% hydrochloric acid. Simultaneously,
calcium chloride and ESMwere mixed in a magnetic stirrer
(LLG, Germany) set at 500 rpm·min−1 for 3 h at room tem-
perature. The end of the production process was noted
by the absence of foam on the surface of the solution
and the absence of any eggshell particles in the solution.
After the complete conversion of calcium carbonate to cal-
cium chloride in the ESW, ESM were separated from the
calcium chloride solution by filtration through a plastic
mesh screen of 1mm pore size.

The obtained ESM were washed with distilled water
3 × 15 min on an orbital shaker (IKA, Germany) set at
250 rpm·min−1, followed by washing with acetone for
10 min under the same shaking conditions. After separa-
tion from acetone, the membranes were dried between 18
and 24 h at 60°C in a thermostatic incubator (Heraeus,
Germany). Afterward, the dried ESM were milled using a
laboratory mill IKA MF 10.1 (IKA, Germany), equipped
with a 0.5 mm pore size sieve, at a speed rotation of
4,500 rpm. They were then kept in closed plastic con-
tainers until analysis. A small amount of raw egg-shell
membranes was also prepared for comparison. In this
case, ESM were separated manually by forceps from the
washed ESW, dried between 18 and 24 h at 60°C, and
milled with a laboratory mill IKA MF 10.1.

The eggshell-derived calcium chloride solution obtained
after separation from the ESM was subjected to two succes-
sive steps of vacuum filtration through filter paperWhatman
114 followed by Whatman 1; a clear solution was thus
obtained. Excess hydrochloric acid in the clarified calcium
chloride solution was neutralized by the addition of calcium
hydroxide. Ca(OH)2 was added slowly with continuous
mixing of the solution on a magnetic stirrer set at
500 rpm·min−1 until all calcium hydroxide was dissolved
and the pH of the solution reached 7. Afterward, mixing
was shut off and the solution was left to stand for 30 min
for organic matter flocculation. The calcium chloride solu-
tion was separated from the flocculated matter by vacuum
filtration through filter paper Whatman 1, followed by cal-
cium chloride solution evaporation to 1/10th of the volume
on a magnetic stirrer, equipped with a temperature probe
for heating. The concentrated solution of the eggshell-

derived calcium chloride was left to cool to room tempera-
ture. Then, three volumes of acetone were added to pre-
cipitate the calcium chloride from the saturated solution.
The calcium chloride precipitate was separated from the
rest of the liquid by vacuum filtration through filter paper
Whatman 1 and dried at 110°C for 5 h in a heating oven
(Memmert, Germany); white, hard deliquescent fragments
were obtained. The fragments were ground in amortar and
pestle to obtain a white powder of calcium chloride, which
was stored in sealed plastic containers until analysis.

The process of calcium chloride production was mon-
itored by determining the protein and calcium content in
the solution. The protein content was determined by the
Bradford method [19], and calcium was determined by
complexometric titration using 25mM EDTA-2Na as a
titrant and calconcarboxylic acid as an indicator.

2.4 Chemical and biochemical analysis of
the adherent egg white protein solution

The protein content in the prepared adherent egg white
protein solution was determined by the Bradford method
[19], while lysozyme activity was determined by contin-
uous turbidimetric assay [20].

SDS-PAGE in 15% T polyacrylamide gels was per-
formed on a vertical Hoefer SE 600 Ruby electrophoresis
unit, with effective cooling at 15°C maintained by a
Thermostatic circulator (Cytiva, USA). Proteins in two
parallel gels were separated for 5 h at a nominal voltage
of 600 V and a current of 60mA [21]. The protein bands
were stained using the method of Neuhoff et al. [22].

2.5 Characterization of ESM

Chemical analysis of the produced ESM included determining
the dry matter, total protein, and lipid content using the same
methods as previously mentioned for the analysis of ESW.

FTIR-ATR analysis of the milled raw and HCl-derived
ESM was performed on a Cary 630 FTIR ATR spectrometer
(Agilent, USA) in the range 650–4,000 cm−1. SEM ana-
lysis of the raw and HCl-derived ESM was performed on
a Hitachi TM 3030 electron microscope (Hitachi, Japan).

2.6 Characterization of eggshell-derived
calcium chloride

The dry matter content of the calcium chloride powder
was determined by drying at 105°C until a constant mass,
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while the calcium content was determined by complexo-
metric titration using 25 mM EDTA-2Na as a titrant and
calconcarboxylic acid as an indicator.

The soluble protein content prepared in a 10% cal-
cium chloride solution was determined by the Bradford
method [19]. The prepared 10% calcium chloride solution
was also used for pH measurement. The solubility of egg-
shell-derived calcium chloride was determined according
to Domrongpokkaphan and Khemkhao [23].

The free alkali in the produced calcium salts, as well
as magnesium and alkali salts, was determined according
to FAO [24], and the fluoride content was determined by
the ion-selective electrode method [25]. As, Pb, and Hg
contents in the eggshell-derived calcium chloride were
determined by the ICP-MS technique, which was per-
formed by an external accredited laboratory.

FTIR-ATR analysis of the commercially available cal-
cium chloride anhydrous, calcium chloride dihydrate,
and ESW-derived calcium chloride was performed on a
Cary 630 FTIR ATR spectrometer (Agilent, USA) in the
range 650–4,000 cm−1.

XRDmeasurement of ESW-derived calcium chloride was
performed using a powder X-ray diffractometer (Malvern
Panalytical, Netherlands) with Cu-Kα radiation at a scan
rate of 2°·min−1.

3 Results

The present study investigated the possibility of complete
utilization of ESW for the production of adherent egg
white proteins, ESM, and calcium chloride (ESW-CaCl2)
(Figure 1), with ESW-CaCl2 as a potential food-grade
additive. The first step in the process development was
the analysis of the chemical composition of ESW. This
was followed by a carefully designed transformation pro-
cess oriented toward a “zero-waste” model, where each
part of ESW was used (adherent egg white proteins, calci-
fied matrix, eggshell membranes) and each production
stream during the transformation process was examined
on the selected parameters.

3.1 Chemical composition of ESW

The basic chemical compositions of originally collected
ESW and ESW devoid of adherent egg white proteins
(washed eggshells) are shown in Table 1. Calcium carbo-
nate was found to be a major component of both the

examined ESWs (>92%), followed by proteins, while the
lipid content was found to be less than 0.5%. The origin-
ally collected ESW contained about 85% of dry matter.
The greatest difference between the examined ESW sam-
ples was in the protein content; the washed eggshells
contained almost half of the proteins less than the origin-
ally collected ESW. This was expected since the use of the
liquid part of hen eggs for various food preparations
results in waste eggshells that contains a sticky layer of
adherent egg white proteins, which was removed during
ESW washing with distilled water.

The obtained data on the calcium carbonate, protein,
and lipid contents of the examined ESWs were well in
accordance with the literature reports of Waheed et al.
[8], Ray et al. [9], and Walton et al. [10].

3.2 Adherent egg white proteins of ESW

The washing of ESWwith distilled water was the first step
in ESW utilization (Figure 1). After two successive filtra-
tions, clear solutions of egg white proteins obtained were
examined for the protein content and lysozyme activity
(Table 2).

Table 1: Chemical composition of ESW1

Content Eggshells Washed eggshells2

Dry matter (g·100 g−1) 85.00 ± 2.31 99.50 ± 0.03
Proteins (g·100 gd.w.b.

−1)3 6.64 ± 0.41 3.87 ± 0.24
Lipids (g·100 gd.w.b.

−1) 0.35 ± 0.05 0.44 ± 0.06
CaCO3 (g·100 gd.w.b.

−1) 92.88 ± 0.29 93.99 ± 0.74

1Resulta are presented as mean ± standard deviation of six inde-
pendent determinations. 2Washed eggshells were dried for 24 h at
60°C. 3d.w.b., dry weight basis.

Table 2: Protein content and lysozyme activity in water extracts
obtained after ESW washing with distilled water

Washing step Protein content
(mg·g ESW−1)1,2

Lysozyme activity
(U·g ESW−1)1,2

First washing 14.88 ± 3.22 3,324.34 ± 983.34
Second
washing

1.06 ± 0.34 873.43 ± 318.79

Third washing 0.15 ± 0.14 387.15 ± 182.14
Total 16.10 ± 3.44 4,585.21 ± 1,251.84

1Results are presented as mean ± standard deviation of three inde-
pendent determinations, each performed in triplicate. 2ESW, egg-
shell waste; per 1 g of ESW.
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The majority of proteins (92%) and lysozyme (72%)
were removed from ESW during the first washing, while
with the two next washing steps complete removal of
adherent egg white proteins occurred. The total amount
of adherent egg white proteins extracted from ESW during
three washing steps was 16.1 mg per 1 g of ESW (∼1.6%),
containing 4,585 U of lysozyme activity per 1 g of ESW.
This indicated that a small portion of egg white proteins
was inevitably lost during egg breaking and subsequent
ESW disposal.

When the data on the total amount of proteins extracted
by washing (Table 2) are compared with the estimated
amount of adherent egg white proteins calculated as the
difference of the protein content in the originally collected
ESW and washed ESW (Table 1), a somewhat lower amount
of proteins was detected in protein solutions. This was
expected since the Bradford method [19] detects proteins
in solutions by the dye binding to basic and aromatic amino
acid side chains of proteins, while the Kjeldahl method
detects all amino-containing compounds within the sample,
including amino sugars. It is well known that some of the
egg white proteins are glycoproteins whose carbohydrate
structure contains amino sugars [26]. Therefore, it is not

surprising that a greater amount of proteins was detected
by the Kjeldahl method.

While the data on the protein content and lysozyme
activity in the protein solution after ESW washing indi-
cated that the adherent egg white proteins has been
removed from ESW, it was necessary to prove that it
belongs to the egg white proteins. Therefore, SDS-PAGE
analysis of proteins in solutions after ESW washing and
of egg white proteins was performed (Figure 2).

SDS-PAGE analysis (Figure 2) revealed an identical
pattern of proteins present in the water solution after
ESW washing and proteins present in the egg white.
The protein band intensities of the second washing step
were much lower and can be attributed to the protein
load, especially if one considers that the amount of pro-
teins in solutions of the second ESW washing was about
14-fold lower than that in solutions of the first ESW
washing (Table 2). Nevertheless, SDS-PAGE analysis con-
firmed that proteins in solution after ESW washing are of
egg white protein origin.

Based on all the aforementioned results, it can be
safely concluded that ESW contains a small portion of
adherent egg white proteins whose presence should not

Figure 2: SDS-PAGE (15% T) of adherent egg white proteins extracted during washing of ESW.: lines 1, 2, 10, 11 – low molecular weight
protein standards; lines 3, 5, 7 – adherent egg white proteins of three independent production processes (first washing); lines 4, 6, 8 –
adherent egg white proteins of three independent production processes (second washing); line 9 – proteins of egg white.
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be neglected, especially if one considers the possibility of
the production of high-value-added purified proteins such
as lysozyme, ovalbumin, and ovotransferrin.

3.3 Characterization of HCl-derived ESM

ESM produced by 5% hydrochloric acid treatment of the
washed ESWwere (after separation from the calcium chloride
solution) washed with distilled water and acetone, and sub-
sequently, dried at 60°C. The dry membranes (Figure 3) were
then milled to granulation ≤0.5mm and used for analysis.

Hydrochloric acid treatment of the washed ESW
yielded 2.84 ± 0.16 g of ESM per 100 g of originally
used ESW. To the best of our knowledge, this is the first
report on the yield of ESM produced by the acid treat-
ment of ESW, so far. However, it should be pointed out
that the yield of ESM-HCl found in this research was
much lower than the yield (6–10%) reported in the
patents of Thoroski [27] and MacNeil [28], where ESM
were produced without acid treatment.

Torres-Mansilla and Delgado-Mejía [29] indicated that
exposure of ESW to 5% hydrochloric acid might lead to
some chemical and physical changes in ESM; therefore, a
small amount of raw ESM was prepared by peeling it off
from washed ESW and was used for comparison after
drying.

Table 3 shows the chemical composition of raw and
5% HCl-produced ESM. Both ESM contained a similar
amount of dry matter and lipids but differed in their pro-
tein content. The HCl-derived ESM contained a greater
amount of proteins than the raw ESM and be attributed

to the acid treatment during membrane production. The
higher amount of proteins found in HCl-derived ESM was
probably caused by the extraction and/or partial hydro-
lysis of the non-proteinaceous organic matter.

SEM analysis of raw and HCl-derived ESM (Figure 4)
partially supported the abovementioned observation. The
three-dimensional network of protein fibrils seemed less
uniform, more loosened with thinner protein fibrils, and
greater pore sizes in HCl-derived ESM than in raw ones,
indicating the extraction of some organic matter during
HCl treatment. On the micrographs presented in Figure
4a and b, it can be observed that the raw ESM have a
relatively uniform tubular structure with a diameter ran-
ging from 2 to 4 µm; however, in the case of HCl-derived
ESM, this structure is eroded with HCl treatment and the
morphology loses uniformity (Figure 4c and d). In addition,
the presence of small white particles embedded within the
surface of raw ESM indicates the presence of calcium car-
bonate particles, which were obviously stripped off from the
eggshells during the manual separation of ESM.

In order to further elucidate the observed differences
in the protein content between the raw and HCl-derived
ESM, as well as to pinpoint the non-proteinaceous organic

Figure 3: ESM produced after drying (a) and milling (b). (a) Pieces of dry ESM; (b) ESM milled to a size of 0.5 mm.

Table 3: Chemical composition of ESM1

Content ESM-Raw ESM-HCl

Dry matter (g·100 g−1) 91.45 ± 0.36 92.17 ± 0.39
Proteins (g·100 gd.w.b.

−1)2 84.26 ± 0.77 97.03 ± 1.57
Lipids (g·100 gd.w.b.

−1) 0.57 ± 0.06 0.56 ± 0.11

1Results are presented as mean ± standard deviation of five inde-
pendent determinations. 2d.w.b., dry weight basis.
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matter that has been probably extracted during hydro-
chloric acid treatment, FTIR-ATR analysis of raw and
HCl-derived ESM was performed. The FTIR-ATR spectra of
raw and HCl-derived ESM are shown in Figure 5. Both ESM
show an identical position of absorption bands attributable to
the constitutive proteins, polysaccharides, glycosaminoglycans,

and lipids. The band centered at 3,306 cm−1 could be assigned
to N–H and O–H stretching vibrations in proteins and
polysaccharides, the band at 2,911 cm−1 could be assigned
to the C–H stretching vibration in lipids, and the bands at
1,640 cm−1 could be assigned not only to C]O and C–N
stretching vibrations of the amide bonds present in pro-
teins, including collagen fibers, but also to the amide
bonds present in glycosaminoglycans containing N-acetyl-
glucosamine and N-acetyl-galactosamine including hya-
luronic acid; however, the band centered at 1,513 cm−1

was solely attributable to the N–H deformation and C–N
stretching vibration of amide bonds present in the pro-
teins. The band centered at 1,152 cm−1 could be assigned
to the C–O stretching vibrations in proteins and carbohy-
drates, while the bands present in the region from 1,077
to 995 cm−1 could be assigned to the C–O stretching
vibration in polysaccharides [30–33]. The majority of
the observed bands were more intense in the FTIR-ATR
spectra of raw ESM than those in the HCl-derived ESM,
except the bands detected at 1,640 and 1,513 cm−1. All these
implied that polysaccharides were probably the major non-
proteinaceous organic matter that was extracted from ESM
during the hydrochloric acid treatment of ESW. On the other
hand, increased intensities of bands detected at 1,640 and
1,513 cm−1 in HCl-derived ESM confirmed the higher amount
of proteins detected in ESW-HCl (Table 3). Similar findings

Figure 4: SEM micrographs of ESM. (a and b) Raw ESM. (c and d) ESM prepared by hydrochloric acid solvation of ESW.

Figure 5: FTIR-ATR of eggshell membranes. ESM-raw – raw eggshell
membranes; ESM-HCl – eggshell membranes prepared by hydro-
chloric acid solvation of ESW.
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on the effect of hydrochloric acid on FTIR-ATR spectra of ESM
were reported by Torres-Mansilla and Delgado-Mejía [29].

Hence, it can be concluded that about 2.8 g of ESM
enriched in proteins can be produced from 100 g of ESW
by the hydrochloric acid treatment of washed ESW. This
is quite important, especially in considering the positive
effect of ESM consumption on the alleviation of joint
pains, as reported by Kiers and Bult [34].

3.4 Production and characterization of
eggshell-derived calcium chloride

The production of calcium chloride from ESW (Figure 1)
was started by mixing washed ESW and 5% hydrochloric
acid in a ratio of 1:15, where the estimated molar ratio of
ESW calcium carbonate/HCl was 1:2.55. It should be
pointed out that HCl was present in excess in order to
ensure the complete conversion of ESW calcium carbo-
nate to calcium chloride. The process of complete con-
version of ESW calcium carbonate to calcium chloride
lasted approximately 3 h, and the end could be noticed
by the absence of foam on the surface of the solution and
by the lack of any eggshell particles in the solution. Fol-
lowing the separation from ESM and two successive fil-
trations, the solution was subjected to neutralization of
excess HCl by the addition of calcium hydroxide and sub-
sequent organic matter flocculation, which was removed
from the solution by filtration. The prepared calcium
chloride solution was evaporated to 1/10th of the volume,
cooled to room temperature, and mixed with acetone in a
volume ratio of 1:3 in order to precipitate calcium chloride.
The precipitated calcium chloride was separated by filtra-
tion and dried at 110°C for 5 h, milled in mortar and pestle,
and the white calcium chloride powder obtained was
stored in tightly closed containers until analysis.

The production process was performed in three inde-
pendent batches, and each batch was monitored by
determining the calcium and protein concentrations in
calcium chloride solutions.

Table 4 shows the changes in the calcium chloride
concentration in solutions during the production process,
as well as the CaCl2 yield expressed per dry weight basis
of ESW. After the complete conversion of eggshell calcium
carbonate to calcium chloride, the CaCl2 concentration in
solution was 59.18 g·L−1, and it increased to 74.61 g·L−1
upon neutralization of excess HCl with Ca(OH)2. This
CaCl2 increase was expected since the reaction between
the excess HCl and Ca(OH)2 would result in the formation
of CaCl2 as a product. Consequently, the CaCl2 yield increased

from 101.33% to 131.92%. The evaporation of the calcium
chloride solution to 1/10th of the volume did not change
the yield but the calcium chloride concentration was almost
10-fold higher than what was expected.

A small amount of proteins was found in the calcium
chloride solution after the complete conversion of egg-
shell calcium carbonate to calcium chloride (Table 5).
These proteins originated from the eggshell matrix
proteins, which were released into the solution during
eggshell solvation by 5% HCl but were removed in sub-
sequent production steps. The neutralization of calcium
hydroxide and subsequent evaporation resulted in the
almost complete removal of proteins present in calcium
chloride solutions. In the end, the concentration of pro-
teins present in the concentrated solution of calcium
chloride was around 0.03 g·L−1.

The production of powdered calcium chloride from
ESW was found to be quite satisfying with an average
yield of 108.74 ± 3.62 g of calcium chloride per 100 g of
wet weight of ESW. Therefore, it was of interest to char-
acterize the calcium chloride produced and to determine
whether it meets the criteria as an additive prescribed by

Table 4: Calcium chloride concentration and yield in solution during
production1

Production step γ (calcium
chloride) (g·L−1)

Yield (%)2

5% HCl solvation 59.18 ± 1.71 101.33 ± 2.50
Ca(OH)2 neutralization 74.61 ± 2.73 131.92 ± 2.63
Evaporation to 1/10th of
the solution volume

730.89 ± 18.92 129.03 ± 4.95

1Results are presented as mean ± standard deviation of three inde-
pendent production processes, each performed in triplicate. 2Yield
is expressed as per dry weight basis of ESW.

Table 5: Changes in the protein concentration during the production
of eggshell-derived calcium chloride1

Production step γ
(proteins)
(g·L−1)

Protein
removal (%)2

5% HCl solvation 0.35 ± 0.04 —
Ca(OH)2 neutralization 0.11 ± 0.01 67.06 ± 4.10
Evaporation to 1/10 of
solution volume

0.03 ± 0.01 98.99 ± 0.46

1Results are presented as mean ± standard deviation of three inde-
pendent production processes, each performed in triplicate.
2Expressed as the ratio of the protein content present in the solu-
tion and protein content in the solution after 5% HCl solvation.
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FAO [24,25] and EU [35]. The characterization of eggshell-
derived calcium chloride powder is shown in Table 6.

The obtained white powder of eggshell-derived calcium
chloride contained about 28.37% of calcium, as determined
by complexometric titration, which was slightly higher than
the theoretically calculated amount of calcium (27.26%) in
calcium chloride dihydrate, indicating that the calcium
chloride formed might be in the dihydrate form. The egg-
shell-derived calcium chloride was quite soluble in water
with a solubility of up to 0.8 g per 1mL of water. The pH
value of the 10% solution was about 9.34, while soluble
proteins were only present in traces. The ESW-derived
CaCl2 fully met all prescribed criteria as an additive. Free
alkali was less than 0.074%, which agreed with FAO criteria
[24]; >0.15% was not allowed. The magnesium and alkali
salt contents were about 5-fold and the fluoride content was
about 4-fold lower than those allowed by FAO [24] and EU
[35]. The As, Pb, and Hg contents in the produced eggshell-
derived calcium carbonate were below the defined maximal
values prescribed by EU: As (<3mg·kg−1), Pb (<2mg·kg−1),
and Hg (<1mg·kg−1) [35].

Since the data of complexometric titration indicated
that the produced eggshell calcium chloride might
be in the dihydrate form, the calcium chloride powder
was further analyzed by more sophisticated methods:
FTIR-ATR and X-ray diffraction. The FTIR-ATR spectra
of the three production batches of eggshell-derived cal-
cium chloride are shown in Figure 6. It can be seen that
the produced calcium salts showed almost identical posi-
tions of absorption bands as those of commercially avail-
able calcium chloride anhydrous and calcium chloride
dihydrate, all attributable to the symmetric or asym-
metric O–H stretching in crystalline water (3,485, 3,345,
3,216 cm−1) and H–O–H bending vibration frequency in
crystalline water (1,628, 1,613 cm−1) [36]. The absorption

band intensities of all three production batches of
ESW-CaCl2 were quite similar, indicating the uniformity
of the production process. When FTIR-ATR spectra of the
produced ESW-CaCl2 were compared with the spectra of
commercially available CaCl2 and CaCl2·2H2O, it could be
seen that the ESW-CaCl2 absorption band intensities
were higher than those of CaCl2 anhydrous, and a bit
lower than those of calcium chloride dihydrate bands,
indicating that ESW-derived calcium chloride is prob-
ably in the form of dihydrate.

The XRD analysis, shown in Figure 7, confirmed
that the produced eggshell-derived calcium chloride is

Table 6: Characterization of eggshell-derived calcium chloride

Parameter Value

Dry matter (%) 98.81 ± 0.41
Calcium (%d.w.b.) 28.37 ± 0.43
Solubility in water (g·mL−1) ≤0.8
pH of 10% solution 9.34 ± 0.15
Free alkali (%) <0.074
Soluble proteins (g·100 gd.w.b.

−1) 0.02 ± 0.01
Magnesium and alkali salts (mg·g−1) 9.77 ± 1.99
Fluoride (mg·g−1) <10
As (mg·g−1) <1
Pb (mg·g−1) <1
Hg (mg·g−1) <0.01

d.w.b., dry weight basis.

Figure 6: FTIR-ATR of eggshell-derived calcium chloride. Infrared
spectra of eggshell-derived calcium chloride of the three production
batches are compared with the spectra of commercial calcium
chloride anhydrous and calcium chloride dihydrate.

Figure 7: XRD analysis of ESW-derived calcium chloride.
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predominantly of the dihydrate form. The position and
intensity of the major peaks were identical to those
reported by Garnjanagoonchorn and Changpuak [37],
while the peak sharpness indicated the crystalline state
of eggshell-derived calcium chloride. The identical posi-
tion and similar peak intensities of calcium chloride of
the three production batches confirmed the uniformity of
the production process, while the lack of secondary
phases indicated the high purity of the produced salts.

Based on all the abovementioned results, it can be
safely concluded that about 109 g of calcium chloride
dihydrate of high purity can be produced from 100 g of
the wet weight of ESW by the hydrochloric acid treat-
ment. Moreover, based on the fact that produced salts
fully meet the criteria for calcium chloride as an additive,
the production of calcium chloride dihydrate from ESW
seems quite promising.

Although several reports on the production of cal-
cium chloride from ESW have been already published
[23,37–39], it should be pointed out that the authors did
not use the originally collected ESW per se for the calcium
chloride production but used the dried and milled one.
Moreover, these reports were solely oriented toward cal-
cium chloride production, without analyzing the solution
after ESW washing and information on the concomitant
ESM production. On the contrary, we used originally col-
lected ESW fragments, and after the washing step, we
immediately performed the simultaneous production of
calcium chloride and ESM. Nevertheless, all these reports,
including ours, showed the possibility of calcium chloride
production from ESW by the hydrochloric acid treatment.

When the data on the production yield and charac-
teristics of eggshell-derived calcium chloride dihydrate
are compared with the abovementioned literature reports,
it can be concluded that the calcium chloride produced
in our work was of the highest purity and highest yield.
For example, Garnjanagoonchorn and Changpuak [37]
reported a yield of 90.80%, while Domrongpokkaphan
and Khemkhao [23] reported a yield of 80.35%, which
are lower than the yield of 108.74% obtained in our
research. However, it should be pointed out that the
increased yield of calcium chloride obtained in our work
was obviously due to the neutralization of the excess
hydrochloric acid with calcium hydroxide, which was
not carried out by Garnjanagoonchorn and Changpuak
[37] and Domrongpokkaphan and Khemkhao [23]. Organic
matter flocculation following neutralization of the excess
hydrochloric acid by calcium hydroxide obviously led
to the production of calcium chloride of high purity, as
can be seen in Table 6. In comparison with the data on
the impurity content in calcium chloride in the work of

Garnjanagoonchorn and Changpuak [37], the produced
calcium chloride dihydrate in our work had lower amounts
of magnesium and alkali salts, fluorides, and heavy metals
(calculated as Pb).

4 Discussion

Keeping in mind the current state of ESW utilization/
landfilling, as well as the need/wish for the production
of high-value-added products, we have designed the ESW
transformation process oriented toward “zero-waste”model,
where each part of ESW was used (adherent egg white pro-
teins, calcified matrix, eggshell membranes) and each pro-
duction stream was examined on the selected parameters
(Figure 1).

From 100 g of ESW collected from households and
restaurants, containing 85% of dry matter (Table 1), we
have successfully produced 1.61 g of egg white proteins
present in filtered water solution (Tables 2), 2.84 g of ESM
powder, and 108.74 g of powdered calcium chloride dihy-
drate of additive purity.

It is well known that egg-breaking in households
and restaurants for food production and consumption, and
egg-breaking in plants for the production of liquid
and/or frozen eggs, results in ESW containing a small
amount of egg white visible as a sticky layer associated
with ESM. While the presence of adherent egg white pro-
teins in ESW produced in egg-breaking plants has been
reported by Walton et al. [10], to the best of our knowl-
edge, there are no available data on their composition.
This has been overcome by our research where we have
proved by SDS-PAGE analysis (Figure 2) that adherent egg
white proteins of ESW originate from egg white. Moreover,
a significant activity of egg lysozyme has been detected in
the clarified protein solution (Table 2). The use of egg white
for the production of various purified proteins, including
lysozyme as a high-value-added product, i.e., fine chemi-
cals, has been well established [26,40]. Although the
amount of proteins found in the water solution after
washing ESW with distilled water was low (Table 2), it
seems quite possible that the use of HiTrap ion-exchange
columns used for protein purification [41]might overcome
this problem, simply by concentrating the proteins of
interest. Among proteins present in the clarified adherent
egg white protein solutions, the most prominent are ovo-
transferrin, lysozyme, and ovalbumin, whose cost in the
market of fine chemicals can reach up to 388 € per g of
purified protein [6]. Thus, it seems quite possible that egg
white proteins removed from ESW during washing might
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be used for the production of purified high-value-added
proteins. Nevertheless, further elaboration on the possibi-
lity of their purification from adherent egg white protein
solution obtained after ESW washing is one of the future
investigations of our research group.

The exposure of washed eggshells to 5% hydrochloric
acid treatment at room temperature resulted in the sub-
sequent production of calcium chloride and ESM.

Hydrochloric acid-derived ESM differed from the raw
ones both by chemical composition (Table 3) and phy-
sical characteristics (Figures 4 and 5). HCl-derived ESM
contained a greater amount of proteins (Table 3) and
possessed thinner protein fibrils in the 3-D protein net-
work compared to the raw ones (Figure 5). The differ-
ences between raw and HCl-ESM were caused by the
hydrochloric acid treatment where complete conversion
of eggshell calcium carbonate to calcium chloride was
obtained, and concomitant extraction and/or hydrolysis of
constitutive ESM polysaccharides by HCl occurred, which
was observed by FTIR-ATR analysis (Figure 4). While the
yield of HCl-derived ESM was lower than the reported yield
of membranes produced without acid treatment [27,28], the
positive effect of ESM on human health [12,34] and quite
promising use of ESM as carriers for enzyme immobilization
[7] justifies their production.

Calcium chloride dihydrate was the major product of
the designed ESW utilization process. The white powder
of eggshell-derived calcium chloride was predominantly
in the dihydrate form (Figures 6 and 7) and fully met all
prescribed criteria for calcium chloride as additive no.
509 [24,35].

5 Conclusions

The present study investigated the possibility of transfor-
mation of ESW to value-added products by using the
designed transformation process, which was found suc-
cessful in the complete utilization of ESW at the laboratory
scale level, where adherent egg white protein solution,
ESM, and calcium chloride dihydrate of additive purity
were produced. However, for any possible implementation
at the industrial level, scaling-up of the proposed process
is necessary. This is one of the future investigations
planned by our research group, where besides the process
scaling-up, industrial ESW from egg-breaking plants is
planned to be used. Moreover, the implementation of
spray drying instead of acetone precipitation followed by
drying will be examined since it might lead to the produc-
tion of calcium chloride of potentially higher purity, or

even the production of anhydrous calcium chloride. In
addition, another part of our future investigation will be
oriented toward the examination of the possibility of the
production of purified lysozyme, ovalbumin, and ovo-
transferrin from the adherent egg white protein solution
by ion-exchange chromatography. All this will further con-
tribute to the development of the process of complete utili-
zation of ESW approaching the “zero waste”model intended
for the possible industrial application.

Funding information: This work has been fully supported
by the Croatian Science Foundation under the project
IP-2020-02-6878. SH and HJK were supported by the Basic
Science Research Program through the National Research
Foundation of Korea (NRF) funded by the Ministry of
Science and ICT of Korea (2021R1C1C1011588).

Author contributions: Ivica Strelec: writing – original
draft, writing – review and editing, methodology, visualiza-
tion; Marta Ostojčić: formal analysis, visualization; Mirna
Brekalo: formal analysis, visualization; Sugato Hajra: meth-
odology, formal analysis, visualization; Hoe-Joon Kim:
writing – review and editing, methodology, visualization;
Jovana Stanojev: formal analysis, methodology, visualiza-
tion; Nikola Maravić: formal analysis, methodology, visua-
lization; Sandra Budžaki: writing – review and editing,
methodology, visualization.

Conflict of interest: The authors state no conflict of interest.

Data availability statement: The datasets generated for this
study are available on request to the corresponding author.

References

[1] Maina S, Kachrimanidou V, Koutinas A. From waste to bio-
based products: A roadmap towards a circular and sustainable
bioeconomy. Curr Opin Green Sustain Chem. 2017;8:18–25.
doi: 10.1016/j.cogsc.2017.07.007.

[2] Ravindran R, Jaiswal AK. Exploitation of Food Industry Waste for
High-Value Products. Trends Biotechnol. 2016;34(1):58–69.
doi: 10.1016/j.tibtech.2015.10.008.

[3] Galanakis CM. Recovery of high added-value components from
food wastes: Conventional, emerging technologies and commer-
cialized applications. Trends Food Sci Technol. 2012;26:68–87.
doi: 10.1016/j.tifs.2012.03.003.

[4] Food and Agriculture Organization of the United Nations-FAOSTAT;
[cited 2022 June 10]. https://www.fao.org/faostat/en/#data/QCL.

[5] Mignardi S, Archilletti L, Medeghini L, De Vito C. Valorization of
eggshell biowaste for sustainable environmental remediation.
Sci Rep. 2020;10:2436. doi: 10.1038/s41598-020-59324-5.

12  Ivica Strelec et al.

https://doi.org/10.1016/j.cogsc.2017.07.007
https://doi.org/10.1016/j.tibtech.2015.10.008
https://doi.org/10.1016/j.tifs.2012.03.003
https://www.fao.org/faostat/en/#data/QCL
https://doi.org/10.1038/s41598-020-59324-5


[6] Strelec I, Ostojčić M, Budžaki S. Transformacija Ljuske
Kokošjih Jaja u Proizvode Dodane Vrijednosti. In: Šubarić D,
Miličević B, editors. Neke Mogućnosti Iskorištenja
Nusproizvoda Prehrambene Industrije-Knjiga 3. 1st edn.
Osijek, Croatia: Josip Juraj Strossmayer University of Osijek,
Faculty of Food Technology Osijek; 2021. p. 303–27.

[7] Budžaki S, Velić N, Ostojčić M, Stjepanović M, Rajs BB,
Šereš Z, et al. Waste management in the agri-food industry:
The conversion of eggshells, spent coffee grounds, and brown
onion skins into carriers for Lipase immobilization. Foods.
2022;11(3):409. doi: 10.3390/foods11030409.

[8] Waheed M, Butt MS, Shehzad A, Adzahan NM, Shabbir MA,
Suleria HAR, et al. Eggshell calcium: A cheap alternative to
expensive supplements. Trends Food Sci Technol.
2019;91:219–30. doi: 10.1016/j.tifs.2019.07.021.

[9] Ray S, Barman AK, Roy PK, Singh BK. Chicken eggshell powder
as dietary calcium source in chocolate cakes. Pharma Innov.
2017;6(9):1–4.

[10] Walton HV, Cotterill OJ, Vandepopuliere JM. Composition of
shell waste from egg breaking plants. Poult Sci.
1973;52(5):1836–41. doi: 10.3382/ps.0521836.

[11] Ahmed TAE, Wu L, Younes M, Hincke M. Biotechnological
applications of eggshell: Recent advances. Front Bioeng
Biotechnol. 2021;9:675364. doi: 10.3389/fbioe.2021.675364.

[12] Shi Y, Zhou K, Li D, Guyonnet V, Hincke MT, Mine Y. Avian
eggshell membrane as a novel biomaterial: A review. Foods.
2021;10(9):2178. doi: 10.3390/foods10092178.

[13] Owuamanam S, Cree D. Progress of bio-calcium carbonate
waste eggshell and seashell fillers in polymer composites: A
review. J Compos Sci. 2020;4:70. doi: 10.3390/jcs4020070.

[14] Cordeiro CM, Hincke MT. Recent patents on eggshell: Shell and
membrane applications. Recent Pat Food Nutr Agric.
2011;3(1):1–8. doi: 10.2174/2212798411103010001.

[15] Yu J. Biological calcium carbonate extract for medical,
healthcare, and food additives, comprises eggshell or shell,
and ediblehydrochloric acid. CN101554387; 2009.

[16] Association of Official Analytical Chemists. Official methods of
analysis. 16th edn. USA: AOAC Rockville; 2002. p. 29, 30,
30A, 30B.

[17] Al-awwal NY, Ali UL. Proximate analyses of different samples
of egg shells obtained from Sokoto market in Nigeria. Int J Sci
Res. 2015;4(3):564–6. doi: 10.21275/SUB152011.

[18] Folch J, Lees M, Sloane Stanley GH. A simple method for the
isolation and purification of total lipides from animal tissues.
J Biol Chem. 1957;226(1):497–509. doi: 10.1016/S0021-
9258(18)64849-5.

[19] Bradford MM. A rapid and sensitive method for the quantita-
tion of microgram quantities of protein utilizing the principle
of protein-dye binding. Anal Biochem. 1976;72:248–54.
doi: 10.1016/0003-2697(76)90527-3.

[20] Shugar D. The measurement of lysozyme activity and the ultra-
violet inactivation of lysozyme. Biochim Biophys Acta.
1952;8(3):302–9. doi: 10.1016/0006-3002(52)90045-0.

[21] Westermeier R. Electrophoresis in practice. 4th edn.
Weinheim, Germany: WILEY-VCH VerlagGmbH & Co. KGaA;
2005. p. 231–45.

[22] Neuhoff V, Stamm R, Eibl H. Clear background and highly
sensitive protein staining with Coomassie Blue dyes in pol-

yacrylamide gel: A systematic analysis. Electrophoresis.
1985;6(9):427–48. doi: 10.1002/elps.1150060905.

[23] Domrongpokkaphan V, Khemkhao M. Calcium chloride pro-
duced from eggshell for vegetable washing. J Appl Sci.
2017;16(2):1–7. doi: 10.14416/j.appsci.2017.09.001.

[24] Food and Agriculture Organization of the United
Nations. Combined compendium of food additive specifica-
tions; [cited 2022 June 10]. https://www.fao.org/food/food-
safety-quality/scientific-advice/jecfa/jecfa-additives/detail/
en/c/37/.

[25] Food and Agriculture Organization of the United
Nations. Combined compendium of food additive specifica-
tions, volume 4. Rome, Italy: Joint FAO/WHO Expert Committee
on Food Additives, FAO; 2006. p. 57–60.

[26] Abeyrathne ED, Lee HY, Ahn DU. Egg white proteins and their
potential use in food processing or as nutraceutical and
pharmaceutical agents – A review. Poult Sci.
2013;92(12):3292–9. doi: 10.3382/ps.2013-03391.

[27] Thoroski JH. Eggshell processing method and apparatus.
US6649203B1; 2003.

[28] MacNeil JH. Method and apparatus for separating a protein
membrane and shell material in waste egg shells.
US6176376B1; 2001.

[29] Torres-Mansilla AC, Delgado-Mejía E. influence of separation
techniques with acid solutions on the composition of eggshell
membrane. Int J Polutry Sci. 2017;16:451–6. doi: 10.3923/ijps.
2017.451.456.

[30] Ji Y, Yang X, Ji Z, Zhu L, Ma N, Chen D, et al. DFT-calculated IR
spectrum amide I, II, and III band contributions of N-methy-
lacetamide fine components. ACS Omega. 2020;5(15):8572–8.
doi: 10.1021/acsomega.9b04421.

[31] de Oliveira SA, da Silva BC, Riegel-Vidotti IC, Urbano A, de
Sousa Faria-Tischer PC, Tischer CA. Production and charac-
terization of bacterial cellulose membranes with hyaluronic
acid from chicken comb. Int J Biol Macromol. 2017;97:642–53.
doi: 10.1016/j.ijbiomac.2017.01.077.

[32] Belbachir K, Noreen R, Gouspillou G, Petibois C. Collagen
types analysis and differentiation by FTIR spectroscopy. Anal
Bioanal Chem. 2009;395(3):829–37. doi: 10.1007/s00216-
009-3019-y.

[33] Movasaghi Z, Rehman S, ur Rehman I. Fourier Transform
Infrared (FTIR) spectroscopy of biological tissues. Appl
Spectrosc Rev. 2008;43:134–79. doi: 10.1080/
05704920701829043.

[34] Kiers JL, Bult JHF. Mildly processed natural eggshell membrane
alleviates joint pain associated with osteoarthritis of the
knee: a randomized double-blind placebo-controlled
study. J Med Food. 2021;24(3):292–8. doi: 10.1089/jmf.
2020.0034.

[35] EUR-Lex. Commission Regulation (EU) No 231/2012 of 9 March
2012 laying down specifications for food additives listed in
Annexes II and III to Regulation (EC) No 1333/2008 of the
European Parliament and of the Council Text with EEA rele-
vance. [cited 2022 June 10]. https://eur-lex.europa.eu/legal-
content/EN/TXT/?uri=celex%3A32012R0231.

[36] Karunadasa S. Dehydration of calcium chloride as examined
by high-temperature X-ray powder diffraction. Int Multi-discip
Res J. 2019;4:37–43.

A step toward complete utilization of eggshell waste  13

https://doi.org/10.3390/foods11030409
https://doi.org/10.1016/j.tifs.2019.07.021
https://doi.org/10.3382/ps.0521836
https://doi.org/10.3389/fbioe.2021.675364
https://doi.org/10.3390/foods10092178
https://doi.org/10.3390/jcs4020070
https://doi.org/10.2174/2212798411103010001
https://doi.org/10.21275/SUB152011
https://doi.org/10.1016/S0021-9258(18)64849-5
https://doi.org/10.1016/S0021-9258(18)64849-5
https://doi.org/10.1016/0003-2697(76)90527-3
https://doi.org/10.1016/0006-3002(52)90045-0
https://doi.org/10.1002/elps.1150060905
https://doi.org/10.14416/j.appsci.2017.09.001
https://www.fao.org/food/food-safety-quality/scientific-advice/jecfa/jecfa-additives/detail/en/c/37/
https://www.fao.org/food/food-safety-quality/scientific-advice/jecfa/jecfa-additives/detail/en/c/37/
https://www.fao.org/food/food-safety-quality/scientific-advice/jecfa/jecfa-additives/detail/en/c/37/
https://doi.org/10.3382/ps.2013-03391
https://doi.org/10.3923/ijps.2017.451.456
https://doi.org/10.3923/ijps.2017.451.456
https://doi.org/10.1021/acsomega.9b04421
https://doi.org/10.1016/j.ijbiomac.2017.01.077
https://doi.org/10.1007/s00216-009-3019-y
https://doi.org/10.1007/s00216-009-3019-y
https://doi.org/10.1080/05704920701829043
https://doi.org/10.1080/05704920701829043
https://doi.org/10.1089/jmf.2020.0034
https://doi.org/10.1089/jmf.2020.0034
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=celex%3A32012R0231
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=celex%3A32012R0231


[37] Garnjanagoonchorn W, Changpuak A. Preparation and partial
characterization of eggshell calcium chloride. Int Food Prop.
2007;10:497–503. doi: 10.1080/10942910600919484.

[38] Chakraborty AP. Eggshell as calcium supplement tablet. Int J
Anim Biotech Appl. 2016;1(5):45–9. doi: 10.37628/ijaba.v2i1.55.

[39] Thakur RJ, Shaikh H, Gat Y, Waghmare RB. Effect of calcium
chloride extracted from eggshell in maintaining quality of
selected fresh-cut fruits. Int J Recycl Org Waste Agric.
2019;8:27–36. doi: 10.1007/s40093-019-0260-z.

[40] Tankrathok A, Daduang S, Patramanon R, Araki T,
Thammasirirak S. Purification process for the preparation
and characterizations of hen egg white ovalbumin,
lysozyme, ovotransferrin, and ovomucoid. Prep Biochem
Biotechnol. 2009;39(4):380–99. doi: 10.1080/
10826060903209646.

[41] Healthcare GE. Ion exchange chromatography: principles and
methods. Uppsala, Sweden: GE Healthcare Bio-Sciences AB;
2006. p. 75–81.

14  Ivica Strelec et al.

https://doi.org/10.1080/10942910600919484
https://doi.org/10.37628/ijaba.v2i1.55
https://doi.org/10.1007/s40093-019-0260-z
https://doi.org/10.1080/10826060903209646
https://doi.org/10.1080/10826060903209646

	1 Introduction
	2 Materials and methods
	2.1 Materials and chemicals
	2.2 Chemical analysis of ESW
	2.3 Production of adherent egg white protein solutions, ESM, and calcium chloride
	2.4 Chemical and biochemical analysis of the adherent egg white protein solution
	2.5 Characterization of ESM
	2.6 Characterization of eggshell-derived calcium chloride

	3 Results
	3.1 Chemical composition of ESW
	3.2 Adherent egg white proteins of ESW
	3.3 Characterization of HCl-derived ESM
	3.4 Production and characterization of eggshell-derived calcium chloride

	4 Discussion
	5 Conclusions
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /POL (Versita Adobe Distiller Settings for Adobe Acrobat v6)
    /ENU (Versita Adobe Distiller Settings for Adobe Acrobat v6)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


