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ABSTRACT

Shrimp head waste is a major byproduct of crustacean processing in North-eastern Brazil and repre-
sents an interesting source of bioactive molecules. Additionally, its use increases the sustainability of
processing fishery products. The present study reports a process developed for recovering bioactive
molecules from shrimp heads through autolysis. A protein hydrolysate (1204+0.4g) formed by a 9%
(w/v) solution was recovered and lyophilized from 1 kg of shrimp heads. Approximately 195 + 0.5 mg of
carotenoids was recovered as an ethanolic extract. The recovery of chitin and chitosan were 25 + 2 gkg~!
and 17 +4gkg~! wet processing waste, respectively. Chitosans were characterized by >*C NMR, and
FT-IR analysis and exhibited a variable degree of deacetylation (60-80%). Sulfated glycosaminogly-
cans that exhibited electrophoretic migration similar to mammalian standards were also recovered
(79+2mgkg-! wet processing waste), and their degradation products suggested the presence of C6-
sulfated heparan sulfate. These data point to the feasibility of an integrated process for isolating highly
bioactive molecules, such as sulfated- and amino-polysaccharides, with a broad spectrum of applications
from shrimp processing waste.

© 2011 Elsevier Ltd. Open access under the Elsevier OA license.

1. Introduction

Shrimp production reached 3,275,726 T in 2007 and continues
to be the second most important commodity traded monetarily,
accounting for 16.5% of international fishery revenues [1]. The pro-
duction of cultured crustaceans in North-eastern Brazil reached
63,750T in 2006, accounting for approximately 98% of the amount
produced in the country. The marine Pacific white shrimp, Litope-
naeus vannamei, is the most commonly farmed shrimp species in

Abbreviations:  AU,2S-GIcNS,6S, O-(4-deoxy-hex-4-enopyranosyluronic acid
2-sulfate)-(1—4)-2-sulfamino-p-glucose 6-sulfate; AU-GIcNS,6S, O-(4-deoxy-hex-
4-enopyranosyluronic acid)-(1—4)-2-sulfamino-p-glucose 6-sulfate; AUGICNS,
0-(4-deoxy-hex-4-enopyranosyluronic acid)-(1—4)-2-sulfamino-b-glucose;
AU-GIcNAc, 6S, O-(4-deoxy-hex-4-enopyranosyluronic acid)-(1—4)-2-acetamido-
D-glucose  6-sulfate; AU-GIcNAc,  O-(4-deoxy-hex-4-enopyranosyluronic
acid)-(1—4)-2-acetamido-p-glucose;  AU-GalNAc, 4S, 0O-(4-deoxy-hex-4-
enopyranosyluronic acid)-(1—4)-2-acetamido-p-glalactose 4-sulfate; AU-GalNAc,
6S, 0-(4-deoxy-hex-4-enopyranosyluronic acid)-(1—4)-2-acetamido-p-galactose
6-sulfate; AU-GalNAc, O-(4-deoxy-hex-4-enopyranosyluronic acid)-(1—4)-2-
acetamido-D-galactose.
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Brazil and one of the three most commonly farmed species in the
world, along with Penaeus monodon and Penaeus chinensis.

Increased farmed shrimp production has lead to a higher
amount of processing waste, which poses novel environmental
problems. In fact, shrimp processing waste is one of the main
byproducts of fishery industries. Hydrolysis is a common method
used to treat fish and shrimp waste and can be used to recover
bioactive molecules. Hydrolysis is easily adaptable to industrial
conditions, where it has been employed to produce highly nutri-
tive protein hydrolysate [2,3]. Additionally, it is one of the steps
in the extraction of other bioactive molecules, such as chitin (for
chitosan production) and carotenoids [4,5].

The use of commercial proteases has been proposed for the
recovery of biomolecules from shrimp processing waste [2-4,6].
However, the high cost of commercial enzymes represents an eco-
nomic obstacle. The shrimp midgut gland and fish viscera are
sources of digestive enzymes, such as peptidases [7,8]. Moreover,
shrimp heads are a source of high-quality protein hydrolysate,
chitin and chitosan [3,4,6], carotenoids [9,10] and sulfated gly-
cosaminoglycans [11,12].

Shrimp processing waste is composed mainly of the cephalotho-
rax, carapace and tail, which together represent 50% of the whole
shrimp [10]. The remaining tissues can be recovered by hydrolysis
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as soluble protein for the formulation of feed diets and food flavor
[14]. Lyophilized L. vannamei head hydrolysate is composed of 44%
protein, with a high content of essential amino acids (41% amino
acid profile) [14]. Shrimp head waste is rich in protein (50-65% dry
weight) and provides essential amino acids when used as a protein
source in aquatic animal feeds as well as livestock and poultry diets
[3].

In addition to using hydrolysis to recover protein, solvents or
vegetable oils can be used to recover shrimp pigments in the form
of a lipid—-carotenoid extract. Carotenoids are the most widespread
class of pigments in nature, present in virtually all organisms. In
crustaceans, carotenoids, such as astaxanthin, are found complexed
to proteins and are responsible for the animals’ color and vari-
ous biological events [9]. These pigments are suitable additives in
animal feed and have been used as diet and health supplements
[10,19,33].

Another approach is the extraction of polysaccharides,
which come mainly from the chitin carapace and sulfated
glycosaminoglycans. Chitin is an abundant natural structural
amino-polysaccharide and is formed by 2-acetamido-2-deoxy-[3-
D-glucose through 3 (1—-4) linkages. This white, hard and inelastic
polysaccharide has low solubility, immunogenicity and chemical
reactivity, much like cellulose [5]. The structure of chitosan is
somewhat different: it is made up of poly(2-amino-2-deoxy-[3-D-
glucose) connected by 3 (1—4) linkages.

The sulfated glycosaminoglycan (GAG) profiles of various inver-
tebrates and crustaceans have been studied to discover whether
they have the potential to affect the circulatory system, as do the
mammalian analogs [11,12,24].

The present study describes an integrated method to recover
protein, chitin, carotenoids and GAGs from shrimp processing
waste using proteolytic endogenous enzymes and characterizes the
polysaccharides obtained.

2. Materials and methods
2.1. Raw material

Shrimp head processing waste, comprising the cephalothorax without the body
carapace, from L. vannamei juveniles (total body weight about 10-12 g) were pro-
vided by alocal fishery processing plant (EMPAF Ltd.). The samples were collected on
different dates (04/02/2008, 10/04/2008 and 11/01/2009). Fresh heads were imme-
diately stored onice (0°C)and transported to the laboratory where they were packed
in plastic bags (1kg per bag) and stored at —20°C until use. Only analytical-grade
reagents were used.

2.2. Proteolytic activity

Shrimp heads were mixed with distilled water at a ratio of 1 kg of wet processing
waste to 1L of water and ground in an industrial food processor (Engefrio, Recife,
Brazil). Protease activity of the shrimp head homogenate was determined based on
a previously described method [13]. One unit (U) of enzyme activity was defined
as the amount of enzyme capable of hydrolyzing azocasein to produce a 0.001-unit
change in absorbance per minute.

2.3. Shrimp head autolysis

Hydrolysis was performed based on a previously described method [14] for L.
vannamei, without the addition of any commercial proteases. The heads (1.0kg)
were minced in 1.0 L of distilled water (1:1 ratio; particle size approximately 5 mm),
and autolysis occurred in a vessel placed in a water bath at 40°C for 2 h with con-
stant stirring (700 rpm). The preparation was then heated for 10 min at 100°C and
filtered through gauze (1-mm? mesh) to retain the head carapace (solid phase) used
for chitin extraction and chitosan production. The liquid phase was centrifuged at
10,000 x g (Sorvall RC 6 Plus Centrifuge, Thermo Scientific, USA) at 4°C for 10 min,
generating a precipitate from which carotenoids and glycosaminoglycans were
extracted. The supernatant was a solution containing the protein hydrolysate. The
schematic procedure is summarized in Fig. 1.

2.4. Chitin extraction and chitosan preparation

The solid phase (chitinous residue) was dried at 70 °C and treated with 1M HCl
and 1M NaOH to remove CaCOs; and proteins, respectively. The depigmentation

was performed with 0.5% (w/v) KMnO4 and 1% (w/v) NayS;04. The chitin flakes
(25g) were washed with abundant distilled water and dried at 70°C. Chitin was
added to 500 mL of 50% (w/v) NaOH and incubated in a water bath at 65°C for
24 h with constant stirring. N-deacetylation was performed a second time under
the same conditions. The chitosan was washed with distilled water until a neutral
pH was reached, then dried at 70°C and pulverized in an electric mill (IKA® A11
Basic, IKA®-Works Inc., China) to reduce the particle size to below 250 pwm. Finally,
the chitosan (1%, w/v) was solubilized in 3% (v/v) acetic acid, filtered through paper
filter (14 wm), precipitated with 1M NaOH until a pH of 11.0 was reached, neutral-
ized to pH 7.0 and centrifuged (10,000 x g for 15 min at 25 °C). This purified chitosan
was lyophilized and collected as a fine powder.

2.5. Residual solution treatment

Calcium and protein were obtained by mixing alkaline and acid washes from
the chitin purification to obtain an insoluble phase. The mixture was centrifuged at
room temperature for 10 min at 10,000 x g, and the precipitate was dried at 70°C.

2.6. Nuclear magnetic ressonance and Fourier transform-infrared spectroscopic
analysis of chitin and chitosan

Decoupled '3C NMR spectra were obtained using a Bruker Avance DRX-400 spec-
trometer with a 5-mm inverse probe. '>*C NMR acquisitions were performed using
the WALTZ-16 pulse sequence with the following parameters: FIDRES: 0.8466 Hz;
AQ: 0.5906's; DW: 15.755s; DE: 5.5 ws; D1: 110ms; D2: 3.4 ms; PL12: 17 dB (decou-
pler 'H). FT-IR spectra were measured in KBr pellets in transmission mode within
a range of 4000-500cm~! using an FT-IR Bomem MB100 spectrophotometer. The
degree of deacetylation (DD%) was calculated based on the ratio A320/A1420 reported
by [15]: DD% =100 — [(A1320/A1420 — 0.3822)/0.03133].

2.7. Extraction of carotenoids and HPLC analysis

To extract fat and carotenoids, 1500 mL of 90% (v/v) ethanol were added to
the precipitate in three 500-mL portions. The remaining sediment was lyophilized.
This lyophilized sediment, hereafter referred to as “dried sediment,” was used
for the further extraction of sulfated glycosaminoglycans (GAGs). The pigmented
extract was concentrated (100 rpm, 40°C) in a flash evaporator (IKA® HB 05.06CN
Rotary Evaporator, IKA Works Inc., China), and the evaporated ethanol from this
concentration step was recovered for further extractions. HPLC separations were
carried out using a 300 mm x 3.9 mm (length x I.D.) water-wet C18 reverse-phase
column (15-20 wm). Chromatographic analysis was conducted in a AKTA Purifier
(GE Healthcare, Buckinghamshire, United Kingdom) equipped with an auto-sampler
injector and controlled by the UNICORN 4.11 software. Chromatography was per-
formed isocratically at 23 °C. The mobile phase consisted of acetonitrile, methanol,
chloroform and water at a proportion of 60:25:10:5 (v/v/v/v) and had a flow rate
of 1.0mLmin~'. The injection volume was 50 p.L. Detection by absorbance was per-
formed at 480, 455 and 474 nm. Calibration curves were established by injecting
pure astaxanthin (Sigma-Aldrich, Germany) at ten different concentrations as a
standard in the HPLC mobile phase. The quantity of the carotenoids obtained could
thus be directly calculated from the areas of the peaks.

2.8. Extraction and partial purification of glycosaminoglycans

Approximately 85 g of the dried sediment obtained following carotenoid and
lipid ethanol extraction was submitted to another proteolysis in a solution (final
volume, 0.85L) of 4.0 mgmL-! Maxatase (Biocon Laboratories, Sio Paulo, Brazil)
in 50mM Tris-HCI, pH 8.0, with 0.15M NaCl (1g of the sediment per 10 mL of
the enzyme solution) for 24 h at 60°C. The proteins were then precipitated with
trichloroacetic acid (TCA, final concentration 10%, wv~') at 4°C and centrifuged
at 10,000 x g for 20 min. The glycosaminoglycans present in the supernatant after
TCA precipitation were precipitated by adding two volumes of methanol, stored
at —20°C for 18 h, centrifuged (10,000 x g at 4°C for 10 min), and dried at room
temperature. The dried precipitate was resuspended in water to form a 6% (wv-1)
solution, centrifuged (10,000 x g at 4°C for 10 min), dialyzed and lyophilized. The
fraction obtained after precipitation with methanol was analyzed by electrophoresis
and fractionated with increasing volumes of acetone. For this analysis, the sample
was dried and resuspended in 0.5 M NaCl to form a 5% (wv~') solution, to which
acetone was added at a final concentration of 30%, and stored at 4°C for 18 h. The
precipitate was collected by centrifugation at 10,000 x g for 20 min. Acetone aliquots
were added to the supernatant to obtain different volume fractions (F0.3-F2.0). The
highest acetone volume fraction was 200% (F2.0).

2.9. Electrophoresis of glycosaminoglycans

Three electrophoretic systems on agarose gels with different buffers were used:
a PDA (1,3-diaminepropane acetate) buffer (0.5M, pH 9.0), a Tris-acetate buffer
(0.5M, pH 8.0) and a discontinuous barium acetate (0.5 M, pH 8.0)/PDA system, as
previously described [11,12]. Samples were spotted on 0.6% agarose gel slidesin each
buffer and underwent electrophoresis at 5°C in a chamber. GAGs were quantified
by densitometry at 525 nm.
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Fig. 1. Scheme for the use of L. vannamei shrimp head waste for the recovery of protein, chitin, carotenoids and glycosaminoglycans and production of chitosan.

2.10. Enzymatic degradation with glycosaminoglycan lyases

The F0.8 and F1.0 fractions were selected to undergo enzyme degradation with
glycosaminoglycan lyases, according to methods previously described [11,12,25]
and summarized as follows: 100 g of GAGs were incubated with 0.1 U of enzymes
in 0.05M ethylenediamine-acetate buffer pH 7.0 at 30°C for 8 h in a final volume
of 40 p.L. The degradation products underwent paper descendent chromatography
on Whatman No. 1 filter paper, using isobutyric acid/1 M NH3 5:3 (vv-!) as mobile
phase for 24 h. The products were detected by short-wave UV shadowing and silver
nitrate staining. The incubation mixtures were also analyzed by HPLC in a Zorbax
SAX 4.6 mm x 150 mm ion exchange column (Akta Purifier, GE Helathcare, Bucking-
hamshire, United Kingdom) and the dissacharides formed were eluted using a NaCl
gradient (0-1.5 M) with a flow of 1 mLmin~! and monitored at 232 nm.

2.11. Protein hydrolysate production

The liquid supernatant obtained following hydrolysis, solid separation and
centrifugation (10,000 x g for 10min at 4°C), hereafter referred to as “protein
hydrolysate,” was stored in polyethylene flasks at —20°C until analysis. One-
milliliter aliquots were lyophilized to determine their dry matter content. Analyses
were carried out as described previously [14] to determine the hydrolysate compo-
sition and the amino acid profile.

3. Results and discussion

The present study reports the development of an opti-
mized process for recovering bioactive compounds with a large
array of applications from shrimp processing waste (Table 1).
This process economic feasibility lies in the fact that no
expensive exogenous enzymes were employed. Trypsin and chy-
motrypsin are the most abundant proteolytic enzymes in the
midgut gland of penaeids [16,17]. Indeed, the proteolytic activ-
ity of L. vannamei head homogenates using azocasein as a
substrate was 6.76+0.8 mUmin~!mg-1. The proteolytic activ-
ity in midgut gland extracts from the penaeids Farfantepenaeus
paulensis and Farfantepenaeus subtilis using the same substrate
were 6.49+0.2mUmin ! mg-! and 11.97 +0.74mUmin~! mg-1,
respectively [7,18]. This information demonstrates the presence of
endogenous shrimp peptidases that may potentially hydrolyze the

high protein content in shrimp heads, releasing peptides and amino
acids.

Despite these data, it is generally thought that the content
and composition of the enzymes in shrimp heads are not con-
stant. Shrimp physiology may be influenced by seasonal changes
and other physico-chemical factors such as salinity, temperature
or food availability. In fact, the shrimps used in this study were
obtained from commercial farms, in which the animals are cultured
inoutdoor tanks in North-eastern Brazil, a tropical zone where tem-
peratures generally range between 24 and 28 °C throughout the
year. Moreover, the tanks where the shrimp are farmed are sub-
ject to rigidly controlled salinity and feed conditions. Matrices and
the post-larvae production are under highly standardized genetic
control. These conditions are designed to minimize the effect of
seasonal changes that could affect shrimp physiology, body com-
position and digestive enzymes.

Several methods are available for the recovery of chemical com-
ponents from crustacean processing waste. Such methods are used
to obtain protein hydrolysates, protein concentrates, carotenoids,
chitin and calcium compounds from shrimp, crabs, krill and lob-
ster heads and carapaces [19,20]. However, these well-established
processes use crustacean waste for recovering some compounds
by homogenizing and cooking the materials. A process was devel-
oped [4] in which shrimp heads are hydrolyzed using a commercial
protease to obtain protein hydrolysate, chitin and carotenoids,
with improved efficacy. Tissues that undergo hydrolysis instead of
homogenization and cooking yield products with different proper-
ties that facilitate the extraction of compounds with more desirable
physico-chemical characteristics and lower amounts of chemical
contaminants [3,6].

Fig. 1 contains a flow chart representing the process for obtain-
ing the protein hydrolysate and recovering chitin, carotenoids and
glycosaminoglycans (GAGs) from shrimp processing waste as well
as calcium and the protein concentrate from chitin purification.
The carapace washings yielded a protein-rich precipitate (con-
centrate [). Chitin was obtained after the washed carapace was
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Table 1
Yield of bioactive molecules isolated from 0.236 + 0.028 kg (dwb®P, n=3) of shrimp head waste as well as some properties and technological applications.

Products Yield (dwb?) Properties Application

Hydrolysate¢ 120+ 04¢g High protein quality® and sugar content [14], Animal feed supplement [14], replacement for fish
source of essential amino acids [29]. protein and feed flavor [3,31].

Carotenoids? 1954+ 0.5mg Natural pigments, pro-vitamin A activity [9,10,21]. Fish skin and flesh pigmentation and feed

supplementation [21,36].

Astaxanthind 83+0.2mg Powerful antioxidant, anticancer, photoprotective Human health enhancer, nutraceutical [34].
health promotion [32,33,35].

Chitin® 25+2¢g N-acetylglucosamine, insoluble, biodegradable, Lectin affinity chromatography, biosensor, enzyme
nontoxic, physiologically inert, high protein and cell immobilization, films, wound dressing
affinity [5,23]. material [5,23].

Chitosan® 17+4g Cationic, acid soluble, nontoxic, biodegradable, Food coating, removal of metal ions, anti-tumor,
biocompatible, renewable, film forming, hydrating hemostatic, anticoagulant, bacteriostatic, surgical
agent, nontoxic, antimicrobial, wound healing sutures, artificial skin, rebuilding of bone,
properties, hydrolyzable by lysozyme, complexes controlled drug delivery, encapsulating material
with metals [5,23,24]. [23,24].

Sulfated glycosaminoglycans’ 79+2mg Heparan sulfate-like and heparin-like, New anticoagulant, anti-inflammatory,

anticoagulant, antithrombotic, cofactor II activity

[12,28].

anti-hemorrhagic drugs [11,27].

2 Dry weight basis.

b From 1.0 kg shrimp head wet weight.

¢ Dry matter from 9% lyophilized solution.

4 Obtained from 53 g of crude carapace.

¢ Estimated from astaxanthin standard chromatogram peak area.

f Obtained from 85 g of dried sediment after extraction of carotenoids and lipids with ethanol, estimated by densitometry.

¢ Total of 44% crude protein, of which 41% is essential amino acids.

demineralized, deproteinized and bleached, while chitosan was
produced by alkaline deacetylation of chitin. The liquid phase was
centrifuged, yielding a supernatant with a high protein content
(the protein hydrolysate) and a precipitate formed by a com-
plex mixture of proteins, lipids and liposoluble compounds mostly
carotenoids. From this precipitate, carotenoids and lipids were
extracted with ethanol. After this step, the residual insoluble mass
underwent further proteolysis for the recovery of GAGs. The main
products obtained are summarized in Table 1. At the end of the
process, the following products were obtained from 1kg of wet
shrimp head processing waste and were used for further extrac-
tion and purification: a protein and calcium concentrate (48.1g),
an ethanolic extract (lipid concentrate) (44 g), a precipitate after
ethanol extraction (85.0 g), carapace content (53 g) and a protein

A
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| M
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CH
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hydrolysate (1.5L) (9% dry matter). This method proved to be
suitable for the recovery of multiple biomolecules from shrimp
head waste. Also, the proportion of bioactive molecules extracted
was reproducible even though the raw materials (shrimp heads)
were collected on different dates (04/02/2008, 10/04/2008 and
11/01/2009).

After autolysis, the solubilized tissues form the liquid
hydrolysate (supernatant), and the pigmented sediment is formed
mainly by the carotenoid-protein complex [9]. Organic solvent
extraction is traditionally used for carotenoid extraction from
natural sources, mainly with organic solvents [10,33]. The total
carotenoid content in the concentrated ethanolic extract was
194.52mgkg-! of heads, of which 111.96mg was unidentified
carotenoids; astaxanthin accounted for 82.56mg (Table 1). A

B
43 S 5
N IV
ceé
c4
&l C3,Ch C2

‘WIW L'WMWW *J i WWMMWWMW

T T T T T T T T T T T T T T T T
180 170 160 150 140 130 120 110 100 90 80 70 60 S50 40 30 ppm

T
100 80 80 70 60 50 40 30 20 ppm

Fig. 2. 13C NMR spectra of chitosan that has been deacetylated once (A) and twice (B), using 50% (wv~!) NaOH at 65°C for 20 h; carbon peaks represent atoms in the
N-(acetyl)-glucosamine structure; the disappearance of the peak at 178.8 ppm and the slight decrease in the peak at 23.3 ppm, which represent the C=0 and CHj of the acetyl

group, respectively, indicate that deacetylation has occurred.
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Fig. 3. (A) FT-IR comparison of chitin and chitosan from L. vannamei and (B) FT-IR comparison of chitosan (1) deacetylated once, (2) deacetylated twice and (3) purified and
deacetylated twice.

method was previously optimized for the extraction of carotenoids
from non-hydrolyzed shrimp waste using different organic sol- A
vents [10]. The maximal yield of carotenoids from Penaeus indicus
using this method was 43.9 mgkg~! of waste using a mixture of
isopropyl alcohol and hexane and only 31.9 mgkg~! of wet waste
using ethanol [10]. In a previous study, the biological material orig-
inating from krill, shrimp or crawfish waste underwent proteolysis
and was shown to promote the more efficient release of astaxanthin
[21].

Crude chitin represented 53.3gkg™! of waste (average dry
weight), and chitin and chitosan accounted for approximately 25 g
and 17 g, respectively (Table 1). In a previous study, 88 gkg~! of
chitin was obtained from 1 kg of processing waste from the shrimp
Penaeus semisulcatus [3]. The production of chitin and chitosan is B
based on the treatment of the crustacean carapace. In the exoskele-
ton of shrimp, chitin is closely associated with proteins, so the
deproteinization step is very important in the extraction process.
During shell demineralization and deproteinization, the solubilized
protein and calcium carbonate can be recovered as a protein con-
centrate and Ca2*, respectively (Fig. 1). This recovery is possible
because solid head waste contains 30-35% protein and calcium
carbonate, whereas chitin accounts for the other major fractions
[17,22].

The 13C NMR spectra of L. vannamei chitosan for samples that
underwent one or two deacetylation cycles are displayed in Fig. 2. o
The deacetylation is evident, as the peak at 178.8 ppm disappears, C
while the one at 23.3 ppm slightly decreases, representing C=0 and
CHj3 of the acetyl group, respectively. The other peaks correspond
to C1 (5 100.1 and 100.5); C2 (§ 58.8 and 57.2); C3 and C5, which
appear as a single signal (§ 72.8 and 71.6); C4 (6 78.7 and 78.4); and
C6 (6 63.2 and 61.1). The absence of other peaks suggests that the
samples are free of impurities [25].

The FT-IR graphics of chitin and chitosan from L. vannamei are
displayed in Fig. 3A and are in accordance with the characteristic
profiles previously described [25]. The bands at 1661-1671cm™!
are attributed to the vibrations of the amide I bond and corre- -
spond to the amide I stretching of C=0. The band at 1345cm™! —
corresponds to a CO—NH deformation of the CH, group (amide
II). The sharp band at 1377cm~! corresponds to a symmetrical
deformation of the CH3 group, the band at 1557 cm~! corresponds

t—cs +DS
LHS

- =
FO3 F04 FO5 FO6 Fo7 FO8

o

F10 F20 M

Fig. 4. Electrophoresis of glycosaminoglycans extracted from L. vannamei head

to the stretching or N—H deformation of amine II and the bands
between 890 and 1156 cm~! represent polysaccharide structures.
For chitosan, the band at 1590 cm~! was more intense than that
at 1655cm~!, which suggests effective deacetylation (Fig. 3B).
When chitin deacetylation occurs, the band observed at 1655 cm™!

waste using several different buffers: (A) 0.05M propylenediamine-acetate (PDA)
buffer, pH 9.0; (B) 0.05 M Tris-acetate buffer, pH 8.0; (C) discontinuous 0.04 M bar-
ium acetate, pH 4.0/PDA buffer. “M” is a mixture of chondroitin, dermatam and
heparam sulfate (1.0 mgmL-").
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Fig. 5. Paper chromatography analysis of products formed through action of heparitinases I (1) and II (2), a mixture of these two enzymes (3), heparinase (4), mixture of
heparinase and heparitinase II (5) and chondroitinases AC and ABC (6 and 7, respectively) and SAX-HPLC profile of products formed by heparitinases degradation of standard

heparam sulfate (A), F0.8 (B) and F1.0 (C-E).

decreases and then increases again at 1590cm!, indicating the
presence of NH; groups. The band from 1500 to 1700 cm~! demon-
strates an intensification of the peak at 1590 and a decrease at
1655cm~1,

A method was developed for measuring the degree of deacety-
lation in chitin and chitosan using FT-IR analysis in a selected ratio
of absorbance bands, calibrated using 'H liquid and '3C CP MAS
solid state NMR as absolute techniques [15]. The absorption ratio
A1320/A1420 gives the smallest experimental error, regardless of the
technique and state of the material. Fig. 4 displays the difference
between chitosans analyzed by FT-IR and by the corresponding
A1320/A1420 ratio. The FT-IR-calculated degree of deacetylation for
L. vannamei chitosan that was deacetylated once, deacetylated
twice or purified deacetylated twice were 62%+5, 79%+2 and
77%, respectively. The degree of deacetylation and the molecular
mass are the most important properties of chitosan, as both fac-
tors influence solubility and reactivity and, as such, are important
in differentiating chitosan from chitin and cellulose [15].

The glycosaminoglycan content in the sediment after cen-
trifugation of the hydrolysate and extraction with ethanol was
measured by densitometry in a dried agarose gel with PDA buffer
and accounted for 79+2mgkg~! of L. vannamei processing waste
(Table 1). Fractions purified from the glycosaminoglycan extract by
acetone precipitation underwent electrophoresis in an agarose gel
with various buffer systems (Fig. 4).

Propylenediamine acetate at 0.05M and pH 9.0 buffer dis-
tinguishes glycosaminoglycans based on the positions of sulfate
groups relative to diamine (chondroitin and dermatan sulfate
have identical charge densities but different structures and, con-
sequently, different migration lengths). This buffer separates
chondroitin sulfate from dermatan sulfate, heparan sulfate and

heparin. The discontinuous buffer used (0.04 M barium acetate pH
4.0/0.05 M diaminopropane acetate pH 9.0) separates heparin from
heparan sulfate, dermatan sulfate and chondroitin sulfate. The Tris-
acetate buffer (0.06 M Tris, pH 8.0) separates glycosaminoglycans
based on charge; thus, heparin has the highest migration rate in
this system [26].

The electrophoretic migration of glycosaminoglycans from L.
vannamei was similar to that of the mammalian glycosaminogly-
can standards (chondroitin sulfate, dermatan sulfate and heparan
sulfate) and stained metachromatically in toluidine blue. In the
barium-diaminopropane discontinuous system, three fractions dis-
played a glycosaminoglycan that migrates like the slow-moving
component of heparin (Fig. 4C). The presence of sulfated gly-
cosaminoglycans has been reported in some invertebrates [28].
These studies report that heparan sulfate-like and heparin-like
compounds are present in many species. The presence of hep-
aran sulfate is ubiquitous in tissue-organized life forms, and its
structural variability is known to be tissue dependent [27,28]. This
observation has lead to speculation that these compounds may be
involved in cell-cell recognition and growth control [26].

The precipitation fractions F0.8 and F1.0 were chosen for degra-
dation by glycosaminoglycan lyases because these fractions had the
highest extraction yields (data not shown) and because a mixture
of other compounds was found in F0.4-F0.7 and F2.0, as illus-
trated in Fig. 4. The degradation of glycosaminoglycan extracts
from L. vannamei processing waste is displayed in Fig. 5. These
fractions were extensively degraded by heparitinase II and, to a
lesser extent, heparitinase I. Heparitinase II is a glycosaminogly-
can lyase from Flavobacterium heparinum that cleaves glycosidic
linkage between 2- or 6-O-sulfated glucosaminide-glucuronic acid
on heparin sulfate and heparin, leaving mainly AU-GIcNAc, 6S
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AU-GIcNS, AU-GIcNS, 6S and traces of AU-GIcNAc heparitinase I
cleaves exclusively N-acetyl or N-sulfo-glucosaminide-glucuronic
acid linkage on heparan sulfate, leaving AU-GIcNS and AU-GIcNAc.
Sulfation of the glucosamine residue at C-6 is impeditive for enzyme
activity of heparitinase I. These two heparitinases degrade heparan
sulfate on its constituent disaccharides [29]. The main products
formed by action of heparitinases I and Il on fractions F0.8 and F1.0
were AU-GIcNS, 6S, AU-GIcNAc, AU-GIcNS as seen in Fig. 5(B-E).
These data suggests that one of the major glycosaminoglycans
extracted from the dried shrimp sediment is a heparan sulfate with
a high degree of C6 sulfation.

A sulfated glycosaminoglycan isolated from Penaeus brasiliensis
head processing waste was previously described [12]. Its antico-
agulant activity and susceptibility to heparinase and heparitinase
Il were similar to those of mammalian heparins. A heparan sul-
fate from the brine shrimp Artemia franciscana with structural
features similar to heparan sulfate and heparin has been isolated
and characterized [28]. In another study that employed a dif-
ferent process, a heparin-like glycosaminoglycan that exhibited
anti-inflammatory activity and reduced anti-coagulant properties
was isolated from L. vannamei [11]. At that time, the absence
of hemorrhagic events due to this compound demonstrated
that it was better than mammalian heparin as a possible anti-
inflammatory drug. In that study, the authors also suggested that,
unlike crustacean heparin analogs, mammalian products are at
risk for contamination by pathogens such as prions. The use of
these biomaterials represents a new approach for applications
in the fields of biotechnology, biomedicine and pharmaceu-
tics.

At the end of the process, the content of dry matter remain-
ing in the protein hydrolysate was 120+ 0.4g (Table 1) in a 9%
(wv~1) solution. Protein hydrolysates, which can be used as a func-
tional food ingredient or a flavor enhancer, were prepared from L.
vannamei heads through autolysis [30]. Endogenous enzymes from
shrimp heads have a strong autolytic capacity for releasing threo-
nine, serine, valine, isoleucine, tyrosine, histidine and tryptophan.
Feed formulations for the Nile tilapia (Oreochromis niloticus) have
been designed using shrimp head silage powder [31] and autolysate
[14] as a replacement for fish meal, with no adverse effects on
growth or nutrient uptake.

This process - carried out on a pilot scale - can be used for
larger amounts of materials, such as those in industry reactor ves-
sels, which can have volumes of up to 1000L. The requirements
for the extraction procedures can be met using an industrial cen-
trifuge. The process should be performed as close to the processing
plant as possible to avoid transportation and refrigeration costs.
Moreover, the entire process can be carried out to obtain all of the
available biomolecules or may be adjusted to meet the demand for
a particular biomaterial using simple steps.

Acknowledgments

This study was financially supported by the Brazilian foster-
ing agencies MPA, CNPq, FINEP, EMBRAPA, UFPE and FACEPE. The
authors would like to thank EMPAF Ltd. for providing the shrimp
heads.

References

[1] FAO. The State of World Fisheries and Aquaculture 2007. Rome: Food and
Agriculture Organization of the United Nations, Fisheries e Aquaculture Depart-
ment; 2009.

[2] Simpson BK, Nayeri G, Yaylayan V, Ashie INA. Enzymatic hydrolysis of shrimp
meat. Food Chem 1997;61:131-8.

[3] Mizani M, Aminlari M, Khodabandeh M. An effective method for producing a
nutritive protein extract powder from shrimp-head waste. Food Sci Technol Int
2005;11:49-56.

[4] Gildberg A, Stenberg E. A new process for advanced utilization of shrimp waste.
Process Biochem 2001;36:809-12.

[5] Kumar MNVR. A review of chitin and chitosan applications. React Funct Polym

2000;46:1-27.

[6] Synowiecki ], Al-Khateeb NAAQ. The recovery of protein hydrolysate during

enzymatic isolation of chitin from shrimp Cragon cragon processing discards.

Food Chem 2000;68:147-52.

Buarque DS, Castro PF, Santos FMS, Lemos D, Carvalho Janior LB, Bezerra

RS. Digestive peptidades and proteinases in the midgut gland of the pink

shrimp Farfantepenaeus paulensis [Crustacea, Decapoda, Penaeidae). Aquacult

Res 2009;40:861-70.

Bezerra RS, Santos JF, Paiva PMG, Correia MTS, Coelho LCBB, Vieira VLA,

et al. Partial purification and characterization of a thermostable trypsin

from pyloric caeca of tambaqui (Colossoma macropomum). | Food Biochem
2001;25(3):199-210.

[9] Babu CM, Chakrabarti R, Sambasivarao KRS. Enzymatic isolation of
carotenoid-protein complex from shrimp head waste and its use as a source of
carotenoids. Lebensm Wiss Technol 2008;41:227-35.

[10] Sachindra NM, Bhaskar N, Mahendrakar NS. Recovery of carotenoids from
shrimp waste in organic solvents. Waste Manag 2006;26:1092-8.

[11] Brito AS, Arimatéia DS, Souza LR, Lima MA, Santos VO, Medeiros VP, et al. Anti-
inflammatory properties of a heparin-like glycosaminoglycan with reduced
anti-coagulant activity isolated from a marine shrimp. Bioorg Med Chem
2008;16:9588-95.

[12] Dietrich CP, Paiva JP, Castro RAB, Chavante SF, Jeske W, Fareed ], et al. Struc-
tural features and anticoagulant activities of a novel natural low molecular
weight heparin from the shrimp Penaeus brasiliensis. Biochim Biophys Acta
1999;1428:273-83.

[13] Bezerra RS, Lins EJF, Alencar RB, Paiva PMG, Chaves MEC, Coelho LCBB, et al.
Alkaline proteinase from intestine of Nile tilapia (Oreochromis niloticus). Process
Biochem 2005;40:1829-34.

[14] Leal ALG, Castro PF, Lima JPV, Correia ES, Bezerra RS. Use of shrimp pro-
tein hydrolysate in Nile tilapia (Oreochromis niloticus, L.) feeds. Aquacult Int
2010;18(4):635-46.

[15] Kasaai MR, Arul ], Charlet G. Intrinsic viscosity-molecular weight relationship
for chitosan. ] Polym Sci B Polym Phys 2000;38:2591-8.

[16] Lemos D, Ezquerra JM, Garcia-Carrefio FL. Protein digestion in penaeid shrimp:
digestive proteinases, proteinase inhibitors and feed digestibility. Comp
Biochem Phys B 2000;186:89-105.

[17] Muhlia-Almazan A, Sanchez-Paz JA, Yepiz-Plascencia G, Peregrino-Uriarte AB.
Influence of molting and starvation on the synthesis of proteolytic enzymes
in the midgut gland of the white shrimp Penaeus vannamei. Comp Biochem
Physiol B Biochem Mol Biol 2002;133:383-94.

[18] Buarque DS, Castro PF, Santos FMS, Amaral IPG, Oliveira SM, Alves KB, et al.
Digestive proteinases and peptidases in the hepatopancreas of the southern
Brown shrimp (Farfantepenaeus subtilis) in two sub-adult stages. Aquacult Nutr
2010;16(4):359-69.

[19] Peniston QP, Johnson EL. Process for the recovery of chemicals from the shells
of crustacea. US Patent 4 199 496 (1980). (Barroso, Costa et al., 2008).

[20] Kagan, M.; Braun, S. Processes for extracting carotenoids and for preparing feed
materials. US Patent 6 818 239 B2 (2004).

[21] Cano-Lopez A, Simpson BK, Haard NF. Extraction of carotenoprotein from
shrimp process wastes with the aid of trypsin from Atlantin cod. ] Food Sci
1987;52:503-6.

[22] Coward-Kelly G, Agbogbo FK, Holtzapple MT. Lime treatment of shrimp head
waste for the generation of highly digestible animal feed. Bioresour Technol
2006;97:1515-20.

[23] Rinaudo M. Chitin and chitosan: properties and applications. Prog Polym Sci
2006;3:603-32.

[24] Sahoo D, Sahoo S, Mohanty P, Sasmal S, Nayak PL. Chitosan: a new
versatile bio-polymer for various applications. Des Monomers Polym
2009;2009(12):377-404.

[25] Paulino AT, Simionato ]I, Garcia JC, Nozaki J. Characterization of chitosan and
chitin produced from silkworm crysalides. Carbohydr Polym 2006;64:98-103.

[26] Medeiros GF, Mendes A, Castro RAB, Bat EC, Nader HB, Dietrich CP. Distri-
bution of sulfated glycosaminoglycans in the animal kingdom: widespread
occurrence of heparin-like compounds in invertebrates. Biochim Biophys Acta
2000;1475:287-94.

[27] Nader HB, Lopes CC, Rocha HAO, Santos EA, Dietrich CP. Heparins and
heparinoids: occurrence, structure and mechanism of antithrombotic and hem-
orrhagic activities. Curr Pharm Des 2004;10(9):951-66.

[28] Chavante SF, Santos EA, Oliveira FW, Guerrini M, Torri G, Casu B, et al. A
novel heparan sulphate with high degree of N-sulphation and high heparin
cofactor-II activity from the brine shrimp Artemia franciscana. Int ] Biol Macro-
mol 2000;27:49-57.

[29] Nader HB, Kobayashi EY, Chavante SF, Tersariol ILS, Castro RAB, Shinjo SK,
et al. New insights on the specificity of heparin and heparan sulfate lyases
from Flavobacterium heparinum revealed by the use of synthetic derivatives
of K5 polysaccharide from E. coli and 2-O-desulfated heparin. Glycoconj ]
1999;16:265-70.

[30] CaoW,ZhangC,HongP, Ji H, Hao ], Zhang J. Autolysis of shrimp head by gradual
temperature and nutritional quality of the resulting hydrolysate. Lebensm Wiss
Technol 2009;42:244-9.

[31] Cavalheiro JMO, Souza EO, Bora PS. Utilization of shrimp industry waste in the
formulation of tilapia (Oreochromis niloticus, Linnaeus) feed. Bioresour Technol
2007;98(3):602-6.

[7

[8



T.B. Cahti et al. / Process Biochemistry 47 (2012) 570-577 577

[32] Abadie-Guedes R, Santos SD, Caht TB, Guedes RC, Bezerra RS. Dose-dependent
effects of astaxanthin on cortical spreading depression in chronically ethanol-
treated adult rats. Alcohol Clin Exp Res 2008;32(8):1417-21.

[33] Bezerra RS, Abadie-Guedes R, Melo FR, Paiva AM, Amancio-Dos-Santos A,
Guedes RC. Shrimp carotenoids protect the developing rat cerebral cortex
against the effects of ethanol on cortical spreading depression. Neurosci Lett
2005;391:51-5.

[34] Santocono M, Zurria M, Berrettini M, Fedeli D, Falcioni G. Lutein, zeaxanthin and
astaxanthin protect against DNA damage in SK-N-SH human neuroblastoma

cells induced by reactive nitrogen species. ] Photochem Photobiol B Biol
2007;88:1-10.

[35] Guerin M, Huntley ME, Olaizola M. Haematococcus astaxanthin: applications
for human health and nutrition. Trends Biotechnol 2003;21(5):210-6.

[36] Kalinowski CT, Izquierdo MS, Schuchardt D, Robaina LE. Dietary supplementa-
tion time with shrimp shell meal on red porgy (Pagrus pagrus) skin colour and
carotenoid concentration. Aquaculture 2007;272:451-7.



	Recovery of protein, chitin, carotenoids and glycosaminoglycans from Pacific white shrimp (Litopenaeus vannamei) processin...
	1 Introduction
	2 Materials and methods
	2.1 Raw material
	2.2 Proteolytic activity
	2.3 Shrimp head autolysis
	2.4 Chitin extraction and chitosan preparation
	2.5 Residual solution treatment
	2.6 Nuclear magnetic ressonance and Fourier transform-infrared spectroscopic analysis of chitin and chitosan
	2.7 Extraction of carotenoids and HPLC analysis
	2.8 Extraction and partial purification of glycosaminoglycans
	2.9 Electrophoresis of glycosaminoglycans
	2.10 Enzymatic degradation with glycosaminoglycan lyases
	2.11 Protein hydrolysate production

	3 Results and discussion
	Acknowledgments
	References


