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1. Introduction

ABSTRACT

Recent studies revealed that antioxidant enzymes play important roles in antioxidant responses caused by
metabolic process or pathogen invasion. Catalase is one of these key enzymes which has been charac-
terized and highly conserved from invertebrates to vertebrates. In the present study, a full-length cDNA
sequence of catalase was cloned from the hemocyte suppression subtractive hybridization library of the
crab Scylla paramamosain. The Sp-catalase (Sp-CAT) cDNA sequence contained 2551 bp with an open
reading frame of 1551 bp encoding 517 amino acid residues. The conserved catalytic active residues His-71,
Asn-144 and Tyr-354 were predicted in the amino acid sequence of Sp-CAT. The deduced Sp-CAT protein
had a calculated molecular mass of 59 kDa with an estimated isoelectric point of 6.4. Multiple alignment
analysis revealed that the deduced amino acid sequence of Sp-CAT shared high identity (75.4%) with those
of other species. The Sp-CAT mRNA transcripts were demonstrated in multiple tissues of normal S. par-
amamosain. After LPS challenge, the expression level of Sp-CAT gene was increased significantly in
hemocyte at 3 and 6 h, and in hepatopancreas at 6 h, respectively, determined by quantitative real-time
PCR. Furthermore, the activities of CAT and SOD were also measured in different tissues and serum after
LPS challenge. The CAT activity was significantly increased at 3, 6, 24 and 48 h in hemocyte lysate, at 3 h in
serum, and at 24 and 48 h in hepatopancreas after LPS challenge. In addition, the SOD activity was
significantly induced at 3 and 6 h in hemocyte lysate, 3 and 12 h in serum, 12 and 48 h in hepatopancreas
post LPS stimulation, indicating a tissue and time-dependent antioxidant response in the crab. Taken
together, these data demonstrated that a strong antioxidant response occurred in the LPS-challenged crab,
which might be involved in the protection of host against microbial infections.

© 2010 Elsevier Ltd. All rights reserved.

residual ROS/ROI on time is critical for host to protect itself from
damage. The antioxidant enzymatic system is then recruited for

In eukaryotes, the innate immune system is a critical means of
host defense against microbial infections, especially for inverte-
brates lacking of adaptive immunity. One of these protective
defenses is the generation of microbicidal reactive oxygen species
(ROS) [1-3]. ROS could be constantly produced in response to both
external and internal stimuli in aerobic organisms [4] and may
play multiple functions in many biological processes [5]. Low levels
of ROS have been shown to be involved in many biochemical
processes like intracellular signaling in the cell differentiation and
cell progression or the arrest of growth, apoptosis [6], immunity [7]
and defense against microbial infection [8,9]. Whereas the high
levels of ROS and reactive oxygen intermediates (ROI) may lead
to cell damage [10]. Therefore, elimination or detoxification of
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protecting the host from the toxic effects by the activated oxygen
species [11,12]. These enzymes include catalase (CAT, EC 1.11.1.6),
superoxide dismutase (SOD, EC1.15.1.1), glutathione reductase,
glutathione peroxidase, glutareodoxin and thioredoxin reductase.
Previous studies showed that a balance between the activities and
the intracellular levels of these antioxidants was necessary for
the survival of organisms and their health [13,14]. In animals, SOD
detoxifies superoxide radicals by converting them to hydrogen
peroxide and oxygen. Hydrogen peroxide is then detoxified by CAT
and by glutathione peroxidase (GPX). CAT is a tetrameric oxidore-
ductase that catalyzes the conversion of two molecules of hydrogen
peroxide to two molecules of water and one of oxygen. When
injected intravenously with liposomes containing CAT and SOD, the
rats exhibited increased survival of rates following the exposure to
100% oxygen [15]. Therefore, CAT is thought as a key enzyme of
the antioxidant defense systems which can protect host cells by
removing cytotoxic H,O; [16,17].
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A number of studies on CAT enzyme activities or gene expression
have been described from invertebrates to vertebrates including
Drosophila melanogaster [11], Chlamys farreri [18], Litopenaeus van-
namei [19], Fenneropenaeus chinensis [20], Scylla paramamosain [21],
Carcinus maenas [22], Macrobranchium malcolmsonii [23], Danio rerio
[24], Mus musculus [25], and Homo sapiens [26]. Importantly, recent
investigations demonstrate that ROS-dependent immunity is critical
to host survival in the Drosophila [27,28], the Anopheles [3], and the
Lymnaea [29]. In crustaceans, it has been reported that the antioxi-
dant enzymes like CAT and SOD participate in their innate immune
defense against immune-stimulant challenges such as -glucan and
sulphated polysaccharide, white spot syndrome virus (WSSV), or
Taura syndrome virus [30—35]. In contrast, little is known about the
responses of antioxidant enzymes like CAT and SOD in farmed crabs
after the challenge of immune-stimulant such as LPS, which is an
important component of Gram-negative bacterium. In our previous
study, a partial cDNA sequence of Sp-CAT gene was screened from
the hemocyte subtractive suppression hybridization (SSH) library of
the crab S. paramamosain and the transcript of Sp-CAT gene showed
strong up-regulation after the LPS challenge [21]. Following the
previous work, a full-length cDNA of Sp-CAT gene was then charac-
terized and its tissue distribution was investigated in S. para-
mamosain in the present study. To reveal whether Sp-CAT gene really
responded against immune-stimulant challenges as observed in
other crustaceans, the expression profile in hemocyte and hepato-
pancreas after LPS challenge was determined using quantitative
real-time PCR. In addition, the protein activities of CAT and SOD,
which was also an important antioxidant enzyme gene identified
previously from our SSH library [21], against LPS challenge were in
parallel determined in different tissues of the crab S. paramamosain.

2. Materials and methods
2.1. Experimental animals

Live healthy female S. paramamosain (300 + 50 g in weight)
purchased from a local commercial crab farm in Xiamen, China,
were acclimated at 25 + 2 °C for one week before the experiments
were carried out.

2.2. Determination of the full-length cDNA of Sp-CAT gene

To isolate the full-length Sp-CAT cDNA sequence of S. para-
mamosain, 5'-RACE and 3’-RACE were performed. Specific primers for
Sp-CAT cDNA were designed according to the obtained partial cDNA
sequence (Genbank no. FJ774660) from our previous study [21]. The
RACE cDNA was prepared with an SMART RACE cDNA Amplification kit
(Clontech, USA) according to the manufacturer's protocol and was used
as template for PCR. The primers 5'-CAACACTCCCATCTTCTTCATCAGG-
3’and 5'-TGTTGTTTCTGGACGCAGGGTGAT-3' were used for 3’ RACE
and 5’ RACE of Sp-CAT gene, respectively. PCR conditions were as
follows: 94 °C for 1 min, 35 cycles of 94 °C for 40 s, 60 °C for 30 s and
72 °C for 2 min. The final extension was carried out at 72 °C for 7 min.
The expected DNA fragment was eluted from agarose gel and ligated to
pMD18-T vector (Takara). The ligation product was transformed into
Escherichia coli. The recombinant clones harvesting the target gene
were identified by bacterial-colony PCR as previously described [21].
The positive clones were sequenced in both directions and the
resulting sequences were verified and subjected to Cluster analysis.

2.3. Establishment of a putative 3D-model structure
of Sp-CAT protein

The establishment of putative 3D-model structure was per-
formed with 3D-JIGSAW Protein Comparative Modeling Server

(http://bmm.cancerresearchuk.org/~3djigsaw/) by comparing to
human catalase as a Protein identifier (PDB1F4S).

2.4. The mRNA transcript distribution of Sp-CAT gene in the crab

Haemolymph of three healthy crabs (about 300 +- 50 g in weight per
crab) was taken from the base of right chelate leg. Two millilitres of
haemolymph per crab was individually collected into an equal volume
of anti-coagulant solution (NaCl 510 mM; glucose 100 mM; citric acid
200 mM; Na-citrate 30 mM; EDTA-Na, 10 mM; pH 7.3) [36] followed by
centrifugation at 800 x g at 4 °C for 20 min. The resulting hemocyte
pellet was used for total RNA isolation. Other tissues including brain,
eyestalk, gills, heart, hepatopancreas, midgut gland, muscle, ovary,
reproductive tract, stomach, subcuticular epithelia, and thoracic
ganglion mass were also dissected and prepared for total RNA isolation.
Total RNA was extracted from samples using Trizol reagent following
the manufacturer's instructions and quantified with an Ultrospec 2100
pro spectrophotometer (Amersham Biosciences, Sweden). Five
micrograms of total RNA for each tissue was separately reverse-tran-
scribed in a final volume of 100 pl using a PrimeScript™ RT reagent kit
(Perfect Real Time) (TaKaRa) following the manufacturer's instruc-
tions. Primers of 5'-CAACACTCCCATCTTCTITCATCAGG-3’ and 5'-
TGTTGTTTCTGGACGCAGGGTGAT-3' were used as forward and reverse
primers, respectively. Real-time PCR was performed in a reaction
mixture of 20 ul containing 0.5 ng of total transcribed cDNA, 5 pmol of
each gene-specific primer and 10 ul of Power SYBR Green PCR Master
Mix (Applied Biosystems, UK). The standard cycling conditions were
95 °C for 10 min, followed by 40 cycles of 95 °C for 15 s, 60 °C for 1 min.
Data of raw relative quantification were calculated using 7500 system
SDS software version 1.3.1.21 and the actin gene was employed as the
internal standard.

2.5. The gene expression profile of Sp-CAT gene in hemocyte
and hepatopancreas of the crab after LPS challenge

LPS from E. coli (L2880, Sigma, USA) was dissolved with modi-
fied crab saline solution (NaCl, 496 mM; KCl, 9.52 mM; MgSQyq,
12.8 mM; CaCl, 16.2 mM; MgCl,,0.84 mM; NaHCOs, 5.95 mM;
HEPES, 20 mM; pH 7.4) [37] to be 5 mg ml~! for animal challenge.

For the gene expression study, 15 crabs were injected with a dose of
0.5 mg kg~! LPS and the other 15 individuals were injected with an
equal volume of sterile saline solution as control treatments, respec-
tively. The crabs for each group (3 crabs per group) were separately
reared in individual tank under the same culture conditions. Mean-
while, three normal crabs were reared in an individual tank as
a normal control group. Sampling was performed at different time
intervals (3, 6,12, 24 and 48 h) after LPS challenge. Haemolymph was
collected as described above. Hemocyte pellets were preserved in
Trizol reagent (Invitrogen) immediately for RNA extraction. Samples
from the hepatopancreas were also separately collected from each
individual animal and were individually frozen immediately in liquid
nitrogen, then stored at —80 °C for later use. The total RNA isolation,
real-time PCR quantification and data analysis were performed as
described above.

2.6. Determination of antioxidant enzyme activities
in the crab after LPS challenge

2.6.1. Samples preparation

The LPS challenge experiments were performed as described
above. The samples were collected from each crab of the LPS chal-
lenged, saline injection and normal groups (n = 3) at different time
points. Haemolymph collection and hemocyte preparation were
performed as mentioned above. The hemocyte above was suspended
in 100 mM sodium phosphate buffer (pH 7.0) containing 0.5 mM
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EDTA and 1 mM phenylmethylsulfonyl fluoride (protease inhibitor)
and subjected to cells disruption by sonication (20 kHz, 50 W,
3 x 20 s) in an ultrasonicator (Scientz JY92-II, Ning Bo Xinzi) and the
resultant homogenates were centrifuged at 12,000 x g for 30 min at
4 °C. An aliquot of the resulting supernatant (hemocyte lysate) from
each sample was used for the determination of CAT and SOD activity,
respectively. For serum preparation, haemolymph was collected
from individual crab in a pre-chilled Eppendorf tube and allowed to
clot for 15 min at room temperature. The clot was disturbed
with a clean glass rod and centrifuged at 500 x g for 10 min at room
temperature. The resulting clear supernatant (serum) was used for
all analyses. The protein concentrations were determined by Brad-
ford method [38]. Tissue samples thus collected as mentioned above
were homogenized (1:10 w/v) in 100 mM sodium phosphate buffer
(pH 7.0) containing 0.5 mM EDTA and 1 mM phenylmethylsulfonyl
fluoride and then centrifuged at 12,000 x g for 30 min at 4 °C, and
the resulting supernatant was used for the determination of CAT and
SOD activity, respectively.

2.6.2. CAT activity

The CAT activity was determined in different tissues/cells or serum
according to the method of Sinha [39]. Shortly, dichromate in acetic
acid was reduced to chromic acetate when heated in the presence of
H,0, with the formation of perchromic acid as an unstable interme-
diate. The reaction was allowed to continue for different periods of
time and then terminated by the addition of dichromate-acetic
acid mixture. The remaining H,O, was determined by measuring the
chromic acetate colorimetrically at ODs79 nm. The CAT activity was
expressed as p mol of HyO, consumed/min/mg protein.

2.6.3. SOD activity

The SOD activity was estimated by the method of Marklund and
Marklund [40]. Briefly, the assay mixture contained 2 ml of 50 mM
Tris—HCI buffer (pH 8.5), 0.5 ml of 2.6 mM pyrogallol and the
sample extract. The rate of inhibition of pyrogallol auto-oxidation
after the addition of enzyme extract was noted. The amount of
enzyme required to give 50% inhibition of pyrogallol auto-oxidation
was considered as one unit of enzyme activity. The enzyme activity
was defined as Units/min/mg protein.

2.64. Statistical analysis

For all statistical data analysis, one-way analysis of variance (one-
way ANOVA) followed by Student's t-test using SPSS 11.0 software
was employed. Differences between saline control and LPS-chal-
lenged crabs were considered to be significant at P < 0.05. Results
were interpreted as mean =+ S.E. of three observations per group.

3. Results and discussion

Many Gram-negative bacteria like Vibrios are crab-pathogenic
pathogens. Whereas, the knowledge of immune response against
bacterial infection in farmed crabs is still limited. LPS is a well-
known component of Gram-negative bacterium exhibiting strong
immune stimulatory activity by inducing the release of proin-
flammatory cytokines from various target cells [41]. The present
study was then focused on the antioxidant response of a CAT gene
and a previously identified SOD gene [21] from the crab S. para-
mamosain, and the interaction between the CAT/SOD activities and
their potential immune roles after LPS challenge was expected.

3.1. Determination of the full-length cDNA sequence of Sp-CAT gene
The 5'-RACE and 3’-RACE were employed to get the full cDNA

sequence of Sp-CAT gene. It contained 2551 bp including 57 bp in the
5’ untranslated region (UTR), an open reading frame (ORF) of 1551 bp,

and a 940 bp in the 3’-UTR including a stop codon (TGA), a putative
polyadenylation consensus signal and a polyA tail. The ORF of Sp-CAT
cDNA consisted of 517 amino acids. No signal peptide was predicted
by SignalP (http://www.cbs.dtu.dk/services/SignalP/) in the N-
terminus, suggesting that Sp-CAT protein was a non-secretory protein.
The calculated molecular mass of the mature protein was 59 kDa with
an estimated isoelectric point of 6.4. The full-length cDNA sequence
and its deduced amino acid sequences were deposited in the NCBI
GenBank under accession number of FJ774660 (updated with full
cDNA sequence) (Fig. 1). Multiple sequences alignment showed that
the Sp-CAT amino acid sequence exhibited overall high identity
(754%) to members of the catalase family from other species
including Portunus trituberculatus (ACI13850), FE chinensis
(ABW82155), Daphnia magna (ACU81116), D. melanogaster
(NP_536731), Bombyx mori (BAD38853), Anopheles gambiae
(ABL09378), D. rerio (NP_570987), M. musculus (NP_033934), and H.
sapiens (NP_001743) (Fig. 2). The three highly conserved catalytic
amino acid residues (His-71, Asn-144 and Tyr-354 in the crab
sequence) existed in all species compared here and were indicated by
closed circles. The CAT proximal active site feature (FDRER-
IPERVVHAKGAGA) and the proximal heme-ligand signature sequence
(RLFAYTDTH) were also highly conserved in the sequences analyzed.
In addition, the predicated peroxysome targeting signal in the C-
terminus was AKL which was the same to . chinensis [20] but differing
from the canonical signal found in human and mouse catalase (KAN),
and one residue difference from that of mosquito and domestic silk-
worm catalase (ANL). This result implied that the crab Sp-CAT was
likely to be a peroxisomal protein which is the case for most vertebrate
and insect members of this family. By using immunoelectron micro-
scopic analysis, previous study has indicated that the marine inver-
tebrate CAT from the crustacean C. maenas and the mollusk Mytilus
galloprovincialis were localized in the peroxisomes [22].

A crystal structure of crab CAT is not yet available, but it is likely
that the catalytic site is much similar to other catalases based on their
high identities to each other. The putative secondary structure was
obtained by using the NPS@: Network Protein Sequence Analysis
[42]. The total secondary structure content of crab CAT predicted by
the NPS-algorithm was 28% of a-helix and 18% of -sheet, which was
similar to the structural contents of shrimp CAT (24% a-helix and 18%
B-sheet) [19] and human CAT (25% o-helix and 14% B-sheet from
structure PDBI1F4S). The putative 3D-model structure of Sp-CAT
protein was established by using the 3D-JIGSAW Protein Comparative
Modeling Server (http://bmm.cancerresearchuk.org/~3djigsaw/)
using human catalase (PDB1F4S) as a Protein identifier (Fig. 3).

3.2. Tissue distribution of Sp-CAT gene transcript in the crab

The presence of Sp-CAT mRNA in multiple tissues was deter-
mined by real-time PCR. As shown in Fig. 4, high expression was
observed in hepatopancreas and midgut, followed by stomach.
Relatively high expression was found in heart, muscle, thoracic
ganglion mass, and eyestalk. Low expression was shown in brain,
reproductive tract, ovary, gill, subcuticular epithelia and hemocyte.
The hepatopancreas is a gland showing highly metabolic activity
[43], and able to produce large amount of ROS [44]. Thus, the high
expression of Sp-CAT gene in hepatopancreas might imply that it is
likely to act as an important detoxification molecule in the crab.

3.3. Gene expression profile of Sp-CAT gene in hemocyte
and hepatopancreas after LPS challenge determined
by quantitative real-time PCR

To determine the transcript expression profile of Sp-CAT gene
after LPS challenge, real-time PCR was employed. Because of the
important roles of hemocyte and hepatopancreas for generation of
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GAGTCTTCACTTGACTAGCGCACGGGARAGCAGGTGCC TGAAAGAAACAGCCACCARAGATG
M
CCGAGGGACCGGGCAGCCGAGCAACTCAATGAAT TTAAGAAAARACCAGACGAARGAAGAT
P R D RA A E Q L N E F K KN QT K E D
GTGCTCACCACCGGCTT TGGCTGTCCACT GTCGGATAAGCTCAAC TCCCTCACGGTGGEGC
v L T T G F & ¢ P L S D KULN S L T V G
CCACGAGGACCCATTCTGC TACAGGACATCCAGC TGT TAGATGAGATGGCCCACTTTGAC
P R G P I L L @ DI 9 L L D EMAHF_ D
CGGGAGCGCATCCC TGAGAGGG TGGTCCATGC CAAGGGAGCAGGGGCAT T TGGCTACTTT
R E R I P E R V V g@ A K G A G A F G Y F
GAAGTCACTCATGACATCTCACAGTACAC TAAAGCCAAGATT TTCAGTGAGAT TGGCAAG
E v T H D I 8 @ Y T K A K I F 8 E I G K
CGCACCCCTTTGGC TGT TCGAT TC TCCAC TGTAGGTGGGGAGAGTGGCTC TGCAGACACT
R T P L AV R F 85 T V G G E S G s A DT
GCCAGGGATCCTCGAGGTT TTGCTGTGAAATT CTATACAGAGGAAGGTAATT GGGATCTG
A R D P R GG F A V K F Y T E E G N W D L
GTAGGCAACAACACTCCCATCTTCTTCATCAGGGATCCTGTTCTCTTCCCTTCCTTCATT
v G QD N T P I F F I R D P V L F P S F I
CACACCCAAAAGAGGAACCCAGCTACTCATCTGAAGGATGCAGACATGTTCTGGGATTTT
H T Q K R N P A T HUL KD ADMMTEFEF W D F
AFCACCCTGCGTCCAGABACBACACACCARGTGTCCT TCCTCTTC TC TGACCGTGGTACC
I T L. R P ETTHOQQV 8 F L VF S D R G T
CCAGATGGCTACCGGCACATGAATGGC TATGGCTCTCACACCTTCAAGCTGGTAARCAAG
P D G Y RHMMNGY G S HTF KL V N K
GAAGGAAAGCCTGTATACTGCAAGTTCCACTACAAGAC TGACCAGGGCATCARGTGCCTT
E 6 K P V Y €C K F HY KT D Q G I K C L
AGTGCAGARAGGGCAGATT TCT TGGCAGGCTC TGACCCTGAC TATGC TATCCGTGACCTG
S A ERADVFLAG S D P D Y A I R DL
TACAATGCAATTAGCGAAGGCAACTATCCCTCCTACACCATGTATATCCAGGTGATGACC
Y N A I s E G N Y P 3 Y T MY I Q VM T
TTTGAGGAGGCTGAGAAGTGGGAATTCAATCCAT TTGAT TTGACCAAGGTCTGGCCCCAT
F E E A E K W E F N P F DL T K V W P H
GCTGATTTCCCGCTAATCCCAGTTGGCCGCATCACACTTGATCGCAATCCACARAACTAC
A D F P L I PV G R I T L DU RNP Q N Y

TTTGCTGAAGTGGAGCAGC TGGCC TTCACCCC TTCCAACCTTGTGCCAGGCATTGAGCCG
F AEVEQQLATFTU®PSNILVZPGTIE P
TCCCCAGACAAGATGCT TCAGGGTCGCCTCTT TGCATACACTGACACCCATCGGCATCGT
S P DKMUL QG RLF a®TDTHTEREHR
CTGGGAGCCARCTACCACCARATCCCTGTGARCTGCCCT TACCGTGCCCGCTC TAAGAAC
L G AN Y H@Q I PV NTCZPY®RA AR RS KN
TACCAGAGGGATGGTCCCATGACAGTGAATGATARCCAGACGTGTGCACCCARCTACTTC
Y QR D 6 P M TV NUDNGQTTCATPNY F
CCCAACAGC TTCTC TGGCCCTATGGAC TGCARRCAAT TTGAAGTACCCAAGGAGAAGTTA
P NS F S 6 PMDCIEKIOQTFEVPZKTEZ KL
TCAGGGGATGTAATGCGCTACAGTAGTGC TGATGAGGATAAT TTCAC TCARGTGTGCACC
S G DV MRY S5 S ADETDNTFTOQV CT
TTCTACARAAACGTGCTGAATGAAGAGGAGCGGCARCGATTGGTGARCAACATTGCTGGT
F Y KNV LNZETEEU RGQ®RTILVNNTIAG
CATATTGTGAATGC TCARGAAT TT TTGCAAGAGAGGGCCATARAGAACTTCTCTCARGCT
H I VNAQETFTULIGQETZ RATIIEKNTFEF S Q A
TGCCCTGAGTATGGTGC TGGTATTAGGTC TGC TT TGAACCGCATCARAGCAGCACAGTCA
¢C P EY GA GIRSATLNU RTIIEKIABAA AIQ S
TCAAACTCCTCAGC TATCCATGCAGTGGCAGCCTCCAATGCCAAGTTGT GAGCARGT TTT

S N S A I HAVAASDNA AIEKL *

GGCCACT TCACACTCCATTATTATCAT TACATATACAGTAGTCACTTATCARCTGAATGT
CGTCTAGAATATATCCTGATATAT TTGTTGTARCCAGATGTAARAGAATTGT TTGTTTTT
CAGTACATACTTTT TAAAAAGT TACAATATTCAT TTAATAAATCTATGGATAATTCT TTT
TAATAAC TCTATGGGTAAT TCT TATGT TACTGGGGAGCAGTGAT TCT TGGAGTATATCAT
CCACAGTGGAATCAGAATAACACATGATT TAT TATAC TAATGTTGTT TACATGAATGTCA
CAACATTGTARACAGAATC TAARARAATTCAC TATGC TATGTGATAACCAGC TGTATGTA
AACTTATTTTTAGT TCT TTCTGGCTCCTCATT TGTTACAATT TTACAGTT TCAGTAT TGT
ARATTTTCAGCAGT TGCATCCGAGTTTGGTCACT TTATARAGTACAGCTTTTGTT TGATG
CCCACCCTTGTCAGARGAGCTCCTAATATAT TGGAGGATAGGC TG TGARATGRATGGTTT
GTACAGGTATCACACTAACATCTC TTGTTGAT TAATAT TCTGATAGGTAT TCATACATTA
TTACTCAATGATCT TAT TAGCC TTCAT TTGATAARATAGCATATGTAGTAACTTGTTGCT
GCRACTTAATATGT TAAGGCTAGAATT TTTTT TACTT TCAAARGC TTGTATT TGAATAGA
ARATTAT TTGAAGATTGAGTGAGAATATGAGTGAGAATACTTAGTAT TTGGAGGATATGT
TTACAGATTTTC TATTTGGTGARGACAGGCTTCAGCTAGATTARARGGCAAGGGARATAG
TATAGTTGTCAAAT TCAGAACATC TGTATCTGTACRATGC TGANBAT ARRTGTTCTAGGGE
CARAARARAARRAARAAARAARAAARAARRAR

865

Fig. 1. Complementary DNA and predicted amino acid sequences of Sp-CAT gene. The polyadenylation signal (AATAAA) was in bold and boxed. The start coden (ATG) and stop codon
(TGA) were in bold. The three catalytic amino acid residues (His-71, Asn-144 and Tyr-354) were shown in bold and circled. The catalase proximal active site feature (FDRER-
IPERVVHAKGAGA) and the proximal heme-ligand signature sequence (RLFAYTDTH) were indicated in bold and underlined. Primers for 5’-, 3’-RACE and analysis of gene differential
expression sites were shown with arrows (5'—3’) (GenBank accession number FJ774660).



866 H.-P. Liu et al. / Fish & Shellfish Inmunology 28 (2010) 862—871

S. paramamosain

P. trituberculatus
F. chinensis

D. magna

D. melanogaster

LNEFKKNQ. . TKECV
LNEFKKSQ. . TNECV
LTDFEKCQ. . TAEDN
LENFGESKENEAKAS
LIDYENSQ.TVSEGR
LNAYRDAQ .KDK . VT:

A. gambiae

B. mori LINYKKTL . KDSEGE

D. rerio MKLWKEGRGSQRELCV.

M. musculus MKOWKEQRASQRELV

H. sapiens IMOHWKEQRAAQKALV
i | I—

S. paramamosain 3 AFCYFEVTHLIE

P. trituberculatus
F. chinensis

D. magna

D. melanogaster

A. gambiae

B. mori

D. rerio

M. musculus

H. sapiens RLPRGEAVKE YTias]

S. paramamosain = =L ISNE YR 206
P. trituberculatus /S, 206
F. chinensis S 206
D. magna . 209
D. melanogaster ] 208
A. gambiae 206
B. mori 208
D. rerio 210
M. musculus 210
H. sapiens 210
S. paramamosain 276
P. trituberculatus 276
F. chinensis 276
D. magna 279
D. melanogaster 278
A. gambiae 276
B. mori 278
D.rerio 280
M. musculus 280
H. sapiens 280
S. paramamosain 346
P. trituberculatus 346
F. chinensis 346
D. magna 349
D. melanogaster 348
A. gambiae 346
B. mori 348
D. rerio 350
M. musculus YEAEVE(QSAFISHEING] 350
H. sapiens : YEAEVECMATF HEjudt 350
S. paramamosain 1C €RL A‘;’a S CCKQFEV 416
P. trituberculatus RCCHARINE S CCKQFEG 416
F. chinensis .Hu%yi SEOCCRKHTA 416
D. magna CHUN :aYHT,’THFH S NAPRAME 419
D. melanogaster [Lisle RL. FeYSCTHRHR \| ECPRARA 418
A. gambiae TCPRAHK 416
B. mori ECPRAQR 417
D. rerio

VCPRFLE 420
QORSALE 420
QCPSALE 420

LCERATENESQAC 482
LYPEHSENLVYNN 465
ICERATIENETOAD 482
ICCRAVENETQVUN 485
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D. magna 504
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M. musculus ECYGARICATMCKYNAEKPK . NATHTY TQAGSHMAAKGKAN 526
H. sapiens ECYGSHICATMLKYNAEKPK . NATHTFVQSGSHLAAREKAN 526

Fig. 2. Multiple sequences alignment of the deduced amino acid residues of the Sp-CAT with catalases from selected species: Portunus trituberculatus (ACI13850), Fenneropenaeus
chinensis (ABW82155), D. magna (ACU81116), Drosophila melanogaster (NP_536731), B. mori (BAD38853), Anopheles gambiae (ABL09378), Danio rerio (NP_570987), M. musculus
(NP_033934), and H. sapiens (NP_001743). The three conserved catalytic amino acid residues from all species analyzed were shown with closed circles. And the catalase proximal
active site feature (FDRERIPERVVHAKGAGA) and proximal heme-ligand signature sequence (RLFAYTDTH) were boxed.
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Fig. 3. A putative 3D-model structure of Sp-CAT protein. The model was established by
using the 3D-JIGSAW Protein Comparative Modeling Server (http://bmm.cancerresearchuk.
org/~3djigsaw/).

immune defense molecules in crustaceans, the differential
expression patterns of Sp-CAT gene in hemocyte and hepatopan-
creas during the time course of LPS challenge were analyzed. After
LPS challenge, the Sp-CAT gene transcript was significantly
expressed in hemocyte at 3 h (8.2-fold, P < 0.01) and maintained
high expression till 6 h (12.1-fold, P < 0.01) (Fig. 5A). The level of
Sp-CAT transcripts was higher in LPS treated animals compared to
controls treatment at 24 h clearly confirming the SSH results (about
2-fold increase) in our previous study, in which the expression of
Sp-CAT gene was increased in crab hemocyte post LPS challenge
[21]. In contrast, the Sp-CAT gene showed a reduced expression for
both control and LPS treated animals at 3 h compared to that of
untreated animals in hepatopancreas. After that, the Sp-CAT mRNA
transcripts in the LPS-challenged animals were increased to the
normal level at 6 h with a significant difference (7.1-fold) when
compared to those of saline injected group. The Sp-CAT transcripts
showed lower expression again in the LPS treated animals
from 12 h till the end of the experiments when compared to the
normal crabs (Fig. 5B). These data together suggested that the gene
expression pattern of Sp-CAT in the hepatopancreas was different
from that in the hemocyte of the crab with LPS challenge.
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Fig. 4. Distribution of the Sp-CAT gene transcript in different tissues by real-time PCR.
Tissues analyzed: brain (BR); eyestalk (EY); gills (GI); heart (HT); hemocyte (HC);
hepatopancreas (HP); midgut gland (MG); muscle (MU); ovary (OA); reproductive tract
(RT); stomach (ST); subcuticular epithelia (SE); thoracic ganglion mass (TG). This
experiment was performed for three times and the data demonstrated means of
triplicates. Bars indicated mean + S.E. (n = 3).

3.4. Antioxidant enzyme activities in the crab after LPS challenge

3.4.1. CAT activity

After stimulation of LPS, the CAT activity showed variations in
different tissues tested in the crab. The significant induction of CAT
activity was observed at 3 (1.5-fold), 6 (1.3-fold), 24 (1.29-fold) and 48 h
(1.3-fold), but not at 12 h, in the hemocyte lysate of the LPS-challenged
crabs when compared to that of saline injected group (Fig. 6A). This
activity profile perfectly matched with the induced expression profile
of Sp-CAT gene against LPS stimulation (Fig. 5A). Whereas for serum
post LPS challenge, the CAT activity was significantly induced onlyat 3 h
(1.4-fold) (Fig. 6B), indicating that the induction pattern of CAT activity
in serum was different from that in hemocyte lysate. This result clearly
confirmed our previous study, in which the mRNA transcript of Sp-CAT
gene showed strong up-regulation in a crab hemocyte SSH library after
the LPS stimulation. However, this was not the case for hepatopancreas,
where the CAT enzyme activity showed a delayed significant increase
at 24 h in comparison with its gene expression (significant increase at
6 h). Besides, the CAT activity showed significant increase at 24
(5.7-fold) and 48 h (3.9-fold), but not other time points tested in the
hepatopancreas, after LPS challenge (Fig. 6C). This variation was also
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Fig. 5. The expression profile of Sp-CAT mRNA in hemocyte (Fig. 5A) and hepatopancreas (Fig. 5B) post LPS challenge by real-time PCR. The sampling was performed at 3, 6, 12, 24
and 48 h after LPS challenge. The significant difference of Sp-CAT transcripts between LPS-challenged group and control group was indicated with asterisks (**: P < 0.01, *: P < 0.05).

The data demonstrated means of triplicates. Bars indicated mean + S.E. (n = 3).
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observed in other crustaceans like shrimps, in which the expression
level of CAT showed similar variations during early infection stages
against a WSSV challenge [20]. The induced higher CAT activity was
also acquired at 3 h in the crab gills after LPS challenge (Fig. 6D).
Similarly, the enhanced CAT activity occurred in the muscles at 6 h post
LPS stimulation compared to that of saline injected crabs (Fig. 6E). In
addition, the CAT activity was also compared among different tissues/
cells examined. For instance, the CAT activity was found strongly higher
in the hepatopancreas than in the ovary, hemocyte, gills and muscle at
24 and 48 h after LPS challenge in our study (data not shown).
In contrast, the CAT activity was more induced in the gills than in the
ovary, hemocyte, muscle, and hepatopancreas at 3 h post LPS challenge.

Taken together, the increased Sp-CAT expression and CAT activity after
LPS challenge suggested an acute strong antioxidant response occurred
in the crab hemocyte and other different tissues, indicating that Sp-CAT
might act as an important acute defense molecule under stress of
immuno-stimulant challenge or microbial infection.

3.4.2. SOD activity

SOD is an important enzyme that detoxifies toxic superoxide anion
radicals and its activity has been taken as an important parameter
usually measured under antioxidant response. In our previous study,
the mRNA transcript of SOD has been found to be increased in the crab
hemocyte against LPS challenge [21]. To further verify if the SOD
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enzyme activity was correspondingly induced by LPS challenge, we
then measured the SOD activity in this study. The specific activity
profile of SOD enzyme was demonstrated in Fig. 7. It was observed that
a significant induction of SOD activity occurred at 3 (2.1-fold) and 6 h
(2.3-fold) in the hemocyte lysate post LPS challenge (Fig. 7A),
which was strongly correlated to Sp-SOD gene expression profile as
previously observed [21]. Meanwhile, a significant induction of SOD
activity was also shown in the crab serum at 3 (1.5-fold) and 12 (1.6-
fold) post LPS challenge (Fig. 7B), which exhibited a similar expression
pattern to Sp-SOD gene in the hemocyte in our previous study [21].
In addition, the SOD activity was significantly induced at 12 h
(1.3-fold) and 48 h (3.9-fold) when compared to that of saline injected
animals, but no direct correlation existed between the SOD enzyme
activity and the Sp-SOD gene expression level in the hepatopancreas

0.8 A Hemocyte lysate
[_INormal
0.7 [ $aline injection
I 1 7S challenge
0.6
s
& 054
£ s
=3
ot 0.4+
g
=
£ 034
=
0.2 4
0.1 4
0.0 T
N 3h 6h 12h 24h 48h
Time (hours) post LPS challenge
1.0 q C Hepatopancreas
0.9+ [INormal
[ Saline injection
0.8 I (7S challenge
- 074
= ok
3
2 0.6 4
B
o 05
g
= 044
5
0.3+ *
0.2 4
0.1 4
0.0 - - -
N 3h 6h 12h 24h 4

Sh
Time (hours) post LPS challenge

E

0.6 4

0.5

0.4 4

Unit.mg protcin

of crabs with LPS challenge (Fig. 7C) [21]. This result indicated the
complicated regulation of the antioxidant response in the hepato-
pancreas in a crustacean. Besides, a highly induced SOD enzyme
activity was also observed in the gills and muscles at 3 h (Fig. 7D) and
48 h (Fig. 7E), respectively, after LPS challenge (but not in the ovary,
data not shown). Besides, a relative high induction of SOD activity
showed up in the gills at 3 h post LPS stimulation when compared
to the hemocyte, muscle, ovary and hepatopancreas (data not shown).
Together with the CAT expression features described above, these
results indicated that the crab gills exhibited a relatively low-
threshold response to the LPS challenge, which was similar to that of
Spiny cheek crayfish investigated under different environmental
conditions [45]. CAT enzyme is an important antioxidant component
sharing the same function with glutathione peroxidase (GSH-Px) for
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Fig. 7. SOD activity in different tissues after LPS challenge. The sampling was performed from hemocyte lysate, serum, hepatopancrease, gill and muscle at 3, 6,12, 24 and 48 h after LPS
challenge. The SOD activity for hemocyte lysate, serum, hepatopancreas, gill and muscle was illustrated in A, B, C, D, and E, accordingly. The significant difference of SOD activity between
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working primarily to degrade H,0; to H»0. Organic peroxides are the
preferred substrate for GSH-Px in the presence of low H,0, concen-
trations, but not at high level of H,0,, which are catalyzed by CAT [46].
Previous study has found that CAT plays a relatively more important
role in detoxification in invertebrates than vertebrates [47]. Generally,
any significant increase in SOD activity is accompanied by a compa-
rable enhancement in CAT and/or GSH-Px activities [48]. Similar
tendency was also found in our study. The high level of SOD activity
was followed by the increased CAT activity accordingly in the hemo-
cyte, serum, hepatopancreas and gill after LPS challenge. Taken
together, our data revealed that the antioxidant enzyme activities like
CAT/SOD varied in different tissues/cells against the LPS stress, sug-
gesting that the enzyme activity along with their gene expression
profile was tissue-specific as well as time-dependent under stress
conditions.

3.4.3. Remarks and summary

A balanced activity of antioxidant components is needed for
the homeostasis of ROS and the redox state [45]. To achieve this
balance, anti-oxidative components must be coordinated by
correlative changes with other antioxidant enzymes [49]. The ROS
scavenging and the antioxidant defense system therefore play
important roles in maintaining normal cellular physiology, dealing
with diseases and enhancing immunity. Recent investigations
strongly suggest that the ROS detoxification system plays impor-
tant roles in host-microbe interactions. For instance, the Plasmo-
dium-refractory A. gambiae strain exhibited increased stable levels
of ROS, which favored parasite killing in the midgut. Meanwhile,
the CAT was likely to promote parasite killing by encapsulation
[50]. The ROS was also shown to modulate A. gambiae immunity, in
which a local reduction of detoxification of hydrogen peroxide in
the midgut, contributing to restrict Plasmodium infection via
a lytic mechanism, was involved in responses to P. berghei [3]. In
Drosophila, the antioxidant system was required for host protection
against gut infection. The dynamics between infection-induced de
novo ROS generation and efficient removing by immune-regulated
catalase were essential biological process for its innate immunity
[28]. Strong evidence suggested that pathogenic bacteria, like Hel-
icobacter pylori, could induce ROS synthesis directly in the gastric
epithelial cells of patients and result in DNA damage and apoptosis
[51-53]. Besides, ROS was also involved in relatively common
inflammatory diseases of the gastrointestinal tract like inflamma-
tory bowel diseases [54,55]. Those results together indicate that
fine redox balancing is one of the most important events involved
in host-parasite as well as host—microbe interaction during
mucosal infection.

In invertebrates, the role of the antioxidant defense system is
much more important, because phagocytosis involving a highly ROS
and ROI producer response is a key line of defense against invading
microorganisms due to their lack of adaptive immunity [56,57].
However, the generation of high levels of ROS and ROI must be
restricted and transient to avoid tissue damage. Many catalases and
their genes from various species have been reported [58] and the
numbers are in growing, whereas the marine invertebrate catalases
are just recognized. It has been reported that the CAT/SOD activity or
their gene expression increases parallel to immuno-stimulant chal-
lenge or pathogen infections in crustaceans [21,30,33—35,59]. To our
best knowledge, there is no report so far for any protection test
against microbe invasion under the condition of enhanced CAT/SOD
activities in crustaceans, which hence needs to be further investi-
gated in the future. In conclusion, the insightful information gener-
ated in this study will benefit further studies for evaluating the
potential functions of CAT/SOD gene expression and their antioxidant
activities against microbial infection commonly found in crab
farming and/or the polluted environments.
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