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ABSTRACT 

Crab meat is widely consumed in several countries around the world. 
However, when consumed, crab meats are frequent cause of allergic 
reactions throughout the world. Scylla serrata is among the most common 
mud crab in Malaysia. In a previous study two major allergens of mud crab at 
36 and 41 kDa was identified. Thus, the aim of this study is to further identify 
these major allergens by a proteomic approach. Protein extract was prepared 
and resolved by 2-dimensional electrophoresis (2-DE). Immunoblotting was 
then performed using reactive sera from patients with crab allergy. Major 
allergenic spots were then excised from the 2-DE gel and analysed by mass 
spectrometry. The 2-DE profile of the extract revealed approximately >100 
protein spots between pH of 4.00 to 8.00. Mass spectrometry analysis has 
identified the 36 and 41 kDa proteins as tropomyosin and arginine kinase, 
respectively. Our findings indicated that tropomyosin and arginine kinase 
play a major role in allergic reaction to mud crab meat among local patients 
with crab meat allergy, and should be included in diagnostics and therapeutic 
strategies of this allergy. 

Keywords: Allergy, mud crab, Scylla serrata, 2-dimensional electrophoresis, 
immunoblotting, mass spectrometry. 
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INTRODUCTION 

Crabs are common constituents in the diet of many communities worldwide 
[1]. However, consumption of crab meat can produce allergic symptoms 
in hypersensitive individuals [2,3,4]. Sensitized individuals can develop 
cutaneous urticaria, angioedema, asthma and even fatal or life-threatening 
anaphylaxis [2]. In Malaysia, a previous study indicated that about 44% 
of patients with asthma and allergic rhinitis suffered at least one shellfish 
allergy, which includes crab [4]. 

To date there are only few reports on identification of crab allergens 
at the molecular level which have been documented [2,6,7]. Leung et al 
(1998) first reported a 34 kDa protein, designated as Chafl, as the major 
allergen of red crab (Charybdis feriatus) and identified as tropomyosin. It 
is well-documented that tropomyosin, a regulatory protein with a molecular 
mass of 35-38 kD belongs to a family of highly conserved proteins found 
in both muscle and non-muscle cells of all animals [8]. Tropomyosin is 
regarded as a pan-allergen that is implicated in IgE cross-reactivity among 
various invertebrates including crustaceans, mollusks, mites, helminths and 
cockroaches [6,7,8]. 

Besides tropomyosin, arginine kinase has also been reported as a new 
potential pan-allergen in various species of crab [9, 10, and 11]. Recently 
four additional new allergens of snow crab were identified as sarcoplasmic 
calcium-binding protein (20 kDa), troponin (23 kDa), a-actine (42 kDa) 
and smooth endoplasmic reticulum Ca2+ATPase (113 kDa) [9]. Moreover, 
other potential IgE-binding proteins from crab with various molecular mass 
have also been reported, but have not been well-characterized [12,13,14]. 

Scylla serrata, commonly known as mangrove crab, mud crab or 
'ketam nipah' belongs to the genus Scylla of family Portunidae. There is high 
consumer demand for Scylla serrata, particularly in countries comprising 
large Chinese communities such as Malaysia, Singapore, Taiwan and Hong 
Kong, where it is regarded as a delicacy, large chelae and high meat content 
[15]. Studies on identification of local crab allergens are very limited. Our 
previous studies have identified the 41 and 36 kDa protein as the major 
allergens of this species of crab [16]. Therefore, the aim of this study is to 
identify the biochemical properties of these major allergens by proteomics 
approach. 
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MATERIALS AND METHODS 

Protein Extraction 

Live crabs were purchased from an aquaculture centre at Port Klang, 
Selangor. Briefly, the crab meat was washed, minced and homogenized in 
phosphate buffer saline (PBS, pH 7.2), followed by overnight extraction at 
4°C. The crab supernatant was centrifuged, filtered, lyophilized and stored 
at -20°C until use. The protein concentration of the extracts was determined 
using a commercial protein determination kit (Sigma, USA). 

Collection of Sera 

10 reactive sera from a previous study (unpublished data) were chosen 
to be used in this study. This research protocol was approved by the Medical 
Research and Ethics Committee (MREC), Ministry of Health Malaysia. 

2-Dimensional Electrophoresis (2-DE) 

The lyophilized extract was suspended again in a rehydration buffer 
and applied to a 7 cm of immobilized pH 3-10 non-linear gradient strips 
(BioRad, USA), rehydrated overnight and focused using the IEF System 
(BioRad, USA). Subsequently, the strips were fractionated by molecular 
weight in SDS-PAGE. Protein spots map was visualized with Coomassie 
brilliant blue R250 staining. 

Immunoblotting 

The protein bands in the SDS-PAGE gel were electrophoretically 
transferred to nitrocellulose membrane using a Mini Transblot System 
(BioRad, USA). After completed, the membrane was cut, washed with tris-
buffered saline (TBS) containing 0.05% Tween 20 (TTBS) and blocked for 2 
hours in a blocking buffer (10% non-fat milk in TBS). The strips were then 
incubated overnight at 4°C with the individual patients' sera, probed with 
biotinylated goat-antihuman IgE (Kirkergaard and Perry Laboratories, UK), 
incubated in streptavidin-conjugated alkaline phosphatase (BioRad, USA) 
and detected using Alkaline Phosphatase Conjugate Substrate Kit (BioRad, 
USA). Serum from a non-allergic individual was used as a negative control. 

3 
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Mass Spectrometry Analysis 

The Coomassie-stained protein spots corresponding to those 
recognized by the above sera were manually excised, destained and 
submitted to a proteomics laboratory to be analyzed by mass spectrometry. 

RESULTS 

2-DE Profile and Identification of IgE-binding Spots 

About 100 protein spots of molecular masses between 10 to 250 
kDa and pi of 4.0 to 8.0 were visible with coomassie blue staining (Figure 
1). The 2-DE IgE immunoblots using 10 different sera demonstrated that 
each subject had an individual IgE binding pattern with 12 to 40 different 
allergenic spots and 5 of these immunoblot results are shown in Figure 1. 
The most abundant IgE-binding spots of mud crab major allergens were 
labeled as spot number 1 (36 kDa) and 2 (41 kDa). These spots were selected 
for mass spectrometry analysis. No IgE-binding spots were detected by 
immunoblotting using a control serum from a non-allergic subject (result 
not shown). 

4 
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Figure 1: Two-dimensional Electrophoresis (2-DE) and Immunoblot Analysis of 
2-DE Profile of Raw Extract of Mud Crab, (a) Coomassie Blue Stained of 2-DE 
Profile, (b) Immunoblot with Individual Patients' Sera. The Circle Represents 
the Protein Spot Send for Mass-Spectrometry Analysis. M, Molecular Mass 
Markers in KiloDalton (kDa) 

Identification of Major Allergens 

Two coomassie-stained protein spots (spots No. 1 and 2) were 
analysed after tryptic digestion by mass spectrometry. The MS/MS spectra 
matched significantly with known crab proteins in the databases (Table 1). 
Tropomyosin and arginine kinase were identified in spot No. 1 and spot 
No. 2, respectively. 

5 
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Table 1: Combined MS and MS/MS MASCOT Search 
Results Summary of Mud Crab Spots (Spots 1 and 2) 

Spot MW, pi 

1 36,4.8 

2 41,6.9 

MW, pi 

32.7, 4.71 

40.2, 6.34 

Protein 
Identification 

Tropomiosin 

Arginina 
kinase 

Organism 

Portunus 
sanguinolentus 
Scylla olivacea 

Accession 
No. 

tr|A1YYV6 

tr|C3VUU1 

% 
Coverage 

MS/MS 
38 

32 

Match 
Peptide 

11 

10 

DISCUSSION 

Previous studies indicated that mud crab meat contains two major allergens, 
a heat-resistant protein of 36 kDa and a heat-sensitive protein of 41 kDa 
[16]. In this study, the digested peptide fragments isolated from the 36 kDa 
band were significantly identical to crab tropomyosin. It should be noted 
that several crab tropomyosin have also been reported as crab meat caused 
major allergens including Chafl [7], Eri s 1 [2], Chi o 1 [17] and Scy s 
1 [18]. This protein has also been widely identified as a major and cross-
reactive pan-allergen in various species of invertebrates [8,17,19]. 

Contrarily, sequence homology searches of the digested peptide 
fragments have revealed that the 41 kDa band is significantly homologous 
to crab arginine kinase. Notably enzymes including arginine kinase are 
sensitive to high temperature, and will lead to enzyme denaturation [20]. 
Our finding is in accordance with recent studies which reported arginine 
kinase with a molecular mass of 40 kDa as a new potential allergen of snow 
crab (Chionoecetes opilio) [9] and mud crabs, Scylla serrata [10] and Scylla 
paramamosain [11]. At present, arginine kinase represents a new class of 
cross-reactive allergen in different crustacean and invertebrate species 
including shrimps or prawns, moth, house dust mite, cockroach and spider 
[17, 19, and 21]. This enzyme is a phosphagen kinase that is the key to 
energy metabolism in invertebrates, which catalyses the reversible transfer 
of the high-energy phosphoryl group from arginine phosphate to ADP to 
form ATP, thereby regenerating ATP during bursts of cellular activity [21]. 

6 
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CONCLUSION 

In conclusion, this study has identified the heat-resistant major allergens of 
36 kDa as crab tropomyosin and the 41 kDa heat-labile proteins corresponds 
to crab arginine kinase. This data could provide general insights about the 
properties of epitopes being responsible for eliciting allergic reaction in 
patients with crab meat sensitization. Hence, it is recommended that both 
allergens should be included for diagnostic and therapeutic approaches of 
crab allergy. 

ACKNOWLEDGEMENT 

The authors would like to thank the Director General of Ministry of Health 
of Malaysia (MOH) for permission given to publish this paper. This study 
was supported by a research grants from the Ministry of Higher Education 
(Fundamental Research Grant Scheme FRGS 2010-0065-102-02). 

REFERENCES 

[1] Food and Agriculture Organization (FAO), 2014. Fishery Statistical 
Collections: Global Production Year 2012. Accessed April 10, 2014. 
http://www.fao.org/fishery/statistics/global-production/en. 

[2] Liang, Y., Cao, M., Su, W., Zhang, L., Huang, Y and Liu, G., 2008. 
Identification and characterisation of the major allergen of Chinese 
mitten crab {Eriocheir sinensis). Journal of Food Chemistry, 111, pp. 
998-1003. 

[3] Turner, P., Ng, I., Kemp, A. and Campbell, D., 2011. Seafood allergy 
in children: a descriptive study. Annals of Allergy, Asthma and 
Immunology, 106, pp. 494-501. 

[4] Lee, A.J., Gerez, I., Shek, L.P. and Lee, B.W., 2012. Shellfish allergy-
an Asia-Pacific perspective. Asian Pacific Journal of Allergy and 
Immunology, 30, pp. 3-10. 

7 

http://www.fao.org/fishery/statistics/global-production/en


SCIENTIFIC RESEARCH JOURNAL 

[5] Shahnaz, M., Gendeh, B.S. and Nasuruddin, A., 2001. Skin test 
reactivity to inhalant and food allergens in patients with allergic 
rhinitis. International Medical Research Journal 5, pp. 69-73. 

[6] Abramovitch, J.B., Kamath, S., Varese, N., Zubrinich, C , Lopata, 
A.L., O'Hehir, R.E. and Rolland, J.M., 2013. IgE Reactivity of Blue 
Swimmer Crab (Portunuspelagicus) Tropomyosin, Por p 1, and Other 
Allergens; Cross-Reactivity with Black Tiger Prawn and Effects of 
Heating. Public Library of Science One, 8, e67487. 

[7] Leung, P.S.C., Chen, Y.C., Gershwin, M.E., Wong, S.H., Kwan, H.S. 
and Chu, K.H., 1998. Identification and molecular characterization 
of Charybdis feriatus tropomyosin, the major crab allergen. Journal 
of Allergy and Clinical Immunology, 102, pp. 847-852. 

[8] Lehrer, S.B., Ayuso, R. and Reese, G., 2003. Seafood allergy and 
allergens: A review. Journal of Marine Biotechnology, 5, pp. 339-348. 

[9] Abdel Rahman, A.M., Kamath, S.D., Lopata, A.L., Robinson, J.J. 
and Helleur R.J., 2011. Biomolecular characterization of allergenic 
proteins in snow crab (Chionoecetes opilio) and de novo sequencing of 
the second allergen arginine kinase using tandem mass spectrometry. 
Journal of Pro teomics, 74, pp. 231-241. 

[10] Shen, Y, Cao, M.J., Cai, Q.F., Su, W.J., Yu, H.L., Ruan, W.W. and 
Liu, G.M., 2011. Purification, cloning, expression and immunological 
analysis of Scylla serrata arginine kinase, the crab allergen." Journal 
of the Science and Food Agriculture, 91, pp.1326-1335. 

[11] Yu, H.L., Ruan, W.W., Cao, M.J., Cai, Q.F., Shen, H.W. and Liu, 
G.M., 2013. Identification of physicochemical properties of Scylla 
paramamosain allergen, arginine kinase. Journal of the Science of 
Food and Agriculture, 93, pp. 245-53. 

[12] Gill, B.V., Rice, T.R., Cartier, A., Gautrin, D., Neis, B., Horth-Susin, 
L., Jong, M., Swanson, M. and Lehrer, S.B., 2009. Identification of 
crab proteins that elicit IgE reactivity in snow crab-processing workers. 
Journal of Allergy and Clinical Immunology, 124, pp. 1055-1061. 

8 



VOL. 12, No. 1, JUNE 2015 

[13] Misnan, R., Murad, S., Yadzir, Z.H. and Abdullah, N., 2012. 
Identification of the major allergens of Charybdis feriatus (red crab) 
and its cross-reactivity with Portunus pelagicus (blue crab). Asian 
Pacific Journal of Allergy and Immunology, 30, pp. 285-293. 

[14] Rosmilah, M., Shahnaz, M., Zailatul, H.M., Noormalin, A. and 
Normilah, I., 2012. Identification of tropomyosin and arginine kinase 
as major allergens of Portunus pelagicus (blue swimming crab). 
Tropical Biomedicine, 29, pp. 467-78. 

[ 15] David, M.H.O., 2009. Mud crab {Scylla serrata) culture: Understanding 
the Technology in a Silvofisheries Perspective. Western Indian Ocean 
Journals, 8, pp. 127-139. 

[16] Nurul Izzah, A. R., Rosmilah, M. and Zailatul Hani, M. Y, 2012. 
Identification of IgE-binding proteins of male and female scylla serrata 
(mud crab) - preliminary results. Proceedings of 4th KOLUPSI2012, 
6 October 2012, UPSI. 

[17] Abdel Rahman, A.M., Lopata, A.L., O'Hehir, R.E., Robinson, J.J., 
Banoub, J.H. and Helleur, R.J., 2010. Characterization and de novo 
sequencing of snow crab tropomyosin enzymatic peptides by both 
electrospray ionization and matrix-assisted laser desorption ionization 
QToF tandem mass spectrometry. Journal of Mass Spectrometry, 45, 
pp. 372-381. 

[18] Huang, Y, Liu, G., Cai, Q., Weng, W., Maleki, S., Su, W. and Cao, M., 
2010. Stability of major allergen tropomyosin and other food proteins 
of mud crab (Scylla serrata) by in vitro gastrointestinal digestion." 
Food and Chemical Toxicology, 48, pp. 1196-1201. 

[19] Yadzir, Z.H.M., Misnan, R., Abdullah, N., Bakhtiar, F., Arip, M. and 
Murad, S., 2012. Identification of the major allergen ofMacrobrachium 
rosenbergii (giant freshwater prawn). Asian Pacific Journal of Tropical 
Biomedicine, 2, pp. 50-54. 

9 



SCIENTIFIC RESEARCH JOURNAL 

[20] Hendrickx, M., Ludikhuyze, L., Broeck, V. and Weemaes, C , 1998. 
Effect of high pressure on enzymes related to food quality. Trends in 
food Science & Technology, 9, pp. 197-203. 

[21] Yao, C.L., Wu, C.G., Xiang, J.H. and Dong, B., 2005. Molecular 
cloning and response to laminarin stimulation of arginine kinase in 
haemolymph in Chinese shrimp, Fenneropenaeus chinensis. Fish and 
Shellfish Immunology, 19, pp. 317-329. 

10 




