
International Journal of Biological, Life and Agricultural Sciences

ISSN: 2415-6612

Vol:7, No:7, 2013

669

  

Abstract—The effects of seawater and slurry ice bleeding 

methods on the sensory, microbiological and chemical quality 

changes of cod fillets during chilled storage were examined in this 

study. The results from sensory evaluation showed that slurry ice 

bleeding method prolonged the shelf life of cod fillets up to 13-14 

days compared to 10-11 days for fish bled in seawater. Slurry ice 

bleeding method also led to a slower microbial growth and 

biochemical developments, resulting lower total plate count (TPC), 

H2S-producing bacteria count, total volatile basic nitrogen (TVB-N), 

trimethylamine (TMA), free fatty acid (FFA) content and higher 

phospholipid content (PL) compared to those of samples bled in 

seawater. The results of principle component analysis revealed that 

TPC, H2S-producing bacteria, TVB-N, TMA and FFA were in 

significant correlation. They were also in negative correlation with 

sensory evaluation (Torry score), PL and water holding capacity 

(WHC). 

 

Keywords—Bleeding method, chilled storage, microbial growth, 

sensory evaluation.  

I. INTRODUCTION 

TLANTIC cod (Gadus morhua) is one of the most 

important commercial species in the fishery industry of 

Nordic countries. Cod has traditionally been sold as salted fish 

or frozen in form of whole fish or fillets. In recent years, the 

demand for fresh fillets of cod has been rapidly increasing [1]. 

However, the shelf life of fresh fish products is usually 

limited, mainly due to the microbial and enzymatic activities, 

leading to quality deterioration [2]. It is well-known that the 

shelf life of fish products is a function of many variables, 

including fish species, fishing ground, fishing and bleeding 

method and catching season as well as packaging method and 

storage temperature. The extension of shelf life of fresh fish 
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products can allow transport products to distant markets, 

resulting in economic gain [3]. Therefore, certain techniques 

have been applied to extend the shelf life of fresh fish products 

such as chilled and superchilled storage, vacuum packaging 

and modified atmosphere packaging (MAP) of fish products 

or combination of these techniques [1], [4]-[6].  

In general, bleeding of fish is carried out to remove most of 

the blood from the fish muscle [7]. Bleeding is thought to be 

one of the most important steps in the processing line of fish 

and has big influences on the overall quality of the final 

product. It has for example effect on the shelf life, taste and 

visual appearance of fresh fish products. If the fish has not 

been bled properly, spoilage occurs faster because residual 

blood in the fish muscle is an excellent nutrition for bacterial 

growth. The rupture of fine blood vessels in the fish flesh 

results also in bruises on the surface of fish fillets and is 

considered to be major quality defect. The amount of 

haemoglobin and myoglobin in the fish muscle is one of the 

main factors, affecting the development of undesirable 

discolouration of the fish flesh [8], [9] and unpleasant flavor 

[7]. Immediate bleeding of live fish can delay rigor-mortis 

state compared to the flesh of fish without bleeding during ice 

storage [10], [11]. Furthermore, it is well documented that 

haemoglobin and myoglobin of bloods have potential to 

accelerate lipid oxidation [9], mainly due to pseudo-

lipoxygenase activities [12] and heme or non-heme released 

from haemoglobin and myoglobin autoxidation [9], [13]. 

Hence, choosing the most suitable bleeding method is 

important for assuring a good quality of the fish products and 

promoting economic gain [14]. 

Recently, there are different bleeding methods that have 

been applied depending on fish species such as asphyxiation, 

concussion, CO2 anesthetization, electrical stunning and live-

chilling [15]. Traditionally, cod is bled on-board by a deep 

throat cut through the main vein. Bleeding is then followed by 

gutting and washing in seawater before ice storage. From 

literature review, no information has been available regarding 

the effects of different bleeding methods on the quality 

changes of cod during chilled storage.  

The present study was aimed at investigating the effects of 

bleeding method focused on the bleeding time and bleeding 

medium on the microbiological and chemical quality changes 

of cod fillets during chilled storage. The shelf life of cod fillets 

was also determined using sensory evaluation (Quantitative 

Descriptive Analysis (QDA) and Torry freshness score sheet).  
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II.  MATERIALS AND METHODS 

A. Materials 

The cod was caught by trawl by a commercial fishing 

vessel, trawler Sturlaugur H. Böðvarsson AK-10, in 

Eldeyjargrum (the South-West coast of Iceland), in November 

2011. The average weight of the fish used in this study was 

4.0 ±0.5kg. The fish was bled by four different bleeding 

methods as depicted in Table I and gutted on board, washed in 

seawater and stored in ice for 3 days before processing. The 

temperature of bleeding media was recorded using IButton 

Micro-T DS1922L temperature loggers (Dayton, OH, USA). 

The fish was beheaded, filleted and skinned in fish processing 

facility of HB Grandi in Reykjavik, Iceland. The fillets of four 

different groups were packaged in Styrofoam boxes with inner 

plastic bag and two bags of ice mats/packs (PromensTempra 

ehf., Hafnarfjordur, Iceland) on the top. The fish fillets were 

transported to the Matis laboratory in Reykjavik where the 

experiments were carried out.  
 

TABLE I 

BLEEDING MEDIUM AND BLEEDING TIME 

Sample code Bleeding medium Bleeding time (min) 

SW-5 Bleeding in seawater 5 

SW-30 Bleeding in seawater 30 

SI-5 Bleeding in slurry ice 5 

SI-30 Bleeding in slurry ice 30 

B. Storage and Sampling 

The Styrofoam boxes of fish fillets were stored in a 

refrigerated cabinet at the temperature of -1 ±0.5°C. Samples 

were evaluated on the first, third, seventh, tenth and fourteenth 

day of storage. At each sampling point, three fillets of each 

group were collected for sensory evaluation, microbiological 

and chemical determination.  

C. Sensory Evaluation 

Quantitative Descriptive Analysis (QDA), introduced by 

Stone and Sidel [16], and the Torry freshness score sheet [17] 

were used to assess cooked samples of cod. Eleven panel lists 

were trained according to the International Standards [18] for 

detection and recognition of odor, appearance, flavor and 

texture. The members of the panel were familiar with the 

QDA and Torry method and experienced in sensory analysis 

of cod. Each sensory attribute was evaluated and described the 

intensity using an unstructured scale (from 0 to 100%). The 

attributes were defined and described based on the previous 

studies [5], [6], [19] and are shown in Table II. 

About 40g sample were taken from the loins and placed in 

aluminum boxes coded with three-digit random numbers. The 

samples were cooked in a steaming oven with air circulation 

(Convotherm Elektrogeräte GmbH, Eglfing, Germany) at 95-

100°C for 6min, and then served to the panel. Each panelist 

evaluated duplicates of each sample and maximum four 

samples per time. A computerized system (FIZZ, Version 2.0, 

1994-2000, Biosystèmes) was used for data collecting. 
 

 

 

TABLE II 

DESCRIPTION OF SENSORY ATTRIBUTES FOR COOKED SAMPLES OF COD 

Sensory attribute 
Short 

name 
Description of attribute 

Odor 

sweet o-sweet Sweet odor 

shellfish, algae 
o-

shellfish 
Shellfish, algae, characteristic fresh odor 

vanilla/warm milk o-vanilla Vanilla, sweet heated milk 

boiled potatoes 
o-

potatoes 
Reminds of whole warm boiled potatoes 

frozen storage o-frozen Freezer storage odor, refrigerator 

table cloth o-cloth Reminds of a dirty, moist table cloth 

rancid o-rancid Rancid odor 

TMA o-TMA 
TMA odor, reminds of dried salted fish, 

amine 

sour o-sour 
Sour odor, sour milk, spoilage sour, 

acetic acid 

sulfur o-sulfur Sulfur, matchstick, boiled cabbage 

Appearance 

color a-color 
Left end: light, white color. Right end: 

dark, yellowish, brownish, grey 

heterogeneous a-hetero 
Left end: homogenous, even color. Right 

end: variegated, e.g. stains, spots, 

heterogeneous. 

white precipitation a-preci White precipitation on the fish surface 

Flavor 

salt f-salt Salty taste on tongue 

metallic f-metallic 
Characteristic metallic flavor of fresh 

white lean fish (cod) 

sweet f-sweet 
Characteristic sweet flavor of very fresh 

(boiled) white lean fish (cod) 

fish oil f-oil Fresh fish oil, fresh liver (not rancid) 

frozen storage f-frozen 
Freezer storage flavor, refrigerator, 

cardboard flavor 

pungent f-pungent Pungent taste on tongue, bitter taste 

rancid f-rancid Rancid flavor 

sour f-sour Sour flavor, spoilage sour 

TMA f-TMA 
TMA flavor, reminds of dried salted fish, 

amine 

off-flavor f-off 
Strength of off-flavor (spoilage 

flavor/off-flavor) 

Texture 

soft t-soft 
How firm or soft the fish is during the 

first bite 

juicy t-juicy 
Left end: dry. Right end: juicy. Evaluated 

after chewing several times 

tender t-tender 
Left end: tough. Right end: tender. 

Evaluated after chewing several times 

mushy t-mushy Mushy texture, porridge 

meaty t-meaty 
Meaty texture, meaty mouthfeel, crude 

muscle fibers 

clammy t-clammy Clammy texture, tannin (dry red wine) 

rubbery t-rubbery Rubbery texture, springy 

D. Microbiological Analysis 

Total plate count (TPC) and count for H2S-producing 

bacteria were evaluated according to the method of Gram, 

Trolle and Huss [20] with some modifications as described in 

Margeirsson, Magnusson, Sveinsdottir, Valtysdottir, 

Reynisson and Arason [19]. A 20g of minced flesh was mixed 

with 180g of cooled Maximum Recovery Diluent (MRD, 

Oxoid, UK) in a stomacher for 1min. After that, 1mL of 10-

fold dilutions samples was transferred to the iron agar petri 

plates using pipettes and then petri plates were incubated at 

the temperature of 17°C for 5 days. The total colonies were 
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considered for total plate count and black colonies were 

considered for H2S-forming bacteria count. 

E. Chemical Determination 

1. Water Content 

Water content was determined as the weight loss during 

drying at 103 ±1°C for 4h according to ISO 6496 [21]. 

2. Water Holding Capacity (WHC) 

Water holding capacity was determined by a centrifugation 

method [22]. The fish meat was coarsely minced in a Braun 

Mixer (Type 4262, Germany) for 10-15sec and 2g of the 

sample were weighed in the glass. Samples were centrifuged 

at 210xg for 5min at 4°C (Heraeus Biofuge Stratos 

Reconditioned 75005289R, Rotor 3335, DJB Labcare Limited, 

UK). Centrifugation loss of water was calculated as the 

difference in weight before and after centrifugation. The water 

holding capacity (expressed as percent WHC) was calculated 

as the ratio of remaining water compared to the water content 

in the sample before centrifugation. 

3. Total Volatile Basic Nitrogen (TVB-N) and 

Trimethylamine (TMA) 

The method of Malle and Poumeyrol [23] was used for 

measuring total volatile basic nitrogen (TVB-N) and 

trimethylamine (TMA). TVB-N was measured by steam 

distillation (Struer TVN distillatory, STRUERS, Copenhagen) 

and titration, after extracting the fish muscle with 7.5% 

aqueous trichloroacetic acid solution. The distilled TVB-N 

was collected in boric acid solution and then titrated with 

sulphuric acid solution. TMA was measured in trichloroacetic 

acid (TCA) extract by adding 20mL of 35% formaldehyde, an 

alkaline binding mono- and diamine, TMA being the only 

volatile and measurable amine. 

4. Total Lipid Content (TL) 

Lipids of the fish samples were extracted according to the 

Bligh and Dyer [24] method. The lipid content was 

determined gravimetrically and the results were expressed as a 

percentage of the weight of sample analyzed. The rest of 

extracts was used for determination of free fatty acid content 

and phospholipid content. 

5. Free Fatty Acid Content (FFA) 

Free fatty acid content was determined by the method of 

Lowry and Tinsley [25] with some modifications as described 

in Bernardez, Pastoriza, Sampedro, Herrera and Cabo [26], 

based on complex formation with cupric acetate-pyridine 

followed by absorbance reading at 715nm (UV-1800 

spectrophotometer, Shimadzu, Kyoto, Japan). The results were 

expressed as g FFA/100g lipids and calculated using a 

standard curve prepared from oleic acid. 

6. Phospholipid Content (PL) 

Phospholipid content of the fish muscle was determined on 

the lipid extraction [24] by using a spectrophotometric method 

[27], based on complex formation of phospholipid with 

ammonium ferrothiocyanate, followed by absorbance reading 

at 488nm (UV-1800 spectrophotometer, Shimadzu, Kyoto, 

Japan). The results were expressed as a percentage of total 

lipid content and calculated using a standard curve prepared 

from phosphatidylcholine. 

F. Statistical Analysis 

The data sets obtained were analysed by General Linear 

Modelling (GLM) to investigate the effects of different 

bleeding methods on the microbiological and chemical quality 

of cod fillets during chilled storage. Means were compared by 

using ANOVA and Duncan’s Multiple-Comparison Test using 

NCSS 2000 software (NCSS, Kaysville, Utah, USA). 

Significance of differences was defined at the 5% level (p < 

0.05). 

Principal Component Analysis (PCA) was performed on 

significant mean values of QDA sensory attributes and on all 

data obtained using Unscrambler


 (Version 10.2, CAMO 

ASA, Trondheim, Norway). Full cross-validation with 

uncertainty test was performed in all validation models. 

III. RESULTS AND DISCUSSION 

A. Sensory Evaluation 

PCA was performed on Quantitative Descriptive Analysis 

(QDA) attributes to investigate the main tendencies in the data 

and to assess the effects of different bleeding methods on the 

sensory quality of cod fillets during chilled storage. The first 

two components (PC1 and PC2) explained 90% of the total 

variation between the sample groups (Fig. 1). PC1 accounted 

for 82% of the total variation, mainly described the 

freshness/spoilage characteristics of samples during storage. 

The sample groups were located to the right side at the 

beginning of storage, but on the left side toward end of the 

storage period (Fig. 1 (a)). The freshness of samples was 

characterized by flavor and odor characteristics of fresh cod 

such as shellfish, sweet and vanilla odors and metallic and 

sweet flavors. Whereas, the spoilage sensory attributes were 

detected at the end of storage such as TMA and sulphur odors 

and TMA, sour, pungent and off-flavors as well as yellowish 

and brownish discoloration appearance (Fig. 1 (b)). These 

sensory attributes have been used as indicators for fish 

samples at the end of shelf life by several authors [3], [5], [6], 

[28]. It is interesting to see that the plots of fish samples bled 

by four different methods (SW-5, SW-30, SI-5 and SI-30) 

were located closed to each other during the first seven days of 

storage (Fig. 1 (a)), indicating the differences between the 

sample treatments were not significant. Nevertheless after 

storage for 14 days, the plots of samples bled in seawater 

(SW-5-D14 and SW-30-D14) were located far away from the 

plots of samples bled in slurry ice (SI-5-D14 and SI-30-D14). 

The samples bled in seawater were strongly described by the 

flavor and odor of TMA, sour and pungent as signs of 

spoilage. The results were in harmony with the results of 

microbial and chemical measurements (Figs. 3 and 5, 

respectively), where the TPC, H2S-producing bacteria count, 

TVB-N and TMA content of samples bled in seawater were 

significantly (p<0.05) higher than those of the samples bled in 
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slurry ice at the end of the storage period. Furthermore, PC2 

primarily explained variation between samples with regard to 

the differences in texture attributes, accounting for 8% of total 

variation. Cod fillets appeared to be more tender and juicier at 

the beginning of storage. However, no significant (p>0.05) 

differences in texture attributes were found between the 

sample groups throughout the storage time. The sensory 

evaluation results of this study were in agreement with 

previous observations for shelf life study of fresh cod loins 

[5], [6], [19] and for shelf life study of fresh tilapia [4]. 

 

 

 

Fig. 1 Principle component analysis (PCA) of scores (a) and 

correlation loadings (b) for different sensory attributes of cooked cod 

samples. PC1 describes 82% of variation and PC2 describes 8%. 

Abbreviations: SW, seawater; SI, slurry ice; 5 and 30, bleeding time 

of 5 and 30 min; D1, D3, D7, D10 and D14, chilled storage for 1 day, 

3 days, 7 days, 10 days and 14 days; f, flavor; o, odor; a, appearance 

and t, texture 

 

The changes in Torry freshness score with storage time of 

four different sample groups are shown in Fig. 2. At the 

processing day, no difference in Torry score was observed 

between the sample treatments with the average value of 9. 

With storage time, the Torry score of the samples bled in 

slurry ice generally remained higher than that of the samples 

bled in seawater. Moreover, the results indicate the bleeding 

time (i.e. 5 and 30min) showed minor effect on the Torry 

score of the samples both bled in seawater and in slurry ice 

(Fig. 2). The average Torry score of 5.5 has been used as the 

limit for human consumption [29], [30]. According to this, the 

maximum shelf life of SW-5 and SW-30 samples was 10-11 

days, whereas the samples treated by slurry ice (SI-5 and SI-

30) reached maximum shelf life of 13-14 days (Fig. 2). 

Similar findings have been reported by Margeirsson, 

Magnusson, Sveinsdottir, Valtysdottir, Reynisson and Arason 

[19] and Magnusson and Martinsdottir [31] who reported that 

the shelf life of cod fillets is about 10 to 12 days of storage. 

However, the shelf life of cod fillets is prolonged up to 17 to 

21 days of storage if the fish fillets are packaged by MAP 

method in combination with superchilled storage [5], [6]. 

Cyprian, Lauzon, Johannsson, Sveinsdottir, Arason and 

Martinsdottir [4] demonstrated that the shelf life of tilapia 

fillets in air-packed, stored at -1 °C is 21 days. This might be 

attributed to the different fish species used, resulting in 

different biochemical composition that contributes effects on 

the shelf life of fish products. 
 

 

Fig. 2 Changes in Torry score of fish fillets during chilled storage as 

influenced by bleeding medium and bleeding time [SW-5 (◊), SW-30 

(□), SI-5 (∆) and SI-30 (○)] 

B. Microbial Measurements 

Generally, the prychrotrophic bacteria (TPC) and H2S-

producing bacteria of fish sample in all treatments increased 

significantly (p<0.05) throughout the storage period (Fig. 3 (a) 

and (b), respectively). The initial TPC and H2S-producing 

bacteria count of all samples was satisfactory (TPC<log 5 

CFU/g). At the end of the storage time, the SI-30 sample 

group had significantly (p<0.05) lower TPC and H2S-

producing bacteria count compared to other groups. The 

values were in the range of log 6.5 to log 7.5 CFU/g for TPC 

(Fig. 3 (a) and log 6.0 to log 8.0 CFU/g for H2S-producing 

bacteria count (Fig. 3 (b)). The results were in agreement with 

those reported in previous publications [5], [6], [19]. 

Furthermore, the TPC and H2S-producing bacteria count of 

samples treated in seawater (SW-5 and SW-30) were higher 

compared to those of samples treated in slurry ice (SI-5 and 

SI30) during storage. This might be attributed to the difference 

in temperature of seawater and slurry ice used for bleeding of 

fish. Where, the temperature of seawater was higher than that 

of slurry ice (i.e. seawater of -0.8 ± 0.1°C versus slurry ice of -

1.5 ± 0.1°C), leading to higher growth rate of bacteria in the 

samples treated in seawater.  
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It is well documented that H2S-producing bacteria such as 

Shewanella putrefaciens along with Pseudomonas spp. and 

Photobacterium phosphoreum are considered as main spoilage 

bacteria in fish [32], [33]. They are able to utilize 

trimethylamineoxide (TMAO) as the terminal electron 

acceptor in an anaerobic respiration, resulting in off-flavor and 

off-odor due to formation of trimethylamine (TMA) [34], [35]. 

Therefore, the results of microbial determination were 

strongly related to the results of sensory and TMA evaluation 

(Fig. 1 (b) and 5 (b), respectively). 

 

 

(b) 

Fig. 3 Changes in TPC (a) and H2S-producing bacteria (b) of cod 

fillets during chilled storage as affected by different bleeding 

methods [SW-5 (◊), SW-30 (□), SI-5 (∆) and SI-30 (○)] 

C. Chemical Measurements 

1. Water Content and Water Holding Capacity (WHC) 

As expected, the water content of all fish samples was in the 

range of 81.0 to 82.0% (Table III) and water holding capacity 

was varied from 85.0 to 90.0% (Fig. 4). The results were in 

agreement with previous observations [1], [19], [36]. Bleeding 

methods did not show any effects on the water content, but did 

on the other hand have an effect on WHC. Both fish samples 

bled in slurry ice (SI-5 and SI-30) had a slightly higher 

(p>0.05) WHC value compared to that of the fish samples 

bled in seawater throughout the storage time (Fig. 4). The 

water content of the fish muscle in all treatments was stable 

during storage; whereas the WHC decreased slightly. The 

decrease in WHC is thought to be mainly due to the 

biochemical changes in the fish muscle occurred during 

chilled storage such as protein denaturation [37], [38] and 

lipid oxidation [39]. Furthermore, the microbial and enzymatic 

activities are also thought to have a negative effect on the 

WHC. This is more obvious to see that lower WHC content 

(Fig. 4) and higher total plate count (TPC) and higher H2S-

producing bacteria count were observed in the samples bled in 

seawater (SW-5 and SW-30) (Fig. 3 (a) and (b), respectively). 
 

TABLE III 

CHANGES IN WATER CONTENT OF COD FILLETS 

Sample 
Storage time (days) 

1 3 7 10 14 

SW-5 81.9 81.5 81.7 81.9 82.1 

SW-30 81.7 81.7 81.8 81.5 81.8 

SI-5 81.6 81.5 81.7 81.9 81.5 

SI-30 81.1 81.4 81.8 81.5 81.5 

No significant difference was found in water content between the 

treatments at each sampling point and between storage times within the 

treatment. 
 

 

Fig. 4 Changes in WHC of cod fillets during chilled storage as a 

function of bleeding medium and bleeding time [SW-5 (◊), SW-30 

(□), SI-5 (∆) and SI-30 (○)] 

2. Total Volatile Basic Nitrogen (TVB-N) and 

Trimethylamine (TMA) determination 

The total volatile basic nitrogen (TVB-N) and 

trimethylamine (TMA) are the most widely used as 

biochemical indicators for assessment of shelf life of fresh fish 

products [40]. TVB-N includes trimethylamine, 

dimethylamine, ammonia and other volatile basic nitrogenous 

compounds. TMA is a pungent volatile amine often associated 

with the typical fishy odors and flavors of fish spoilage [41]. 

Generally, the TVB-N and TMA content of fish sample in all 

treatments increased slightly during the first seven days of 

storage and no significant (p<0.05) differences were observed 

between the treatments (Fig. 5 (a) and (b), respectively). 

During the subsequent storage time, the TVB-N and TMA 

content of samples treated in sweater (SW-5 and SW-30) 

increased significantly (p<0.05), whereas no significant 

increases were noted in the samples treated in slurry ice (SI-5 

and SI-30). The TVB-N and TMA values of the SW-5 and 

SW-30 groups were significantly (p<0.05) higher compared to 

those of the SI-5 and SI-30 groups. Furthermore, the bleeding 

time (i.e. 5 and 30min) significantly affected the TVB-N and 

TMA contents of samples treated in seawater, but not for 

samples treated in slurry ice. This is believed to be attributed 
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to the higher microbial and endogenous enzyme activities in 

seawater treatments, mainly due to higher temperature and 

longer bleeding time. It is well-known that TMA is 

transformed from TMAO by bacteria [32], [33], [35] as well 

as bacterial enzyme TMA oxidase and endogenous enzyme 

[42]. At the end of the storage period, the TVB-N and TMA 

values were about 40mg N/100g and 32mg N/100g for 

seawater bleeding groups and about 20mg N/100g and 10mg 

N/100g for slurry ice bleeding groups, respectively. The 

results were in comparison with those noted in previous 

publications [5], [6], [19]. According the limitations for 

human consumption of TVB-N and TMA values (i.e. 30-35mg 

N/100g and 10-15mg N/100g, respectively), the fish bled in 

seawater were unfit for human consumption after storage for 

10-11 days, but fish bled in slurry ice were still fit after 

storage for 14 days. This was in harmony with the sensory 

evaluation results (Torry score, Fig. 2). 

 

 

(a) 

 

 

(b) 

Fig. 5 Changes in TVB-N (a) and TMA (b) of cod fillets during 

chilled storage as affected by bleeding medium and bleeding time 

[SW-5 (◊), SW-30 (□), SI-5 (∆) and SI-30 (○)] 

3. Free Fatty Acid (FFA) and Phospholipid (PL) 

Determination 

The changes in free fatty acid (FFA) and phospholipid (PL) 

content of fish samples during chilled storage as influenced by 

different bleeding methods are shown in Fig. 6 (a) and (b), 

respectively. As expectation, the FFA content of fish samples 

in all treatments increased significantly (p<0.05) throughout 

the storage period, whereas the PL content of all samples 

dramatically (p<0.05) decreased. Generally, higher FFA 

content and lower PL content were noted in the samples 

treated in seawater (SW-5 and SW-30) compared to those of 

the samples treated in slurry ice (SI-5 and SI-30). 

Furthermore, the bleeding time seems to have a minor effect 

on the development of FFA and the reduction of PL.  

 

 

(a) 

 

 

(b) 

Fig. 6 Changes in FFA (a) and PL (b) of cod fillets during chilled 

storage as influenced by different bleeding methods [SW-5 (◊), SW-

30 (□), SI-5 (∆) and SI-30 (○)] 

 

The results indicate that the rate of lipid hydrolysis in the 

fish samples treated in seawater was higher than that in the 

fish samples treated in slurry ice. It has been well 

demonstrated during storage of fish products, lipid in the fish 

muscle is hydrolyzed mainly caused by microbial enzyme 

activity such as lipases and phospholipase [43], [44] and non-

microbial enzyme activity (i.e. natural lipase present in the 

fish muscle) as well as spontaneous lipid hydrolysis [45]. 

Therefore, higher microbial growth in the samples treated in 

seawater could be the main cause of higher lipid hydrolysis 

rate. In addition, higher temperature in the seawater may 

contribute an effect on lipid hydrolysis. Moreover, the 

decrease in PL content reveals that the lipid degradation 
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occurred during storage. This resulted in a decrease in lipid 

content in all samples (data not shown). 

D. Multivariate Data Analysis 

 

 

 

Fig. 7 Principle component analysis (PCA) of scores (a) and 

correlation loadings (b) for different quality measurements of cod 

fillets during chilled storage. PC1 describes 64% of variation and 

PC2 describes 15%. Abbreviations: SW, seawater; SI, slurry ice; 5 

and 30, bleeding time of 5 and 30 min; D1, D3, D7, D10 and D14, 

chilled storage for 1 day, 3 days, 7 days, 10 days and 14 days 

 

PCA was carried out in order to gain an overview of the 

similarities and differences among the variables. The scores 

and correlation loadings from the first two components can be 

seen in Fig. 7 (a) and (b), respectively. The PC1 described 

64% of total variation, mainly due to the changes in quality of 

fish during storage. The PC2 accounted for 15% of total 

variation and described the differences between the bleeding 

methods. It is interesting to note that the biochemical changes 

in the fish muscle (i.e. TVB-N, TMA and FFA) were 

significantly correlated with the microbial growth (i.e. TPC 

and H2S-producing bacteria count). In addition, the microbial 

and biochemical changes were inversely correlated with the 

sensory evaluation (Torry score), PL and WHC content (Fig. 7 

(b)). 

IV.CONCLUSIONS 

The results of the present study indicate that bleeding 

medium significantly affected the sensory, microbiological 

and chemical quality of cod fillets during chilled storage, but 

bleeding time did on the other hand show a minor effect. The 

seawater bleeding method resulted in a faster microbial (TPC 

and H2S-producing bacteria count) and biochemical (TVB-N, 

TMA, FFA and PL) development compared to slurry ice 

bleeding method, leading to a shorter shelf life (10-11 days for 

seawater bleeding versus 13-14 days for slurry ice bleeding). 

At the end of the storage period, the samples treated in slurry 

ice for 30min (SI-30) remained the highest quality. This 

revealed that alternative bleeding method (in slurry ice) is a 

better method compared to traditional one (in seawater) in 

terms of remaining better quality and longer shelf life. 

Furthermore, the results also indicate that the microbial 

growth has positive correlation with biochemical changes and 

negative correlation with sensory changes. 

ACKNOWLEDGMENT 

We would like to thank Stefán Freyr Björnsson for his 

assistance in carrying out the bleeding step on board. The 

authors would also acknowledge the contribution of raw 

materials to this study of HB Grandi in Reykjavik, Iceland. 

REFERENCES  

[1] A. S. Duun, and T. Rustad, “Quality changes during superchilled storage 

of cod (Gadus morhua) fillets,” Food Chemistry, vol. 105, pp. 1067-

1075, 2007. 

[2] R. Simpson, S. Almonacid, C. Acevedo, and C. Cortes, “Mathematical 

model to predict effect of temperature abuse in MAP systems applied to 

Pacific Hake (Merluccius australis),” Journal of Food Engineering, vol. 

26, pp. 413-434, 2003. 

[3] O. O. Cyprian, K. Sveinsdottir, H. Magnusson, and E. Martinsdottir, 

“Application of quality index method (QIM) scheme and effects of 

short-time temperature abuse in shelf life of fresh water arctic char 

(Salvelinus alpinus),” Journal of Aquatic Food Product Technology, vol. 

17, pp. 303-321, 2008. 

[4] O. O. Cyprian, H. L. Lauzon, R. Johannsson, K. Sveinsdottir, S. Arason, 

and E. Martinsdottir, “Shelf life of air and modified atmosphere-

packaged fresh tilapia (Oreochromis niloticus) fillets stored under 

chilled and superchilled conditions,” Food Science & Nutrition, vol. 1, 

pp. 130-140, 2013. 

[5] H. L. Lauzon, H. Magnusson, K. Sveinsdottir, M. Gudjonsdottir, and E. 

Martinsdottir, “The effect of brining, modified atmosphere and 

superchilling on the shelf life of cod (Gadus morhua) loins,” Journal of 

Food Science, vol. 74, pp. M258-M267, 2009. 

[6] T. Wang, K. Sveinsdottir, H. Magnusson, and E. Martinsdottir, 

“Combined application of modified atmosphere packaging and 

superchilled storage to extend shelf life of fresh cod (Gadus morhua) 

loins,” Journal of Food Science, vol. 73, pp. S11-S19, 2008. 

[7] J. H. Sohn, H. Ushio, N. Ishida, M. Yamashita, M. Terayama, and T. 

Ohshima, “Effect of bleeding treatment and perfusion of yellowtail on 

lipid oxidation in post-mortem muscle,” Food Chemistry, vol. 104, pp. 

962-970, 2007. 

[8] W. Flechtenmacher, “Bleeding of cod on board factory trawlers,” Archiv 

Fur Fischereiwissenschaft, vol. 26, pp. 53-56, 1975. 

[9] M. P. Richards, and H. O. Hultin, “Contribution of blood and blood 

components to lipid oxidation in fish muscle,” Journal of Agricultural 

and Food Chemistry, vol. 50, pp. 555-564, 2002. 

[10] A. Duran, U. Erdemli, M. Karakaya, and M. Tyilmaz, “Effects of 

slaughter methods on physical, biochemical and microbiological quality 

of rainbow trout Oncorhynchus mykiss and mirror carp Cyprinus carpio 



International Journal of Biological, Life and Agricultural Sciences

ISSN: 2415-6612

Vol:7, No:7, 2013

676

fillets in pre-, in- or post-rigor periods,” Fisheries Science, vol. 74, pp. 

1146-1156, 2008. 

[11] S. Mochizuki, Y. Norita, and K. Maeno, “Effects of bleeding on post-

mortem changes in the muscle of horse mackerel,” Nippon Suisan 

Gakkaishi, vol. 68, pp. 276-279, 1998. 

[12] J. Everse, and N. Hsia, “The toxicities of native and modified 

haemoglobins,” Free Radical Biology & Medicine, vol. 22, pp. 1075-

1099, 1997. 

[13] C. Faustman, Q. Sun, R. Mancini, and S. P. Suman, “Myoglobin and 

lipid oxidation interactions: Mechanistic bases and control,” Meat 

Science, vol. 86, pp. 86-94, 2010. 

[14] R. Scherer, P. R. Augusti, C. Steffens, V. C. Bochi, L. H. Hecktheuer, R. 

Lazzari, J. Radunz-Neto, S. C. G. Pomblum, and T. Emanuelli, “Effect 

of slaughter method on post-mortem changes of grass carp 

(Ctenopharyngodon idella) stored in ice,” Journal of Food Science, vol. 

70, pp. C348-C353, 2005. 

[15] C. Urbieta, and R. Gines, “Optimisation of slaughtering method in 

gilthead seabream (Sparus aurata). Industrial application in fish farms,” 

Cahiers Options Mediterraneennes, vol. 51, pp. 71-77, 2000. 

[16] H. Stone, and J. L. Sidel, “Descriptive analysis,” in Sensory Evaluation 

Practices, H. Stone, and J. L. Sidel, Eds. Amsterdam: Elsevier, 2004, 

pp. 201-244. 

[17] J. M. Shewan, R. G. Macintosh, C. G. Tucker, and A. S. C. Ehrenberg, 

“The development of a numerical scoring system for the sensory 

assessment of the spoilage of wet white fish stored in ice,” Journal of the 

Science of Food and Agriculture, vol. 4, pp. 283-298, 1953. 

[18] ISO 8586, Sensory analysis general guidance for the selection, training 

and monitoring of assessors. Part 1: selected assessors. Geneva: The 

International Organization for Standardization, 1993. 

[19] B. Margeirsson, H. Magnusson, K. Sveinsdottir, K. L. Valtysdottir, E. 

Reynisson, and S. Arason, The effect of different precooling media 

during processing and cooling techniques during packaging of cod 

(Gadus morhua) fillets. Report No. 15/10, ISSN 1670-7192 by the 

Matis-Icelandic Food and Biotech R&D, Reykjavik, Iceland, 2010. 

[20] L. Gram, G. Trolle, and H. H. Huss, “Detection of specific spoilage 

bacteria from fish stored at low (0 °C) and high (20 °C) temperatures,” 

International Journal of Food Microbiology, vol. 4, pp. 65-72, 1987. 

[21] ISO 6496, Animal feeding stuffs - Determination of moisture and other 

volatile matter content. Geneva: The International Organization for 

Standardization, 1999. 

[22] O. Eide, T. Borresen, and T. Strom, “Minced fish production from 

capelin (Mallotus villosus). A new method for gutting, skinning and 

removal of fat from small fatty fish species,” Journal of Food Science, 

vol. 47, pp. 347-354, 1982. 

[23] P. Malle, and M. Poumeyrol, “A new chemical criterion for the quality 

control of fish: Trimetylamine/Total volatile basic nitrogen (%),” 

Journal of Food Protection, vol. 52, pp. 419-423, 1989. 

[24] E. G. Bligh, and W. J. Dyer, “A rapid method of total extraction and 

purification,” Canadian Journal of Biochemistry and Physiology, vol. 

37, pp. 911-917, 1959. 

[25] R. Lowry, and I. Tinsley, “Rapid colorimetric determination of free fatty 

acids,” Journal of the American Oil Chemists’ Society, vol. 53, pp. 470-

472, 1976. 

[26] M. Bernardez, L. Pastoriza, G. Sampedro, J. J. R. Herrera, and M. L. 

Cabo, “Modified method for the analysis of free fatty acids in fish,” 

Journal of Agricultural and Food Chemistry, vol. 53, pp. 1903-1906, 

2005. 

[27] J. C. M. Stewart, “Colorimetric determination of phospholipids with 

ammonium ferrothiocyanate,” Analytical Biochemistry, vol. 104, pp. 10-

14, 1980. 

[28] K. Sveinsdottir, G. Hyldig, E. Martinsdottir, B. Jorgensen, and K. 

Kristbergsson, “Application of Quality Index Methods (QIM) scheme in 

shelf life study of farmed Atlantic salmon (Salmo salar),” Journal of 

Food Science, vol. 6, pp. 1570-1579, 2002. 

[29] D. V. Green, “Sensory evaluation of fish freshness and eating qualities,” 

in Handbook of seafood quality, safety and health application, C. 

Alasalvar, F. Shahidi, K. Miyashita, and U. Wanasundara, Eds. Oxford: 

Blackwell Publishing Ltd, 2011, pp. 29-38. 

[30] E. Martinsdottir, K. Sveinsdottir, J. Luten, R. Schelvis-Smith, and G. 

Hyldig, Sensory Evaluation of Fish Freshness. Reference Manual for the 

Fish Sector. QIM-Eurofish, The Netherlands, 2001. 

[31] H. Magnusson, and E. Martinsdottir, “Storage quality of fresh and 

frozen-thawed fish in ice,” Journal of Food Science, vol. 60, pp. 273-

278, 1995. 

[32] P. Dalgaard, “Qualitative and quantitative characterization of spoilage 

bacteria from packed fish,” International Journal of Food Microbiology, 

vol. 26, pp. 319-33, 1995. 

[33] H. H. Huss, P. Dalgaard, and L. Gram, “Microbiology of fish and fish 

products,” in Seafood from producer to consumer; integrated approach 

to quality, J. B. Luten, T. Borresen, and J. Oehlenschlager, Eds. 

Amsterdam: Elsevier, 1997, pp. 413-430. 

[34] P. Dalgaard, L. Gram, and H. H. Huss, “Spoilage and shelf-life of cod 

fillets packed in vacuum or modified atmospheres,” International Journal 

of Food Microbiology, vol. 19, pp. 283-294, 1993. 

[35] L. Gram, and H. H. Huss, “Microbiological spoilage of fish and fish 

products,” International Journal of Food Microbiology, vol. 33, pp. 121-

137, 1996. 

[36] A. Olafsdottir, B. Margeirsson, K. Sveinsdottir, S. Arason, E. 

Reynisson, and E. Martinsdottir, Effect of superchilled processing of 

whole whitefish-pre-rigor. Report No. 22/12, ISSN 1670-7192 by the 

Matis-Icelandic Food and Biotech R&D, Reykjavik, Iceland, 2012. 

[37] R. Ofstad, B. Egelandsdal, S. Kidman, R. Myklebust, R. L. Olsen, and 

A. M. Hermansson, “Liquid loss as effected by post mortem 

ultrastructural changes in fish muscle: Cod (Gadus morhua L.) and 

salmon (Salmo salar),” Journal of the Science of Food and Agriculture, 

vol. 71, pp. 301-312, 1996. 

[38] G. B. Olsson, R. Ofstad, J. B. Lødemel, and R. L. Olsen, “Changes in 

water-holding capacity of halibut muscle during cold storage,” LWT-

Food Science and Technology, vol. 36, pp. 771-778, 2003. 

[39] S. Wada, and Y. Ogawa, “High pressure effects on fish lipid 

degradation: Myoglobin change and water holding capacity,” in High 

pressure bioscience and biotechnology, R. Hayashi and C. Balny, Eds. 

Amsterdam: Elsevier, 1996, pp. 351-356. 

[40] J. J. Connell, Control of fish quality (4rd Ed.). Oxford: John Wiley & 

Sons, 1995, pp. 122-150. 

[41] H. H. Huss, Quality and quality changes in fresh fish, FAO Fisheries 

Technical Paper. No. 348. Rome, 1995. 

[42] M. Sivertsvik, “Active packaging in practice: fish,” in Novel food 

packaging techniques, R. Ahvenainen, Ed. Cambridge: Woodhead 

Publishing Limited, 2003, pp. 384-396. 

[43] G. Jin, J. Zhang, X. Yu, Y. Zhang, Y. Lei, and J. Wang, “Lipolysis and 

lipid oxidation in bacon during curing and drying-ripening,” Food 

Chemistry, vol. 123, pp. 465-471, 2010. 

[44] M. V. Nguyen, K. A. Thorarinsdottir, G. Thorkelsson, A. 

Gudmundsdottir, and S. Arason, “Influences of potassium ferrocyanide 

on lipid oxidation of salted cod (Gadus morhua) during processing, 

storage and rehydration,” Food Chemistry, vol. 131, pp. 1322-1331, 

2012. 

[45] M. J. Haas, “Lipolytic Microorganism,” in Compendium of methods for 

the Microbiological Examination of Foods, F. P. Downes, and K. Ito, 

Eds. Washington: American Public Health Association, 2001, pp. 175-

180. 


