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Abstract 

This work was proposed to prepare multi-functional omega-3 oil based microcapsules. Rosemary (Rosmarinus officianlis L.) 

extracts as potential active compounds were used to stabilize these omega-3 rich microcapsules against both oxidation and 

microbes. Solvents of different polarities as well as ultrasonic-assisted water extraction (UAE) technique were tested for 

preparing promising extracts. Results demonstrated that water extract showed the highest phenolic extract as well as highest 

radical scavenging activity (RSA %) even when compared with BHT as a reference synthetic antioxidant. However, the 

potency of ultrasonic-assisted water extract as a radical scavenger was greatly enhanced specifically at a temperature of 45C 

and 30 min extraction time. Regarding the antimicrobial activity, although giving highest total phenolics and RSA %, water 

extract had no antimicrobial activity against both Gram negative or Gram positive bacteria (at concentration range 0.25 –15%) 

while methanol extract revealed inhibitory activity against all tested pathogens at concentration of 5% or higher. Moreover, 

methanol extract didn’t affect the survivability of the beneficial bacteria of lactobacilli strains. Finally, according to the results 

the microcapsules prepared by spray drying method exhibited better protection of omega-3 rich oils and also the yogurt 

fortified with spray-dried fish oil capsules had higher score in sensory evaluation. 

Key words: Antimicrobial activity, Antioxidant activity, Omeg-3 rich oils, Rosemary extract, Ultrasound-assisted extraction. 

1. Introduction 

Though lipids constitute only small amount of 

many foods, they contribute significantly to its flavor, 

odor, color, and texture as well as sharing in 

palatability, satiety and being a very important source 

of energy.Omega-3 polyunsaturated fatty acids 

represent a group of fatty acids including -

linolenicacid (ALA), eicosapentaenoic acid (EPA) 

and docosahexaenoic acid (DHA). The metabolism of 

α-linolenic acid in humans has been well 

characterized. After ingestion of α-linolenic acid-rich 

oils  there was an increase in plasma and tissue 

concentrations of  very-long-chain polyunsaturated 

fatty acids eicosapentaenoic acid (20:5 n-3) and 

docosahexaenoic acid (22:6 n−3) [1]. A major 

consequence of α-linolenic acid deficiency is that its 

chief end products, EPA and DHA, are not 

adequately produced [2]. Because docosahexaenoic 

acid is a major component of the phospholipid 

membranes of the brain and retina, its deficiency in 

these organs then leads to abnormal function [3]. The 

beneficial health effects of fish oil which is the 

richest source of eicosapentaenoic acid (EPA) and 

docosahexaenoic acid (DHA) are greatly observed in 

the Greenland Eskimos who consumed a high 

seafood diet and had low rates of coronary heart 

disease, asthma, type 1 diabetes mellitus, and 

multiple sclerosis [4]. Omega−3 fatty acid deficiency 

is induced when there is simultaneously a high 
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content of linoleic (C18:2) acid in the diet, which 

tends to inhibit the synthesis of docosahexaenoic acid 

from linolenic (C18:3) acid [5]. Thus, diets rich in 

corn, safflower, sunflower, and peanut oils, all of 

which are high in linoleic acid and low in α-linolenic 

acid, can lead to Omega-3 fatty acid deficiency. 

Thus, a high ratio of Omega-6 to Omega-3 fatty acids 

in the diet induced Omega−3 fatty acid deficiency 

[6]. 

Hence, it is necessary to increase omega-3 fatty 

acids (ALA, EPA, or DHA) concentration in our diet 

or increase uptake of omega-3 rich oils (flaxseed or 

fish oils). However, the main problem lies on the 

ready susceptibility of these omega-3 oils to 

oxidation which is reflected in quick deterioration 

during storage or food processing and short shelf-life 

[7-9]. Many attempts have been made to prevent the 

oxidative deterioration of lipids in general and 

omega-3 oils in particular by using natural 

antioxidants [10-14]. Labiatae family (i.e. rosemary, 

sage, and thyme) and especially rosemary 

(Rosmarinus officinalis L.) revealed strong 

antioxidant activity in stabilizing polyunsaturated oils 

[11]. Another approach to preserve and protect lipids 

from oxidation is through microencapsulation, which 

has been widely used in manufacturing powder-type 

oil and fat products [16-17].  

The objective of this work was to combine the 

effectiveness of both natural antioxidants and 

microencapsulation to prepare multi-functional 

omega-3 rich microcapsules that could be used in 

fortification of yogurt as a representative food 

candidate or as is in pharmaceutical formulations. 

2. Materials and Methods 

2.1.  Materials 

2.1.1. Oils and chemicals  

Flaxseeds (Linum usitatissimum L.) were bought 

from the Agricultural Research Center, Giza, Egypt.   

Rosemary (Rosmarinus officinalis L.) leaves were 

bought from local herb stores in Cairo, Egypt. Fish 

oil gelatin capsules (Cod-liver oil) were bought from 

a pharmacy in Dokki District, Giza, Egypt. α-

Tocopherol (97%) and Folin-Ciocalteu reagent, 2,2-

Dipheny l-1- picryl hydrazyl (DPPH), Butyl hydroxyl 

toluene (BHT), were purchased from Sigma-Aldrich 

Chemical Co., (St. Louis, USA). Gum Arabic was 

obtained from Edwic Chemical Company, Cairo, 

Egypt. Maltodextrin (DE 15) from PPZ 

“NOWAMYL” S.A. (Lobez, Poland). All the 

solvents and other chemicals used were of analytical 

grade.  

2.1.2. Microbial strains for antimicrobial assay 

 Bacillus cereus B-3711 (Gram positive) and 

Aspergillusflavus 3357 were provided by the 

Northern Regional Research Laboratory Illinois, 

USA (NRRL). Listeria monocytogenes (Gram 

negative) 598 was provided by the Department of 

Food Science, University of Massashusetts, Ambert 

MA, USA.  Escherichia coli 0157: H7 (Gram 

negative) and Staphylococcus aureus (Gram positive) 

were isolated and serologically identified by dairy 

microbiological Lab., National Research Centre.  

Yersinia enterocolitica (Gram negative) was obtained 

from Hungarian National Collection of Medical 

Bacteria, OKI, Gyaliut 2-6, H-1966 Budapest, 

Hungary. Pseudomonas aeruginosa (Gram negative) 

and Aspergillusniger were obtained from Department 

of Microbiology, Swedish University of Agricultural 

Sciences. Salmonella typhamirum (Gram negative) 

was provided from Hungarian National Collection of 

Medical Bacteria, OKI, Gyaliut 2-6, H-1966 

Budapest, Hungary.  

2.1.3. Lactobacilli strains 

Lactobacillus helveticus CNRZ 32 was 

obtained from Dairy Microbiological Lab., Centre de 

recherché eszoo techniques (Jouy-en-Josas, France, 

Lactobacillus acidophilus CH-2 and Lactobacillus 

reuteri ch-1 were obtained from Chr. Hansen's Lab., 

Denmark. Lactobacillus rhamnosus 306 and 

Lactobacillus plantarum4496 were provided by 

Northern Regional Research Laboratory (NRRL), 

Lactobacillus casei FEGY 9973was obtained from 

Faculty of Agriculture, Cairo University, Egypt. 

2.1.4. Starter cultures for yogurt preparation 

Commercial starter cultures Lactobacillus 

dulbrueckii sub spp. bulgaricus Lb-12 DRI-VAC and 

Streptococcus thermophilus CH-1 obtained from Chr. 

Hansen's Lab., Denmark, were used for manufacture 

of yogurt. 
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2.2. Methods 

2.2.1. Extraction of flaxseed oil 

Flaxseed oil was extracted from the corre-

sponding seeds by using hydraulic pressing at room 

temperature as described by Ustun et al. [18], and 

modified by Hamed et al. [19]. Briefly, the dry seeds 

were milled into a fine powder, then batches of the 

powder, 250 g each, were wrapped in a thick heavy-

duty cloth and the oil was extracted using an in-house 

made hydraulic laboratory scale pressing machine 

manufactured at the National Research Centre, Cairo, 

Egypt and operated at its maximum pressure (3500 

psi) for 1.0 h at room temperature. The crude oil was 

filtered through a thin cotton cloth. The extracted 

flaxseed oil was stored in dark bottles at -20C, while 

the purchased fish oil gel capsules were stored at 4C 

(as recommended by the manufacturing company), 

until being used for following analyses. 

2.2.2. Chemical characteristics of oils  

Peroxide value (PV), acid value (AV), 

iodine value (IV), and Saponification (SV) of tested 

oils were carried out according to American Oil 

Chemists’ Society [20]. All evaluations were 

performed in triplicate. 

2.2.3. Fatty acid composition  

Determination of fatty acids composition 

was carried out according to our previous works [21, 

22] using a Hewlett Packard HP 6890 gas 

chromatograph, operated under the following 

conditions: Detector, flame ionization (FID); column, 

capillary, 30.0 m X 530 μ m, 1.0 μ m thickness, 

polyethylene glycol phase (INNO Wax); N2  with 

flow rate, 15 mL/min with average velocity 89 cm/s 

(8.2 psi); H2 flow rate, 30 ml/min; air flow rate, 300 

ml/min; split ratio, 8:1, split flow, 120 ml/min; gas 

saver, 20 ml/min. Detector temperature, 280C; 

column temperature, 240C; injection temperature, 

280C. Programmed temperature starting from 100C 

to reach a maximum of 240C was used for eluting 

the fatty acid methyl esters. The identification of the 

peaks was made as compared with chromatograms of 

standard fatty acids methyl esters (Sigma, USA).   

2.2.4. Traditional solvent extraction of rosemary 

phenolic compounds 

Extraction was carried out according to 

Hamed and Abo-Elwafa [10]. Briefly, two grams of 

dried ground sample were mixed with 20 mL (1:10 

solid to solvent ratio) of three solvents of different 

polarity namely hexane, methanol and distilled water 

in a beaker and placed in an ultrasonic bath (Bandelin 

Sonorex, Germany, 480 W, 35 KHZ) for 20 min. The 

extract was then filtered (Whatman No. 1). The 

extraction process was repeated two times more and 

the filtrates were combined. The combined filtrate of 

each extract was then dried using rotary evaporator 

under reduced pressure. The dry extract obtained with 

each solvent was weighed to determine the yield 

percentage and kept at -20C until tested. The extract 

yields were calculated as follows:     

Yield (%) = [Ext/S] *100 

Where, Ext: weight of the extract and S: weight of 

the initial powdered plant.   

Before use in total phenol determination or 

radical scavenging activity, the hexane extract was 

dissolved in 10 mL dimethyl sulfoxide (DMSO), 

while methanol and aqueous extracts were dissolved 

in 10 mL methanol.  

Note: Solvent giving the best results depending on 

yield %, total phenolic content (TPC), and radical 

scavenging activity (RSA %) was taken as the best 

solvent for following experiments. 

2.2.5. Ultrasonic-assisted extraction 

Ultrasonic Homogenizer (Omni Sonic 

Ruptor 400 Ultrasonic Homogenizer, Kennesaw, 

USA) with a standard probe diameter of 2.54 cm was 

used for leaching of phenolic compounds. It has a 

maximum power of 300 W and 20 kHz frequency. 

The power level chosen, 70%. Ultrasound was 

operated at 50% pulser mode. Extraction 

temperatures were25±1°C and 45±1°C using water 

bath. Solid to solvent ratio was kept at 1:10. Ten g of 

sample was placed into a 600 mL beaker with the 

appropriate amount of distilled water. The beaker was 

placed into cooled water bath and ultrasonic probe 
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was dipped at most 1.5 cm depth into the extraction 

media. Extractions were performed at different times 

(10, 20, and 30 min). 

2.2.6. Total phenolics in plant extracts 

The total phenolic compounds in the 

different extracts were determined colorimetrically at 

725 nm, using the Folin-Ciocalteau assay [23]. 

Calculations of the total phenolic content (expressed 

as gallic acid equivalent, g GAE/g extract) were 

done using a standard curve of different 

concentrations of gallic acid ranging from 0.0 to 

450.0 mg/mL. All of the samples were run in 

triplicate. 

2.2.7. DPPH free radical scavenging assay 

The free radical scavenging activity (RSA 

%) of the extracts was measured using DPPH by the 

method of Blois [24]. In brief, a 0.1 mM solution of 

DPPH in methanol was prepared and 2 ml of this 

solution was added to 200 l (100 ppm) of each 

extract solution to be tested. After 30 min, 

absorbance was measured at 517 nm. Two controls   

for this test, a negative control (containing all 

reagents except the test sample) and 100 ppm of 

butylated hydroxyl toluene (BHT) as a positive 

control). The scavenging activity was calculated as 

follows:  

RSA % = [(Acontrol- Asample / Acontrol] * 100 

Where Acontrol is the absorbance without 

extract and Asample is the absorbance with the extract. 

2.2.8. Determination of tocopherol content by 

HPLC 

The analysis of tocopherol content was 

performed with an HPLC method [25]. Briefly, the 

analysis was executed at room temperature on a 

Waters 600 high performance liquid chromatograph 

equipped with a Symmetry C18 column (150 

mm×3.9 mm, 5 µm) fitted with a µ Bondapak C 

cartridge guard column (all from Waters, Millford, 

Ma, USA). Mobile phase of acetonitrile and methanol 

(1:1, v/v) was used at the flow rate of 1 mL/min. 

Samples of oils were weighted (0.12 g) and dissolved 

in 1 mL of 2-propanol. Vortex-mixed samples were 

directly injected onto the HPLC column without any 

additional sample treatment. Injection volume was 20 

µL. The eluate was detected using a Waters 474 

scanning fluorescence detector set for the emission at 

325 nm and excitation at 295 nm. Tocopherols were 

identified by comparing their retention times with 

those of the corresponding standards. 

2.2.9. Assessment of the antimicrobial activity of 

rosemary extract against pathogenic strains 

The antimicrobial activity was assessed by 

the agar–well diffusion method [26]. Firstly, 1.5 g of 

each rosemary extract (i.e. water or methanol extract)  

was  dissolved  in  10  mL DMSO  (dimethyl  

sulfoxide)  to get  15%  solution, after that different 

dilutions were prepared in DMSO to  get 0.25,  0.5, 

0.75, 1, 3, 5, 7, 10 and 15% solutions. Then the 

inoculum suspension of each activated pathogenic 

strain was adjusted to a suspension of 105cells. The 

inoculums suspension was spread over a nutrient agar 

plate, to achieve confluent growth, and allowed to 

dry. 10 mm- diameter wells were bored in the agar 

using a sterile cork borer and the agar discs were 

removed. A 100 µl of the each extract concentration 

was placed into a well with micropipette and the plate 

was incubated for 24 h at 37ºC. After incubation, the 

diameters of the zones of inhibition were measured to 

the nearest mm.  

2.2.10. Effect of different rosemary extracts on 

Lactobacilli species  

To determine the effect of rosemary extracts 

on lactobacilli, different strains of lactobacilli (L. 

helveticus, L. acidophilus, L. rhamnosus, L. reuteri, 

L. caseiand L. plantarum) were activated individually 

and grown in MRS broth medium at 37ºC using 2% 

inoculums.  The molted sterilized MRS agar medium 

was fortified with 3, 5, 7 and 10.0% (v/v) of extract 

individually. 1ml of each activated strain was added 

in petri dish approximately 105 colony forming units 

(CFU/mL) and the 15 mL molted MRS medium 

contained different concentrations of extract added to 

each plate, and then mixed the inoculums with the 

agar medium. The plates were solidified and 

incubated at 37ºC for 48 nh under anaerobic 

condition [27]. 
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2.2.11. Microencapsulation techniques 

2.2.11.1. Emulsion formulation  

An emulsion of omega-3 rich (fish or 

flaxseed) oil-in-water was formulated as an initial 

step for microencapsulation using spray drying. The 

emulsion was formed by 15 g of gum Arabic (GA) 

was hydrated in 100 mL deionized water to prepare. 

This solution was left overnight at 4ºC to allow full 

hydration. Then, 15.0 g of maltodextrin (MD) was 

dissolved in the same gum solution to reach a ratio of 

1:1 GA/MD, w/w). Tween 80 (1.0% w/v) was 

dissolved in the GA/MD solution at intensive mixing 

followed by the addition of certain weight of the 

omega-3 oil to obtain a 10% w/v emulsion. The 

whole mixture was magnetically stirred for 5.0 

minutes to form a coarse pre-emulsion then was 

homogenized for 20 minutes at full sonicator power 

(200.0 Watt, 24kHz) using UP200S ultrasound 

homogenizer (IKA Hielscher GmbH, Berlin, 

Germany) equipped with an impulse generator 14 

mm in diameter. To avoid the rise of emulsion 

temperature above ambient during ultrasound 

homogenization, the emulsion vessel was immersed 

in a cold water bath during the whole process [28]. 

2.2.11.2. Spray-drying technique 

A co-current Mini Spray Dryer B-290 

(BÜCHI, Flawil, Switzerland) was used. The 

dimensions of the glass dryer chamber were 0.45 m 

in height and 0.14 m in diameter. The spraying 

system consisted of a two-fluid nozzle composed of 

an internal tip with an opening 0.7 mm in diameter 

and an external ring with an opening of 1.5 mm in 

diameter. The constant process parameters included 

drying air flow rate 85.0% of suction fan controller. 

The inlet and outlet temperatures were 160.0°C and 

80.0°C ±1.0°C, respectively. The resulted powder 

was collected from both the drying chamber wall and 

from the cyclone. The drying process was conducted 

twice for two different batches of each emulsion. 

2.2.11.3. Extrusion technique 

The encapsulating materials were prepared 

as follows Sodium alginate aqueous solution (3%) 

was first prepared in distilled water.  Arabic gum was 

dissolved in water in the concentration 0.5%. The 

microencapsulation process was performed using the 

extrusion technique [29]. One part of each oil (fish or 

flaxseed) was mixed separately with nine parts of the 

prepared sodium alginate (3%) and rosemary extract 

(5%) with gentle stirring for 10 min to make mixture 

fortified with 10% oil and added 0.02% tween 80. 

The mixture was then extruded into the hardening 

solution (CaCl2, 0.2 M) through sterile syringe (0.5 

mm) with gentle stirring for 30 min. Then after 

extruding the alginate-oil mixture into the hardening 

solution, the harvested alginate microcapsules were 

then coated with Arabic gum by immersing (about 15 

g capsules) in 100 ml of Arabic gum solutions with 

gentle stirring for 30 min.  The formed microcapsules 

were harvested by filtration then washed by sterile 

saline solution and dried in the room temperature for 

24h, next day the microcapsules were stored 

refrigerator till be used. 

2.2.12. Encapsulation efficiency  

Encapsulation efficiency (EE) was 

determined according to the method mentioned by 

Hashim et al. [30] with some modification. Fifty 

milliliters of n-hexane were added to 3 g of micro-

beads in 100 ml beaker followed by shaking for 2 

min at room temperature for the extraction of surface 

oil. The mixture was filtered through a Whatman 

filter paper no. 1, and the micro-beads collected on 

the filter were rinsed three times with 20 mL of 

hexane. Then, the solvent was evaporated at reduced 

pressure until constant weight. The non-encapsulated 

oil (surface oil) was determined by mass difference 

between the initial clean flask and that containing the 

extracted oil residue. Total oil was assumed to be 

equal to the initial oil, since preliminary tests 

revealed that all the initial oil was retained, which 

was expected, since both flaxseed and fish oils are 

non-volatile. EE were calculated as follow: 

EE % = [(TO-SO)/TO]*100 

Where TO and SO are total oil and surface 

oil, respectively. 

2.2.13. Antimicrobial effect of microcapsules 

 Bacterial inhibition in growth medium was 

studied using time-kill assays according to Davidson 
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and Parish [31] with some modification. Ten mL 

oftryptone soya broth medium was prepared in test 

tubes and sterilized by autoclave at 121oC for 15 min. 

The test tubes inoculated individually with 

pathogenic strains (~X103). One gm of each 

microcapsule type was added to each tube and 

incubated for 24 h at 37oC. A negative control group 

of test tubes without microcapsules was also 

inoculated individually with pathogenic strains. 

Moreover, another group of test tubes containing free 

oil (without capsulation) was individually inoculated 

with pathogenic strains and free type of oil as 

positive control group. A bacterial suspension sample 

(1.0 mL) was serially diluted in 9 mL saline solution, 

plated in 1.0 mL using nutrient agar, incubated for 24 

h at the optimum growth temperature, and then 

enumerated for viable count as CFU/mL. 

2.2.14. Production of yogurt using microcapsules  

Fresh buffalo`s milk standardized to 5% fat, 

heated at 72ºC for 15 min then cooled and adjusted to 

42ºC according to Abd EL-Khalek et al., [32], The 

milk was divided into five portions and starters were 

added  as  following: 

1. The first portion inoculated with (1:1%) St. 

thermophilus and Lb. bulgaricus and was 

regarded as control. 

2. The second portion was inoculated with 

(1:1%) St. thermophilus and Lb. bulgaricus 

and 1% fish oil encapsulated with extrusion 

method 

3. The third portion was inoculated with 

(1:1%) St. thermophilus and Lb. bulgaricus 

and 1% fish oil encapsulated with spray 

drying method 

4. The fourth was inoculated with (1:1%) St. 

thermophilus and Lb. bulgaricus and 1% 

flaxseed oil encapsulated with extrusion 

method 

5. The fifth portion was inoculated with (1:1%) 

St. thermophilus and Lb. bulgaricus and 1% 

flaxseed oil encapsulated with spry drier 

method 

Then, samples were transferred into 40 ml 

plastic cups and incubated at 42ºC for 2 to 4 h until 

coagulation and stored at 7 ºC for 15 days. The pH of 

the final yogurt reached to 4.60. The produced yogurt 

treatments were evaluated for its microbiological 

activity and organoleptic properties. 

2.2.15. Lactobacilli counts 

Lactobacilli counts were determined using 

MRS agar according to IDF, [33]. The plates were 

incubated at 37°C for 48 h under anaerobic condition. 

2.2.16. Streptococci counts 

Streptococci counts were determined using 

M17 agar according to IDF, [33]. The plates were 

incubated at 37°C for 48 h. 

2.2.17. Organoleptic assessment 

The Organoleptic properties of yogurt 

samples were assessed by a regular taste panel of the 

staff- members of the dairy science department, 

National Research Center. Yogurt samples were 

evaluated for flavor (50 points), body and texture (40 

points) and appearance (10 points) according to 

Bodyfelt et al. [34]. 

2.2.18. Oxidative stability of encapsulated oils 

Oxidative stability of encapsulated oils were 

followed up by measuring the conjugated diene, 

conjugated triene (primary oxidation products) and p-

anisidine value (secondary oxidation product) as 

described in Official methods and recommended 

practices of the AOCS [20].  

2.3.  Statistical analysis   

All the data were expressed as mean 

±standard error of the mean (SEM) of three 

independent assays and analyzed through unpaired 

Student’s t-test or ANOVA combined with Tukey’s 

test (Graph Pad Prism 5). P values of less than 5% 

(p< 0.05), were considered to be significant. 

3. Results 

3.1. Chemical characteristics of oils  

Table 1 shows the oil content and the 

chemical characteristics of flaxseed and fish oils. The 
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oil content of cold pressed flaxseeds was 21.3% 

which was in accordance to that reported by 

Ogunronbi et al. [35] who found that the oil content 

obtained from four different batches of flaxseeds 

were in the range 12.4 - 22.5%. The high residual oil 

content in the meal was therefore not surprising as 

the cold-press process is a less thorough oil extraction 

process than the solvent extraction process usually 

employed for oil meals. According to the Codex 

Alimentarius Standard [36] for edible fats and oils 

cold pressed oils should have acid value less than 4.0 

mg KOH/g oil and peroxide value less than 15 mEq 

O2/kg oil. Regarding fish oil, according to Codex 

Alimentarius Standard PV should be less than 5 mEq 

O2/kg oil and AV less than 3 mg KOH/g oil. 

As shown in Table 1.  PV of 1.4 and 3.19 

and AV of 0.26 and 0.99 mg/g for flaxseed and fish 

oils, respectively, were a result of lower hydrolysis of 

triglycerides and signified that these oils could have a 

long shelf life (under good storage conditions), which 

allows it to be consumed as edible oil. The high IV 

for flaxseed oil (139.13 g/100g) and for fish oil 

(150.2 g/100g) as presented in Table 1 were a result 

of their high content of unsaturated fatty acids as 

would be seen in their fatty acids (Table 2). Also, as 

shown in Table 1.the presence of considerable 

amounts of tocopherols in flaxseed oil (434 g/g oil) 

and in fish oil (167 g/g oil) enhance partly their 

good quality. 

 

Table 1 

Chemical characteristics of flaxseed and fish oils 

Parameter Flaxseed oil Fish oil 

Oil yield (%) 21.3 ±0.46 (-) 

Peroxide value (meq.O2/kg oil) 1.4 ±0.12 3.19 ±0.18 

Acid value (mg KOH/g oil) 0.26 ±0.04 0.99 ±0.08 

Iodine value (g Iodine /kg oil) 139.13 ±1.03 150.2 ±1.89 

Saponification value (mg 

KOH/g oil) 
197.58 ±2.50 181.95 ±3.90 

Tocopherol (µg/g oil) 434 ±5.50 167 ±2.65 

 Each value represents mean ± SD (n = 3) 

3.2. Fatty acid composition  

The fatty acid profile of the oil extracted from the 

flaxseeds as well as that of the purchased fish oil are 

presented in Table 2. Regarding flaxseed oil -

linolenic acid (ALA/C18:3, omega-3 fatty acid), a 

polyunsaturated fatty acid, was the predominant fatty 

acid (62.68%) followed by oleic acid (C18:1, omega-

9 fatty acid) and linoleic acid (C18:2, omega-6 fatty 

acid) constituting 14.44% and 14.27%, respectively. 

The high ALA content is an indication of the degree 

of unsaturation of flaxseed oil [37]. In accordance of 

our results several workers have reported values in 

the range of 51.1 to 64.6% for ALA and in the range 

12.5 to 18.9 for oleic acid and linoleic acid, 

respectively, in flaxseed oil [37-39]. Given the 

appreciable amounts of ALA, flaxseed oil could be a 

good source of omega-3 fatty acids if added to 

conventional foods, depending on the percentage of 

inclusion in such foods.  

As shown in Table 2 fish oil was characterized by 

the presence of considerable amount of 

eicosapentaenoic acid (EPA, C20:5, omega-3 fatty 

acid) representing about 12% and docosahexaenoic 

acid (DHA, C22:6, omega-3 fatty acid) representing 

about 9% of total fatty acid composition. Such 

considerable concentration making fish oils the 

richest source of polyunsaturated fatty acids with 5 

and 6 double bonds. EPA and DHA are very 

important omega-3 fatty acids as they play vital roles 

in building up cell membranes of brain and retina and 

their deficiency affect negatively their biological 

functions. 

 

Table 2 

Fatty acid composition of flaxseed and fish oils 

Fatty Acid 
Percentage 

Flaxseed oil Fish oil 

Myristic (C14:0) ND**** 6.83 ±0.53 

Palmitic (C16:0) 5.28 ±0.22 15.25 ±1.1 

Palmitoleic (C16:1) ND 6.57 ±0.57 

Stearic (C18:0) 3.33 ±0.12 5.69 ±0.49 

Oleic (C18:1) 14.44 ±1.35 27.68 ±1.32 

Linoleic  (C18:2) 14.27 ±1.66 7.17 ±0.45 

Linolenic  (C18:3) 62.68 ±3.77 2.95 ±0.09 

Eicosenoic acid (C20:1) ND 2.17 ±0.10 

Arachidic acid (C20:0) ND 3.99 ±0.26 

Eicosapentaenoic acid (C20:5) ND 12.62 ±0.96 

Docosahexaenoic acid (C22:6) ND 9.08 ±0.66 

TSF* 8.61 ±0.77 31.76 ±2.05 

TUSF** 91.39 ±4.99 68.24 ±3.45 

US/S*** 10.61 ±1.61 2.15 ±0.02 

TSF* = Total Saturated Fatty Acids; TUSF**= Total Unsaturated 

Fatty Acids; US/S***= Total Unsaturated Fatty Acids / Total 

Saturated Fatty Acids; ND**** = not detected 
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Unfortunately, despite the important biological 

functions that flaxseed and fish oil can perform these 

functions are limited by the ready susceptibility of 

such oils (with their high concentrations of 

unsaturated fatty acids) to oxidation [7]. So, the next 

step in the protocol was to find the most promising 

natural antioxidant to be used in stabilizing the 

flaxseed and fish oils. 

3.3. Extraction of rosemary phenolic compounds 

3.3.1. Traditional solvent extraction 

Rosemary (Rosmarinus officinalis L.) leaves is 

one of the richest sources of phenolic compounds and 

natural antioxidants with very important health 

benefits [40-42, 21, 10] To explore the suitability of 

different extracting solvents with different polarity, 

we have compared the yield, total phenol content 

(TPC) and radical scavenging activity (RSA %) of n-

hexane, methanol and water extracts at ambient 

temperature 25 ±1ºC. So, we investigated extraction 

of the naturally occurring phenolic compounds using 

three solvents of increasing order of polarity namely: 

n-hexane (non-polar), methanol (moderate polarity) 

and distilled water (highly polar). Selection of best 

solvent was dependent on total yield, total phenolic 

content, and the radical scavenging activity (RSA %) 

of its respective extract. 

3.3.1.1. Total yield and total phenolic content (TPC) 

As presented in Figure 1, methanol gave the 

highest extract yield (5.5%) followed by water 

(4.05%) while hexane had the least extract yield 

(1.2%). Our surprise was that water gave more than 

threefold total phenolics (13.2 mg GAE/ g dry plant) 

compared to that of methanol extract (3.5 mg GAE/ g 

dry plant) as shown in Figure 2. These results may be 

interpreted as reported by Al-Matani et al. [43] who 

stated that total phenolic content is solvent dependent 

and is independent on total yield.  In agreement with 

our results Barchan and coworkers [44] reported that 

phenolic content of three Mentha species extracts 

increased with the polarity of the solvent; the highest 

amount of total phenolic content corresponded to 

water and methanol (polar solvents) extracts whereas 

n-hexane and dichloromethane (non-polar solvents) 

extracts showed negligible antioxidant activity. 

Figure 1, Yield % of rosemary leaves extract using 

solvents of different polarities. 

Figure 2, Total phenolic content (TPC) of rosemary leaves 

extract using solvents of different polarities, (GAE*= 

Gallic Acid Equivalent). 

3.3.1.2. Radical scavenging activity (RSA%) using 

DPPH assay 

Free radicals are known to be a major factor 

in biological damages. The DPPH radical scavenging 

assay is a widely used method to evaluate the ability 

of plant extracts to scavenge free radicals generated 

from DPPH reagent [24, 45]. DPPH, a stable free 

radical with a purple color, changes into a stable 

yellow compound on reacting with an antioxidant. 

Figure 3 revealed the radical scavenging activity 

(RSA %) of the different rosemary extracts compared 

to RSA % of the effective synthetic antioxidant 

butylated hydroxyl toluene (BHT). As can be seen in 

Figure 3 the RSA% of the different extracts were 

significantly different (p<0.05) from each other and 

went in an increasing order of n-hexane < methanol < 

BHT < water. Methanol gave acceptable activity 

(52.79%) compared to that of BHT (63.31%) and 

water gave the highest activity (84.80%), while n-

hexane revealed the least activity (27.14%). It is well 

known that the antioxidant activity of plant extracts 

containing polyphenol components is due to their 
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effectiveness to be donors of hydrogen atoms or 

electrons and to capture the free radicals [46]. Many 

researchers have reported positive correlation 

between free radical scavenging activity and total 

phenolic compounds [47-50]. 

 

Figure 3, Radical scavenging activity (RSA %) of different 

rosemary leave extracts by traditional solvent extraction. 

The high RSA% of rosemary phenolics extracted 

by water encouraged us to proceed with water as a 

green and cheapest solvent for the subsequent stage 

of this study. 

3.3.2. Ultrasonic-assisted extraction 

Ultrasonic-assisted extraction was carried 

out to see whether ultrasonic homogenization would 

affect the extracted phenolic compounds positively or 

not. As shown in Figure 4, the effect of temperature 

and extraction time was presented. Results showed 

that all extracts were of comparable or better RSA% 

than the synthetic antioxidant BHT. Increasing 

temperature from 25 to 45ºC enhanced RSA % at 

each individual time of extraction. At 25ºC there was 

a significant increase in RSA % with increasing time 

of extraction from 10 min to 20 min followed by 

slight increase in RSA % with increasing time from 

20 to 30 min, probably because 20 min time period 

was an adequate time for extracting most of the 

antioxidant compounds. While at 45ºC, gradual 

increase in RSA % with increasing time was occurred 

reaching its maximum (93.61%) after 30 min. So, the 

optimal conditions chosen to extract the most 

effective extract from dried rosemary leaves was 1:10 

solid to water ratio, and ultrasonic-assisted extraction 

at 45C for 30 min. 

Figure 4, Effect of ultrasonic-assisted water extraction on 

RSA %. 

From the above mentioned results it was seen that 

the radical scavenging activity of methanol extract, 

water extract, and BHT gave RSA of about 53%, 

85%, and 63%, respectively. So, water or methanol 

rosemary extracts could represent natural candidates 

for stabilizing the functional omega-3 oils (flaxseed 

and fish oils) against oxidation that could substitute 

for synthetic antioxidant with all its probable hazards 

[51]. So, the  second step of the present work was  to 

examine the antimicrobial activity of the  water and  

methanolic extracts against pathogenic Gram positive 

and Gram negative bacteria  (see material section) 

and two infectious fungi species (Aspergillus flavus 

and  Aspergillus niger). The effect of the rosemary 

extracts was also tested against some beneficial 

lactobacilli bacteria (see material section).  

3.3.3. Antimicrobial activity of rosemary extracts 

Although water extract gave the highest amount of 

total phenolic compounds (Figure 2) as well as 

highest RSA % (Figure 3), but this water extract had 

non-detectable activity against the tested pathogens at 

all concentrations used in the study (0.25 - 15%, data 

not shown ).  On the other hand, the methanol extract, 

which possess lower content of phenolics and lower 

radical scavenging activity than water extract, 

revealed observable antimicrobial activity at 

concentrations from 3 to 15% (Table 3.). In 

agreement of our results Moreno et al. [51] reported 

that while methanol and acetone extracts of rosemary 

leaves had broad-spectrum antimicrobial activity and 

inhibiting the growth of a number of Gram positive 

and Gram negative bacteria and yeasts by contrast, 

water extract and pure rosmarinic acid seemed to 

have a narrow antimicrobial activity. Those authors 

have returned these differences in antimicrobial 

activity between water and methanol extract to that 
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the latter had carnosic acid and carnosol (with high 

antimicrobial activity) as the main phenolic 

components of methanol extract while the water 

extract had rosmarinic acid (with very narrow 

antimicrobial effect) as the main component. They 

demonstrated their postulation by the analysis of the 

phenolic components of both extracts by HPLC and 

testing the antimicrobial activity by carrying out a 

qualitative (disk diffusion test) and a quantitative 

(broth dilution technique) evaluation of the 

antimicrobial activity of rosemary extracts and pure 

rosmarinic, carnosic, and carnosol components. As 

shown in Table 3.  Results revealed that the methanol 

was a suitable solvent for extracting antimicrobial 

substances from this plant. The highest activity was 

demonstrated against Aspergillus flavus, Listeria 

monocytogenes and Yersinia enterocolitica at the 

concentration 15% (zone of inhibition 20, 19 and 20 

mm respectively) while the lowest activity (zone of 

inhibition 3 mm) was observed at the concentration 

3% against E. coli and Salmonella typhmirum. 

Pseudomonas aeruginosa and Aspergillulls niger 

didn't show any inhibition zone at the same 

concentration. As shown in Table 3, the 

concentration of 5% of this extract was the lowest 

concentration that revealed activity against all tested 

pathogens used. Also, from Table 3 we noticed that 

the diameter of inhibition zone increased with 

increasing concentration of plant extract. Our results 

confirmed also by a number of scientific works [52-

54]. 

 

 

Table 3 
Antimicrobial effect of rosemary methanol extract. 

Pathogenic strains 
0.25% 0.50% 0.75% 1.0% 3% 5% 7% 10% 15% 

Diameter of inhibition zone (mm) 

Bacillus cereus N.D N.D N.D N.D 4A± 0.20 5B± 0.11 7C±0.22 11D±0.14 15E±0.25 

Staphylococcus aureus N.D N.D N.D N.D 4A±0.31 7C±0.31 10D±033 11D±0.19 15E±0.37 

Pseudomonas aeruginosa N.D N.D N.D N.D N.D 5B±011 6B±0.25 7C±0.27 11D±0.51 

Listeria monocytogenes N.D N.D N.D N.D 8C±0.22 10D±0.37 11D±055 15E±0.33 19F±081 

Escherichia coli N.D N.D N.D N.D 3A±0.38 5B±0.51 7C±0.72 10D±0.65 13E±0.41 

Yersinia enterocolitica N.D N.D N.D N.D 8C±0.91 12D±.70 13E±0.61 13E±0.22 20F±1.10 

Salmonella typhimurum N.D N.D N.D N.D 3A±0.10 5B±0.29 7C±0.38 8C±0.76 11D±0.46 

Aspergillusflavus N.D N.D N.D N.D 7C±0.26 11D±0.63 14E±0.59 17EF±0.48 20F±0.98 

Aspergillusniger N.D N.D N.D N.D N.D 5B±0.35 6C±0.51 9D±0.54 15E±0.50 

Data expressed as (mean ±SD) of 3 replicates;within the same rows, values with different letters are significantly different (p≤ 0.05); ND = not detected 

 

3.3.4. The effect of the rosemary extracts on 

Lactobacilli strains 

Table 4. Indicated that the methanol extract 

had no effect on the survivability of the beneficial 

bacteria of lactobacilli strains. But the viable count of 

the most lactobacilli strains decreased approximately 

2 log cycles at concentration 7 and 10%. Moreover, 

the results indicated that L. plantarum and L. 

helveticus decreased only one log cycle at 

concentration 7% compared with other lactobacilli 

strains. It is clear from the results that lactobacilli 

strains possessed more resistant to rosemary extract, 

so, the methanol extract can be used as a preservative 

agent in different fermented products. Our results 

agree with Zhang et al., [55].  
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Table 4 

Effect of rosemary methanol extract on lactobacilli. 

Lactobacilli strains 
Control 3% 5% 7% 10% 

CFU 

Lactobacillus helveticus +++ +++ +++ ++ + 

Lactobacillus acidophilus +++ +++ +++ + + 

Lactobacillus rhamnosus +++ +++ +++ + + 

Lactobacillus reuteri +++ +++ +++ + + 

Lactobacillus casei +++ +++ +++ + + 

Lactobacillus plantarum +++ +++ +++ ++ + 

+++ Bacterial count in x106; ++ Bacterial count in x105; + Bacterial count in x104; CFU = Colony Forming Units 

3.4. Encapsulation efficiency (EE %) 

Table 5.Revealed that although EE % for 

spray dried capsules (90.5 and 91.7%) were higher 

than that of capsules prepared by extrusion method 

(87.11 and 88.9%) for fish and flaxseed oils, 

respectively. 

Table 5 

Encapsulation efficiency of fish and flaxseed oils 

encapsulated by extrusion and spray drying techniques. 

Samples  Encapsulation Efficiency (%) 

Fish oil by spray drying 90.5 ±1.2 

Fish oil by extrusion 87.11± 1.25 

Flaxseed oil by spray drying 91.7 ± 2.3 

Flaxseed oil by extrusion 88.9 ±0.99 

Data expressed as (mean ± SD) of 3 replicates.  

3.4.1. Antimicrobial effect of microcapsules 

From Table 6. Results showed that the fish 

oil or flaxseed oil had no effect on the survivability of 

pathogenic strains. The counts of pathogenic strains 

in negative control ranged between 27 to 61 x 105 

CFU/ml and the counts were kept on the same log 

cycle for the positive control for both oil.  In the case 

of microencapsulation of oils, our results indicated 

that the counts of pathogenic strains decreased 

around one log cycle for microencapsulation of each 

oil using extrusion method. This effect of inhibition 

resulting from rosemary extract not from the oils as 

we proved before in screening the antimicrobial 

activity of rosemary methanol extract.  In agreement 

with our results, Mahmoud et al. [56] reported that 

the pores found on the surface of capsules prepared 

by extrusion method allowing the rosemary extract to 

exit easily, giving the antimicrobial effect.  This 

result was also confirmed by Gachkar et al. [53] and 

Adam et al. [54].   Microencapsulation of oils using 

spray drying technique had no effect on the 

pathogenic strains, which were revealed by the 

comparable count of pathogenic strains to that of the 

control (~ x105).  

 

3.5. Production of yogurt using microcapsules  

Yogurt samples prepared from fish or 

flaxseed oils encapsulated by extrusion technique as 

(Table 7) showed unacceptable characteristics such as 

appearance, body texture and flavor in the yogurt end 

products. Therefore, from the practical point of view 

we recommended not to use the microencapsulation 

of oil by extrusion technique in the dairy products, 

especially yogurt. It is worth to mention that the 

counts of lactic acid bacteria for all samples were 

comparable to that of the control. On the other hand, 

yogurt fortified with spray dried oils revealed 

acceptable characteristics of sensory evaluation as 

well as the viable count of the beneficial lactic acid 

bacteria as shown in Table 8. The results of yogurt 

samples that fortified with each oil encapsulated by 

spray drying technique found in (Table 8). At zero-

time of storage, the counts of lactic acid bacteria in 

the samples fortified with different capsules was 

ranged between 6.64 and 7.20 log cfu/mL. These 

counts although being significantly different (p<0.05) 

from that of control samples (7.9 log cfu/mL) were 

still close to it. The yogurt samples fortified with fish 

oil tends to have pale yellow color compared to 

control, but this color was acceptable in the 

evaluation. Also, the flavor of capsules was 

acceptable during sensory evaluation. So, 

microencapsulation of oil by spray drying technique 

had positive effects on the sensory evaluation of 
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yogurt. Our results were confirmed by Tamjidi et al. 

[57] who found that sensory results displayed by 

trained panelists evaluated overall acceptance of 

enriched yogurt with treated-fish oil microcapsules. 

 

Table 6 

Antimicrobial effect of different microcapsules (CFU/mL). 

 

 

Pathogenic strains 

Control 

(negative) 

Free fish 

oil 

(positive) 

Free 

flaxseed oil 

(positive) 

Capsules 

with fish oil 

by spray 

drying 

method 

Capsules 

with 

flaxseed oil 

by spray 

drying 

method 

Capsules 

with fish 

oil by 

extrusion 

method 

Capsules 

with flaxseed 

oil by 

extrusion 

method 

Bacillus  cereus 
30x105A 

±0.50 

28x105A 

±0.58 

33x105A 

±0.80 

24x105A 

±0.57 

27x105A 

±0.82 

13x104B 

±0.55 

16x104B 

±0.55 

Staphylococcus  aureus 
61x105A 
±0.85 

58x105A 
±0.65 

64x105A 
±0.80 

50x105A 
±0.60 

54x105A 
±0.60 

18x104B 
±0.55 

22x104B 
±0.58 

Pseudomonas  aeruginosa 
28x105A 

±0.58 

30x105A 

±0.60 

31x105A 

±0.58 

22x105A 

±0.60 

25x105A 

±0.65 

12x104B 

±0.50 

17x104B 

±0.58 

Listeria   monocytogenes 
45x105A 

±0.60 

43x105A 

±0.70 

40x105A 

±0.65 

38x105A 

±0.60 

36x105A 

±0.68 

15x104B 

±0.58 

20x104B 

±0.64 

Escherichia coli 
39x105A 

±0.72 

41x105A 

±0.68 

43x105A 

±0.60 

37x105A 

±0.60 

38x105A  

±0.55 

18x104B 

±0.50 

21x104B 

±0.56 

Aspergillusniger 
27x105A 

±0.62 

29x105A 

±0.55 

30x105A 

±0.58 

25x105A 

±0.60 

27x105A 

±0.65 

14x104B 

±0.58 

11x104B 

±0.50 

Data expressed as (mean ± SD) of 3 replicates;within the same rows, values with different letters are significantly different (p≤ 0.05). 

 

Table 7 

Evaluation of final fresh yogurt samples fortified with extrusion microcapsules. 

 

Treatments pH 

Lactobacilli 

counts (log 

cfu/mL) 

Streptococci counts 

(log cfu/mL) 

Flavor 

(50) 

Body & texture 

(40) 

Appearances 

(10) 

Control yogurt 4.62 A ±0.12 7.90 A ±0.55 7.10 A ±0.68 48 A ±0.80 38 A ±0.74 9 A ±0.72 

Yogurt with 

fish oil 

capsules 

4.73 B ±0.10 6.88 B ±0.50 6.64 B ±0.55 Unacceptable 10 B ±0.30 Unacceptable 

Yogurt with 

flaxseed oil 

capsules 

4.71B ±0.11 6.94 B ±0.58 6.70 B±0.59 Unacceptable 10 B ±0.28 Unacceptable 

Data expressed as (mean ±SD) of 3 replicates; within the same column, values with different letters are significantly different (p≤ 0.05). 

Table 8 

Evaluation of final fresh yogurt samples fortified with spry dried microcapsules. 

 

Treatments pH 

Lactobacilli 

counts  

(log cfu/mL) 

Streptococci 

counts  

(log cfu/mL) 

Flavor 

(50) 

Body & texture 

(40) 

Appearances  

(10) 

Control yogurt 4.62 A ±0.11 7.90 A ±0.45 7.10 A ±0.55 48 A ±0.68 38 A ±0.48 9 A ±0.38 

Yogurt with fish 

oil capsules 
4.55 B ±0.10 7.20 B ±0.42 6.64 C ±0.49 47 A ±0.58 37 AB ±0.40 9 A  ±0.35 

Yogurt with 

flaxseed oil 

capsules 

4.60 A ±0.10 7.00 B ±0.40 6.70 B ±0.52 47 A ±0.46 38 A ±0.45 9 A ±0.38 

Data expressed as (mean ± SD) of 3 replicates; within the same column, means with different letters are significantly different (p≤ 0.05). 
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Moreover, during storage of yogurt (Tables 9 and 

10), the counts of lactic acid remain in the same log 

for all treatments. Also, the counts of bacterial strains 

not negatively affected by the microencapsulation of 

oils during storage period for 10 days. The counts of 

starter bacteria ranged between 7.00 and 8.05 log 

cfu/mL at 10 days of storage. Table 10, showed that 

the sensory evaluation during storage still accepted 

where the flavor after 10 days of storage  had scores 

of 43 and 44 for yogurt samples fortified with fish 

and flaxseed oil, respectively and the flavor of 

control reached to 46. In addition, results showed 

reduction in the body and texture score during 

storage, resulted from appearance of small amount of 

water content in all samples at the end of storage. 

This syneresis may be resulted from reduction of pH 

values during storage.  From our results, it can be 

concluded that the production of fish oil and flaxseed 

oil microcapsules by spray drying technique is a 

promising procedure for functional food candidates 

such as yogurt. Our results agree with Ghorbanzade 

et al., [58] who reported that adding nano-

encapsulated fish oil into yogurt gave closer 

characteristics to control sample in terms of sensory 

characteristics than yogurt fortified with free fish oil. 

Table 9 

Evaluation of final yogurt samples fortified with spray dried microcapsules at 5 days of storage. 

Treatments pH 

Lactobacilli 

counts  

(log cfu/mL) 

Streptococci 

counts  

(log cfu/mL) 

Flavor 

(50) 

Body & texture 

(40) 

Appearance

s (10) 

Control yogurt 4.56 A ±0.12 8.05 A ±0.39 7.95 A ±0.59 48 A ±0.44 36 A ±0.46 9 A ±0.33 

Yogurt with fish oil 

capsules 
4.51 A ±0.10 7.90 B ±0.37 6.93 B ±0.49 46 B ±0.45 35 A ±0.41 9 A ±0.30 

Yogurt with flaxseed oil 

capsules 
4.56 A ±0.09 7.60 B ±0.40 7.00 B ±0.52 47 A ±0.42 35 A ±0.43 9 A ±0.30 

Data expressed as (mean ± SD) of 3 replicates; within the same column, means with different letters are significantly different (p≤ 0.05). 

 

Table 10 

Evaluation of final yogurt samples fortified with spry drier microcapsules at 10 days of storage. 

Treatments pH 

Lactobacilli 

counts 

 (log cfu/mL) 

Streptococci 

counts  

(log cfu/mL) 

Flavor 

(50) 

Body & texture 

(40) 

Appearances 

(10) 

Control yogurt 4.51 B ±0.17 8.30 A ±0.39 7.10 AB ±0.45 46 A ±0.40 35 A ±0.43 7 A ±0.32 

Yogurt with fish oil 
capsules 

4.55 B ±0.18 8.00 AB ±0.42 6.89 B ±0.43 43 C ±0.36 33 B ±0.40 7 A ±0.30 

Yogurt with flaxseed oil 

capsules 
4.60 A ±0.21 7.80 B ±0.40 7.23 A ±0.43 44 B ±0.32 34 A ±0.45 7 A ±0.30 

Data expressed as (mean ± SD) of 3 replicates; within the same column, means with different letters are significantly different (p≤ 0.05). 

3.6. Oxidative Stability of Microcapsules 

The oxidative stability of the oils entrained in 

microcapsules prepared by extrusion and spray 

drying techniques were evaluated by measuring the 

primary oxidation products represented by 

conjugated diene value and conjugated triene value as 

well as measuring the secondary oxidation products 

represented by the p-anisidine value. Tables (11, 12) 

revealed that although storage at refrigerator 

temperatures showed good oxidative stability as 

measured by conjugated diene value for both 

encapsulated fish or flaxseed oils prepared by the 

extrusion method, yet, its shelf life deteriorate rapidly 

at room temperature. Whereas, spray drying method 

had pronounced effect on enhancing its oxidation 

stability throughout the whole period of storage (37 

days) either in refrigerator or at room temperature. 

Moreover, samples were kept with acceptable records 

after more than 5 months (data not shown).Tables 

(13, 14) presented the p-anisidine values (which 

measure the amount of aldehydes and ketones 

produced as a result of primary oxidation products 

dissociation) of the entrained oils in microcapsules 

prepared either by extrusion or spray drying methods. 

Results indicated that samples prepared by extrusion 

technique have been deteriorated very rapidly either 

for fish or flaxseed oils both in refrigerator and at 
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room temperatures and exceeded the recommended 

values by the international safety standards at 

anisidinevalue < 20 [59].  Again, spray dried 

microcapsules entrained oils that survive throughout 

the whole period of storage without oxidation 

rancidity as shown by its acceptable anisidine value 

either in refrigerator or at room temperature, Tables 

(13, 14).  

 

 

Table 11  

Conjugated dienes and trienes of fish oil encapsulated by extrusion and spray drying techniques stored at room temperature 

and in refrigerator. 

Storage 

period 

Extrusion Spray drying 

Conjugated Dienes Conjugated Trienes Conjugated Dienes Conjugated Trienes 

R .T. Ref. R .T. Ref. R .T. Ref. R .T. Ref. 

Zero Time 1.67 ±0.12 1.67 ±0.12 0.33 ±0.01 0.33 ±0.01 0.23 ±0.005 0.23 ±0.005 0.10 ±0.003 0.10 ±0.003 

After 10 days 3.77 ±0.28 1.72 ±0.18 0.54 ±0.02 0.35 ±0.04 0.27 ±0.012 0.23 ±0.008 0.11 ±0.010 0.10 ±0.008 

After 21 days 4.99 ±0.57 1.74 ±0.00 0.99 ±0.14 0.45 ±0.00 0.35 ±0.015 0.28 ±0.014 0.15 ±0.015 0.11 ±0.014 

After 29 days 5.76 ±0.28 1.28 ±0.07 0.77 ±0.03 0.32 ±0.01 0.48 ±0.049 0.32 ±0.006 0.15 ±0.005 0.11 ±0.012 

After 37 days 5.99 ±0.42 1.32 ±0.2 1.05 ±0.01 0.58 ±0.06 0.67 ±0.053 0.33 ±0.012 0.17 ±0.013 0.12 ±0.015 

Each value represents mean ±SD (n = 3), R.T. = Room Temperature, Ref. = Refrigerator. 

 

Table 12 

Conjugated dienes and trienes of flaxseed oil encapsulated by extrusion and spray drying techniques stored at room 

temperature and in refrigerator. 

Storage 

period 

Extrusion Spray drying 

Conjugated Dienes Conjugated Trienes Conjugated Dienes Conjugated Trienes 

R .T. Ref. R .T. Ref. R .T. Ref. R .T. Ref. 

Zero Time 0.62 ±0.18 0.62 ±0.18 0.023 ±0.001 0.023 ±0.001 0.15 ±0.03 0.15 ±0.03 0.02 ±0.001 0.02 ±0.001 

After 10 days 1.86 ±0.21 1.46 ±0.23 0.34 ±0.07 0.15 ±0.04 0.17 ±0.04 0.15 ±0.03 0.02 ±0.002 0.02 ±0.001 

After 21 days 2.82 ±0.09 1.54 ±0.24 0.69 ±0.03 0.20 ±0.04 0.22 ±0.01 0.15 ±0.02 0.03 ±0.004 0.02 ±0.001 

After 29 days 2.49 ±0.10 0.94 ±0.02 0.60 ±0.01 0.22 ±0.06  0.22 ±0.02 0.16 ±0.03 0.04 ±0.002 0.02 ±0.002 

After 37 days 3.56 ±0.18 1.31 ±0.26 0.71 ±0.04 0.27 ±0.03 0.26 ±0.04 0.16 ±0.03 0.05 ±0.003 0.03 ±0.002 

Each value represents mean ± SD (n = 3), R. T. = Room Temperature, Ref. = Refrigerator. 

 

Table 13 

Anisidine value of fish oil encapsulated by extrusion and spray drying techniques stored at room temperature and in 

refrigerator. 

Storage period 
Extrusion Spray drying 

R .T. Ref. R .T. Ref. 

Zero Time 45.6 ±1.15 45.6 ±1.15 13.22 ±0.49 13.22 ±0.49 

After 10 days 327.2 ±2.54 118.8 ±1.61 13.26 ±0.45 13.20 ±0.20 

After 21 days 327.2 ±3.72 145.2 ±2.03 13.30 ±0.44 13.23 ±0.29 

After 29 days 466.23 ±2.84 165.11 ±2.01 14.30 ±0.44 13.41 ±0.35 

After 37 days 512.4 ±2.51 180.9 ±2.10 15.33 ±0.41 13.44 ±0.25 

Each value represents mean ± SD (n = 3), R. T. = Room Temperature, Ref. = Refrigerator. 
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Table 14 

Anisidine value of flaxseed oil encapsulated by extrusion and spray drying techniques stored at room temperature and in 

refrigerator. 

Storage period 
Extrusion Spray drying 

R .T. Ref. R .T. R .T. 

Zero Time 19.92 ±1.20 19.92 ±1.20 8.56 ±0.56 8.56 ±0.56 

After 10 days 81.7 ±1.50 32.3 ±1.80 9.35 ±1.05 8.60 ±0.44 

After 21 days 165.43 ±2.70 40.3 ±1.50 9.90 ±2.00 9.11 ±1.30 

After 29 days 248.47 ±2.35 45.9 ±1.55 10.70 ±0.95 9.20 ±0.56 

After 37 days 255.2 ±3.00 60.4 ±1.66 11.00 ±0.65 9.50 ±0.45 

Each value represents mean ± SD (n = 3), R. T. = Room Temperature, Ref. = Refrigerator. 

 

4. Discussion 

Our main objective is to prepare stabilized multi-

functional microencapsulated omega-3 oils enriched 

with efficient natural antioxidants (from rosemary 

extract). These microcapsules can be fortified into 

functional foods (dairy products, beverages, or baby 

formulations and pharmaceuticals to increase the 

bioavailability and functionality of omega-3 oils.  

To achieve this goal, we chose two omega-3 rich 

oils (flaxseed and fish oils). Because one of the most 

challenges facing omega-3 rich oils is its very 

susceptibility to be oxidized we thought to overcome 

this main challenge by two approaches, namely 

encapsulation and fortification with strong natural 

antioxidants. Our accumulated experience in the field 

of natural antioxidants encouraged us to use one of 

the strongest natural antioxidants bearing plants, the 

rosemary (Rosmarinus officinalis L.), to be the 

candidate in retarding oxidation of these sensitive oils 

together with protecting such sensitive oils also 

through encapsulation with edible polymers either by 

extrusion method or using spray drying technique. 

We expected first that these two different 

methodologies would work well because both of 

them could construct a line of defence against 

invading oxygen. But the experiment learned us that 

spray drying went more favorable toward protecting 

the entrained oils against oxidation probably due to 

different wall materials used in both techniques 

(maltodextrine and Arabic gum in case of spray 

drying or sod alginate and Arabic gum in extrusion 

method) such different wall materials could behave 

differently in protecting its core. Also, results 

revealed that spray dried microcapsule could be 

incorporated successfully in sensitive dairy products 

such as yogurt as it could obscure the unpleasant odor 

of the very important oil like fish oil and at the same 

time behaved like normal control yogurt. So, this 

work made a base of preparing fortified or functional 

foods that could be one of the important commodities 

for peoples seeking good health.   

To explore the suitability of natural rosemary 

phenolic extracts to stabilize flaxseed and fish oils 

against oxidation different solvents with different 

polarities have been investigated. Results 

demonstrated that although methanol gave the 

maximum recovery percentage (yield %), water 

extract showed the highest total phenolic content 

followed by methanol extracts while n-hexane 

revealed the least yield, total phenolic and RSA %.  

When the different extracts were compared with 

the antioxidative potentials of the reference synthetic 

antioxidant, BHT, our results showed that the 

decreasing trend of RSA % was water extract > BHT 

> methanol extract > hexane extract. However, when 

ultrasonic-assisted extraction technique was used 

with distilled water as a solvent at different 

temperatures (25 and 45C) and different time 

intervals (10, 20, and 30 min) the potency of the 

extract as radical scavenger were greatly enhanced 

specifically at 45C and 30 min).  

The antimicrobial activity of both water and 

methanol extracts of rosemary leaves were tested 

against some pathogenic bacteria (Gram negative and 

Gram positive), some fungi, as well as against some 
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beneficial probiotic bacteria (some Lactobacilli 

species) to select the extract that will be the proper 

one to proceed with for preparing the microcapsules. 

Results indicated that although water extract gave 

highest total phenolics and highest radical scavenging 

activity, but, it had no antimicrobial activity against 

both Gram negative or Gram positive bacteria while 

methanol extract revealed inhibitory activity against 

all tested pathogens at concentration of 5 % or higher. 

Results indicated that the methanol extract had no 

effect on the survivability of the beneficial bacteria of 

lactobacilli strains. But the viable count of the most 

lactobacilli strains decreased approximately 2 log 

cycles at concentration 7 and 10%. Results showed 

that lactobacilli strains possess more resistant to 

rosemary extract which make the methanol extract 

capable to be used as preservative agent in different 

fermented products. 

5. Conclusion 

Omega-3 rich oils are extremely important from 

the health point of view either for adults, children or 

foetuses. Therefore, we tried in the present work to 

maximize its functionality and bioavailability through 

fortification with effective natural antioxidants and 

encapsulation with promising wall materials. So, 

different extracts of rosemary leaves were prepared 

of which methanol extract has been proved to be of 

superior activity either as oxidative radical scavenger 

or as antimicrobial entity. Maltodextrin and Arabic 

gum were shown to be active wall materials for the 

prepared microcapsules.  Also, our research let the 

door opened for testing other biodegradable natural 

wall materials to be utilized in preparing 

microcapsules ready for food and nutraceutical stuff. 

This study spotlighting the effectiveness of spray 

drying technique to formulate microcapsules capable 

to be incorporated in delicate foods like yogurt. 

6. Acknowledgment  

The authors greatly acknowledge the National 

Research Centre of Egypt for providing the funds and 

facilities for this research work under The 11th 

Scientific Plan (2016-2019), Project No. 1104019. 

 

7.  Conflicts of interest: 

There is no any Conflict of Interest 

 

8. References 

[1] Valenzuela R., Barrera C., Ayala J.M., Sanhueza 

J. and Valenzuela A Vegetable oils rich in alpha 

linolenic acid allow a higher accretion of n-3 

LCPUFA in the plasma, liver and adipose tissue 

of the rat. Grasas y Aceites 65 (2): e026 (2014). 

doi: http://dx.doi.org/10.3989/gya.110113. 

[2] Neuringer M., Connor W.E., Van Petten C. and 

Barstad L. Dietary omega-3 fatty acid deficiency 

and visual loss in infant rhesus monkeys. J Clin 

Invest, 73: 272–276 (1984). 

[3] Neuringer M, Connor W.E., Lin D.S., Barstad L. 

and  Luck S. Biochemical and functional effects 

of prenatal and postnatal omega-3 fatty acid 

deficiency on retina and brain in rhesus 

monkeys. ProcNatlAcadSci U S A 83: 4021–

4025 (1986). 

[4] Simopoulos A.P. Omega-3 fatty acids in 

inflammation an autoimmune diseasesan 

autoimmune disease, J. Am. Coll. Nutr. 21:495–

505 (2002). 

[5] Naeem M.A., Zahran H.A. and Hassanein M.M. 

Evaluation of green extraction methods on the 

chemical and nutritional aspects of roselle seed 

(Hibiscus sabdariffa L.) oil. OCL, 26: 33 (2019). 

Available at: doi.org/10.1051/ocl/2019030 

[6] Zahran H.A. and Tawfeuk, H.Z. Physicochemical 

properties of new peanut (Arachis hypogaea L.) 

varieties.  OCL, 26, 19 (2019). Available at 

https://doi.org/10.1051/ocl/2019018 

[7] Esterbauer H., Schaur R., Zollner H. Chemistry 

and biochemistry of 4-hydroxynonenal, 

malonaldehyde and related aldehydes. Free 

Radical Biol. Med. 11:  81–128 (1991). 

[8] El-Shattory Y.A., Saadia M.A., Hamed S.F., 

Schwarz K. Effect of different reversed micelles 

on autooxidation and photooxidation of stripped 

corn oil, .Grasas y Aceites,  54: 24-29 (2003). 

[9] Soliman, T.N., Farrag A.F., Zahran H.A. and El-

Salam M.E. Preparation and Properties Nano-

http://dx.doi.org/10.3989/gya.110113
https://doi.org/10.1051/ocl/2019018


FORMULATION OF MULTI-FUNCTIONAL OMEGA-3 OIL 
__________________________________________________________________________________________________________________ 

 

 

________________________________________________ 

Egypt. J. Chem. 63, No. 12 (2020)  

 

5133 

encapsulated Wheat Germ Oil and its Use in the 

Manufacture of Functional Labneh 

Cheese. Pakistan Journal of Sciences, 22:  318-

326 (2019). 

[10] Hamed, S.F., and Abo-Elwafa G. A. 

Enhancement of oxidation stability of flax seed 

oil by blending with stable vegetable oils.J. Appl. 

Sci. Res., 8: 5039-5048 (2012). 

[11] Hamed, S.F. Edible oil as an alternate solvent 

for extraction of antioxidant components from 

natural herbs. J. Appl. Sci. Res., 2: 567-571 

(2006). 

[12] Taha F.S., Wagdy S.M., Hassanein M.M.M. and 

Hamed S. F. Evaluation of the biological activity 

of sunflower hull extracts. Grasas y Aceites, 63: 

184-192 (2012). 

[13] Frankel E. N., Huang S. W., Kanner J., German 

J. B.  Interfacial phenomena in the evaluation of 

antioxidants: Bulk oils versus emulsions. J. 

Agric. Food Chem., 42: 1054–1059 (1994). 

[14] Zahran, H. and Najafi, Z. Enhanced stability of 

refined soybean oil enriched with phenolic 

compounds of olive leaves. Egyptian Journal of 

Chemistry, 63: 215-224 (2020). 

[15] Klaypradit W. and Huang Y.-W. Fish oil 

encapsulation with chitosan using ultrasonic 

atomizer. LWT, 41: 1133–1139 (2008). 

[16] Beristain C.I., Garcıa H.S. and Vernon-Carter E. 

J. Spray-dried encapsulation of cardamom 

(Elettariacardamomum) essential oil with 

mesquite (Prosopisjuliflora) gum. LWT-Food 

Science and Technology, 34: 398-401 (2001). 

[17] Bylaitë E., Venskutonis P.R. and Maþdþierienë 

R. Properties of caraway (Carumcarvi L.) 

essential oil encapsulated into milk protein-based 

matrices. European Food Research and 

Technology, 212: 661-670 (2001). 

[18] Ustun G., Kent L., Cekin N., and Civelekoglu H. 

Investigation of the technological properties of 

N. sativa (black cumin) seed oil. J. Am. Oil 

Chem. Soc.67: 958–960 (1990). Available at: 

doi.org/10.1007/BF02541857. 

[19] Hamed S.F., Shaaban H.A., Ramadan A.A. and 

Edris A.E. Potentials of enhancing the 

physicochemical and functional characteristics of 

Nigella sativa oil by using the screw pressing 

technique pressing technique for extraction. 

Grasas y Aceites, 68: 2 e188 (2017). 

 [20] AOCS Official Methods of Analysis, 1997. 

Methods Cd 8–53; Cd 3d-63; Cd 3–25; Cd 3d-

63; AOCS: Champaign, Illinois, USA. 

[21] Hamed S.F., Suzanne M. Wagdy, and Megahed 

M.G. Chemical Characteristics and Antioxidant 

Capacity of Egyptian and Chinese Sunflower 

Seeds: A Case Study. Life Science Journal, 9: 

421-429 (2012). 

[22] Hamed S.F., Soliman T.N., Hassan L.K. and 

Abo-Elwafa G. A. Preparation of Functional 

Yoghurt Fortified with Fish Oil-In-Water 

Nanoemulsion. Egypt.J.Chem. 62, Special Issue 

(Part 1), pp. 301 - 314 (2019)  

[23] Gutfinger T. Polyphenols in olive oils. J. Am. 

Oil Chem. Soc. 58: 966–968 (1981). Available 

from http://dx.doi.org/10.1007/BF02659771 

[24] Blois M.S. Antioxidant determinations by the 

use of a stable free radical. Nature, 181: 1199-

1200 (1958). 

[25] Gliszczynska-Swiglo A. and Sikorska E. Simple 

reversed-phase liquid chromatography Method 

for determination of tocopherols in edible oils. J. 

Chromatogr. A, 1048: 195-198 (2004). 

[26] Kingsbury D.T. and, Wagner, G.E. 

Microbiology. Williams and Wilkins.Maryland, 

pp. 36 (1990). 

[27] Abd El-Khalek A.B., El-Sayed H.S., Ibrahim 

G.A., El-Shafei K., El-Din H.M., Sharaf O.M., 

Tawfek N.F., Effat B.A. and El-Messery T.M.. 

Phenolic compounds, Microbial content and 

Sensory evaluation of Synbiotic labneh 

containing Ginger and Probiotic. International 

https://doi.org/10.1007/BF02541857
https://doi.org/10.1007/BF02541857
http://dx.doi.org/10.1007/BF02659771


 S. F. Hamed et al.,  

_____________________________________________________________________________________________________________ 

 

 

________________________________________________ 

Egypt. J. Chem. 63, No. 12 (2020)  

 

5134 

Journal of Chem Tech Research, 9: 238-247 

(2016).  

[28] Edris A. E., Kalemba D.,Adamiec J. and 

Piątkowski M.  Microencapsulation of Nigella 

sativa oleoresin by spray drying for food and 

nutraceutical applications. Food Chemistry, 

204:326-333 (2016). Available at: doi: 

10.1016/j.foodchem.2016.02.143. 

[29] El-Shafei M K., Abdallah N.A., Tawfik F.T., 

and El-Sayed H. S.Effect of different 

microencapsulating materials on survivability of 

Streptococcus thermophilus under simulated 

food processing and gastrointestinal conditions, 

Middle East Journal of Applied Sci., 8: 259-271 

(2018). 

[30] Hashim A.F., Said F. H., Abdel Hamid H. A., 

Abd-Elsalam K. A., Golonka I, Musiał W. and  

El-Sherbiny I. M. Antioxidant and antibacterial 

activities of omega-3 rich oils/curcumin 

nanoemulsions loaded in chitosan and alginate-

based microbeads. International Journal of 

Biological Macromolecules,  140 : 682-696 

(2019). 

[31] Davidson P. M. and Naidu A. S. Phyto-phenols. 

In: Naidu AS (Ed) Natural Food Antimicrobial 

Systems, CRC Press, Boca Raton, FL, pp 265-

294 (2000) 

[32] Abd El-Khalek A.B., Effat B. A.  and Sharaf O. 

M. The use of Lactobacillus gasseri, 

lactopacillus johnsonii and genetically modified 

Lactopacillus delbreuckii ssp. bulgaricusin 

functional yoghurts-like products. Egyption J. 

Dairy Sci. 32: 245-259 (2004). 

[33] IDF, International Dairy Federation (1997). 

Dairy starter cultures of lactic acid bacteria 

(LAB) standard of identity, IDF Standard No. 

149A. Brussels. 

[34] Bodyfelt, F.W., Tobias, J. and Trout, G.M. 

(1988).The Sensory Evaluation of Dairy 

Products. An Avi Book Published by Van 

Nostrand Reinhold, New York. 

[35] Ogunronbi O., Jooste P. J., Abu J. O. and  

Merwe B. V. D. Chemical composition, storage 

stability and effect of cold-pressed flaxseed oil 

cake inclusion on Bread  quality. Journal of 

Food Processing and Preservation, 35: 64–79 

(2011). 

[36] Codex Alimentarius Standards 19-1981. Codex 

Alimentarius Commission: Fats, Oils & Related 

Products By Codex Alimentarius Commission - 

Codex Standard for Edible Fats and Oils not 

Covered by Individual Standards (CODEX 

STAN 19-1981, Rev. 2 - 1999) 

[37] Daun J.K., Barthet V.J., Chornick T.L. and 

Duguid S. Structure, composition, and variety 

development of flaxseed. In: Thompson, L.U. & 

Cunnae, S.C. (eds.). Flaxseed in human nutrition, 

Second edition. AOCS Press, USA, pp. 1–40 

(2003). 

[38] Hosseinian F.S., Rowland G.G., Bhirud P.R., 

Dyck J.H. and Tyler R.T. Chemical composition 

and physico-chemical and hydrogenation 

characteristics of high-palmitic acid solin (low-

linolenic acid flaxseed) oil. J. Am. Oil Chem. 

Soc., 81: 185–188 (2004). 

[39] Nykter M., Kymäläinen H.-R., Gates F. and 

Sjöberg A. M. Quality characteristics of edible 

linseed oil. Agricultural and Food Science, 15: 

402–413 (2006). 

[40] Bicchi C., Binello A. and Rubiolo P. 

Determination of phenolic diterpene antioxidants 

in rosemary (Rosmarinus officinalis L.) with 

different methods of extraction and analysis. 

Phytochemical Analysis, 11: 236-242 (2000). 

[41] Del Baño M.J., Lorente, J., Castillo J., 

Benavente-García, O., Marín, M.P., Del Río 

J.A., Ortuño A.; Ibarra I. Flavonoid distribution 

during the development of leaves, flowers, stems 

and roots of Rosmarinus officinalis.  Postulation 

of a biosynthetic pathway.J. Agric. Food Chem., 

52: 4987–4992 (2004).  

[42] Bai N., He K., Roller M., Lai C.S., Shao X., Pan 

M.H. and Ho, C.T. Flavonoids and phenolic 

compounds from Rosmarinus officinalis. Journal 

https://pubmed.ncbi.nlm.nih.gov/?term=Edris+AE&cauthor_id=26988509
https://pubmed.ncbi.nlm.nih.gov/?term=Kalemba+D&cauthor_id=26988509
https://pubmed.ncbi.nlm.nih.gov/?term=Adamiec+J&cauthor_id=26988509
https://pubmed.ncbi.nlm.nih.gov/?term=Pi%C4%85tkowski+M&cauthor_id=26988509
https://www.sciencedirect.com/science/journal/01418130
https://www.sciencedirect.com/science/journal/01418130
https://www.sciencedirect.com/science/journal/01418130/140/supp/C


FORMULATION OF MULTI-FUNCTIONAL OMEGA-3 OIL 
__________________________________________________________________________________________________________________ 

 

 

________________________________________________ 

Egypt. J. Chem. 63, No. 12 (2020)  

 

5135 

of agricultural and food chemistry, 58: 5363-

5367 (2010). 

[43] Al-matani S.K., Al-Wahaibi R.N.S. and Hossain 

M.A. In vitro evaluation of the total phenolic and 

flavonoid contents and the antimicrobial and 

cytotoxicity activities of crude fruit extracts with 

different polarities from Ficussycomorus. Pacific 

Science Review A: Natural Science and 

Engineering, 17: 103-108 (2015). 

[44] Barchan A., Bakkali, M., Arakrak A., Pagán R. 

and Laglaoui A. The effects of solvents polarity 

on the phenolic contents and antioxidant activity 

of three Mentha species extracts. Int J Curr 

Microbiol App Sci, 3: 399-412 (2014). 

[45] Chung Y.C., Chien C.T., Teng K.Y., Chou S.T. 

Antioxidative and mutagenic properties of 

Zanthoxylumailanthoides Sieb and zucc. Food 

Chem., 97: 418 – 425 (2006). 

[46] Shon MY, Kim TH and Sung NJ. Antioxidants 

and free radical scavenging activity of 

Phellinusbaumii (Phellinus of 

Hymenochaetoceae) extracts. Food Chem. 

82:593–597 (2003). 

[47] Zheng W. and Wang S.Y. Antioxidant activity 

and phenolic compounds in selected herbs. J. 

Agric. Food Chem., 49: 5165-5170 (2001). 

[48] Wangensteen, H., Samuelsen A.B. and Malterud 

K.E. Antioxidant activity in extracts from 

coriander. Food Chem. 88: 293 297 (2004). 

[49] Kanatt S.R., Chander R., Sharma A. Antioxi-

dant potential of mint (Menthaspicata L.) in 

radiation processed lamb meat. Food Chem., 

100: 451 458 (2007). 

[50] Sarikurkcu C., Tepe B., Daferera D., Polissiou 

M. and Harmandar M. Studies on the antioxidant 

activity of the essential oil and methanol extract 

of Marrubiumglobosum subsp. globosum 

(lamiaceae) by three different chemical assays. 

Bioresour Technol., 99: 4239 4246 (2008). 

[51] Moreno S., Scheyer T., Romano C. S. and 

Vojnov A. A. Antioxidant and antimicrobial 

activities of rosemary extracts linked to their 

polyphenol composition. Free Radical Research, 

40: 223-31 (2006). Available at doi: 

10.1080/10715760500473834 

[52] McCutcheon A.R., Ellis S.M., Hancock R.E. and 

Towers G.H. Antibiotic screening of medicinal 

plants of the British columbian native peoples. 

Journal of Ethnopharmacology, 37: 213-223 

(1992). 

[53] Gachkar L, Yadegari D., RezaeiM, B.,   

Taghizadeh M., Astaneh S.A. and Rasooli, I. 

Chemical and biological characteristics of 

Cuminumcyminum and Rosmarinus officinalis 

essential oils. Food Chemistry, Tehran, 102: 

898-904 (2007). 

[54] Adam S.I., Ahmed A.A., Omer A.K., Bashir, 

A.M. Abdel Rahman O.A.M. and Abdelgadir 

W.S. In vitro Antimicrobial activity of 

Rosmarinus officinalis leave extracts. J Agri-

Food Appl Sci, 2: 15-21 (2014).  

[55] Zhang H., Jingjuan W. and Xinyu, G. Effects of 

antimicrobial and antioxidant activities of spice 

extracts on raw chicken meat quality. Food 

Science and Human. Wellness, 5: 39-48 (2016). 

[56] Mahmoud M., Abdallah N. A., El-Shafei K., 

Tawfik N. F., and El-Sayed, H. S. Survivability 

of alginate-microencapsulated Lactobacillus 

plantarum during storage, simulated food 

processing and gastrointestinal 

conditions. Heliyon, 6 (3), e03541 (2020). 

[57] Tamjidi F., Ali Nasirpour A. andShahedi M. 

Physicochemical and sensory properties of 

microencapsulated fish oil,Food Science and 

Technology International 18(4):381-90 

(2012).DOI: 10.1177/1082013211428212 

[58] Ghorbanzade T., Jafari S.M., Akhavan S. and 

Hadavi R. Nano-encapsulation of fish oil in 

nano-liposomes and its application in 

fortification of yogurt. Food Chem. 216, 146-152 

(2017). 

[59] Jackowski, S.A., Alvi, A.Z., Mirajkar, A., Imani, 

Z., Gamalevych, Y., Shaikh, N.A. and 

https://www.tandfonline.com/toc/ifra20/current
https://www.researchgate.net/profile/Fardin_Tamjidi?_sg%5B0%5D=9JCKpJFAo5UfXcQaWk8s6PioqQXhe9PkruLf_mquFZwHDIK1nnoob9s59nJH-2V1QMScrPc.STPI1PeCjt9syLEs-Xn67L0G1T3afw0Y9Eoiw1IwxIavECIXcOLql_Lih1cNTt8HlXAmwRXiix-Uyjpx9bhejQ&_sg%5B1%5D=3aJjXKfuijalBaa98TOVWHS6QJPIvlLQiFfJwjk1ML4IhlkNm9Gxk4wMmqcTcl62NnMlzcI.3D5CISjxndDHhJvx7gnhMs9Qu7u7_lpAnFKCrtI8B2Lex1QhE5-sNg0JIrqUQ1_A5AeeXqM5eo8Jj5bYDZjMBQ
https://www.researchgate.net/profile/Ali_Nasirpour2?_sg%5B0%5D=9JCKpJFAo5UfXcQaWk8s6PioqQXhe9PkruLf_mquFZwHDIK1nnoob9s59nJH-2V1QMScrPc.STPI1PeCjt9syLEs-Xn67L0G1T3afw0Y9Eoiw1IwxIavECIXcOLql_Lih1cNTt8HlXAmwRXiix-Uyjpx9bhejQ&_sg%5B1%5D=3aJjXKfuijalBaa98TOVWHS6QJPIvlLQiFfJwjk1ML4IhlkNm9Gxk4wMmqcTcl62NnMlzcI.3D5CISjxndDHhJvx7gnhMs9Qu7u7_lpAnFKCrtI8B2Lex1QhE5-sNg0JIrqUQ1_A5AeeXqM5eo8Jj5bYDZjMBQ
https://www.researchgate.net/profile/Mohammad_Shahedi?_sg%5B0%5D=9JCKpJFAo5UfXcQaWk8s6PioqQXhe9PkruLf_mquFZwHDIK1nnoob9s59nJH-2V1QMScrPc.STPI1PeCjt9syLEs-Xn67L0G1T3afw0Y9Eoiw1IwxIavECIXcOLql_Lih1cNTt8HlXAmwRXiix-Uyjpx9bhejQ&_sg%5B1%5D=3aJjXKfuijalBaa98TOVWHS6QJPIvlLQiFfJwjk1ML4IhlkNm9Gxk4wMmqcTcl62NnMlzcI.3D5CISjxndDHhJvx7gnhMs9Qu7u7_lpAnFKCrtI8B2Lex1QhE5-sNg0JIrqUQ1_A5AeeXqM5eo8Jj5bYDZjMBQ
https://www.researchgate.net/deref/http%3A%2F%2Fdx.doi.org%2F10.1177%2F1082013211428212?_sg%5B0%5D=FDDgKmfPVCvuXNjBgMarJYBLN0r3qge0rIjuwTS8NFZ0ROSkCbZtEFcmrv3U8xoRx-kwlVCnoqGIcksgS8XtEvGH-g.dEyk_R5UcbQgAKONMLKMXfkhDUo7RL4ZD3GhyQXlf3VID7XNbQf-qO3So2yfilJyG36OrOo3eB4OxTTEGSTavw


 S. F. Hamed et al.,  

_____________________________________________________________________________________________________________ 

 

 

________________________________________________ 

Egypt. J. Chem. 63, No. 12 (2020)  

 

5136 

Jackowski, G. Oxidation levels of North 

American over-the-counter n-3 (omega-3) 

supplements and the influence of supplement 

formulation and delivery form on evaluating 

oxidative safety. J Nutr Sci., 4:e30 (2015). 

 


