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Abstract  Packed and fresh fruit juices are important parts of the diet of all age groups due to associated health benefits. 

However, these food sources are highly perishable and affected by different microbial contaminants from the processes of 

production to consumption. In this regard, an assessment of the microbial quality spectrum of packed and fresh fruit juices 

was done. The objective was to evaluate the status of microbe free food handling of the cafes and super markets. Cross 

sectional study was used as a study design. A total of 48 fruit juice samples were analyzed for Aerobic Mesophilic Count, 

total coliform, mold and yeast count and pathogen detection. The data was analyzed using one way ANOVA by spss version 

20. The results revealed that mean values for Aerobic Mesophilic Count ranged from 7.24 X 103 to 2.68 X 103 cfu/ml for 

packed and 5.2 X 104 to 4.5 X 103 cfu /ml for fresh fruit juice. The total coliform count ranged from 3.89 X 103 to 2.55 X 103 

cfu/ml for packed and 1.76 X 104 to 1.36 X 103 cfu/ml for fresh juice. Mold and yeast count ranged from 1.35 X 102 to 1.78 X 

102 cfu/ml for packed and 2.4 X 102 to 3.4 X 102 cfu/ml for fresh juice. Two genera of molds (Alternaria spp. and Fusarum 

spp.) were isolated from 60 samples. Statistically significant difference (P=0.021 < 0.05) was recorded between Rani and 

Apple on Aerobic Mesophilic Count. Similarly, significant difference (p=0.002 < 0.05) was recorded between Rani Mango 

and Pine apple for total coliform counts. A highly significant mean difference (p=0.0 < 0.05) was obtained for total yeast and 

mould counts. The highest detected species was Staphylococcus aureus (16, 26.6%) from fresh and packed juice samples 

whereas, the least was Salmonella spp. (5, 8.3%) from fresh juice samples. Escherichia coli and Salmonella spp. were absent 

in all packed fruit juice samples. All the pathogens were sensitive to gentamicin but resistant to amoxicillin. The microbial 

quality spectrum of packed fruit juice was better than that of fresh juice samples collected from local cafe. 
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1. Background 

Fruit juices are beverages that are important parts of 

modern diet in many countries of the world. The various 

forms of fruit juices including whole fruit, fruit juice, fruit 

pulp, and fruit concentrate are dietary sources of nutrients for 

humans which are essential for health. The commonly grown 

fruit types in Ethiopia include apples, asparagus, avocado, 

banana, citrus fruits, guava, grapes, mandarin, mangoes, 

papayas, passion fruits, pineapples and oranges. Fruit juices 

help prevent various deficiency diseases through supplying 

mineral and vitamin. Their  incorporation  in the diet and 
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consumption is vital in maintaining a healthy body weight  

[9] and reduce risk of several diseases [1,2]. It was reported 

that fruits contain vitamin C, folate, dietary fibers and other 

bioactive compounds including carotenoids and flavonoids 

and their low intake is estimated to cause about 31% of heart 

disease and 11% of stroke worldwide [30]. Moreover, [35] 

has described that some tropical fruits are known to have 

therapeutic properties and are popularly used traditional 

medicines in several countries. Besides the role that fruits 

play in health aspect, fruit products have become valuable 

making a substantial contribution to the economy of the 

international trade market [33]. In Ethiopia, the potential that 

fruit juices have for domestic and export market is great. 

Several studies revealed that fruit juices are contaminated 

with various food borne pathogens including Salmonella, 

Shigella, Vibrios, Escherichia coli [37], Saccharomyces 

cerevisiae, Candida lipolytica and Zygosaccharomyces spp. 

[38]. Similarly, another author [4] reported common cases  

of food borne infections that arise as a result of fruit 
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contamination by entero-pathogenic bacteria such as 

Salmonella, Vibrio cholerae, Vibrio parahaemolyticus and 

Staphylococcus aureus. Poor handling practices at times of 

harvest, packaging and transporting cause cut and damage  

on fruits which in turn make the product susceptible to 

contamination by microorganisms [39]. The contribution  

to fruit juice contamination by spoilage and pathogenic 

microorganisms due to improper sanitary and unhygienic 

conditions associated with vendor, street dusts, 

environmental conditions and storage places is also very 

high [2]. 

Poor packaging, handling and preparation process by 

vendors cause health risk and dissatisfaction of consumers. 

The contamination of fruits by spoilage and pathogenic 

microorganisms results not only in human health disorders 

but also in yield loss and reduction of the national and 

international market economy. Very little research on fruit 

microbial quality spectrum assessment was carried out in the 

study area [2,36]. It is reported that sample fruit juices 

collected from supermarkets are found available in canned 

and their extraction and handling is not hygienic and not 

acceptable for consumption. [2,4]. The study aimed to 

conduct an assessment of microbiological quality of fruit 

juices (fresh and packaged) in some supermarkets and cafe 

of Gonder town and investigates the possible route of 

contamination. 

2. Research Methodology 

2.1. Research Setting 

The study was conducted in Ethiopia, Gondar town which 

is located at 12° 35' 18.74" N to 37° 26' 24" E at elevation of 

2080m a. s.l. It is 747 Km away from Addis Ababa (the 

capital city of Ethiopia) to the North West. Based on the 

2007 census, the total population of Gondar is 207,044 

(98,120 males and 108,924 females) [8]. It also has a mid 

altitude climate and annual maximum and minimum 

temperature of 20°C and 16°C respectively.  

2.2. Research Design 

The study design was experimental (interventional study 

design). It was a cross sectional study and true experimental 

type. A laboratory- based cross sectional study was 

conducted for about six months between December 2016 and 

May 2017 to evaluate the microbiological quality of packed 

and fresh juices. Twenty four fruit juices were collected from 

supermarkets and cafés of Gonder town following which 

microbiological enumeration and identification was done 

using standard methods. 

2.3. Sample and Sampling Techniques 

Samples including Pineapple and Rani Mango were 

collected both from packed and fresh fruit juices. 

Representative samples were selected through simple 

random and stratified sampling technique. Samples were 

bought from supermarkets and cafes. The samples of the 

study comprised of both packed and fresh fruit juices 

particularly none refrigerated ones. Among the total of 48 

fruit juice samples collected, 24 were taken from each. The 

samples were kept at -4°C refrigerator for further analysis. 

2.4. Sample Collection 

A total of 48 fruit juice samples, packed and fresh fruit 

juices 12 each (pine-apple and Rani Mango both packed and 

fresh) were purchased from super market and cafe. The 

samples were collected using clean and sterilized container. 

With regard to assortment of sample for analysis, the expiry 

date of samples used was checked. The experiment was 

conducted before the expiry date of samples. Observation 

was the sound tool for collecting data and data handling 

practices of packed and fresh fruit juices across supermarket 

and cafe. 

2.5. Sample Preparation for Microbiological Analysis 

Twenty five milliliter (25 ml) of the fruit juices was 

separately drawn and diluted in 225 ml of sterile 

physiological saline solution (0.85% NaCl). Fruit juice 

samples were homogenized using Stomacher [14] at     

230 rev/min. One milliliter (1 ml) of each homogenized 

packaged and fresh fruit juice samples was serially diluted 

with nine fold sterile peptone water. Sample preparation and 

microbiological analyses were made side by side for both 

packed juice and fresh juices. The pH of the samples was 

measured using digital pH meter after homogenizing 10 ml 

of the fruit juices in 90 ml of sterile peptone water [2]. Out of 

the tenfold serially diluted juice samples, three dilutions: 10-3, 

10-4 and 10-5 were used for enumeration and isolation of 

microbes throughout the experiment for all fruit juice 

samples. Each dilution was inoculated on different bacterial 

growth media and spread using Spread plated technique.  

2.6. Enumeration of Microbes 

2.6.1. Aerobic Mesophilic Count (AMC) 

Aerobic mesophilic count was determined by spread  

plate method on plate count agar. Zero point one milliliter 

(0.1 ml) taken from each serially diluted sample (10-3 to 10-5) 

was spread on plate count agar medium in triplicates.    

The samples were incubated at 37°C for 24 hours. After 

incubation, plates containing colonies ranging from 25-250 

were counted. The results were expressed as colony forming 

units (cfus) [10]. 

2.6.2. Total Coliform Count 

The total coliform count was determined by multiple tube 

fermentation technique using the three test tube method in 

which one milliliter (1ml) of sample was diluted up to a 

factor of 10-6. An Aliquot dilution was added to lauryl 

sulphate tryptose broth contained in inverted Durham   

tubes that were adjusted to show the formation of gas. For 

presumptive enumeration of coliforms, the test tubes were 
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incubated at 37°C and were examined after 18 to 24h. The 

formation of sufficient gas that fills the concavity at the top 

of the Durham tube was considered to be “presumptive 

positive”. Those that showed positive test were inoculated in 

Brilliant Green Lactose Bile (BGLB) broth and incubated at 

37C for 48 hours. The coliform density was evaluated using 

most probable number (MPN) [14]. 

2.6.3. Yeast and Mould Counts 

For Yeast and Mould counts, spread plate method using 

Sabbauad dextrose agar (SDA) (Don whitely eqp. Pvt. 

ltd-India) was used. One milliliter (1 ml) of the sample was 

serially diluted to nine fold sterile peptone water of which 

zero point one (0.1 ml) taken from each dilution (10-3 to 10-6) 

of the serially diluted sample was spread on SDA in 

triplicates. The plates were incubated at 25 ± 1°C for 5-7 

days. After incubation, colonies ranging 10 -150 were 

counted and the results were expressed as colony forming 

units (cfus) [11]. 

2.7. Isolation of Bacteria 

Salmonella-Shigella (SS) agar was applied for the 

isolation of Salmonella and Shigella. Zero point one 

milliliter (0.1ml) of the sample was spread by spread plate 

method on the Salmonella-Shigella agar and incubated at 

37°C for 18- 24 hours which is the normal incubation time of 

bacteria. Among the colonies, the colorless colonies with  

and without black center were transferred to nutrient broth 

and incubated at 37°C for 24 hours. The cultures were 

characterized by biochemical tests such as IMViC, H2S and 

NO3 production and catalase test [5]. Staphylococcus aureus 

was isolated using Mannitol salt agar (MSA). Zero point one 

milliliter (0.1 ml) of the sample was spread on MSA and 

incubated at 37°C for 24-48 hours. Colonies that changed the 

medium to yellow and others that did not change the color 

were transferred to nutrient broth and incubated at 37°C. The 

cultures were further confirmed using tests including 

coagulase, catalase, MRVP, and indole test [23,2]. 

Isolation of E. coli was done by subculturing all the 

positive tubes (obtained in MPN tests) onto Eosin Methylene 

Blue (EMB) agar and incubating them at 37°C for 48   

hours. Dark blue-black colonies with a metallic green  

sheen indicating vigorous fermentation of lactose and acid 

production that leads to precipitation of a green metallic 

pigment on the EMBA was isolated as E. coli. Confirmation 

was done with biochemical test. The presence of 

Pseudomonas and Klebsiella were determined by spreading 

0.1 ml of sample on Macon key agar and incubating at 37°C 

for 24-48 hours. The cultures were further purified by 

repeated plating on nutrient agar through incubation at 37°C 

for 24 hours. Confirmation of the bacterial isolates was done 

by conducting biochemical test. 

2.8. Cultural Characterization of Bacterial Isolates  

The cultural characterization of isolates was done by 

growing them on selective and differential media including 

SS agar, Mannitol salt agar, Mac Conkey agar and EMB agar 

and incubating them at 37°C for 24-48 hours [3]. The E. coli 

colonies were streaked on EMB agar and differentiated by 

their characteristic convex, moist and green metallic sheen 

growth. However, colonies that showed circular, smooth, 

convex, moist and yellow color after culturing on Mannitol 

salt agar and incubating at 37°C for 24-48 hours were 

classified as Staphylococcus aureus [19]. Lactose fermenting 

bacteria that appeared small pink or red colonies were 

regarded as E. coli or Klebsiella. Likewise, lactose 

fermenting bacteria that displayed colorless colonies were 

considered as Salmonella species, Proteus species, and 

Shigella species. Production of H2S which turned the center 

of the colonies black was labeled Salmonella species [17]. 

Identified and characterized isolates were stored at -4°C 

refrigerator for further test. 

2.9. Biochemical Tests for Bacterial Identification 

Identification of isolated bacteria was done using various 

biochemical tests particularly IMViC tests to differentiate 

enterics (Family Enterobacteriaceae). Tests included Indole 

test (tryptone broth), Methyl Red test and Voges-Proskauer 

tests (MR-VP broth) and Citrate test (Citrate agar slants). 

IMViC tests were conducted for identification of enteric E. 

coli while the following tests nitrate reduction test, hydrogen 

sulfide test, catalase test, urea hydrolysis, starch hydrolysis 

and coagulase test were used for Enterobactor [18]. 

2.10. Identification of Yeast and Mould 

Based on macroscopic structures, colonies were 

sub-cultured and incubated on new SDA agar slant for 

further characterization. Identification of fungi isolates was 

done using microscopic methods [15]. Drop of lacto phenol 

cotton blue stain was placed on a clean slid and a small 

portion of the mycelium from the fungal cultures was 

removed and placed in a drop of the stain using mounted 

needle. The mycelium was spread very well on the slid and a 

cover slip was gently lowered on it. The slid was examined 

under the microscope. Observation was done at low and high 

power objectives of the microscope [20]. Morphological 

characters of hyphae i.e. asexual reproductive structures 

were observed and recorded. 

2.11. Antibiotics Susceptibility Test 

To determine the antibiotic resistance of bacterial   

strains, antimicrobial susceptibility test was conducted on 

Pseudomonas spp., Staphylococcus aureus, Salmonella spp., 

Shigella spp., E. coli, and Klebsiella spp. by agar disc 

diffusion standard method using Mueller-Hinton agar [15]. 

Isolated colony cultures were shifted to normal slain broth to 

preserve the culture. The culture was vortexed thoroughly 

and bacterial suspensions were compared to 0.5 McFarland 

standards. The culture was then swab on the agar disc 

diffusion medium within 15 minutes and penicillin (10 µg), 

tetracycline (30 µg), ciprofloxacin (5µg) and gentamycin (10 

µg) and amoxicillin (10 µg) discs were applied on the plate 
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individually. The plates were incubated at 35°C for 16 to 18 

hours. The diameter of the clear zone was measured and 

recorded in millimeter. Finally, the result was compared with 

the zone size standard table and recorded as sensitive, 

intermediate or resistant to each antimicrobial tested [2,7].  

2.12. On Site Observation 

Data about the sanitary conditions, handling and hygienic 

practices of both packed and fresh fruits were collected on 

site observation through preparing observation check list 

(Appendix 1-3). 

2.13. Data Analysis 

Quantitative approach was used for data analysis of this 

study. The data collected were analyzed for ANOVA using 

SPSS software version 16. Average values were used for 

triplicate data and all the countable dilution were used to 

calculate the average number of colonies in terms of colony 

forming unit per milliliter cfu/ml for Aerobic Mesophilic 

Count (AMC), Yeast and Mould count. Microbial density 

was expressed using most probable number per mililiter 

(MPN/ml). P < 0.05 was taken as statistically significant 

association (2, 4). 

3. Results 

3.1. Microbiological Enumeration from Packed Fruit 

Juices 

The number of samples and count ranges in cfu/ml of 

Aerobic mesophilic count, total coliform, Yeast and mold 

count were presented (Table 1). Mean Aerobic Mesophilic 

Count of Pineapple and Rani Mango were 2.68x103 and 

7.24x103cfu/ml, respectively. The mean total coliform count 

of Pineapple and Rani Mango were 7.62x102, 2.55x103   

and 3.89x103cfu/ml, respectively. The mean Yeast and  

Mold Count of Pineapple and Rani Mango were 1.78x102 

and 1.35x102cfu/ml, respectively. Rani Mango had high  

Aerobic Mesophilic Count (7.24x103cfu/ml) and Total 

Coliforms (3.89x103cfu/ml) as compared to other packed 

juice type. But pineapple had high Yeast and Mold    

Count (1.78x102cfu/ml) as compared to Rani Mango 

(1.35x102cfu/ml). 

Aerobic Mesophilic Count showed statistically significant 

variation with packed juice (p-value < 0.05). The total viable 

count for Rani Mango (7.24x103cfu/ml) was higher than  

Pine apple (2.68x103cfu/ml). Results of post hoc analysis of 

packed juices showed a mean difference of (p= 0.021 < 0.05) 

for the Rani Mango on the Aerobic mesophilic count. The 

pH range of the homogenate packed fruit juice for Pine apple 

and Rani Mango were 4.9 to 2.8 and 5.2 to 3.4, respectively. 

Maximum pH (3.4 to 5.2) was recorded from Rani Mango 

while minimum pH was from Pine apple juice (2.8 to 4.9). 
 

Table 1.  Comparison of Total viable count, Total coliform, Mould and Yeast (cfu/ml) among three types of packed juices 

Packed 

juice type 

Number of 

samples tested 

Total viable count 

(cfu/mL) 

Total coliform 

(cfu/mL) 

Mould and yeast 

count (cfu/mL) 

     

Pine apple 12 2.68x103±131.37 2.55x103±5.82x103 1.78x102±102.07 

Rani Mango 12 7.24x103±205.76 3.89x103±1.46x104 1.35x102±139.10 

Cfu/ml= colony forming unit per mililiter 

Table 2.  Occurrence of isolates from packed juice collected from Gondar town, February – May, 2013 

 

Food items by area 

 

Total examined 

Bacteriological result 

S.aueurs Salmonella spp. Shigella spp. 

Pine apple     

Arada 3 1(8.3) ND 1(8.3) 

Piazza 3 ND ND ND 

Azezo 3 ND ND ND 

Kebele 18 3 ND ND ND 

Total 12 1(8.3) 0 1(8.3) 

Rani Mango     

Arada 3 1 (8.3) ND ND 

Piazza 3 1(8.3) ND ND 

Azezo 3 1(8.3) ND 1(8.3) 

Kebele 18 3 ND ND 1(8.3) 

Total 12 3(25) 0 2(16.6) 

Overall 24 4 (16.7) 0 3 (12.5) 

*
Figures in parenthesis indicate percentages, ND-Not detected 
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3.1.1. Bacteriological Pathogen Detection from Packed Fruit 

Juices 

Some packed fruit juice samples were contaminated by 

more than one pathogen (Table 2). Among packed fruit juice 

samples, 4(16.7%) were contaminated by Staphylococcus 

aureus. Consequently, 1(8.3%) Pineapple juice and 3 (25%) 

Rani Mango were contaminated by Staphylococcus aureus. 

None of packed fruit juices were infected by Salmonella spp. 

Two Pine apple fruit juices collected both from Arada area 

were contaminated by Staphylococcus aures and Shigella 

spp. Three Rani Mango juices collected each from Arada, 

Piazza and Azezo were contaminated by Staphylococcus 

aures whereas two Rani Mango each from Azezo and  

Kebele 18 were contaminated by Shigella spp. The highest 

occurrence of Staphylococcus aureus 3 (25%) were recorded 

in Rani Mango while the least was in Pineapple 1 (8.3%). 

The result also indicated that 3 (25%) fruit juices were 

contaminated by Shigella spp. of which 1(8.3%) was for 

Pineapple and 2 (16.6%) for Rani Mango. The highest 

occurrence of Shigella spp. (2, 16.6%) was recorded from 

Rani Mango while the least (1, 8.3%) was from Pineapple. 

3.2. Microbial Enumeration in Fresh Fruit Juice Samples 

Result of fresh juice type, numbers of samples and count 

ranges expressed in cfu/ml for Aerobic Mesophilic Count, 

total coliform, mold and yeast count were presented (Table 

3). The Aerobic mesophilic count of Pineapple and Rani 

Mango were 5.2 X104 and 4.5 X103cfu/ml, respectively. The 

total coliform count for Pineapple and Rani Mango were 

7.62x102 and 1.36X103 cfu/ml respectively. Likewise, the 

mean yeast and mold count of Pineapple and Rani Mango 

were 2.4X102 and 3.4X102cfu/ml, respectively.  

Total viable count, total coliform and mould and yeast 

count were presented (Table 3). Mean result indicated that 

fresh juice Pineapple showed high aerobic mesophlic count 

(5.2 X104) cfu/ml and total coliform (1.76 X 104) cfu/ml 

compared to value recorded from Rani Mango. However, 

cfu/ml for Pineapple showed less mean value of total   

yeast and mold count (2.4X102) cfu/ml as compared to Rani 

Mango (3.4X102) cfu/ml. Significant difference was 

recorded for total coliform count (p=0.002 < 0.05), the total 

count for Yeast and Mould (p=0.468 > 0.05) and aerobic 

mesphilic count (p=0.469>0.05) was insignificant.  

3.2.1. Bacteriological Pathogen Detection from Fresh Fruit 

Juice 

Occurrence of six different types of bacterial pathogens 

including E. coli, Staphylococcus aureus, Salmonella spp., 

Shigella spp., Pseudomonas spp. and Klebsiella spp were 

detected in Pineapple and Rani Mango fresh fruit juices 

(Table 4). 

Table 3.  Means and Standard deviations (SD) of Aerobic mesophilic count (AMC), Total coliform (TCC) and Yeast and Mold count (YMC) from Fresh 
Juice Samples 

Fresh juice 

type 

Number of 

samples 

tested 

Total viable 

count (cfu/ml) 

± SD 

Total coliform 

(cfu/ml) 

± SD 

Mould and yeast 

count (cfu/ml) ± 

SD 

Pine apple 12 5.2 X104±268.72 1.76X104±1.55X104 2.4X102±252.36 

Rani Mango 12 4..5X103±184.79 1.36X103±656.52 3.4X102±386.29 

Cfu/ml= colony forming unit per milliliter 

Table 4.  Occurrence of Bacterial Isolates from Fresh Juice Samples Collected from Gondar town, February – May, 2013 

Juice items by 

area 

Total 

examined 

Bacteriological result 

E. coli 
S. 

aureus 

Salmonella 

spp. 

Shigella 

spp. 

Pseudomonas 

spp. 

Klebsiella 

Spp. 

Pineapple        

Arada 3 1(8.3)* 1(8.3)* 1(8.3)* 1(8.3)* ND 1(8.3)* 

Piazza 3 ND 1(8.3) ND ND 1(8.3) ND 

Azezo 3 3(25) 3(25) 1(8.3) 2(16.6) 2(16.6) 1(8.3) 

Kebele 18 3 1(8.3) 2(16.6) 1(8.3) ND 1(8.3) 1(8.3) 

Total 12 5(41.6) 7(58) 3(25) 3(25) 4(33.3) 3(25) 

Rani Mango        

Arada 3 1(8.3) 1(8.3) ND ND 1(8.3) 1(8.3)* 

Piazza 3 ND ND ND ND ND ND 

Azezo 3 2(16.6) 3(25) 1(8.3) 1(8.3) 1(8.3) 1(8.3) 

Keble 18 3 1(8.3) 1(8.3) 1(8.3) 1(8.3) 1(8.3) 1(8.3) 

Total 12 4(33.3) 5(41.6) 2(16.6) 2(16.6) 3(25) 3(25) 

Overall 24 9(37.5) 12(50) 5(20.8) 5(20.8) 7(29.16) 6(25) 

E= Eshericha, ND= not determined, S= Staphylococcus 
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Among total fresh fruit juices, 12 (50%) were 

contaminated by Staphylococcus aureus followed by that  

of E. coli (9, 37.5%). Similarly, Pineapple was more 

contaminated by Staphylococcus aureus (58%) than Rani 

Mango (41.6%). Out of total fresh fruit juice samples, both 

Pineapple and Rani Mango were least (20.8%) contaminated 

by both Salmonella spp. and Shigella spp. Contamination  

of fruit juices with Pseudomonas spp. and Klebsiella sp.  

was higher than with Salmonella spp. and Shigella spp. 

Pineapple fruits collected from Azezo were more 

contaminated by E. coli (25%), and Staphylococcus aureus 

(25%) followed by Shigella spp. (16.6%) and Pseudomonas 

spp. (16.6%). Likewise, Rani Mango fruit juices collected 

from same kebele were contaminated by E. coli (16.6%) and 

Staphylococcus aureus (25%). Pineapple fruit juice samples 

were more contaminated with all six bacterial pathogens 

than Rani Mango contamination.  

3.3. Biochemical Results of Bacterial Isolates 

Coliform bacteria were identified through conducting 

several rapid biochemical tests (Table 5).  

The Gram reaction test showed that all but Staphylococcus 

aureus were gram negative. E. coli were positive to Indole 

and Methyl Red tests while it showed a negative response  

to citrate and Voges-Proskauer tests. Klebsiella spp. was 

positive to Voges-Proskauer and citrate tests and negative to 

Indole and Methyl Red tests. Pseudomonas spp. Showed    

a positive response to citrate test but negative to indole, 

Methyl Red and Voges-Proskauer tests. Shigella spp. 

showed positive response to Indole, Methyl Red test,  

nitrate production and catalase tests, negative response to 

Voges-Proskauer, citrate, hydrogen sulfide, coagulase and 

starch hydrolysis tests. Salmonella spp. exhibited negative 

response to Indole, voges-proskauer test, coagulase and 

starch hydrolysis and a positive response to methyl red, 

citrate, hydrogen sulfide, nitrate production and catalase tests. 

Also Staphylococcus aureus spp. were positive to methyl red, 

Voges-Proskauer, nitrate production, catalase and coagulase 

tests but negative to Indole, citrate, hydrogen sulfide and 

starch hydrolysis. 

3.4. Identification of Fungi Isolates 

The macroscopic and microscopic identification tests 

performed in all fresh juice and packed fruit juice samples 

indicated two fungi genera, Alternaria and Fusarium. 

3.5. Antimicrobial Susceptibility Test of Isolated 

Pathogens 

The potential of isolated bacterial pathogens to resist 

selected antibiotics was confirmed by comparing with the 

control (Table 6). Inhibition zone for the positive control 

was considered zero (0) mm. 

Table 5.  Biochemical profile of bacterial isolates of both packed and fresh juice 

Organism Gram stain Biochemical test 

  IN MR VP Cit H2S NO3 prod Cat Coag Sta 

E. coli – + + – – ND ND ND ND ND 

Salmonella – – + – + + + + – – 

Shigella – + + – – – + + – – 

S. aureus + – + + – – + + + – 

Klebsiellas Spp - - - + + ND ND ND ND ND 

Pseudomonas spp - - - - + ND ND ND ND ND 

Cat= Catalase, Coag= Coagulase, In= Indole, VP= VogesProskaur, MR= MethylRed, Sta= Starch ,NO3 prod= niterate production, 

+=Positive, -= Negative, ND= Not Done. 

Table 6.  Antimicrobial Susceptibility Pattern of Isolated Pathogens Obtained froPacked/Processed Fruit Juices 

No. Test organism 

Antimicrobial disc and number of bacteria for susceptibility 

Ciprofloxacin Tetracycline Ampicillin Gentamicine Amoxicillin 

R I S R I S R I S R I S R I S 

1 S. aurues 10 - - - - 21 9 - - - - 22 8 - - 

2 Salmonella spp. - - 28 - - 10 - 14 - - - 20 10 - - 

3 Shigella spp. - - 30 8 -  - 13 - - - 18 - - - 

4 Klebsiella spp. 8 - - - 13 - 8 - - 9 - - 7 - - 

5 E .coli 8 - - - 14 - - 15 - - - 20 13 - - 

6 Pseudomonas Spp. 12 - - 7 - - - 14 - - - 18 13 - - 

Note: I= Intermidiate, R= resistance, S= sensitive 

 

The study revealed that 4 (66.7%) and 5 (83.3%) of    

the tested organisms were resistant to ciprofloxacin and 

amoxicillin, respectively. Similarly, 100% of isolates were 

sensitive to amoxacilin and ampicillin. On the other hand,   

5 (83.3%) of the tested organisms were sensitive to 

gentamicine, 4 (66.7%) showed intermidate response to 
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ampicillin. Among isolates, Klebsiella spp. was resistant to 

almost all tested antibiotics (80%) except that of tetracycline 

followed by Staphylococcus aurues and Pseudomonas spp. 

that resisted 60% of the tested antibiotics. None of tested 

organisms were sensitive to ampicillin. On the other hand,  

all but E. coli were sensitive to gentamycin. Among the 

pathogens, Staphylococcus aureus, Shigella spp. and 

Salmonella spp. were sensitive to 40%, 40% and 60% of 

tested antibiotics, respectively. 

3.6. On Site Observation 

Regarding the sanitary conditions, 3 (25%) of selected 

juice cafes weren’t free from pest, dust, had no collecting bin 

and toilet room around juice preparation areas (Table 7). 

Hygienic practices of fruit juice handlers indicated 16.7%, 

55.5% and 55.5% didn’t clean nails, didn’t wear clean    

and appropriate clothes and had no hair nits (Table 8). The 

handling practices of fruits by workers as observed on site 

indicated that 33.3% of fruit storage was inappropriate,  

100% were stored under unsuitable temperature, 58.3% not 

packed properly and 91.6% of fruit handlers didn’t wear 

gloves (Table 9).  

4. Discussion 

Based on the findings of the study, high Aerobic 

Mesophilic Count of packed juices is associated with several 

factors. The bacterial counts recorded in the study were 

higher than that of previous reports where 1×105cfu/cm2 [11] 

was recorded that can be attributed to pre- and post-harvest 

storage conditions, inappropriate handling during 

transportation, usage of preservative and pasteurization 

temperature [2,13,26]. The bacterial count recorded from 

Rani Mango was higher (7.24×103cfu/ml) than that of 

Pineapple (2.68x103) juices due to a relatively higher 

(3.4-5.2) pH of Rani Mango since too low pH in fruit juices 

inhibits growth of bacteria [29]. Significant differences 

(p-value < 0.01) were recorded on dependent variable and 

Aerobic Mesophilic Count (p=0.045, < 0.05). However, no 

significant differences (p=0.65, 0.21 > 0.05) were observed 

in Yeast and Mold Count and total coliform count indicating 

equal contamination of fruit juice samples. 

Although no specification set is available for acceptable 

level of microbes in fruit juices being delivered in Ethiopia 

[4], the AMC and TCC of fresh juice microbial counts of this 

study has highly exceeded the permitted count of the Gulf 

standard for total viable count, coliforms, yeast and molds 

count of 1x104, 1 x 102, and 1x103cfu/ml, respectively [Gulf 

standards, 2000]. The high counts coupled with isolation   

of potentially pathogenic bacteria including Shigella and 

Salmonella spp. cause hazard for health and were 

unsatisfactory for consumer intake. The microbial count of 

Pine apple juice in this study was in the level of the permitted 

count provided that there was no isolation of potential 

pathogenic bacterial species such as Shigella and Salmonella. 

Consequently, among fruit juice samples, Pineapple juices 

were safe and satisfactory to consumers in the study area. 

However, other packed and fresh juices of the study samples 

were more contaminated and considered unsatisfactory for 

consumption. 

High count of total coliform in multiple tube fermentation 

test of Rani Mango was recorded over other packed fruit 

juice types indicates coliform contamination of packed  

juice could be related to inappropriate processing, use of 

contaminated water during preparation and washing of fruit 

or secondary contamination via contact with contaminated 

equipments [21]. Total Yeast and Mould count of fruits 

showed a high microbial load a little below the Gulf Standard. 

Occurrence of high Yeast and Mould counts in Pineapple 

juices compared to other packed fruit juices could be due to 

poor handling of fruits, sanitary problem of some marketing 

areas and poor hygienic conditions during extraction of 

juices [13]. A statistically significant difference (P=0.0< 

0.05) was obtained between fruit juices collected from café 

and fresh juice samples collected from market places in 

Aerobic Mesophilic Count and Yeast and Mould count. This 

implies that fruit juices get more contamination in market 

places. 

Aerobic Mesophilic Count from Rani Mango for packed 

fruit juices and Pineapple for fresh fruit juices being higher 

than of Rani Mango (fresh) but smaller than the value (8.0 

x106) agrees with [29] showing that commercially packed 

juice is better than fresh fruit juices sold in the café which 

might be due to effect of automated machine and the 

preservatives used during fruit juice processing [27]. 

Absence of E. coli in all packed fruit juice is attributed to 

quality of potable water used for preparing juice and is in line 

with [22], absence of Salmonella spp. might be due to 

minimal use of contaminated animal manure during fruit 

cultivation. 

Occurrence of Shigella spp. in packed and fresh juice 

samples indicates contamination of fruits from poor 

sanitation although its source remains uncertain [6]. The 

occurrence of Staphylococcus aureus in packed and fresh 

juice samples coincided with some previous results [22] 

which may be due to poor fruit handling by both sellers and 

buyers (2). Presence of Staphylococcus aureus in fruit juices 

might be indication of contamination arising from contact 

with skin, mouth or nose of juice handlers during handling, 

coughing and sneezing [25]. Salmonella was detected in 

fresh fruit juice of Pine apple and Rani Mango juice but not 

in packed juice samples indicating contamination (2). Fresh 

fruits are being considered as a vehicle of transmission of 

Salmonella since contamination can occur at several steps 

along the food chain [6]. 

The highest occurrence of E. coli in fruit juice samples  

of Pineapple may be attributed to processing failure or 

post-processing contamination particularly of fecal 

contamination which is the usual case that occurrence of E. 

coli in juice is an indication of poor hygienic practice of food 

handlers [12] that agreed with the finding that [2] has 

reported. High microbial load and pathogen detection in  

Pine apples compared to other fruit juices may be due to  
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the suitability of Pineapple for good microbial growth    

and survival at a relatively moderate pH. Fusarium and 

Alternaria species of fungi identified from both packed and 

fresh fruit juices are known to cause fruit spoilage that in  

turn contribute to post-harvest loss and generating toxic 

secondary metabolites resulting into a health risk on the 

consumer [24]. 

Pathogens isolated from both packed and fresh juices in 

this study showed variable sensitivity and resistance patterns 

to the tested antibiotics. Pseudomonas spp. resisted all  

tested antibiotics with intermediate response to ampicillin. 

Pathogens of this type having multiple drug resistance    

are extremely serious public health problems and have 

always been associated with outbreak of major epidemics 

throughout the world [20]. Relatively fewer bacteria or 

tested organisms found resistant to ciprofloxacin than to 

amoxicillin in this study indicating least effectiveness of 

antibiotics towards pathogens. More sensitivity of tested 

organisms to gentamicin indicates the effectiveness of this 

antibiotic as a drug for treating infections arising from eating 

fruits.  

5. Conclusions 

Based on the findings of this study, the total viable count, 

total coliform and total mould and yeast count showed 

highest microbial load from fresh Rani Mango fruit juice 

samples. The microbial detection result indicated that packed 

fruit juices of Pineapple and Rani Mango were contaminated 

by three pathogenic species including Staphylococcus 

aureus., Salmonella species and Shigella species. Analysis 

also indicated that six pathogenic species E. coli, 

Staphylococcus aureus, Salmonella spp., Shigela spp., 

Pseudomonas spp. and Klebsiella spp. were detected in 

fresh fruit juices of Pine apple and Rani Mango. 

Staphylococcus aureus was source of contamination in 

packed fruit juice samples, Staphylococcus aureus and E. 

coli in fresh fruit juices. Microbial detection result 

confirmed Staphylococcus aureus, Salmonella species and 

Shigella species are having wide contamination coverage in 

both packed and fresh juice samples. 

Commercially packed fruit juice was less contaminated by 

pathogenic microbes than fresh fruit juices sold in the café 

which might be due to effects of automated machine and 

preservatives used during fruit juice processing. Similarly, 

fresh fruit juices in this study were contaminated with high 

microbial load than packed fruit juices due to the poor 

sanitary conditions, lack of experience of pasteurization, 

poor hygienic and handling practices. Moreover, total viable 

and total coliform count of Pineapple was higher than other 

fruits due to relatively higher pH of Pineapple (5.4 - 5.6)  

that favors the growth of bacteria. The pH value of Pineapple 

in this study is close to optimum pH range and as a result 

more coliform count was recorded in Pineapple than in other 

fruits recorded at pH value 2.8- 4.9. High bacteria counts 

coupled with isolation of potential pathogenic bacteria 

including Shigella and Salmonella spp. is a hazard for health 

and fitness for consumer intake. The microbial count of 

Pineapple juice in this study was in the level of the permitted 

count provided that there were no isolation of potential 

pathogenic bacteria species such as Shigella and Salmonella. 

Consequently, Pineapple juices of the study area were safe 

and fit for consumption. However, other packed and fresh 

juices in the study samples were unfit for consumption. 

Absence of E. coli in all packed fruit juice is ascribed to 

quality of potable water used during juice preparation. 

Pathogens isolated both from packed and fresh juice 

showed variations in sensitivity and resistance patterns to 

tested antibiotics. Resistance of tested organisms to 

ciprofloxacin and amoxicillin indicates that these organisms 

could be harmful to human health. Klebsiella resistance to 

antibiotics except tetracycline, Staphylococcus aurues and 

Pseudomonas spp. to appreciably more tested antibiotics 

implies that the organisms may pose hazards to human health. 

Higher sensitivety of tested organisms to gentamicin and 

decreasing levels Staphylococcus aurues, Shigella spp. and 

Salmonella spp. to antibiotics points that these antibiotics 

can be consulted for remedy of health problems originating 

from contaminated fruit juice consumption. 

Abbreviations 

AMC: Aerobic mesophlic count; ANOVA: Analysis of 

variance; BGLB: Brilliant Green Lactose Bile; Cfu’s: 

Colony forming units; Cfu/ml: Colony forming unites per 

milliliter; EMBA: Eosin Methylene Blue Agar; E.coli: 

Escherichia coli; H2S: Hydrogen sulfide; IMViC: Indole, 

Methyl Red and Voges-Proskauer and Citrate test; Ml: 

Mliliter; MPN: Most probable number; MR-VP: Methyl 

Red and Voges-Proskauer; MSA: mannitol salt agar; NaCl: 

Sodium chloride; NO3: Nitrate; Rev/min: Revolution per 

minutes; SD: Means and standard deviation; SDA: Sabbauad 

dextrose agar; SPSS: Statistical package for social science; 

SS: Salmonella-Shigella; TCC: Total coliform count; YMC: 

Yeast and mold count. 

Declaration 

Availability of data and materials 

All data generated or analyzed in this study are included in 

this manuscript and additional files. 

Funding 

Gondar University contributed for all the necessary funds. 

The funding bodies had no role in the design of the study and 

collection, analysis, and interpretation of data and in writing 

the manuscript. 

ACKNOWLEDGEMENTS 

This work was supported by funds from the University of 

Gonder. 



 Journal of Microbiology Research 2020, 10(2): 45-54 53 

 

 

Other Data 

3.7. Observation Result for Assessing the Handling 

Practices of Fresh Fruit Juice in Cafe 

3.7.1. Sanitary Condition of 12 Selected Café in Gondar 

Town 

Table 7.  Observation result about the sanitary condition of the café 
assessed from some areas of Gondar town 

 

Observation statement 

Yes No 

Frequency 

(percent) 

Frequency 

(percent) 

Is the area and the café free from pests? 9(75%) 3 (25%) 

Is the café and juice making area free 

from dust? 
9(75%) 3 (25%) 

Is there waste collecting bin? 9 (75 %) 3(25 %) 

Is there toilet room around the juice 

preparation area? 
3(25 %) 9 (75 %) 

3.7.2. Hygienic Practices of Fruit Juice Handlers 

Table 8.  Observation result for the hygienic practices of fresh fruit juice 
handlers 

 Observation statement 

Yes No 

Frequency 

(%) 

Frequency 

(%) 

1 
Do the fruit juice handlers nails 

are short and clean? 
30 (83.3%) 6 (16.6%) 

2 
Do the fruit juice handlers wear 

clean and appropriate clothes? 
16 (44.5%) 20 (55.5%) 

3 
Do fruit juice handlers wear hair 

nits? 
16 (44.5%) 20 (55.5%) 

4 

 

Is there any kind of visible skin 

rash, cut and wound observed at 

the time of visit? 

0 (0%) 36 (100%) 

3.7.3. Handling Practice of Fruit by Workers 

Table 9.  Observation result of workers’ handling practice of fruit by 
workers in the café 

 Observation statement 

Yes No 

Frequency 

(%) 

Frequency 

(%) 

1 
Do different fruits are stored 

separately? 
8 (66.6%) 4 (33.3%) 

2 
Do fruits are placed at appropriate 

temperature? 
0 12 (100%) 

3 Do fruits are packed properly? 5 (41.6%) 7 (58.3%) 

4 

 

Do workers use gloves during fruit 

handling? 
1 (8.3%) 11 (91.6%) 

 

REFERENCES 

[1] Abadiase M, Usall J, Angoera M and Solsona C. Microbial 
Safety of fruit juice. International Journal Food  
microbiology, vol. 123, pp.121-129, 2008. 

[2] Asmaru Gultie, Samuel Sahile. Assessments of microbial 
spectrums of packed and fresh fruit juices. Journal of 
Microbiology Research, vol. 3, pp.1-10, 2013. 

[3] Uma Reddy et al. Isolation and characterization of faecal 
coliforms in street vended fruit juices and its safety evaluation. 
Pharmacologyonline, vol. 2, pp. 168-181, 2009. 

[4] Tsige Ketema, Tsegaye Gaddisa, Ketema Bacha. 
Microbiological safety of fruit juice. Microbiological Safety 
of Fruit Juices, Vol. 98, pp. 67-78, 2006. 

[5] Angela O, Ibikunowa, A., Oransusi, S. Bacteriological 
analysis of street vended fresh fruit. African Journal of food 
Science, vol.4, no, 5, pp. 291-296, 2010. 

[6] Babalola O 1, Fagade O, and Gopane R. Microbiological 
quality control study of some processed fruit juices by 
conventional approach. Life Science Journal, vol. 8, pp. 
–2011. 

[7] Baldwine, E. and Mitra, S. Post harvest physiology and 
storage of tropical and subtropical fruits. International 
Walling ford, vol.5, pp. 85-122, 1997.  

[8] Cappuccino, J.G. and Sherman, N. Microbiology a 
Laboratory Manual, 9th edition. Pearson. pp. 147-209, 2008.  

[9] Castillo, A. villarruel-lo Pez, v.navarro-hidalgo, n, E.marti, 
neza, lez, and m.r.torres -vitela. Salmonella and Shigellain 
Freshly Squeezed Orange Juice. Journal of Food Protection, 
vol. 69, pp. 2595–2599, 2006. 

[10] CLSI. Performance standards for antimicrobial susceptibility 
testing, seventeenth information supplement.2007; 27(1): 32- 
44. 

[11] (CSA), Central Statistical Agency of Ethiopia, Semien 
Gondar Zone Census, Amhara Region, 2007.  

[12] De Rover C. Microbial safety evaluations and 
recommendations on fresh produce. Food Control, vol. 9, no. 
6, pp.321-347, 1998. 

[13] Downes, F. and Ito, K. Compendium of Methods for the 
Microbiological Examination of Foods Fourth edition 
(editors), American Public Health Association, Washington, 
D.C. 2001.  

[14] Durgesh P., Mahale, Ranjana G. Khade, Varsha K. Vaidya. 
Microbiological Analysis of Street Vended Fruit Juices. 
Internet Journal of Food Safety, vol. 10, pp. 31-34, 2008.  

[15] Eley, AR, Infective Bacterial Food Poisoning. Microbial 
Food Poisoning London, Chapman & Hall, 1992. 

[16] Erkmen O, Bozkurt H. Quality characteristics of retailed 
sucuk (Turkish dry-fermented sausage). Food Technology, 
vol. 42, pp. 63-69, 2004. 

[17] Feng, P., Weagant, S. and Grant, M., Bacteriological 
Analytical Manual, 8th edition, Revision A1998, Chapter 3, 
Revised 2000-July-18, Final revision: Sept. 200; FDA. 2001. 

[18] Gloria, A., Chery, B., John, E., Richard, F., Manual for the 
Laboratory Identification and Antimicrobial Susceptibility 
Testing of Bacterial Pathogens of Public Health Importance, 
2003. 

[19] Haidar J, Demise, T. Mulnutrition and xerophthalmia in rural 
communities of Ethiopia. East African Medecal Journal, vol. 
10, 590-593, 1999.  



54 Meseret Berhanu et al.:  Microbial Quality Spectrum of Packed and Fresh Fruit  

Juices in Gondar Town Supermarkets and Cafes, Northwestern Ethiopia 

 

[20] Jacob, R., Microbial Quality of Ready-to-Eat Foods 
Available to Populations of Different Demographics, Drexel 
University, 2010.  

[21] Kiiyukia, C., Food Microbiology Laboratory Manual for 
Ethiopian Health and Nutrition Research Institution, UNIDO 
PROJECT, pp. 23-80, 2003.  

[22] Nazir, K.H.M.N.H and Islam, T. Association of bacteria    
in stored bakery foods of retailers’ shops in Mymensingh, 
Bangladesh. Journal Bangladesh Social Agricicltural Science 
Technoology, vol. 4. No. 1&2, pp. 21-24, 2007.  

[23] Oladipo, D.T. Adeleke and A.O. Adebiyi. The Effect of pH 
and Chemical Preservatives on the Growth of Bacterial 
Isolates from Some Nigerian Packaged Fruit Juices. Pakistan 
Journal of Nutrition, vol. 8, no.11, pp.1796-1801, 2009. 

[24] Que-King Wei1, Shu-Ling Hwang and Tong-Rong Chen. 
Microbiological Quality of Ready to-eat Food Products in 
Southern Taiwan. Journal of Food and Drug Analysis, vol. 14, 
no. 1, pp. 68-73, 2006. 

[25] Rashed, N., Md. Aftab, U., Md. Azizul, H., 1Saurab, K. M., 
Mrityunjoy, A. and M. Majibur, R. Microbiological study   
of vendor and packed fruit juice.Journal homepage: 
http://www.ifrj.upm.edu.my. Vol. 20, no. 2, pp.1011-1015, 
2013. 

[26] Roberts, D. and Greenwood, M., Practical Food 
Microbiology, 3rd edition, pp.91 -131, 2003. 

[27] Ruvika, B and Nachman, P., Micotoxins in fruits and 
vegetables, Academic press Elsevier, 2008.  

[28] Sandel, M.K., McKillip, J.L., Virulence and recovery of 
Staphylococcus aureus relevant to the food industry using 
improvements on traditional approaches. Journal of Food 
Control, vol. 15, pp. 5-10, 2004.  

[29] Suguna, M., Wan-Nadiah, W. A., Liong, M. T. and Bhat, 
R.Microbial safety of street vended and laboratory prepared 
dragon-fruit (pitaya) juices. International Food Research 
Journal, vol. 18, no. 4, pp. 1509- 1513.  

[30] Suneetha C., Manjula K. and Baby Depur. Quality 
Assessment of Street Foods in Tirumala. Asia Journal of 
Biological Science, vol. 2, no. 2, pp. 207-2011, 2011. 

[31] Tambekar D.H, S. M. Murhekar1, D.V. Dhanorkar1, P.B. 
Gulhane and M.N. Dudhan. Quality and safety of street 
vended fruit juices: a case study of Amravati city, India. 
Journal of Applied Bioiologcal sciences, vol. 14, pp. 782-787, 
2009. 

[32] WHO, Reducing risks, promoting health, The World Health 
Report, Geneva, 2002. 

[33] Zeberga, S., Thesis on the production and quality evaluation 
of spray dried fruit production, Addis Ababa University, 
department of chemical engineering, 2010.  

[34] Gulf Standards, Microbiological criteria for food stuffs-part 1, 
GCC, Riyadh, Saudi Arabia, 2000.  

[35] APO, (2006): Post harvesting management of fruits and 
vegetables in the Asia pacific region. ISBN: 92-833-7051-1. 

[36] Asmaru Gultie, Samuel Sahile & Subramanian, C. (2013). 
Assessment of Fruit Management in Gondar town Markets of 
North Western Ethiopia. G.J.B.A.H.S. 2(4): 4-8. 

[37] Doyle MP, Beuchat LR & Montville TJ, Food Microbiology. 
Washington DC: American Society for Microbiology, ASM 
Press, 2001. 

[38] FDA. (2001). Hazard Analysis and Critical Control Point 
(HAACP) Procedures for the Safe and Sanitary Processing 
and Importing of Juice Final Rule Department of Health and 
Human Services Food and Drug Administration Center for 
Food Safety and Applied Nutrition (CFSAN). January 2001. 
Available in: http:// http://wwwcfsanfdagov,~lrd,fr01119ah
tml> Acessed 28 May 2008. 

[39] Francies, A., Thomas, C. and O’Beirne, D. The 
microbiological safety of minimally processed fruits and 
vegetables. International Journal Food Science and 
Technology, vol. 34, pp. 1-22, 1999. 

 


