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Antimicrobial effect of silver nanoparticles on two fish pathogens, Lactococcus garvieae and 
Streptococcus iniae was investigated by microdilution method. A total of 16 isolates of L. garvieae and 
S. iniae that were obtained from diseased rainbow trout during 2009 to 2011 were examined. 
Antimicrobial effects of the compound were evaluated according to the broth microdilution method by 
determination of minimum inhibitory concentration (MIC) and minimum bactericidal concentration 

(MBC). According to the results MIC ranged from 1.12 to 5 µgml
-1

 for L. garvieae and 1.12 to 2.5 µgml
-1

 
for S. iniae isolates. The mean MIC value was 2.59 and 2.1 for L. garvieae and S. iniae, respectively. The 

MBC was also calculated for the examined isolates as MBC ranged from 2.5 to 10 µgml
-1

 with the mean 
of 5.27 and 3.57 for L. garvieae and S. iniae, respectively. The results showed that S. iniae strains were 
more sensitive to silver nanoparticles than L. garvieae strains. This study demonstrated the in vitro 
antimicrobial effects of silver nanoparticles on the examined bacteria although the efficacy of silver 
nanoparticles in fish ponds in different conditions needs more investigations. 
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INTRODUCTION 

 
The apparent increase of the occurrence of antibiotic 
resistance among bacteria from various areas of animal 
production during the recent years and its possible 
implications for public health (Aoki et al., 1999; Levy et 
al., 1998; Tollefson et al., 1999) have in many countries 
lead to an intensified surveillance of bacterial resistance. 
In the field of aquaculture, both therapeutic and 
environmental problems are important, as antibiotics and 
chemicals are released into the surrounding water, mostly 
rivers, during medical treatment of bacterial fish diseases 
(Aoki et al., 1999). The impact of these substances on the 
resident microflora is difficult to assess because of the 
complexity of the aquatic environment, while the 
resistance patterns of bacterial fish pathogens often 
reflect an intensive use of antimicrobial substances 
(Bruun et al., 2000; Smith et al., 1994a). The rapidly 
expanding aquaculture industry in Iran has suffered  
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heavy economic losses due to bacterial pathogens, 
particularly Lactococcus garvieae and Streptococcus 
iniae, which are the most important Gram positive 
pathogenic bacteria causing lactococcosis and 
streptococcosis in rainbow trout farms. Both mentioned 

diseases have been reported in rainbow trout in several 
countries such as Australia, South Africa, Japan, Taiwan, 
England, Turkey, countries of the Mediterranean area 
and Iran (Ghittino and Prearo, 1992; Palacios et al., 1993; 
Chen et al., 2001; 2002; Chang et al., 2002; Soltani et al., 
2008; Raissy and Ansari, 2011). They are responsible for 
high economical losses in rainbow trout farms. 

Recently, the development of resistant or even 
multidrug resistant pathogens has become a major 
problem in rainbow trout culture industry in Iran and many 
countries, for instance L. garvieae resistance to different 
antibiotics should be mentioned (Raissy and Ansari, 
2011). So, it seems that a new generation of antibacterial 
agents is required in order to prevent or reduce bacterial 
diseases in the aquaculture industry. It is well known that 



  
 
 

 
Table 1. Antimicrobial activity of silver nanoparticles on L. garvieae isolates.  

 
 

Bacterial isolate 
Silver nanoparticle 

 

 

MIC (µgml
-1

) MBC (µgml
-1

)  

  
 

 L. garvieae 02 2.5 5 
 

 L. garvieae 03 1.12 2.5 
 

 L. garvieae 04 2.5 2.5 
 

 L. garvieae 012 2.5 5 
 

 L. garvieae 017 5 10 
 

 L. garvieae 018 1.12 5 
 

 L. garvieae 019 1.12 2.5 
 

 L. garvieae 021 5 5 
 

 L. garvieae 022 2.5 10 
 

 Mean ± SD 2.59 ± 1.50 5.27 ± 2.91 
 

 
 

 

silver ions and silver-based compounds are highly toxic to 
microorganisms. Antimicrobial mechanism of silver 
nanoparticles is related to accumulation in the bacterial 
cytoplasmic membrane, causing a significant increase in 
permeability and cell death (Sondi et al., 2004). Recently, 
it has been suggested that the antimicrobial mechanism 
of silver nanoparticles may also be related to membrane 
damage due to free radicals that are derived from the 
surface of the nanoparticles (Kim et al., 2007). Several 
salts of silver and their derivatives are commercially 
employed as antimicrobial agents. However, the 
antibacterial property of these nanoparticles depends on 
their stability in the growth medium as well as in fish 
ponds, since this imparts greater retention time for 
bacterium–nanoparticle interaction (Shrivastava et al., 
2007). The aim of this study was to evaluate antibacterial 
effects of silver nanoparticles on fish pathogens L. 
garvieae and S. iniae. 
 

 
MATERIALS AND METHODS 
 
Bacterial isolates 

 
A total of 16 isolates of L. garvieae and S. iniae were obtained from 
13 rainbow trout farms between September 2009 and July 2011. 
The samples of the liver, kidneys and heart were placed on a 5% 
sheep blood agar with 1% yeast extract agar (Merck) plates and 
then incubated at 24 and 37°C for 2 to 3 days under aerobic 
conditions. Standard physiological and biochemical tests 
recommended by Austin and Austin (1999) were performed at 
25°C. Identification of the isolates was confirmed by PCR assay as 
described by Zlotkin et al. (1998) when the expected 1100-bp PCR 
amplification product was observed. The isolates were stored at - 
70°C in tryptic soy broth (TSB) containing 10% glycerol until further 
use. 
 

 
Antimicrobial susceptibility tests 
 

A stock solution (4000 mgL
-1

) of silver nanoparticle with an average 
size of 18 nm was prepared. Antimicrobial susceptibility tests were 
performed according to the broth microdilution methods described 

 
 

 
by the Clinical and Laboratory Standards Institute (CLSI, 2006). The 
solution was serially diluted in cation-adjusted Mueller-Hinton broth 
(CAMHB) containing 5% lysed horse blood as the concentrations 

ranged from 0.56 to 80 µgL
-1

. In preparation for inoculation, the 0.5 
McFarland suspensions of the isolates were diluted 10 fold with 
MHB. Diluted inocula (5 ml) were added to each tube and incubated 
at 25°C for 24 h. A negative control was also considered without 
silver nanoparticle or inoculum. The lowest concentration of 
nanoparticle that visibly inhibited bacterial growth was considered 
as the MIC (CLSI, 2006). The isolates were divided into resistant, 
intermediate and susceptible groups, according to the CLSI criteria 
for animal isolates (CLSI, 2008). The MBC was also defined as the 
lowest concentration of silver nanoparticle with no bacterial growth 
on the blood agar medium (Soltani et al., 2009). 
 

 

RESULTS 

 

A total of 16 bacterial strains including 9 isolates of L. 
garvieae and 7 isolates of S. iniae were used for 
evaluation of antimicrobial effect of silver nanoparticles. 
The isolates were collected from diseased fish from 
rainbow trout fish farms in Chaharmahal va Bakhtyari 
Province in west Iran. The identity of the isolates was 
confirmed by biochemical tests and also PCR. The 
results of antimicrobial activity of silver nanoparticles are 
presented in Tables 1 and 2. According to the results MIC 

ranged from 1.12 to 5 µgml
-1

 for L. garvieae and 1.12 to 

2.5 µgml
-1

 for S. iniae isolates. The mean MIC value was  
2.59 and 2.1 for L. garvieae and S. iniae, respectively. 
The MBC was also calculated for the examined isolates 

as MBC ranged from 2.5 to 10 µgml
-1

 with the mean of 
5.27 and 3.57 for L. garvieae and S. iniae, respectively. 
 

 

DISCUSSION 

 

The majority of the trout fish farms along the river release 
their effluents after passage of sedimentation ponds and 
without further treatment. Various amounts of antibiotic 
may still be present in the effluent water following 
antibiotic therapy on the farms (Smith et al., 1994b; 



 
 
 

 
Table 2. Antimicrobial activity of silver nanoparticles on S. iniae isolates.  

 
 

Bacterial isolate 
Silver nanoparticle 

 

 

MIC (µgml
-1

) MBC (µgml
-1

)  

  
 

 S. iniae 07 2.5 2.5 
 

 S. iniae 011 2.5 5 
 

 S. iniae 014 1.12 5 
 

 S. iniae 015 2.5 2.5 
 

 S. iniae 016 2.5 5 
 

 S. iniae 017 2.5 5 
 

 S. iniae 018 1.12 2.5 
 

 Mean ± SD 2.1 ± 0.67 3.57 ± 1.33 
 

 
 

 

Vaughan et al., 1996) and persist on and around fish 
farms (Halling-Sorensen et al., 1998; Hektoen et al., 
1995). Numerous studies suggest a correlation between 
findings of increased bacterial resistance levels on and 
around inland fish farms and the antimicrobial agents 
used at the farms (DePaola et al., 1988; Guardabassi et 
al., 2000; McPhearson et al., 1991; Spanggaard et al., 
1993). The development of resistant or even multidrug 
resistant pathogens in recent years has become a major 
problem in rainbow trout culture industry in Iran and many 
countries, for instance L. garvieae resistance to different 
antibiotics should be mentioned (Raissy and Ansari, 
2011). So, it seems that a new generation of antibacterial 
agents is required in order to prevent or reduce bacterial 
diseases in the aquaculture industry. In this investigation, 
antimicrobial effects of silver nanoparticles on two 
important fish pathogenic bacteria L. garvieae and S. 
iniae was studied.  

The antibacterial efficiency of the silver nanoparticles 
has been investigated by many researchers by 
introducing the particles into a media containing bacteria. 
Antibacterial activity of the silver particles at low 
concentrations has been proven before (Kim et al., 2007; 
Rhim, 2006; Shrivastava et al., 2007; Soltani et al., 2008). 
 

In a previous study the concentration of 25 µgml
−1

 

silver nanoparticles was found to be strongly inhibitory for 
Escherichia coli and silver nanoparticles were found to 
have a less significant effect on the growth of Gram-
positive bacteria (Shrivastava et al., 2007). The fact that 
Gram-positive bacteria are less susceptible to the 
antimicrobial activity of silver nanoparticles has been 
emphasized by some authors (Kawahara et al., 2000; 
Kim et al., 2007; Rhim et al., 2006). It was speculated 
that this may be due to differences in the cell wall 
structure (Kawahara et al., 2000). The cell wall of Gram-
positive bacteria contains multiple layers of peptidoglycan 
compared to the cell wall of Gram-negative bacteria. 
Peptidoglycan is a complex structure and often contains 
teichoic acids or lipoteichoic acids which have a strong 
negative charge, which may contribute to sequestration of 
free Ag ions. Thus, Gram-positive bacteria may allow 

 
 

 
less Ag to reach the cytoplasmic membrane than Gram 
negative bacteria (Kawahara et al., 2000) and may 
therefore be less susceptible to these compounds. 
Soltani et al. (2009) indicated that MBC of silver 

nanoparticles ranged from 0.15 to 5 µgml
−1

 for S. iniae 

and from 0.62 to >10 µgml
−1

 for L. garvieae. In this study  
MIC and MBC was in the range of 1.12 to 2.5 µgml

−1
 and 

2.5 to 5 µgml
−1

 for S. iniae and 1.12 to 5 and 2.5 to 10  
µgml

−1
 for L. garvieae. The mean MIC and MBC was 2.1 

and 3.5 µgml
−1

 for S. iniae; 2.5 and 5.2 µgml
−1

 for L. 
garvieae. The results showed that the mean MIC and 
MBC of silver nanoparticles to S. iniae isolates was lower 
than for L. garvieae isolates. In addition, this study 
showed that S. iniae strains were more sensitive to silver 
nanoparticles than L. garvieae strains. The results found 
in this study were in good agreement with the findings of 
Soltani et al. (2009). This study demonstrated the in vitro 
antimicrobial effects of silver nanoparticles on pathogenic 
bacteria although possibility of use of synthesized silver 
nanoparticles in fish ponds needs more investigations. 
 

 
REFERENCES 
 
Aoki T (1999). Present and future problems concerning the 

development of resistance in aquaculture, In Michel C and Alderman 
D (eds) Chemotherapy in aquaculture: From theory to reality. Office 
International des Epizooties, Paris, pp. 254-262.  

Austin B, Austin DA (1999). Bacterial Fish Pathogens. Disease of 
Farmed and Wild Fish, Fourth ed. Springer, Bristol., pp. 121-129.  

Bruun MS, Schmidt A, Madsen L, Dalsgaard I (2000). Antimicrobial 
resistance patterns in Danish isolates of Flavobacterium 
psychrophilum. Aquaculture, 187: 201–212.  

Chang PH, Lin CW, Lee YC (2002). Lactococcus garvieae infection of 
cultured rainbow trout, Oncorhynchus mykiss, in Taiwan and 
associated biophysical characteristics and histopathology. Bull. Eur. 
Assoc. Fish Pathol., 22: 319-327.  

Chen SC, Lin YD, Liaw LL, Wang PC (2001). Lactococcus garvieae 
infection in the giant freshwater prawn Macrobranchium rosenbergii 
confirmed by polymerase chain reaction and 16S rDNA sequencing. 
Dis. Aquat. Org., 45: 45-52.  

Chen SC, Liaw LL, Su HY, Ko SC, Wu CY, Chaung HC (2002) 
Lactococcus garvieae, a cause of disease in grey mullet, Mugil 
cephalus L., in Taiwan. J. Fish Dis., 25: 727–732.  

Clinical and Laboratory Standards Institute (2006). Methods for Dilution 
Antimicrobial Susceptibility Tests of Bacteria Isolated form Aquatic 
Animal; Approved Guideline M49-A. CLSI, Waune, PA, USA. 



 
 
 

 
Clinical and Laboratory Standards Institute (2008). Performance 

Standards for Antimicrobial Disk and Dilution Susceptibility Tests for 
bacteria isolated From Animals: Approved Standard-Third Edition 
M31-A3. CLSI, Waune, PA, USA.  

DePaola A, Flynn PA, McPhearson RM, Levy SB (1988). Phenotypic 
and genotypic characterization of tetracycline- and oxytetracycline 
resistant Aeromonas hydrophila from cultured channel fish (Ictalurus 
punctatus) and their environment. Appl. Environ. Microbiol., 54: 
1861–1863.  

Ghittino C, Prearo M (1992). Report of Streptococcosis in rainbow trout 
(Oncorhynchus mykiss) in Italy: preliminary note. Bull. Soc. Pathol. 
Ittica., 8: 4-11.  

Guardabassi L, Dalsgaard A, Raffatellu M, Olsen JE (2000). Increase in 
the prevalence of oxolinic acid resistant Acinetobacter spp. observed 
in a stream receiving the effluent from a freshwater trout farm 
following treatment with oxolinic acid-medicated feed. Aquaculture, 
188: 205–218.  

Halling-Sorensen B, Nors Nielsen S, Lanzky PF, Ingerslev F, Holten 
Luetzhoft HC, Jorgensen SE (1998). Occurrence, fate and effects of 
pharmacological substances in the environment. Chemosphere, 36: 
357–393.  

Hektoen H, Berge JA, Hormazabal V, Yndestad M (1995). Persistence 
of antibacterial agents in marine sediments. Aquaculture, 133: 175– 
184.  

Kawahara K, Tsuruda K, Morishita M, Uchida M (2000). Antibacterial 
effect of silver-zeolite on oral bacteria under anaerobic conditions. 
Dent. Mater., 16: 452–455.  

Kim JSK, Kuk E, Yu KN, Kim JH, Park SJ, Lee HJ, Kim SH, Park YK, 
Park YH, Hwang CY, Kim YK, Lee YS, Jeong DH, Cho MH (2007). 
Antimicrobial effects of silver nanoparticles. Nanomed. Nanotechnol. 
Biol. Med., 3: 95–101.  

McPhearson RM, DePaola A, Zywno SR, Motes ML, Jr, Guarino AM 
(1991). Antibiotic resistance in gram-negative bacteria from cultured 
catfish and aquaculture ponds. Aquaculture, 99: 203–211.  

Levy SB (1998). The challenge of antibiotic resistance. Sci. Am., 3: 32– 
39.  

Palacios  MA, Zamora  MJ, Va squez J,  Zamora E,  Duran  A  (1993).  
Streptococcosis  in  rainbow  trout  (Oncorhynchus  mykiss)  in  Spain.  
Bull. Soc. Pathol. Ittica., 13: 11-16.  

Rhim JW, Hong SI, Park HM, Ng PKW (2006). Preparation and 
characterization of chitosan-based nanocomposite films with 
antimicrobial activity. J. Agric. Food Chem., 54: 5814–5822.  

Raissy M, Ansari M (2011). Antibiotic susceptibility of Lactococcus 
garvieae isolated from rainbow trout (Oncorhynchus mykiss) in Iran 
fish farms. Afr. J. Biotechnol., 10: 1473-1476.  

Soltani M, Nikbatht GH, Mousavi H, Ahmadzadeh N (2008). Epizootic 
outbreak of lactococcosis caused by Lactococcus garvieae in farmed 
rainbow trout (Oncorhynchus mykiss) in Iran. Bull. Eur. Assoc. Fish. 
Pathol., 28: 207-212.  

Soltani M, Ghodratnema M, Ahari H, Ebrahimzadeh Mousavi HA, Atee 
M, Dastmalchi F, Rahman ya J (2009). The inhibitory effect of silver 
nanoparticles on the bacterial fish pathogens, Streptococcus iniae, 
Lactococcus garvieae, Yersinia ruckeri and Aeromonas hydrophila. 
Int. J. Vet. Res., 3: 137-142. 

 
 

  
 
 

 
Sondi I, Salopek-Sondi B (2004). Silver nanoparticles as antimicrobial 

agent: A case study of E. coli as a model for gram-negative bacteria. 
J. Colloids Interf. Sci., 275: 177-182.  

Tollefson L, Fedorka-Cray PJ, Angulo FJ (1999). Public health aspects 
of antibiotic resistance monitoring in the USA. Acta. Vet. Scand. 
Suppl., 92: 67–75.  

Shrivastava S, Bera T, Roy A, Singh G, Ramachandrarao P, Dash D 
(2007). Characterization of enhanced antibacterial effects of novel 
silver nanoparticles. Nanotechnology, 18: 225103-225111.  

Spanggaard B, Jorgensen F, Gram L, Huss HH (1993). Antibiotic 
resistance in bacteria isolated from three freshwater fish farms and 
an unpolluted stream in Denmark. Aquaculture, 115: 195–207.  

Smith P, Hiney M, Samuelsen OB (1994a). Bacterial resistance to 
antimicrobial agents used in fish farming: A critical evaluation of 
method and meaning. Ann. Rev. Fish. Dis., 4: 273–313.  

Smith P, Donlon J, Coyne R, Cazabon D (1994b). Fate of 
oxytetracycline in a freshwater fish farm: Influence of effluent 
treatment systems. Aquaculture, 120: 319.  

Sondi I, Salopek-Sondi B (2004). Silver nanoparticles as antimicrobial 
agent: a case study of E. coli as a model for gram-negative bacteria. 
J. Colloid Interf. Sci., 275: 177–182.  

Vaughan S, Coyne R, Smith P (1996). The critical importance of sample 
site in the determination of the frequency of oxytetracycline 
resistance in the effluent microflora of a freshwater fish farm. 
Aquaculture, 139: 47–54.  

Zlotkin A, Eldar A, Ghittino C, Bercovier H (1998). Identification of 
Lactococcus garvieae by PCR. J. Clin. Microbiol., 36: 983-985. 


