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Abstract. Water mold-infected Nile tilapia (Oreochromis niloticus) from cultured net cages along the 
Nam Phong River, Khon Kaen Province, northeast Thailand, were collected from September 2010 to 
August 2011. The 34 obtained water mold isolates belonged to the genus Achlya and were identified as 
Achlya bisexualis, A. diffusa, A. klebsiana, A. prolifera and unidentified species of Achlya. Isolates of A. 
bisexualis and A. diffusa were the most abundant (35%), followed by the unidentified species of Achlya 
(18%) and then, A. klebsiana and A. prolifera (6% each). The ITS1-5.8S-ITS2 region of the unidentified 
isolates was sequenced for phylogenetic analysis. Three out of 6 isolates were indicated to be A. dubia 
(BKKU1005), A. bisexualis (BKKU1009 and BKKU1134), and other 3 out of 6 isolates (BKKU1117, BKKU 
1118 and BKKU1127) will be an as-yet unidentified species of Achlya. The biological characteristics of the 
isolates showed optimum temperatures for vegetative growth of 25–35ºC. All of the Achlya isolates were 
able to grow under up to 1.5% sodium chloride. The isolates grew well, and their zoospores were able to 
germinate at pH 4.0–11.0. Microscopic examination of the skin lesions of the infected tilapia revealed 
bacteria and hyphae. Some of the hyphae penetrated into the epidermis, and numerous small blood 
vessels and scattered macrophages could be observed throughout the infected area.  
Key Words: Achlya, biological characteristic, histopathology, identification, Nile tilapia. 

 
 
Introduction. Freshwater fish play a particularly important role as a traditional protein 
source for local consumption of the family diet in the northeastern region of Thailand (El-
Sayed 2006). The numbers of naturally occurring fish have declined markedly due to an 
increasing human population and the impact of aquatic environmental degradation. The 
average fish consumption per capita in this region was 33.5 kg in 2001 (ADB 2005). As 
the demand for low-priced protein has become greater, intensive fish culture systems 
with high stocking densities should be implemented (Chinabut 2002). Hence, fish culture 
is valuable for the aquaculture industry (Chukanhom & Hatai 2004). The Nile tilapia 
(Oreochromis niloticus), which belongs to the family Cichidae, is one of the most 
economically important cultured fish in Thailand, generating production of 9,664.4 million 
Baht (Fisheries Information Technology Center 2012). Fish farmers have succeeded in 
achieving large-scale fish production without good management (Sreevatana 1993). 
Therefore, these fish cultures are occasionally affected by several different diseases. 
There have been reports of infectious diseases, including bacteria such as Streptococcus 
agalactiae and S. iniae (Yuasa et al 2008), fungi such as Achlya (Yuasa et al 2000), and 
protozoa such as Ichthyoptherius (Panchai et al 2013), among cultured tilapias in the 
northeastern region. Water mold infections have been a problem in intensively cultured 
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fish during the cool season in Thailand (Willoughby & Lilley 1992; Chinabut et al 1995; 
Chukanhom & Hatai 2004). The genera Achlya, Aphanomyces, and Saprolegnia are 
members of the family Saprolegniaceae in the class Oomycota that have been reported 
as being responsible for water mold infections in fish and their eggs, affecting both wild 
and farmed fish (Bruno et al 2011). Studies on the occurrence of oomycetes in many 
species of fish have been conducted by a number of researchers. The first report of an 
oomycete infection was attributed to Aphanomyces spp. infecting snakehead 
(Ophicephalus spp.) and carp (Puntius spp.) (Tonguthai 1985). Achlya, Aphanomyces, 
and Saprolegnia have been isolated from dead fish (Willoughby & Lilley 1992). Striped 
catfish (Pangasius hypophthalmus), walking catfish (Clarias batrachus), sepat siam 
(Trichogaster pectoralis) (Chinabut et al 1995), striped snakehead (Channa striata), and 
three spot gourami (Trichogaster trichopterus) (Lilley & Roberts 1997) were found to be 
severely infected by Aphanomyces spp. Lawhavinit et al (2002) reported the presence of 
Achlya bisexualis associated with a Tetrahymena corlissi infection in guppy (Poecilia 
reticulata). Chukanhom & Hatai (2004) isolated Saprolegnia diclina, Achlya klebsiana and 
Allomyces arbuscula from eggs of the common carp (Cyprinus carpio). Panchai et al 
(2007) identified Achlya bisexualis in infected eggs from Nile tilapia. Hanjavanit et al 
(2012) isolated S. diclina, Achlya ambisexualis and Achlya spp. from eggs of African 
catfish (Clarias gariepinus). Although freshwater oomycetes occur consistently in 
Thailand, no scientific reports on water molds or histopathological studies of infected Nile 
tilapia are currently available. 
 In this study, we isolated water molds from net cage-cultured infected Nile tilapias 
from the Nam Phong River in Khon Kaen Province to study the morphological and 
biological characteristics of the molds. Sequencing of the internal transcribed spacer 
(ITS1-5.8S-ITS2; ITS) region of ribosomal RNA from unidentified oomycete that did not 
produce reproductive organs was employed as an alternative method of identification 
based on morphological characteristics (Lilley et al 2003; Phadee et al 2004; Muraosa et 
al 2009, 2012). The histopathological characteristics of the infected fish were also 
examined. 
 
Material and Method 
 
Isolation and identification of water molds. Oomycete-infected tilapias were 
randomly collected from private culture net cages at Ban Hua Sua–tent, Nam Phong 
district (latitude 16° 44' 23.165'' N, longitude 102° 46' 10.945'' E) and Ban Dong Phong, 
Muang district (latitude 16° 28' 21.295'' N, longitude 102° 54' 8.086'' E) along the Nam 
Phong River in Khon Kaen Province, northeast Thailand from September 2010 to August 
2011. For determination of the presence of aquatic oomycetes, the following procedure of 
oomycetes isolation was employed to obtain pure single colonies (Hatai & Egusa 1979), 
and sexual organs were induced via inoculation in cultures of sterilized hemp seeds 
(Cannabis sativa) (Kitancharoen et al 1995). The classification and identification of these 
oomycetes are traditionally based on morphological characteristics related to asexual and 
sexual reproduction according to the criteria of Johnson (1956) and Johnson et al (2002). 
They were routinely maintained on glucose yeast extract (GY) agar (Hatai & Egusa 1979) 
at 25°C and transferred to fresh GY agar every month. All isolates were deposited at the 
Department of Biology, Faculty of Science, Khon Kaen University, and remarked as 
BKKU1001 to BKKU1134.  
 
DNA sequencing and molecular phylogenic analysis. The ITS1-5.8S-ITS2 (ITS) 
regions of 6 unidentified Achlya isolates (Achlya spp. BKKU1005, 1009, 1117, 1118, 
1127, and 1134) were subjected to molecular analysis. According to the methods of Lilley 
et al (2003), Phadee et al (2004) and Muraosa et al (2009, 2012), the edges of hyphae 
that had been growing for 3 days, incubated at 25°C in GY broth, were cut and frozen at 
–85°C. Then, the ITS region was amplified via PCR using the primer pair ITS4 (5’-
TCCTCCGCTTATTGATATGC-3’) and ITS5 (5’-GGAAGTAAAAGTCGTAACAAGG-3’) (White et 
al 1990). Amplifications were performed using the TaKaRa PCR Thermal Cycler Personal 
(TaKaRa Shuzo, Kyoto, Japan), with an initial denaturation step (94°C for 5 min), 
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followed by 40 cycles of denaturation (94°C for 30 s), annealing (63°C for 30 s) and 
extension (72°C for 30 s), and final extension step (72°C for 7 min). The PCR products 
were analyzed via 2% agarose gel electrophoresis, and a 100-bp DNA molecular marker 
was included in each electrophoresis run (EZ Load™, BIO-RAD, Hercules, CA, USA). The 
bands obtained through electrophoresis were visualized and photographed under 
ultraviolet (UV) illumination (FAS III, TOYOBO, Osaka, Japan). Subsequently, the PCR 
products were purified using the QIAquick® PCR Purification Kit (Qiagen, Hilden, 
Germany) and sequenced via the direct sequencing method using the BigDye® 
Terminator v1.1 Cycle Sequencing Kit (Applied Biosystems, Foster City, CA, USA) and an 
ABI PRISM® 3100 Genetic Analyzer (Applied Biosystems), according to the instructions of 
the manufactures. The obtained sequences were assembled and submitted to the NCBI 
GenBank database for retrieved of accession numbers. 
 Finally, the similarity of sequences was analyzed. The sequences were edited and 
assembled between complementary strands by the Basic Local Alignment Search Tool 
(BLAST) (Altschul et al 1990) function of GenBank. Consensus sequences were then 
aligned using ClustalW (Thompson et al 1994) and compared with other known sequence 
in Genbank using BLASTN algorithm. The ITS1-5.8S-ITS2 region of the sequences was 
identified by using ITSx software (Bengtsson-Palme et al 2013). Phylogenetic analysis 
was performed using the Phylip software (Felsenstein 1989), including other 15 
sequences from Achlya species available in the GenBank database and using four 
sequences of Saprolegnia spp. as the outgroup (Table 1). UPGMA tree robustness was 
determined in terms of bootstrap values and evaluated through 1,000 replications. 
 

Table 1  
Lists of accession numbers of the internal transcribed spacer (ITS) region of Achlya spp. 

and Saprolegnia spp. obtained from GenBank 
 

Species References Origin GenBank accession no. 
Achlya spp. 

A. ambisexualis 
A. ambisexualis 
A. ambisexualis 

A. bisexualis 
A. bisexualis 
A. bisexualis 
A. bisexualis 
A. caroliniana 
A. caroliniana 

A. dubia 
A. dubia 

 
Leclerc et al (2000) 

Unpublished 
Robideau et al (2011) 
Leclerc et al (2000) 
Leclerc et al (2000) 

Robideau et al (2011) 
Unpublished 

Robideau et al (2011) 
Mélida et al (2013) 
Leclerc et al (2000) 

Robideau et al (2011) 

 
France 
USA 
USA 

France 
France 
USA 
Iran 

Nigeria 
Spain 
France 
Nigeria 

 
AF218147 
FJ545256 
HQ643083 
AF218151 
AF218153 
HQ643087 
KF225573 
HQ643089 
JX418018 
AF218155 
HQ643093 

A. flagellata 
A. flagellata 
A. prolifera 
A. prolifera 
Outgroup 

Saprolegnia diclina 
S. parasitica 

S. ferax 
S. salmonis 

Robideau et al (2011) 
Robideau et al (2011) 

Unpublished 
Unpublished 

 
Unpublished 
Unpublished 

Robideau et al (2011) 
Unpublished 

UK 
UK 

Japan 
France 

 
Japan 
USA 

France 
Japan 

HQ643095 
HQ643096 
AY647196 
EU849169 

 
AY455775 
FJ545238 
HQ643987 
AB219399 

 
Effects of various temperatures, sodium chloride (NaCl) concentrations and pH 
levels on vegetative growth. The advancing edges of growing colonies that had been 
incubated at 25C for 2–3 days were cut with a No. 2 cork borer prior to being subjected 
to further analyses. For determination of the effects of temperature, GY agar blocks with 
young mycelia were placed on 20 mL of GY agar and incubated at the following 
temperatures: 5, 10, 15, 20, 25, 30, 35 and 40C. To assess the effects of salinity, agar 
blocks were placed on plates containing 20 mL of GY agar with the following 
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concentrations of NaCl: 0, 0.5, 1.0, 1.5, 2.0, 2.5, 3.0, 3.5 and 4.0%, then incubated at 
25C. To evaluate the effects of various pH levels, GY broth was adjusted to pH levels of 
3.0, 4.0, 5.0, 6.0, 7.0, 8.0, 9.0, 10.0, 11.0 and 12.0 by adding 1 N HCl or 1 N NaOH and 
filtered through 0.2 µm millipore filter paper (Sartorius, Hannover, Germany). Then, the 
blocks were transferred to 10.0 mL of GY broth and incubated at 25C. The diameters of 
the resultant colonies and growth of hyphae were measured daily with a Vernier caliper 
for 7 days. Three replicates of each experiment were conducted. Due to A. bisexualis 
BKKU1001, A. diffusa BKKU1006, A. klebsiana BKKU1003 and A. prolifera BKKU1124 
grew well and produced numerous zoospores. Therefore, they were selected as 
representative species and all six unidentified of Achlya (BKKU1005, BKKU1009, 
BKKU1117, BKKU1118, BKKU1127 and BKKU 1134) were also used in this study. 
 
Effects of various pH levels on zoospore germination. The mycelia of colonies that 
had been growing in GY broth, incubated at 25ºC for 48 h were washed several times 
with sterilized tap water (STW) and then incubated in STW at 25ºC for 48 h to obtain 
zoospores. A 100 µL aliquot of a 1x103 zoospores mL-1 mixture of each isolate was 
transferred to 10 mL of GY broth with various pH levels, as indicated above. The plates 
were incubated at 25ºC for 24 h to observe zoospore germination and hyphal growth. 
Four isolates of identified and six unidentified Achlya spp. as described above were also 
used in this study.  

 
Preparation procedures for light microscopy. Necropsy of tilapias with oomycete 
infections was performed. Materials from the skin, gills, pancreas, kidney, liver, spleen 
and intestinal tract of individual fish were preserved in a 10% phosphate-buffered 
formalin solution and processed through the paraffin method. Small pieces of the tissue 
samples (0.5 x 0.5 cm) were dehydrated through a graded series of ethanol and 
embedded in paraffin. Then, serial sections were cut at a thickness of 5 µm and stained 
with hematoxylin and eosin (H & E). Some sections were also stained via the Periodic 
Acid-Schiff (PAS) reaction and with Giemsa, Gram stain and Uvitex 2B (Wada et al 2003). 
The histological sections were examined and photographed microscopically at 
magnifications of 40x, 100x and 400x. 
 
Results 
 
Isolated oomycetes. A total of 34 infected Nile tilapias were collected from cultured net 
cage at Ban Hua Sua–tent and Ban Dong Phong along the Nam Phong River, Khon Kaen 
Province, northeast Thailand. The total lengths and body weights of the fish ranged from 
8.3 to 15.6 cm and 161.0 to 498.0 g, respectively. All samples exhibited clinical signs of 
oomycete infection in the head region and on the body surface and fins. As shown in 
Figure 1, severe lesions observed on the fish consisted of deep, open ulcers, associated 
with degeneration of muscular tissue. Some areas of the ulcers were covered with 
numerous white or grey cotton-like mycelia. In addition, swollen and hemorrhagic lesions 
were also recorded. No abnormal clinical signs were observed in the visceral organs. 

 Thirty-four isolates were collected from the infected fish belonging to the 
Saprolegniales, which were classified as members of the genus Achlya based on the 
mode of zoospore release, which presented an achlyoid type. The isolates were 
designated as BKKU1001-1134. Table 2 illustrates the distribution of Achlya isolates, 
which was as follows: 5 isolates (14.7%) were obtained from farm A, 12 isolates (35.3%) 
from farm B, 13 isolates (38.2%) from farm C and four isolates (11.8%) from farm D. 
Achlya were identified, with A. bisexualis and A. diffusa showing the highest prevalence 
(35% each), followed by Achlya spp. (18%) and then A. klebsiana and A. prolifera (6% 
each). The obtained Achlya spp. consisted of six unidentified isolates, which were divided 
into three groups according to morphological differences in their colony shape and hyphal 
diameter. 
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Figure 1. Gross appearance of a Nile tilapia with an oomycete infection,  
showing degeneration of muscle in severe ulcers, with cotton–like mycelia  

on the body surface and caudal tail. 
 

Table 2  
The 34 oomycete isolates obtained from freshwater oomycetic infections of Nile tilapia in 

the Nam Phong River, Khon Kaen Province, northeast Thailand 
 

Date Location Identification Numbers of 
isolates 

Remark 

A. bisexualis 1 BKKU1001 
A. diffusa 1 BKKU1002 

Farm A, 
Ban Hua Sua–tent, 
Nam Phong district A. klebsiana 

Achlya sp. 
2 
1 

BKKU1003, 1004 
BKKU1005 

A. bisexualis 2 BKKU1006, 1007 
A. diffusa 1 BKKU1008 

Farm B, 
Ban Hua Sua–tent, 
Nam Phong district Achlya sp. 1 BKKU1009 

A. bisexualis 2 BKKU1010, 1011 

23 Sep 2010 

Farm C, 
Ban Hua Sua–tent, 
Nam Phong district 

A. diffusa 2 BKKU1012, 1013 

A. diffusa 3 BKKU1114, 
1115, 1116 

Farm B, 
Ban Hua Sua–tent, 
Nam Phong district Achlya spp. 2 BKKU1117, 1118 

A. bisexualis 3 BKKU1119, 
1120, 1121 

19 Jan 2011 

Farm C, 
Ban Hua Sua–tent, 
Nam Phong district A. diffusa 1 BKKU1122 

A. bisexualis 2 BKKU1123, 1124 
A. prolifera 2 BKKU1125, 1126 

12 Feb 2011 Farm C, 
Ban Hua Sua–tent, 
Nam Phong district Achlya sp. 1 BKKU1127 

A. bisexualis 1 BKKU1128 Farm B, 
Ban Hua Sua–tent, 
Nam Phong district 

A. diffusa 2 BKKU1129, 1130 

A. bisexualis 1 BKKU1131 
A. diffusa 2 BKKU1132, 1133 

10 Jul 2011 

Farm D, 
Ban Dong Phong, 

Muang district Achlya sp. 1 BKKU1134 
 
Phylogenetic analysis. The six sequences data presented in this study were deposited 
in GenBank as accession numbers KJ511772 to KJ511777, respectively (Table 3). The 
approximately 750-bp partial rRNA gene fragment amplified from genomic DNA extracted 
from the six unidentified Achlya. The phylogenetic tree inferred from the sequences of 
the ITS1-5.8S-ITS2 (ITS) region is presented in Figure 2, showing that the sequences of 
the six unidentified Achlya isolates were separated from the Saprolegnia outgroup with a 
100% bootstrap value. The sequences of all of the unidentified isolates of Achlya were 
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similar to sequences of associated Achlya originating from different countries, that have 
been submitted to GenBank. It was found that the subclade consisting of the sequence 
from Achlya sp. BKKU1005 was similar to A. dubia (accession numbers HQ643093 and 
AF218155), presenting 58 and 98% similarity, respectively. The ITS sequences of the 
subclade composed of Achlya spp. BKKU1009 and 1134 (presenting 100% similarity 
within this clade) were similar to A. bisexualis (accession number KF225573, AF218153, 
AF218151 and HQ643087), exhibiting a similarity value of 65%. In addition, the ITS 
sequences of the subclade comprised of Achlya spp. BKKU1117, 1118 and 1127 formed a 
separate, independent phylogenic cluster with 100% similarity being observed within this 
group. It still remains unidentified in the species. 
 

Table 3 
Ribosomal Achlya spp. sequences determined in phylogenetic analysis 

 
Strains Total size (bps) GenBank accession number 

BKKU1005 
BKKU1009 
BKKU1117 
BKKU1118 
BKKU1127 
BKKU1134 

758 
756 
758 
721 
757 
714 

KJ511772 
KJ511773 
KJ511774 
KJ511775 
KJ511776 
KJ511777 

 
Biological characteristics of Achlya species. According to our biological analyses 
(Table 4), all of the Achlya isolates were able to grow at a temperature range of 5–35ºC, 
presenting optimum temperatures of 25–35ºC and rapid, maximal growth at 30ºC. A. 
klebsiana exhibited the highest vegetative growth rate among the isolates. All of the 
Achlya isolates showed maximal growth in GY agar without NaCl (0%) and were able to 
grow at concentrations up to 1.5% NaCl. All of the isolates also grew in GY broth over a 
wide range of pH levels from 4.0–11.0, displaying an optimal pH of 6.0–8.0. As shown in 
Table 4, the zoospores from all of the isolates were able to germinate in GY broth over a 
wide range of pH levels from 4.0–11.0 after 24 h of incubation. In addition, zoospores in 
GY broth at pH 4.0 showed irregular, flaccid mycelia, and abnormal branching of their 
hyphae, while zoospores at pH 11.0 exhibited swollen mycelia with dense cytoplasm and 
abnormal branching of their hyphae after incubation at 25ºC for 3 days.  
 
Histopathology. Microscopic examination of the skin lesions of infected tilapia showed 
cellular debris and necrosis of epidermal cells associated with the invasion of aseptate 
hyphae. These hyphae were thick with a diameter of approximately 11.7–30.2 µm (n = 
30). The epidermal tissues were covered by the hyphae and some hyphae penetrated 
into the epidermis. The hyphae were not easily visible following H & E staining, but were 
clearly recognizable using both PAS, based on a pink color and Uvitex 2B, based on blue-
white fluorescence (Figure 3A). In severe cases, some of the overlying epidermis and 
scales had sloughed off. It was appeared that the stratum spongiosum disintegrated, 
numerous blood congestion occurred, and macrophages scattered (Figure 3B). Some 
germinated and fragmented hyphae were also found in the disintegrated dermis (Figure 
3C). Moreover, some area of underlying musculature tissue was degenerated, which 
enclosed by inflammatory cells and scattered melanomacrophages were also occurred 
(Figure 3D). There was no evidence of granulomas observed. Giemsa-and Gram-stained 
sections of skin lesions showed the presence of bacteria (Figure 3E). No hyphae or 
bacteria were detected in the visceral organs.  
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Figure 2. UPGMA tree for six unidentified species of Achlya (note in bold) and related oomycetes (n = 15) obtained from GenBank 
based on the internal transcribed spacer (ITS) region. Clusters were supported by 1,000 bootstrap-resembled data sets and 

bootstrap value less than 50% are not shown. Saprolegnia spp. were used as outgroup sequences. 
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Table 4 
Biological characteristics of Achlya isolates 

 
Mean colony radius (mm) Mean hyphal length (mm) / Germination of zoospores 

Temperaturea (°C) NaClb (%) pH Strains 
10 15 20 25 30 35 0.5 1.0 1.5 2.0 3 4 5 6 7 8 9 10 11 12 

A. bisexualis BKKU1001 4 13 20 24 36 35 18 9 2 0 0c/-d 6/+ 21/+ 25/+ 29/+ 28/+ 24/+ 8/+ 4/+ 0/- 
A. diffusa BKKU1006 4 12 18 23 33 32 16 9 2 0 0/- 6/+ 21/+ 25/+ 29/+ 27/+ 22/+ 8/+ 4/+ 0/- 
A. klebsiana BKKU1003 7 18 23 31 42 37 23 14 5 0 0/- 12/+ 21/+ 28/+ 31/+ 29/+ 25/+ 9/+ 4/+ 0/- 
A. prolifera BKKU1124 3 10 18 21 33 34 16 7 1 0 0/- 9/+ 18/+ 25/+ 28/+ 25/+ 19/+ 7/+ 5/+ 0/- 
A. dubia BKKU1005 6 16 21 28 37 33 18 12 4 0 0/- 11/+ 26/+ 30/+ 32/+ 27/+ 16/+ 7/+ 0/+ 0/- 

A. bisexualis BKKU1009 2 10 18 22 33 36 16 7 3 0 0/- 8/+ 12/+ 14/+ 17/+ 18/+ 15/+ 6/+ 5/+ 0/- 
Achlya sp. BKKU1117 3 10 18 21 32 35 15 9 2 0 0/- 6/+ 19/+ 27/+ 29/+ 26/+ 22/+ 9/+ 1/+ 0/- 
Achlya sp. BKKU1118 3 10 18 22 32 34 14 8 1 0 0/- 7/+ 17/+ 25/+ 28/+ 26/+ 16/+ 9/+ 5/+ 0/- 
Achlya sp. BKKU1127 3 9 17 20 31 33 14 8 1 0 0/- 4/+ 17/+ 26/+ 30/+ 24/+ 16/+ 9/+ 4/+ 0/- 

A. bisexualis BKKU1134 2 10 16 21 31 32 13 7 1 0 0/- 5/+ 17/+ 18/+ 24/+ 20/+ 18/+ 7/+ 0/+ 0/- 
a various temperatures on colonial growth after 3 days of incubation; 
b various concentrations of NaCl on day 3 of incubation at 25°C; 
c various pH levels on hyphal growth on day 3 of incubation at 25°C; 
d various pH levels on zoospore germination after 1 day of incubation at 25°C: “-” no germination and “+” germination. 
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Figure 3. A - Cross-section of Nile tilapia skin showing aseptate hyphae (arrows) (Uvitex 

2B–H&E); B - numerous small blood vessels (<) and scattered macrophages (*) in 
dermis (Giemsa); C - germinated and fragmented hyphae (arrows) found in the 

disintegrated dermis (Giemsa); D - the underlying musculature tissue degenerated, 
enclosed by inflammatory cells and scattered melanomacrophages (PAS); E - scattered 

rod-shaped bacteria (      ) among hyphae (arrows) (Giemsa). 
 
Discussion. Achlya species are commonly reported in the aquatic environment and have 
been found in infections of fish from tropical regions for many years (Srivastava 1980; 
Willoughby & Lilley 1992; Kitancharoen et al 1995). These molds cause great losses in 
aquaculture production and continue to be a problem for culturists (Chukanhom & Hatai 
2004). In the present study, only isolates from the genus Achlya were obtained from the 
infected Nile tilapia, which similar to the results of El-Hissy et al (1989), El-Sharouny & 
Badran (1995) and Hussein et al (2013), who isolated Achlya from infected tilapia, but 
contrasting with the finding of El-Atta (2008), who observed Saprolegnia infections in 
infected tilapia. Achlya species also occur opportunistically in other fish and their eggs 
year-round in the tropics, as reported by many researchers in Thailand (Willoughby & 
Lilley 1992; Roberts et al 1993; Lawhavinit et al 2002; Chukanhom & Hatai 2004; 
Hanjavanit et al 2012), Myanmar (Kitancharoen 1995) and India (Srivastava 1980; Sati 
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1991). In the present study, the obtained members of this genus consisted of A. 
bisexualis, A. diffusa, A. klebsiana, A. prolifera, and unidentified Achlya species. During 
the collection period, A. bisexualis and A. diffusa were the most dominant species and 
were found frequently at all sampling sites. According to sequences from the ITS1-5.8S-
ITS2 (ITS) region, the six unidentified Achlya isolates were grouped and separated from 
the Saprolegnia outgroup. Two subclades of unidentified Achlya isolates showed similarity 
to a known Achlya species in the BLAST search results for the ITS sequences. This result 
was supported by the findings of Leclerc et al (2000), who found that ITS sequence 
analysis provided individual characteristics of nucleotides among different Achlya species. 
The molecular-based groupings of the ITS region sequences from the oomycetes 
generally agreed with established classical morphological criteria (Cooke & Duncan 1997; 
Daugherty et al 1998). It may be concluded that molecular-based phylogenetic analysis 
was successfully used as an alternative approach for the identification of unidentified 
Achlya sp. BKKU1005 as A. dubia (accession numbers HQ643093 and AF218155), which 
showed similar morphological characteristics to A. dubia as described by Johnson (1956), 
Yuasa et al (2000) and Johnson et al (2002). While Achlya spp. BKKU1009 and 1134 
were identified as A. bisexualis (accession number KF225573, AF218153, AF218151 and 
HQ643087) and their morphological characteristics corresponded to A. bisexualis as 
described by Johnson (1956), Johnson et al (2002) and Lawhavinit et al (2002). In 
contrast, the sequences of Achlya spp. BKKU1117, 1118, and 1127 did not match those 
of oomycetes in the GenBank database and formed a separately independent phylogenic 
cluster (100% similarity within this group). It may be indicated that Achlya spp. 
BKKU1117, 1118, and 1127 were the same species and it will be an as-yet unidentified 
species of Achlya.  
 According to Schreck et al (1993) and Rach et al (1997, 2005), aquatic oomycetes 
are ubiquitous in the natural water supplies of fish hatcheries and often cause 
considerable negative impacts due to disease in fish aquaculture. Based on the finding of 
the present study, it may be stated that Achlya is the most common genus distributed 
throughout the freshwater ecosystems of the Nam Phong River, Khon Kaen Province, 
Thailand, and this genus appears to occur in many parts of the world (Riethmüller et al 
1999; Leclerc et al 2000; Lilley et al 2003; Phadee et al 2004).  

Gupta & Mehrota (1989) noted that environmental factors play an important role 
in controlling the occurrence of aquatic fungi. In the present study, all isolates of Achlya 
were able to grow at a temperature range of 5–35ºC, showing optimum temperatures of 
25–35ºC, similar to the findings of Oláh & Farkas (1978) and Chukanhom & Hatai (2004). 
These isolates were able to tolerate in higher temperatures up to 35ºC, which appears to 
indicate that they are well adapted to high temperatures, which are characteristic of the 
aquatic environmental conditions in tropical regions (Chukanhom & Hatai 2004) and they 
are mesophillic water molds (Griffin 1994). The pH of freshwater plays a critical role in 
the growth of oomycetes (Oláh & Farkas 1978). Even though the hyphae of Achlya were 
able to grow and their zoospores could germinate over wide pH range of 4.0–11.0, 
abnormalities of the hyphae were observed at both pH 4.0 and 11.0. According to Griffin 
(1994), there may be effects on metabolically active components of the cell wall and 
outer membrane surface of the hyphae associated with pH conditions. In this study, the 
Achlya isolates were able grow on GY agar containing 0–1.5% NaCl, which was in accord 
with the findings of Chukanhom & Hatai (2004). From the results of biological studies, it 
may be concluded that the freshwater ecosystems of the Nam Phong River are suitable 
for the growth of Achlya.  

The microscopic analysis of the skin lesions of infected tilapia showed that 
numerous hyphae covered the epidermis and some penetrated through the epithelial 
layer. No granulomas around the hyphae were observed, similar to the results of Hussein 
& Hatai (2002), who recorded Saprolegnia in infected salmonids. These findings may be 
due to rapid growth of the oomycete hyphae (Hatai & Hoshiai 1992). According to Howe 
et al (1998) and Roberts (2012), skin lesions arising from minor injury due to parasitic 
infections or handling may increase the susceptibility of open sores on the skin to water 
mold infections. An interested finding of the present study was the presence of scattered 
bacteria adjacent to skin lesions, which may be associated with the Achlya infections of 
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the tilapia. This finding is in agreement with the results of Bruno et al (2011), who 
considered Saprolegniaceae to be a secondary pathogenic agent in infections arising 
from, for example, bacterial infection. However, oomycete infection can cause massive 
problems in the epidermis and infected fish fail to control their osmoregulatory systems, 
which directly causes the death of fish (Richards & Pickering 1979; Fontenot & Neiffer 
2004). Based on our findings, it may be concluded that Achlya is a secondary, 
opportunistic, saprophytic pathogen of Nile tilapia, which is supported by the findings of 
Lilley & Roberts (1997) and Sosa et al (2007).  

 This is the first report of oomycete infections in net cage-cultured Nile tilapia 
caused by Achlya in the Nam Phong River, Khon Kaen Province, Thailand. The 
pathogenicity of these isolates and their virulence to fish will be investigated in the 
future. 
 
Conclusions. From the present study, the morphological characteristics of the isolates 
are classified as family Saprolegniaceae. It is composed of A bisexualis, A. diffusa, A. 
klebsiana, A. prolifera and unidentified species of Achlya. A. bisexualis and A. diffusa are 
common species, which were found from almost net-cage culture of Nile tilapia. For 
molecular study of the ITS1-5.8S-ITS2 region of the unidentified isolates, it was found 
that three groups of Achlya spp. were divided according to their morphological 
characteristic differences. Therefore, the molecular-based phylogenetic analysis of the 
ITS1-5.8S-ITS2 region of Achlya was successfully used as alternative approached for 
identification of species. For the biological characteristic study, all Achlya grew well at 25-
35C and were able to grow under up to 1.5% sodium chloride. They grew well and their 
zoospores were able to germinate at pH 4.0–11.0. Microscopic examination of the skin 
lesions of the infected tilapia revealed numerous hyphae covered epidermis and some 
penetrated into the epidermis. Bacterial infection could be observed adjacent to the 
infected area. It may be stated that Achlya is the secondary, opportunistic pathogen of 
Nile tilapia. 
 
Acknowledgements. This study was supported by grants from the National Research 
University Program, Khon Kaen University, No.W–2553–Ph.d–02. We would like to thank 
Graduate School of Khon Kaen University for funding the oversea research in Japan to 
the first author. We also thank the Laboratory of Fish Disease, School of Veterinary 
Medicine, Nippon Veterinary and Life Science University, Japan, for providing facilities for 
the molecular analyses. Grateful thanks are extended to Prof. Dr. Urmas Kõljalg and Dr. 
Kessy Abarenkov, Department of Botany, Institute of Ecology and Earth Sciences, 
University of Tartu, Estonia for accession of the ITSx software tool, PlutoF cloud database 
and computing services for the biologist, to extract ITS1, 5.8S and ITS2 region of 
sequences. 
 
References 
 
ADB, 2005 An evaluation of small-scale freshwater rural aquaculture development for poverty 

reduction. Asian Development Bank, Operations evaluation Department, 163 pp.  
Altschul S. F., Gish W., Miller W., Myers E. W., Lipman D. J., 1990 Basic local aligment search 

tool. Journal of Molecular Biology 215:403-410.  
Bengtsson-Palme J., Ryberg M., Hartmann M., Branco S., Wang Z., Godhe A., De Wit P., 

Sanchez-Garcia M., Ebersberger I., Sousa F., Amend A., Jumpponen A., Unterseher M., 
Kristiansson E., Abarenkov K., Bertrand Y. J. K., Sanli K., Eriksson K. M., Vik U., Veldre 
V., Nilsson R. H., 2013 Improved software detection and extraction of ITS1 and ITS2 
from ribosomal ITS sequences of fungi and other eukaryotes for analysis of 
environmental sequencing data. Methods in Ecology and Evolution 4:914-919. 

Bruno D. W., West P. V., Beakes G. W., 2011 Saprolegnia and other Oomycetes. In: Fish 
diseases and disorders. Volume 3, viral, bacterial and fungal infections. Woo P. T. K., 
Bruno D. W. (eds), CABI Publishing, Wallingford, Oxfordshire, pp. 669–720. 

 
 



AACL Bioflux, 2014, Volume 7, Issue 6. 
http://www.bioflux.com.ro/aacl 540 

Chinabut S., 2002 A case study of isopod infestation in tilapia cage culture in Thailand. In: 
Primary aquatic animal health care in rural, small-scale, aquaculture development. 
Arthur J. R., Philips M. J., Subasinghe R. P., Reantaso M. B., MacRae I. H. (eds), FAO 
Fisheries and Aquaculture Technical Papers, No. 406, Rome, pp. 201–202. 

Chinabut S., Robert R. J., Willoughby G. R., Pearson M. D., 1995 Histopathology of 
snakehead, Channa striatus (Bloch), experimentally infected with the specific 
Aphanomyces fungus associated with epizootic ulcerative syndrome (EUS) at different 
temperatures. Journal of Fish Diseases 18:41–47. 

Chukanhom K., Hatai K., 2004 Freshwater oomycete isolated from eggs of the common carp 
(Cyprinus carpio) in Thailand. Mycoscience 45:42–48. 

Cooke D. E. L., Duncan J. M., 1997 Phylogenetic analysis of Phytophthora species based on 
ITS1 and ITS2 sequences of the ribosomal RNA gene repeat. Mycological Research 
101:667–677. 

Daugherty J., Evans T. M., Skillom T., Watson L. E., Money N. P., 1998 Evolution of spore 
release mechanisms in the Saprolegniaceae (Oomycetes): evidence from a phylogenetic 
analysis of internal transcribed spacer sequences. Fungal Genetics and Biology 24:354–
363. 

El-Atta M. E. A., 2008 Saprolegniosis in freshwater cultured tilapia nilotica (Oreochromis 
niloticus) and trail for control by using Bafry D50/500. The 8th International symposium 
on tilapia in aquaculture, Cairo, Egypt, pp. 1403–1418. 

El-Hissy F. T., Khallil A. M., El-Nagdy M. A., 1989 Aquatic fungi associated with seven species 
of Nile fishes (Egypt). Zentralblatt für Mikrobiologie 144:305–314. 

El-Sayed M. A., 2006 Tilapia culture. CABI Publishing, Wallingford, 277 pp. 
El-Sharouny H. M., Badran R. A. M., 1995 Experimental transmission and pathogenicity of 

some zoosporic fungi to tilapia fish. Mycopathologia 132:95–103. 
Felsenstein J., 1989 Phylip-Phylogeny inference package (Version3.2). Cladistics 5:164–166. 
Fisheries Information Technology Center, 2012 Fisheries statistics of Thailand 2010, 

No.12/2012. Department of Fisheries, Ministry of Agriculture and Cooperatives, 
Bangkok, 96 pp. 

Fontenot D. K., Neiffer D. L., 2004 Wound management in teleost fish: biology of the healing 
process, evaluation and treatment. Vet Clin North Am Exot Anim Pract 7:57–86. 

Griffin D. H., 1994 Fungal physiology. Wiley-Liss, New York, 458 pp. 
Gupta A. K., Mehrotra R. S., 1989 Seasonal periodicity of aquatic fungi in tanks at 

Kurukshetra, India. Hydrobiologia 173:219–229. 
Hanjavanit C., Rakmanee C., Kitancharoen K., Hatai K., 2012 Freshwater oomycete isolates 

from African catfish Clarias gariepinus eggs in Thailand. Aquaculture Science 60:269–
276. 

Hatai K., Egusa S., 1979 Studies on the pathogenic oomycete of mycotic granulomatosis III. 
Development of the medium for egg–oomycete. Fish Pathology 13:147–152. 

Hatai K., Hoshiai G., 1992 Mass mortality in cultured coho salmon (Oncorhynchus kisutch) due 
to Saprolegnia parasitica Coker. Journal of Wildlife Diseases 28:532–536. 

Howe G. E., Rach J. J., Olson J. J., 1998 Method for inducing saprolegniosis in channel catfish. 
Journal of Aquatic Animal Health 10:62–68. 

Hussein M. A., Hatai K., 2002 Pathogenicity of Saprolegnia species associated with outbreaks 
of salmonid saprolegniosis in Japan. Fisheries Science 68:1067–1072.  

Hussein M. A., Hassan W. H., Mahmoud M. A., 2013 Pathogenicity of Achlya proliferoides and 
Saprolegnia diclina (Saprolegniaceae) associated with Saprolegniosis outbreaks in 
cultured Nile tilapia (Oreochromis niloticus). World Journal of Fish and Marine Sciences 
5:188–193. 

Johnson T. W., 1956 The genus Achlya: morphology and taxonomy. The University of 
Michigan Press, Ann Arbor, 180 pp. 

Johnson R. A., Seymour R. L., Padgett D. E., 2002 Biology and the systematics of the 
Saprolegniaceae. Available at: http://dl.uncw.edu/digilib/biology/oomycete/ taxonomy 
and systematics/padgett book/ (Accessed July 21, 2010). 

Kitancharoen N., Hatai K., Ogihara R., Aye D. N. N., 1995 A new record of Achlya klebsiana 
from snakehead, Channa striatus, with fungal infection in Myanmar. Mycoscience 
36:235–238. 

Lawhavinit O., Chukanhom K., Hatai K., 2002 Effect of Tetrahymena on the  occurrence of 
achlyosis in the guppy. Mycoscience 43:27–31. 



AACL Bioflux, 2014, Volume 7, Issue 6. 
http://www.bioflux.com.ro/aacl 541 

Leclerc M. C., Guillot J., Deville M., 2000 Taxonomic and phylogenetic analysis of 
Saprolegniaceae (Oomycetes) inferred from LSU rDNA and ITS sequence comparisons. 
Antonie van Leeuwenhoek 77:369–377. 

Lilley J. H., Roberts R. J., 1997 Pathogenicity and culture studies comparing the Aphanomyces 
involved in epizootic ulcerative syndrome (EUS) with other similar fungi. Journal of Fish 
Diseases 20:135–144. 

Lilley J. H., Hart D., Panyawachira V., Kanchanakhan S., Chinabut S., Sӧderhäll K., Cerenius 
L., 2003 Molecular characterization of the fish-pathogenic fungus Aphanomyces 
invadans. Journal of Fish Diseases 26:263–275. 

Mélida H., Jose V. S. S., Javier D. U., Vincent B., 2013 Analyses of extracellular carbohydrates 
in oomycetes unveil the existence of three different cell wall types. Eukaryotic Cell 
12:194–203. 

Muraosa Y., Sano A., Hatai K., 2012 Molecular identification of marine crustacean-pathogenic 
Peronosporomycetes using DNA sequences of ITS1 and their pathogenicity for nauplii of 
brine shrimps. Fish Pathology 47:41–48. 

Muraosa Y., Morimoto K., Sano A., Nishimura K., Hatai K., 2009 A new Peronosporomycete, 
Halioticida noduliformans gen. et sp. nov., isolated from  white nodules in the 
abalone Haliotis spp. from Japan. Mycoscience 50:106–115. 

Olàh J., Farkas J., 1978 Effects of temperature, pH, antibiotics, formalin and  malachite 
green on the growth and survival of Saprolegnia and Achlya parasitic on fish. 
Aquaculture 13:273–288. 

Panchai K., Hanjavanit C., Kitacharoen N., 2007 Characteristics of Achlya bisexualis isolated 
from eggs of Nile tilapia (Oreochromis niloticus). KKU Research Journal 12:195–202. 

Panchai K., Hanjavanit C., Kitacharoen N., 2013 Histopathological changes in tilapia 
(Oreochromis niloticus) associated with ichthyopthiriasis. The 3rd International 
conference on sciences and social sciences 2013, Rajabhat Maha Sarakham University, 
Maha Sarakham, Thailand, pp. 500–505. 

Phadee P., Kurata O., Hatai K., Hirono I., Aoki T., 2004 Detection and identification of fish-
pathogenic Aphanomyces piscicida using polymerase chain reaction (PCR) with species–
specific primers. Journal of Aquatic Animal Health 16:220–230. 

Rach J. J., Schreier T. M., Howe G. E., Redman S. D., 1997 Effect of species, life stage, and 
water temperature on the toxicity of hydrogen peroxide to fish. Progressive Fish-
Culturist 59:41–46. 

Rach J. J., Schreier T., Gaikowski M. P., Schleis S. M., 2005 Efficacy of formalin and hydrogen 
peroxide to increase survival of channel catfish infected with saprolegniasis. North 
American Journal of Aquaculture 67:312–318. 

Richards R. H., Pickering A. D., 1979 Changes in serum parameters of Saprolegnia-infected 
brown trout, Salmo trutta L. Journal of Fish Diseases 2:197–206. 

Riethmüller A., Weiß M., Oberwinkler F., 1999 Phylogenetic studies of Saprolegniomycetidae 
and related groups based on nuclear large subunit ribosomal DNA sequences. Canadian 
Journal of Botany 77:1790–1800. 

Roberts R. J., 2012 Fish pathology. W. B. Saunders, London, 590 pp. 
Roberts R. J., Willoughby L. G., Chinabut S., 1993 Mycotic aspects of epizootic ulcerative 

syndrome (EUS) of Asian fishes. Journal of Fish Diseases 16:169–183. 
Robideau G. P., Cock A. W. A., Coffey M. D., Voglmayr H., Brouwer H., Bala K., Chitty D. W., 

Désaulniers N., Eggertson Q. A., Gachon C. M. M., Hu C. H., Küpper F. C., Rintoul T. L., 
Sarhan E., Verstappen E. C., Zhang Y., Bonants P. J. M., Ristaino J. B., Lévesque C. A., 
2011 DNA barcoding of oomycetes with cytochrome c oxidase subunit I and internal 
transcribed spacer. Molecular Ecology Resources 11:1002-1011. 

Sati S. C., 1991 Aquatic fungi parasitic on temperate fishes of Kumaun Himalaya, India. 
Mycoses 34:437–441. 

Schreck C. B., Fitzpatrick M. S., Marking L. L., Rach J. J., Schreier T. M., 1993 Research to 
identify effective antioomycete agents. Annual Report 1992 of Bonneville Power 
Administration (BPA) No. 89–054, Department of energy, Oregon, USA, 30 pp. 

Sosa E. R., Landsberg J. H., Kiryu Y., Stephenson C. M., Cody T. T., Dukeman A. K., Wolfe H. 
P., Vandersea M. W., Litaker R. W., 2007 Pathogenicity studies with the fungi 
Aphanomyces invadans, Achlya bisexaulis, and Phialemonium dimorphosporum: 
induction of skin ulcers in striped mullet. Journal of Aquatic Animal Health 19:41–48. 

Sreevatana W., 1993 Fish diseases in Thailand: status and problems. Proceedings of the 
aquaculture workshop for SEAFDEC/AQD training, Alumni, Iloilo, Philippines, pp. 62–67. 



AACL Bioflux, 2014, Volume 7, Issue 6. 
http://www.bioflux.com.ro/aacl 542 

Srivastava R. C., 1980 Fungal parasites of certain freshwater fishes of India. Aquaculture 
21:387–392. 

Thompson J. D., Higgins D. G., Gibson T. J., 1994 CLUSTAL W: improving the sensitivity of 
progressive multiple sequence alignment through sequence weighting, position-specific 
gap penalties and weight matrix choice. Nucleic Acids Research 22:4673–4680. 

Tonguthai K., 1985 A preliminary account of ulcerative fish diseases in the Indo–Pacific 
region: a comprehensive study based on Thai experiences. Ministry of Agriculture and 
Cooperatives, Department of Fisheries, Bangkok, 39 pp. 

Wada S., Yorisada Y., Kurata O., Hatai K., 2003 Histological detection of aquatic fungi by 
Uvitex 2B, a fluorescent dye. Fish Pathology 38:49–52. 

White T. J., Bruns T., Lee S. B., Taylor J. W., 1990 Amplification and direct sequencing of 
fungal ribosomal RNA genes for phylogenetics. In: PCR Protocols: a guide to methods 
and applications. Innis M. A., Gelfand D. H., Sninsky J. J., White T. J. (eds), Academic 
Press, New York, pp. 315–322.  

Willoughby L. G., Lilley J. H., 1992 The ecology of aquatic fungi in Thailand and the  fish 
diseases relationship. The Aquatic Animal Health Research Institute Newsletter Article 
1:5–6. 

Yuasa K., Kamaishi T., Hatai K., Bahnnan M., Borisutpeth P., 2008 Two cases of streptococcal 
infections of cultured tilapia in Asia. In: Diseases in Asian aquaculture VI. Bondad-
Reantaso M. G., Mohan C. V., Crumlish M., Subasinghe R. P. (eds), Fish Health Section, 
Asian Fisheries Society, Manila, Philippines, pp. 259–278. 

Yuasa N., Chaloakpantharat P., Teabsree S., 2000 Fungal diseases in economically important 
fishes and disease prevention (in Thai with English Abstract). KKU fund for research 
reports, Khon Kaen University, 25 pp. 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Received: 05 November 2014. Accepted: 19 December 2014. Published online: 21 December 2014. 
Authors: 
Kwanprasert Panchai, Applied Taxonomic Research Center, Department of Biology, Faculty of Science, Khon 
Kaen University, Khon Kaen, 40002, Thailand, e-mail: t_kw@hotmail.com 

Chutima Hanjavanit, Applied Taxonomic Research Center, Department of Biology, Faculty of Science, Khon 
Kaen University, Khon Kaen, 40002, Thailand, e-mail: chuhan@kku.ac.th 

Nilubon Rujinanont, Department of Fisheries, Faculty of Agriculture, Khon Kaen University, Khon Kaen, 40002, 
Thailand, e-mail: nkitancharoen@yahoo.com 

Shinpei Wada, Laboratory of Aquatic Medicine, School of Veterinary Medicine, Nippon Veterinary and Life 
Science University, Tokyo 180–8602, Japan, e-mail: swada@nvlu.ac.jp 
Osamu Kurata, Laboratory of Aquatic Medicine, School of Veterinary Medicine, Nippon Veterinary and Life 
Science University, Tokyo 180–8602, Japan, e-mail: kurata@nvlu.ac.jp 
Kishio Hatai, Microbiology and Fish Disease Laboratory, Borneo Marine Research Institute, Universiti Malaysia 
Sabah, 88400, Kota Kinabalu, Malaysia, e-mail: khatai0111@nvlu.ac.jp 
This is an open-access article distributed under the terms of the Creative Commons Attribution License, which 
permits unrestricted use, distribution and reproduction in any medium, provided the original author and source 
are credited.  
How to cite this article: 
Panchai K., Hanjavanit C., Rujinanont N., Wada S., Kurata O., Hatai K., 2014 Freshwater oomycete isolated 
from net cage cultures of Oreochromis niloticus with water mold infection in the Nam Phong River, Khon Kaen 
Province, Thailand. AACL BIOFLUX 7(6):529-542. 
 


