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Abstract: The study aims to evaluate the infection prevalence, virulence gene distribution and an-
timicrobial resistance of Aeromonas hydrophila associated in diseased outbreaks of cultured freshwater
fish in Northern Vietnam. The confirmed A. hydrophila were screened for the presence of the five
pitutative-virulence genes including aerolysin (aerA), hemolysin (hlyA), cytotonic enterotoxin (act),
heat-labile cytotonic enterotoxin (alt), and heat-stable enterotoxin (ast), and examined the suscep-
tibility to 16 antibiotics. A total of 236 A. hydrophila isolates were recovered and confirmed from
506 diseased fish by phenotypic tests, PCR assays, and gyrB, rpoB sequenced analyses, corresponding
to the infection prevalence at 46.4%. A total of 88.9% of A. hydrophila isolates harbored at least one of
the tested virulence genes. The genes aerA and act were most frequently found (80.5% and 80.1%,
respectively) while the ast gene was absent in all isolates. The resistance to oxacillin, amoxicillin
and vancomycin exhibited the highest frequencies (>70%), followed by erythromycin, oxytetracy-
cline, florfenicol, and sulfamethoxazole/trimethoprim (9.3-47.2%). The multiple antibiotic resistance
(MAR) index ranged between 0.13-0.88 with 74.7% of the isolates having MAR values higher than
0.2. The results present a warning for aquaculture farmers and managers in preventing the spread of
A. hydrophila and minimizing antibiotic resistance of this pathogen in fish farming systems.

Keywords: Aeromonas hydrophila; infection prevalence; virulence genes; antimicrobial resistances;
freshwater fish; Vietham

1. Introduction

Freshwater fish farming represents a substantial proportion in the aquaculture indus-
try, particularly in developing countries providing food and livelihood and contribution
to the regional economy [1]. A great diversity of freshwater aquatic organisms has been
cultured, of which, tilapia; carp; and catfish are the major species in global aquaculture
production [1,2]. Recently, the farming systems of these species have been shifted from
simple traditional to intensive culture methods [1,3]. In the intensive practices, animals
are confined in densely stocked and often high organic load conditions which trigger the
development and spread of pathogenic bacteria [4,5]. The problems and economic losses
related to bacterial diseases have, therefore, become increasingly frequent.

Aeromonas spp. are commonly found in freshwater, estuarine, and saltwater envi-
ronments [6-8]. Members of this genus have been the focus of attention because of their
potential to act as pathogens on a wide range of hosts not only in fish, amphibians, and
reptiles but also in mammals, including humans [8,9]. Among Aeromonas species that cause
fish diseases, A. hydrophila has been identified as one of the most dangerous pathogens
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causing mortality outbreaks in a diversity of cultured fish species [6,10] and has been
responsible for huge economic losses in various countries [11,12].

The infection of farmed and wild fish by A. hydrophila is characterized as hemorrhagic
septicemia with signs of ulceration, hemorrhaging, and fin erosion [6]. The disease displays
chronic traits that persist for weeks, the mortality rate gradually increases and high cumula-
tive mortality can occur [13]. More critically, due to the capacity of human infection, the A.
hydrophila diseased fish proposed a potential risk to human health through foodborne [14].
The capacity of A. hydrophila to cause diseases relates to a variety of virulence factors which
are complex and multifactorial [8,15]. Among them, hemolysin (hlyA), aerolysin (aerA),
cytotoxic heat-labile enterotoxin (act), cytotonic heat-labile enterotoxin (alt), and cytotonic
heat-stable enterotoxin (ast) are well-known virulence factors and likely related to the
hemorrhagic septicemia symptoms on the infected fish and animals [16,17].

To prevent and treat bacterial infections in aquaculture, antibiotics are commonly
used via medicated feed or direct addition to the culture water [18]. These administration
methods often result in heavy use of antibiotics, broader aquatic areas exposed and a
wide range of bacteria impacted to the drugs in comparison to the use of antibiotics in
terrestrial animal production [19]. The potential consequences of antibiotic overuse or
misuse include the development of antibiotic-resistant bacteria, transferring of resistance
traits to the bacterial community, and reducing the efficacy of antibiotic treatment for
human and animal diseases [20,21].

Tilapia, channel catfish and carp (common carp and grass carp) are main culture
species in Northern Vietnam. Their fast growth rate, ease to culture, and ability to fetch
very good market prices have contributed towards the rapid expansion of the culture area,
and they have become favorable culture species in this region. Although intensive farming
systems of those freshwater fish have rapidly developed, increased in economic importance,
and contributed to the achievement of the top 3 seafood exporting countries [22], the
information on infection by A. hydrophila in freshwater fish is limited, particularly in
Northern Vietnam. The aim of this study was, therefore, to identify the prevalence of
infection, the presence of the genes encoding relevant virulence factors and antimicrobial
resistance of A. hydrophila isolated from freshwater fish in this region.

2. Results
2.1. Clinical Signs and Gross Lesions

The diseased freshwater fish in this study exhibited obvious critical symptomes, in-
cluding abnormal swimming behavior at the water surface, reduction in feed intake, pale
or darker skin with or without ulcer formation, hemorrhage around their mouth, opercu-
lum, fin bases, fin erosion and swollen belly with hemorrhagic protrusion from the anal
opening was also observed (Figure 1). In most of the inspected fish samples, gross lesions
were mainly hemorrhagic and enlarged liver, gallbladder and spleen, empty or partially
empty stomach and intestine, and enlarged and darkened posterior kidney. The impacted
ponds/cages initially showed sporadic mortality and later mass mortality of infected fish.
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Figure 1. Clinical symptoms and gross lesions of diseased fish infected with A. hydrophila. The clinical
signs of heavy hemorrhage around the fish’s mouth, operculum, and fin bases, and fin erosion of
tilapia (A1), grass carp (B1) and channel catfish (C1); and gross lesions of enlarged gall bladder and
liver, enlarged and darkened spleen, hemorrhage and empty stomach and intestines in infected
tilapia (A2), grass carp (B2), channel catfish (C2).

2.2. Aeromonas Hydrophila Identification

A total of 458 bacterial isolates from diseased fish grew well on the Rimler—Shotts (RS)
medium with small smooth and yellow colonies consisting of Gram-negative, rod-shaped,
and motile bacilli were recovered and tentatively identified as Aeromonas species. The
results of the phenotypic tests revealed that 338/458 isolates were identical to those of the
reference A. hydrophila strain ATCC 7966 (Supplementary Table S1), accounted for 73.1% of
the total isolates recovered from diseased fish.

PCR assays successfully amplified both the 165 rRNA gene of Aeromonas genus (953 bp)
and species-specific A. hydrophila gene (625 bp) of 255/338 isolates, including 102, 95 and
58 isolates from tilapia, carp, and channel catfish, respectively (Figure 2).

The BLASTing analyses of gyrB and rpoB sequences revealed that 236 /255 isolates
were most precise identification as A. hydrophila due to their sequences shared the highest
identities to those of other A. hydrophila in Genbank database and to those of the reference
A. hydrophila strain ATCC 7966 (ranged 99.1-99.2%, and 98.4-99.1% for gyrB and rpoB
sequences, respectively) (Table S2). Another 12 isolates with the sequence similarity
below 97% (both or neither gyrB and/or rpoB) to the reference strain were subjected as
misidentification. Due to a large number of isolates, the sequences of gyrB and rpoB genes
from 16 representative isolates (including the highest and lowest sequence identities to
those of A. hydrophila ATCC 7966) were submitted to Genbank under accession number
MW827771-MW827786 (for gyrB genes), MW848421- MW848436 (for rpoB genes) and
used for phylogenetic analysis. The derived neighbor-joining trees using gyrB and rpoB
sequences in this study with other Aeromonas species in Genbank database revealed that
the isolates of the present study are most closely related to A. hydrophila strain ATCC 7966
(Figures 3 and 4). Based on the number of A. hydrophila isolates that were conclusively
identified (236 isolates), the detection frequency of this pathogen was at 46.4%, on average,
and no significant difference was shown in the frequencies of this bacteria detected on
diseased tilapia, carp and channel catfish (p > 0.05) (Table 1).
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Figure 2. Amplified products of representative A. hydrophila isolates from tilapia (n = 5), carp (n = 4)
and channel catfish (n = 4) of Aeromonas genus (953 bp)—upper ranges and A. hydrophila species
(625 bp)—lower ranges: M: DNA ladder; lane 1-13 representative isolates from diseased fish; lane
14-negative control; lane 15-positive control (A. hydrophila ATCC 7966).
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Figure 3. Phenotypic analysis based on gyrB sequences of the representative isolates recovered
from the three fish hosts with those of other of Aeromonas species retrieved from Genbank using the
neighbor-joining method. Bootstraps of 2000 replicates were performed.
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Figure 4. Phenotypic analysis based on rpoB sequences of the representative isolates recovered
from the three fish hosts with those of other of Aeromonas species retrieved from Genbank using the
neighbor-joining method. Bootstraps of 2000 replicates were performed.

Table 1. Prevalence of A. hydrophila isolated from diseased tilapia, carp and channel catfish.

Number of Isolates

Fish Species T(;t:llnn(l). of R'ecovered on Confirmed .by Confirmed by Confirmed Detection
pres Rimler-Shotts Phenotypic PCR bySequencing  Frequencies (%)
Medium Tests
Tilapia 198 187 136 102 93 47.0
Carp 187 156 118 95 89 47.6
Channel catfish 121 115 84 58 54 44.6
Total/mean 506 458 338 255 236 46.4

2.3. Virulence Genes Characteristics

The presence of the five putative virulence genes in A. hydrophila isolated from diseased
fish samples is shown in Table 2 and Figures 5 and 6. Of all isolates, no selected virulence
gene was detected in 11.1% of the isolates while the other 88.9% isolates harbored at least
one virulence gene. The Fisher’s exact test showed no significant difference in the detection
frequency of each virulence gene on A. hydrophila isolates among the three fish species
(p > 0.05). The highest frequencies of the isolates (39.2%) were found carrying 3/5 virulence
genes and the proportion of isolates harboring 1/5,2/5 and 4/5 virulence genes accounted
for 12.1%, 13.5% and 24.1%, respectively. On average, aerolysin (aerA, 80.5%) and cytotoxic
enterotoxin (act, 80.1%) were the most frequently detected virulence genes in A. hydrophila
isolates from the three freshwater fish species. Hemolysin A (hlyA) was detected at a lower
frequency of 59.7%, followed by the occurrence rates of heat-labile cytotonic enterotoxin
(alt) gene 44.9%. In contrast, the heat-stable enterotoxin (ast) gene was not detected in any
of the 236 isolates.
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Table 2. Detection frequencies of the five virulence genes in A. hydrophila isolated from
tilapia, carp and channel catfish.

Detection Frequencies % (N)

Virulence Genes Tilapia Carp Channel Catfish Mean

(n =93) (n =89) (n =54) (n = 236)

hlyA 58.1 (54) 63.0 (56) 57.5 (31) 59.7 (141)

aerA 83.9 (78) 79.8 (71) 76.0 (41) 80.5 (190)

act 83.9 (78) 76.5 (68) 79.7 (43) 80.1 (189)

alt 42.0 (39) 47.2 (42) 463 (25) 44.9 (106)

ast 0 (0) 0(0) 0(0) 0(0)

60 - ®|0/5
o1/s5
20 1 82/5
40 . @3/5
4/5

30 A

20 A

Detection frequencies of isolates (%)

Tilapia Carp Channel catfish

Figure 5. The detection frequencies of the A. hydrophila isolates from cultured tilapia, carp, and channel catfish carrying
0—4 virulence genes out of the 5 tested genes in the study.

Figure 6. PCR amplification of virulence genes carried in representative A. hydrophila isolates. M: DNA ladder; lane 1-7
representative amplified products of act gene (232 bp) (A); aerA gene (431 bp) (B); hlyA gene (597 bp) (C); and alt gene
(442 bp) (D).
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2.4. Antibiotic Susceptibility Patterns

Examination of antimicrobial susceptibility to 16 antimicrobials was performed on all
236 confirmed A. hydrophila isolates in this study. The results demonstrated that all isolates
from tilapia, carp and channel catfish exhibited a serious and varying degree of resistance
to all the tested antimicrobial agents.

Oxacillin (Ox), amoxicillin (Ax) and vancomycin (Va) showed the highest resistance
frequencies (>70%) in A. hydrophila isolates from the three fish species. The resistance rate
reached up to 100% for oxacillin and amoxicillin in the isolates from carp and channel
catfish. The resistance ratio to neomycin (Ne) was approximately 80% of the isolates from
tilapia, significantly higher than those of the isolates from carp (21.3%) and channel catfish
(29.6%) (p < 0.05, Tables 3 and 4).

Table 3. Antimicrobial susceptibility profiles of A. hydrophila isolates from tilapia, carp and channel catfish.

Antimicrobial Agents

Antimicrobial Susceptibility of A. hydrophila (N = 236)

Tilapia (n = 93) Carp (n = 89) Channel Catfish (n = 54)

S (%) I (%) R (%) S (%) I (%) R (%) S (%) I(%) R (%)

Penicillins (PNs)

Oxacillin (Ox)
Amoxicillin (Ax)

0(0) 44(4)  957(89)  0(0) 0(0)  100(89)  0(0) 93(5)  90.8 (49)
151(14) 76(7) 775(72) 34(3) 00)  967(86)  0(0) 0(0) 100 (54)

B-Lactam/(3-Lactamase inhibitor combination (BL/BLI)

Amoxicillin-Clavulanic

764 (71) 151(14) 87(8) 73.1(65) 18(16) 9.0(8) 68.6(37) 167(9)  14.9(8)

acid (AC)
Cephems (CPs)
Ceftriaxone (Ct) 69.9 (65) 44(4) 259(24) 95.6(85)  4.5(4) 0(0) 90.8(49) 9.3 (5) 0(0)
Cefuroxime (Cu) 81.8(76) 54() 13.0(12) 96.7(86)  0(0) 34(3) 100 (54) 0(0) 0(0)
Cefotaxime (Cx) 775 (72) 0(0) 22.6(21) 96.7 (86) 0(0) 3.4(3) 100 (54) 0(0) 0(0)

Macrolides (MCs)

Erythromyecin (Er)

24.8(23) 32.3(30) 43.1(40) 383(34) 147(13) 472(42) 575(31) 334(18) 9.3(5)

Quinolones (QLs)

Nalidixic (Na)

54.9 (51) 0(0) 452 (42) 46.1 (41) 3.4 (3) 50.6 (45) 53.8(29) 9.3 (5) 37.1(20)

Sulfonamides (SULs) (Folate pathway inhibitors)

Sulfamethoxzole-
Trimethoprim (SM/TM) 36.6(34) 183(17) 452(42) 75.3(67) 0(0) 248(22) 686(37) 93(5) 223(12)
Aminoglycosides (AMGs)
Neomycin (Ne) 44(4) 162(15) 79.6(74) 42.7(38) 36.0(32) 21.4(19) 389(21) 31.5(17) 29.7(l6)

Glycopeptide (GLs)

Vancomycin (Va)

33(3) 151(14) 81.8(76) 6.8(6) 20.3(18) 73.1(65)  0(0) 16.7(9)  83.4 (45)

Flouroquinolones (FQN’s)

Ofloxacin (Of)
Norfloxacin (No)

495(46) 87(8)  42(39) 79.8(71) 34(3) 169(15) 61.2(33) 389(21)  0(0)
635(59) 24.8(23) 11.9(11) 832(74) 34(3) 135(12) 77.8(42) 22.3(12)  0(0)

Tetracyclines (TCs)

Doxycycline (Dx)

882(82) 97(9)  22(2) 753(67) 18(16) 68(6) 100(54)  0(0) 0(0)

Oxytetracycline (OTC) 59.2(55) 44(4) 36.6(34) 55.1(49) 0(0) 45 (40)  70.4 (38) 0(0) 29.7 (16)
Amphenicols (AMPs)
Florfenicol (Fl) 721(67) 33(3) 248(23) 76.5(68) 0(0) 23.6 (21) 83.4(45) 0(0) 16.7 (9)
Overall
Average (%) 48.5 10.6 40.9 59.0 7.6 334 60.6 12.3 27.1

R = resistant; I = intermediate; S = susceptibility; n = number of isolates from each source; N: total number of isolates.
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Table 4. Antimicrobial-resistant phenotypes of the isolates confirmed from tilapia, carp and channel catfish.

The Ratio of Isolates—% (N)

No of Drugs Resistance Phenotypes Tilapia Carp Channel Catfish
n=93 n=2_89 n=>54
2 Ox + Ax 2.2(2) 3.4 (3) 16.7 (9)
Ox + Ne + Va 7.6 (7) 0(0) 0(0)
Ox + Ax + Ne 3.3(3) 0(0) 0(0)
3 Ox + Ax + Na 0(0) 23 () 0(0)
Ox + Ax + Va 0(0) 21.4 (19) 204 (11)
Ox + Ax + Na + Va 44 (4) 34 (3) 13 (7)
Ox + Ax + Of + Ne 3303 343 0(0)
4 Ox + Ax + Ne + Va 22(2) 0(0) 0(0)
Ox + Ax +Va + Fl 0(0) 45 (4) 0(0)
Ox + Ax + Na + Ne + Va 3.3 0(0) 11.2 (6)
Ox + Ax + Er + Ne + Va 5.4 (5) 5.7 (5) 0(0)
Ox + Ax + SM/TM + Fl1 + OTC 0(0) 3.4 (3) 0(0)
5 Ox + Ax + Na + Va + OTC 0(0) 3.4 (3) 7.5 (4)
Ox + Ax + SM/TM + Va + OTC 0(0) 1.2(1) 0(0)
Ox + Ax + Er + Na + OCT 0(0) 18 (16) 0(0)
Ox + Ct+ Cx + Va+ Fl+ OTC 5.4 (5) 0(0) 0(0)
Ox + Ax + Er + SM/TM + Ne + Va 3.3 0(0) 0(0)
Ox + Ax + SM/TM + Ne + Va + OTC 33(3) 34 (3) 0(0)
Ox + Ax + Er + Na + Ne + OTC 2.2(2) 0(0) 0(0)
6 Ox + Ax + Cu +SM/TM + Ne + Va 3.3(3) 0(0) 0(0)
Ox + Ax + Ac + Er + Ne + Va 44 (4) 0(0) 9.3 (5)
Ox + Ax + Er + Of + Ne + Va 1.1(1) 0(0) 0(0)
Ox + Ax + SM/TM + Va + Fl + OTC 0(0) 0(0) 7.5 (4)
Ax +SM/TM + Ne + Va + Fl + OTC 0(0) 0(0) 9.3 (5)
Ox + Ax + Ct + Er + Ne + Va + OTC 3.3(3) 0(0) 0(0)
Ox + Ax + SM/TM + Ne + Va + Fl + OTC 2.2(2) 0(0) 0(0)
Ox + Ax + Na + SM/TM + Ne + Va + F1 3.3(3) 0(0) 0(0)
7 Ox + Ax + Na + Of + Ne + Va + OTC 44(4) 0(0) 0(0)
Ox + Ax + Ac+ Na + Of + No + Va 0(0) 3.4(3) 0(0)
Ox + Ax+ Ac + Na + SM/TM + Va + OTC 0(0) 0(0) 5.6 (3)
Ox + Ct + Cx + Cu + Of + Ne + Va + OTC 2.2 (2) 0(0) 0(0)
Ox + Ct + Cx + Na + Of + SM/TM + Ne + OTC 3.3(3) 0(0) 0(0)
Ox + Ax + Er + Na + Of + SM/TM + Ne + Va 5.4 (5) 0(0) 0(0)
8 Ox + Ax + Er + Na + Of + No + SM/TM + Va 5.4 (5) 4.5 (4) 0(0)
Ox + Ax + Ac + Er + Na + Of + Ne + Va 1.1(1) 3.4 (3) 0(0)
Ox + Ax + Er + No + SM/TM + Va + Fl + OTC 0(0) 34(3) 0(0)
Ox + Ax + Er + Na + SM/TM + Va + Fl + OTC 0(0) 2.3(2) 0(0)
Ct+Cx+ Na + Of + No + SM/TM + Ne + Fl + OTC 4.4 (4) 0(0) 0(0)
9 Ox + Ax + Er + Na + Of + SM/TM + Va + F1 + OTC 3.3(3) 0(0) 0(0)
Ox + Ax + Er + Na + SM/TM + Va + Dx + Fl + OTC 0(0) 4.5 (4) 0(0)
Ox + Ax + Er + Na + Of + SM/TM + Ne + Va + Fl + OTC 1.1(1) 0(0) 0(0)
10 Ox + Ax + Cu + Cx + Er + Na + Ne + Va + Fl + OTC 0(0) 3.4 (3) 0(0)
Ox + Ax+ Ct+ Cu+Cx + Er+ Na + Of + SM/TM + Ne + Va + Fl 2.2(2) 0(0) 0(0)
12 Ox + Ax+ Ac+ Ct+ Cu + Cx + Er + Of + SM/TM + Ne + Va + Fl 3.3(3) 0(0) 0(0)
Ox + Ax + Ac + Er + Na + Of + No + SM/TM + Ne + Va + Fl + OTC 0(0) 23(2) 0(0)
14 Ox + Ax + Ct + Cu + Cx + Er + Na + Of + No + SM/TM + Ne + Va + Dx + OTC 22(2) 0(0) 0(0)

All of the A. hydrophila isolates from channel catfish were susceptible to the six an-
timicrobial agents including cefotaxime (Ct), ceftriaxone (Cx), cefuroxime (Cu), ofloxacin
(Of), norfloxacin (No), and doxycycline (Dx). A similar resistance outcome to cefotaxime
was also detected in the isolates from carp and low resistance frequencies (<15%) were
observed to the other five drugs. In contrast, the isolates from tilapia exhibited variable
degrees of resistance to those antimicrobial agents at below 15% to cefuroxime, norfloxacin
and doxycycline; and from 22.6 to 41.9% for cefotaxime, ceftriaxone and ofloxacin. All
isolates expressed resistance frequencies below 15% to the combination of amoxicillin
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and clavulanic acid and slightly higher resistance frequencies (16.7-24.7%) were observed
to florfenicol.

Relatively higher resistance ratios were found in A. hydrophila isolates from tilapia
and carp to erythromycin (Er), nalidixic acid (Na) and oxytetracycline (OTC) (36.6-50.6%)
compared to those of isolates from channel catfish (9.3-37.0%). The resistance rate of tilapia
isolates to the combination of sulfamethoxazole and trimethoprim (SM/TM, 45.2%) was
significantly higher than that of isolates from carp (22.2%) and channel catfish (24.7%),
(p <0.05).

The overall multiple antibiotic resistance (MAR) index ranged from 0.13 to 0.88,
corresponding to 100% A. hydrophila isolates resistant to at least two antimicrobial agents.
The highest MAR values of tilapia, carp, and channel catfish isolates were 0.88, 0.75, and
0.44, respectively (Figure 7). In total, 74.7% of the A. hydrophila isolates were observed
with MAR > 0.2 (87.6% of isolates from tilapia, followed by those of carp and channel
catfish, at 73.3 and 63.2%, respectively). Almost 64% of the tilapia isolates were resistant to
6/16 to 8/16 antimicrobial agents, while 16.3% of the isolates showed resistance to more
than 8 drugs (MAR > 0.5). On carp, more than 66% of the isolates resisted 3/16 to 5/16
antibiotics while more than 94% of the isolates from channel catfish resisted 2/16 to 6/16
of the antimicrobial agents.

.

B Tilapia
B Carps

# Channel catfish

2l g@ﬁ

0.57 0.63 0.75 0.88

0.38 0.5

6/16 8/16
MAR index

9/16 10/16 12/16 14/16

Figure 7. The distributions of multiple antibiotic resistances (MAR) of A. hydrophila isolates from cultured tilapia, carp, and
channel catfish. None of the isolates was resistant to only 0 or 1 agent. The values 2/16 to 14/16 mean that the isolates
showed resistance to 2 to 14 out of 16 antimicrobial agents with the corresponding MAR values.

3. Materials and Methods
3.1. Sample Locations and Clinical Examination of Diseased Fish

In 2019-2020, a total of 506 diseased fish (moribund or recently died) of three cultured
species including tilapia (198 samples), carp (mainly common carp and grass carp; 187 sam-
ples), and channel catfish (121 samples) were collected from 54 farms of the major culture
areas located in sixteen provinces in Northern Vietnam (Figure 8). The fish samples were
placed in sterile sealed plastic bags, transferred to the laboratory of the Department of
Aquatic Environment and Fish Pathology—Faculty of Fisheries, Vietham National Univer-
sity of Agriculture (VNUA) in a cold box (below 4 °C), and immediately analyzed. Clinical
signs and gross features of all diseased fish were observed and recorded.
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Figure 8. A map showing the provincial sites (indicated by red color) from which diseased fish were collected in the study.

3.2. Bacterial Culture and Isolation

For detection of A. hydrophila in fish, the skin surface was first sterilized by swabbing
with 70% ethyl alcohol before making dissection incisions. Samples of liver, kidney and
spleen were streaked on Rimler-Shotts (RS) agar plates (Himedia, India), followed by
incubation at 28 °C for 18-24 h. The presumptive colonies (yellow) were selected and
re-isolated three times, followed by the determination of colony and bacterial morphology.
Subsequently, isolates were stored in brain heart infusion (BHI) broth supplemented with
15% glycerol and kept at —80 °C for further examination.

3.3. Bacterial Identification

Conventional identification of Aeromonas species based on phenotypic methods is chal-
lenging due to the heterogeneous nature of the species [23]. Identification of A. hydrophila
in the present study was, therefore, conducted using a combination of phenotypic tests
and molecular methods. For phenotypic identification, the following tests were conducted
including shape and color of colonies on Rimler—Shotts media, cell morphology, motil-
ity, catalase, cytochrome oxidase (OX), Voges—Proskauer (VP), hemolysis of sheep RBCs,
sensitivity to 0/129 (150 ug), indole production (IND), urease production (URE), citrate
utilization (CIT), glucose fermentation, H,S production, arginine dihydrolase (ADH), ly-
sine decarboxylase (LDC), ornithine decarboxylase (ODC), melibiose fermentation (MEL),
amygdalin fermentation (AMY), arabinose fermentation (ARA), inositol fermentation
(INO), mannitol fermentation (MAN), tryptophane deaminase (TDA), gelatin hydrolysis
(GEL). The isolates were selected if all test results were identical to those of the reference
A. hydrophila strain ATCC 7966 (Supplementary Table S1).

For molecular identification, the genomic DNA of bacterial isolates was extracted
using the InstaGene matrix (Bio-Rad laboratories, Hercules, CA, USA) according to the
manufacturer’s protocol. All the suspected isolates which were screened by the phenotypic
tests were subjected to PCR examination using primer sets to detect specific Aeromonas
genus (953 bp) and Aeromonas hydrophila species (AeroH; 625 bp) as described in previous
studies [24,25] (Table 5). PCR reaction mixtures and conditions were modified from pre-
vious study [25]. In brief, PCR reaction mixtures (total 20 pL) included 10 uL of Gotaq
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Green Master Mix (Promega, Madison, WI, USA), 1.5 uL of specific primer (each of forward
and reverse), 3 uL. DNA template and 4 puL of DNA-free distilled water. The mixtures
were then placed in a thermal cycler for amplification under the following conditions: an
initial denaturation of 4 min at 94 °C; 35 cycles consisting of denaturation at 95 °C for 30 s,
annealing at 58 °C for 30 s, and extension step at 72 °C for 60 s; and a final extension for
7 min at 72 °C. The amplified products were then analyzed by electrophoresis on a 1%
agarose gel containing Redsafe nucleic acid staining solution (Intron, Korea). The images
were captured digitally using a Gel image system (Hercules, CA, USA).

Due to the complexity of Aeromonas species identification, the specific genes sequence
analyses were conducted after PCR examination [26]. The DNAs of the PCR-positive
isolates were used for sequencing the housekeeping genes gy+B (~1100 pb) and rpoB (560 bp)
with the corresponding primer sets presented in Table 5. The sequences of gyrB and rpoB
genes of the suspected A. hydrophila isolates were evaluated the identity to other Aeromonas
species and A. hydrophila ATCC 7966 from the Genbank database. The representative
sequences of gyrB and rpoB genes and those of other Aeromonas species were aligned using
ClustalW [27], and phylogenetic trees were then constructed using the neighbor-joining
method [28] in Mega X software [29].

Table 5. Primers used for A. hydrophila identification in this study.

Gene Primers DNA Sequence (5 —3) Product Size (bp) References
Aero165-F CTACTTTTGCCGGCGAGCGG
165 rRNA Aerol6S-R TGATTCCCGAAGGCACTCCC 953 [24]
Aorol] AeroH-F GAAAGGTTGATGCCTAATACGTA o5 [25]
ero AeroH-R CGTGCTGGCAACAAAGGACAG
gyrB 3F TCCGGCGGTCTGCACGGCGT
gyrB gyrB 14R TTGTCCGGGTTGTACTCGTC 1110 [30]
0B PasrpoB-L GCAGTGAAAGARTTCTTTGGTTC 560 (1]
P RpoB-R GTTGCATGTTNGNACCCAT

3.4. Virulence Genes Detection

The presence of the genes encoding enterotoxins (act, alt, ast) and hemolysins (hlyA
and aerA) in the genome of A. hydrophila isolates was detected by PCR using specific primers
described in previous studies [32-34] (Table S3). The protocols of DNA extraction and PCR
reaction mixture were similar to those used in bacterial identification on the corresponding
primers. The thermal conditions consisted of an initial denaturation of 94 °C for 3 min;
followed by 35 cycles of amplification, each consisting of 94 °C denaturation for 30 s,
annealing for 50 s at 1 °C below the lowest Tm of a given primer pair reported by the
previous authors (Table S3); and 72 °C extension for 10 min. The PCR products were then
subjected to electrophoresis, visualized, and photographed in a similar manner to the
protocol used for bacterial identification.

3.5. Antimicrobial Susceptibility Testing

The susceptibility of A. hydrophila isolates to antibiotics was examined using the
disc diffusion technique according to the guidelines of the Clinical Laboratory Standards
Institute (CLSI) [35]. Sixteen antibiotics of 11 antibiotic classes/subclasses were tested
including two penicillins: oxacillin (Ox, 1 ug) and amoxicillin (Ax, 10 ug); one 3-Lactam/3-
Lactamase inhibitor combination (BL/BLIs): amoxicillin-clavulanic acid (Ac, 20/10 ug);
three cephalosporins: cefotaxime (Ct, 30 pg), cefuroxime (Cu, 30 pg), and ceftriaxone
(Cx, 30 pg); one macrolide: erythromycin (Er, 15 pg); one quinolone: nalidixic acid (Na,
30 pg); one sulfonamide: sulfamethoxazole/trimethoprim (SM/TM, 23.75/1.25 ug); one
aminoglycosides: neomycin (Ne, 30 pg); one glycopeptide: vancomycin (Va, 30 ug); two
fluoroquinolones: ofloxacin (Of, 5 ng) and norfloxacin (No, 10 ug); two tetracyclines:
doxycycline (Dx, 30 ug) and oxytetracycline (OTC, 30 pg); and one amphenicol: florfenicol
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(F1, 30 pg). The selected antibiotics are the commonly used drugs or highly detected
frequencies in aquatic environments surrounding the aquaculture areas in Vietnam [36-39].

Aeromonas hydrophila isolates were grown in Mueller—Hinton (MH) broth and were
adjusted to reach a McFarland turbidity of 0.5. The suspension was then spread onto
Mueller-Hinton agar by a sterilized cotton swab. Antibiotic discs were placed onto the
inoculated plates and incubated at 28 °C. The zones of inhibition were recorded and classi-
fied as susceptible, intermediate, and resistant according to zone diameter interpretation
standards described in the CLSI M100-525 [35]. Since as the CLSI breakpoint for A. hy-
drophila includes only a few antimicrobial agents, CLSI breakpoints for Enterobacteria were
instead used. The multiple antibiotic resistance (MAR) index of the isolates was calculated
as described by Krumperman [40], in which MAR = a/b, where ‘a’ represents the number
of antibiotics to which the isolate was resistant and ‘b’ represents the total number of
antibiotics to which the isolates were exposed for susceptibility testing.

3.6. Data Analysis

The prevalence of infection, detection frequencies of virulence genes and antibiotic
resistance ratios of A. hydrophila isolated from the three fish species (tilapia, carp, and
channel catfish) were compared with Fisher’s exact test using SPSS software (version 20).
For all the analyses, statistical significance was determined if a two-tailed p-value was no
more than 0.05.

4. Discussion

Freshwater fish farming has accounted for almost 50% of the world’s aquaculture
production [1]. Of this, tilapia, carp and catfish represent the primary cultured species
globally and in Northern Vietnam [41]. The farming systems of these species have recently
been shifted toward intensive modes characterized by a high organic matter load and high
stocking densities, which are the favorable conditions for bacterial disease outbreaks. In the
present study, 46.4% of diseased fish with the typical hemorrhagic septicemia symptoms
were infected with A. hydrophila, which reveals the predominance of this pathogen in
freshwater fish farming in Northern Vietnam and constitutes a huge economic loss due
to the high accumulative mortality of fish in impacted ponds/cages. The current study
showed no significant difference in detection frequencies of A. hydrophila among diseased
tilapia, carp, and channel catfish. The development of cage culture with multiple species in
open systems (rivers, lakes) and /or inadequate water management in earth ponds probably
caused similar infection frequencies between fish, creating favorable conditions to spread
this pathogen among fish farms.

Aeromonas hydrophila has emerged as an important foodborne pathogen worldwide [42,43].
The consumption of contaminated water and aquatic food products are considered the
main sources of human Aeromonas infection [44]. A. hydrophila can cause gastrointestinal as
well as extra-intestinal infections in humans [45,46]. There is evidence demonstrated the
relationship between the presence of virulence-associated factors and the virulence increase
in fish and other hosts [47]. In the present study, 88.9% of the A. hydrophila isolates from
diseased fish carried the tested virulence genes and 39.2% of isolates carried 3/5 virulence
genes. The result indicates that most of the A. hydrophila isolates from diseased tilapia,
carp and channel catfish had a high potential pathogenicity on fish and potentially on fish
consumers. Their infection is likely responsible for hemorrhagic septicemia symptoms
in the fish hosts. However, although all the fish infected with A. hydrophia in this study
exhibited similar clinical symptoms and gross lesions, 11.1% of the isolates had none of the
tested virulence genes. The results suggest for these isolates the possible involvement of
other virulence genes and pathogenic factors not investigated in this study, such as genes
encoding proteases and lipase, in inducing hemorrhagic septicemia symptoms in diseased
fish [34,48], or the concurrence of infection with other pathogens [49].

The heterogeneity in the frequencies of the virulence gene among A. hydrophila isolates
in the present and previous studies demonstrates the variability of virulence gene profiles
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of the isolates. The present study showed that aerolysin aerA and cytotoxic enterotoxin act
genes (harbored by 80.5%, and 80.1% of isolates, respectively) were most prevalent. Gene
aerA codes a pore-forming toxin that binds to receptors on the target cell membrane while
act has enterotoxic, hemolytic, and cytotoxic activities and involved in tissue damage and
fluid secretion in intestinal epithelial cells of infected fish [17,50]. The high prevalence of
aerA and act genes was also reported by previous studies [51,52]. Hemolysin hlyA is another
important virulence factor, not only in lysing red blood cells but in cytotoxic activity against
a broad range of species and cell types [53,54]. In the current work, the hlyA gene was
detected in 57.5 to 63.0% of isolates which is higher than reported by El-Bahar et al. at
9.09% of A. hydrophila isolates from diseased tilapia in Egypt [51]. Meanwhile, Hayati et al.
recorded a very high distribution of hlyA gene (95%) in this pathogen from farmed and
wild tilapia, climbing perch and catfish sampled in Malaysia [55]. Heat labile enterotoxin
(alt) contributes to promoting fluid accumulation in the small intestine of animals [56].
Our study showed 42.5% of the isolates carrying the alt gene which was lower than those
reported by Rather et al. [57] on A. hydrophila isolated from various fish species. Heat
stable cytotonic enterotoxin ast causes CHO cells to elongate and evokes intestinal fluid
accumulation [56]. However, in the present study, the ast gene was absent in all A. hydrophila
isolates, in contrast to 70% of A. hydrophila isolates from tilapia and channel catfish in Egypt
carrying the ast gene [58]. The variabilities in detection frequencies of virulence genes
among A. hydrophila isolates might be due to the geographical distribution of strains and
the possibility of horizontal gene transfer [21,59].

Assessments of antimicrobial susceptibility are important to monitor the severity of
antimicrobial resistance and to select proper drugs for disease treatments in fish farming,
minimizing the risk to human health. In intensive farming systems, there is a widespread
and often unregulated use of antimicrobial agents to control infectious diseases [4], resulting
in the emergence of reservoirs of antimicrobial-resistant bacteria in fish and other aquatic
animals, as well as in the aquatic environment [60,61]. From these reservoirs, resistance
genes may be disseminated by horizontal gene transfer and reach human pathogens, or
drug-resistant pathogens from the aquatic environment may reach humans directly [62].
The severity of antimicrobial resistance in A. hydrophila has been reported in various
cultured species [63]. In the present study, 100% A. hydrophila isolates from tilapia, carp
and channel catfish displayed variable degrees of antimicrobial resistance to the 16 agents
of 11 antibiotic subclasses and most of the isolates were resistant to multiple antimicrobial
agents. This is the first study carried out on a wide range of important cultured freshwater
fish in the Northern Vietham where the intensive farming systems have been expanded
rapidly in recent years. The result reveals that antibiotic resistance of A. hydrophila in
freshwater fish farming in Vietnam is close to the situation occurring in many other
countries and adds to the global concerns.

Despite the divergences in the susceptibility patterns of the A. hydrophila isolates
to the tested antibiotics, the tilapia isolates exhibited an overall higher degree of resis-
tance to those drugs. The highest resistance rates of A. hydrophila isolates from freshwater
fish species were observed for penicillins (oxacillin and amoxicillin) group (>90%) and
vancomycin (>73%). The present result is consistent with previous reports and has been
explained due to the intrinsic resistance of Aeromonas spp. to beta-lactams and glycopep-
tide antibiotics [64,65]. Although most of the isolates were resistant to penicillins, very
low resistance frequencies of A. hydrophila isolates were shown for the combination of
amoxicillin and clavulanic acid (AC) because of the capacity of clavulanic acid for beta-
lactamase inhibition, preventing bacteria from destroying amoxicillin [46]. Significantly
lower resistance frequencies (p < 0.001) of A. hydrophila isolates from carp and channel
catfish (21.3-29.6%) to neomycin were detected in comparison to that of isolates from
tilapia (80%). Regarding the Cephem subclass, most isolates from carp and channel catfish
were susceptible to the second and the third cephalosporins (Ct, Cu and Cx), but a reduced
susceptibility has been shown on tilapia isolates to these agents. Although Aeromonas spp.
are generally susceptible to later-generation cephalosporins [21,66], the increased resis-
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tance to the second- and third-generation cephalosporins has been observed in clinical and
seafood isolates [15]. High susceptibility of the isolates from carp and channel catfish and
lower susceptibility of the tilapia isolates were also observed for fluoroquinolones (Of and
No) and sulfonamides (SM/TM). The dissimilarity in resistance patterns of A. hydrophila
isolates among fish species might imply historical differences in the use of antimicrobial
agents in different fish culture system in terms of frequencies, quantity, utilization methods
and drug species [67]. Similar phenomena of the high variability in antibiotic resistance
frequencies on Aeromonas spp. from a diversity of fish species in different geographical
regions were also previously reported [65,68].

The multiple antibiotic resistance (MAR) index has been used to indicate the degrees of
antibiotic utilization. A MAR index value higher than 0.2 reflects the bacterial isolates from
high-risk sources of antibiotic contamination where antibiotics are often used [40]. The
present study showed an average of 74.7% A. hydrophila isolates from the three fish species
having a MAR value higher than 0.2, with the highest frequency (87.6%) of the isolates
from tilapia, followed by that of the isolates from carp (73.3%) and channel catfish (63.3%).
The result demonstrates the overall high prevalence of multiple antibiotic resistances in
A. hydrophila isolates from freshwater fish in Vietnam. The higher frequencies of antibiotic
resistance in tilapia isolates in comparison to those from carp and channel catfish might
imply the more frequent utilization of antimicrobial agents in tilapia farming.

5. Conclusions

The infection prevalence of Aeromonas hydrophila has been determined at 46.4% as-
sociated with freshwater fish disease in Northern Vietnam. Most A. hydrophila isolates
harbored at least one of the five virulence genes (aerA, hlyA, alt, act, and ast) that posed a
high potential pathogenicity to fish mortality. The majority of A. hydrophila isolates in the
present study showed multiple antibiotic resistances when exposed to 16 antibiotics. These
results might be a warning to farmers and aquaculture managers regarding to mitigating
the spread of A. hydrophila in culture systems, enhance the awareness of the appropriate
uses of antibiotics in fish farms. In addition, other environmentally friendly treatments
alternatives such as herbal therapy, phages, and vaccination should be encouraged to apply
to reduce the antibiotic resistance, improve food quality, and minimize negative impacts to
human and environment.
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study; Table S2: The identities of gyrB and rpoB sequences from A. hydrophila isolates in present study
and those of A. hydrophila ATCC ATCC 7966; Table S3: Primers used for the detection of virulence
genes in A. hydrophila.
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