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TOM TAT

Két qua nghién ctru, phan 1ap vi khuan gdy bénh Xuét huyét tir 750 mau c4 ro phi nghi miéc bénh tai 5 tinh
mién Béc cho thay ty 16 mau ca nhiém vi khuan 4. hydrophila giy bénh xuat huyét 1a 19,47% (146/750 mau);
trong d6 ty 1& mau nhidm cao nhét 1a ¢ sé mau c4 thu thap tir tinh Quang Ninh (21,19%); tiép dén 14 ¢ sé miu
ca thu thap tir tinh Hai Duong (20,78%) va thap nhét 1a ¢ sé mau ca thu thap tir Thanh phd Ha Noi (16,11%).
Dic tinh sinh hoa di duoc x4c dinh & tat ca (146/146) chung A. hydrophila phan lap dugc. Két qua dic tinh sinh
hoa ctia cc ching vi khudn A. hydrophila phan 1ap duoc hoan toan trong dong vai dic tinh sinh hoa ctia ching
vi khuan A. hydrophila tham chiéu - ATCC® 7966. Két qua kiém tra 14 gen doc luc trén 50 chung vi khuan 4.
hydrophila phan 1ap dugc cho thay c6 33/50 (66,0%) chiing mang gen ahh; tiép dén 1a ty 1é ching mang cac
gen ahpB, lip, aerA 1an luot 1a 46%, 42% va 40%; khong co ching nao mang gen asal, hlyA. C6 8/10 ching
A. hydrophila phan lap dugc c6 kha ning gay chét c4 thi nghiém, trong d6 chung AhTN15 gay chét ca voi ty 1&
cao nhét (63,33%) va chimg AhBG32 gy chét ¢4 vai ty 18 thap nhét (33,33%).

Tir khéa: Ca 16 phi, Aeromonas hydrophila, bénh xuat huyét, vi khuan.

Study on some biological characteristics of Aeromonas hydrophila bacteria
isolated from tilapia raised in Northern provinces
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SUMMARY

The result of studying and isolating hemorrhagic disease-causing bacteria from 750 tilapia samples
suspected of being infected with this disease in 5 Northern provinces showed that the rate of tilapia
samples infected with A. hydrophila bacteria was 19.47% (146/750 samples). The highest infection rate
was in the fish samples collected from Quang Ninh province (21.19%); followed by in the fish samples
collected from Hai Duong (20.78%) and the lowest rate was in the fish samples collected from Ha Noi
City (16.11%). The biochemical characteristics were determined in all the isolated A. hydrophila strains
(146/146). As a result, the biochemical characteristics of these isolated A. hydrophila strains were fully
similar with the biological characteristics of the reference A. hydrophila strain - ATCC® 7966. The result
of determining 14 virulence genes on 50 isolated A. hydrophila strains showed that 33/50 (66.0%)
strains carried the ahh gene; followed by the the rate of strains carried ahpB, lip, aerA genes with 46%,
42% and 40%, respectively. There was no strain carried the asa?, hlyA genes.There were 8/10 tested
strains capable of causing death in the experimental fish, of which strain AhTN15 caused the highest
mortality rate (63.33%) and strain AhBG32 caused the lowest mortality rate (33.33%).

Keywords: Tilapia, Aeromonas hydrophila, hemorrhagic disease, bacteria.

Bo mon Vi trung, Vién Thu y
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I. PAT VAN PE

Ca va cac dong vat thuy sinh khac 13 ngudn cung
cap protein dong vét quan trong va cac chat dinh dudng
thiét yéu cho con nguoi. Mire tiéu thu ca thyc pham di
tang tir 9 kg/ngudi vao nam 1961 dén 20,5 kg/nguoi
vao ndm 2017. Trong s6 do, ¢4 rd phi (Oreochromis
sp.) la mdt trong ba nhoém loai dong vat thity san duge
nudi pho bién nhét, dap tmg nhu cau thirc an thity san
va déng gop cho nén kinh té cia mdi quic gia. Ty
trong ca 16 phi nuoi trong san lugng thily san nudi trén
thé gioi dat 7,34% vao nam 2018; tang 133% so voi
nam 1998; udc tinh tong gia tri dat 11,2 ty d6 la My
(chiém 4,5% tong gia trj cac loai thiy san nudi).

Theo théng ké cua FAO (2018), san lugng
ca ro phi ciia Viét Nam dat 260 nghin tén, chiém
4,31% tong san lugng ca rd phi toan cau, ding
thir 7 trong s cac nude co tong san luong nudi
c4 16 phi 16n nhét toan cau. Theo béo céo tong két
nam 2020 cua Téng cuc Thiy san, tong dién tich
ca nudc ngot cua Viét Nam nam 2020 dat 450,4
nghin ha; trong d6 cé 16 phi la 30 nghin ha.

Tuy nhién, viéc nuéi trong thily san thim canh
da dan dén dich bénh, anh huong dén san lugng nudi
trong (Shoemaker ef al., 2006). Mot trong nhiing
can bénh gay thiét hai dang ké trong nuoi ca la bénh
xuét huyét do Aeromonas sp. (cht yéu 1a Aeromonas
hydrophila).

Nganh nudi trong thily san trén thé gioi da timg
bi ton that nghiém trong vi nhitng dot dich bénh
do vi khuan A. hydrophila doc luc cao (vAh) gy
ra (Nielsen ef al., 2001; Hemstreet, 2010). Tai Viét
Nam, bénh xuét huyét hay con goi la bénh dbém do,
bénh nhiém tring mau do vi khuan A. hydrophila
0 ca dugc ghi nhan trude nam 1993. Bénh do A4.
hydrophila & ca (ca ca tu nhién va ca nuoi) la nguyén
nhéan gay ra thiét hai kinh t ning né do ca ty 18 chét
cao va giam sit chat luong san pham thiy san (Groff
va Lapatra, 2000; Karunasagar et al., 2003). Vi vay,
nghién ciru phan 13p va cic dac diém sinh hoc cua
cac chung vi khuan A. hydrophila gdy bénh huéng
to1 tao giong san Xudt vacxin 14 rat can thiét.

II. NOI DUNG, NGUYEN LIEU VA
PHUONG PHAP NGHIEN CcUU

2.1. N§i dung nghién ctru

- Phan 1ap vi khuan A. hydrophila tix ¢4 16 phi
tai mdt sO tinh phia Bac

- Nghién ctru déc tinh sinh hoa cia cac chung
vi khuan A. hydrophila phan lap duoc

- Xac dinh cac gen doc luc mot ) chung A.
hydrophila phan 1ap duoc

- Kiém tra kha ning gy bénh ciia mot s6 chung
vi khuan 4. hydrophila phan lap dugc.
2.2. Nguyén li¢u nghién ciru

- Ca 16 phi c6 biéu hién nghi ngd cta bénh
xuat huyét

- Céc moi trudng, hoa chat ding trong nudi
cay, phan lap vi khuan 4. hydrophila: thach mau
(Merck), thach Rimler Shotts (Merck), Nutrient
agar (Merck), kit API20E (BioMériux), PCR

master mix (Thermo), primer dinh danh vi khudn
(IDT), primer gen doc luc (IDT),...

- Dia diém nghién ciru:

+ Pia diém thu thap mau: cac tinh Quang Ninh,
Hai Duong, Bac Giang, Thai Nguyén va Thanh
pho Ha Noi

+ Pia diém phén tich mau: Phong thi nghiém
B6 mon Vi trung, Vién Thu y

- Thoi gian nghién ciru: Tir nam 2022 dén 2023.
2.3. Phwong phap nghién ctru
2.3.1. Thu thdp miu

Thu thap mau theo TCVN 8710:21-2019 va
TCVN 8710:15-2015. Mau c4 thu thap 1 c4 nghi
mac bénh.

2.3.2. Phén lap vi khuén A. hydrophila

- Theo TCVN 8710-15:2015 - Bénh nhiém
trung do Aeromonas hydrophila & ca.

- Mau bénh phim gém lach, than va ndo cua
¢4 nghi mic bénh dugc nudi cdy trén méi truong
chon loc cho Aeromonas spp. Rimler Shotts (R-S),
nudi ciy ¢ 28°C trong 18-24 gio. Trén moi truong
R-S, vi khuén c6 khuan lac dang tron, 161, nhén,
mau vang nhat. Chon khuén lac dién hinh nuéi céy
trén moi truong Nutrient agar (NA), thach mau
(BA) dé kiém tra hinh thai va dic tinh sinh hoa.

2.3.3. Giam dinh cdc ddc tinh sinh hoa

- Kiém tra cac dic tinh sinh hoa cua vi khuan
nghi ngo bang bd kit API20E, thyc hién theo
hudng dan ctia nha san xuat.
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- Giam dinh vi khuan bang phuong phap PCR:

+ Chiét tach DNA: bang phuong phap sdc nhiét.
Lay 1 vong que cdy khuan lac ctia ching vi khuan
can kiém tra trén thach méau, hoa vao 100 ul nuée free
DNA-RNA,; dit trong heating block ¢ 100°C trong 10
phit. Sau d6, dua huyén dich vao -20°C trong 5 phut.
Cudi cing, ly tim huy@n dich & 12.000rpm/4 phit, thu
hoach phan nudc trong dé thuc hién phan tmg PCR.

+ Trinh ty nucleotide cap mdi dinh danh vi

khuan A. hydrophila: sit dung cip moi AeroFd/
AeroRs:

AeroFd:5’-CCAAGGGGTCTGTGGCGACA-3’
AeroRs:5’-TTTCACCGGTAACAGGATTG-3’

+ Thanh phéan phan ting PCR: 25u] master mix,
2ul moi AeroFd (20 pM), 2ul moi AeroRs (20
uM), 2 ul DNA, 21 pl nudce free DNA.

+ Chu trinh nhiét cia phan ung PCR: 95°C/4
phut; 30 chu ky gdm: 95°C/30 giay, 54°C/45 giay,
72°C/30 giay; 72°C/10 phiit. San pham PCR (khoang
209bp) dugc kiém tra thong qua dién di voi 1,5%
(v/v) agarose gel trong dung dich &ém 0,5x TBE, bd
sung Gel red (10ul/100ml), doc dudi tia UV.

Bang 1. Trinh tw nucleotide va chu trinh nhiét xac dinh gen
doc lwc cua cac chung A. hydrophila

Kich thwé'c san pham

Gen Tén moi Trinh tw DNA (5°-3°) (bp) Chu trinh nhiét
" AHH1-F  GCCGAGCGCCCAGAAGGTGAGTT 130 - 95°C/5 phut
a - 50 chu ky (95°C/30 giay, 59°C/30
AHH1-R  GAGCGGCTGGATGCGGTTGT gidy, 72°C/30 giay)
Asat ASA1-F  TAAAGGGAAATAATGACGGCG ” - 72°C/7 phat
sa
ASA1-R  GGCTGTAGGTATCGGTTTTCG
aerA-F  CAAGAACAAGTTCAAGTGGCCA
AerA 309
aerA-R  ACGAAGGTGTGGTTCCAGT
ACT-F  AGAAGGTGACCACCAAGAACA - 95°C/10 phut
- 25 chu ky (95°C/15 giay, 66°C/30
Act 232 el Iy
ACT-R  AACTGACATCGGCCTTGAACTC giay, 72°C/30 giay)
- 72°C/10 phut
B AST-F  TCTCCATGCTTCCCTTCCACT a3 - 95°C/5 phat
st - 25 chu ky (95°C/25 giay, 55°C/30
AST-R  GTGTAGGGATTGAAGAAGCCG giay, 72°C/1 pht)
AI ALT-F TGACCCAGTCCTGGCACGGC i - 72°C/5 phat
t
ALT-R  GGTGATCGATCACCACCAGC
ahpB-F  ACACGGTCAAGGAGATCAAC
ahpB 513
ahpB-R  CGCTGGTGTTGGCCAGCAGG
Lip-F ATCTTCTCCGACTGGTTCGG
Lip 382
Lip-R CCGTGCCAGGACTGGGTCTT
hlyA-F  TTCGTGCCAAACCTGGATGT - 95°C/3 phat
_ N 0, ¢ 0y
hiyA 592 31:3 chuuky (94 9/1 phut, 60°C/1
hiyA-R ~ TCAGGGTCCGTAGGCTCACA pht, 72°C/1 phut)
- 72°C/5 phat
. Bhly-F  TTGTGAGGGTTATCGTTGTGG 587 - 95°C/3 phat
-hly - 35 chu ky (94°C/1 phut, 54°C/1
Bhly-R ~ TGCTCGCCTTGTCCTTGTAC phiit, 72°C/1 phat)
. Aha-F  GGCTATTGCTATCCCGGCTCTGTT 1082 - 72°C/5 phat
aha
Aha-R  CGGTCCACTCGTCGTCCATCTTG
Omp-F  GGAATTCACAATACCGCCGACTCTAC 756
omp
Omp-R  CGGTCGACCAGGAAAGTCCAGGCATC
apoB-F  CGATAAGCAGTGAACGCCCTCT
apoB 308
apoB-R  CTCGAACACTTCGGGAGACG
vasH-F ~ TTTTCCCACCCTCTTGCCTATG
vasH 509
vasH-R ~ AGCCGTGCCACCGCCTCCTT
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2.3.4. Xdc dinh gen djc luc

Xac dinh gen doc luc ctua 4. hydrophila bang
PCR tham khao ctiia Wang G (2003), Kingombe CI
(1999), Sen K (2004) va Soler L (2002)

Trinh ty céac cdp mdi va diéu kién phan ng
duogc trinh bay o bang 1.
2.3.5. Danh gida khd nang gdy bénh trén ca

- Cé thi nghiém: ¢4 r6 phi gidng ¢6 chiéu dai co
the tir 25mm, khoi luwong >10g (QCVN 02-33-1:
2020/BNNPTNT); chua timg nhiém 4. hydrophila,
khoe manh. Ca dugc nuoi gilr trong bé nhya co
suc khi, nuoi 5-7 ngay trudc khi tién hanh cac thi
nghiém d¢ lam quen véi mai truong thi nghiém.

- Chuén bj vi khuan thi nghiém: khuén lac cua
cac chung vi khuan phan lap duoc trén moi truong
TSA; x4c dinh mat d6 vi khuan theo phuong phap
dém khuéan lac ciia A. A. Miles (1938).

- Xéc dinh doc luc vi khuan theo phuong phap
cua Truong Thi Hoa va cs. (2018)

Thi nghiém dugc bé tri trong hé théng bé nhira
100L-150L, c6 suc khi. BS tri 1 nghiém thirc/ching
vi khuan. Tiém 0,1 mL dich huyén phu mdi ching
vi khudn véi lidu tiém 108 CFU/0,ImL vao xoang
bung cua ca (30 ca/ching vi khuan). Nghiém thirc
d6i chung tiém 0,1 mL nudc mudi sinh 1y (20 ca/16
d6i chimg). Kiém tra ca hang ngay dé theo ddi sb
ca chét va xac dinh nhimng ching vi khuan gay chét
ca trong 3 ngay. Tién hanh phan 1ap lai vi khuan tir
nao va gan ca. Giam dinh mdt s6 dac tinh sinh hoa
va thyc hién phan tmg PCR dinh danh dé khing
dinh chung vi khuan gy chét c4 1a chung vi khuan
su dung trong thi nghiém xac dinh ddc luc. Nhiing
chiing vi khuan gay chét cé trong 3 ngay thi nghiém
dugc xem la nhiing chung c6 doc luc va cé kha
nang gdy bénh trén ca.

III. KET QUA VA THAO LUAN

3.1. Két qua phan Iap vi khuin A. hydrophila tir
cac mau ca thu thap

Ching t6i da tién hanh thu thap cdc mau ci co
biéu hién xuét huyét, hoat dong kém & mot s6 co
sO nudi ca tai 5 tinh phia Bic bao gom Bic Giang,
Ha Noi, Hai Duong, Quang Ninh va Thai Nguyén.
Lach, than va ndo cua ca nghi mic bénh dugc nudi
cay phan lap vi khuan trén méi truong thach Rimler
Shotts (R-S), nudi cdy ¢ 28°C trong 18-24 gio. Két

qua duoc trinh bay & bang 1. Két qua tir bang 1
cho thay ty 1& vi khuan A. hydrophila giy bénh
xuét huyét & ¢4 16 phi tai mot so tinh phia Bic 1a
19,47%; cao nhét 1a mau thu thap tur tinh Quang
Ninh, ¢6 32 miu duong tinh trén tong s6 151 mau
phén 1ap (chiém 21,19%); tiép dén 1a cdc mau thu
thap ¢ Hai Duong c6 ty 1& nhiém 1a 20,78% va thip
nhat 1 mau ca thu thap tir Ha Noi (16,11%).

Bang 1. Két qua phan lap vi khuan
A. hydrophila tir cac mau ca thu thap

Tinh S6 maflu S6 msy Ty lée
thu thap dwong tinh (%)
Béc Giang 151 29 19,21
Ha Noi 149 24 16,11
Hai Dwong 154 32 20,78
Quang Ninh 151 32 21,19
Thai Nguyén 145 29 20,00
Téng 750 146 19,47

O Viét Nam, céc loai ca nuoi 16ng, bé va nudi
ao nudc ngot thuong gip bénh dém do nhu: ro
phi, trim co, cé troi, ca chép, ca me, cé ba sa, ca
béng tugng, cac he nudi be, ca tai tugng, cé tré,
c4 nheo... Vi khuén c6 thé gay bénh & ba ba, ca
sau, bénh do chan & éch, ddm nau & tom cang
xanh. Ty I¢ tir vong ¢ dong vat thuy san thuong tur
30-70%, riéng & ca gidng (ba ba, tré) c6 thé chét
100%. Bénh lay lan nhanh, ty 1¢ chét cao (co thé
dén 90%, & giai doan c4 gidng ty 18 chét co thé 1én
t6i 100%). Bénh xuit huyét do A. hydrophila xay
ra quanh nam, tap trung vao mua xuin va mua thu
& mién Béc, mua mua & mién Nam, dic biét la khi
c4 bi stress nhu sau khi troi mua (Bui Quang Té,
2006; Pinh Van Huén, 2016).

Pham Hong Quén va cs. (2013) khi nghién ctru
vé bénh xuét huyét trén ca ro phi nudi tai 4 tinh
(Ha N6i, Hai Phong, Hai Duong va Quang Ninh)
da phan lap dugc 16/60 chung Aeromonas spp. ti
cac mau cé ro phi bi bénh. Ty 1& phan 1ap & cac
tinh nghién cou tr 13,33-53,33%.

Nguyén Hiru Vi va cs. (2013) nudi cay cac
mAau bénh pham tir ¢ 16 phi c6 dau hiéu cia bénh
xuat huyét, ciing phan lap dugc Aeromonas spp.
véi ty 18 32,85% (323/983 mau). Nhom tac gia
da thu thap mau cé r6 phi ¢ 10 tinh/thanh trén ca
nudc; ty 1€ phan 1ap dugc Aeromonas spp & cac
tinh tr 20,0-45,38%.
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Gan day, Nhinh va cs. (2021) di tién hanh
nghién ctru ty 1é nhiém A. ‘hydrophila trén 3 loai
ca nudc ngot dugc nuodi pho bién nhit & mlen Bic
nudc ta la ca rd phi, cd chép va ca trdm co, ca
nheo. Ket qua nghién curu trén 506 mAu ca bi bénh
xuét huyét (gom 198 mau ca ro phi, 187 mau ca
chép va ca tram co, 121 mau ca nheo) dugc thu
thap tu 54 trai nudi ca thudc 16 tinh ¢ khu vuc
mién Béc nude ta da xac dinh dugc ty 1¢ nhiém 4.
hydrophzla kha cao, voi 46,4% mau ca bénh nhiém
vi khuan nay. Trong do, ty 1€ nhiém 4. hydrophila
& 3 loai c4 1a kha tuong ddng, v6i tylé nhiém & ca
r6 phi 1a 47,0%, ca chép va ca trdm co 1a 47 ,6%,
va canheo la 44,6%. Co thé noi day 1a cong bd dau
tién kha chi tiét vé ty 1& nhiém 4. hydrophila trén
cac loai ca nude ngot duge nudi phd bién nhét &
khu vuc mién Bic.

Viée phan 1ap duoc deromonas sp. tir cac mau
bénh pham nghién ctru voi 1 ty 1€ tuong dbi cao cho
thay vi khuan Aeromonas sp. dong vai trd nhit dinh
gay bénh xuat huyét trong dan ca r6 phi nuoi noi
riéng va ca nude ngot noi chung. Thyc trang nay cho
thay nhu cau can thiét ctia 1 bién phap htru hi€u trong
phong bénh do Aeromonas sp. trén ca nude ngot.

Céc nghién ctru néu trén 1a co sd khoa hoc thuc

té dé khing dinh vé sy luu hanh phd bién va vai trd
gdy bénh xuét huyét cua vi khuan 4. hydrophila
trén ca nudc ngot, dac bict la ca 16 phi, ca chép va
¢4 trim ¢ duoc nudi & mién Bic nudce ta hién nay.

3.2. Két qua kiém tra dic tinh sinh héa ciia céc
chiing A. hydrophila bang kit API20E

Kiém tra mot s6 dic tinh sinh héa cua 146
chung A. hydrophila phan 1ap duoc déu cho thay:
tat ca cac chung déu 1a vi khuan gram am, hinh
que ngin, oxidase va catalase duong tinh.

Hinh 1. Hinh &nh khuén lac nghi ngo
A. hydrophila trén méi trwong R-S agar

Bang 2. Két qua kiém tra dic tinh sinh héa cua
cac ching A. hydrophila phan lap bang kit API20E

STT Chi tiéu S6 chiing kiém tra S6 chiing dwong tinh Ty 1& (%)
1 ONPG 146 146 100,0
2 ADH 146 146 100,0
3 LDC 146 146 100,0
4 OoDC 146 0 0
5 CIT 146 146 100,0
6 H2S 146 0 0
7 URE 146 0 0
8 TDA 146 0 0
9 IND 146 146 100,0
10 VP 146 0 0
1" GEL 146 146 100,0
12 GLU 146 146 100,0
13 MAN 146 146 100,0
14 INO 146 0 0
15 SOR 146 0 0
16 RHA 146 0 0
17 SAC 146 146 100,0
18 MEL 146 0 0
19 AMY 146 146 100,0
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Kiém tra tit ca cic chung nay bang bo kit
API20E cho két qua thé hién ¢ bang 2.

Két qua trén cho thay: toan bo 146 chiing kiém
tra déu c6 dic tinh sinh hoc cua A. hydrophila va
tuong dong voi ching tham chiéu A. hydrophila
ATCC® 7966.

Bang 3. Két qua giam dinh vi khuan
A. hydrophila bang phwong phap PCR

ez Séching Séching Tylé
Vikhuan kiémtra dwongtinh (%)
A. hydrophila 146 146 100

Khi kiém tra bang phuong phap PCR st dung
cdp mdi dic hiéu AeroFd/AeroRs, tit ca 100%
(146/146) ching kiém tra déu cho san pham PCR
la 1 bang duy nhét c6 kich thudc twong duong
209bp. Nhu vay, két qua thu dugc hoan toan tuong
ddng véi cac dic tinh cua chung vi khuin tham
chiéu 4. hydrophila ATCC® 7966.

Hinh 2. Phan &rng PCR giam dinh
vi khuan A. hydrophila

Ghi chii: Giéng 1-6: mau kiém tra, giéng 7: doi
chu"ng du’o‘ng (chiung A. hydrophila ATCC® 7966),
gleng 8: doi ching dm (meéc free DNA/RNA),
giéng M: marker 100bp.

3.3. Xac dinh gen doc luc cua cac chung vi
khuan A. hydrophila phan lap dugc

Chung t6i di lwa chon 50 ching vi khuan A.
hydrophila én dinh vé hinh thai va dic tinh nudi
céy, st dung phan tmg PCR dé kiém tra 14 gen doc
luc gém ahhl, asal, aerA, act, ast, alt, ahpB, lip,
B-hly, aha, omp, hly4,apoB, vasH. Két qua dugc
thé hién ¢ bang 4 va hinh 3.

Bang 4. Két qua kiém tra cac gen doéc lwc
& 50 chung A. hydrophila phan lap dwoc

sTT Tén S6 ching dwong tinh/ Ty 1&
gen s0 chung kiem tra (%)
1 ahh1 33/50 66,0
2 asaft 0/50 0
3 aerA 20/50 40,0
4 act 19/50 38,0
5 ast 12/50 24,0
6 alt 8/50 16,0
7 ahpB 23/50 46,0
8 lip 21/50 42,0
9 B-hly 9/50 18,0
10 aha 5/50 10,0
11 omp 6/50 12,0
12 hlyA 0/50 0
13 apoB 4/50 8,0
14 vasH 11/50 22,0

Kiém tra 14 gen doc lyc trén 50 ching vi
khuan A. hydrophila, 38/50 ching c6 mang it nhat
1 gen doc lyc, nhiéu nhit 1 6 gen doc luc. Ty 1€
cac chung mang 1, 2, 3, 4, 5 va 6 gen doc luc lan
luot 1a 4%, 6%, 4%, 16%, 30% va 16%. Trong
d6 33/50 (66,0%) ching mang gen ahhl, chiém
ty 18 cao nhat. Tiép dén la cac gen ahpB, lip, aerd
v6i ty 18 1an luot 1a 46%, 42% va 40%; khong co
chung nao mang gen asal, hiyA.

e (0w
wipdl (3 )

i ()

Hinh 3. Anh PCR xéc dinh gen déc lwc
cda cac ching A. hydrophila
Ghi chii: giéng 1, 7: A. hydrophila ATCC gen
ahpB + lip + opm; giéng 2, 8: doi chimg am, gieng
3,4,5,9, 10, 11: ching dwong tinh véi cdc gen kiém
tra; giéng 6, 12: ching am tinh véi cdc gen kiém tra.
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3.4. Két qua kiém tra ddc lwc ciia cac chiing
A. hydrophila

Tir két qua xac dinh gen doc Iyc & trén chung t6i
lya chon 10 ching vi khuén dai dién mang cac gen doc
luc dé tiép tyc kiém tra xac dinh kha ning giy bénh
trén ca bang phuong phap gay bénh thuc nghiém.

Chung t61 thyc hién kiém tra doc luc cua 10
ching A. hydrophila bang cach tiém 0,1ml canh
trung vi khuan vao xoang bung ca; sd luong vi
khuan trung binh trong 1 liéu tiém la 1,07x10¢
CFU/liéu tiém (tir 0,98 -1,2 x108 CFU/0, Iml). Két
qua duoc thé hién ¢ bang 5.

Bang 5.‘Két qua kiém tra doc lwc cta cac chung A. hydrophila
bang phwong phap gay bénh thwec nghiém trén ca

TT Ky hiéu ching S6 Iu;%r;%)/ni‘:()huén Sc";gétig::]étl Ty I((f:bc):hét Thoi gia?ggi;;y chét ca
1 AhHN33 1,2 x10° 0/30 0 -

2 AhTN15 1,0 x 10° 19/30 63,33 24
3 AhQN4 1,15 x 10° 16/30 53,33 18-24
4 AhQN19 1,04 x 10° 0/30 0 -

5 AhBG32 1,12 x 10° 10/30 33,33 36-48
6 AhBG45 1,06 x 10° 15/30 50,00 24-36
7 AhHN34 1,02 x 10° 12/30 40,00 36-48
8 AhHD32 1,1x10° 14/30 46,67 24-36
9 AhHD51 0,98 x 10° 12/30 40,00 36
10 AhHD144 1,02 x 10° 13/30 43,33 30-48
11 DBébi chirng Nuéc sinh ly 0/20 0 -

Sau 3 ngay theo ddi, két qua ghi nhan co6 8/10
ching c6 kha nang giy chét ci thi nghiém, 2
ching AhQN19 va AhHN33 khong gay chét cé thi
nghiém. Trong cac chiing gy chét ca thi nghiém,
chung AhTNI15 gy chét c4 voi ty 16 cao nhit
(63,33%), tiép dén 1a chiung AhQN14 (53,33%),
AhBG45 (50%). Chung t6i ciing déu phan 1ap lai
dugc vi khudn tir céc ca chét & cac 16 thi nghiém.

Quan sat ghi nhan: O giai doan dau sau khi nhim
bénh, ca kém an hodc bé an, ndi 1o do trén téng mat.
Da c4 thudng doi mau téi khong cé anh bac, mat
nhot. O giai doan tiép theo, xuét hién cac ddm xut
huyét trén than, cac gbc vdy, quanh miéng, mét va
héu mén; xuét hién cac vét 1oét an siu vao co; mat
16i duc, quanh hdc mit bi sung téy, mét nhét; hau
moén viém xut huyét; bung chudng to, cac vy xo
rach. Ca chét nhiéu trong thoi gian ngan. M6 kham
ca ¢6 thé thay nhiéu dich do 1An mau ¢ xoang bung,
rudt chira déy hoi, gan than hoai tir, xoang bung Xuét
huyét, mat sung to, than XUt huyét.
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bang Thuy Mai Thy va cs. (2012) khi gay
bénh thyc nghiém trén ca rd6 dong cho biét khi
tiém két hop 2 loai vi khuan A. hydrophila va
Streptococcus sp. trén ca 16 dong thi ty 18 chét
cliia ca sé ting 1én dang ké (90%) so véi tiém
riéng timg chung vi khuan (ty 1& chét lan luot 1a
25% va 45%). Ngoai ra, qua két qua nghién ctru
cling cho thiy thoi gian ca chét ¢ nghiém thirc
tiém kép xudt hién s6m hon so voi tiém don. Két
qua nay cho thdy muc do nghiém trong khi ca
nhidm ca 2 loai vi khudn nay, dan t6i ton that
nang né cho ngudi nudi.

IV. KET LUAN

- Ty 1& phan lap vi khuan A. hydrophila gy
bénh xuat huyét & c4 r6 phi trung binh tai 5 tinh
phia Bic 1a 19,47%; cao nhat 1a ¢ tinh Quang
Ninh (21,19%); tiép dén 1a cic mau thu thap ¢ Hai
Duong c6 ty 1& nhidm 1a 20,78% va thip nhat la
mau cé thu thap tir Ha Noi (16,11%).
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- Tét ca (146/146) chung kiém tra hoan toan
tuong ddng véi cac dic tinh cua chung vi khuan
tham chiéu A. hydrophila ATCC® 7966. Khi giam
dinh bang phuong phap PCR sir dung cip mdi dic
hi¢u AeroFd/AeroRs, 100% céac ching phan 1ap
déu cho san pham PCR 12 1 bang duy nhét c6 kich
thudc twong duong 209bp.

- Kiém tra 14 gen doc luc trén 50 chung vi
khudn A. hydrophila cho thiy 33/50 (66,0%)
chung mang gen ahhl. Tiép dén 1a cac gen ahpB,
lip, aerd véi ty 18 lan lugt 1a 46%, 42% va 40%;
khong c6 ching nao mang gen asal, hlyA.

- C6 8/10 chung kiém tra c6 kha ning gy
chét ca thi nghiém; trong d6 chung AhTN15 gay
chét ca vai ty 18 cao nhat (63,33%) va thip nhit 1a
chung AhBG32 (33,33%).

Loi cdm on: Nghién cuu dwoc thuc hién tir
nguon kinh phi dé tai “Nghién ciru ché tao vacxin
nhi gid vé hoat phong bénh xudt huyét cho ca
ré phi do vi khudn Streptococcus agalactiae
va Aeromonas hydrophila gdy ra” do B Nong
nghiép va Phat trién néng thén cdp.
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