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KHAO SAT TY LE LUU HANH CUA VIBRIO PARAHAEMOLYTICUS
TREN HAU O TRA VINH

Tran Thi Hong To
Khoa Nong nghiép, Truong Dai hoc Tra Vinh

TOM TAT

Vibrio parahaemolyticus mang gen doc luc tdh va trh 1a mét trong nhitng tdc nhan quan trong gay bénh
dudng rudt trén nguoi. Phin 10n cac trudng hop nhidm ¥ parahaemolyticus c6 lién quan dén an hai san
song. Trong nghién ctru ndy, 30 mau hau bao gdm 15 méu thu tir cic cira hang ban 1¢ & thanh phd Tra Vinh
va 15 mau thu tir ving nudi hau tai song Lang Chim, thi xa Duyén Hai, tinh Tra Vinh duoc kiém tra dé phat
hién ¥ parahaemolyticus mang gen doc luc gy bénh duong rudt bang phuong phap PCR. Bén canh do, su
dé khang khang sinh cua cac chung vi khuan V. parahaemolyticus tir 30 miu hau ciing dugc kiém tra. C6
6 loai khang sinh bao gom streptomycin (10pg), ampicillin (10pg), chloramphenicol (30pg), gentamycin
(10ug), nalidixic acid (30pg) va ofloxacin (10pg) duoc sir dung trong nghién ciru nay. Két qua PCR cho thy
¢6 30/30 (100%) mau hau duong tinh vé6i ¥/ parahaemolyticus. Tuy nhién, cac chl'mg mang gen doc luc tdh
va trh thi khong dugc phat hién trong nghién ciru nay. Két qua khang sinh d6 cho thiy cac chung vi khuan
V. parahaemolyticus phan 1ap tr mau hau c6 su dé khang cao voi streptomycin (80%) va ampicillin (60%).

Tur khoa: Hau, tdh, trh, Vibrio parahaemolyticus.

Investigation on prevalence of Vibrio parahaemolyticus in oyster
in Tra Vinh province

Tran Thi Hong To
SUMMARY

Vibrio parahaemolyticus carrying tdh and/or trh gene is one of important foodborne pathogens in
humans. Most of the infected cases are due to eating raw or undercook seafood. In this study, a total of
30 oyster samples including 15 samples collected from the retail seafood shops in Tra Vinh city and 15
oyster samples collected from the oyster farms located in Lang Chim river, Duyen Hai town, Tra Vinh
province was tested to detect V. parahaemolyticus carrying virulent genes caused intestinal diseases
by PCR method. Antibiotic resistance of V. parahaemolyticus strains isolated from 30 oyster samples
was also examined using disk diffusion method. There were 6 types of antibiotics examined in this
study, including streptomycin (10ug), ampicillin (10pg), chloramphenicol (30ug), gentamycin (10ug),
nalidixic acid (30ug) and ofloxacin (10ug).

The studied results indicated that 30/30 (100%) oyster samples contained V. parahaemolyticus.
However, the V. parahaemolyticus strains carrying tdh or frh genes was not found in this study. The
result of antimicrobial resistance test indicated that bacteria showed high resistance to streptomycin
(80%) and ampicillin (60%). This study results can be used for understanding microbiological risk of
seafood in Tra Vinh province.

Keywords: Oyster, tdh, trh, Vibrio parahaemolyticus.

trong d6 hau, nghéu va so 1a 3 ddi tuong c6 san lugng
tang nhiéu nhét trong giai doan vira qua (Tong cuc
Thuy san, 2016; Thiy san Viét Nam, 2020b). Hau la

I. PAT VAN PE

Viét Nam c6 dién tich tiém ning 16n trong phat trién
nuodi nhuyén thé tai cac tinh ven bién véi tong dién tich

14 206.350 ha (Thuy san Viét Nam, 2020b). Sén lugng
loai nhuyén thé ca nude ting tir 157.000 tan ndm 2011
1én 265.000 tin ndm 2015 va 384.100 tan nim 2020

mot trong nhiing loai dong vat than mém hai méanh vo
phan b rong trén thé giéi. Hau nhiéu chat dinh dudng
nén nhu ciu tiéu dung cao. Chung 1a loai an lgc, do
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d6 khong can cung cdp thirc an trong qué trinh nudi.
Bén canh d6 k¥ thuat nuéi don gian, con gidng thu tir
tw nhién nén nghé nudi hau ngay cang duoc quan tam.
O DBSCL, nghé nuéi hau dugc phat trién ¢ Ca Mau,
Bac Liéu, Bén Tre va Tra Vinh. O Tra Vinh nim 2015,
mo hinh nuéi hau treo gian bé trén song dugc trién
khai mang lai hiéu qua kinh t& cao nén nghé nuéi hau
cang dugc mo rong (Nong nghi€p Viét Nam, 2015).

Vibrio parahaemolyticus 13 vi khuan gram am,
di dong, hinh d4u phay hoi cong va ngin, phan bd &
vung nudc 1o man va dugc xem la mdt trong nhiing
tdc nhan quan trong gay bénh duong rudt trén nguoi
(Vién Pasteur TP. HCM, 2014). Bénh nhan nhiém ¥/
parahaemlyticus phan 16n 1a do an hai san twoi song
hodc hai san chua dugc nau chin (Daniels va ctv,
2000). Ngudi nhiém bénh thuong ¢6 cac triéu ching
1am san nhu tiéu chay nhe va tiéu chay phan ¢6 nhiéu
méu, kém theo dau bung va sét. Thong thuong bénh
nhe va it nguy hiém, tuy nhién, néu phat hién chdm
va khéng duogc diéu tri kip thoi cling c6 thé gay tir
vong (Vién Pasteur TP. HCM, 2014). Cac chung
V. parahaemolyticus phan lap dugc tir bénh nhan
thuong cho phan tng tan huyét dang beta do sinh ra
doc t6 TDH (thermalstable direct hemolysin) duoc
ma hoa bdi gen tdh (Broberg va ctv, 2011). Mot sd
ching V. parahaemolyticus phan 1dp dugc tir bénh
nhan khong mang gen tdh nhung mang gen #h (tdh
- related hemolysin) (Serichantalergs va ctv, 2007).
Do do, gen tdh va trh dugc xem la cac tdc nhan quan
trong lién quan dén bénh duong rudt trén ngudi do ¥
parahaemolyticus. Nghién ctu trude day cia Hong To
va ctv (2018) cho thiy vi khuén ¥ parahaemolyticus
mang gen doc luc tdh hién dién voi ty 1€ 5,8% trén
nhuy@n thé ban & cac clra hang ban 1¢ ¢ PBSCL. Nghé
nudi hau & Tra Vinh phat trién trong nhiing ndm gan
day (Thuy san Viét Nam, 2020a), tuy nhién thong tin
vé sy hién dién ctia mam bénh nay trén hau van con
han ché. Nghién ciru nay nhim tim hiéu ty 18 luu hanh
cua V. parahaemolyticus trén hau & Tra Vinh va kiém
tra sy hién dién cua gen doc luc tdh va trh trong cac
ching dugc phan lap.

II. VAT LIEU VA PHUONG PHAP
NGHIEN CcUU
2.1. Vit liéu nghién ciru

Mau hau tai cac cira hang ban 1é & thanh pho
Tra Vinh va mau hau tai cac bé nudi hau trén song
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Lang Chim, thi xa Duyén Hai, tinh Tra Vinh.
2.2. Noi dung

Xac dinh ty 1€ luu hanh cua V. parahaemolyticus
trén hau ¢ Tra Vinh

Kiém tra sy hién dién cta gen doc luc tdh, trh
trén cac chung V. parahaemolyticus dugc phan 1ap

Kiém tra sy dé khang khang sinh cia cic
ching vi khuan V. parahaemolyticus phéan lap tu
mau hau.

2.3. Pia diém nghién ciru

Nghién cuu duoc thuc hién tai Phong nghién
cttu bénh hoc, Khoa Nong nghi¢p-Thuy san,
Truong Pai hoc Tra Vinh.

2.4. Phwong phap nghién ciru
2.4.1. Thu mdu

Mau hau duoc thu hang thang & cac ctra hang ban
1¢ & thanh phd Tra Vinh va cac bé nudi hau & song
Léang Chim, thi xa Duyén Hai, tinh Tra Vinh tir thang
6 dén thang 8 nam 2021. Téng cong co 15 miu hau
duoc thu & 5 ctra hang ban 1é va 15 mau hau duoc thu
truc tiép tai bé nudi hau cta 5 hd nudi trén séng Lang
Chim. MAu duoc thu riéng 1é & cac cira hang va ho
nuoi (1kg/ctra hang hoac ho nudi/lan thu), duoc bao
quan lanh trong thing x3p trong vong 6h va phan tich
ngay khi dugc van chuyén vé phong thi nghiém.

2.4.2. Phan lap V. parahaemolyticus

V. parahaemolyticus tir mau hau duoc phan lap
dya vao phuong phap dugc mo ta ciia Hara-Kudo et
al. (2003). 25g thit hau dugc tron voi 225 ml alkaline
pepton water (APW, Nissui, Tokyo, Japan) tao thanh
mot hdn hop ddng nhat. Mau duge i & 37°C trong
24 h. Dung dich sau khi u dugc cdy 1én méi trudng
thiosulfate citrate bile salts sucrose (TCBS, Nissui,
Japan). Nam dén sau khuan lac ¢6 mau xanh & mdi
mau trén moi truong TCBS duoc phan lap va trir
trong mdi trudong nutrient broth (NB, Nissui, Japan)
¢6 b sung 20% glycerol va bao quan & -80°C.
2.4.3. Ly trich DNA

DNA cua vi khuan dugc ly trich bang cach dun
s01 theo phuong phap dugec mo ta cuia Hara-Kudo
et al. (2003). Vi khuan dang dugc bao quan & -80°C
dugc khoi phuc trén moi truong nutrient agar (NA,
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Nissui, Japan) c6 bd sung 1% NaCl. Ding que cay
ldy mét it khun lac cho vao ng eppendorf chira
2ml nu6e cat tiét tring. Dung dich duoc tron déu bang
may vortex va dugc dun ¢ nhi¢t d6 100°C trong 10
phut. Sau khi dun, dng chira dung dich dugc ly tim &
10.000 vong trong 10 phiit. Ding micropipet hut lay
500p1 phan dich trong (duoc xem nhu mau DNA cua
vi khuan) cho vao dng eppendorf va bao quan & -20°C.

2.4.4. Dinh danh V. parahaemolyticus

Gen dic trung cho lodi foxR dugc xéc dinh bang
phuong phap PCR nhu mo ta cia Kim ez al. (1999).

Trinh ty mdi va chu trinh nhiét ding dé dinh danh ¥/
parahaemolyticus duge md ta trong bang 1. San phim
PCR duoc dién di trong 2% agarose gel su dung b
xét nghiém IVD NK AGE kit (Cong ty THHH dich
vu va thuong mai Nam Khoa). Két qua dién di duoc
doc bang may do UV (UV-transilluminator, Analytik).

2.4.5. Kiém tra gen djc luc

Gen doc luc tdh va orh duge kiém tra bé‘mg
phuong phdp PCR theo md ta cua Bilung et al.
(2005). Trinh ty mdi va chu trinh nhiét dung dé
xac dinh gen doc lyc dugc mo ta trong bang 1.

Bang 1. Trinh tw nucleotide, kich thwéc phan tir cia cac cidp moi va chu trinh nhiét cta
PCR xac dinh gen tdh, trh va toxR

Gen

dich Trinh tw nucleotide

Kich thwéc
san pham

(bp)

Chu trinh nhiét

Tai liéu
Chu  tham khao

Cac giai doan ky

5-CCACTACCACTCTCATATGC-3

tdh 5 GGTACTAAATGGCTGACATC-3

251

Tién bién tinh: 96°C
trong 1 phut

1

Bién tinh: 94°C trong

1 phut; bat cap: 63°C
trong 1,5 phut; kéo dai:
72°C trong 1,5 phut

35

Két thiic: 72°C trong 5

phut Bilung et

5-GGCTCAAAATGGTTAAGCG-3

trh 5-CATTTCCGCTCTCATATGC-3’

250

Tién bién tinh: 96°C al. (2005)

trong 1 phut

Bién tinh: 94°C trong

1 phut; bat c&p: 63°C
trong 1,5 phut; kéo dai:
72°C trong 1,5 phut

35

Két thuc: 72°C trong 5
phut

5-GTCTTCTGACGCAATCGTTG-3

foxR 5 ATACGAGTGGTTGCTGTCATG-3'

368

Tién bién tinh: 96°C
trong 5 phut

Bién tinh: 94°C trong
1 phut, bat cap: 55°C
trong 1 phut, kéo dai:
72°C trong 1 phut

Kim et al.
(1999)

Két thiic: 72°C trong 7
phat

2.4.6. Kiém tra sw dé khdng khdng sinh ciia V.
parahaemolyticus phan lap tic hau

Su d& khang khang sinh cua vi khudn duoc
xac dinh dwa theo phwong phap khuéch tan trén
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dia thach theo mo ta ciia CLSI (2014). 30 chung
vi khuan V. parahaemolyticus dugc phan lap
tr 30 mau hau duoc kiém tra su dé khang véi 6
loai khang sinh bao gdm streptomycin (10pg),
ampicillin  (10pg), chloramphenicol (30pg),
gentamycin (10pg), nalidixic acid (30pg) va
ofloxacin (10pg) (Cong ty THHH dich vu va
thuong mai Nam Khoa). Mat do vi khuén duogc
hiéu chinh ¢ 108 CFU/ml dua vao 0,5 McFarland
standard. Sau d6, dung micropipette hat 100ul
cho vao dia Muller Hilton agar (MHA, Becton,
Dickinson and Company) va tan déu vi khuan 1én
dia. Dia khang sinh dugc dat 1én dia moi truong
MHA ¢6 vi khuan (khong qua 5 dia khang sinh/
dia MHA) va 1 ¢ 37°C trong 24h. Vong vo khuan
duoc do va so sanh vai cac tiéu chi duge mo ta cua
CLSI (2014) dé xac dinh sy dé khang khang sinh
ctia vi khuén.

III. KET QUA VA THAO LUAN

3.1. Sw hién dién cia V. parahaemolyticus trén hau
Céc ching vi khuan nghi ngo da duoc luu

gilt (c6 mau xanh trén moi truong TCBS) duoc

kiém tra gen toxR bang phuong phap PCR. Gen

toxR dugc xem 1a chi thi ddc biét dé nhan dién
loai V. parahaemolyticus. Két qua PCR cho thay

V. parahaemolyticus dugc phan lap trén 100%
mau hau thu duge & Tra Vinh (bang 2). Vi khuin
ndy thuong dugce phan 1ap véi ty 1& cao trén mau
hai san. Héng To va ctv (2018) bdo cao ty 1¢
hién dién cta V. parahaemolyticus trén nhuyén
thé (khéng bao gdm hau) & DBSCL la 87,2%.
Tan va ctv (2020) bao cao ty 1€ hién dién cua V.
parahaemolyticus mau hai san thu dugce & thanh
phd Selango, Malaysia 1a 85,71%. Mot nghién ciru
khac & Malaysia cho thiy co 98,7% mau hai san
duong tinh v61 V. parahaemolyticus (Macolm va
ctv, 2015). Tuy nhién, Yang va ctv (2017) nghién
cuu ty 1€ luu hanh cua V. parahaemolyticus trén
mAau hai san & mién nam Trung Qudc cho thiy
mau hdi san thu vao mua hé c6 ty 1& nhiém ¥
parahaemolyticus cao hon mua dong. Cac yéu
t6 moi trudng co thé anh hudng dén sy phat trién
cua V. parahaemolyticus. Theo Urquhart va ctv
(2016), V. parahaemolitycus phat trién khi nhiét
dd nudc cao hon 15°C tai d0 man 5-25ppt. Theo
Jones (2014), nhiét do tdi wu cho su phat trién
cua V. parahaemolyticus 1a tir 20-30°C. Bén canh
do cac yéu 6 méi truong khac nhu do duc, ham
luong dinh dudng, cacbon hitu co hoa tan cling
anh huong dén sy phat trién cua loai vi khuan nay
(Urquhart va ctv, 2016).

Bang 2. Sw hién dién cta V. parahaemolyticus trén mau hau & Tra Vinh

Solwong g4 mau dwong tinh vei

S$6 mau dwong tinh véi

Nguén géc x V. parahaemolyticus mang gen déc lwc
mau V. parahaemolyticus tdh h
Ctra hang ban 1é 15 15 0 0
H6 nudi 15 15 0 0
Tdéng cong 30 30 0 0

3.2. Sy hién dién cua V. parahaemolyticus
mang gen ddc lwe tdh va trh trong miu hau
thu ¢ Tra Vinh

Ciing theo bang 2, cac ching V.
parahaemolyticus phan 1ap dugc trén hau déu 4m
tinh véi gen doc luc tdh va trh.

Trong cac gen doc luc cia V. parahaemolyticus
lién quan dén bénh dudng rudt trén ngudi, gen tdh
dugc xem la quan trong nhét vi doc t6 TDH ma
hoa boi gen tdh bén véi nhiét. Hau hét vi khuan
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gdy ngd doc bi giét chét khi dun ¢ nhiét do cao.
Tuy nhién, doc t6 TDH bi bat hoat khi dun dén
60°C, nhung sau d6 dugc kich hoat khi dun ¢ nhiét
dd cao hon (Yanagiha, 2010). Trong nghién cuu
nay, V. parahaemolyticus mang gen doc luc tdh va
trh khong dugc phat hién trén mau hau ¢ Tra Vinh.
Tuong tu, mdt nghién ctru boi Lee va ctv (2008)
trén mau hau tir cc cira hang ban 1é & Han Qudc
ciing cho thdy cac chung ¥, parahaemolyticus
duoc phan 1ap trén mau hau khong mang gen doc
luc tdh va chi c6 mot chung mang gen 4. Nghién
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ctru cia Changchai va Saunjit (2014) cho thdy ¥/
parahaemolyticus mang gen tdh hién dién trén hau
& céc ctra hang ban 1¢ vai ty 16 rat thap (0,1%).
3.3. Sw dé khang khang sinh ciia vi khuin
V. parahaemolyticus phan lap tir hau

V. parahaemolyticus phan lap tir hau co ty 1€
khang cao voi streptomycin (80%) va ampicillin
(60%) (bang 3).

Bang 3. Sw khang khang sinh cua
V. parahaemolyticus phan lap ttr hau

Tén khang sinh Ty Ié khang (%)

Streptomycin 80
Ampicillin 60
Chloramphenicol 0
Gentamycin 0
Nalidixic acid 0
Ofloxacin 0

Ty 1¢ khang cao vdi ampicillin cling dugc
bdo cao trén V. parahaemolyticus phan ldp trén
hai san & Malaysia (63,1%) (Al-Othrubi va ctv,
2014) va Thai Lan (72%) (Elmahdi va ctv, 2016).
Streptomycin va ampicillin 1a cac loai khang sinh
dugc sir dung pho bién trong nong nghiép va nubi
tréng thuy san nhiéu nim qua va co thé dan dén
su khang khang sinh cua vi khuén thong qua ap
luc chon Ioc (Done va ctv, 2015). Bén canh do,
Chiou va ctv (2015) da phat hién cac chung V.
pqrahaemolyticus mang gen bla,., . ., €O khé’néng
tiét enzyme pha huy vong B-lactam va vi thé loai
vi khuan nay c6 thé c¢6 kha ning khang tu nhién
v6&i nhom khang sinh penicillin.

IV. KET LUAN

Hau 1a ngudn thyc pham giau dinh dudng va
dugce ché bién thanh nhiéu mén in ngon trong
d6 c6 nhitng moén an sdng hodc chua dugce niu
chin. 100% mau hau trong nghién ctru nhiém ¥,
parahaemolyticus ¢6 thé 1a mbi nguy giy bénh
duong rudt cho nguoi su dung. Bén canh do, cac
chung vi khuan V. parahaemolyticus phan lap
trén hau cé tinh khang cao voi streptomycin va
ampicillin. Do dé, viéc bao quan va ché bién céac
mon an tir hau nén duoc luu ¥ dé tranh sy 1ay lan
cta vi khudn V. parahaemolyticus.
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