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TOM TAT

Viéc xac dinh vi khuan VTEC trong thwc phdm la rat can thiét, nham han ché kha ning gay bénh
ch@a ching théng qua thirc dn cé ngudn gbc doéng vat. Quy trinh xac dinh vi khuan VTEC trong thit
bang ky thuat PCR (Polymerase chain reaction) dwoc str dung trong nghién clru nay. Két qua, ty 18 vi
khuan VTEC phan lap dwoc trong 75 mau thit tai cher va 30 mau tai 10 mé trén dia ban Ha N&i 1an lwot
14 31% va 10%. Cac chang vi khudn phan lap dwoc da dwoe xac dinh 1& thudc vé mét sé nhém huyét
thanh c6 kha néng gay ngd doc thwc phdm & ngwoi.

Ttr khoa: Verotoxigenic Escherichia coli (VTEC), PCR (Polymerase chain reaction), mau thit.

ABSTRACT

The identification of verotoxigenic E.coli (VTEC) bacteria in food is essential to limit their ability
to cause disease through foods of animal origin. The process of identifying VTEC bacteria in meat
using PCR (Polymerase chain reaction) wwas applied in this study. The prevalence of VTEC isolated
from 75 meat samples taken from markets and 30 samples from slaughterhouses in Hanoi area was
31% and 10%, respectively. Isolates determined belonged to a number of serogroups which can cause

food poisoning in humans.

Keywords: Verotoxigenic Escherichia coli (VTEC), PCR (Polymerase chain reaction), meat

samples.

1. DAT VAN DE

E.coli (VTEC) 1a khai
niém ding dé chi nhém cac vi khuén E.coli

Verotoxigenic

c6 kha ning san sinh ra doc t6 Verotoxin
hodc Shigalike toxin. VTEC cé kha néng san
sinh ra 2 loai ddc t6 Verotoxin chinh 1a VT1
va VT2. Ngoai ra, mot yéu t6 doc luc khac
cling déng vai trdo quan trong, d6 la yéu to
intimin - mét loai protein mang ngoai (OMP)
gitp vi khudn bam dinh va x4m nhap vao
cac t€ bao biéu mé (A/E) (Hanna, 1997).
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Phan 16n cac vu ngd déc do VTEC 6 ngudi,
déc biét 1a cac vu do O157:H7 da duge xac
dinh 14 c6 lién quan dén viéc &n banh my
kep nhan thit bo chua duge ndu chin ky hoac
do udng sita tudi. Cac vi khuén thudc nhém
VTEC da dudgc xac dinh 14 nguyén nhén lam
lay truyén cac bénh do vi khudn nay giy nén
(Beutin va cs., 1993).

O nhidu quéc gia, VTEC 1a tac nhan gay
bénh tiéu chay ridt hay gip & nguoi
(Wachsmuth, 1994). Trong d6 E.coli
0157:H7 1a nhém dai dién dién hinh nhét. O
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dong vat, VTEC la nguyén nhin giy ra
ching viém rudt xudt huyét va tiéu chay &
bd, gay phu dau & lgn (Lingood and
Thompson, 1987).

Viée xac dinh ty 1é vi khuén thudc nhém
nay la rat can thiét, do méi nguy hai caa vi
khuén nay lién quan dén cac nan dich tiéu
chay tram trong & ngudsi va kha ning truyén
lay bénh cua ching. Trong nghién ctu nay,
chiing t6i xac dinh ty 1&é vi khudn VTEC
trong mau thit tai mot s6 10 md, chg trén dia
ban Ha N6i nham danh gia miic d6 luu hanh
cta vi khudn VTEC va kha ning lay nhiém
cua ching sang thuc phdm dung lam thic an
cho con nguai.

2. NGUYEN LIEU VA PHUONG PHAP
2.1. Nguyén liéu

MAu lau than thit dudc 18y tai cac 160 mé
trén dia ban Ha Ngi. MAu thit cac loai (lgn,
bd, ga) dudec mua ngau nhién tai cac chg.

Cic méi truong théng thuong va dic
hiéu gém: Thach mau, thach thudng, thach
macConkey, thach CT-SMAC, thach EMB,
nutrient broth, IB broth, BHI broth,... dung
dé nudi cdy va giam dinh vi khudn VTEC.

Cac hoéa chat, sinh phdm gém: AMPx5
dNTP stock, 50xTAE, Tap-DNA
polymerase, primer, gel loading bufer,
ethidium bromide cho phan ting PCR.

burfer,

Cac ching vi khuén déi chting duong va
am do Vién nghién thd y (NVRI), Ba Lan;
phong thi nghiém tham chiéu vi khuén E. coli
ctua OIE, Canada cung c4p cho phan ting PCR.

Cac khang huyét thanh da gia va don
gi4 dung dé xac dinh khang nguyén O cua vi
khuén E.coli.

2.2. Phuong phap
- Phurong phdp ldy mau:

75 mau thit lgn, thit bo, thit ga dugc
mua ngau nhién tai mot s6 chg trén dia ban

Ha Noi. Mau duge 14y vao budi sang (6-7
gid), bao quan & nhiét do 4-8°C va chuyén vé
phong thi nghiém dé xt 1y mau trong cung
ngay. Cac chg dugdc chon 14y mau gém chg
Thanh Céng, Bach Khoa, chg Hém va chg
Tyu Liét. Day la nhiing chg tap trung dong
ngudi dan mua ban thuc phdm tudi s6ng tai
Ha Noi.

30 mau lau than thit ctia lgn, bd tai 1o
mé dudc 18y theo phuong phap dung gac vo
trung lau 4 vi tri (c8, lung, bung va mong),
100cm?/vi tri. Sau khi lau, gac dudc d#t vao
lo c6 chtia 20ml moi truong mTSB. Cac mau
nay dudc 14y tai 106 mé Minh Hién va Trung
Van trén dia ban Ha Noi.

- Phwong phdp phdn ldp va giam dinh vi
khudn:

T cac mau thu thap duge, ching toi
ti€n hanh phan lap va giam dinh vi khuén
VTEC theo quy trinh phan lap vi khuén
VTEC trong mau thit tuci da dugc thiét lap
tai BO moén vi trung, Vién thd y (Dé tai cap
co s6 nam 2010)

Phuong phap PCR (Polymerase Chain
Reaction) st dung nhiéu cdp mébi VTI-F,
VT1-R, VT2-F, VT2-R, eae-F, eae-R dé phat
hién cac gen VT1, VT2 va eae ctia vi khudn
VTEC.

Phuong phap xac dinh serotyp khang
nguyén O cta vi khudn E.coli bing ngung
k&t nhanh trén phién kinh. Cac khang
huyét thanh chuén dung dé xac dinh
serotyp O (da gia va don gia) do héng
Denka (Seiken Co., Ltd, Niigata, Nhat
Ban) san xuit. Cac ching vi khuin dugc
tién hanh xac dinh nhém véi huyét thanh
da gia truéc, sau d6 dén cac huyét thanh
don gia trong nhom.

- Phirong phdp xit Iy 56 liéu:

Cac sb litu duge xt Iy bang phidn mém
Excel.
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3. KET QUA VA THAO LUAN

3.1 Xac dinh vi khudn VTEC c6 trong cac
mAu thit thu thap tit cAc chg va 10 mé

Quy trinh trén da duge 4p dung dé xac
dinh su ¢6 mit cia vi khudn VTEC c6 trong
cac mau thit thu thap ti cac chg, 16 md trén
dia ban Ha Noéi. Két qua dude trinh bay ¢
bang 1.

Nhu vay, VTEC duge phan lap tu cac
mau thit 14y tai cac chg chiém ty 1é 31% va
tit mau lau than thit 14y tit cac 10 mé chiém
t516 10% (Bang 1).

Cac chung nay da dudc xac dinh la
VTEC do:

- C6 mang cac tinh chat sinh héa dic
trung cua vi khuén E.coli

- C6 mang it nhat 1 trong s6 3 loai gen
(VT1, VT2, va eae) bang phan ting PCR.

Bang 1. Ty 1é phan lap vi khuén VTEC tit cac mau thit

Ngudn gbc
Loai thit Chg (n=75) Lo mé (n=30)
S mau dwong tinh Tyle % S6 mau duong tinh Tyle %
Thit lon (n=45) 9 36,0 2 10,0
Thit bo (n=30) 5 25,0 1 10,0
Thit ga (n=30) 9 30,0 0 0
Téng sb 23 31,0 3 10,0
M1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

Hinh 1. Cac san pham ciia phan ng PCR véi cac chiing phan Iap tir cac miu thit
sau qué trinh dién di

Ghi chi: Hang trén: M: 75 bp marker. Giéng 1: FD635 (VT1/VT2/eae). Giéng 2: FD523 (VT1/VT2).
Giéng 3, 4, 6, 8, 9, 10, 11: Chung phan Iap (Am tinh). Giéng 5, 7, 12, 13, 14 va 15: Chung phan Iap
(VT1). Hang dudi: M: 75 bp marker. Giéng 1, 4, 6: Chiing phan lap (VT1/VT2). Giéng 2, 10, 11, 12:
Chuing phéan lap (Am tinh). Giéng 3, 5, 7, 8, 9, 13 va 15: Chung phén lap (VT1).
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Trong cac mau thit 1ay tit chg: Ty 1é
phan lap dudec VTEC tu thit lgn chiém ty 1é
cao hon (36%) so véi thit ga (30%) va thit bo
(25%). Hay néi cach khéc, ty 1& thit lgn bi
nhiém v6i VTEC 14 cao hon hin so vé6i thit
bo. Trong s6 30 mau thu thap tit 10 md, c6 3
mau duong tinh, chiém ty 1& 10%.

Dén nay van chua c6 mét cong trinh
nghién ctiu nao céng bo ty 1&é nhiém VTEC
trén thit tai Viét Nam, ngoai mot nghién
ciiu cua Vu-Khac H va cs. (2008) trén 568
mAau phan trau, bd va dé khde nudi tai cac
trai thudc cac tinh mién Trung da xac

dinh dugc ty 1& nhiém VTEC § trau la
27%, bo 1la 23% va dé la 38,5%. Tuy nhién,
do dung lugng mau diéu tra chua nhiéu,
nén két qua trong nghién céu nay chi
mang tinh ch&t tham khdo vé ty 1&é nhiém
VTEC dang luu hanh tai chg, 16 mé trén
dia ban Ha Noi.
3.2. K&t qua xac dinh serotyp cua cac
chtng vi khudn VTEC phéan lap

Két qua xac dinh serotyp cta cac chiung
vi khudn phéan lap duge v6i 9 nhém huyét
thanh O da gia, dugc trinh bay 6 bang 2.

Bang 2. K&t qua xac dinh serotyp ctia cac chung VTEC phan lap dugc

o Két qua
Nguon goc chiing STEC .
Serotyp S0 ching dwong tinh Ty 1& (%)

o1 1 11,1
08 1 11,1
018 1 11,1
0103 1 11,1
Thit lon (n=9) 0143 1 11,1
0148 1 11,1
0159 1 11,1
0166 1 11,1
Cheo KXB 1 11,1
08 4 80,0

Thit bo (n=5)
0125 1 20,0
o1 1 11,1
015 2 22,2
028ae 1 111

Thit ga (n=9)
0152 2 22,2
0158 1 11,1
0169 2 22,2
Thit lon (n=2) 0103 2 100,0

L6 md

Thit bod (n=1) 08 1 100,0

Ghi chii: KXD: Khéng xéc dinh véi 9 nhém huyét thanh da gia
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Két qua xac dinh serotyp khang nguyén
O cua 26 chung VTEC phéan lap duge cho
thay cac chung VTEC thudc vé 14 nhém
khang nguyén O khac nhau, nhung khéng c6
chiing nao dugc xac dinh 1i thudéc nhém
0157, 0111 hay 026, la 3 trong s6 cac
serotyp da dugc xac dinh la thudng giy ra
cac vu ngd doc va mot s6 cac chiing bénh
khac trén ngudi nhu viém rudt xuit huyét
HC -
(H US - H aemolytic ureamic syndrome) va

Haemorrhagiccolitis), huyét niéu
ban xudt huyét gidm tiéu cidu (TTP -
Thrombotic thrombocytopenic purpura) do
an phai thuc phdm bi 6 nhiém (Pham Thi
Tam va cs., 2009, trich din theo Griffin,
1995).

Cac két qua giam dinh cac déc tinh sinh
vat hoéa hoc cua 26 chung VTEC dugc trinh
bay & bang 3.

Bang 3. Két qua kiém tra céc dic tinh cta vi

Cac két qua nudi cdy va giam dinh dic
tinh sinh héa ctia 26 ching vi khuidn VTEC,
dac biét 1a trén moi truong CT-SMAC ciling
da khang dinh mot 14n nita cac két qua nay
la hoan toan phu hgp.

Diéu dang luu ¥y 1a 2 loai serotyp O8 va
0103 da dugc phat hién trong s6 cac chung
c6 ngudn goéc ti thit Ign va thit bo. Ching
thudc trong s6 8 nhém serotyp cac serotyp
thudng gay tiéu chay xuit huyét 6 bod va ¢
kha ning lay sang ngudi, d6 1a cac serotyp
05, 08, 020, 026, 0103, O111, 0118, 0145
va c6 mang mdot hodc ca hai loai doc t6 VT1,
VT2.

Vu-Khac H va cs (2008) cting da cho
thay: chi c6 9/173 chung VTEC chiém 5% tu
phan cua loai nhai lai (trau, bo, dé) nudi tai
cac tinh mién Trung thudc vé 5 serotyp la
026, 091, 0121, 0145 va O157.

khuén E.coli phan lap dudc

Sé chiing dwong tinh/Téng sb chiing kiém

TT Loai phan &rng tra Ty 1& (%)
1 Gram am 26/26 100
2 Di dong 26/26 100
3 Indol 26/26 100
4 MR 26/26 100
5 VP 0/26 0
6 H2S 0/26 0
7 Citrat 0/26 0

Ddac tinh Ién men dudng
8 Lactose 26/26 100
9 Mannit 26/26 100

10 Manitol 26/26 100
11 Glucose 26/26 100
12 Xylose 26/26 100
13 Galactose 26/26 100
14 Fructose 26/26 100
15 Saccarose 9/26 34,6
16 Arabinose 0/26 0
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4. KET LUAN

Phan lap 75 mau thit tai chg va 30 mau
tai 10 mé trén dia ban Ha Noi cho ty 1é duong
tinh véi vi khudn VTEC 1an lugt 1a 31% va
10%. Trong cidc mau thit 14y tai chg, ty 1é
phan lap dugec VTEC tit thit lgn chiém ty 1é
cao hon (36%) so véi thit ga (30%) va thit bo
(25%).

Xac dinh serotyp khang nguyén O cta
26 chung VTEC phan lap dudgc cho thay cac
ching VTEC thudéc vé 14 nhém khang
nguyén O khic nhau, nhung khong c6 chung
nao dugc xac dinh la thudéc nhém 0157,
0111 hay 026.

Tu nghién ctu nay cho phép xay dung
mét quy trinh xac dinh vi khuidn VTEC
trong thuc phdm. Nhim loai bd hoac tiéu
huy kip thdi thuc phdm c6 nhiém mam bénh
VTEC hoidc xac dinh nguyén nhin cac vu
ngd doc thuc pham do VTEC gay ra.

Hiéu biét vé céc dic tinh cta vi khudn
VTEC trong céac loai thuc phdm cho con
ngudi c¢6 y nghia quan trong trong viéc
dua ra hé théng canh bao sém va tién
hanh cac bién phip phong chéng bénh
thich hgp.
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