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ABSTRACT

One hundred and thirty-five samples of edible snail (90) and freshwater
crab (45) were collected from farming land in some districts of Can Tho
city, Kien Giang and An Giang provinces from January to May 2016. All
samples were cultured on cooked—meat medium and blood agar in
anaerobic condition and then Clostridium spp was identified by Gram
staining method combined with API 204 test. The results showed that
Clostridium spp was isolated from (15.56%) 21/135 examined samples, in
which these bacteria were isolated from 17/90 freshwater snails (18.89%)
and 4/45 rice field crabs (8.89%). The percentage of Clostridium
botulinum isolated from freshwater snails and rice field crabs was 2.22%
(2/90) and 4.44% (2/45), respectively. The result of antibiotic sensitivity
test of 21 clostridial isolates against 5 antibiotics including doxycycline,
norfloxacin, marbofloxacin, florfenicol and fosfomycine showed that all
of these bacterial isolates were fully sensitive (100%) to tested antibiotics.

TOM TAT

135 méu 6¢ bwou (90) va cua déng (45) dwoc ld'y trén ruong lua tai mot s
huyén thugc thanh phé Can Tho, tinh Kién Giang va tinh An Giang tir
thang 01 dén thang 5 nam 2016. Mau dwoc nudi cdy phan ldp trén méi
truong cooked-meat medium v méi truong thach mdu trong diéu kién yém
khi va vi khudn Clostridium spp dwoc dinh danh bang phirong phép nhuém
Gram két hop véi bo phdn img sinh héa API 20A. Két qua cho thdy,
Clostridium spp phdn ldp dwoc tiv 15,56% s6 mau khdo sat (21/135).
Trong do, ty 1é vi khudn phén ldp tir 6c bieou chiém 18,89% (17/90) va tir
cua dong la 8,89% (4/45). Ty 1é nhiém vi khudn C. botulinum trén 6c bwou
la 2,22% (2/90) va trén cua dong la 4,44% (2/45). Két qua kiém tra tinh
nhay cam ciia 21 mau vi khudn Clostridium spp phan lgp dwoc véi 5 logi
khdng sinh gom doxycycline, norfloxacin, marbofloxacin, florfenicol va
fosfomycine cho thdy cac phan Idp vi khudn nay nhay hoan toan (100%)
vOi cdc khang sinh thir nghiém.

Trich dan: Nguyén Thu Tam, Nguyén Dirc Hién va H Thi Viét Thu, 2016. Phan lap vi khuén Clostridium
botulinum trén ¢ buou (Pila conica) va cua déng (Somanniathelplusa sinensis) tai thanh phé Can
Tho, tinh An Giang va Kién Giang. Tap chi Khoa hoc Truong Pai hoc Can Tho. S chuyén dé:
Nong nghiép (Téap 2): 131-134.
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1 PAT VAN BE

Oc buou va cua dong 14 hai loai dong vat nude
ngot ludn hién dién trén cac canh ddng, nhat 1a
nhitng cdnh ddng 4m uét, c6 lwong nude lap Xap.
Oc 1a déi tuong gdy hai cho lta va cua dong 1a
dong vat song o tang day, ua nudc sach, hay dao
hang thich nghi véi dat sét, dat cat. Day 1a hai loai
dong vat rung loa lam cho nguoi néng dan tén
nhiéu chi phi va cong lao dong. Nhung day ciing la
nhimg loai dong vét cung cap thire an bd sung dam,
khodng cho con ngudi va mot sd loai dong vat
khéc, dic biét 1a vit chay dong.

Trong nhing nam gin day, bién d01 khi hau
din bién ngay cang phuc tap, thoi tiét nong 1én,
dac biét nam nay han han kéo dai, tinh hinh xam
nhdp man sau vao ndi dia xay ra & nhiéu tinh Déng
bang séng Ciru Long (PBSCL). Pay 1a mét trong
nhiing nguyén nhan lam giam sirc dé khang cua
nhiéu loai cdy trong va vat nudi, nhat 13 thuy cam
va dong thoi tao nhiing diéu kién thuan loi cho
nhiéu loai vi khuan gay bénh phat trién, trong d6 c6
Clostridium botulinum.

Vi khuan Clostridium botulinum 13 truc khuan
Gram duong, yém khi, c¢6 kha nang sinh nha bao va
sinh ngoai doc t6 than kinh gdy chimg liét co, liét
mi mét, suy ho hip dan dén chét cho ngudi va dong
vat khi bi nhiém doc t6 (HO Thi Viét Thu va
Nguyén Ptrc Hién, 2012). Vi khudn thuong ton tai
rt lau trong dat, mot s6 nghién ciru gn day cho
théiy dét ruong cling c6 sy hién dién cula
Clostridium botulinum vé&i ty 1¢ kha cao (20%)
(Nguyen Thu Tam va ctv., 2015). Bay c6 thé la
ngudn vay nhiém vi khuan vao mot sO loai dong
vat nudc ngot nhu cua, dc... tir d6 co thé gay ngd
doc cho nguoi va dong Vét, dac biét 1a vit chay
dong. Nhim tim x4c dinh hién dién coa
Clostridium botulinum trén cua, 6c, chung t6i da
thuc hién nghién ciru nay.

2 VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1 Vitliéu

Tu lanh, ta séy, autoclave, kinh hién vi, tu Am
CO», Vortex.

Moi truong TSA (Tryptic Soy Agar, Merck),
MHA (Mueller Hinton Agar, Merck), mau cuu
(Cong ty Nam Khoa), Cooked Meat (CM, Oxoid),
Thioglycolate (Merck), b API 20A (Bio-Mérieux,
Phap).

Céc dia khang sinh: doxycycline, norfloxacin,
marbofloxacin, florfenicol, fosfomycin (Bio-rad).
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2.2 MAiu va phuong phap 1iy miu

Mau: cua ddng va dc buou trén cac dong rudng
dang chin tha vit chay dong thudc mot sd dia
phuong cta tinh Kién Giang, An Giang va Can
Tho.

Phuong phap 1y mau

Dbi voi mau 6¢: Mdi miu duoce 1ay ngiu nhién
3 - 5 con tai nhitng vi tri khac nhau trén cung mot
thira ruong. Oc sé& duoc bét doc theo cac duong
thoat nuéc cua rudong. Mau duoc chira trong tui
nilon vo tring, vudt va ddy khong khi ra ngoai,
dung day cdt kin tui nilon lai, ghi ki hiéu, dat vao
thing bao quan lanh sau d6 dem vé phong thi
nghi¢m.

D6i voi miu cua: Mdi mau bat ngiu nhién 1
con cua ¢ nhitng thtra rudng khac nhau. Cua phai
dugc bé hét cang va chan cho vao tai nilon vo
tring, vudt va diy khong khi ra ngoai, dung day
c6t kin tii nilon lai, ghi ki hi¢u, dat vao thung bao
quan lanh sau d6 dem vé phong thi nghiém.

2.3 Phuong phap nghién ctru

Phuwong phap phan 1ap vi khuéan Clostridium
spp.:

Lay que tim vo trung nhing vao miu dc hoic
cua (6c thi tach khoi vo hodc cua tach mai va chi
liy noi tang) cdy vao méi truong thach méau, sau do
U trong diéu kién yém khi (37°C trong 24h). Chon
nhiing khuén lac mau tréng duc, to, nhf?ly, bé mit
kho, khong bong, khong tron déu, c¢6 kha ning
dung huyét, duong kinh khoang tir 0,5 — 1 cm.
Nhuom Gram, quan sat tiéu ban dudi kinh hién vi
v6i vat kinh 100X dé xem hinh dang, tinh chat bét
mau, hinh dang nha bao, do thudn nhit cua vi
khuén. Sau d6, kiém tra dic tinh sinh hoa cua vi
khudn biang bo sinh hoa API 20A, giit gidng trén
modi truong CMM (CDC, 1998).

Phuong phap kiém tra sinh héa caa vi
khuan bang test API 20A:

+ Chuan bi canh tring: M& 6ng méi truong API
20A, dung que ciy gat liy khuan lac vi khuan da
thuan trén moi truong thach mau, dong nhét vi
khuén sao cho dat nf“)ng dd 16n hon hodc tuong
duong dng 3 McFarland.

+ Chuén bi thanh API: Chuan bi mot hoép 1
(bao gém khay va nip), thém 5 ml nuée mudi sinh
ly da tiét trung vao cac giéng honeycomb dé tao do
am, dat thanh API 20A vao khay 1, str dung pipet
vo tring cho canh tring da chuan bi vao thanh API
20A, tranh tao thanh bot khi va nghiéng thanh nhe
nhang vé phia trudc, véi giéng GEL, phu ddy ca
6ng; giéng IND, phu vira du ong va lam day phan
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hinh chén bing dau khoang. Pay ndp khay va
trong ti am CO2 doc két qua sau 24 gio.

+ Phuong phap kiém tra do nhay cua vi khuén
v6i khang sinh: Chudn bi canh tring ciia vi khuan
Clostridium spp thuan sao cho dat nong do 108
CFU/ml (bang cach so d6 duc voi dng chudn Mc
Farland 0,5). Dung que tdm bong vd tring nhung
vao canh tring, ép vao thanh 6ng nghiém cho bt
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nudce rdi ria déu khip mat thach MHA. Dung kep
vo trung ddt cac dia khang sinh da chon Ién mat
thach, céc dia khang sinh céch nhau 2,5 cm dén 3,5
cm va cach ria dia thach 2 cm. Pia dugc U trong ta
4m CO & nhiét d6 37°C. Sau 24 gid do dudng kinh
vong v6 khuén (mm), rdi ddi chibu véi bang tiéu
chuan cia CLSI (Clinical and Laboratory
Standards Institute) nim 2014 dé danh gia.

Bang 1: Bang dwong kinh vong vo khuéin chuén ciia mét sé loai khang sinh (CLSI, 2014)

Puwong kinh vong vé khuin (mm)

STT Khang sinh Ham lwgng (p) Nhay Trung binh khéing_
1 Doxycycline 30 >13 10-12 <9
2 Marbofloxacin 5 > 18 15-17 <15
3 Norfloxacin 10 >17 13-16 <12
4 Florfenicol 30 >19 15-18 <14
5 Fosfomycin 200 > 16 13- 15 <12

_ Phuong phap xir ly s6 lidu: S6 liéu duoge xtr Iy
bang phan mém Excel va Minitab 16,0 (Chi-quare
Yates)

3 KET QUA VA THAO LUAN

3.1 Két qué phan 1ap vi khuén Clostridium
Spp. trén oc va cua

Bang 2: Ty 1 nhiém vi khuin Clostridium spp.
trén oc va cua

Miu SO miu  Sb miu Ty 1§
kiém tra nhiem nhiém (%)
Oc 90 17 18,89
Cua 45 4 8,89
Tong 135 21 15,56
(p=0.131)

Két qua Bang 2 cho thdy, trong 135 mau oc va
cua duoc kiém tra c¢6 21 mau duong tinh véi vi
khuan Clostridium spp. chiém ty 18 15,56 %, trong
d6 ¢ ¢6 17/90 mau (18,89%) va cua cd 4/35 miu
(8,89%). Su hién dién cua Clostridium spp. trén dc
va cua kha cao, c6 thé 1a do ching bi vdy nhidm vi
khuén tir trong déat. Theo Wosbeser ez al. (1987), vi
khudn Clostridium thudng xuyén hién dién trong
cac ving dat tram tich, ddm 13y, ngap nude thudng
xuyén. Tuy nhién, ty 1& nhiém Clostridium spp.
trén Oc va trén cua khac nhau khong c6 y nghia
thong ké (p=0.131). Diéu nay c6 thé 1a do dc va
cua cung sinh sdng trong cing mdi truong (clng
manh rudng) nén kha ning bi vay nhiém vi khuan
la nhu nhau.

3.2 Két qua phan lap vi khuén Clostridium
spp. theo dia phwong

Bang 3: Ty 1¢ nhiém vi khuin Clostridium spp. trén oc va cua dong theo dia diém liy miu

An Giang Cin Tho Kién Giang

Loai  S6 miu S6 miu ... SOmiu SOmiu .. .. £ x S6 mau -

% .2 Ty 1€ .2 Ty 1€ S6 mau Ty 1¢
Mau kiém dwong (%) kiém dwong (%)  kiém tra duong (%)
i tra tinh ° tra tinh ° tinh °
Oc 30 8 26,67 30 3 10,00 30 6 20,00
Cua 15 2 13,33 15 0 0,00 15 2 13,33
Téng 45 10 22,222 45 3 ,67° 45 8 17,78

Cdc gid tri trong cung 1 hang cé chit mii khdc nhau thi khac nhau cé ¥ nghia (p<0.05)

Theo két qua trén, vi khudn Clostridium spp.
D3 phan 1ap dugc trén 90 mau d¢ va 45 mau cua &
3 tinh. Ty 1& phan lap cao nhat dugc ghi nhan & An
Giang 22,22% (10/45), ké dén 1a Kién Giang
17,78% (8/45) va thap nhat 1a & Can Tho 6,67%
(3/45). Qua phéan tich théng ké, ty 1& nhiém
Clostridium spp. trén dc va cua tai An Giang va
Cén Tho khéac nhau c6 y nghia (p=0.036).
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3.3 Két qua xac dinh Clostridium spp. biang
phén ung sinh héa

Mot sb loai ciia vi khuan Clostridium spp. dugc
xac dinh bang phan tng sinh hoa API 20A két hop
v6i phuong phap nhuém Gram va két qua dugc thé
hién qua Bang 4.
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Bang 4: Két qua xac dinh loai vi khuin Clostridium spp. chii yéu thong qua mdt s6 dic tinh sinh hoa

Loai C. botulinum C. colinum

MAiu S6 miu KT  MAu dwong Ty 18 (%) S6 mdu KT Mau dwong Ty 1€ (%)
Oc 90 2 2,22 90 13 14,44
Cua 45 2 4,44 45 2 4,44
Tong 135 4 2,96* 135 15 11,11°

Cac gia tri trong cung 1 hang cé chit mil khac nhau thi khdac nhau c6 y nghia (p<0.05);

Két qua Bang 4 cho thay, C. colinum chiém ty
1¢ cao nhét 11,11% (15/135), ké dén C. botulinum
2,96% (4/135). Ty 1€ hién dién cua vi khuén C.
botulinum va C. colinum phan lap duogc trén dc va
cua khac nhau c¢6 y nghia (p=0.003). Bang két qua
trén cho thidy sw hién dién cua vi khuén
Clostridium spp. dic biét 1a C. botulinum 1la mot
canh bao nguy co xay ra bénh va ngd doc thuc

phdm trén ngudi va dong vat khi an phai dc va cua
bi nhiém ddc t6 cia vi khuan Clostridium.

3.4 Két qua kiém tra do nhay cim cia vi
khuan Clostridium spp. phan lap dwgc véi mét
s0 loai khang sinh

Két qua khao sat tinh nhay cam dbi v6i khang
sinh vi khuan Clostridium spp. phan 1ap tu 6c va
cua duoc trinh bay ¢ Bang 5.

Biang 5: Két qua khang sinh dd ciia vi khuin Clostridium spp phan lap dwogc

STT _Khing sinh S6 miu KT Nhay TV 18 (%) TB Tylé (%) Khing Ty lé (%)

1 Doxycycline 21 21 100 0 0 0 0
2 Marbofloxacin 21 21 100 0 0 0 0
3 Norfloxacin 21 21 100 0 0 0 0
4 Florfenicol 21 21 100 0 0 0 0
5 Fosfomycin 21 21 100 0 0 0 0
Két qua Bang 5 cho thdy, 100% (21/21) chiing ?(‘)Z;g;’nﬂ‘:.‘acm’ doxycycline,  florfenicol,

vi khuan Clostridium spp phan lap duoc, trong d6 yeime.

cha yéu 1a C. colinum va C. botulinum, nhay cam TAI LIEU THAM KHAO

hoan toan v&i 5 loai khang sinh: doxycycline,
norfloxacin, marbofloxacin, florfenicol,
fosfomycin. Két qua nay phu hop véi nghién ctru
ciia Nguyén Puc Hién (2012), C. botulinum nhay
cam hoan toan v6&i norfloxacin, Cephalexin,
fosfomycin, cetiofur, khang véi ampicillin va
amoxicillin (80%). C6 thé nhimng ching vi khuan
clostridia nay ton tai trong mot moi trudng tu nhién
céch biét, ¢6 1ap v6i quan thé vi khuan khac cu tra
trén nguoi va cac dong vat nudi, do vay chua bi lay
nhiém nhitng gen dé khang khang sinh dang luu
hanh kha phd bién trong quan thé vi khuan & khu
vuc DPBSCL. Nhitng thong tin vé tinh nhay cam va
dé khang ddi vai ting loai vi khuan Clostridium cu
thé 1a nhimg s6 liéu hiru ich cho nhing ngudi lam
cong tac diéu tri.

4 KET LUAN

C6 sy hién dién cua vi khuan Clostridium spp.
trén dc va cua trén rugng tai mot s6 dia phuong
thudc tinh An Giang, Kién giang va Can Tho véi ty
1¢ kha cao, lan luot 14 18,89% va 8,89%. Bang thir
nghiém API20, nghién ctru da xac dinh dugc sy
hién dién cua 2 loai vi khuan C. colinum 11,11%,
C. botulinum 2,96%. Vi khuan phéan lap dugc nhay
cam hoan toan véi 5 loai khang sinh: norfloxacin,
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