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TOMTAT

Nghién ¢u v gen sn sinhdgc to STa, SThb, LT, VT2ei@ cac ching vi khuin E. coli
phan Lip duoc tréndja ban Thra Thién Hé cho Kt qus nhe sau: \6i mdu bénh phim la tim
lé dwong tinh Vi mét trong cac yu t déc lec 1a 4/6 (66,67%), dnh phim rugt 3/6 (50%) va
bénh phim phan 20/49 (40,82%)yT¢é vi khuin E. coli mang gen LT cao #h25/61 (40,98%),
ké tiép la vi khuin E. coli mang gen STh 18/61 (29,51%) va vidkhE. coli mang gen STa 9/61
(14,75%) sau cung la vi kkn E. coli mang gendgs sinhdéc t dung huyt VT2e 6/61(9,84%).
Gen STa/SThéslugng 2/25 (chém t 1¢ 8%), STa/LT 4/25 (chin t I¢ 16%), STa/VT2eds
lupng 3/25 (chém 1 ¢ 12%). Trongd hop 2 gen cao ndit 1a STh/LT 9/25 (cm t 1¢ 36%). ©
hop 3 gen gm coO: STa/STh/VT2e 1/25 (émi ty 1¢é 4%), STa/LT/VT2e 1/25 (¢ v 1¢ 4%),
cao nhit [a STb/LT/VT2e 2/25 (afin i Ié 8%). Tan suit hién khuin lac mang gen STb (0,43),
LT (0,36).

Tir khoa: Gen sin sinhdgc 16, doc 16 duong rugt, doc 16 VT2.

1.Pat van aé

Tiéu chiy & lon con do nkiu nguy@n nhan gay ra atvi khuan, virus, ky sinh
tring, doc 6, thac an, thoi tiét, vé sinh clim séc nudi dong..., xét & nguy@n nhan vi
khuan hoc, cac serotype E. coli cé &khing sin sinhdoc th duong rust (Enterotoxigenic
E. coli- ETEC),da duoc nhiu tac gh trén ti¢ gioi thdng nHit 1a mdt trong $ cac
nguyén nhan tlong gip va quan tng gay nh tiéu cliy lon con (Fairbrother, 1992).
Cac ching vi khuin E. coli thiéc nhém ETEC tham gia vao qué trinh gé&ntbnhy hai
yéu t5 doc luc chi yéu: kha ning bam dinh vao c&é bao niém mc rut nhy cac khang
nguyén bam dinh (pili) c6 trérénit caa vi khuin nhr F4 (K88), F5 (K99), F6 (987P),
F17, F18, F41 va khniang sin sinh ndt hay nhéu loai doc 6 duong rust (Enterotoxin)
bao @m doc t6 chiu nhiét ST (heat stable toxin) wdc tb khéng cliu nhiét LT (heat
labile toxin) Nagy (1999) & Ngeleka (2003). Xatinh mdt chung vi khifin E. coli ¢
doc luc va co vai tro trong qua trinh gagn thi phii xac dinh ching mang 6t hoac
hai yéu t gay nh noi trén.
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2. Nguyén lgu, ngi dung va phwong phap nghién eu
2.1. Nguyén ku

- Cac miu bénh pHim: phan, tim, rat cia lon con sau cait® b bénh tiéu cly
duoc nudi dy trén méi tuong EMB dé phan &p vi khuan E. coli (Quinn,1994).

Thanh pln méi tirong nrde thit (Nutrient broth)
Peptone frommeat 5g
Meat extract 39
- Céach pha c¢h hoa tan 8 g vao 1000 miréic cit, diéu chinh pH=7. Hip tiét
trangd 121°C trong 15 phut.
- Nguyén léu dung cho pim ang PCR (Primer, I1Q supermix, Enzyme load, do
cong ty Biorad cungp.
- DNA cia céac ghng E. coli chdn: 281: LT+, 256: STa+, STb+, 391: VT2e do
Phan vén Thi y mén Trung cung 4p.
Chudn bi méi (primer)

Céac @p mdi (mdi xudi va mdi nguoc) duoc dingdé xacdinh mbt sb yéu t6 doc
luc caa E. coli c6 trinhit nucleotid theo tit ké caa Vii Khic Hung 2005, do céng ty
BioRad cung ép.

M 6i Trinh t w moi Gen Kich c&
(bp)
STa-1 | 5-TCC GTG AAA CAA CAT GAC GG-3
, , estA 244
STa-2 | 3'ATAACA TCC AGC ACA GGC GGC AG-5
STb-1 | 5-GCC TAT GCATCT ACA CAATC-3
, , estB 278
STb-2 | 3’ TGA GAAATG GAC AAT GTC CG-5
LT-1 | 5-ATT TAC GGC GTTACTATC CTC-3 | 261
, , elt
LT-2 |3 TTTTGG TCT CGG TCA GAT ATG-5
VT2e-1 | 5-CCT TAA CTAAA GGAATA TA-3 .
, , evt
VT2e-2 | 3" CTG GTG GTG TAT TAATA-5
Thanh pln phin tng PCRdon v6i cac @p mbi STa, STh, LT, VT2e
TT Thanh phan Thé tich (ul)
1 PCR Master Mix 5
2 Primer xudi 0,25

124



3 Primer ngoc 0,25

4 Nuoc cit 35

5 DNA khuon 1
Téng 10

2.2. Npi dung va phrong phap nghién gu

- Dung &m bdng ngoay sau vaaortr trang, cho vao tui bongeh co chira nrac
mubi sinh ly NaCl 0, 85%. kn con sau cait& ki bénh tiéu cly sip chét tién hanh nb
va Ay bénh pHim la tim, gan, rot cho vao tii béngash. Mau duoc bio quin ¢ 0°C,
saudo van chuyn vé phong thi nghéim.

- X&cdinh hinh thai vaac tinh nudi 4y caa vi khién E. Coli theo phong phap
cua (Quinn,1994).

- Phrong phap tach chi DNA cua vi khifin E. coli theo Pham H. S (1999).

Vi khuén E. coli tr méi treong bio quan, cy vao mdi teong nxoc thit, peptone,
sau 18 — 24 ¢inudi dy & 37°C.

Buéc 1 hat 100 pl dung igh miu (canh khén) cho vaobng Eppendorfitong
tng. Ly tamo 4°C trong thyvi gian 3 phat i téc do 3000 vong phat. Hatddich rbi
(giit lai can chra vi khiuin).

Budc 2 Tiép tuc ly tam @n nra 2 Bn bing dung dch sinh Iy NaCl 0,85%.

Budc 3 Tai huyén phu ling nrée it 2 1an 200 pl, cho vaéng Eppendorfiun
cach thiy 95°C/3-5 pht.

Budc 4 Ly tam £C, thc do 4.000 vong/ phat. Hat 150 phrdc mit ¢ chia
DNA [am khuén cho pim ung PCR ko quan ¢ 4°C.

- Xac dinh gen 8n sinhdoc t6 STa, STh, LT, VT2e ing PCR nlr md & caa
Blanco & Cs, 1995.

3. Két qua va thao luan

3.1. Két qua kiém tra t 1¢ dwong tinh Wi mét trong cac gendac tir cac nhom
bénh pham khac nhau

Bang 1.Két qua kiem tra vi khuin E. coli mang gen sindiic to

TT Bénh pham S6 méu kiém tra | S6 miu dweng tinh Ty 18 %
1 Mau tim 6 4 66,67
Mau rut 6 3 50
3 Mau phan 49 20 40,82
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Qua lang 1, tr 3 loai bénh pHim khac nhau la tim, fi va phan chiang toi thu
duoc két qua: ddi voi mau benh pHim 1a tim, ¥ 1& duong tinh Wi mét trong cac §u t
doc luc 12 4/6 (66,67%), dnh pHim rut 3/6 (50%) va Bnh pkim phan 20/49 (40,82%).
C6 sr chénh éch V¥ s lugng mau bénh pHim 1a do ndu bénh pHm & tim va rét,
chang tdi thu thp dugc khi con it bi bénh tiéu cly ning sip chét, ching téi #n hanh
mb kham, thu riu tim, ruwt cia lon binh mang & phong thi nglim tién hanh phan
tich, con Bnh pHim la phan thi ching téi thuab tir cAc bn sau cai @a b bénh tiéu
chay sb lwong 16n, thu thip o hon va thdn loi trong qué trinh thu #p nén é luong
mau lon.

3.2. Tan suit phan b cia E. coli mang gen sinl@gc %

Bang 2.Tan suit vi khuin E. coli mang gen quiinh sinhdgc t6

T Gen kiém | Sb chiang kiém | S chﬁpg dwong TV 16 %
tra tra tinh
1 STa 61 9 14,75
2 SThb 61 17 27,87
3 LT 61 25 40,98
4 VT2e 61 6 9,84

M123456789101112131418M1 12 3 4567 89 101112131415

Anh 1. Céac sin phim aia phin iing PCR
Vdi cac gen STa, STh, LT sau qua trifign
di trén thuch. M: 100 bp DNA marker.
Giéng 4 ching Py, (STb +)
Giéng 7doi ching deong LT
Giéng 8 RBs (LT+), 9 Py (LT +), 10 B7 (LT
+)

Anh 2. Céc sin phim aia phin iing PCR Vi
cac gen STh, LT sau qua trigign di trén

thach. M: 100 bp DNA marker.
Giéng 4doi ching deong STb +

Giéng 2 (Rs) giéng 3 (Rg) duong tinh i
STb+

Giéng 5doi ching deong LT+

Giéng 7 (R2), 8 (Pa) , 9 (Pu), 11(Pss), 13
(P47), 14(P48), 15(49)@ong tinh LT
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Qua king 2 ching toi ndn thy: tir 61 mAu bénh ptim chdng tdida phan 4p
duoc 61 ching vi khiin E. coli qua phan tich gerirm ky thuit PCR \6i cac nhom gen
STa, STh, LT, VT2e thduoc két qua nhu sau: ¢ 18 vi khuan E. coli mang gen LT cao
nhat 25/61 (40,98%), & tiép la vi khuin E. coli mang gen STb 17/61 (27,87%) va Vi
khuan E. coli mang gen STa 9/61 (14,75%) sau cung Kawin E. coli mang genas
sinhdoc t dung hugt VT2e 6/61(9,84). Céwssai khaaid theo ching téi do nhém gen
VT2e quidinh kha ning sin sinhdoc t dung hugt, déi tuong nay throng thy ¢ lon
con phidau haic mang chng vi khuin gay Bnh phodau (Vii Khic Hung, 2005).

3.3. T heop gen aia cac yu té sinh dgc

Vi khuan E. coli mén gaydugc bénh cho gia stc gimang gen ma héa hatly
t6 bam dinh vaa sinhdoc t, viéc xacdinh vi khiin mang it hay nhéu nhémdoc
t6 c6 y nghia lon trong nghiéneu vi khuin hoc. Qua phan tich gen chiing tdintthiy,
tir 61 ching E. coli c6 25 aing cé chira mdt &én bdn trong $ cac gen (STa, STbh, LT,
VT2e). Chung tdi chtrinh bay cac aimg vi khuin E. coli mangdn hon haic hai trong
sb 4 gen trén.

Qua king 3 ching ta #y cac cling vi khiin E. Coli, ching tdi nghiénuc
thudc cac & hop gen ma hoa 2 ko 3 nhomdoc td thupc cac & hop gen sau: & hop 2
gen @m c6: Gen STa/SThdduong 1/19 (¢ 1é 5,3%), STa/VT2edluong 2/19 (¢ 18
10,5%). Trongd hop 2 gen cao rit 1a STb/LT 11/19 {t 1é 57,89%). B hop 3 gen §m
c6: STa/STh/VT2e 1/19(ckh &y I¢ 5,3%), STa/LT/VT2e 1/19 (ckin ty 18 5,3%),
SThILT/VT2e 2/19(cHim 1y 18 10,5%), STa/STb/VT2e/LT 1/19 (ém ty I 5,3%)

Bang 3.Té hop gen @a cac genén sinhdsc to

T Gen kidm tra Chiing mang gen quidinh yéu té déc luc
S0 luong Ty 1€ %
1 STa/STb 1/61 1/19
2 STa/LT 0/61 0/19
3 STa/VT2e 2/61 2/19
4 STb/VT2e 0/61 0/19
5 STb/LT 11/61 11/19
6 STa/STb/LT 0/61 0/19
7 STa/STbh/VT2e 1/61 1/19
8 STa/LT/VT2e 1/61 1/19
9 STb/LT/VT2e 2/61 2/19
10 STa/STb/VT2e/LT 1/61 1/19

Tong 19/61 1
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4. Két luan vadé nghi
4.1. Két lugn

- Vi mau bénh ptim 14 tim § 1& duong tinh \6i mét trong cac §u t doc luc la
416 (66,67%), Bnh pHim rudt 3/6 (50%) va Bnh pHim phan 20/49 (40,82%).

- Ty 1& vi khuin E. coli mang gen LT cao &h25/61 (40,98%), & tiép la vi
khuan E. coli mang gen STb 17/61 (27,87%) va vi &hiE. coli mang gen STa 9/61
(14,75%) sau cung la vi kAo E. coli mang genas sinhdoc t& dung hugt VT2e
6/61(9,84).

- T6 hop 2 gen §m c6: Gen STa/SThiduong 1/19 (¢ 1é 5,3%), STa/VT2eés
luong 2/19 (¥ 1¢ 10,5%). Trongd hop 2 gen cao rit [a STb/LT 11/19 & 57,89%).
T hop 3 gen gm c6: STa/STh/VT2e 1/19 (¢ ty 1¢ 5,3%), STa/LT/VT2e 1/19
(chiém ty 16 5,3%), cao nft 1a STb/LT/VT2e 2/19 (ckim ty 1& 10,5%),
STa/STb/VT2e/LT 1/19 (chin ty 1& 5,3%).

4.2.Dé nghi
Tiép tuc nghién ¢u khang nguy&n bam dinh va nghiéusau bn vé cac gen
san sinhdoc 1.

Thi nghém gay nh thrc nghém tréndong vat thi nghgm dé kiém nghém doc
tinh aia cadc nhém gen.
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IDENTIFICATION OF COMMON TOXINS OF E. COLI ISOLATE D FROM
DIARROEIC WEANED PIGLET

Nguyen Xuan Hoa, Le Van Phuoc,
Pham Quang Trung, Le Xuan Anh, Ho Le Quynh Chau
College of Agriculture and Forestry, Hue University

SUMMARY

The indentification of common toxin of E. coli ifh étrains isolated from diarrhoeic
post weaned piglets was conducted by PCR. Thetsdsoin 61 strains isolated showed that
there were 25 isolates having the LT toxin repréagm0,98%, the rate of isolates having toxin
STb was 27,87% and that of isolates having STavard were 29,51, 14,75 and 9,84 %.
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