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Bénh dong vat - Quy trinh chan doan -
Phan 23 : Bénh ung khi than

Animal diseases - Diagnostic procedure — Part 23: Blackleg disease

CANH BAO - Vigc 4p dyng tidu chudn nay cé thé lién quan dén cac vat lidu, thidt bj va cac thao
tac gdy nguy hiém. Tiéu chuin nay khéng thd dwa ra dwgc hét tit ca cac vin dd an toan lién
quan dén vigc str dung chung. Ngwoi sir dyng tiéu chudn nay phai ty thiét 13p cac thao tac an
toan sirc khde thich hep va xac djnh kha ning ap dung cac gi®i han quy dinh trwdc khi siF dung
tiéu chuén.

1 Phamvi ap dung

Tiéu chudn nay quy dinh quy trinh ch&n doan bé&nh ung khi than trén trau, bd do vi khudn Clostridium

chauvoie gay ra.

2 Thuéat ngir va dinh nghta
Trong tiéu chuén nay st dung thuat ngi va dinh nghia sau:
Bénh ung khi than (Blackleg disease)

Bénh ung khi than 1a bénh truy&n nhidm clp tinh & trau, bd do vi khudn yém khi Clostridium chauvoei
gay ra, ¢6 dic treng 14 trau, bd sét cao, cac bap thit sing, khi thing.

3 Thudc ther va vat liéu thir

Chi slr dung thubc thir loai tinh khiét phan tich va slr dung nuéc ct hodic nwdc da khir khoang hodic
nwéc cd do tinh khiét twong dwong khéng ¢é Rnase, trir khi ¢6 quy dinh khéc.

3.1 Thach méu, thach mau co ban dwgc bd sung tir 5 % dén 7 % mau clru, mau bé, hodc méu thé
(pha ché thach theo hwéng din clia nha san xuét).
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Thach thwéng.

Canh thang thijt (cooked meat).

Mai trwdng nwée thit BHI (Brain heart infusion broth).

Méi trwdng pepton.

Nguyén liéu, hda chét cho phuwong phap nhudm Gram (xem Phu luc A)
Nguyén liéu, hda chét cho cac phén (rng sinh héa (xem Phy luc B).

Méi trwwdrng uré cor ban,

Thiét bj, dung cu
dung cac thiét bj, dung cu clia phong thlr nghiém vi sinh va cac thiét bj, dung cy cy thé nhw sau:
Ta &4m, duy trl nhigt d¢ 37 °C.
Que cdy, vo tring.
Peén cén.
Nai hép, duy tri & nhiét 4 115°C, 121 °C.
Ndi dun cach thuy, duy tri & 100 °C.
Kinh hién vi quang hoc, c6 d phéng dai 1000 1An.
Ong nghiém, sach, vé tring.

Phién kinh, sach.

Céach tién hanh

Chén doan Iam sang

5.1.1 DBic diém djch té

Bénh xay ra quanh ndm nhwng thudng tap trung vao nhirng thang néng, &m, mwa nhidu.

Bénh xuét hién I& t&.

Vi khudn khéng Iay tric tiép tir con ém sang con khde. Nha bao tir x4c chét, phan, dich bai xuét

vao trong dét va séng & d6. Khi mura, I Iyt, nudc 1am nha bao ndi Ién mat d4t. Gia stc &n phai nha
bio sé& méic bénh.
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- Bénh thwdng xay ra & trau, bd. dé, ciru, lgn, ngya it méc bénh. Stc vat non tir 6 thang tudi dén 3
nam tudi méc bénh nhiéu hon suc vat gia.

5.1.2 Triéu chibng 1dm sang

Thé qua cép tinh: Mot vai con triu, bd chét Aot ngdt ma khéng bidu hién tridu chirng 1am sang.

- Thé c4p tinh: Ban d4u sét cao tir 39 °C tdi 39,5 °C, khi c4c triéu chirng bénh bidu hién rd rang thi
nhiét d6 gidm xuéng binh thuéng.

- Con vat ¢b cac khéi ung, khi thiing & viing co' méng, chi sau, ngyec, vai, lung.
- Khéi ung néng va dau, sau d6 tré nén lanh va khéng dau, 4n tay vao cé tiéng kéu lao xao.

~ Khiung & dui, chan, con vat di lai khé khan.

I

Khi ung & cb, con vét the Iurdi, khé thé.
5.1.3 Bénh tich dai thé

- Bénh tich chli yéu 1a cac khéi ung. O gilra ung, bép thit bj tham tim, den xam hoéc nau xam, bj hoai
t&, co chét keo, nhly hodc nhu thit ddng, cét vao siu thdy sui bot va c6 tiéng lao xao, mii be 6i. Phia
ngoai bap thit c6 mau nhat, xung quanh c6 ving thily thiing, xuét huyét.

- Hach & ving ¢6 ung swng to, thdm twong dich.
—  Néu ung xut hién & (rc va ngwe thi tim ty mau, ngoai tdm mac cé nwéc vang, phdi tu mau, sung.

~ Néu ung xuét hién & byung thi da day, ruét bj ty mau, mang boc gan cé cac vét trdng hoai i, trén
mét co van nhw da hea, mét swng.

- Léch swng, khi cét c6 chit mau a6 xam 13n khi & bd mat cét.
- Mau mau sim.

5.2 Chan doan trong phong thi nghiém

5.21 Liy miu

Bénh phdm gdm: Céc vung ce, viing md bj phu nd, gan.

LAy vé triing tir 50 g dén 100 g mé&i loai bénh phdm, cho vao tirng lo hay tdi ni lon v& triing riéng biét,
day kin, bdo quan trong didu kién lanh tir 2 °C dén 8 °C va gl¥i v& phong thi nghiém cham nhit 24 h
sau khi 4y miu.
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G+ kém theo bénh phim gidy y&u cAu xét nghiém cé ghi rd triéu chirng, bénh tich va dic diém dich té.
5.2.2 Tiém d9ng vat thi nghiém
Ddng vat thi nghiém: Chudt lang khde manh cé trong lwgng tir 200 g téi 250 g.

Tiém dong vat thi nghiém: MAu bénh phdm duwgc nghién nat, hoa véi nude mudi sinh 1y 0,9 % theo ty
& 1/10, tiém vao bép thit cho chudt lang tir 0,1 mi dén 0,2 ml.

Vi khudn Clostridium chauvoei lam chét chuét lang trong vang 24 h dén 48 h. M3u co, mé viing phi
n&, gan duoc 1am tiéu ban & kidm tra hinh thai vi khun trén kinh hién vi va tién hanh phan lap, gidm
dinh vi khuén.

5.2.3 Phan lap vi khuln

Bénh phdm (xem 5.2.1) dwoc cy vao canh thang thit (xem 3.3) va dun trong ndi dun cach thiy (xem
4.5) trong 10 min. Chuy&n 10 ul canh thang vao thach mau (xem 3.1), nudi trong td 4m (xem 4.1) &
didu kién yém khi trong 48 h.

Trén thach mau, khudn lac nghi ng® cé mau xam, dudng kinh tir 2 mm dén 3 mm, det, trdn, béng va
gay tan huyét.

Chon khuAn lac nghi nge cy vao méi trieéng thach mau (xem 3.1), mdi trudng nuwéc thit BHI (xem
3.4), nudi trong tti 4m (xem 4.1) & didu kién yém khi trong 48 h @& kiém tra céc dZc tinh sinh héa.

5.2.4 Xac dinh vi khuln

5.2.4.1 Quan sat hinh thai

"~ Lam tiéu ban va cb dinh tiéu ban: Dung que cAy (xem 4.2) l4y khuln lac hda déu vao giot nwéc
muéi sinh Iy trén phién kinh (xem 4.8) hodic ly canh thang d3 nudi cdy vi khudn dan méng I&n trén
phién kinh (xem 4.8). C& dinh tiéu ban biing cach d& khé hodc 1am kho tiéu ban trén ngon Ikra dén can
(xem 4.3).

- Nhudm tiéu ban: Tiéu ban sau khi cé dinh duge nhudm béng phwrong phap nhudm Gram (xem phy
luc A)

- Vi khun Clostridium chauvoei dang trc khuin ngén, hai dAu tron, két thanh chudi ngén tir 2 vi
khun @én 5 vi khudn, cé nha bao hinh b3u dyc, chiu ngang clia nha bao c6 kich thuéce Ién hon chiéu
ngang clia vi khudn.

5.2.4.2 Kiém tra cac dic tinh sinh héa

Xac dinh vi khuan Clostridium chauvoei dya vao cc d4c tinh sinh héa dwec néu trong Bang 1.
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Bang 1 — Djc tinh sinh héa clia vi khudn Clostridium chauvoei

Thiy phén [Phén gial ; .
Lecithinase |Lipase Glucose | Lactose | Sucrose| Maltose | Salicin | Indol
gelatin | casein
- = + - + + + - -

X4c dinh dic tinh sinh héa theo Phy lyc B.

5.2.4.3 Xac djnh vi khuin Clostridium chauvoei bing phwong phap PCR (Polymerase Chain

Reaction)

Str dung phrong phap PCR véi céip mdi d%c hiéu va chu trinh nhiét & Bang 2.

Bang 2 - C#p mél va chu trinh nhiét cho PCR

Gene Kich c& san phim
. Ki hiéu Sequence (5'-3") Chu trinh nhiét
dich (bp)

94 °C, 5 min ;

Chu trinh 30 véng:
16S- | |GSC4 | GAATTAAAACAACTTTATTAACAAATG (94 °C, 1 min;
238 509 585°C, 1 min;
DNA | 23UPCH | GGATCAGAACTCTAAACCTTTCT o L )

Gir: 4°C

Tién hanh phan (rng PCR theo Phu lyc C.

6 Kétlugn

"PTrau, bd dwoc xac dinh 13 méc bénh ung khi than khi cé dic diém dich t&, triéu chirng 1am sang, bénh
tich dién hinh ctia bénh va phan lap dweec vi khudn Clostridium chauvoei trong phéng thi nghiém.




