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Bénh dong vat - Quy trinh chan doan -
Phan 28: Bénh viém ruét hoai tir do vi khuan Clostridium
perfringens

Animal diseases — Diagnostic procedure —

Part 28: Necrotic Enteritis cause by Clostridium perfringens

CANH BAO - Viéc ap dyng tiéu chudn nay c6 thé lién quan dén céc vat lidu, thiét bj va cac thao
tac gdy nguy hiém cho ngwdi xét nghiém. Tidu chudn nay khéng thd dwa ra dweec tit ca cac vin
dé an toan lién quan dén vigc sir dyng chuing. Khi ap dyng tiéu chudn ngwdi st dyng tiéu
chudn phai ty thiét 1dp cac thao tic phd hgp dd ddm bio an toan sirc khoe va xac djnh kha
ndng ap dung céc gi¢i han quy djnh.

1 Pham vi ap dyng

Tiéu chuin nay quy dinh quy trinh chdn dodn bénh viém rudt hoai t&¥ & ga va lon do vi khuin
Clostridium perfringens gay ra.

2 Thudt ngir va djnh nghia
Trong tiéu chuin nay st dung thust ngr va dinh ngha sau:
Bénh viém ruét hogi tir & ga, & lgn

La bénh truyén nhi&m, do vi khudn Clostridium perfringens typ A va/hojc typ C. Bénh x3y ra chii yéu &
ga it ngay tudi, & lgn con theo me.

Clostridium perfringens (C. perfringens) la vi khudn Gram dwong, yém khi cé kha niing gy bénh & vat
nudi, ddng vét hoang da va & ngudi. Vi khuén C. perfringens cé kha nang san sinh 16 loai ddc té. Dwa
vao kha nang san sinh 4 loai ddc té chinh 1a ddc té alpha (a), beta (B), epsilon (g), lota (1), vi khuan
duwoc chia thanh 5 typ A, B, C, D, E (typ ddc t8) (xem bang 1).
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Bang 1 - Cac typ ddc tb chinh ctia vi khuldn C. perfringens

Typ dbc tb a B : € |
A + == - -
B + + + -
C + + =5 -
D - - + s
E + = = +

CHU THICH: c6 san sinh ddc té (+); khong san sinh ddc t6 (=)

C. perfringens typ A thudng c6 & trong duwéng rudt clia ga, lon khoé véi sé Igng nhd, khi g3p nhirng
didu kién bét loi nhw thay d8i ché d8 chdm soc nubi dwdng, mat dd chan nudi cao hoc nhiém ciu
trung, vi khu&n nhan I&n nhanh chéng va san sinh ddc té (chi yéu Ia dc té a) gay viém rudt hoai tir.

C. perfringens typ C hiém khi phan Iap dwgc tir ga khde, lgn khée va ddc té a va B dwoc xac dinh 13
yéu té adc Iirc chii yéu trong qué trinh sinh bénh clia C. perfringens typ C.

3 Thudc thir va vat lidu thir

Chi str dung thuéc thir loai tinh khiét phan tich; st dung nwéc cAt hodc nwédc @3 khir khodng hoic
nuwée co @4 tinh khiét tirong dwong khdng cé Rnase, trir cac trdmg hep cé quy dinh khac.

3.1  Méi tnieéng nweére thit.

3.2 Thach méu, thach co ban dugce bd sung tir 5 % dén 7 % mau ciru hodic mau bé, hodc mau thd
(pha ché thach theo hwréng din cia nha san xuét).

3.3 Thach mau Schaedler, thach Schaedler dwgc bd sung tir 5 % dén 7 % mau ciru hosc mau bé,
ho&ic mau thé (pha ché thach theo hwéng din clia nha san xuét).

3.4 Tui tao khi CO,, 3m bdo tir 5 % dén 10 % CO, trong dung cy nudi ciy yém khi.
3.5 Médi triedrng Thioglycolate.

3.6 B{ thudc nhuém Gram (xem phy lyc A).

3.7 Nguyén ligu héa chét cho céc phan irng sinh héa (xem phu luc B).

3.8 Nguyén li¢u cho PCR (Polymerase Chain Reaction) (xem didu C.1 phu lyc C).
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3.9 Méi trirrng TSC (tryptose sulfite cycloserine).
3.10 Thach mau co ban hay thach thwéng.

3.11 Méi treérng nrére pepton.

4 Thiét bj, dung cy

Str dyng cac thiét bj, dung cy clia phong thi nghiém sinh hoc va cy thé nhu sau:
4.1 Ta 4m, co thé duy tri nhigt d6 37 °C va bd sung tir 5 % @én 10 % CO,.
4.2 Kinh hién vi quang hoc, c6 vat kinh v&i g6 phong dai 10 13n, 40 14n, 100 13n.
4.3 Binh nudi cdy vi khudn yém khi va tai nubi cdy vi khudn yém khi .

4.4 May li tdm, c6 thé li tdm véi gia téc 12000 g.

4.5 May nhan gen (may PCR).

4.6 NAi hdp, cb thé duy trl & nhiét @6 115°C, 121 °C.

4.7 Que cdy, v trung.

48 Que cdy chich s4u, v6 trung.

4.9 Phién kinh, sach.

4.10 Ong nghiém, sach, v triing.

4.11 Pén cén.

4.12 Mang loc, c6 kich thuéc 18 loc 0,45 pm.

5 Cach tién hanh

5.1 Chdn doan Iam sang

5.1:1 Bénh viém ruét hoai tir & ga

5.1.1.1 Déc didm djch t&

— Bénh viém ruét hoai tir thudng xdy ra & ga it ngay tudi tir 2 tudn dén 5 tuln tudi, ga tay tir 7 tudn
@én 12 tudn tudi nhng cling ¢6 thé xay ra & ga hau bj va ga dé.
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- Bénh lay lan sua dworng thirc an, nwdc ubng do vi khudn C. perfringens cé nhidu trong méi trréng
dat, thirc an, phan, cht don chudng, rac, chét chza dwdng rudt,...

- Ty & nhim bénh viém rudt hoai t & ga con c6 thé Ién téi 50 %, & ga thit khoang tir 13 % dén 37,3
%.

5.1.1.2 Triéu chirng ldm sang

Trong tredng hop cép tinh ga chét nhanh (tir 1 h dén 2 h) khi chwa bidu hién trigu chirng cda bénh.
Ty 1& chét cao, c6 thé Ién t&i 50 %.

1

—  Gathwong chét ddt ngdt, cac triéu chirng 1am sang thdy dugc trong théi gian ngén.

~ Triéu chirng thudng thdy ciia banh 1a ga bj tiéu chdy, phan nhidu nwéc, co6 mau dd, nau dd, mau
vang hoac I1&n thirc &n.

—  Gac6 biu hién U rd, an it, gidm tang trong, xac chét gly va wot.
5.1.1.3 Bénh tich dai thé

- Bénh tich thudng quan sat thdy & phan rudt non chii yéu 1a & khéng trang va héi trang. Niém mac
rubt bj xuét huyét, hoai tir. L&p chit nhay & rudt c6 mau xam nau dén vang xanh 4 cay hodc ¢ mang
gid.

—  Thanh rudt non va thinh thodng & doan manh trang méng, d& nat, gién to va tich khi.

—  Gan khéng to nhieng mau sic thay d8i, cé mau thdm hodc vang hon binh thwrémg. Trén bé mét gan
6 1Am tdm didm hoai t&r mau vang.

—  Léch cb thé sung to, sung huyét hosic xult huyét, c6 cac diém hoai ti.

Than cé thé sweng to, bién mau cé thé cé cac didm hoai tir.

|

5.1.2 Bénh viém rudt hogi tir & lon

5.1.2.1 Dic diém dich té

— Bénh thuérng xay ra & lgn con dudi 7 ngdy tudi (ty 18 mic cao & lon 3 ngay tudi).
— Bénh c6 thé xuét hién ké phat sau cac nguyén nhan nguyén phat hoc khi c6 yéu té bét I¢i xay ra.
~  MAm bénh c6 thé Iay truydn cho lom con tir phan cla lon ndi c6 chira vi khudn.

— Ty thugc vao trang thai mi&n dich clia lon va thé bénh ti 18 chét cb thé thay adi, c6 thé tir 50 % dén
60 % cb khi d&n 100 %.
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5.1.2.2 Triéu chirng lam sang
Thé cép tinh
- Lon cb thd mic bénh ngay tir ngay tudi Gau tién.
- Lontiéu chay phan IAn mau ho3c phan mau db nau In cac mang niém mac rudt bj hoai tlr mau xam.
- Lon con yéu, di lai khap khi&ng hay ndm mét chd.
~ Nhirng con gin chét da bung chuyén mau xanh, than nhiét ha xuéng 35 °C, viing da bung phii né.

— Con vat ghy com va thudng chét tir 12 h dén 48 h sau khi xuét hién trigu chirng tiéu chay. Ty I&
chét caotlr 50 % dén 100 %.

~  C6 trdng hop lon c6 thé chét khéng cé tridu chieng tiéu chay.

- Rudt non xuét huyét, sinh hoi thwémg & viing khéng trang va hdi trang, chét chira c6 thé 13n mau va
cac mang hoai tlr mau xam. Niém mac rudt mau dé hay den.

— Dijch xoang byng c6 mau da.

Thé & cép tinh

- Thuwdng xdy ra & lon tir 5 ngay dén 7 ngay tudi.

- Lontiéu chdy phan vang khéng 14n méau.

- B an, gdy cdm va chét do mét nuéc.

Thé man tinh

— Lon tiéu chdy dai ding khoang hon mét tudn.

- Phén nhidu nwréc, mau vang xadm cé ian chét nhay.

- Con vét g3y com nhot nhat, khdng chét hodc chét sau vai tudin, cdi coc sau khi khdi triéu chirng.
5.1.2.3 Bénh tich dai thé

- Rudt non xuét huyét, thanh rudt non mdng, chira ddy khi, sinh hoi thwong & viing khéng trang va hdi
trang, chét chira cé thé IAn mau va cac mang hoai t mau xam. Niém mac ruét mau dd hay den.

- Rudt gia gidn, nhgt nhat, chét chira nhio.

- Dich xoang bung cé mau do.
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5.2 Chén doan phong thi nghiém

5.21 Liy miu

Bénh ph&dm bao gdm: ruét non, phan.

Bénh pham ruét: l4y t&r 10 cm dén 15 cm viing rudt non (hdi trang) cé bénh tich.
Bénh phdm phan: 14y phén trc tiép tir tnrc trang (I4y khodng 10 g).

Cho méi loai bénh phdm vao tirng I hay tdi ni lon v& triing riéng biét, day kin, bdo quén trong didu kién
lanh tir 2 °C dén 8 °C va g(ri vé phong thi nghiém cham nhéit 24 h sau khi Iy miu.

GUi kém theo bénh phim gidy yéu cAu xét nghiém cé ghi rd triéu ching, bénh tich va d3c diém dich t&.
5.2.2 Kiém tra triec tiép vi khudn tr mau bénh phdm

St dung phwrong phap nhudm Gram dé kiém tra hinh thai vi khuén.

5.2.21 Céch lam tiéu ban

Dung que ciy (4.7) l4y niém mac ruét (ving niém mac rudt cé bénh tich clia bénh), phét 1én phién kinh
(4.9), dé kho.

5.2.2.2 Cb djnh tidu ban

Nhé cdn methanol ngap tiéu ban (xem 5.2.2.1), dé kho.
Nhudm Gram theo quy dinh cta phy luc A.

5.2.2.3 Quan sat hinh théi vi khuin

Vi khudn b&t mau tim (mau Gram dwong), tryc khudn to, thdng, hai dlu trén, cé kich thudec tir (tir 0,6
um dén 0,8 pm) x (tir 2 um dén 4 pm), thudng Akrng riéng 18 hay thanh chudi ngén.

Bénh pham nghi nhi&m bénh khi c6 nhidu vi khuin c6 hinh thai dic trung cta C. perfringens trén vi
tredng.

5.2.3 Phan l4p vi khudn

Bénh phdm dugc nudi cAy trén mai treémg thach mau (3.2) hodic thach mau Schaedler (3.3), nudi & ti
4m (4.1) trong didu kién yém khi (4.3) c6 bd sung CO, (3.4) tir 24 h dén 48 h.

(CHU THICH: céc dung cu nubi cy vi khuin yém khi, phrrong phap bd sung khi CO, dugrc thye hién theo hwémg din cia
nha san xuét).
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Vé&i bénh phaAm phan, ngoai nudi cdy vao cac mdi tredng trén, nudi cdy thém vao mai tredng chon loc
nhw méi trieding TSC (3.9).

Sau tir 24 h dén 48 h nudi ciy, khudn lac trén méi tredng thach mau (3.2) va thach mau Schaedler
(3.3) c6 mau tring xam dwéng kinh tir 2 mm dén 4 mm, hoi véng, trén, béng va c6 2 véng dung huyét
(dung huyét kép). Vong dung huyét phia trong rd (dung huyét beta — B), vong dung huyét phia ngoai
mé& (dung huyét alpha — a).

Trén mdi tredng TSC (3.9) khudn lac C. perfringens ¢6 mau den.

Dung que céy (4.7) lay khuln lac nghi ngd cdy vao méi truong nwoc thit (3.1) hodic méi trwdng
Thioglycolate (3.5) trong didu kién y&m khi (4.3) c6 bd sung CO, (3.4), nubi & ti 4m (4.1), tlr 24 h @én
48 h a8 kiém tra hinh thai va dc tinh sinh hoa.

5.2.4 Xac djnh vi khuén
5.2.4.1 Quan sat hinh thai vi khudn

— Dung que cAy (4.7) l4y khudn lac hda ddu vao giot nwdc sinh Iy trén phién kinh (4.9) hoac ldy mét
vdng que cly (4.7) canh tring da nuéi cAy vi khuin dan mdng 1&n trén phién kinh (4.9), d& khd va cé
dinh tiéu ban trén ngon Ilra dén cdn (4.11).

~ Tiéu ban sau khi 8 dugc cb dinh, nhuém bing phwong phap Gram (xem Phy luc A).

- Vikhuan b4t mau tim (mau Gram dwong), tnyc khudn to, thing, hai dAu trén, ¢é kich thuéc (tir 0,6
pm dén 0,8 pm) x (tlr 2 pm dén 4 pm), thudng dirng riéng 1€ hay thanh chudi ngén.

5.2.4.2 Kidm tra dic tinh sinh héa

Xac dinh vi khudn C. perfringens dira vao mdt sé dic tinh sinh hoa duge néu trong bang 2.

Bang 2 (tiép theo) — M@t sb dic tinh sinh héa cia vi khudn C. perfringens

Tinh chét C. perfringens
Lecithinase +
Lipase =
Phan gii casein *
Indole -
Di déng -
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Béng 2 (két thic) — M3t s aic tinh sinh héa cua vi khuin C. perfringens

Tinh chét Clostridium perfringens
Glucose +
+
Lactose
+
Sucrose
Maltose +
Salicin -
Phan ing CAMP* nguerc +

*CAMP: Christie — Atkins — Munch — Petersen
Tién hanh cac phan (rng sinh hda theo quy dinh tai Phy lyc B.
GHI CHU: C6 thé sir dyng kit sinh héa thrrong mai dd kidm tra dc tinh clia vi khuln C. perfiingens
5.2.4.3 Dijnh typ va xac djnh ddc tb cla vi khuin C. perfringens
St dung phrong phap PCR véi cac cip mdi dac higu va chu trinh nhiét dwgc néu trong bang 3.

Bang 3 — Cac cip mdi va chu trinh nhiét cho PCR xédc dinh ddc té a, B &, 1

) Kich thwérc
Poctd | Tén mdi Trinh ti tir d3u 5’ t&i 3’ san phim Chu trinh nhiét

(bp)

CPAFW | GCTAATGTTACTGCCGTTGA
a 324
CPARV | CCTCTGATACATCGTGTAAG

95 °C, 10 min;
Cpb FW | GCGAATATGCTGAATCATCTA 40 chu trinh :
B 196 0
Cpb RV | GCAGGAACATTAGTATATCTTC e
53°C,90s;
: Etx FW | GCGGTGATATCCATCTATTC s 72°C, 90'5)
Etx RW | CCACTTACTTGTCCTACTAAC 72°C, 10 min,

lap Fw ACTACTCTCAGACAAGACAG

lap Rw CTTTCCTTCTATTACTATACG

10



