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Tom tat
- Dung khang nguyén tu ché xac dinh ty 16 nhiém Mycoplasma gallisepticum (MG) va
Salmonella typhimurium & huyét thanh vit ¢ biéu hién 1am sang ctia bénh do Mycoplasma va
Salmonella cho két qua:
+ Ty 1é duong tinh véi khang nguyén MG 1a 75,50% (151/200 miu).
+ Ty 1 duong tinh véi khang nguyén S. typhimurium 12 80% (160/200 mau).
- Bang cac phuong phap khac nhau (nudi cy, PCR ...) di phan 1ap va xéac dinh dugc:
+ 24 chung S. typhimurium va 7 chung S. enteritidis tir cac co' quan phu tang cua 30 vit
bénh va c6 phan ung ngung ket huyet thanh duong tinh v&i khang nguyén tu ché.
+ 8 chiing MG tir 30 mau phdi vit bénh.
Tu khoa:  Vit, Mycoplasma gallisepticum, Salmonella typhimurium, Ty 1¢ nhiém, Khang
nguyén.
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Summary
Using self-produced antigen to determine prevalence of Mycoplasma gallisepticum (MG)
and Salmonella typhimurium in ducks with clinical symptoms of mycoplasmosis and
salmonellosis showed that the positive percentage of sera with MG antigen is 75.5% (151/200
samples) and that of sera with S. typhimurium is 80% (160/200 samples).
Isolation and identification of the two bacteria from organs of 30 diseased ducks by
cultivation and PCR indicated 24 S. typhimurium, 7 S. enteritidis and 8 M. gallisepticum isolates.
Key words: Duck, Mycoplasma gallisepticum, Salmonella typhimurium, Prvalence, Antigen
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Bénh viém xoang mili trén vit do nhiéu loai Mycoplasma gay ra: M. gallisepticum, M.
anseris, M. imitans, M. anatis, M. glcophilum, M. lipofaciens... (Stipkovits va Kempf, 1996);
Bénh Pho thuong han & vit do vi khuan Salmonella sp. gdy ra dic biét 13 S. typhlmurlum Trong
nghién ctu nay chung t6i tdp trung nghién ctru vao vi khuin gdy bénh chu yéu la M.
gallisepticum (MG) va S. typhimurium.

Ca hai bénh c6 vai trd quan trong vé dich te thiét hai gay ra bao gom vit bi bénh, ty 1€ vit
con chét va loai thai cao, vit cham 16n tiéu tén nhiéu thic an, sic dé khang bénh giam, anh
huong dén chat lwong con gidng, ty 1& ip nd thip, dic biét S. typhimurium con 1a ching vi khuan
gay bénh thuong han nguy hiém & nguoi.

Trén thyc té hién nay, hau hét cac dan vit déu bi nhiém bénh do vi khuan Mycoplasma va
Salmonella, vi vy viéc tao ra mgt dan vit khong bi nhiém bénh 1a mot viéc 1am can thiét nhung
gip rat nhiéu khé khan. Ca hai bénh nay déu nam trong danh sach giam sat kiém tra huyét thanh
dinh ky.

Xuét phat tor nhu cau thuc té va dya trén co sé nhirng két qua nghién cuu da dat duoc
trude day, ching t6i tién hanh nghién ctru: “Phén 1ap va xac dinh ty 1& nhiém M. gallisepticum,
S. typhimurium & huyét thanh vit bang khang nguyén tu ché Vién Tha y”

YWién Thiiy * Co quan thi'y Ving VI
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IL. NOI DUNG, NGUYEN LIEU VA PHUONG PHAP NGHIEN CUU
2.1 Noi dung nghién ciru:
- Xac dinh ty 1& nhiém M. gallisepticum, S. typhimurium trén dan vit c¢6 biéu hién 1am sang cta
bénh do Mycoplasma va Salmonella bang cac khang nguyén tu ché M. gallisepticum (KNTC
MG) va S. typhimurium (KNTC Sal.typ)
- Phan lap, x4c dinh vi khuan M. gallisepticum, S. typhimurium trén vit c6 biéu hién 1am sang bi
nhiém Mycoplasma va Salmonella va c¢6 huyét thanh dwong tinh véi KNTC MG va KNTC
Sal.typ.
2.2 Nguyén liéu
- Cac mau mau, phu tang cua vit bénh.
- Khang nguyén MG, khang nguyén S. typhimurium chuan, khéang huyét thanh chuan don gia va
da gia cua Vién Thi y Nhat Ban cung cip.
- Khang nguyén MG va khang nguyén S, typhimurium tu ché ctia B6 mon Vi tring Vién Tha y.
- Cac loai méi trudng, hoa chat dung trong nghién ciru:
+ Mai truong Mycoplasma Broth (MB), Mycoplasma Agar (MA); RV, DHL, TSI, Chrom™
Salmonella dugc chuan bi theo quy trinh ctia T6 chiic Dich t& thé gidi.
+ Céac cap moi xac dinh MG va Salmonella cua hing Espec Oligo Service Corporation - Nhat
Ban.
- C4c loai hod chét st dung trong phan tmg PCR
- Cac may moc va dung cu can thiét khac trong phong thi nghiém.
2.3 Phwong phap nghién ciu
- Phuong phap ldy va xie Iy mdu:
Céc mau mau va vit thi nghiém duoc 1ay tir nhitng vit da duoc theo ddi va chon loc.
- Phuong phap phdt hién khing thé
- Phan (mg ngung két nhanh trén phién kinh
- Phan mg ngung két va ngan trd ngung két hong cau ga
- Phuwong phadp xdc dinh khang nguyén
- Phan ng immunoperoxidaza gian tiép (Imada Y., 1982)
- Phwong phdp xdc dinh M. gallisepticum va S. typhlmurlum béing phdan trng PCR

- Cap moi dac hiéu va cac budc thue hién phan tng PCR xac dinh MG dua theo quy trinh cua
Kiss va cs (1997).

- C4c cap moi dic hiéu va cac bude thyc hién phan tng PCR dé xac dinh doc td duong rudt
(Stn), yéu t6 xAm nhap (InvA) ctia Salmonella theo cac diéu kién cua Suzuki va cs (1994), Saitoh
va cs (2005), Skyberg va cs (2006).

- Cdc phwong phép khac

Phuong phap nudi cdy, phan 1ap vi khuan, phuong phap giam dinh vi khuan, phuwong phap
xac dinh serotyp ciia vi khuan theo huéng dan ctia Nhat Ban va theo phuong phap thuong quy tai
BO mon Vi Trung - Vién Tha y.
- Phwong phdp xir Iy so ligu:

Cac két qua thu duogc trong cac thi nghiém dugc xtr 1y theo phuong phép théng ké sinh vat
hoc thong thuong va trén may tinh bang chuong trinh Excel 7.0.

III. KET QUA VA THAO LUAN
3.1 Két qua xac dinh ty 1& nhiém M. gallisepticum va S. typhimurium trén dan vit c6 biéu
hi¢n 14m sang ciia bénh do Mycoplasma va Salmonella bing khing nguyén tu ché

200 mau huyét thanh vit 1ay tir dan da dugc chon loc c6 biéu hién 1am sang ctia hai bénh do
Mycoplasma va Salmonella, tién hanh lam phan ung ngung két v6i hai loai KNTC MG va
KNTC Sal.typ. Két qua dugc trinh bay trong bang .1.

Bing 1. Két qud xdc dinh ty 1¢ nhiém M. gallisepticum va S. typhimurium #rén dan vit c6 biéu
hién ldm sang cua bénh do Mycoplasma va Salmonella bang khang nguyén tu ché
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S6 lwong mau huyét thanh KNTC MG KNTC Sal.typ

i B % 0 %
200 151 75,50 160 80,00

V6i téng sb 200 mau huyét thanh cuia vit & cac tudn tudi khac nhau c6 biéu hién 1am sang
ctia bénh do Mycoplasma va Salmonella mang xét nghiém, sé mau dwong tinh v6i KNTC MG la
151/200 mau (chiém 75,50%), s6 mau duong tinh véi KNTC Sal.typ 1a 160/200 mau (chiém
80,0%).

Tir két qua dat dugc cho thiy ring viéc sir dung khéng nguyén kiém tra phat hién khang
thé M. gallisepticum va S. typhimurium trong huyét thanh vit c6 gia tri thuc té cao, ty 16 mau
duong tinh cao 1a do dan vit da dugc chon loc trudce khi lay mau x¢ét nghi¢m.

Tiép do, trong s6 151 vit c6 huyét thanh dwong tinh v6i KNTC MG va 160 vit c6 huyét thanh
duong tinh vdi KNTC Sal.typ, ching toi Iyra chon 30 vit ¢c6 mau huyét thanh duong tinh véi ca
hai loai khang nguyén dem mé kham dé lam céc thi nghiém tiép theo.

3.2 Két qua phan 1ap vi khuin M. gallisepticum va S. typhimurium trén vit ¢é biéu hién 1am
sang nhiém Mycoplasma va Salmonella va ¢é huyét thanh dwong tinh véi khang nguyén tu
che
Trude khi tién hanh phan 1ap, x4c dinh vi khuan M. gallisepticum va S. typhimurium,

ching t6i tién hanh 1am phan tmg ngung két ctia 30 mau huyét thanh vit v6i hai loai KNTC MG
va KNTC Sal.typ, c6 ding KNC cua hai loai khang nguyén dé so sanh. Két qua cho thiy 30/30
mau huyét thanh déu duong tinh véi ca hai loai KNCMG, KNTCMG, KNCSal.typ, KNTCS.typ.

Sau d6 chung t6i 14y mau phdi, gan, lach, chat chtra rudt ctia 30 vit bénh dé phén lap, xac
dinh vi khuan M. gallisepticum va S. typhimurium.
3.2.1 Két qua phaén ldp, xdc dinh vi khudn S. typhimurium tiv phii tang vit bénh

Tién hanh phan 1ap, xac dinh vi khuan Salmonella sp. tir caic mau phu tang vit bénh bang
phuong phap nudi cdy va ky thuat PCR cho két qua nhu trong bang 2.

Bing 2 Két qua phan ldp, xdc dinh vi khudn Salmonella sp.
tir phu tang vit bénh

; So PCR Nudi cdy

. A 2 wongm

Loaibenh pham | g, (+) (%) (+) (%)
Gan 30 13 43,33 10 33,33
Lach 30 13 43,33 11 36,67

Chat chtra rudt 30 15 50,00 13 43,30
Tong 90 41 45,55 34 37,77

Két qua cho thiy: Bang phuong phap nudi cay, c6 34 trong tong sb 90 miu phan lap
duoc vi khuan Salmonella sp., chiém ty 18 37,77%; trong d6 ty 1& phan 1ap duoc vi khuan nay
cao nhat & cac mau chat chtra rudt véi 43,3% (13/30 mau), lach 13 36,67% (11/30 mau) va gan la
33,33% (10/30 mau).

Bing phuong phap PCR khi sir dung cap moi InvA-F va InvA-R di xac dinh dugc 41/90
mau duong tinh voi kich ¢& san pham 1a 521 bp, trong d6 cao nhat ¢ chit chira rudt véi ty 18
duong tinh 50%.
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Anh: Két qua phan ieng PCR véi cip méi InvA-F va InVA-R xdc dinh vi khuin Salmonella.
Giéng 9: P/c dwong; giéng 2: D/c am; giéng 1, 4, 8: Mdu dwong tinh, san pham 521 bp
Sau khi phan lap dugc 34 ching vi khuan Salmonella sp., chung t6i tién hanh xac dinh
serotyp cua cac chung phan 1ap duoc bang cic phan timg ngung két trén phién kinh va trong dng
nghiém, st dung khang huyét thanh chuan (Nhat Ban) va d6i chiéu theo bang phén loai cua
Kauffmann and White (Popoff, 2001). Két qua dugc trinh bay & bang 3.
Bing 3. Két qud xdc dinh serotype ciia cdc chiing vi khudn Salmonella sp. phén lgp dwoc

P Cong thirc khang nguyén So 2 7a

i‘;é%”’;ff Serotype KN O KN H chung 7(-%7/01).6
Phal Pha2 (+)

n=34 S. typhimurium 45,12 i 1,2 25 73,53

S. enteritidis 9,12 m,g - 9 26,47

Két qua ¢ bang 3 cho thay, trong 34 chiing Salmonella sp. phan 1ap dugc ¢ 25 ching 14
S. typhimurium (73,53%), 9 chung la S. enteritidis (26,47%). S. typhimurium xac dinh dugc véi
ty 1¢ cao trong nghién ctru nay cang khang dinh viéc sir dung KNTC Sal.typ dé xac dinh ty 1é
nhiém vi khuan nay 1 can thiét va co ¥ nghia 16n trong cong tac chan doan.

Tiép theo, chung toi sir dung phuong phap PCR dé xac dinh mét sb yéu td doc luc ciia
cac chung vi khuén Salmonella sp. phan 1ap dugc v6i cip moi Stn-F va Stn-R véi kich c& san
pham 13 259 bp, két qua dugc trinh bay & bang 4.

Bing 4 Két qud kiém tra djc to dwong rugt (Stn) ctia cdc chiing Salmonella

phan lgp dwoc bang phan ng PCR
) S6 ching S6 ching Ty le
Chung Salmonella kiém tra dwong tinh (%)
S1 (ching chudn) 1 1 100,0
S. typhimurium 25 24 96,00
S. enteritidis 9 7 77,78

Két qua cho thiy: Trong tong sb 25 ching S. typhimurium duoc kiém tra c6 24 ching
mang gen Stn, 7/9 chung S. enteritidis mang gen Stn. Tur két qua nay cho thdy hau hét cic ching
Salmonella phan 1ap c6 kha ning san sinh yéu té dudng rudt, co thé 13 do ching toi phan lap
dugc céc ching nay tir nhitng vit d@ dugc chon lga nghi ph6 thuong han va cé Kkét qua huyet
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thanh duong tinh ngung két véi KNTC Sal.typ. Nhu vay viéc ding KNTC Sal.typ dé xac dinh
viéc nhiém bénh do Salmonella 1a mdt viéc lam c6 y nghia trong cong tac chan doan.

3.2.2 Két qud phan lgp, xdc dinh vi khudn MG tir phéi vit bénh
Tién hanh phan lap, xac dinh vi khudn M. gallisepticum tir phdi ciia cac vit bénh cho két
qua nhu & bang .5.
Bing 5 Két qud phan lip vi khuin MG tir bénh phim vit

Loai S4 PCR Nuoi cay
bénh pham lwong (+) % MB MA
' ' (+) % (+) %
Phoi 30 13 43,33 23 76,66 8 26,66

Két qua cho thay v6i 30 mau phdi duoc kiém tra bang 3 phuong phap: PCR, nudi cdy
trén moi truong MB, MA da xac dinh dugc ty 1€ nhiém MG lan luot 12 43,33% (13/30 mau),
76,66 (23/30 mau) va 26,66 (8/30 mau).

Sau khi nudi cay phan 1ap dugc 8 chung MG tir mau phdi, chiing t6i tién hanh kiém tra,
giam dinh céc dic diém cua vi khudn bang cac phuong phap khac nhau, két qua dugc trinh bay ¢
bang .6

Bing .6 Két qua giam dinh vi khuan MG phaén lip

7 Glu RSA P HI>1/8 PCR 530 bp
Chung VK=o T 3 1sc | + | s | + | sc | + | sC +
MGSe 1 1 1 11 1111 11 1 1
MGphantap | 8 | 8 | 8 | 8 | 8 | 8 | 8 | 8 3 8

Glu: Glucoza; IP: Immunoperoxidaza

Két qua bang 3.6 cho thy 8/8 ching MG phén 1ap déu 1én men duong Glucoza, ci 8
chung déu bat mau thudc nhudm tbt trong phan tng IP gidng v4i chung chuan MGSg; trong phan
tmg HI dung dé xac dinh serotyp ca 8 chung déu dat HI 1/8 tuong duong vo6i chung MGSe; ca 8
chung MG déu cho ket qua duong tinh khi st dung k¥ thuat PCR, két qua san pham trén gel
Agarose la 530 bp gidng v6i ching MGSg chuén.

Nhitng két qua thu dugc & cac phuong phép trén di dén két qua cudi cing 13 hai loai vi
khuan MG, Salmonella ma chung toi phan lap dugc déu c6 cac ddc tinh va cu tric ADN cua cac
chung vi khuan MG, Salmonella chuan.

Nhu vay tir viéc sir dung hai loai KNTC x4c dinh ty 1¢ nhiém ban dau d3 dat dugc két
qua trong cong tac chan doan phan lap va xac dinh duoc vi khuan giy bénh. Pay chinh 13 muc
dich nghién ctru ctia chiing t61.

IV. KET LUAN
- Str dung KNTC kiém tra phat hién khang thé MG, Sal.typ trong huyét thanh vit c6 biéu hién
1am sang ctia bénh do Mycoplasma va Salmonella cho két qua:

+ Ty 1& duong tinh v6i KNMG 1a 151/200 mau, chlém 75,50% .

+ Ty 1€ duong tinh véi KN Sal.typ la 160/200 mau, chlem 80%.
- Bing phuong phap nudi cay, phan 1ap duoc 34/90 mau Sal sp. chiém ty 1& 37,77%; trong do
13/30 mau 1a chét chira rudt phan 1ap duoc Sal sp. chiém ty 1& 43,30%.
- Bang phuong phdp PCR khi sir dung cip mdi InvA-F va InvA-R di xac dinh duoc 41/90 mau
dwong tinh v6i Salmonella voi kich c& san pham 1a 521 bp, trong d6 cao nhat 1 chat chtra rudt
voi ty 1€ duong tinh la 50%. 23/30 mau phoi dwong tinh MG véi kich ¢& san pham 1a 530 pb.
- Két qua xac dinh serotyp cta cac chung phan lap cho thiy trong 34 chung Salmonella nghlen
ctru, c6 24 ching 1a S.typ chiém 73,53%, 7 chung 1a S. enteritidis chiém 26,47%. Tir 30 mau
phéi vit, ¢4 8 mau phan lap duoc MG.
- KNTC MG, KNTC Sal.typ dap tng duoc yéu ciu ding dé xac dinh ty 1¢ nhiém MG, Sal.typ
bang phan tng ngung két nhanh trén cac dan vit nudi & Viét Nam.

41



TAI LIEU THAM KHAO
1. Bela Toth (1985). Mot s6 bénh quan trong cua vit ( ban dich).. Nha xuat ban néng nghiép Ha
Noi, tr. 30- 34.
2. Frey. M.L., R.P.Hanson, and D.P.Anderson. (1968), A medium for the isolation of avian
mycoplasmas. Am. J. Vet. Res.29, 2163-2171.
3. Pao Thi Hao, Cu Hitu Phu, B4 Ngoc Thuy, Tran Viét Diing Kién, Lé Minh Hang, Vin Thi
Huong (2009). Ché tao thir nghiém va hoan thién khang nguyén MG. Ung dung khang nguyén
MG tu ché xac dinh ty 1& nhiém bénh CRD tai mét sé co s& chin nudi ga. Bao cédo dé tai nim
2009, Vién Thu y.
4, Nguyen Ngoc Huan , Tran Xuén Hanh va T6 Thi Phan (2008). Su luu hanh cua Salmonella
trén dan vit CV - supper M nudi tai trai vit giong VIGOVA . Tap chi Khoa hoc kj thudt Chdin
nudi - S6 14-Thang 10-2008.
5. Kiss I, Matiz K, Kaszanyitzky E, Chavez Y, Johanson KE., (1997), Detection and
identification of avian mycoplasmas by polymerase chain reaction.
6. Pinh Nam Lam va Phan Ngoc Anh (2002). “Buoc dau khao sét tinh hinh nhiém Salmonella
trén vit tai Can Tho™. Tap chi Khoa hoc ky thudt thu y, s6 1, tr. 63-68.
7. Tran Van Thanh, Nguyén Quang Tuyén ,Tran Thi Hanh, Lé Vian Duong (2010). Xac dinh va
kiém tra doc luc cac chﬁng Salmonella Typhimurium , Salmonella Enteritidis phan lap duoc o vit
nudi tai tinh Hung Yén. KHKT Chén nuédi, sé 10 — 2010.
8. Stipkovits L., Kempf 1., (1996), Mycoplasmas in poultry, Rev. Sci. Tech, 15[4], 1495 - 1525.

42



