PHAN LAP, PINH SEROTYPE VIRUT VIEM PHE QUAN TRUYEN NHIEM
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TOM TAT

Viém phé quan truyén nhidm (Infectious bronchitis, IB) 14 bénh truyén nhiém cap tinh, toc do lay
lan cao va gay thiét hai cho nganh chan nudi ga cong nghiép. Nghién clru nay da phan lap virut IB tir
100 mau bénh tich khi quan sung huyét hodc c6 nhiéu dich nhay ¢ tai cac trai ga cong nghiép tinh Lam
Pong qua phuong phap tiém xoang niéu mo. Két qua cho thiy c6 54% mau cho bénh tich phoi lin, mot
bénh tich kha déc trung cho sy hi¢n dién cua virut nay. 54 mau dich xoang niéu mé duogc su dung dé
thyc hién RT-PCR, phat hién 9 mau duong tinh véi gene S cua virut IB. Giai trinh tu gene cho thay 4
mau trong tuong ddng voi serotype 793B dong 4/91 va 1 mau tuong dong véi serotype Mass dong
H120. Két qua cta nghién ctru nay di xac dinh sy luu hanh dong virut IB phd bién va 1am co sé cho cac
nghién ctru dich t&, sy bién ddi (tién hoa) cia virut tai Viét nam.
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Isolation and serotyping the IB virus from broiler
Vo Thi Tra An, Nguyen Thi Kim Yen and Ho Hoang Dung
SUMMARY
Infectious bronchitis (IB) is an acute and highly contagious respiratory disease of chickens and
causes remarkable loss in the intensive poultry production. This study has isolated IB virut from 100
congestive or mucus tracheas at broiler farms in Lam Dong province using innoculation of allantoic
cavity of embryonic eggs. The results showed that lesions such as stunting (dwarfing) and curling of the
embryo and its feet have been found in 54% infected embryos. These lesions are typical for the presence
of this virus. 54 field isolates from allantoic fluid were used for RT-PCR and were detected 9 positive
for S gene of IB virus. Nucleotide sequencing determinated that 4 isolates were 88% identity to serotype
793B strain 4/91 and 1 isolate was 98% identity to serotype Mass strain H120. Therefore, this study has
indicated the presence of IB serotypes in Lam Dong and is the basis of researches on IB epidemiology
and its alternation in Vietnam.
Key words : Broiler, Infectious bronchitis (IB),Virus isolation, Serotyping

1. GIOI THIEU
Viém phé quan truyén nhiém (Infectious bronchitis, IB) 1a mdt trong nhitng bénh gdy thiét hai kinh té
16n trong chan nubi ga coéng nghiép. Day la bénh truyen nhiém cap tinh, tbc d6 lay lan cao, véi ty 18
bénh c6 thé 1én dén 80% tong dan mic du ty 1€ chet thap 20% (Gelb va ctv, 1991). Trén ga thit, bénh
khong nhiing lam giam tang trong, tang hé so6 tiéu t6n thirc dn va chi phi thubc tha y ma con tao dleu
kién cho cac bénh khac phat trién. Trén ga dé san lugng trimg cing nhu chat lugng trimg s€ giam néu
dan ga mic bénh nay. Ty 1& dé giam co thé 1én t6i 50% va sau d6 kha ning phuc hoéi khong hoan toan
chi dat 70 - 80% so véi ban dau (N guyen Thi Phudc Ninh, 2008). Mot déac diém dang luu y ntra la virut
giy bénh nay c6 nhiéu serotype, bién di lién tuc va mot sd serotype khong tao mién dich chéo véi nhau
(Roussan va ctv, 2008) giy kho khin cho cong tic kiém soat bénh. Do d6, phan 1ap va dinh danh
serotype gy bénh IB tir ga khong chi 1a budc dau tién trong viéc xac dinh sy luu hanh dong virut gay
bénh ma con 1am co s& cho cac nghién ctru dich t&, su tién hoa cua virut... dé tim ra giai phap tdt cho
chién lugc phong va khdng ché can bénh nay.
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Chung t6i da tién hanh dé tai nghién ctru “Phan lap, dinh serotype virut viém phé quan truyén
nhiém tir ga thit” ctia cac trai chan nudi tinh Lam Pong.

II. PHUONG PHAP NGHIEN CUU
2.1 Léy miu bénh phﬁm tir nhirng dan ga cé triéu chirng hé hZ’lp

Téng cong 100 miu bénh pham duoc 14y tir khi quan cua 100 trai ga thit. Mdi mau bénh pham
thu thap tir 5 con ga & 1 - 45 ngdy tudi c6 tridu chimg bénh ho hap nhu thé kho, hd miéng vuon ¢6 tho,
am rale khi quan, chay nuéc mili; hodc/va co tiéu chay phan tring nhiéu nudc trong vong 7 ngay dau
khi bat dau bénh (chi lay mau nhitng ga bénh khong chung ngira vaccine IB hodc di ching ngira trude
d6 21 ngay). Mau bénh pham 1a mot doan (5 - 7 cm) khi quan c6 nhleu dich nhay hodc ¢ bénh tich sung
huyét cho vao trong céac tui nylon vo trung, bdo quéan lanh (4°C) va van chuyén ngay vé& phong thi
nghiém trong vong 24h va dung dé phan lap virut qua phoi trimg (OIE, 2008).
2.2 Phan 1ap virut tir miu bénh pham bang cach tiém phdi trirg theo qui trinh cua OIE (2008)

Khi quan ga bénh duogc nghlen nat, cho vao dung dich nudc mudi 0,9% tao huyen dich 10-20%,
ly tim 3.000 vong trong 5 phut. Loai bo vi khuan, nam va tap chat bang cach cho hdn hop khang sinh
penicillin 10.000 UI/ml, streptomycin 100 mg/ml vao huyén dich (Gelb, 1989). Sau d6 loc qua luéi loc
c6 dudng kinh 0,22 um. Lay 0,1 - 0,2 ml nudc trong ndi trén mit ctia dung dich duéi ludi loc tiém vao
xoang niéu mo phoi ga 09 ngdy tudi. Phoi trimg ga dung dé nudi ciy virut tir ngudn ga ty nudi theo qui
trinh khép kin, cach ly v6i moi trudng ngoai, ga khong nhiém bénh ciling nhu khong tiém phong bénh IB
va da duoc test huyét thanh am tinh voi IB bang phuong phap ELISA. M&i miu bénh pham tiém vao 5
phdi trimg. Trudc khi tiém soi tring danh dau vi tri dau phoi va tiém tai vi tri nguoc lai phia dau phoi.
Ké tiép dung paraffin bit 16 tiém, ép trimg 37°C trong 36 — 48 h dé toan bd bao thai nudc trimg c¢6 ham
lwong virut cao nhét. Phoi dugc kiém tra hang ngay, nhiing phoi chét xay ra trong ‘vong 24 h ¢6 mui thdi
duoc xem la nhiém tap va dugc loai ra. Bénh tich do IB 1am phoi cham phat trién, cudn tron cing véi
chimg suy nhugc cac bap co va ling dong urate trong than, nudc xoang niéu mé trong. Dich xoang niéu
mo cua nhitng phoi lin duoc thu hoach sau 3 ngay tiém. Trude khi thu hoach, dé trimg trong ta lanh 6h.
Dich xoang niéu mo dugc gilr & -20°C va dung cho phan tmg RT-PCR.
2.3 X4ac dinh s hién dién ciia virut IB phan lap dwoc bang ky thuat RT — PCR

Str dung doan moi trén doan gen S IB-F (5’-GATTATAATACTGGTAATTTTTCA-3’) va IB-R
(5’- GCAGCTTTATTAAAGGADGCA-3’). Quy trinh ly trich RNA tir dich xoang ni€u mé va RT -
PCR dugc thyc hién tai Cong ty C6 phan Cong nghé¢ Viét A. Thanh phan cic phan ing PCR gom 12,5
pl ] hon hop PCR Master mix (2 UI Ampli Taq gold; 0,2 mM dNTP; buffer 10X; 1,5 mM MgCl2); 0,5 ul
mdi doan mdi (ndng do 0,625 p M); 2,5 ul cDNA mau va nude cat khir ion hai 1an vira du thé tich 25 pl.
Quy trinh nhiét ciia cac phan tng PCR: 95°C/3 phit (1 chu ky); 94°C/30 giay, 45°C /1 phat, 72°C /1
phut 30 gidy (40 chu ky); 72 oc/ 15 phut (1 chu ky). Sau d6, 3 pl dung dich loading dye (Promega) va 7
ul san pham PCR cho vao mdi giéng dién di trén gel agarose 1% (Promega). Qua trinh dién di duoc thuc
hién v&i dung dich TAE 1X, thoi gian dién di 1a 50 V/5 phat; 75 V/45 phit. Sau khi dién di, bang gel
agarose dugc nhuom bfmg dung dich ethium bromide 1/10.000 va nhan dién nho den chiéu tia UV. P
dai cac san pham PCR duoc xac dinh bang cach so v6i thang DNA chuén, d6i chimg am (nude cat) va
dbi ching dwong. Péi chimg duong chinh 1 san phidm ctia nghién ctru duoc giai trinh tw xac dinh 1a
thudc gen S cua virut IB.
2.4 Pinh serotype IB phén 1ap dwoc bang phwo’ng phap gidi trinh tu gen

Céc mau duong tinh v6i PCR duoc giri dé giai trinh tu tai cong ty Macrogen Han Qudc. Két qua
trinh ty nucleotid dugc Blast trén NCBI, xac dinh duoc kleu serotype IB dua vao cac trinh tu nay bang
phiam mém Annhyb. Trinh tu nucleotid ctia cac miu duoc sip gidng cot va xay dung ciy sinh dong véi



trinh ty gen S cua mot ) serotype Mass (M41, H20, H120); Ark; 793B(4/91, 4/91-A2); Cla ... béng
chwong trinh ClustalX va doc cdy sinh dong bang phan mém Bioedid.

III. KET QUA VA THAO LUAN

Sau khi khuéch dai virut qua phoi trimg, ching t61 ghi nhan bénh tich phéi déc trung cua bénh 1B
nhu phéi coi coc, co thé udn cong hinh cau , hai chan ep 1én dau con goi 1a phoi lun ch1em 54%. Trong
s6 d6 ¢ 33/54 phoi con ¢ thém bénh tich tich urate trong than (Hinh 1). Két qua nay gidng véi mo ta
cua Gaba va ctv (2010).

(a) (b)

Hinh 1. Bénh tich tich urate trong thin
la: Phéi lun (trdi) Phéi ga binh thuong (phai), 1b: Phéi lun va tich urate)

Tong s6 54 mau nudc trang cd bénh tich phoi lin dugce dung dé xac dinh sy hién dién virut IB
bang k¥ thuat RT - PCR vé6i cap mdi IB-F va IB-R nham khuéch dai doan gen S cuia virut IB. Két qua
cho thay c¢6 9 mau duong tinh v6i RT - PCR (Hinh 2). Nhu vay, c¢6 16,6% mau duong tinh v6i IB. Két
qua nay tuong tu két qua cua Kumar va ctv (2007); Chen va ctv (2010) phat hién ti 1& duong tinh bénh
IB lan luot 1a 21% va 17% khi dung phuong phap RT — PCR. Theo De Wit (2000), khi dung ky thuat
RT - PCR phai sir dung doan moi thich hop nham khuéch dai ving bao ton hién dién tat ca cac chung
néu khong hién twong 4m tinh gia xay ra. Muc dich ctia nghién ctru nay 1a xéac dinh serotype giy bénh IB
nén chung t6i sir dung phuong phap RT - PCR véi doan moi khuéch dai doan gen bao ton S chung cac
serotype tr dich nudc trung chira virut.

(@) Hinh 2 Céc sanphcfm rT-PCcrR (D)
(Hinh a: Gleng M mau ching dwong, Giéng 1-8 mau dwong tinh, Giéng (-) chitng am; Hinh b: Giéng 1
thang chudn, Giéng 2 mdu dwcong tinh).



Tong s6 9 mau dwong tinh voi RT- PCR duoc giri giai trinh tu gene. Két qua Blast trén NCBI va
Annhyb cho thiy c6 6 miu c6 trinh tu twong dong véi virut Infectious Bronchitis. Kumar va ctv (2007)
ciing ghi nhan két qua tuong ty khi giai trinh ty 10 mAu duong tinh v6i IB nhung chi ¢6 7 mau chat
luong t6t c6 thé xac dinh duoc serotype. Khi sir dung chuong trinh ClustalX sip gidng cot va xay dung
cdy phat sinh dong véi trinh tw gen S1 va S2 ciia mét sb serotype Mass (M41, H20, H120, H52); Ark;
793B (4/91, 4/91-A2); Cla, Georgia, Conn46, Beaudette, QX, LX, ... va doc cdy sinh dong bang phan
mém Bioedid, chung t6i xac dinh dugc serotype cua 5 mau (74, 75, 76, 78 va 80). Két qua dugc trinh
bay qua So dd 1
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So dé 1 Cay sinh dong méu virut gdy bénh IB thuc dia so v6i miu tiv ngdn hang div liéu

Nhu vay, c6 4 mau trong nghién ctru nay tuong dong 88 % vdi serotype 793B dong 4/91 va 1 mau
turong dong 98% voi serotype Mass dong H120. Két qua ciia chung toi twong tu két qua ctia Tran Thanh
Van (2000) khi xét nghiém bang phuong phép trung hoa virut & dan ga b me tai Viét Nam cho thay su
hién dién cua khang thé trung hoa ddi véi hai bién ching IB 4/91 (serotype 793B) va CR 88 (serotype
Mass). Su pho bién ciia 2 serotype nay ciing dugc minh chimg qua cac bao cdo cta Shapouri (2002) cho
biét 14 mau ¢ Iran twong dong serotype Mass, 2 mau twong dong dong 4/91; Abdel-Moneim (2006)
cong bd 16 miu & Hy lap twong dong 97% dong H120; Blichars va ctv (2007) di cho biét 8 trong 9 mau
phan lap tai Ba Lan Ia serotype 793/B; Rousan va ctv (2008) cho biét serotype Mass va dong 4/91 1a
phd bién nhét trén 50% s0 luong mau IB ¢ Jordan; Gaba va ctv (2010) phan lap tir than ga bénh tai An
Do phat hién cac miu giébng 99% trinh tu gen dong 4/91 serotype 793/B; Villarreal va ctv (2010) giai
trinh ty 20 mau duong tinh v6i IB dugc phan lap tor ndm 2007-2008 & Brazil c6 2 mau thudc serotype
793B va 3 méu thudc serotype Mass. Diéu can luu ¥ nita 1a 4 mau thudc serotype 4/91 dugc 1ay tir dan
ga chi chung vaccine H120 luc 1 ngay tudi con mau thude serotype H120 duoc 1ay tir dan ga chi ching
4/91 lac 1 tudn tudi. Nhu vy, kha nang bao vé chéo giita cac chung rat thip va néu chi chung mot loai
vaccine IB thi khong bao vé dugc dan ga chéng lai bénh IB.



IV. KET LUAN

Nghién ciru nay ghi nhan 54% bénh tich phdi coi coc, co thé udn cong, hai chan ép 1én dau (phoi

lun) va 33% phoi tich urate ¢ than tur mau khi quan xudt huyét & cac trai ga co tri¢u chimg hod hap. RT —
PCR phat hién 9 mau duong tinh voi IB. Giai trinh tw gen xac dinh duoc 1 mau IB thudc serotype
Masschusett (dong H120), 4 mau thudc serotype 793B (dong 4/91).
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