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TOM TAT

Nghién ctru nay dugc thuc hién nhém xac dinh sy c6 mat cua reovirus & ga nudi tai tinh Bic
Giang. Tong s6 27 mau gop gom dich 6 khép va gan cua ga dugc thu thap tir ga ¢ cac biéu hién nhu
coi coc, viém khép va viém bao gan tai mot sb trang trai thudc cac huyén Tan Yén, Yeén The va Hiép
Hoa, tinh Bic Giang tir thang 10/2022 dén 1/2023. Két qua phan tng PCR cho thay, sé miu duong
tinh v&i hé gen cua reovirus ¢ ga 1a 1/7 (14,29%) va 1/9 (11,11%) mau thu thap tir huyén Tan Yén
va Yén Thé, trong khi d6 khong c6 mau duong tinh nao dugc phat hién déi véi cac mau thu thap tai
huyén Hiép Hoa. Két qua giai trinh tuw mot phan gen 6C cho thiy chung virus thuc dia ¢ ga c6 biéu
hién viém khép thude nhom reovirus cluster I va gan véi chung reovirus da dugc bao céo ¢ Trung
Quéc. Két qua cia nghién ctru nay bd sung thong tin vé tinh hinh nhiém reovirus ¢ ga, 1am co s&
cho viéc xay dung cac bién phap chan doan va phong chéng dich bénh trén ga va nhitng nghién ctru
chuyén siu vé reovirus sau nay.

Tir khéa: Bic Giang, ga, PCR, reovirus.

Preliminary result on detecting reovirus in
chickens farmed in Bac Giang province, 2022-2023

Tran Thi Huong Giang, Vu Thi Thu Tra, Do Manh Thang, Dong Van Hieu

SUMMARY

This study aimed to identify reovirus infection in chickens raised in several districts
in Bac Giang province. A total of 27 pooled samples including synovial fluid and tendons
were collected from chickens with clinical signs of running-stuning syndorme, arthritis and
tenosynovitis raised in Tan Yen, Yen The and Hiep Hoa district of Bac Giang province from
October 2022 to January 2023. Results of polymerase chain reaction (PCR) showed that the
number of positive samples for the avian reovirus (ARV) genome were 1/7 (14.29%) and
1/9 (11.11%) samples collected in Tan Yen and Yen The districts, respectively; whereas no
sample was positive for the viral genome from chickens farmed in Hiep Hoa district. Analysis of
oC gene sequences revealed that the field strains obtained in this study belonged to the cluster
I and were genetically closed to the Chinese ARV strain. The finding of this study supplements
information on reovirus infection is a basis for developing diagnostic and disease prevention
measures in chickens and further study.

Keywords: Bac Giang province, chicken, PCR, reovirus.
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I. PAT VAN PE

Trong chin nudi gia cim, bénh do reovirus 1a
mot trong nhimg bénh truyén nhiém nguy hiém,
gy ra nhidu ton that vé& kinh té. Reovirus lién
quan dén mot s6 bénh & ga nhu hoi chimg kém
hép thu, hoi chiing thép cOi, cac van dé vé bénh
duong rudt, viém khdp do virus va viém bao gan
(Kouwenhoven va cs., 1988). Reovirus ¢ ga (Avian
reovirus, ARV) dugc cho 1a mét tac nhan gay bénh
chinh trong nhiéu trudng hop bénh 1am sang. Mbi
lién quan gitta ARV v6i viém dong mach hodc viém
bao gin do virus ¢ ga da dugc chimg minh 6 rang.
Ga bi bénh do ARV gay ra c6 thé bi qué, chuyén
ho4 thirc an thip, giam ting trong, viém khop hodc
viém bao gan, ning c6 thé tir vong (Jones, 2013).

ARV duogc phan 1ap tir ga khong co triéu ching
lam sang, nhung ching van lién quan dén cac tinh
trang bénh nhu viém bao gan va hoi ching kém
hép thu ¢ ga (Kouwenhoven va cs., 1988). ARV Ia
mot ARN virus dang tran, thudc ho Reoviridae. Cac
virion ARV c¢6 duong kinh 70-80 nm (Spandidos va
Graham, 1976). Tuong ty nhu cac thanh vién khac
trong ho nay, hé gen ciia ARV gdm 10 phéan doan,
trong d6 c6 3 phan doan L gf‘)m L1, L2, L3; 3 phan
doan M g@)m M1, M2, M3 va 4 phan doan S gém
S1, S2, S3, S4. Mdi doan ma hoa mét protein duy
nhét ngoai trir doan S1 ma hoa 3 loai protein. Gen
S1 ma hoa hai protein phi c4u trac (p10 va p17) va
mdt protein cdu triac (oC) (Benavente va Martinez-
Costas, 2007). Phan tich trinh ty va khuéch dai 1
phan gen S1 ma hod protein 6C thudng dugc sir
dung dé phan tich dac diém di truyén va phan loai
ARV. Cho dén nay, 6 kiéu genotype cluster (I-VI)
da dugc mo ta dya vao trinh tu doan gen S1 ma hoa
protein C (Lu va cs., 2015).

Trong nhiing ndm gin day, mot sé ching ARV
méi da dugce phan 1ap tr cac dan ga thit dugc tiém
phong bénh viém khép hodc viém bao gin & Bic My
va gay thiét hai kinh & 16n cho nganh chin nudi gia
cam (Crawford, 2000). Hoi chimg viém khép va viém
bao gan do virus da gia tang ¢ cac dan ga thit thuong
mai & mién Bic Trung Qudc (Zhong va cs., 2016). O
Viét Nam, bénh do ARV géy ra & ga di duoc biét dén
trong nhimg trai chin nuoi lién quan dén hoi chimg
coi coc trén dan ga nudi. Khao sat huyét thanh trén
dan ga tai Long Khanh, tinh Pdng Nai cho thiy co
392 mau huyét thanh duong tinh véi khang thé khang

ARV; chiém ty 1¢ 85,22% (H6 Thi Viét Thu va cs.,
2014). Tuy nhién cho t6i nay, nhiing cong bd vé su
6 mit cia ARV trén dan g nudi & Viét Nam con rat
han ché. Nghién ctru nay dugc thuc hién nham budc
dau xéac dinh sy ¢ mit ctia ARV trén dan ga nudi tai
tinh Bic Giang va phén tich mot sb dic diém di truyén
phén tir cia mot $6 chung virus xac dinh dugc.

II. NOI DUNG, VAT LIEU VA
PHUONG PHAP NGHIEN CUU

2.1. N¢i dung

- Chan doan ARV bang phuong phap PCR
trong mau bénh phérn ga nudi tai mot s6 huyén
trén dia ban tinh Bic Giang

- Phan tich trinh tu gen ctia mot s6 ching ARV
xac dinh duogc.

2.2. Vit lidu

Tong s6 27 miu gop gém dich & khép va gan
duoc thu thap tir ga nudi tai cac huyén Tan Yén,
Yén Thé va Hiép Hoa thudc tinh Bic Giang trong
thoi gian tir thang 10/2022 dén thang 1/2023.
Mau duge thu thap tir nhitng dan ga khong sir
dung vacxin phong bénh do ARV gay ra, vdi cac
biéu hién bénh nhu coi coc, cham 16n so véi cac
con khac trong dan, viém 6 khop va viém bao
gan. MAu sau khi thu thap duogc xir 1y tai phong
thi nghiém thuoc Khoa Thu y, Hoc vién Nong
nghiép Viét Nam.

Vacxin nhugc doc (vacxin séng nhugce doc
dong khd chung S1133, cong ty Viphavet phan
phdi & Viét Nam) phong bénh do ARV gay ra & ga,
Gallivac Reo dugc st dung 1am ddi ching duong
trong nghién clru nay.

2.3. Phwong phap nghién ctru
2.3.1. Thu thip va xir Iy mdu

Téng s6 27 mau ga tir cac trang trai thudc cac
huyén Tan Yén, Yén Thé va Hiép Hoa dugc Iya
chon ngﬁu nhién trén dia ban tinh Bic Giang. Bénh
pham 1a mau gdp dich 6 khép va gan duge thu
thap theo Quy chuan ky thuat quoc gia QCVN 01-
83:2011. Mau bénh phdm sau d6 dugc dong nhat
theo ty 1&¢ 10% phosphate-buffed saline (PBS).
Hdn dich ddng nhit dugc bao quan & -80°C tGi
khi st dung.
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2.3.2. Tach ARN va tong hop cDNA

RNA va DNA tbng sb trong mau di duogc
d6ng nhat dugc chiét tach dya trén kit thuong mai
Viral Gene-spin™ Viral DNA/RNA Extraction
(Intron, Han Qudc). Quy trinh tach chiét theo
huéng dan cua nha san xuit. ARN tong s6 duoc
hoa tan trong 30ul va dugc bao quan ¢ -30°C
cho t6i khi sir dung. Qua trinh téng hop cDNA
duoc thuc hién c6 st dung Random primer va
enzyme M-MLV (Promega, M¥). Phan ung téng
hop ¢cDNA dugc thuc hién ¢ 37°C trong 60 phut,
75°C trong 5 phut.

2.3.3. Phdn irng PCR
Phan ung PCR dugc thiét 1ap dé khuéch dai

san pham PCR ciia ARV c6 d6 dai 1.088 bp. Cac
cip mdi ARV Pl va ARV P4 (bang 1) dugc sir
dung cho phan tng PCR xac dinh ARV genome
trong mau bénh pham duoc cong bd trude day
(Kant va cs., 2003). Cu thé tong s6 25ul hdn hop
phan tng gdm c6 12,5ul GoTag® Green Master
Mix (Promega, M¥); 1l mdi loai moi xudi va moi
nguoc (10 pM) (bang 1); 8,5ul nudce tinh khiét va
2ul ADN khuén mau. Phan tng PCR duoc thuc
hién ¢ diéu kién 95°C trong 5 phit; 35 chu ky gom
95°C trong 30 giay, 58°C trong 30 giay, 72°C trong
30 gidy va hoan tit phan tmg ¢ 72°C trong 2 phiit.
San phém PCR dugc dién di trén thach agarose
1% c6 bd sung thudc nhuém RedSafe™ Nucleic
Acid Staining Solution (Intron, Han Quéc).

Bang 1. Thong tin cac cap méi str dung trong nghién ctru nay

Tén moi Trinh tw (5°-3’) San pham PCR (bp) Tai liéu tham khao
ARV P1 AGTATTTGTGAGTACGATTG

1.088 Kant va cs. (2003)
ARV P4 GGCGCCACACCTTAGGT

2.3.4. Gidi trinh tw va phan tich trinh tw gen

San phim PCR dugc khuéch dai c6 kich
thude 1.088 bp duge tinh sach bang kit thwong
mai QIAquick PCR Purification (Qiagen, M¥).
San pham sau d6 dugc giri t6i cong ty 15 BASE,
Singapore dé giai trinh ty gen. Phan mém
BioEdit tich hop cong cu CLUSTAL W da duogc
st dung dé can chinh trinh tu nucleotide (Hall,
1999; Thompson va cs., 1994). Ty 1¢ twong dong
nucleotide khi so sanh véi cac chung ARV tham
chiéu dugc dang tai trén GenBank bang chuong
trinh BLAST. Cay pha h¢ dugc xay dung dua
trén cac trinh tu ARV thu dugc trong nghién cuu
nay va cac trinh tu tir GenBank bang phan mém
MEGA 6 (Tamura va cs., 2013).

III. KET QUA VA THAO LUAN
3.1. Két qua xac dinh ARV bing phin trng PCR

Phan tng PCR duoc tién hanh véi miu bénh
phém thu thap tai thuc dia cho théy, san phém
PCR duoc khuéch dai chi co duy nhét 1 vach c6
kich thudc bang 1.088 bp giébng nhu san pham
PCR duogc khuéch dai ¢ giéng dbi chimg duong,
trong khi d6 giéng d6i chimg am chi bd sung

nuée tinh khiét khong xudt hién vach (hinh 1).
Nhu vay, c¢6 thé sir dung cip moi ARV P1/P4 dé
xac dinh ARV genome trong mau bénh pham tai
Viét Nam nhu nghién ctru trude d6 da da xac dinh
(Kant va cs., 2003).

1000 bp 1088 bp

Hinh 1. Minh hoa két qua PCR phat hién
ARV & ga

Ghi chii: Giéng 1 la thang ADN chudn 1kb, giéng
2: mdu déi chirng dwong ARV, giéng 3: mau doi
chitng dm chi bé sung nuée tinh khiét, giéng 4-6:
mau thue dia. Vach san phcfm PCR ddc hiéu co
kich thuoc 1.088 bp.

Ty 1& mau duong tinh véi ARV duge xac dinh
bang phan img PCR (bang 2).
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Bang 2. Két qua xac dinh ARV genome &
ga theo dia diém lay mau, ca thé tai tinh
Bac Giang bang phan &rng PCR

Dia Theo ca thé
phwong  S6 mau S6 mau Ty lé
(huyén)  kiémtra dwong tinh (%)
Tan Yén 7 1 14,29
Yén Thé 9 1 11,11
Hiép Hoa 1" 0 0
Téng 27 2 7,41

Trong tong s6 27 mau thu thap tir ga cb
nhitng d4u hiéu 1dm sang nghi nhidm ARV, ¢6 2
(7,4%) mau di duoc xac dinh duong tinh vdi hé
gen ctia ARV bang phan tng PCR. Cu thé, ty 1&
duong tinh v&i ARV theo cé thé ¢ cac huyén Tan
Yén va Yén Thé lan luot 1a 11,1% va 14,29%;
trong khi d6 khong phat hién dugc genome cua
ARV c6 trong nhitng mau thu thap tir ga nudi &
cac trang trai thudc huyén Hiép Hoa.

ARV di dugc bio céo phd bién ¢ nhiéu nude
trén thé gidi. Virus da dugc phan lap tu nhiing
ga biéu hién hoi ching kém hap thu, viém khép,
viém bao gan lan dau tién & Iran vao nim 1992
(Khodashenas va Aghakhan, 1992). Nghién ctru
huyét thanh hoc béo cdo rang 92-98% dan ga thit

duong tinh véi khang huyét thanh khang ARV
(Bokaie va cs., 2008). Nghién cuu cua Hedayati
va cs. (2013) da ghi nhan ching ARV gidng
S1133 da dugc xac dinh trong mau phan cua dan
ga thit (Hedayati va cs., 2013). Cac bién thé ARV
gay bénh duogc bao cdo & My, Phap, Canada,
Trung Quéc va Brazil (Palomino-Tapia va cs.,
2018; Sellers, 2017; Souza va cs., 2018; Zhong
va cs., 2016).

3.2. Két qua phan tich mdt phin gen S1 ciia cac
chiing ARV va ciy pha hé

Reovirus gdy bénh ¢ ga hay lién quan dén cac bénh
nhu hdi chiing coi coc chua timg duoc cong bd & Viét
Nam, dé khéng dinh tinh déc hi€u cta phan ung PCR
str dung trong nghién ctru ndy méc du da st dung doi
chig duong 14 ching vacxin nhugc doc, san phim
PCR da dugc gidi trinh tu gen va trinh tu thu dugc da
dugc kiém tra vdi co s¢ dir liéu trén GenBank.

Két qua tim kiém trinh tu twvong ddng tir co
s0 di liéu cua GenBank (https://blast.ncbi.nlm.
nih.gov/Blast.cgi) cho biét trinh ty dau vao (980
nucletotide) gidng véi cac ching reovirus & ga
da duoc cong bd & Trung Qudc (tinh tuong dong
nucleotide dén 95%) dua vao trinh ty gen 6C cua
ARV (bang 3).

Bang 3. Két qua so sanh mirc dé twong dong trinh tw nucleotide giira cac chiing ARV
Iwu hanh trong nghién ctru nay véi chiing tham chiéu trén thé gii

N . Phan Chuing virus v&i mire dd twong dong nucleotide cao nhéat
Chung virus . " - O —% —
loai Tén chung Quoc gia Maso GenBank Ty lé (%)
VNUA/ARV/BG1-2023 ARV HeB-20191774 Trung Quéc ON262159.1 98,19
VNUA/ARV/BG2-2023 ARV HeB-20191774 Trung Quéc ON262159.1 95,65

Nhu vay, phan tng PCR str dung trong nghién
ctru nay 1a dic hiéu va 2/27 mau xét nghiém duong
tinh v6i reovirus gay bénh & ga.

Trong nghién ctru nay, trinh ty amino acid cua
protein 6C cua 2 chung ARV va ching vacxin
S1133 dd dwoc phan tich va so sanh. Két qua cho
thdy co nhiéu diém dot bién dugc phat hién trén
trinh ty amino acid cua protein 6C céc chung trong
nghién ctru nay so sanh voi chung S1133 (hinh 2).

Két qua nay pht hop véi ghi nhan trudc day
vé protein oC cua ARV. Py la protein c6 nhiéu
bién ddi nhit trong cac protein ctia ARV. Mic du
cho dén nay su thay doi cia nhitng amino acid nay
¢6 anh huong dén tinh khang nguyén ctia ARV
hay khong. Tuy nhién, nghién ctru truéc day da
ghi nhan rang dic diém protein 6C nay thuong ¢
nhiéu bién d6i va c6 thé ciing dugc coi 1a mot trong
nhiing nguyén nhan lam giam hiéu qua cta vacxin
phong bénh ARV (Goldenberg va cs., 2010).
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Hinh 2. So sanh trinh tw amino acid cta 2 ching ARV trong nghién ctru nay
v&i chidng virus vacxin S1133

Cay pha hé duoc xay dung dua trén mot phan
gen S1 ma hoéa protein ¢ C cta 2 ching ARV trong
nghién ciru ndy va mot sd chung ARV tham chiéu
trén ngén hang GenBank. Két qua dugc thé hién &
hinh 3. Két qua cho thay ca 2 chung VNUA/ARV/
BG1-2023 va VNUA/ARV/BG2-2023 déu thudc
mdt nhanh cua nhom genotype cluster I reovirus ¢
ga. Hai chung virus nay c6 mdi quan hé di truyén
v6i ching ARV dugc xac dinh & Trung Qudc (ma
s6 GenBank 1a ON262159).
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Hinh 3. Cay pha hé (phylogenetic tree)
cta ARV dwa vao trinh tw mét phan gen
ma hoa protein S1 (940 bp)

IV. KET LUAN

Nghién ctru nay lan diu khing dinh sy c6 mat
cia ARV trong mau dich 6 khdp va gan ga thu duoc
& nhitng ga c6 biéu hién 1am sang nudi tai mot
s6 trang trai tai tinh Bic Giang tir thang 10/2022-
1/2023 véi ty 1¢ duong tinh 1 7,41%. Budc dau
xac dinh 2 ching ARV luu hanh tai tinh Bic Giang
¢6 quan hé di truyén gan v6i ching ARV ¢6 ngudn
gbc tir Trung Qudc bao cao nam 2019.
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