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UNG DUNG RT-PCR SU DUNG CAP MOl TU THIET KE
CHO VUNG SIEU BIEN §1 BUOC DAU KHAD SAT sU

LUU HANH CUA IBV @ GA NUGOI TAI DONG BANG
SONG CUU LONG

Nguyén Phiic Khanh!, Nguy&n Thi Cim Loan?, Huynh Thi Ngoc Ding?

TOM TAT

Bénh viém phé quan truyén nhiém (VPQTN) 1a bénh phé bién trén ga, gay thiét has kinh té dang ké cho
ngudt chin nuéi. Bénh thuong & thé 1iém dn nén rat kheé phat hien; viec thiét ké ciip méi co thé chan doan
va dinh chung vi-mut gay bénh VPQTN trén ga la rat can thiét va hiru ich. Qua thiét ké cap mér tir gene S1
bing Primer BLAST (NCBI), cap md1 5-CACAGGA(T/CYTGTGC(A/G)TGGTGG3 (méi xubi), 5-
AC(A/CYTCTTGTGC(T/G/AYGTACCATT-3' (mé1 nguge) duoc thiét ké dé xac dinh s luu hanh cila cac
chung virat VPQTN & mot s6 tinh déng béng song Ciu Long (PBSCL). Két qua giam sat bude dau cho
thay cap mér thiél ké phat hien vi-nit VPQTN liru hanh & ga nuéi tai DBSCL. K€t qua giai trinh tir gene S1
cho biét VPQTN hru hanh thuéc cac nhom Massachusetts, QX-like, 793/B va bién chiing & Viet Nam. Qua
phan tich cay pha hé va so sanh do twong déng trinh tu cac chung phan lap duoc vén nhau va véi cac chung
tham chiéu cho thay céc ching phat hign & DBSCL ¢6 dé tuong déng thdp vor nhau (70 - 77%). Trong khi
dé, chung VPQTN-Mass duoc nhom chung vén cac ching VPQTN nhém Massachusetts; tuong ddng 99,73%
von chiing Mass 41 (AY851295). Ching VPQTN-793/B thugc nhém 793/B véi do tuong déng 98,11% so vdi
chiing 4/91 (KF377577) va ching VPQTN-QX-Like thugc nhém QX-Like vén do tuong déng 90.87% so voi
ching Sezy3 (JF732903). Pac biét két qua nghién ciru da phat hién bién chiing VPQTN-VN, két qua phan
tich pha hé di truyén va so sanh ¢6 tuong ddng cho thay VPQTN-VN c6 do twong déng thip so vér cac

chung phat hign duoc & DPBSCL va cac chung tham chiéu (70 - 74%).
Tir khéa: Pdng bing song Ciu Long, g4, vi-nit viem phé quan truyén nhiém.

1. M@ 04u

Bénh viém phé quan truyén nhiém (VPQTN) 1a
ot trong nhimg bénh phd bién gay thiét ha kinh t&
dang ké dén nha chan nuéi; bénh lam giam ting
trong do1 voi ga thit (ty 1& nlmém bénh rdt cao 10-
100%, ty 1é tir vong 30-80% tuy thudc vao chung vi-rit
gay bénh); giam nang suat trimg (70%) va chat luong
trimg d6i voi ga dé (Jackwood va de Wit, 2013) [1].
Bénh VPQTN gay ra do Gammacoronavirus. Gene
S1 cua vi-nit déng var tré quan trong trong viéc xac
dinh kiéu gene ciia vi-nit vi n6 chira nhimg viing siéu
bién déi (Lee ef al, 2003) [2] va mang nhimg quyét
dinh khang nguyén déng val tré quan trong trong
dap img muén dich ¢ vat chii nhiém beénh (Lee ef al,
2003; Jia et al, 1996) [2, 3]. Theo Caron (2010) [4],
trinh ty amino axit ctia doan S1 14 phan bién dgi nhat
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cta proten S; kiéu gene cda vi-rat VPQTN khac
nhau ¢6 trinh tr amino axit tuong déng duai 40%. Do
d6 S1 hodc mot phan cia doan S1 (chira ving siéu
bién d6i) thuong dugc su dung dé xac dinh kiéu
gene cba vi-rut VPQTN.

Phong bénh sir dung vacxin la bién phap quan
trong va chu yéu trong quan ly dich bénh VPQTN.
Tuy nhién, viéc phong bénh bang vic-xin & bénh
VPQTN thuong khong hiéu qua do rat it hoac khong
c6 bao ho chéo giira cac loai vécxin véi phau
(Jackwood va de Wit, 2013) [1] va hién tuong tai té
hop trong bo gen cia vi-nit (Jackwood, 2012) [5]. Do
do, ga da tém vdcxin phong bénh VPQTN van ¢6
thé bi nhiém bénh.

Nghién ciu gin day vé bénh VPQTN trén ga thit
& Lam Déng - Dong Nam bo ctia Vo Thi Tra An va cs
(2012) [6] cho thiy 16,6% mau xét nghiem duong
tinh véi bénh VPQTN. Theo Nguyén Thi Loan va cs
(2016) (7], ty 1é mau bénh phim tu ga dé ta mén
Bac duong tinh véi benh VPQTN la 47,88%. Hién nay
vat it cong trinh nghien ¢t vé bénh VPQTN o khu
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vie DBSCL: vén sy phat tén cua khoa hoc va cong
nghé, nhiéu ky thuat hien dai da duoc sur dung nham
chan doan nhanh va chinh xac bénh VPQTN nhu ky
thuat Reverse transcnipbon Polymerase chamn
reaction (RT-PCR), real time PCR. Tuy nhién ¢ Vit
Nam, dic biéet 1a & khu vuc DPBSCL viéc tiép can voi
nhimg ky thuat nay con ohiéu han ché. Dya trén
nhimg co s¢ trén, nghién cu “Ung dung RT-PCR su
dung cdp moi tu thiel ké cho ving siéu bién SI buoc
dau khio sit sur ke hanh cia IBV 6 ga nudi tar dong
bing song Ctiu Long”dugc thyc hién.

2. NGUYEN LIEU VA PHUDNG PHAP

2.1. Vat lieu nghién ctru

Mau than va khi quan cia ga bi nhiém bénh
VPQTN duge thu thap & cac trar ga thupe mot s tinh
DBSCL (Vinh Long, Tién Giang, Soc Tring va Hau
Giang) duoc cung cap tir phong thi nghiém vi-nit hoc
B6 moén Thu y, Khoa Nong nghiép. Truong Dai hoc
Cén Tho.

Trizol” Reagent (Invitrogen, USA), bo kit téng
hop ¢cDNA MMLV Reverse Transcriptase 1st-Strand
cDNA Synthesis Kit (Epicentre, Madison, WT), bo kit
KAPA HiFi HotStart ReadyMix (KAPA Biosystems,
My) va nhimg thiét bi, dung cu, hoa chat can thiét
khic.

2.2. Dija diém nghién ciru

Thiét ké cap méi va xac dinh sy huu hanh cua vi-
rit VPQTN & mat s6 tinh PBSCL duoc thue hién tai
phong thi nghiém vi-nit hoc, Bo mén Thu y, Khoa
Nong nghigp, Truang Baj hoc Can Tho.

2.3. Phuong phap thiét ké cip mdi

Cip mdi duoc thiet ké sir dung NCBt Primer 3
va cong cu BLAST (National Center for
Biotechnology Information [NCBI)). Trinh tr
nncleotic o vi tri 19.900 - 22,262 (chira gene S1) cua
bo  gene  vimit  VPQTN KX252788.1
CK/CH/LHLJ/086 (c6 do tuong déng cao véi ching
KY092864.1  VNUASVigt Nam) duwoe chop lam
khuon dé tnét ke cap moi.

Do phi hop cna cap méi duoe danh gia bang
cach so sanh trinh tr nucleotic cia moi xudi va moi
ngroc von tenh tr cua 33 chung tham chiéu trong do
coeac chung thuoe nhom Massachusetts, QX, 7¢
gia khac.
mém MEGA 6 duone sir dung dé <ap xép va so sanh

v cae bien chung thuoe nhiéu quo

trinh fir nueleotie cua cap mor vor cac chiing tham

chiéu. Cap méi dugc chon 1a cap méi co mrinh ar

nucleotic cia méi xuéi va méi nguor giony vor hau
hét cac chung tham chiéu (>60%).

2.4. Phuong phép RT-PCR

Ly trich RNA téng s6: Mau bénh pham cua ga bi
nhiém benh VPQTN chiing Massachusetts, QX-ke,
793/B va bién chung Viét Nam duoc ly trich RNA
tong s6 sir dung Trizol® Reagent (Invirogen, USA)
theo huomg dan cua nha san xuat.

Téng hop cDNA va PCR: RNA cia vi-nit sau khi
ly trich sé dugc téng hop thanh cDNA sit dung b6 kit
MMLV Reverse Transcriptase Ist-Strand cDNA
Synthesis Kit (Epicentre, Madison, WI). Qua trinh
t6ng hop cDNA duoc thye hign theo huong dan cua
nha san xuat. cDNA sau khi téng hop c6 thé str dung
ngay hoac trir & -20°C trong 1-2 tudn.

Sau khi tong hop ¢cDNA hén hop phan tmg va
chu trinh nhiét ctia PCR duoc chuan bj theo huong
din nha san xvdt bo kit KAPA HiFi HotStart
ReadyMix str dung cap moi dugce thiét ké tir doan S1
nhu duge mé ta & phuong phap thiét ké cap moi. San
pham PCR dugce phat hién thong qua dién di tren dia
thach agarose 1% va hinh anh san pham duoc chup
lai su dung dén UV.

Giai trinh tu: Sau khi dign di, nhimg san phiam
duy nhét co | bang nhu mong doi dugc tinh sach va
sir dung cho giai trinh ty. Trirgng hop san pham co
nhiéu hon 1 bang, can xic dinh bang ¢6 kich thuéc
mong do dua vao thang chuan. Dung dao cit vo
trung cat day bang do, anh sach gel chira bang d3
ciit. San pham sau khi tinh sach s& duge dua di gidi
trinh tu bing ky thuat Sanger tai Cong ty Phu Sa.

2.5. Xtr ly s6 lieu

Trinh tu nucleotic duoc xirly, lap cay pha he, so
sanh do fuong dong gitra cac chung VPQTN-Mass,
VPQTN-793B, VPQTN-QX-Like, VPQTN.VN v cic
ching tham chi¢u duoc phan tich ba phan mém
Mega 6 va BioEdit 7.0.

3. KET QUA VA THAO LUAN

3.1. Két qua thiét ké cap méi dac hiay,

Sf\u kh t}ﬂés ke cap mm.su dung I’rmmi}‘ NCBI
hé thong thiét ke 10 cap moi dat chuay € phat hien
vi-rut VPQTN. Tuy nhien w1 gene 5 L‘L’nl it
VPQTN chua vang sieu bien dor nen nhimg X lnf

B H o £ cap moi
do he thong (hiét ke khong phat Ty,

) i U hét cac
chiing da duoe cong bo trén ngan ha tene (g ¢
: lua so
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sz’mh.!rinh tur cip méi voi 33 chung tham chiéu). Do
dd dé co thé phat hien dirge hiu hét cac ching vi-rit

VPQTN,
(Bang 1).

degenerated primers di duoc ther ké

Bang 1. Degenerated primers dugc thiét ké cho chan doan va dinh chiing vi-nit VPQTN gay béoh trén gi

Maéi Chiéu 5-3' Vit Tm Kich thuée (bp) |
IBF | CACAGGA(T/C)TGTGC(A/G)TGGTGG 20071- 20090 59,47 955
IBR | AC(A/C)TCTTGTGC(T/G/A)GTACCATT 21026- 21007 59,82

Degenerated primers sau khi thiét ké duoc kiém
tra self-dimers va cross-primer-dimers sir dung trang
web  https://www.thermofisher.com/ vn/ en/
home/brands/thermo-scientific/molecular-biology/
molecular -biology- learning-center/ molecular-
biology-resource-library/thermo-scientfic-web-tools/
muiltiple-primer-analyzer.html. Két qua cho thay
khéng co self-dimers va cross-primer dimers xuit
hién & cidp primers vira thiét ké.

3.2. K&t qua kiém tra d¢ dic hidu ctia cip moi

Hinh 1. l(.lém tra d¢ phit hop gitra trinh ty nucleotic
ctia doan mdi xuéi véi 33 ching tham chiéu duge tai
tir NCBI
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Hinh 2. Kiém tra d¢ phu hop gira trinh tu nucleotic
ctia doan mdi nguoc véi 33 chiing tham chiéu duoc
tai tir NCBI

Sau khi cap moi duge thiét k&, mue do phit hop
ctia cap méi duoc xdc dinh dua vao viée so sanh trinh
tu cta ¢ap moi voi dai dién cac clwing vi-rit VPQTN
da duoc cong bo trén ngan hang gene NCBI. Két qua
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50 sanh trinh iy méi nguoce va mbi xuéi véi 33 ching
tham chiéu trong d6 c6 cac ching thuéc nhom
Massachusetts, QX-like, 793/B va cac bién chiong
thuoc nhiéu quéc gia khic cho thdy doan méi xuér
phi hop hon 26/33 (79%) cac ching tham cluéu
(Hinh 1). Trong khi d6 doan mé1 nguoc phit hop hon
27/33 (82%) so voi cac chung tham chiéu (Hinh 2).

Nhimg mau bénh phim duong tinh véi bénh
VPQTN duge thu thap tar cic trai ga & PBSCL (da
duoc kiém tra truge do bang ky thuat realtime RT-
PCR trén doan gene N) duoc sir dung dé kiém tra két
qua thiét ké méi dong thoi xac dinh sur luu hanh cia
virtit VPQTN & DBSCL. Nhimg mau bénh pham s
dung dé kiém tra da duge xac dinh truée do thusc
genotype Massachusetts (VPQTN-Mass), 793/B
(VPQTN-793/B), QX-like (VPQTN-QX-Like) va bién
chang (VPQTN-VN) (phan tich dya trén trinh tu cua
gene N). Két qua kiém tra cho thdy c4p méi duoc
thiét ké cé thé phat hién vi-nit VPQTN genotype
Massachusetts, QX-like, 793/B véa ching phan lap
duoc & \het Nam vén day bang rat ro va khong c6
bang khong dac hi¢u (Hinh 3).

1000 bp
950 bp
500 bp

Hinh 3. K&t qua dién di san phdm PCR ctia vi-nit
VPQTN trén ga
Chu thich: M: Puong chudn: (-): Péi chimg am:
1 VPQTNMass (Vier Nam): 20 VPQTN-QX-Like
Viet Nam): 3 VPQTN-793/B  (Vigt Num): 4+
VPQTN- TN
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3.3. K&t qua phan tich cay pha hé va d6 tuong
ddng

Trinh ty nucleouc cva 4 chung VPQTN-Mass,
VPQTN-793/B, VPQTN-QX-like va VPQTN-VN
duor giai str dung phuong phap Sanger sequencing.
Phan tich pha hé va do tuong déng gitra cac ching &
PBSCL véi cac chung tham chiéu dupe thue hién sau
khi sap xép (alignment), cit (mimming) uham dam
bao trinh tu nucleotic cua cic ching & PBSCL voi
céc ching tham chiéu nhu nhau (912 bp). Két qua
phan tich cay pha hé mot phan gene SI (Hinh 4)
chimg t6 cac ching VPQTN-Mass, VPQTN-793/B,
VPQTN-QX-Like lan luot duoc nhém chung véi vi-nit
VPQTN Massachusetts, 4/91 va QX-like. Riéng
chiing VPQTN-VN nim & nhém hoan toan tach biét
véi cac nhom khac.

Két qua phan tich dé tuong déng cla cac chuing
& PBSCL v6i cac ching tham chiéu cho théy
VPQTN-Mass, VPQTN-793/B va VPQTN-QX-Like c6
dé wrong déng cao lan luot véi  VPQTN
Massachusetts (99,73%), 4/91 (98,11%) va QX-like
(90,87%). Biac biet, chung VPQTN-VN 6 do tuong
dong thap voi cac ching con lai va cac ching tham

chiéu (70 - 74%) (Bang 2). Pay c6 thé 1a bien chung
VPQTN c6 nguén goc tir Viet Nam. Can co nhimg
nghién ctu sau hon vé chung nay nhu dac anh gay
bénh, giai trinh ty bé gene cda vi-rut.

" J_

®vromun Jw

Hinh 4. Cay pha hé mét phin gene S1 cia cc ching
VPQTN-Mass, VPQTN-793/B, VPQTN-QX-Like,
VPQTN-VN véi cac ching tham chiéu

Bang 2. TY I& twong ddng nucleotic gitra cac chiing VPQTN-Mass, VPQTN-793B, VPQTN-QX-Like, VPQTN-
VN véi cac chiing tham chiéu

1 2 3 4 5 6 7 8
1| VPQTN-Mass
2 [ VPQTN-VN 73.46
3 [ VPQTN-793/B 74,11 7034
| 4| VPQTN-QX-Like 7550 | 72,09 | 7722
| 5 | AY851205Mass-41 99.73 | 7384 | 7448 | 75.13
6 | JF732903-Sczy3-QX-Like 7582 | 74,04 | 77,03 | 90,87 | 76.19
7 | KF377577-491 7484 | 69,97 | 9811 79,00 | 7522 | 7860
8 | GU393334-Grey 8146 | 7382 77.11] 7653 | 8180 | 79.07 | 7711
Ty 1é twong ddng nucleotic (%) -

3.4. Théo luin

Benh VPQTN trén ga la bénh cép tinh, nguy
hiém gdy thiét hai kinh té dang ké dén nguoi chan
nuoi. Bénh gay giam ting trong doi véi ga gio va
giam san luong. chat lrong trung doi vai ga mai de
hoac gi giong. Phong bénh biang vicxin khong
mang lai liéu qna cao do tinh chit phie tp cia vi-rut
VPQTN. Virit VPQTN co nhieu bien ching do day
1a RNA virit, ¢6 Kich thuoe lon (207 Kb), tao dicu
Kien cho nhién dot bién xay ra. Ngoar ra, tai 16 hop
ciing 1a mot véu 1o chit yéu tao nhicu bien ching:
dac biet tn 6 hop xay ra & ving S1 (Lee va
Jackwood. 2000) [8]. Nhimyg nghién cuu trov day
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cho thay vi-rat VPQTN hién dién & hau hét cac nuec
Irér.\ thé gioi. Vi-rut VPQTN Massachusetts 14 chdng
pho bién nhat, hien dién & hau hét cac qusc gia trén
thé gion ngoai trir & Uc. K& dén 13 vy VPQTN QX-
I_Ake va 7?3/B duoc phat huén nhidy o cac nuoe chiu
A. chau Au va chau Phi. Ngoai ra, g nhiéu bién
chung viaut VPQTN duoc cong bo o nhiéu nuge mén
thé gioi; mol so ch‘[u\g chi hién dien & mot khy vuc
hogce mot nuge: chang han cac bien ching & chay A

(D1466. Haly-02....). Uc (Vic S, 01,3, \1'{1' o
(VO/04), “Trung Quéc, My (Arkansas, Cype aysia
GAYS,...) Uackwood. 2012) [3) . Do do s urma,
doan va xac dinh su lvu hanh e v :
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DBSCL la thuc sy can thigt. Phuong phap reverse
transcriptase - Polymerase Chain Reaction (RT-PCR)
la mot trong nhimg phuong phap duoc st dung
nhiéu nhat boi vi phuong phap nay cho két qui
nhanh va chinh xac (Zwaagstra ef al 1992) (9].
Nhiéu nghién ctru da sir dung phuong phiap RT-PCR
voi cap méi duoc thiét ké tr gene N hoac
untranslated region (UTR) dé chan doan bénh
VPQTN béi vi gene hoac viing nay rat it bién doi &
cac ching viit VPQTN (Zwaagstra ef al, 1992;
Adzhar et al, 1996) (9, 10]. Keeler et af/, (1998) |11]
da thanh cong trong phan et cac ching
Massachusetts, Connecticut, Arkansas, JMK,
Delaware (DE/072/92) va California (CA/633/85)
dua vao cac cap méi dac hieu duge thiét ké tir trinh
tr gene S1. Tuy nhién nghién ciu cua Keeler va cs
chi gi6i han ¢ nhimg ching vi-rit VPQTN luu hanh o
My. Hon nira Jahantigh et al, (2013) [12] da cong bo
phat hién vi-rat VPQTN cac ching Massachusetts,
4/91 va D274 biing ky thuat RT-PCR vén cap mér déc
hiéu duoc thiél ké trén doan S1. Tuy nhién nhimg
nghuén ctu nay sir dung nhiéu ciip mé1 va chua c6
cong bé vé cap méi dac higu phat hién ching QX
hoac QX-ike. O nghién ciru nay degenerated prumers
duoc thiét ké nhadm khac phuc nhimg han ché cia
nhimg nghién ctru trude dé. DE thiét ké degenerated
primers ¢ thi nghigm trinh tr doan gene c6 chua
gene S1 cta nhimg ching tham chiéu dai dién cho
nhimg serotype khac nhau (Massachusetts, 793/B,
QX-like, D274 va cac bién ching phd bién ¢ nhiéu
quéc gia khac nhau) ciia vi-rat VPQTN duoc sdp xép
(aligned) va so sanh. Tir d6 chon ra viing it bién déi
gitra cac chang tham chiéu dé nhap cac thong s6 (vi
tri bit dau va két thic cia méi xud1 va moéi nguoc) &
Primer blast (NCBI). Hon nira sy thanh cong cua
viéc thiét ké cip méi cang duge thé hién & két qua
PCR, phan tich pha hé di truyén va do tuong déng.
Cip mé1 duoc thiét ké co thé phat hién duoc cac
ching VPQTN genotype Massachusetts, 793/B. QX-
like va ching phan lap duoc & Viet Nam. Su hién
dién cia cac chung virut VPQTN  genotype
Massachuselts va 793/B ¢ cac trar ga khu wirc
DBSCL c6 thé do nhimg trai ga & day sir dung véc-
«in phong bénh VPQTN duoc sin xudt tir 2 nhom
nay (vac-xin song nhuoc doc). Nhu da dé cip ¢ trén
vi-riit VPQTN rat pbite tap; dot bién va tai to hop
thuomg xuyen xay ra va la nguyén nhan dan dén sar
xuit hiéen nhimg  bién  thé  vimit VPQTN
Massachusetts va 793/B.

Theo nghién cuu trudge do cta Vo Thi Tra An va
¢s (2012) [6], ¢6 sy luu hanh cha cac chung vi-rut
VPQTN genotype Massachusetts va 793/B trén dan
g4 thit tai tinh Lam Déng. Ngoa ra, chua cé cong bi
nao chimg t6 su hién dién ctta ching QX-hke tai Viét
Nam,; didc bigt nhimg cong bé umg dung ky thuat RT-
PCR str dung cip mar duoc thiét ké tr vang S1. Pang
chi y & day, nghién ctu da phat hien su hién dién
cia chiing VPQTN-VN, hoan toan tach hiét véi cac
chung phan lap khac va cic chung tham chiéu
(twong ddng 70 - 74%). Theo Jackwood (2012) [5], s
ltru hanh cba cac ching vi-nit VPQTN khong phu
thuoc vio giéng, gioi tinh, dé tudi ma phy thuoc vao
yéu 16 dia ly. Nhiéu bién ching da duoc cong bo va
nhimg bién ching nay chi xuat hién & mét quéc gia
hoac khu vuc. Do dé, nghién ciu sau vé ching
VPQTN-VN nhur phan lap, giai trinh tu bo gene, kiém
tra tinh gay bénh... nén duoc tién hanh nhim phat
tmén vicxin phong bénh VPQTN & DPBSCL va trong
ca nudc.

4, KET LUAN

Da thiét ké duoc cip mdi ¢ thé sir dung dé
phat hién cac chung VPQTN. Két qua khao sat sur
lru hanh cua vi rut VPQTN & DBSCL cho thdy, cac
chung liru hanh thuge nhém véc-xin kinh dién nhu
Massachusetts, 4/91, QX-hke va bién ching vi-rit
VPQTN & viing DBSCL, Vigt Nam. Két qua buéc
dau vé su luu hanh cta vi nit va bién ching
VPQTN ¢ mot s¢ tinh khu vire DPBSCL cho thay c6
thé img dung phuong phap nay dé khao sat sur luu
hanh cua bénh va can bénh trong pham vi toan bo
DBSCL.
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APPLICATION OF RT-PCR USING PRIMERS DESIGNED FROM HYPERVARIATION REGION OF S1
GENE FOR INITIAL SURVEILLANCE OF THE CIRCULATION OF AVIAN INFECTIOUS BRONCHITIS
VIRUSES IN MEKONG DELTA
Nguyen Phuc Khanh, Nguyen Thi Cam Loan, Huynh Thi Ngoc Dung
Summary
Infectious bronchitis (IB) is a common disease in chickens, remarkably causes major economic losses lo
poultry farmers. Chickens infected with infectious bronchstis virus (IBV) usually have no specific clinical
signs (chronic form) so it 1s very difficult to detect the IB based on observation of the clnical sigms.
Therefore, pnmer design for detecthon and classificauon of 1BV is extremely necessary and useful. In the
present study, pnimers were designed from S1 gene using Primer BLAST (NCBD). The designed forward

and reverse priners such as

5CACAGGA(T/C)TGTGC(A/GYTGGIGG-3, 5.

ACA/OTCTTGTGC(T/G/AGTACCATT-3" used for determining the circulation of 1BV strains detected
wn Mekong delta. The results of smual surveillance showed the designed primers were able to de‘lec( IBVs
arrculatng 1 chickens n the Mekong delta. Phylogenetic and pairwise sequence comparison (PASC)
analysis of sequences between isolated and reference strams indicated that the sequences of detected
strains i the Mekong Delta had low idenuty (70 - 77%). Meanwhile. VPQTN-Mass, VPQTN-793/B and
VPQIN-QX-Like strans was grouped mio Massachusetts [shared 99.73 stmilarity to Mass 41 (AY851295)),

793/B |shared 98.11 similanty 10 4/91 (KF377577)] and QX-like [shared 90.87

(JET.

903)| genotypes. respectively Remarkably, Viet Nam variant stram was detected m thy
delta; phylogenetic and PASC analysis indicated that VPQTN-VN had low 1dentity
detected sirams and reference strains (70 - 74% nucleotic similarity).

simanty (o Sczy3
e Mekong
compared 1o other

Keywords: MeRong delta. chuchen, mfectious broachu virus aBv).
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