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Nabitn ciu khoa hoc

NGHIEN CU'U PHAN LAP VA GIAI TRINH TU GEN
VIRUS DAU TREN DE 0 VIET NAM

Nguyén Thi Lan, Lai Thi Lan Huwong, Nguyén Thi Huyén,
Trwong Quang Lam, Nguyén Thi Yén, Nguyén Thi Hoa
Khoa Thu y, Hoc vién Nong nghiép Viét Nam
TOM TAT

Nghién ctru da duoc tién hanh trén 90 con dé nghi méc bénh dau, thu thap tai Ba Vi, Ha No6i, Ninh
Binh, Hoa Binh va Nghé An. Bang phuong phap PCR véi cac mau dé thu thap dé phat hién virus dau
dé, da phat hién dugc 72 con dé duong tinh véi virus dau, chiém ty 1€ 80%. Tur cac mau dé duong tinh,
da lay nhitng mau phdi hodc mun ddu rdi tién hanh phan 1ap virus dau dé trén té bao tinh hoan ciru so
cép. Két qua da phan 1ap thanh cong 7 chung virus dau dé tir s6 luong mau dé va dia diém thu mau néu
trén. Nghién ctru dac tinh sinh hoc ctia 7 chung virus nay, da chon ra dugc 5 ching c6 hi¢u gia cao, do
1a GTPV-BV1, GTPV-HB1, GTPV-NA1, GTPV-NB1, GTPV-NB2, va di tién hanh giai trinh tw gen
ctia chung. Két qua phan tich mirc do twong dong vé trinh tu nucleotide va amino acid cta 5 chung
nghién ctru cho thdy mirc twong dong vé trinh ty nucleotide dat 90,1% - 98,38% va muc tuong dong
vé trinh ty amino acid dat 81,1% - 95,99%. Két qua phan tich cay sinh hoc phén tir cho thay 5 ching
nghién ctru thugc cung 1 nhanh phat sinh. Pang cht y la chung phan 1&p GTPV-HBI1 ¢ cung nhanh

v6i cac chung phan lap tai Trung Qudc, My va ching vacxin AY077836/G20-LKYV.

Tuwr khoa: dau dé, PCR, phan lap, giai trinh ty gen

Isolation and gene sequence analysis of goat pox virus in Viet Nam

Nguyen Thi Lan, Lai Thi Lan Huong, Nguyen Thi Huyen,
Truong Quang Lam, Nguyen Thi Yen, Nguyen Thi Hoa

SUMMARY

A total of ninety goats suspecting infection with goat pox disease were collected from Ba
Vi - Ha Noi, Ninh Binh, Hoa Binh and Nghe An provinces for this study. By using polymerase
chain reaction (PCR) technique for identifying the positive samples, 72 goats were found to be
positive with goat pox virus, accounting for 80% of the total studied animals. The lung and pustule
samples were collected from the positive goats for isolating goat pox virus in primary lamb testis
cells. There were 7 different goat pox virus strains were successfully isolated. Based on biological
properties, the 5 most virulent virus strains including GTPV-BV1, GTPV-HB1, GTPV-NA1, GTPV-
NB1, GTPV-NB2 were selected and gene sequences of these virus strains were analysed. The
identity/similarity level of amino acid and nucleotide sequences of 5 virus strains reached 81.1 to
95.99% and 90.1 to 98.38%, respectively. The result of phylogenetic analysis revealed that these
strains belonged to the same genotype. Remarkably, the GTPV- HB1 isolate was classified into
sub-lineage which closely related with goat pox virus strains from China, America and vaccine
strain AY077836/G20-LKV.

Keywords: goat pox, PCR, isolation, gene sequence.
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I. PAT VAN PE

Trong nhiing nim gan day, nganh nong
nghiép noi chung va nganh chan nuoi thu
y noi riéng da c6 nhitng chuyén bién rd rét.
Chin nudi dé tiép tuc phat trién va dong vai
trd ngady cang quan trong. BO Nong nghi¢p va
Phat trién nong thon da dua ra muc tiéu phat
trién tong dan dé, clru giai doan 2010 - 2020
nhu sau: téng dan dé, curu dat 1,52 triéu con
nam 2006; 1,89 triéu con nam 2008; 2,24
triéu con nam 2010; phén dau dat 3,18 triéu
con nam 2015 va 3,89 triéu con nam 2020.
Ty 1€ dé lai cac loai 1a 40% nam 2006, 45%
nim 2010; phin d4u dat ty 1& 50% niam 2015
va 60% nam 2020. San lugng thit dat 10,67
nghin tin niam 2006; 16,23 nghin tin nim
2010; phan dau dat 24,98 nghin tdn nam 2015
va 32,73 nghin tAn nam 2020. Chan nudi dé,
clru can it von, quay vong von nhanh, tan dung
duoc lao dong do k¥ thuat chan nuo6i khong
qua phuc tap, phu hop voi trinh d¢ cua nguoi
chin nudi ¢ cac ving va didu kién tu nhién &
moi ving sinh thai. Phat trién chan nudi dé 1a
dinh hudng hop 1y cho phat trién chin nuoi
ctia nong dan nghéo. Khuyén khich chin nudi
gia suc nhai lai nho la cudc cach mang thich
hop dé giai quyét cac van dé déi nghéo trong
noéng thon hon cac chuong trinh phét trién dai
gia suc khac (Lé Binh Cuong, 1997).

Tuy nhién, tinh hinh dich bénh ¢ dé van con
din ra hét stc phirc tap voi nhiéu bénh nhu
bénh viém loét miéng truyén nhiém, bénh viém
mat tmyén nhiém, bénh viém phéi, bénh tu
huyét tring, bénh dau dé. Trong d6 bénh dau dé
la mot bénh truyén nhiém cép tinh cho dé, ctru
v6i déc trung lay lan nhanh trén dién rong va co
ty 16 chét cao.

Bénh dau dé, cuu (sheep and goat pox -
SGPX) la bénh truyen nhiém nguy hiém, xay
ra & dé va clru O tat ca cac lta tu01 moi giong,
trén ca con duc va con cai, duge T chirc Thu y
thé gigi (OIE) xép trong bang A cac bénh truyén
nhiém nguy hiém (OIE, 1999; OIE, 2010). Theo
Phép 1énh Thu y Viét Nam, bénh nay dugc xép

trong danh muc cac bénh truyén nhim nguy
hiém phai dugc cong bo bénh dich nguy hiém.

O Viét Nam, cac cong trinh nghién ctru vé
bénh dau dé chu yéu tap trung vé dich t& hoc va
chan doan xac dinh virus gdy bénh tir cac 6 dich,
¢6 rét it cong trinh nghién ctru vé phan lap virus,
gidi trinh ty gen virus dau dé.

Xuit phat tir thyc tién trén, chung t6i tién
hanh nghién ctru phan 1ap va giai trinh ty gen
virus dau trén dé ¢ Viét Nam, voi mong mudn
tao dugc chung giéng virus ddu dé lam tién dé
cho viéc phat trién san xuit vacxin phong bénh
dau trén dé tir chinh chung virus dau dé phéan lap
tai Viét Nam.

II. VAT LIEU VA PHUONG PHAP
NGHIEN CcUU

2.1. Vit liéu nghién ciru

Cac mau bénh phém dé nghi mic bénh dau
thu thap dugc tai Ba Vi — Ha Noi, Ninh Binh,
Nghé An, Hoa Binh.

2.2. Phwong phap nghién ciu

2.2.1. Phwong phdp thu thip méu dwa vio
quan sdt triéu chirng lam sang

Pé thu thap duoc miu xac dinh cac tridu
chimg 1am sang chu yéu cta dé mac bénh dau:
gdy sut, sdt cao trén 40°C, di lai kho khin, bj
loét & niém mac lgi, ludi, mun nuwdc & moi,
mép, chay nhiéu rét dai 1an nhiéu bot va c6 mui
héi kho chiu, chung toi tién hanh quan sat cac
bién doi ¢ vung da méng nhu mép, bung, ben,
mit, chan, tim va thu thap nbt dau, dong thoi
tién hanh m6 kham quan sat bénh tich dai thé,
thu thap phoi, cic ndt san trén rudt, phoi, gan.
Mau dugc bdo quan & -80°C phuc vu nghién
cuu.

2.2.2. Phwong phdp tich chiét DNA

Phuong phap tach chiét DNA tong s tir mau
mau va bénh pham theo bd kit DNeasy Blood &
Tissue cua QIAGEN (Dtc).

2.2.3. Phwong phap PCR



KHOA HOC KY THUAT THU Y TAP XXV SO 3 - 2018

Mau DNA sau khi tach chiét s& dugc hdn hop véi cac thanh phan duoc trinh bay & bang sau:

Bang 1. Cap moi dwoc sir dung cho phan rng PCR (Mangana-Vougiouka et al., 2000)

Trinh tw moi

Band

GTP VF1: AGAAAC GAG GTC TCG AAG CA

GTP VR1: GGAGGT TGC TGG AAATGT GT

289bp

Tién hanh phan tng khuéch dai san phdm trong may PCR theo chu ky nhiét sau:

Bang 2. Thanh phan va thé tich cho phan trng PCR

1T Héa chat Thé tich (ul)
1 Go taq green master mix 12,5
2 Primer Forwad 0,5
3 Primer Reverse 0,5
4 Nuwoc 6,5
5 Mau DNA 5,0
Tdng thé tich 25
Sau d6 dién di dé kiém tra san pham PCR trén may chup anh gel.
Bang 3. Chu trinh nhiét caa phan tvrng PCR
Giai doan Bwéc tdng hop Nhiét do (°C) Thoi gian S6 chu ki
1 Dudi mach 95 2 phat 1
2 Dudi mach 95 1 phut
Gan moi 55 1 phat 35
Tbng hop soi méi 72 1 phut
3 Hoan chinh 72 10 phut 1
4 Gitr san pham 4 10 phut 1

2.2.4. Phwong phdp phédn ldp virus ddu dé trén
té bao tinh hoan ciru so cdp

Té bao tinh hoan ciru so cap dugc chuan
bi & binh T25, nudi cdy trong méi trudng
DMEM c6 bo sung 5% FCS (Fetal calf
serum). Khi mat do té bao dat 70% dén
80% dién tich day binh thi tién hanh phan
lap virus. Cac mau thu thap dugc xir ly phu
hop, gdy nhiém vao binh té bao da chuan bi,
hang ngay theo ddi su pha hity té bao bang

kinh hién vi soi ndi va thu virus khi té bao

bi pha huy khoang 80% - 90% dién tich day

cua binh nu6i céy, hén dich virus dugc bao

quan ¢ -80°C.

2.2.5. Phwong phap gidi trinh tw gen virus ddu dé
Qua trinh thyc hién giai trinh tu bao gém cac

budc sau:

Phan tmg PCR sequencing: Chuéan bi phan
{mg trong dng PCR 0,2ml theo bang sau:
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Trinh ty mdi cho gidi trinh ty:

Mdi xudi: GTP VF1: AGA AAC GAG GTC TCC AAG CA
Méi nguoc: GTP VR1: GGA GGT TGC TGG AAA TGT GT

Bang 4. Thanh phan phan (rng PCR giai trinh tw

Thanh phan Thé tich cho 1 phan trng (ul)
DTCS Quick Start Master Mix 8,0
DNA 7
Primer 0,2
dH,0 4.8
Tdng thé tich 20

Vi chuong trinh chay PCR giai trinh tu sau:

Bang 5. Chwong trinh chay PCR giai trinh tw

Bwéc tdng hop Nhiét do (°C) Thei gian S6 chu ky
Bién tinh chudi DNA 96°C 20 giay
GAn méi 50°C 20 giay 30 chu ky
Kéo dai chubi DNA 60°C 4 phut

Gilr san pham & 4°C

Tinh sach san pham PCR giai trinh ty:

San pham cta phan tng PCR sequence s&
duoc tinh sach bﬁng Ethanol kém theo hoa chét
va huéng dan st dung cuia nha san xuat (Beckman
Coulter-M¥).

San pham sau khi tinh sach dugc chuyén vao
dia chay mau dé tién hanh gidi trinh tu.

2.2.6. Phuwong phdap xdy dung cdy sinh hoc
phén tir

Phan tich x4c nhan chudi gen thu dugc
qua chuong trinh Blast trén ngan hang gen
(GenBank) (http://www.ncbi.nlm.nih.gov).
Truy cép ngan hang gen, thu nhan va xac dinh
tinh tuong dong vé nucleotide cuia cac chudi
gen tuong tng cua virus vdi cac phan doan gen
thu dugc trong nghién ctru. Xac dinh ngudn gdc
pha hé phat sinh ching loai trén co sd trinh tu
gen cua ching virus thu nhan bang phan mém

Genetyx (version 5.0.4) va MEGA 6 (Molecular
Evolutionary Genetics Analysis version 6.0).

1. KET QUA VA THAO LUAN

3.1. Két qua thu thip miu bénh phim nghi
mic bénh diu trén dé ¢ phia Bic Viét Nam

Trong qua trinh nghién ctu, chung t6i dua
vao cac tri€u ching 1am sang da dugc xac dinh
& ndi dung nghién ctru trude, tién hanh thu thap
cac mau dé nghi méc bénh dau & cac ving c6
dich bénh, két qua duoc trinh bay tai bang 6.

Céc dé nghi mic bénh dau duoc 1y mau déu
¢6 triéu chimg: sot 40 - 42,5°C, gay sut, u ril, ¢6
mun dau ndi cdm trén da, mit c6 nhiéu dir, xuat
hién mun nudc trén moi, mép; chay nhiéu nuée
miii, rét dai 1dn nhiéu bot, c6 mui hoi khé chiu;
b6 an, c6 vét 1oét trén da, phia dudi to chiic co
phu 16p keo bua mau vang.
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Bang 6. Két qua thu mau dé tai cac dia phwong (n = 90)

Dia phwong n Ky hiéu Triéu chirng lam sang
Ba Vi — Ha Noi 15 GTPV-BV Mun dau ndi cdm trén da, méi, mép; G rd, kém an.
tw 1 den 15
Hoa Binh 95 GTPV-HB Vét loét trén da, chay nhiéu nwéc mii, boc vay ra
tw 1 den 25 thay dwai I&p t6 chire phil keo bya vang.
a A , X ~ 0 . . y o . r 2
Ninh Binh 27 QTP\ﬁ NB G_eAzy sut, sot _cao~t_ren 40°C, di lai kho khan, bi loét &
tr 1 dén 27 niém mac loi, lwdi.
GTPV-NA Gay yéu, U ril, Iong xo xac, kém &n, gay sit, mun
Nghé An 23 tr 1 dén 23 nwédc & moi, mép, chdy nhieu rét dai lan nhiéu bot

va cé mui héi khé chiu.

Mbdi dé nghién ctu dugc ldy 2 mau:
mau mun ddu trén da va mau phdi dé
tién hanh tach chiét DNA va chay PCR.

Két qua phat hién sy c6 mat virus dau dé
bang phuong phap PCR dugc trinh bay
o0 bang 7.

Bang 7. Két qua phat hién virus gay bénh dau trén dé bang ky thuat PCR

Bia phwong S6 dé thu mau S6 dé dwong tinh Ty lé %
Ba Vi — Ha Néi 15 12 80
Hoda Binh 25 20 80
Ninh Binh 27 22 81,5
Nghé An 23 18 78

Téng 90 72 80

Qua bang két qua cho thay trong tong s6 90
dé thu thap tai 4 tinh khac nhau, da phat hién
dugc 72 ca bénh dwong tinh, chiém 80% tong
s6 mau thu thap dugc. Ty 1é duong tinh dbi véi
virus ddu dé trong nghién ctru cua chung toi phu
hop véi bao cdo cua Kamran va cong su (2015),
cac tic gia nay cho thiy ty 1é nhiém bénh trong
vu dich trén dé ¢ Iran dao dong trong khoang 75
dén 100%.

Két qua nay ciing phu hop véi ty 16 nhiém
bénh di dwoc cong bd boi chuong trinh quan
ly bénh dau trén dé tai Ethiopia ndm 2008 (70
— 90%). Pong thoi, két qua khao sat bénh tai
Australia cho thiy ty 1& nhiém bénh vao khoang
trén dudi 50%, tuy nhién dbi v6i dé non, ty 18
nhiém bénh c6 thé 1én t6i 100%.

3.2. Két qua phén lap virus diu dé

Trén co s6 két qua ctia phan tmg PCR dbi voi

72 mau bénh pham c6 két qua dwong tinh véi
virus dau dé€, chung t6i chon ra 7 mau phéi hoac
mun ddu dai dién cho cac tinh nghién ctru dé
phan 1ap virus. Két qua phan 1ap virus thu dugc
trinh bay ¢ bang 8.

Tir ngay thir 2 dén ngay thir 9, céc giéng té
bao gy nhiém chua xuat hién bénh 1y té bao.
Tai thoi diém ngay tha 10, ca 7 ching virus
gdy nhiém co6 bénh tich té bao dic trung: Cac
giéng té bao c6 bénh tich té bao quan sat dudi
kinh hién vi soi ngugc thiy c6 nhiéu dam té
bao co cum lai v6i nhau, sau d6 nguyén sinh
chit t& bao c6 dau hiéu co rut, té bao co lai
thanh méo mo. O giai doan tiép theo, nhan bi
day ra ngoai, nhiéu dam té bao chét don lai voi
nhau thanh timg cum. Lic dau bénh tich té bao
chi xuit hién & mot vai chd, 14 ngay sau giy
nhiém, bénh tich té bao lan rong ra va phu trén
toan bo tham té bao.
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Bang 8. Két qua phan lap virus dau dé trén moi trieong té bao tinh hoan ctru so cap

Tén mau Pia diém Co quan Thoi diém xudt Thoi diém CPE  S6 giéng c6 bénh tich/
(chang virus) lay mau phanlap  hién CPE (ngay) dat100% (ngay) S6 giéng kiém tra
GTPV-BV1 Ba Vi-Ha Noi Mun dau 10 14 3/3
GTPV-HB1 Hoda Binh Phoi 10 14 3/3
GTPV-HB2 Hoda Binh Mun dau 10 14 3/3
GTPV-NA1 Nghé An Phéi 10 14 3/3
GTPV-NB1 Ninh Binh Phoi 10 14 3/3
GTPV-NB2 Ninh Binh Mun dau 10 14 3/3
GTPV-NB3 Ninh Binh Phdi 10 14 3/3

Nhu vay, té bao tinh hoan ctru so cap co6 tinh
cam thy cao véi virus ddu dé, sir dung c6 hi¢u
qua trong lan phan lap dau tién.

Két qua nghién ctru cia chiing t6i phu hop
voi nghién cuu cua Ramisse va cs (1978);

Ramesh (1980); Bhanuprakash va cs (2003),
céc tac gia nay déu cho rang cic chung virus dau
dé phan lap trén té bao tinh hoan clru dé thich

{mg ngay ¢ lan giy nhiém dau tién va gay bénh
tich té bao dic trung.

Hinh 1. Té bao tinh hoan ctru
binh thwong

Dé khang dinh chic chin virus phan lap
duogc 1a virus gay bénh dau trén dé, chiing toi

Hinh 2. Bénh tich té bao tinh hoan ctru do
vius déu dé géy ra (sau gdy nhiém 12 ngay)

tién hanh lam phan tmg PCR giam dinh két qua
phan lap, két qua thu dugc nhu sau:

Hinh 3. Két qua dién di sén pham phén teng PCR giam dinh két qua phan lap
(Thang chuén Marker- M:100bp; giéng tir 1 dén 7 la mau phdi va mun dau cta 7 ching dau dé
phén lap duoc; giéng 8 la déi chirng am; giéng 9 la dbi chiing duong).

10
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Két qua dién di kiém tra d6i v6i cac chung  chang t6i di thanh cong trong viéc phan lap
virus phén 1ap trén té bao tinh hoan ciru cho  virus déu dé trén moi truong té bao tinh hoan
thiy ca 7 chang virus phan 14p déu cho két  ciru so cAp. P& nghién ciru giai trinh tu gen
qua PCR duong tinh v6i virus ddu dé bang  virus ddu dé, tién hanh do hiéu gia 7 chung
cip mdi GTPVFI - GTPVRI cho san phim  virus da phan lap, két qua thu dwoc 5 chung
PCR c¢6 d6 dai doan gen la 289bp. Nhu vay, ¢o6 higu gia cao, thé hién & bang 9.

Bang 9. H6 so’ 5 chling virus dau dé nghién ctru

Ching virus bia phwong Co quan phan lap Hiéu gia virus (TCID /ml)
GTPV-BV1 Ba Vi — Ha Noi Mun dau 1,36x10°
GTPV-HB1 Hoa Binh Phéi 1,36x10*
GTPV-NA1 Nghé An Phéi 6,32x10*
GTPV-NB1 Ninh Binh Phdi 2,94x10°
GTPV-NB2 Ninh Binh Mun dau 2,94x10*

3.3. Nghién ciru dac tinh sinh hoc phén tircia  trinh ty doan gen cta virus dau dé tir 5 chung
virus phan l4p duogc, ching t6i tién hanh phan
tich két qua giai trinh tu gen va thu duoc tin hiéu
Sau khi str dung cip modi didc higu dé giai  giai trinh tw gen, dugc trinh bay & hinh 4.

cac chiing virus dau dé
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Hinh 4. Tin hiéu giai trinh tw gen cua chung virus GTPV-NB1
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Két qua so sanh trinh ty nucleotide giita 5 ching virus dau dé duoc trinh bay & hinh 5.

LYOTTE36
GTFVBV1
GTFVHB1
GTPVNAL
GTEFVNE1
GTEPVNB2Z

AY0T7E836
GIEVEV1
GTEVHE1
GTEVHAIL
GTEVHEL
GTEVNE2

AYOTT7836
GTFVEV1
GTFVHE1
GTEVHA1
GIFVNEL
GTPVNE2

LYOTT836
GIFVEV1
GTFVHE1
GTFVHAL
GTFVNE1
GIFVNE2

LYOTTE36
GIPVBV1
GTEVHB1
GTEVHAL
GIPVNB1
GIPFVNEZ

Hinh 5. Két qua so sénh trinh tw gen ma héa hypothetical protein cta 5 ching virus dau dé

Két qua so sanh trinh ty doan gen ma hoa
protein ciia 5 chung virus ddu dé cho thiy co

(USA_2006) .txt

IR

(USL_2006) .txt &1:
6l:

6l

61:
61:
61:

(USA_2006) .txt 121

(USA_2006) .txt 181:

(USA_2006) .Txt 241:
tATCCTTTTT
:ATCCTTTTT
:ATCCTTTTT
:ATCCTTTTT
{ATCCTTITT

I AGRALCGAGETCTCGRAAGCARTACCRALCACTITCACAGRAGRALCALGTTGEAGATGATTC
I AGRALCGAGETCTCGRAAGCAATACCRALCACCTTCATAGRAGRALCALGTTGERAGATGATTC
I AGRALCGAGETCTCGRAAGCARTACCRALCACTITCACAGRAGRALCALGTTGEAGATGATTC
I AGARACGAGETCTCGAAGCARTACCATCACTITCATAGRAGACCRAAGTTGGAGATGATTC
I AGARACGAGETCTCGAAGCARTACCRALACACCTTCATGRARAGTACRAGTTGGAGATGTITAC
I AGAAACGAGETCTCGRAAGCAATACCALACACCTTCATAGRAGTACRAGARGEAGATATGCC

HER K EE R AE AR AR A A AR R AR AR AR MR RREE | KRR REER | RREEER W

ACCACCCCAATATTICIGCTGCICTIGCTARARTACCRAATCACTGCACATGATTCCCTAAT
TCCACCCCAATATICTGCIGCICTITGCTARARTTCCAATCACTGCACATGATTCCCTAAT
FACCACCCCAATATTCTGCTGCTCTTGCTARARTACCAATCACTGCACATGATTCCCTAAT
TCCCCCCCAATATTCTGCTGCTCTTGCTARARTTCCAATCACTGCACATGATTCCCTAAT
TCCACCCCRARATATTCTGCTGCTCTIGCTCGRATTCCAATCACTGCACATGATTCCCTCGT
TCCACCCCRACATTCTGCTGCTCTTIGCTCGRATTCCRATCACTGCACATGATTCCCTCGT

HE REEAER REARRRRRARRRRRRER I T R T T T T *

(GTAATTTICTITITTTAACAT GGRAATTAATCATAATTTTTGATTGTTCARATCCAATTTT
(GTGATTTICTITITTTAACAT GGRARTTARTCATARTTTTTGATTGTTCRARATCCRATTTT
(GTRATTTICTTITITTTARCAT GGRAATTAATCATARTTTTTGATIGTTCRRATCCAATTTIT
IGTGATTTICTTITITITARCAT GGRAATTAATCATARTTTITTGATIGTTCRRATCCRATTTT
(GIGATITICTIITITIICGCATGGRAATTCGTCATCGITITIGATIGITCARATCCAATTTT
GTGATTTICTITITTITCGCAT GGRAATTCGTCATCGTTITTGATTGTTCARATCCAATTTT

R REEERRERER R R EEE T o R L T T T

AGRATCCRALARCATGTITTTGACARARLGCTGTTAGATCATTTCCARATACRLAGTGAGEC
PRGRATCCARARACATGTITITTIGACARAAGCTGITAGATCATTICCARATACAAGT GAGEC
AGRATCCARARACATGTTTTTGACAARAGCTGTITAGATCATTTCCARATACAAGT GAGGC
AGRATCCARARACATGTTTTTGACAARAGCTGTITAGATCATTTCCARATACAAGT GAGGC
RGRATCCRRRARCATGTITTTGACRRRAGCTGTTAGATCATTTCCARATACRAGT GRGEC
RGRATCCRALAACATGTITTTGACAR AL GCTGTTAGATCATTTCCARATACRLGT GRAGEC

R R R R R R R R R R R R R R R R R R R R R R R R R R R AR R AR AR R AR AR AR R R

ATCCTITTIT

HEEEE R

Ghi chu: * Ia giéng nhau; . la khac nhau

27 vi tri sai khac vé nucleotide, giita 2 ching  (C-T), 43 (A-C), 64 (A-C).

a0
a0
a0
&0
&0
&0

240
240
240
240
Z40
Z40

248
243
245
248
248
243

it vi tri sai khac nhét thuoc vé 2 chung GTPV-
BV1 va GTPV-NAI c6 4 vi tri: 27 (A-T), 31

GTPV-NA1 va ching GTPV-NB2 c6 su sai
khac vé nucloetide 16n nhat (24 vi tri), tiép theo
1a chung GTPV-HB1 va GTPV-NB2 (23 vi tri);

Két qua so sanh muc do twong dong vé
nucleotide va amino acid cia 5 chung virus
nghién ctru duoc tong hop ¢ bang 10 va 11.

Bang 10. Két qua so sanh sw twong dong vé nucleotide

Ching GTPV-BV1 GTPV-HB1 GTPV-NA1 GTPV-NB1 GTPV-NB2
GTPV-BV1 100,00
GTPV-HB1 97,96 100,00
GTPV-NA1 98,38 97,13 100,00
GTPV-NB1 93,70 91,47 91,93 100,00
GTPV-NB2 92,38 90,10 90,58 96,7 100,00

12
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Qua bang 10 cho thiy mirc d6 tuong dong vé
trinh tu nucleotide gitta 5 chung nghién cuu dat
90,1% - 98,38%, trong do, chung GTPV-NA1
va ching GTPV-BV1 c6 mirc do tuong dong

16n nhét (98,38%), tiép theo 1a ching GTPV-
HBI va chung GTPV-BV1 (97,96%), muc dd
tuong dong vé nucleotide thip nhit ¢ 2 ching
GTPV-NB2 va GTPV-HBI.

Bang 11. Két qua so sanh sw twong déng vé amino acid

Chung GTPV-BV1 GTPV-HB1 GTPV-NA1 GTPV-NB1 GTPV-NB2
GTPV-BV1 100,00
GTPV-HB1 95,99 100,00
GTPV-NA1 94,53 93,09 100,00
GTPV-NB1 90,95 86,26 84,38 100,00
GTPV-NB2 87,86 83,08 81,10 92,94 100,00

Qua bang 11 cho thiy mirc d6 tuong dong vé
trinh ty amino acid gitta 5 chung nghién cuu la
81,1% - 95,99%. Mirc d6 twong dong thip nhat
¢ 2 chung GTPV-NB2 va GTPV-NAI, 2 chung
GTPV-HBI1 va GTPV-BV1 c¢6 mtc dd tuong
ddng cao nhat (95,99%), tiép dén 1a 2 chung
GTPV-NAI1 va GTPV-BV1 (94,53%).

Sau khi so sanh mirc do tuong dong vé

98
100

‘0 GTPVBV1

,—O GTPVNB1
|

nucleotide va amino acid giita cac chung nghién
cuu, dya vao phﬁn mém MEGA 6, chung toi
tién hanh xay dung cy sinh hoc phén tir dé xac
dinh va phan tich ngudn gdc phat sinh ctia cac
ching dau dé nghién ctru voi viéc st dung cac
chung virus dau dé tham chiéu. Két qua phan
tich ngudn gdc phat sinh ctia cac chung dau dé
nghién ctru dya trén sy sai khac nucleotide dugc
thé hién tai hinh 6.

@ GTPVHB1
NC 004003/Pellor/USA/2012
99| KC951854/FZ/China/2012
EF517958/QL/China/2007
B AY077836/G20-LKV vaccine/USA/2006
AY077835/Pellor/USA/2006
@ GTPVNA1

@ GTPVNB2

|
0.01

Hinh 6. Cay sinh hoc phan tr dwa trén trinh tw nucleotide cua
cdc chung virus dau dé nghién ctru

Qua phan tich két qua cay sinh hoc phén tir
cho thay:

+ Ching GTPV-HBI nim trong cing 1
nhanh voéi cac chung phan lap trudc day cua
Trung Qudc, My, ching vacxin AY077836/

G20-LKV.

+ Chung GTPV-NA1 va GTPV-BV1 cung
trong 1 nhanh.

+ 2 chung GTPV-NBI va GTPV-NB2 nim
trong 1 nhanh.

13
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Két qua cdy sinh hoc phan tir ciing chi ra 5
chung nghién ctru thudc cung 1 nhanh phat sinh,
dang chu y chiung GTPV-HBI1 cung nhanh véi
cac ching phan lap tai Trung Qudc, My va ciing
nhanh véi chung vacxin AY077836/G20-LKV.

IV. KET LUAN

- Da thu thap duoc 90 dé nghi méc bénh dau
tai cac tinh: Ba Vi — Ha N¢i, Hoa Binh, Ngh¢
An, Ninh Binh; kiém tra bang phuong phap
PCR cho thdy c6 72 dé duong tinh v&i virus
dau, chiém 80%.

- ba phan lap dugc 7 ching virus dau dé
tr mau phéi, mun dau trén moi trudng té bao
tinh hoan ctru so cép: GTPV-BV1; GTPV-HBI;
GTPV-HB2; GTPV-NA1; GTPV-NBI1; GTPV-
NB2; GTPV-NB3.

- Bénh tich té bao (CPE) xuit hién sau 10
ngay gy nhiém, cac té bao co cum lai véi nhau,
nguyén sinh chat co rut, t& bao co lai méo mo,
nhan bi ddy ra ngoai, dam té bao chét don lai
v6i nhau thanh tirng cum. CPE dat 100% sau 14
ngay giy nhiém.

- Poan gen virus dau dé duoc giai trinh
tw c6 do dai 289bp, miic do tuong déng vé
nucleotide gilta cac chung nghién cuu la 90,1%
dén 98,38%, muc do twong dong vé& amino acid
1a 81,1% dén 95,99% ; cac chung virus nghién
ctru thude cung 1 nhanh phat sinh, cung nhanh
v6i cac ching phan 1ap tai Trung Quéc, My va
chung vacxin AY077836/G20-LKV.

TAI LIEU THAM KHAO

1. Bhanuprakash V., Indrani B. K., Moorthy
A. R. S., Krishnappa G. (2003), Isolation,
purification and comparison of protein profiles
of sheep poxviruses, Indian J Comp Microbiol
Immunol Infect Dis, 24(1), pp. 15-20.

2. https://web.oie.int/eng/normes/
MMANUAL/2008/pdf/2.07.14 S POX G
POX.pdf

3. http://www.oie.int/fileadmin/Home/eng/
Animal Health in _the World/docs/pdf/
Disease _cards/SHEEP GOAT POX.pdf

14

4. http://www.esgpip.org/PDF/Technical %20
bulletin%20No0.29.pdf

5. Kamran Mirzaie, Seyed Mohammad Barani
and Saied Bokaie. (2015). 4 review of sheep
pox and goat pox: perspective of their
control and eradication in Iran. J. Adv. Vet.
Anim. Res., 2(4): 373-381.

6. L& DPinh Cuong (1997),“Hién trang va
hiwéng phdt trién ciia nghé nuéi dé, ciru &
Ninh Thudgn”, Tap chi Ngudi nuoi dé, 2 (2).

7. Mangana-Vougiouka O, et al. Mol Cell
Probes. (2000), Sheep poxvirus identification
from clinical specimens by PCR, cell
culture, immunofluorescence and agar gel
immunoprecipitation assay.

8. Ramesh K. G. (1980), Immunological studies on
the Ranipet strain of sheep poxvirus propagated
in lamb testes cell culture, MVSc Thesis. Uni
Agric Sci, Bangalore, Karnataka, India.

9. Ramisse J., Asso J., Hassan A., Anane O.,
Jemli J. (1978), Cell culture of sheep pox
virus: application to vaccine production and
testing of immunity, Revue d’Elevage et de
Med. Vet. des pays trop. 31, pp. 11-19.

10.Sheep and goat pox: Disease strategy.
Australian veterinary emergency plan. 1996.
http://www.international-food-safety.com/
pdf/ausvet-sheepgoatpox.pdf

11. Sileshi Zewdie, Alemu Yami, R. C. Merkel
and L. Dawson. (2009). Sheep and goat pox:
Causes, prevention and treatment. Technical
bulletin No.29. ESGPIP — Ethopia sheep and
goat productivity improvement program.

12.0IE (1999), Bulletin de l' Office International
des Epizooties, Paris, France, World
Organization for Animal Health.

13.0IE Manual (2000), Manual of standards
for diagnostic tests and vaccines. 4th ed.

Ngay nhan 11-8-2017
Ngay phéan bién 15-1-2018
Ngay dang 1-5-2018





