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MOT S0 BAC BIEM SINH HOC VA SINH HOC PHAN TU CUA CHUNG
VIRUS VACXIN NHUUB DOC DICH TA VIT DP-EG-2000

Nguyén Bd Hién, Lé Viin Phan, Ping Hivu Anh, Lé Hupnh Thanh Phuong
Hoc vién Nong nghiép Viét Nam

TOM TAT

Dich ta vit (Duck viral enteritis) 1a mot bénh tmyén nhiém cép tinh nguy hiém, gay thiét hai kinh
té nghiém trong ddi voi nganh chan nuoi vit cua Viét Nam. Virus dich ta vit 1a mot loai DNA virus
thudc ho Herpesviridae. Trong nghién ctru nay, gen UL30-UL31 va US7 cua chung virus vacxin
nhugc doc dich ta vit DP-EG-2000 da dugc giai trinh tu gen, dugc phan tich va so sanh vé trinh tu
nucleotide (nt) v6i cac chung virus dich ta vit tham chiéu khac. Két qua phén tich vé trinh tu nt cho
thdy chung virus vacxin DP-EG-2000 c6 muc d6 twong dong cao khi so sanh véi cac chung virus
dich ta vit tham chiéu khac trén ngan hang gen, ty 1é twong dong vé nt tir 98,4 — 100% dbi véi trinh
tu viing gen UL30 - UL31, va tir 96,5 — 99,6% ddi v6i gen US7. Khi so sanh chiing DP-EG-2000 véi
ching virus vacxin VAC ctia Trung Qudc, ty 1é twong dong vé trinh tu nt ddi véi ving gen UL30-
UL31 va US7 tuong tng 1a 100 va 96,5%. Ching virus vacxin nhugc ddc dich ta vit DP-EG-2000
trong nghién ctru nay 1a ching virus c6 kha ning nudi cdy va phat trién 6n dinh trén phoi trimg ga
9 — 11 ngay tudi véi cac chi s6 ELD50 va EID50 tuong Gmg 1a 1043 va 10°3/0,2 ml.

Tw khoa: Dich ta vit, Péc tinh sinh hoc, Pac tinh sinh hoc phan tir, Gen, Giai trinh ty.

Some molecular biology and biological characteristics of
the DVE DP-EG-2000 attenuated vaccine strain
Nguyen Ba Hien, Le Van Phan, Dang Huu Anh, Le Huynh Thanh Phuong

SUMMARY

Duck viral enteritis (DVE) is a serious, acute, contagious disease causing heavily economic
loss in the commercial duck production in Viet Nam. Duck enteritis virus is a DNA virus of the
Herpesviridae family. In this study, the UL30-UL31 and US7 gene sequences of the DVE DP-
EG-2000 attenuated vaccine strain were sequenced, analyzed and compared with those of
other reference DVE strains in GenBank. The result of nucleotide (nt) sequence comparison
of the UL30-UL31 and US7 genes showed that the DP-EG-2000 strain closely related to other
reference DVE strains, sharing high similarity level (98.4 — 100% and 96.5 — 99.6% , respective-
ly). When comparison of the DP-EG-2000 strain with the attenuated DVE VAC strain of China,
the nt sequence similarity of UL30-UL31 and US7 gene was 100 % and 96.5%, respectively.
The present attenuated DVE DP-EG-2000 vaccine strain in this study was capable for cultur-
ing and stable development on the egg embryos at 9-11 days old with the EID50 and ELD50
indexes were 10+ and 10%%/0.2 ml, respectively.

Keywords: Duck viral enteritis, Biological characteristic, Molecular biology characteristic,
Gene sequence

I. DAT VAN PE dang ké vao sy phat trién nén kinh t& Viét Nam.

Hién nay, nganh chan nu6i gia cam néi chung Theo s6 li¢u thong ké cua B6 Nong nghiép va
va chan nuéi vit néi riéng da va dang dong gop ~ PTNT, so lugng dan gia cam trén ca nudc da
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tang tr 214,6 triéu (2006) toi 308 5 triéu (2012),
trong d6 dan thily cam, cha yéu 1a vit, ting tir
62,6 triéu (20006) 1én toi 84,7 triéu con (2012).
Tuy nhién, viéc chin nudi cac loai thiy cam
thuong ¢ quy mo nho tai cac hg gia dinh (Edan
va Bourgeois, 2006), din dén nguy co lay nhiém
khong kiém soat cua cac loai dich bénh (Edan
va Bourgeois, 2006).

Dich ta vit 1a mot bénh truyén nhiém c:?ip tinh
nguy hiém, gay ti 1& tir vong cao ¢ céc loai vit,
ngan, ngdng, gdy thiét hai kinh té dang ké d6i
v6i nganh chian nudi thuy cim ¢ Viét Nam va
thé gidi. Dich ta vit 1an dau tién xuat hién & Ha
Lan nam 1923, va sau d6 lan rong ra khip chau
Au, chdau A va chau My (Nguyén B4 Hién va
Huynh Thi My L¢, 2013). Riéng ¢ Viét Nam,
dich ta vit xuat hién dau tién vao khoang nhiing
nam 1960 va gay thiét hai d6i v4i nganh chin
nudi gia cam 1én t6i 20% mdi nam (Morrissy
va cong su, 2004). Bénh do Duck enteritis vi-
rus (DEV), mdt virus thudc ho Herpesviridae
gdy ra. Bénh co ti 1& chét cao, 1én toi 90% &
cac dan vit khong duoc tiém phong. Bén canh
d6, viée kiém soat su lay lan cua bénh gap rat
nhiéu kho khin do virus c6 thé ton tai lau trong
mdi truong hodc truyén lay qua cac ki chu ty
nhién (Burgess va Yuill, 1975; Wolf va Burke,
1982). Ngoai ra, sy phat trién ciia nganh chin
nudi vit d3 1am xuét hién cac bién ching mdi,
lam giam hiéu qua bao hd cua cac loai vacxin
hién co6 (Li va cong su, 2009). Dac biét, Nguyén
Dtic Hién (2012) da chi ra sy khac nhau vé hiéu
qua bao ho cua cac loai vacxin hién co ddi voi
cac chung virus DEV luu hanh trén vit va ngan
o Viét Nam.

Nhirng nghién ciru gan day trén thé gisi cho
théy mot sd chung virus vacxin dich ta vit va
chung virus phan 1ap dugc ngoai thyc dia da
duogc giai trinh tu toan by genome (Li va cong
su, 2009; Wang va cong su, 2011; Wu va cong
su, 2012; Yang va cong su, 2013). Bén canh do,
cac nghién ciru vé vai tro va chirc ning clia mot
s6 gen cua virus dich ta vit ciing da duogc cong
bd (Wu va cong su, 2012). O Viét Nam, theo
hiéu biét ciia chung t6i, chung ta chua c6 nhidu
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nghién ciru tap trung vao mdi quan hé di truyén
gitta cac chung DEV dang Iuu hanh ngoai thuc
dia véi cac chung virus vacxin hién co6. Trong
nghién ctru nay, chung virus vacxin nhuogc doc
dich ta vit DP-EG-2000 d3 duoc nghién ctru vé
moét sb ddc tinh sinh hoc va sinh hoc phan ttr.

II. VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1. Vit lidu

Chung virus dugc st dung trong nghién ctru
la chung virus vacxin nhugc doc dich ta vit
DP-EG-2000 do B moén Vi sinh vat — Truyén
nhiém, Khoa Thu y, Hoc vién Nong nghiép Viét
Nam cung c?ip.

2.2. Phwong phap tach DNA tong s

200 ul dung dich virus dugc 0 véi 500 pl
Lysis buffer (27% sucrose, 1x SSC, 1 mM
EDTA, 1% SDS, 200 ug/ ml protease K) trong
didu kién 56°C/1 gio. Huyén dich trén dugc
tron véi hon hop Phenol: Chloroform: Isoamyl
Alcohol (ti 1€ 25:24:1), vortex manh va ly tam
12.000 vong/phut, trong 10 phut ¢ 4°C. Sau khi
ly tdm, chuyén pha trén c6 chira DNA vao mot
dng Eppendorf méi (v6i lugng khoang 500ul).
Taa DNA cua virus bang cach bé sung 500 pl
dung dich Isopropanol, ly tam 12.000 vong/
phut, trong 10 phat ¢ 4°C. Rira tia DNA bang 1
ml dung dich Ethanol 70%, ly tdm 12.000 vong/
phut, trong 10 phut ¢ 4°C. Tua DNA dugc hoa
tan trong 50 pl nudc vo trung da loai DNase va
bao quan & -20°C cho dén khi st dung

2.3. Phan irng PCR dé khuéch dai doan gen
UL30-UL31 va US7

DNA cua virus duoc bo sung truc tiép vao
ong phan tmg PCR sir dung kit AccuPower PCR
PreMix (BIONEER). Kit nady chita DNA tag-
polymerase va cac thanh phan can thiét cho qua
trinh khuéch dai DNA. Mbi (primer) duoc st
dung dé nhan ving gen UL30-UL31 1a cip moi
da dugc cong bd boi OIE- 2012, va mdi dé nhan
gen US7 14 cdp mdi dugc thiét ké moi (bang
1). Phan ung PCR duoc thuc hién theo chuong
trinh nhu sau: 25 chu ky (94°C - 1 phut, 54°C
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- 1 phut, 72°C - 1 phat) va cudi cung 8 phut &
72°C. San pham PCR sé dugc kiém tra trén gel

agarose va dugc guri sang cong ty Macrogen cua
Han Quoc dé giai trinh tu gen.

Bang 1. Trinh tw cac cap moi dwoc str dung trong nghién ctru

" s . s o Gen Kich thwéc N
Tén moi Trinh tw (5’- 3’) khuéch dai san pham Tham khao
DEV-7F GAAGGCGGGTATGTAATGTA

UL30-UL31 446 bp OIE-2012
DEV-7R CAAGGCTCTATTCGGTAATG
DEV-UST7F GAAGCCTGTGACCGTTCCTA PN
us7 557 bp Nghién ctru
DEV-US7R CAAACTCCGCGCATAATACA nay

2.4. Phan tich trinh tw gen va xiay dung cay
phat sinh chung loai

Trinh ty gen UL30-UL31 va US7 sau khi
duogc giai trinh tu s€ dugc phan tich béng phén
mém BioEdit va DNAstar va tién hanh so sanh
voi cac trinh tu gen tham chiéu khac duoc
cong bd trén ngan hang GenBank. Cay pha hé
(phylogenetic tree) duoc xay dung bang phan
mém MEGAG6 st dung thudt toan Maximum
Likelyhood.

2.5. Nghién ctru mét sé dic tinh sinh hoc ciia
chiing virus vacxin nhwgc dgc DP-EG-2000

Kha ning thich tmg va 6n dinh khi truyén
doi qua phoi ga cua ching virus nhugc doc DP-
EG-2000 duoc danh gia bang phuong phép tiém
truyén trén trimg ga c6 phdi 9 ngay tudi. Cac
chi s6 nhu liéu virus gy chét 50% phoi trimg
(ELD50) va liéu virus gay nhiém 50% phoi
tring (EID50) duogc xac dinh theo phuong phap
cua Reed va Muench (1938).

III. KET QUA VA THAO LUAN

3.1. Két qui khuéch dai trinh tu doan gen
UL30-UL31 va US7

Phan ung PCR da va dang la cong cu hitu
hiéu ding dé chan doan ciing nhu khuéch
dai cac gen khac nhau cua virus dich ta vit
(Hansen va cs., 1999; Hu va cs., 2009; Zhang va
cs., 2011). Trong nghién ctru ndy, mau DNA cua
virus vacxin nhuoc doc dich ta vit DP-EG-2000
da duoc tach chiét va duoc dung cho phan tng

PCR dé khuéch dai ving gen UL30-UL31 va
US7. Két qua chay dién di trén gel agarose cho
thdy san pham PCR khi sir dung cip moi DEV-
7F/DEV-7R déac hiéu cho gen UL30-UL31 co
kich thudc khoang 446 bp va san pham PCR khi
su dung cdp mdi DEV-US7F/DEV-US7R dic
hiéu cho gen US7 c6 kich thudc khoang 557 bp,
dung vai kich thude nhu da dugc cong bd trude
day (OIE-2012) (Hinh 1).

1 M 2

Hinh 1. Két qua kiém tra san pham PCR
trén gel Agarose

M: 1 Kb Plus DNA Ladder (Invitrogen); giéng

1: Gen UL30-UL31 (446 bp); giéng 2: Gen

US7 (557 bp)
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3.2. Phan tich trinh tw ving gen UL30-UL31

Két qua phan tich trinh ty ving gen UL30-
UL31 cho thdy chung virus vacxin nhuoc doc
dich ta vit DP-EG-2000 c6 muc do tvong dong
cao khi so sanh véi cac chung virus dich ta vit
tham chiéu khac thu thap duoc trén ngan hang
dir liéu GenBank qudc té, mirc do twong dong

vé trinh tu nucleotide (nt) dao dong tir 98,4 —
100%. Khi so sanh véi chung virus vacxin
dich ta vit VAC cta Trung Qudc (mi s truy
cap ngan hang GenBank: EU082088), muc d
tuong dong vé trinh ty ving gen UL30-UL31 la
100% (Bang 2).

Bang 2. Mirc d6 twong dong veé trinh tw nucleotide gen UL30-UL31 gitra chung virus
vacxin DP-EG-2000 va cac chung virus dich ta vit tham chieu khac trén the gi®i

3 4 5 6 7 8 9 10

100

100 100

100 100 100

100 100 100 100

STT Chiing virus 1 2

1  DP-EG-2000

2 JQ673560 CV/China/1962 100

3  KF263690 C-KCE/China/2013 100 100
4 KF487736 K/China/1957 100 100
5 JQ647509 CHv/China/2011 100 100
6 JF999965 2085/Germany/2005 100 100
7 EU082088 VAC/China 100 100
8 KJ451479 Atparal3/India/2013 98.4 984
9 JQ655152 BudBudl11/India/2011 99.7  99.7
10 AF064639 DP-VAC/USA 99.7  99.7

98.4
99.7
99.7

98.4
99.7
99.7

98.4
99.7
99.7

98.4
99.7
99.7

98.4
99.7
99.7

98.2
98.4

99.5

Phan tich su sai khac vé trinh tu nt cho théy,
chung virus vacxin DP-EG-2000 chi c6 su sai
khéc & vi tri 250 (G «<>A) so voi ching vacxin
DP-VAC ctia My (mi s6 truy cap ngin hang
GenBank: AF064639) va ¢ vi tri 289 (C«>T) khi
so sanh véi chung BudBud11 cia An D6 (mi sb
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truy c@p ngan hang GenBank: JQ655152). Khac
biét gitra ching DP-EG-2000 so véi chung At-
paral3 ciia An D6 (mi sb truy cdp ngan hang
GenBank: KJ451479) xay ra ¢ 7 vi tri: 165
(TC), 240 (AC), 244 (CS), 250 (G0),
261 (G<C), 265 (T«C), 302 (T«C) (Hinh 2).
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DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
KI451479 Atparal3/India/2013
JQ655152 BudBud! 1/India/2011
AF064639 DP-VAC/USA

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
KJ451479 Atparal3/India/2013
Q655152 BudBud! 1/India/2011
AF064639 DP-VAC/USA

DP-EG-2000

1Q673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
1Q647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
KI451479 Atparal 3/India/2013
JQ655152 BudBud! I/India/2011
AF064639 DP-VAC/USA

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
K1451479 Atparal 3/India/2013
JQ655152 BudBud! 1/India/2011
AF064639 DP-VAC/USA

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
KJ451479 Atparal3/India/2013
JQ655152 BudBud! 1/India/2011
AF064639 DP-VAC/USA

10 20 30 40 50 60 0 80 0
| | | | | | | | | | | | | |

100 110 120 130 140 150 160 170 180
. | . | | | | - . BN B [ | . sl | |
GGATACCGTCTAATGGCTCATGTTTGGCATTCTACATTCGTACTTGT CGTGAGGCGCGACCGCGAACGGCAAACTGACGTGGACAGCGTA

190 200 210 20 20 40 250 260 270

. . |- | . Sl |- S . . . | . (. |- | . R
CCACAGATAAGTATT GAAGATATTTATTGTAAAATGTGCGACCTTAATTT CGATGGGGAACTTCTGCTAGAATATCGAAAGCTCTACGCA
,,,,,,,,,,,,,,,, C S. C Lo CooC
.......................... A
80 29 300 310 320 30 340 350 360

| | | | | | | | | | |
GCTTTTGACGATTTTCCTCCTCCTCGCTGAGTGGCATCCCTGGGTACAAGCGCACTTCTGCAAACCCGGCCGAAGATAGCAGTGCTGCGG

370 380 390 400 410 0 40 440
o o o |- | | | | | o o A . | |
TTTCGTCACTCTCACAGTATGTTTCTGGAATAAAGCGTTTTAAAACAGCTTCCGAAGTTTTGT GATCATTACCGAATAGAGCCTTG

Hinh 2. So sanh trinh tw vang gene UL30-UL31 gitra ching virus vacxin DP-EG-2000 va

3.3. Phén tich su sai khac trinh ty gen US7

Vung gen US7 dugc cho la gen c6 muc do
da dang kha cao trong genome cua virus dich
ta vit (Wu va cong su, 2012). Muc do tuong
dong vé trinh ty nucleotide ving gen US7 giita
chung virus vacxin DP-EG-2000 va cac chung
virus dich t vit tham chiéu khac dao dong trong

cdc chang virus dijch ta vijt tham chiéu khdc

khoang ttr 96,5% - 99,6% (Bang 3). Khi so sanh
voi chung virus vacxin dich td vit VAC cua
Trung Quéc (mi sb truy cdp ngan hang Gen-
Bank: EU082088), mtc do twong dong vé trinh
tu vung gen US gilra hai chung 1a 96,5% (Bang
3).
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Bang 3. Mrc dd twong dong veé trinh tw nucleotide viing gen US7 giira

ching DP-EG-2000 va cac ching tham chiéu khac trén thé gii

STT Ching virus 1

1 DP-EG-2000

2 JQ673560 CV/China/1962 99.4
3  KF263690 C-KCE/China/2013 99.6
4 KF487736 K/China/1957 99.4
5 JQ647509 CHv/China/2011 99.4
6  JF999965 2085/Germany/2005 99.1
7 EU082088 VAC/China 96.5
8 HQO009801 DEV clone-03/China 99.6

Khi phan tich su sai khac vé trinh tu nucleo-
tide ving gen US7 cho thiy, ching virus vacxin
DP-EG-2000 sai khéc so voi cac chung con lai
62 vitri: 193 (T+>C) va 396 (T<>A) (Hinh 3).
Ngoai ra, chung virus vacxin DP-EG-2000 c6
su sai khac so v6i chung K (m s truy cap ngan
hang GenBank: KF487736), ching CV (mi s
truy cap ngan hang GenBank: JQ673560), chiing
2085 (mi sb truy cdp ngin hang GenBank:
JF999965), va ching CHv (ma s truy cap ngin
hang GenBank: JQ647509) ¢ vi tri 555 (T<>G).

Bén canh do, su sai khac gitra ching virus DP-
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2 3 4 5 6 7
99.8

100 99.8

100 99.8 100

996 994 99.6 99.6

96.7 969 96.7 96.7 964
99.8 100 998 998 994 969

EG-2000 va chung 2085 con xuét hién & vi tri
288 (A—G) va 512 (C—A). Khac biét vé trinh
tu nucleotide gitta chung virus DP-EG-2000 va
chung virus vacxin VAC dang str dung ¢ Trung
Qubc xay ra & 159 (T—G), 204 (GoT), 214
(GeT), 229 (T«0), 231 (CT), 250 (G0),
260 (T«C), 262 (G+A), 265 (A-T), 269
(G0), 277 (T+>C), 283 (T«C), 285 (A-T),
287 (A-T), 302 (A—C), 318 (G+-T). bac biét,
& chung VAC xuét hién thém d6t bién T ¢ vi tri
314 lam thay d6i khung doc ctia ving gen US7
o chung nay so voi cac ching khac (Hinh 3).
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DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

DP-EG-2000

JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
EU082088 VAC/China
HQ009801 clone-03/China

10 20 30 40 50 60 i 0 %0

| | | I | | | | | | | | |
GAAGCCTGTGACCGTTCCTACGACTAACAATTACACAACATTATCTGATGATATGCAGCCTACGCATAATGATACCAATAGTGGACTTAA

100 1o 120 130 140 150 160 170 150
| | | | | | | | | | | | I |
TATCTTTGACAAAATTCCAAATATCTATCTTATCCCAGCTGTAATGTTTGT GGTACTACCGCTGACCATATTCATCGTGTTGATGTGCT C

190 200 210 20 20 240 250 260 210
| | | | | | | | | | | | |
TCCTCTTAAACGTAAATTATGTCGTTGTTGTACGAAACGACGTGTTTATACAGGTTCTACCACAAGCGTGATCAACCAATCGGCACT GGA

coacancaana

280 290 300 310 320 330 390 350 360
| | | |

| | | | | | |
CTGGCAGCGT

370 380 390 400 410 420 40 440 450
| | | | | | | | | | | | | |
ATGACAGCTCTGGGGATCATAAAACAGAATAATTCTCATCAGTATGACTAAAAGTAAATGTTTTTGTTATGATTGACTGTTTGCCTTTCA

>

460 470 480 490 500 510 520 530 540

| | | | | | | | | | | | | |
TTAACATCCAAATATATTTGTACATGAGGTAATAGGCTATGGGT GGAGCTATAGATCTGTACTAATTTAAGTGTGCAGCCTGGTTAACTG

550

|
TATTATGCGCGGAGTTTG

Hinh 3. So sanh trinh tw ving gen US7 giira chdng virus vaxcin DP-EG-2000 va

Trong nghién ciru nay, muc do twong dong
vé trinh ty amino acid dau C cua glycoprotein I
gitta ching virus vacxin DP-EG-2000 voéi cac
chung virus dich ta vit tham chiéu khac ciing
duoc khao sat. Két qua phan tich cho thay ching
virus DP-EG-2000 ¢6 mirc do twong dong la
100% khi so sanh voi cac ching virus khac la

cdc chang virus dich ta vit tham chiéu khdc

CV, CHyv, C-CKE, K, va chung DEV clone-03.
Khi so sanh véi chung virus vacxin dich ta vit
VAC cua Trung Qudc (mi s6 truy cap ngan hang
GenBank: EU082088), mirc do twong dong vé
trinh ty amino acid ddu C cua glycoprotein I
gitlra hai chung 1a 76,7% (Bang 4).
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Bang 4. Mirc d6 twong dong vé trinh tw amino acid dau C cta glycoprotein I gitra ching
virus vacxin DP-EG-2000 va cac chuing virus dich ta vit tham chiéu khac trén thé gi&i

STT Chiing virus 1 2 3 4 5 6 7 8
1 DP-EG-2000
2 EU082088 VAC/China 76.7
3 JQ673560 CV/China/1962 100  76.7
4 KF263690 C-KCE/China/2013 100  76.7 100
5 KF487736 K/China/1957 100 76.7 100 100
6 JQ647509 CHv/China/2011 100 76.7 100 100 100
7 JF999965 2085/Germany/2005 99.2 76.7 992 992 992 992
8 HQO009801 DEV clone-03/China 100 767 100 100 100 100 99.2

Su sai khac v& trinh tu amino acid dau C cua
glycoprotein I ciing dugc khao sat. Két qua cho
thdy chung virus vacxin DP-EG-2000 chi khac
biét ¢ vi tri amino acid 96 (D<QG) khi so voi
chung virus 2085 ctia Ptrc (md sd truy cip ngan
hang GenBank: JF999965). Khi so sanh voi

10 20
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DP-EG-2000

EU082088 VAC/China
JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
HQ009801 DEV clone-03/USA

| | |
DP-EG-2000
EU082088 VAC/China
JQ673560 CV/China/1962
KF263690 C-KCE/China/2013
KF487736 K/China/1957
JQ647509 CHv/China/2011
JF999965 2085/Germany/2005
HQ009801 DEV clone-03/USA

..... r.........p..H... . LY

ching virus vacxin dich ta vit VAC cua Trung
Qudc (ma sb truy cdp ngan hang GenBank:
EU082088), mtrc dd sai khac gitra hai chung la
rat 16n va c6 dén 21 vi tri amino acid khac nhau
(Hinh 4).

30 40 50 60 70

100 110 120

TKRRVYTGSTTSVINQSALDNPP SOQODALESKHPELDGTLMRKLEEKLAAYDSSGDHKTE
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Hinh 4. Sai khéc vé trinh tw amino acid dau C cta glycoprotein I giba chuing virus vacxin
DP-EG-2000 v¢éi cdc chuang virus dich ta vit tham chiéu khac

3.4. Phan tich cay pha hé (phylogenetic tree)
dwa trén trinh ty ving gen UL30-UL31 va
gen US7

Nham danh gia mbi quan hé di truyén giita
chung virus vacxin DP-EG-2000 v6i cac chung
virus dich ta vit tham chiéu khéc, trinh tu nu-
cleotide ctia vung gen UL30-UL31 va gen US7
da duogc st dung dé xay dyng cay pha hé.

Duya vao trinh ty vung gen UL30-UL31,
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ching virus vacxin DP-EG-2000 nim cing
nhanh voi cac chung virus dich ta vit phan
lap duogc tur thuc dia (ching CV, C-KCE, K,
va CHv) ciling nhu véi ching virus dung lam
vacxin VAC cua Trung Qudc (Hinh 5). Két qua
nghién ctru thu dugc khi phan tich trinh tu ving
gen UL30-UL31 cua chung t6i phu hgp voi
nhiing cng bd trude ddy vé sy bao thu cia ving
gen UL30-UL31 gilta cac chiung virus dich ta
vit khac nhau (Hansen va cdng su, 1999). Vung
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gen UL30-UL31 nay da dugc dung dé thiét ké
moi (primer) dac hi¢u dung d€ chan doan bénh

dich ta vit (OIE, 2012) trén vit.

DP-EG-2000
JQ673560 CV/China/1962

KF263690 C-KCE/China/2013

KF487736 K/China/1957

JQ647509 CHwChina/2011

JQ655152 BudBudl Vindia/2011
‘ JF999965 2085/ Germany/ 2005

EUBHIER VAC/China
‘ L AFIG4639 DP-VACATSA
EJ451479 Atparal 3/Tulia’}013

—
0.1

Hinh 5. Cdy pha hé biéu thj moi quan hé di truyén gidra ching virus vacxin DP-EG-2000
v&i cdc ching virus dich ta vit tham chiéu khac dwa trén trinh tw vang gen UL30-UL31

Trinh tu vung gen US7 duogc cho la c6 sy da
dang di truyén khi so sanh giira cac chung virus
dich ta vit véi nhau, vi v@y chung t6i tién hanh
danh gia mbi quan hé di truyén giita chiing virus
vacxin DP-EG-2000 va cac chung virus dich ta
vit tham chiéu khac dua trén trinh tu gen US7.

Két qua phan tich cdy pha hé cho thy, chung
virus vacxin DP-EG-2000 ciling c6 mdi quan

hé di truyén gan giii v6i cac ching virus dich ta
vit phan 1ap duoc tai Trung Qudc trong nhimng
nam gan day, trong tu v6i két qua phan tich ciy
pha hé dya trén ving gen UL30-UL31. Két qua
phan tich cdy pha hé ¢ hinh 6 ciing cho thiy
ching virus vacxin DP-EG-2000 nam khac
nhanh voi chung virus vacxin VAC cua Trung
Quéc (Hinh 6).

KF487736 K/China/1957
JQ647509 CHwChina/2011
JQ673560 CV/China/1962
TF999965 208 5/Genmany/ 2005

EF263690 C-KCE/China/iM 3
HOQINWEDN DEV clone 13/105A

D200
EUIRHIER VAC/ China

05

Hinh 6. M6i quan hé di truyén giira ching virus vacxin DP-EG-2000 véi céc ching
virus dich ta vit tham chiéu khac dwa trén trinh tw gen US7
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3.5. Panh gia mot s6 dic diém sinh hoc ciia
chiing virus vacxin DP-EG-2000

3.5.1. Két qud xdc dinh chi sé ELD50 ciia
chiing virus vacxin nhwoc djc dich td vit DP-
EG-2000

Theo L& Van Lanh (1991), chung virus
vacxin nhuoc doc dich ta vit Jansen khi nuoi
cdy trén phoi ga c6 chi sé ELD50 bién dong
trong khoang tir 1042/0,2 ml dén 104%/0,2 ml.

Theo OIE (2000), mot chung virus nhugc ddc
dich ta vit khi thich nghi trén phdi triing ga dung
lam vacxin phai co ndng do virus tdi thiéu 1a
10°ELD50/mét lidu s dung. Trong nghién
ctru nay, két qua kiém tra ctia ching toi dbi voi
chung virus vacxin DP-EG-2000 cho thay chi
s6 ELD50 qua cac 14n chuan do 1a 6n dinh, dao
dong tir 10%%0,2 ml dén 10+5/0,2 ml. ELD50
trung binh cua chung virus vacxin DP-EG-2000
dat 10+%/0,2 ml (Bang 5).

Bang 5. Két qua xac dinh chi sé6 ELD50 cta chiing virus vacxin nhwoc doc
dich ta vit DP-EG-2000

Potkidmtra | 2° pv';fu':é"g Liéu 9(2’”“”6"‘ S6 phdi TN ELD50 trEnLgDS?nh
1 101 - 107 0,2 5 1042
2 10" — 107 0,2 5 1042 1043
3 101 - 107 0,2 5 1045

3.5.2. Két qud xdc dinh chi soé EID50 ciia

chiing virus vacxin nhwoc doc dich tda vit

DP-EG-2000

Chi s6 EID50 qua cac lan chudn d6 1a 6n
dinh, bién dong tr 10°%/0,2 ml dén 10°0,2
ml. EID50 trung binh ctia ching virus vacxin
DP-EG-2000 1a 10%/0,2 ml.

Bang 6. Két qua xac dinh chi sé EID50 cta chiing virus vacxin nhwoc doc
dich ta vit DP-EG-2000

Pot kiém tra g pha loding Liu gy nhiém | o phéi TN EID50 EID30
virus (ml) trung binh
1 107 - 107 02 5 1054
2 107 - 107 02 5 1054 1053
3 107 - 107 02 5 1052

Nhur vy, két qua xac dinh chi s ELD50 va
EID50 cho thdy chung virus vacxin nhuge doc
dich ta vit DP-EG-2000 thich tmg va phat trién
6n dinh trén phoi ga.

Trong nghién ctru san xuét vacxin , viéc xac
dinh duoc chi s6 EID50 cia chung virus vacxin
nhugc doc dich ta vit DP-EG-2000 1a v6 cung
quan trong gitp cho viéc nghién ctru xac dinh
duoc lidu gy nhiém virus thich hop trén trimg.
Trong thuc té san xuét, dé chic chan phoi trimg
ga bi nhiém virus, ngudi ta thuong dung ndng
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dd 100 - 1000 1an liéu EID50.
IV. KET LUAN

Chung virus vacxin nhugc doc dich ta vit
DP-EG-2000 c6 do twong ddng vé trinh tu
nucleotide va amino acid cao khi so sanh véi
nhiing ching virus dich ta vit tham chiéu khac
trén thé gioi.

Chi s6 sinh hoc ELD50 va EID50 cua chiing
virus vacxin nhuoc doc dich ta vit DP-EG-2000
on dinh sau nhitng 1an cdy chuyén trén phoi
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trimg ga, chi s6 ELD50 va EID50 tuong tng
1a 103 va 10°%/0,2 ml, dap tmg dugc yéu cau
trong sin Xuat vacxin phong bénh dich ta vit
cho vit.
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