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_ PHAN LAP VA DANH GIA KHA NANG THICH UNG
CUA MOT SO CHUNG VIRUT CUONG PQC DAU DE THUC DIA
TREN TE BAO TINH HOAN DE SO CAP

P35 Vin Khién', Pham Hing' va Lé Thanh Hoa®

TOM TAT

Tir cac mAu bénh phém thu thap co Kkét qua PCR duong tinh véi virut dau dé, 7 mAu bénh phém da
duogc lua chon dai dién cho cac dia phwong nghién ciru dé phén 1ap virut trén té bao tinh hoan dé so cép
(GT cell). Két qua cho théy ca 7 mau bénh phdm déu phan lap dugc virut dau dé trén té bao GT, giy
bénh 1y té bao (CPE) tir ngay thir 8 - 9 sau khi gay nhiém. Cac méau dich té bao sau khi thu hoach ciing
duogc kiém tra lai bang phan img PCR véi cip mdi P1, P2 déu cho két qua duong tinh voi virut dau dé.
San pham PCR sau khi dién di 12 doan gen c6 do dai 192bp. Két qua chuan do virut tir doi 5 dén doi 7
trén dia té bao GT 96 giéng, chi sb TCIDs; dao dong tir 10°° dén 10°2

Tir khéa: Virut dau dé, San pham PCR, Bénh 1y té bao.

Isolation and evaluation of the adaptability of some goat pox virus strains
isolated from field on primary goat testicular cells

Do Van Khien, Pham Hung and Le Thanh Hoa

SUMMARY

From the PCR test positive goat pox virus (GPV) samples, 7 samples represented of investigated
locals were choosen for virus isolation on primary cultures of goat testicular cells. The results indicated
that all 7 virus cultured had cytopathic effects (CPE) on 8 - 9 days post inoculation. After harvested, the
virus cultured fluid samples were checked for GPV using primers P1, P2. The results showed that all of
them were GPV positive with the PCR products were the sections gen of 192bp. We also carried out the
virus title from passage 5" to passage 7" and had TCIDg, index of 10°° - 10°2.

Key words: Goat pox virus, PCR product, Cytopathic effects.

L PAT VAN DE do moét loai DNA virut thudc gidng
Capripoxvirus, ho phu Chordopoxvirinae, ho

Bénh dau dé, clru c¢6 tén tiéng Anh 1a Sheep
and goat pox (SGPX), 1a bénh truyén nhiém cap
tinh cho dé, ctru. Pac trung boi sy 1ay lan nhanh

Poxviridae gy ra. Bénh xay ra ¢ nhiéu noi trén

thé gidi nhu Bic Phi, Trung Dong, An bg, Nga,

va ty 1 chét t6i 50%, c6 truong hop ty 1¢ chét
trong dan gia stc non 1én dén 100%. Bénh dugc
T6 chire dich té thé gisi (OIE) xép vao bang A
danh muyc cac bénh cuc ky nguy hiém. Can bénh

! Phén vién tha y mién Trung;
2 Vién cong ngh¢ sinh hoc
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Mbng C6 va Viét Nam, gy nhiéu thiét hai vé
kinh té cho nganh chin nuéi dé, ciru.

O Viét Nam bénh xuét hién dau tién vao 2005
tai mot sd tinh phia Bic nhu Cao Bé“mg, Lang
Son, Bic Giang, Ha Tay (cii). Sau d6 bénh nhanh
chong lan ra céac tinh ¢6 chan nuéi dé, ctru thudc
mién Trung va mién Nam, gdy anh hudng
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nghiém trong dén chan nudi dé, clru & nudce ta.
DPé ¢ nhitng dit li€u nghién ciru sdu vé bénh dau
dé ¢ Viét Nam, trong nghién ctru ndy chiing toi
tién hanh phan lap va danh gia kha ning thich
mg ctia mot sd ching virut cuong doc dau dé
phan 1ap tir thuc dia trén té bao tinh hoan dé so
cép, dé lam tién dé cho cac nghién ciru tiép theo
vé virut dau dé ¢ Viét Nam.

II. NGUYEN LIEU VA PHUONG PHAP
2.1. Nguyén li¢u

- Madu bénh phdam ddu dé 1a t6 chic da dé c6
chtra mun dau

- Dong vat thi nghiém 1a dé dyc 2 - 3 thang
tudi khoe manh, khong c6 khang thé chdng virut
dau dé

- Té bao, méi trirong nudi cdy:

Té bao tinh hoan dé so cip do Bo mon virut -
Phan vién thi y mién Trung cung cap.

Mbi truong nudi cay té bao EMEM bo sung
10% huyét thanh bao thai bé.

- Kit chiét tach DNA va primer:

St dung bd kit QlAamp DNA minikit cia
hing QIAGEN ding dé chiét tich miu ADN
tong sb tir miu bénh pham va dich t& bao nudi
cdy virut dau dé.

Cdp moi giam dinh virut ddu dé trong phan
g PCR gom:

Mdi xudi P1F: 5°- TTT CCT GAT TTT TCT
TAC TAT -3’

Mbi nguge P2R: 5°- AAA TTA TAT AGC
TAA ATA AC -3

2.2. Phwong phap nghién ciru
Phan lap va giam dinh virut

- Phuong phdp xu Iy mau bénh phdm: mau to
chirc da dé c6 mun dau (1g) dugc nghién véi moi
truong EMEM theo ty 1 1/10 ¢6 bo sung khang
sinh va chat chong nim. Bénh pham sau khi dugc

xir 1y lam déng tan 3 lan, ly tim téc d6 10.000
vong/phut (v/p) trong thoi gian 10 phut, thu dich
nudc trong giy nhiém cho té bao. Theo ddi bénh
ly té bao (CPE) sau khi giy nhidm dén 14 ngay.

- Phuong phdp tach té bao tinh hoan so cap:
Tinh hoan dé dugc ldy tir dé 2 - 3 thang tudi khoe
manh, chua duoc mién dich véi vacxin dau dé.
Tinh hoan dé dugc xit 1y, cit nho, tach té bao tinh
hoan bang quy trinh trypsin 4m. Té bao tach dugc
ly tdm thu c@n hoa v6i méi truong nuéi EMEM
¢6 10% huyét thanh bao thai bé cho vao chai
nudi. Cac chai té bao nudi duoc dit trong tii 4m
37°C vé6i 5% CO,, khi té bao trong chai nuoi dat
d6 phi1 90% dién tich chai 14 lic thich hop dé gay
nhiém virut.

- Phuong phap giam dinh virut ddu dé: theo
phuong phap cta Ireland va Binepal (1998) su
dung cip mdi P1 va P2. Chay PCR theo chu trinh
nhiét 95°C, 5 phit; tiép theo 35 chu ky 94°C 1
phat, 55°C 1 phat, 72°C 1 phat; 72°C 10 phut;
Béo quan san pham & 4°C cho dén khi dién di
kiém tra san pham va bao quan lau dai ¢ -20°C.

- Phuong phdp chudn @ virut ddu dé: xac
dinh chi s6 TCIDs, trén dia té bao GT 96 giéng.

Két qua dugc tinh toan theo phuong phap cia
Reed - Muench.

IIL. KET QUA VA THAO LUAN
3.1. Két qua phén lap virut dau dé

3.1.1. Két qua xdc dinh sw c6 mdt ciia virut dgu
dé trong cdc mau bénh phim thu thip

Chung toi tién hanh thu thap 410 mau bénh
phém dé, ciru nghi méic bénh dau co triéu
chiing 1dm sang va bénh tich giéng v&i bénh
dau dé. Cac mau bénh phim nay duoc thu
thép tai cac trang trai chan nudi hodc hd chin
nubi gia dinh thudc 3 tinh Khanh Hoa, Ninh
Thuan, Pha Yén. Tat ca cdc mau bénh phém
déu dugc tach chiét DNA tong s6 bang bo kit
tach chiét DNA cua hing QIAGEN. Tiép theo,
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dé khang dinh mot cach chic chan rang trong
cic maiu bénh pham nghién ctiru ¢6 virut dau
dé, chung to6i tién hanh xac dinh sy c6 mit
doan gen 192bp ciia hé gen virut ddu dé bang
phan ung PCR, st dung cap mdi P1, P2 theo
thiét ké cua Ireland va Binepal (1998).

Két qua phan ung PCR duoc dién di kiém tra
trén thach agarose 1%, trong tong s 410 miu
kiém tra da phat hién duoc 69 mau duong tinh
v6i virut ddu dé cho san pham PCR doan gen co
d6 dai 192bp, chiém ty 1¢ 16,83%.

Hinh 1. Két qua dién di san pham PCR doan gen c6 dé dai 192bp

Giéng M: thang DNA chuén;

Giéng 1, 2, 3, 4, 5, 6, 7: san phadm PCR clia cac mau NT1, NT3, NT4, NT6, KH9, KH10 va PY7

3.1.2. Két qua phén Igp virut dgu dé trén té bao
tinh hoan dé so cip (GT)

Trén co s& két qua ciia phan tng PCR d6i véi
cac mau bénh pham c6 két qua duong tinh véi
virut dau dé, chung t6i chon 7 trong s6 69 miu
bénh phém dai dién cho céac dia phuong nghién
clru dé phan lap virut trén té bao GT. Céc chai té
bao ma chung t6i st dung & thi nghi€ém nay cé
dién tich bé mat day 1a 25cm” da dwoc phu té bao
GT tir 80 - 90%. Tir cac miu bénh pham lya
chon, chung t6i tién hanh nghién 1g miu té chic
da dé c6 mun dau voi méi truong EMEM theo ty
1&¢ 1/10 c6 bo sung khang sinh, ly tim thu dich
nudce ndi. Pong tan, pha loing rdi giy nhidém cho
céc chai té bao GT theo 2 nong do 1/10 va 1/20
véi liéu 0,5 ml/chai. Céac chai té bao GT sau khi
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gay nhiém duoc dat vao ti 4m 37°C véi 5% CO,.
Hang ngiy quan sat bénh 1y té bao bang kinh
hién vi soi ngugc dén 14 ngay. Két qua thé hién &
bang 1.

Két qua quan sat cho thdy, ca 7 ching virut
sau khi gay nhiém bang huyén dich virut da xir
ly, dén thoi diém ngay thir 8 - 9 sau khi gy
nhiém, bénh 1y té bao (CPE) méi xuat hién. O
thoi diém 14 ngay sau khi gay nhiém, chiing toi
tién hanh thu hoach toan b cac chai té bao c6
CPE dat tir 2+ dén 4+, bao quan ¢ -80°C. Cac
mau dich nudi té bao cta 7 ching virut phin
lap duoc trén t& bao GT c6 CPE déu duogc
ching toi chiét tich DNA va kiém tra bang
phéan rng PCR dé xac dinh chinh x4c su ¢6 mat
cua virut dau dé.
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Bang 1. Kha ning thich trng cua virut cwong déc dau dé trén moéi trwong té bao tinh hoan dé

Ching | Ddpha | Liéugay CPE qua céc giai doan sau khi gay nhiém virut
virut loang | nhiem (ml) | g ngay 9 ngay 10ngdy | 11ngay | 12ngay | 13 ngay
110 0,5 + + ++ ++ + ++ + ++++
NT1
1/20 0,5 - + + ++ ++ ++ 4+
1/10 0,5 - + + ++ o+ I
NT3
1/20 0,5 - + + ++ ++ ++ 4+
1/10 0,5 + + + + + + + + + + + +
NT4
1/20 0,5 - + + ++ 4+ 4+
1/10 0,5 - + + + + + + + +
NT6
1/20 0,5 - + + + + + + + +
1/10 0,5 + + ++ ++ +++ ++++
KH9
1/20 0,5 - + + + + + + + +
1/10 0,5 - + + + + + + + +
KH10
1/20 0,5 - + + + + + + + +
1/10 0,5 - + + + + + + + +
PY7
1/20 05 - - + + ‘4 .

Két qua kiém tra d6i v6i 7 chung virut phan
1ap trén té bao GT cho thdy, ca 7 chung virut nudi
cdy déu cho két qua PCR dwong tinh voi virut
dau dé béng cap moi P1, P2 cho san phém PCR
c6 @6 dai doan gen 1a 192bp. Piéu nay ching to
cac ching virut phan 1ap déu c6 kha ning thich
g trén moi truong té bao GT. Tuy nhién, két
qué ciing cho thiy kha ning thich nghi ctia mdi
chung virut c6 sy khac nhau, cac ching ky hi¢u

NT1, NT3 va KH9 c¢6 kha nang thich nghi cao
hon so voi cac ching NT4, NT6, KH10 va PY7
trong 1an dau tién giy nhiém. Két qua nghién ciru
cia ching t6i phu hgp véi nghién ciru cua
Bhanuprakash et al. (2003); Ramisse et al.
(1978); Ramesh et al. (1980). Nhu vy, chung toi
da thanh cong trong viéc phan ldp virut dau dé
trén té bao GT (hinh 2).

Hinh 2. Bénh ly té bao (CPE) do virut dau dé gay ra trén té bao GT

21



Generated by Foxit PDF Creator © Foxit Software
http://www.foxitsoftware.com For evaluation only.

KHOA HOC KY THUAT THU Y - TAP XVIII - SO 6 - 2011

3.2. Kha néng thich @ng cia virut diu dé trén
té bao GT qua cac lan tiép doi

Tir két qua thi nghiém trén, chiing toi tiép tuc
kiém tra kha ning nhan lén cla cac ching virut
cuong doc dau dé trén moi truong té bao GT &
cac 1an cdy truyén tiép theo dé danh gia kha ning

thich ng ctia chiing trén té bao GT. Cac chai té
bao gy nhiém virut ddu dé c6 bénh 1y té bao sau
khi thu hoach dugc dong tan 3 lan, ly tdim toc do
10.000v/p va gay nhiém cho cac chai t& bao GT ¢
cac doi tiép theo. Két qua gy nhiém virut qua
cac 1an tiép truyén tiép theo thé hién ¢ bang 2.

Bang 2. Kha ning thich trng cua virut cwong déc dau dé trén té bao GT

Sé doi gay nhiém S chai t& bao gay nhiém
1 2
2 2
3 2
4 2
5 2
6 2
7 2

Ngay xuét hién CPE Két qua PCR
8 (+)
7 (+)
7 (+)
6 (+)
4 (+)
4 (+)
4 (+)

Béng 2 cho thdy, virut cuong doc dau dé co
kha nang thich tmg t6t trén té bao GT thé hién ¢
kha ning gay bénh 1y té bao ting din qua cac lan
cdy truyén lién tiép trén t& bao GT. Tur lan ciy
truyén thir 5 dén tha 7, virut giy bénh 1y té bao
on dinh & ngay thir 4 (96 gio) sau khi giy nhiém.
O tit ca cic lan cdy truyén virut dau dé trén té

bao GT, sau khi thu hoach dich nu6i céy té bao
déu duoc ching t6i chiét tich DNA va kiém tra
bang phan tmg PCR. Két qua cho thiy, nhiing
chai té bao sau khi giy nhidm virut c6 bénh 1y té
bao dong thoi ciing duong tinh véi virut dau dé
(hinh 3).

Hinh anh PCR qua céc lan tiép truyén virut trén té bao GT

Hinh 3. Két qua dién di san pham PCR doan gen c6 dé dai 192bp
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Giéng M: thang DNA chuén; giéng 1,2,3,4,
5, 6, 7: san phém PCR cua cic mau virut dau dé
qua 7 lan tiép doi qua té bao GT.

Két qua nghién ctru ctia chung toi cling phu
hgp véi nghién ciu cia Hess et al. (1963);
Babiuk et al. (2007) cho ring nudi ciy virut trén
té bao tinh hoan dé non cho hiéu gia virut cao va
CPE 6n dinh véi ca cac ching phan lap ngoai
thye dia va cac ching sir dung lam vacxin.

3.3. Két qua chuin d9 virut cuwong doc diu dé
trén té bao GT

Tir két qua cac 1an phan lap virut dau dé trén
té bao GT, chung t6i tién hanh chon ching virut
NT1, chiing gay bénh 1y té bao on dinh nhit trong
s6 7 ching virut dé chuan d6. Virut tir doi tiép
truyén thir 4 dén thir 7 trén té bao GT dugc pha
lodng theo co sb 10, tir 10™ - 10™ gdy nhidm cho
dia té bao GT 96 giéng. Két qua xac dinh chi s6
TCIDs dugc tinh toan theo cong thirc cia Reed -
Muench.

Bang 3. Két qua xac dinh chi s6 TCIDsg

Sé doi virut chuén do TCIDso
4 10*°
5 10°?
6 10°°
7 10°?

Két qua chuan do cho thay, tir doi thir 5 dén
doi thtr 7, hiéu gia virut (TCIDs,) dat tir 10°° dén
105’2, cao hon so voi doi thir 4 (TCIDsy = 104’6).
Két qua nghién ctru cta ching t6i cling phi hop
V61 nghién ctru cua Babiuk et al. (2009) khi phan
1ap virut dau dé trén té bao tinh hoan ctru.

IV. KET LUAN

- Céac ching virut dau dé phan lap tir thuc dia
c6 kha niang thich ing 6t trén té bao tinh hoan dé
so cap va gay bénh 1y té bao on dinh.

- Chi s6 TCIDs, chuan d6 trén té bao GT dao
dong tir 10> dén 10°2.
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