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TOM TAT

Bénh viém rudt do Canine parvo virus gay ra 1a bénh truyén nhiém cép tinh nguy hiém dbi véi moi gibng cho
dang nudi tai Viéet Nam. Muc tiéu cia nghién cru nay 1a phan lap cac ching Canine parvovirus tai mét sb tinh phia
Béc Viét Nam, xac dinh genotype va mét s dac tinh sinh hoc trén mai trwong té bao CRFK. Két qua nghién ctvu da
phan 1ap dwoc 3 ching CPV: VNUA.CPV.HNO1, VNUA.CPV.HNO04 va VNUA.CPV.HY05 trén méi trwong té bao
CRFK tir 30 mau bénh phdm. Két qua phan tich cay pha hé cho thay cac ching phan lap déu thudc nhém genotype
CPV2c. Cac ching virus phan 1ap khéng gay bénh tich & ddi diu tién ma phai qua t&r 2 dén 4 ddi cdy chuyén mu
m&i c¢é khd nang gay bénh tich trén té bao CRFK. Thoi diém xuét hién bénh tich tdi thiéu 24 gi sau gay nhiém va
pha hiy hoan toan té bao sau 60-72 gid nudi. Hiéu gia virus thu duoc cao, dat 10”* TCIDsyml dbi v&i ching
VNUA.CPV.HN04 dwoc phan lap & Ha Noi. Budng cong sinh trwdng clia cac chiing nghién ctru dat cao nhét & thoi
diém 60-72 gi®, sau d6 giam dan.

Tw khéa: Canine parvo virus, phan lap, PCR, giai trinh ty, dac diém sinh hoc.

Biological Characterization of Canine Parvovirus Type 2
Isolates Causing Canine Parvovirus Enteritis in North Viet Nam

ABSTRACT

Canine parvovirus (CPV) is a highly contagious viral disease that commonly causes acute gastrointestinal iliness
in dog breeds in Vietnam. We isolated and determined genotype and biological characteristics of CPV in the CRFK
cell line. Three strains of CPV, VNUA.CPV.HNO1, VNUA.CPV.HN04 and VNUA.CPV.HY05 in the CRFK cell line
were isolated from 30 clinical samples. The phylogenetic analysis revealed that all CPV isolates belonged to the
genotype CPV2c. CPV did not cause disease in the first passage but caused cytopathogenic effect in the CRFK cells
after 2 to 4 blind passages. Cytopathic effect (CPE) occurred within 24 hours post-infection and the cells were
completely destroyed after 60 to 72 hours of infection. CPE viral titer was high, at 10”*” TCIDso/ml. The growth curve
reached the peak at 60 to 72 hours after infection and then decreased gradually.

Keywords: Canine parvo virus, Isolation, PCR, Sequencing, biological characteristics.

2014). Bénh do parvo virus gay ra & ché rat dé

1. DAT VAN DE lay lan trong tu nhién, chiém t6i 26% ti 1& ti

Canine parvovirus (CPV) la mot trong
nhiing loai virus phd bién nhat gay viém rudt
tiéu chay trén ché. Virus nay thudc ho
Parvoviridae, gay bénh cho nhiéu loai dong vat
khac nhau, t ¢on trung (phén ho Densovirinae)
dén chim va cac loai dong vat c6 vi (phan ho
parvovirinae) (Taguchi & cs., 2010; Snoussiand,
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vong trong s cac bénh do virus, 12 mot trong
nhiing loai virus rdt nguy hiém véi ti 1& mic
bénh cao (100%) va ti 1é ti vong 1én dén 10% &
ché trudng thanh, 91% 6 ché con (Appel & cs.,
1979). CPV dudc cho 1a c¢6 ngudn goc tit mot bién
thé caa FPV (felin panleucopenia virus), dot
bién truc tiép tit FPV va dugc thich nghi trén
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vat chtt méi la ché thong qua chon va cao. Bénh
dudc dic trung béi hai thé 1am sang; (i) thé rudt
con duge goi 1a viém rudt xudt huyét, day la
dang phé bién ctia bénh, triéu chiing nén mua
tiéu chay phan sAm mau hodc c6 mau; (ii) thé
viém co tim xay ra ¢ ché con dudi 4 tuan tudi
(Hayes & cs., 1979). Thoi gian G bénh dao dong
tit 3 dén 14 ngay, d6i véi nhiing ca thé ché bi
méc bénh virus dugc bai thai ra ngoai méi
trudng qua phan bit dau ti ngay tha 4-5 cua
thoi ki U bénh, kéo dai trong sudt thoi gian biéu
hién triéu ching lam sang va 10 ngay sau khi
hoi phuc (Decaro & cs., 2005b).

CPV dudgc cong bo xuit hién 14n dau tién 6
chau Au vao khoang nam 1976 va nhanh chéng
lay lan mot cach khong kiém soat sau dé 2 nam.
Qua cac két qua nghién ctu cho thay CPV-2 c¢6
kha ning tao ra cac bién thé khang nguyén
giéng nhu virus cim § nguosi (Shackelton & cs.,
2005), minh chiing 14 ¢6 dén 3 ching bién thé
CPV-2a, CPV2b, CPV-2c trong vong 3 thap ky
qua (Raj & cs., 2010). Vao ndm 2000, bién thé
CPV-2c véi axit glutamic & vi tri 426 lan dau
tién duge xac dinh & Y va sau d6 14n lugt & Tay
Ban Nha, Dic, Nhat Ban, Mexico va Hoa Ky
cong bd su c6 mit caa CPV-2c trén ché miéc
bénh. Cac bién thé CPV-2c hién nay xudt hién
phé bién & Chau A nhu & Trung Quéc, Pai Loan,
Lao, Thai Lan va Viét Nam (Minh Hoang & cs.,
2018; Tuong Nguyen Manh & cs., 2020).

Mic du dude coi 1A mam bénh truyén nhiém
quan trong trén ché, nhung van dé nghién ctu
vé phan 1ap va xac dinh dac tinh sinh hoc ctia
Canine parvovirus tai Viét Nam con rat han
ché&. Nghién ctiu nay dugc tién hanh nham phan
lap va x4c dinh mot s6 déic tinh sinh hoc cia cac
ching CPV2 thuc dia luu hanh tai Viét Nam.
Ngoai ra cung c4p thém thong tin khoa hoc lién
quan dén genoype gay bénh hién nay, kha niang
sinh trudng cta virus phuc vu nghién ctiu va
dao tao.

2. PHUONG PHAP NGHIEN CUU
2.1. Vat lidu

MAu bénh phidm bao goém mau (huyét
thanh), phan va noi tang dudc thu thap tu tting

ca thé ché duong tinh véi CPV da dudc giam
dinh béng phuong phap PCR.

Hoéa chat, dung cu, trang thiét bi phuc vu
nghién ctu bao gdém: t&€ bao Crandell-Rees
Feline Kidney (CRFK), méi trudng nudi cdy té&
bao DMEM (Dulbecco’s Modified Eagle’s
Medium-Corning), FBS (huyét thanh bao thai
bo), Trypsin, PBS (Phosphate buffer saline), kit
tach chiét DNA (Qiagen), GoTaq PCR green
(Promega), ti cdy an toan sinh hoc cap II, ta
am CO,, may PCR, may dién di, may ly tam,
may votex, binh nuéi cay té bao, khay 12 giéng,
pipet cac loai, dau tip cac loai, dng ly tAm 15ml
va 50ml...

2.2. Phuong phap nghién ctu

2.2.1. X Iy mau

Cac mau duong tinh véi CPV dugdc giam
dinh bing phuong phap PCR sé& dudc st dung dé
phan lap. Cac mau phan sé dudc hoa tan trong
dung dich muéi dém PBS 0,1M c6 bd sung
khang sinh streptomycin (100 mg/l) va penicilin
(1 lac U/T) va ly tam 6 12.000 vong/5 phit. Thu
dich ndi, loc qua mang 0,22um sau d6 thu méau
va luu 6 -81°C.

2.2.2. Nuéi ciy té bao CRFK

Té& bao CRFK dugc bdo quan trong nito 1ong
dude dua ra ngoai gidi déng. T& bao sau giai
dong dude dua vao ly tAm chda thém 5ml moéi
truong DMEM. Ly tdm ¢ 1.500 vong/5 phut dé
loai bd hét chat bao quan thu cin t& bao. Hoan
nguyén cin t& bao trong 1ml méi truong DMEM
sau dé chuyén t& bao vao binh nudi cay chia
5ml DMEM bé sung 10% FBS va 1% khang
sinh. Nuéi t& bao 6 37°C véi 5% CO,. Theo déi
st phat trién ctia t& bao dén khi t& bao moc du
day trén bé méit binh nubi cdy.

2.2.3. Phan lap virus

Té& bao CRFK dugc nudi 6 trong binh nuoi
cay t& bao T-25 véi dién tich day 25cm? chiia méi
truong DMEM c6 b6 sung 10% FBS (Fetal bovine
serum) va 1 % PenStrep, nudi t& bao 6 diéu kién
nhiét d6 37°C véi 5% CO,, khi t& bao phat trién
pht hét day binh thi tién hanh gy nhiém.
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MAu bénh phim cho két qua duong tinh véi
CPV da xu ly va luu § -80°C truée d6 dudge gay
nhiém 1én méi trudng t& bao CRFK.

T& bao da chudn bi 6 trén loai bé hét moi
truong va dudc rua lai véi dung dich muéi dém
PBS 0,1M. Sau d6 gay nhiém 500ul mau bénh
phdm d& chudn bi. Tién hanh 4 trong thsi gian
90 phit & 37°C sau d6 bd sung 5ml mdi trusng
phan lap (DMEM vé1 5% FBS, 1% PenStrep)
nudi cdy & diéu kién 37°C véi 5% CO, trong
5 ngay.

Binh t& bao sau giy nhiém virus dugc theo
dai bénh tich t& bao bing kinh hién vi soi ngudc
méi 12 gio mot 1an, va tién hanh thu binh t& bao
gay nhiém virus khi xuat hién bénh tich t& bao
khoang 70-90% dién tich day binh, va luu &
-80°C. Néu 5 ngay khong xuat hién bénh tich t&
bao thi thu dich nuéi va t&€ bao, luu 6 -80°C.
Binh t& bao sau gdy nhiém dugc déng tan 3 1lan
4 nhiét do phong, ly tAm loai bd t& bao thu dich
n6i. D6i véi cae mAu chua xuat hién bénh tich t&
bao sé dudc cdy chuyén cac doi ti€p theo dén khi
¢6 bénh tich.

2.2.4. Phuong phap PCR

Céc mau bénh phdm cta ché nghi ngd méc
Canine parvo virus dudc thu thap, kiém tra va
duge giam dinh bang phuong phap PCR. Mau
bénh pham dudc tach chiét bang Kit Qiagen, cac
buée tién hanh theo huéng din cua nha san

xuét. DNA sau tach chiét dugc bao quan 6 nhiét
d6 -80°C. Nghién ctiu stt dung cip mdi dé chin
doan  dinh tinh

555for/555rev (Bang 1).

Mau DNA sau khi tach chiét sé dugc hén
hgp v6i cac thanh phin phan tng cua Kit

Canine Parvo virus

Invitrogen bao gém: 6,5ul nuclease-free water;
12,5u] master mix; 1ul reverse primer; 1pl
forward primer; 5ul khuén mau DNA. Do6i
ching duong 1a DNA CPV duong tinh, da dugc
khing dinh bing PCR va giai trinh tu thudc Dé
tai trong diém cép Hoc vién, nghiém thu 2019.
Chu trinh nhiét dugc thuc hién gém 3 budc:
Tién bién tinh 6 nhiét do 94°C trong 5 phiit;
Chu ki lap lai 40 1an: Bién tinh 6 nhiét d§ 94°C
trong 40 gidy, gédn mbi ¢ 57°C trong 40 giay,
tong hop kéo dai ¢ 72°C trong 50 gidy; Hoan
thanh 6 72°C trong 5 phut. Pién di kiém tra san
phdm PCR: San pham PCR dudc kiém tra trén
gel agarose 1,2%. Dién di 6 hiéu dién thé 100V
cudng d6 100mA, thdéi gian dién di trong 30
phut. Két thic dién di, ban gel dugc 14y ra
nhudém Red gel trong khoang 5-7 phut. Sau khi
nhuém ban gel dude chuyén vao may phéat tia
UV dé quan sat két qua dién di. Vi tri cac doan
DNA dudgc phat hién bing nhiing vét sang tuong
Ging ctia thudc nhudém, chup anh va doc két qua.
Két qua duong tinh khi mau cho kich thuéc san
phdm DNA theo dung thiét k& méi, mau am
tinh khong c6 san phdm DNA.

Bang 1. Trinh tu nucleotide ctia cip moéi st dung trong phat hién Canine parvo virus

Mbi Trinh tw (5'-3") Kich thuwéc san phdm Tham khao
555for CAGGAAGATATCCAGAAGGA 583bp Buonavoglia & cs. (2001)
555rev GGTGCTAGTTGATATGTAATAAACA

Bang 2. Bang théng k& cac mau bénh phiam thu thap duge tai mot s6 tinh phia Bic

MA&u thu thap

Tinh Sé mau -
Huyét thanh Phan Noi tang
Ha Noi 11 2 7 2
Hwng Yén 13 2 10 1
Vinh phuc 3 1 2 0
Béc Ninh 6 2 3 1
Téng 33 7 22 4
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2.2.5. Xac dinh hiéu gia virus

T€ bao CRFK duge chuén bi trén khay 48
giéng dat d6 phu 95-98%. MAu virus cin xac
dinh hiéu gia dugc pha loang theo co sd 10 tu
10 dén 108, tién hanh gAy nhiém 50ul dung
dich virus & cac nong dd khac nhau vao cac
giéng c6 chiia t& bao CRFK, ¢ mdéi néng do pha
lodng gay nhiém 3 giéng t& bao. Theo dbi bénh
tich trén t& bao bang kinh hién vi soi ngudc.
Hiéu gia virus dudc xac dinh theo phuong phap
cua Spearman & Karber.

2.2.6. Xac dinh dudng cong sinh truong

cua virus

T& bao CRFK duge chuén bi vao khay 96
giéng (mdi trusng DMEM c6 b sung 10% FBS
va 1% khang sinh). Virus phén lap dugc giy
nhiém 1én cac giéng t&€ bao véi MOI = 1
TCID,,/t&€ bao, & 1h § 37°C, sau d6 hiut bd dich
va b6 sung moi trudng nudi (HIRASAWA & cs
1984). Cac giéng t& bao sau gy nhiém dugc thu
dich t& bao-virus, va tién hanh déng tan cac
giéng nudi virus dé thu toan bd virus trong va
ngoai t& bao tai cac thoi diém 12h, 24h, 36h,
48h, 60h, 72h, 84h, 96h sau giy nhiém. Sau d¢,
dich virus sau dong tan dugc tién hanh xic dinh
hiéu gia va xay dung duong cong sinh trudng
clla virus theo bién logarit thap phan cua
TCID,, tai mdi thoi diém thu virus.

2.2.7. Giai trinh tu gene va xay dung cay
sinh hoc phan t&

San phdm phan tng PCR duge tinh sach
bang bot kit QIAquick Extraction (Qiagen, Diic),
chay phan ting PCR sequence, sau dé6 giai trinh
tu truc ti€p san phdm phan tng PCR sequence
trén may giai trinh tu gene tu dong CEQ-8000
(Beckman coulter, M¥y). D@ liéu trinh tu gene
thu dugc t may giai trinh tu gene dugc xt ly
mém MEGA X
Evolutionary Genetics Analysis version 10). Cay

bing phan (Molecular
sinh hoc phan ti dudc xay dung bing phan mém
MEGA, st dung phucng phap test Maximum
likehood v6i gia tri bootstrap 1la 1.000 don wvi.
Cac chung CPV tham chiéu st dung dé xay
dung cay sinh hoc phan ti dugdc thu thap tu di
liéu trén ngan hang gene thé giéi (NCBI).

2.2.8. Xi Iy s6 lidu

S6 litu dude xt 1y bang phan mém
GraphPad Prism 6.

3. KET QUA VA THAO LUAN

3.1. K& qua thu thap mau ché phuc vu
phan lap Canine Parvo virus

Cac miu dugc thu thap tai mot s6 phong
kham ché, méo trén dia ban moét s6 tinh phia
Béc: Ha Noi, Hung Yén, Vinh Phic va Bic Ninh.
Viéc thu thap mau dua vao triéu ching lam sang
dién hinh ctia bénh va két qua test bing kit chin
doan nhanh phat hién virus Canine parvo.

Trong téng s6 33 mAu thu thap dude bao gém
7 mau huyét thanh, 22 mau phan va 4 miu noi
tang tai cac tinh Ha Nai (11 mau), Hung Yén (13
mau), Vinh Phic (3 miu) va Béc Ninh (6 mau).
Cac mau thu thap dugc chiét tach DNA va giam
dinh béng phuong phap PCR st dung cip mdi dic
hiéu cho CPV, két qua dugc trinh bay 6 hinh 1.

Qua két qua sang loc cac mau bang phuong
phap PCR thu dugc 30 trén téng s6 33 miu
duong tinh véi virus Canine parvo cho san
phdm PCR c¢6 d¢ dai 583bp, tuong tng véi su
khuéch dai mot phan doan gen VP2 dudc quan
sat bang dién di trén gel (Hinh 1). Cac mau 4m
tinh 14 3 trén 30, chiém ti 1& 9,09%; qua trinh
thu thap mAu tai c6 thé do quéa trinh bao quan
va st dung kit chdn doan nhanh khéng ding
cach din dén hién tugng duong tinh gig; triéu
chiing 1am sang khéng dién hinh gay khé khin
trong qua trinh thu thap mau.

3.2. Két qua phan lap CPV

Cac mAu bénh phdm bao gém phan, huyét
thanh va néi tang cho két qua PCR duong tinh
da dugc lua chon xi 1y va phan lap trén moéi
truong t& bao CRFK. Két qua thu dudgc 3 trén
tong s6 30 mau bénh pham, chiém ti 1& 10%. Két
qua dugc trinh bay 6 bang 3.

Trong thi nghiém nay, cac mau phan lap
dude cdy chuyén mu 5 doi lién tuc trén té& bao
CRFK, do bénh tich trén t& bao ma CPV giy ra
c6 thé khong xuét hién & doi cdy chuyén dau
tién. Sau 5 doi cdy chuyén, cac mau khong c6
bénh tich t& bao dugc coi 14 Am tinh.
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583 bp

Ghi chi: M: Marker; 1-9: Cdc mau bénh phdm thu thap; 10: Déi ching duong (583bp); 11: P61 ching am.

Hinh 1. K&t qua sang loc cac mau bénh pham duong tinh véi CPV bang phuong phap PCR

Hinh 2. Hinh anh t& bao bi co tron sau khi 1t virus

Bang 3. K&t qua phan lap CPV qua cac ddi cdy chuyén mu lién ti€p trén t&€ bao CRFK

Bénh tich té bao

. S6 mau PCR Sé mau
Bia phwong d tinh han I3
wong tin phan lap Poi 1 Poi 2 Doi 3 Doi 4 Poi 5
Ha Noi 11 2 0 1 2 2 2
Huwng Yén 12 1 0 0 0 1 1
Vinh Phuc 3 0 0 0 0 0 0
Béc Ninh 4 0 0 0 0 0 0
Téng 30 3 0 1 2 3 3

Trong quéa trinh phan lap, quan sat thiy
hién tuong t&€ bao CRFK bi co tron va bong lén
khéi day binh nudi ngay sau khi dugc u véi
virus (Hinh 2). Cdc mAu c6 hién tugng trén
chiém ti 1& thap, tuy nhién caAc mau nay dudc coi
12 Am tinh do khong thé theo d6i duge bénh tich
t& bao. Hién tuong trén c6 thé do ham luong
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trypsin cé trong cac mau phén, rudt hodc cac
doc t6 khong xac dinh trong dich rudt hodc mau
phan gay anh hudéng dén té& bao. Cac mau dudc
thu thap ti nhiéu dia ban, qua trinh bao quan
va van chuyén qua lau c6 thé lam gidm chat
lugng ctia cdc mau, anh hudng truc tiép dén két
qua phan lap.
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Két qua bang 3 cho thay, 2 chung phan lap
¢ Ha Nbi va 1 chung phan 1ap 6 Hung Yén déu
khoéng giy bénh tich § doi thi nh&t. Trong 2
chiing phan lap ¢ Ha No6i ki hidu la
VNUA.CPVHNO04; VNUA.CPV.HNO1 lan lugt
xuét hién bénh tich & d5i cdy chuyén tha 2; thi
3. Chting con lai phan lap 6 Hung Yén ki hiéu la
VNUA.CPV.HY04 xu4t hién bénh tich & ddi c&y
chuyén thit 4. Cac nghién ctu phan lap CPV
trén thé giéi déu chi ra réng: d6i véi cac ching
virus khac nhau, viéc ghi nhan thoi diém xuit
hién bénh tich trén t& bao ¢ cac doi phan lap 1a
khac nhau. Parthiban & cs. (2011) cling da tién
hanh phén lap CPV qua 5 d6i cdy chuyén mu va
thu dude 3 trén téng s6 18 miu & doi cdy chuyén
thit 3. Theo Kaur & cs. (2015) phan lap duge 5
chuing tit 60 mau bénh phidm trong dé 4 ching
phan 1ap & doi cdy chuyén thi nhét va 1 ching 6
doi cdy chuyén thi 2.

Virus cin c6 thoi gian dé thich nghi trén
méi trudng méi; s6 lugng virus it, chua da dé

gay nén bénh tich trén t& bao hodc bénh tich
xuét hién it va ¢ dang rounding: t& bao co tron,
tu thanh dam va bong tréc 1én khoéi day binh,
khién cho viéc quan sat bénh tich trén té& bao rat
dé nham 1an véi cac t& bao chét khéng do bénh
1§, doi hoi nhiéu thdi gian va cong stic.

Mot s6 cong bo trén thé gisi da chi ra rang
ngoai CPV con c6 mot sd virus cling gay tiéu
chay trén ché va c6 kha ning gy ra bénh tich
tréen t&€ bao CRFK: (i) CAV (Ongradl & cs.,
2019); (ii) CCoV (Regan & cs., 2012). Vi vay dé
khing dinh két qua nghién ctu phan lap cac
chung CPV va tinh thuan khiét, khong bi tap
nhiém véi cac loai virus khac. Cac chung dugc
giam dinh bing phuong phap PCR st dung cip
modi dic hidu cho Canine Parvovirus (CPV);

Canine Adenovirus (CAV); Canine Coronavirus
(CCoV). Két qua PCR cho thay cac chiing phan
lap dudc hoan toan thuin khiét va khong bi
tap nhiém bdi cac loai virus khac (Bang 4,
Hinh 4).

Ghi chii: (A) Bénh tich t& bao do CPV gay ra; (B) Té bao CRFK binh thudng.

Hinh 3. Bénh tich t& bao do CPV gay ra trén t& bao CRFK sau 60h giy nhiém

Bang 4. K&t qua kiém tra thuan khiét
cua cac chung CPV phan lap dugc

STT Tén chung CPV CAV CCoV
1 VNUA.CPV.HNO1 + - -
2 VNUA.CPV.HN04 + - -
3 VNUA.CPV.HY05 + - -
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Ghi chi: M: Marker; 1: VNUA.CPV.HNO1; 2: VNUA.CPV.HNO04; 3: VNUA.CPV.HY05; 4: Déi chiing duong.

Hinh 4. K&t qua PCR kiém tra tap nhiém ctia cac chting phan lap duge

Cac phén tich so sanh trinh ty doan gen
VP2 dugc thuc hién bing cach giai trinh tu san
phdm PCR duong tinh (Hinh 1). K&t qua phéan
tich ngudn goc phat sinh loai theo su sai khac
nucleotide cia doan gene VP2 (Hinh 4) cho thay
cac chung phan lap VNUA.CPV.HNOI1,
VNUA.CPV.HNO04 va VNUA.CPV.HY05 c6 do
tuong doéng cao vé nucleotide v niam trong
nhanh phat sinh CPV2c. Két qua nghién ctu
nay tuong dong véi cac két qua nghién ctu
niam 2016-2018 khi xac dinh genotype cta cac
chiing virus CPV2c tai Viét Nam duya trén dit
liéu doan gen VP2 (Minh Hoang & cs., 2019;
Tuong Nguyen Manh & cs., 2020) va cho thay
cac chung CPV-2c¢ Viét Nam c6 chung nguén géc
tién héa véi cac chuing CPV-2¢ chau A. Dang
chi y, két qua phan tich cho thay c6 su khac
biét vé ngudén goc phat sinh va sy tuong déng
ddi véi cac bién thé CPV-2c phan lap tai Viét
Nam so v6i cac ching vacxin thudc genotype
CPV2a, CPV2b st dung trong cac loai vacxin
thuong mai nhap khau dang dudc st dung rong
rdi hién nay. Nhiéu loai vacxin CPV-2 da va
dang dugc st dung tai Viét Nam; tuy nhién,
chua c6 nghién ctu va tai liéu danh gia nao vé
hiéu qua bao hd cua viéc tiém vacxin CPV-2
nhap ngoai d6i véi cac bién thé CPV-2¢ hién tai
dang luu hanh tai Viét Nam. Do d6, viéc danh
gia hiéu qua ctia vacxin hién tai d6i véi CPV-2c
can phai dugdc nghién ctiu danh gia.
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3.3. Két qua xac dinh mdt s6 dac tinh sinh
hoc cua cac chung CPV phan lap

3.3.1. Két qua xac dinh kha ning giy bénh
tich theo thoi gian ciia cac chiing CPV trén
méi truong té bao CRFK

Cac chung phan lap CPV dugc gdy nhiém
trén t& bao CRFK dé quan sat va theo dai bénh
tich tai cac thoi diém khac nhau sau gy nhiém.
Két qua cho thiy thoi gian t6i thiéu dé cac
chung virus bit dau gy ra bénh tich trén t& bao
14 24 gio sau gy nhiém; pha huy 100% t& bao &
thoi diém 60 gio; 72 gid sau gdy nhiém toan b
bénh tich t& bao tan rd va bong lén khéi day
binh nuéi (Bang 5, Hinh 6).

3.3.2. Két qua xac dinh hiéu gia virus

Két qua nghién ctiu xac dinh hiéu gia cua
cac chung CPV phan lap duge trinh bay & bang
6. Trong d6, chung virus VNUA.CPV.HNO04 dat
hiéu gia cao nhat, 10°*"TCID,,/ml; thdp hon 1a 2
chung VNUA.CPV.HNO1, VNUA.CPV.HYO05 lan
lugt dat 10%1° TCID,y/ml 10%* TCID,,/ml

Céc cong bo trén thé giéi chi ra rang CPV c6
thé dugc phan lap trén cac t&€ bao khac nhu
MDCK va A-72. Ching téi da tién hanh thi
nghiém so sanh hiéu gia virus trén cac loai t& bao
nay, két qua cho thay hiéu gia virus trén té& bao
CRFK cao hon so véi hiéu gia virus trén té& bao
MDCK va A-72 (Két qua khong dudc trinh bay).
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gb|KT162014.1 CPV2c/BJ14-32/China/2014

gb|MN119563.1 CPV2c/CH-AH-D4/China/2018
gb|MF467225.1 CPV2¢-J51592/China/2015

gb|MF001435.1 CPV2c/CNYZ1/China/2016

gb|MK518015.1 CPV2c/CN/JS1602/Chinal2016
gb|MK895490.1 CPV2c/IZSS] PA1464/19 idPSV21/Nigena/201
gb|MT010564.1 CPV2c-AHNf1/China/2018

gb[MN810894.1 CPV2¢/CC-39/China/2019

gb|MF510157.1 CPV2c 12551 2743 17/taly/2017
agb|MK144544 1 CPV2c/KO01708-1/SouthKorea/2017
gb|MG013488.1 CPV2c-SH1516/China/2017
gb|MN832850.1 CPV2c/Taiwan/2018

gb|MHT711894.1 CPV2c¢/CU24/Thailand/2016
dbj|LC216904.1 CPV2c/dog/HCM/2/2013

gb|MT106236.1 CPV2c/DNO2VN/I2017

gb|MKB06285.1 CPV2¢/IZSSI PAS632/19/1talial2019
gb|MKB06279 1 CPV2c/lZ551 PA24478/18 id3184/talia/2018
gb|MK357726.1 HCM16 VP2/VN/2017

gb|MT106234.1 CPV2c/HCMD1/AVNI2017
Qgb|MK357735.1 HN4AA VP2/WN/2018
VNUA/CPVHYDS/VN2020
VNUA/CPVHNO4NVNI2020
VNUA/CPVHNO1/AVNI2020
gb|MK357722.1 CPV2¢/DN18/VN/2016
gb|MT106230.1 CPV2c/HNO8WVN/2017
gb|MT106231.1 CPV2c/HN30/WN/2017
gb|MK518008.1 CPV2c CN/AH1705/China’2017
AB120723.1 CPV2b HCM-23/2004
AYT42955.1 CPV2b-436 USA 2003
AYB869724.1 CPV2b Taichung Taiwan 2005
FJ197847.1 CPV2 Vanguard plus Vaccine strain VP2
5 LE KRE611488 1 CPV2a-JL-14-1 China 2014

62 EU009200.1 CPV2a K001 Korea 2006
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Hinh 5. Cay sinh hoc phén t&
cua cac chung CPV2 dua vao mot phan doan gen VP2 ctia cac chiing CPV nghién citu

Bang 5. Kha nang gay bénh tich theo thdi gian cia cac chuing phan 1ap CPV nghién citu

Céc ching 12h 24h 36h 48h 60h 72h
VNUA.CPV.HNO1 - + + ++ +
VNUA.CPV.HN04 - + ++ ++ ot
VNUA.CPV.HY05 - + + ++ et

Ghi chi: “-“ chua c6 bénh tich; “+” 10-80%; “++” 30-70%; “+++” 70-100% bénh tich té bao; “B” té bao bi bong tréc.

Theo nghién ctiu cia Aiko Fukuma & cs. theo céng b6 ctia Mochizuki & cs. (2006).
(2013) phan lap CPV trén té& bao CRFK, virus M.Horiuchi & cs. (1994) da thd phan lap CPV
dat hiéu gia 107 TCID,,/ml. Hiéu gia virus dudc trén t& bao A-72 va thu dudc virus cé hiéu gia
phan 1ap trén t& bao MDCK la 10°>® TCID;/ml 2,5 x 10*. Cac két qua nghién ciiu trén tuong
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déng véi két qua nghién ctu trude day cua
ching t6i, 1am co sé lua chon t& bao dé phéan
lap dudce virus cé hiéu gia cao

3.3.8. Pudong cong sinh trudng cia cac
chung virus phan lap duogc

Duong cong sinh trudng dudc xay dung dua
trén hiéu gii cua 3 chung virus dugc thu § cac
thoi diém khac nhau. Két qua & hinh 7 cho thay
ching virus VNUA.CPV.HNO04 thich nghi nhan
lén trén t& bao CRFK t6t hon 2 chiing con lai 6
céc thoi diém nudi cay. K&t qua cling cho thdy
su tuong dong vé dic tinh sinh trudng cta cac
chiing virus, kha ning nhéin 1én va giai phéng

virus khoi t& bao & cac thoi diém khac nhau la
khac nhau. Virus bit ddu nhian manh trong
khoang thdi gian 12 gié dén 48 gid sau gay
nhidm, dat mic d6 cao nhat ¢ thoi diém 60 gic
sau gay nhiém. Hiéu gia virus duy tri dén thoi
diém 72 gio sau gay nhiém, sau d6 gidm dan. Tu
két qua bang 6 cho thay thoi diém virus dat
hiéu gia cao nhat 12 khi virus pha huay hoan
toan té& bao va giai phéng ra ngoai, c6 ¥ nghia
trong viéc lya chon thoi diém thu virus thich
hop dé dat hiéu gia cao. Cac ching virus nay c6
thé duge st dung dé nghién ctu ché tao vacxin
chong lai cac chung CPV dang luu hanh ¢
Viét Nam.

Ghi chii: (A) bénh tich sau 24h gdy nhiém CPV; (B) bénh tich sau 36h gdy nhiém CPV; (C) bénh tich sau 48h giy

nhiém CPV; (D) bénh tich sau 60h gdy nhiém CPYV.

Hinh 6. Bénh tich do chiing VNUA.CPV.HN04 gay ra trén t& bao CRFK
tai cac thoi diém khac nhau

Bang 6. Hiéu gia virus cta cac chung CPV phan lap dugc

S giéng té bao c6 bénh tich & cac ndng do

Hiéu gia

Chuing virus

10" 107 10°® 10 10° 10° 107 10®  (logso TCIDS0/m)
VNUA.CPV.HNO1 3 3 3 3 3 1 0 0 7,13
VNUA.CPV.HNO4 3 3 3 3 3 2 0 0 7,47
VNUA.CPV.HY05 3 3 3 3 2 1 0 0 6,8
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Logso TCID50/mI
LU S B B

-+ VNUA.CPV.HNO1
1+ VNUA.CPV.HNO4
< VNUA.CPV.HYO05

12 24 36 48

80 72 84 96

Time post-infection (hours)

Hinh 7. Dudng cong sinh trudng ctia cac chung phan lap CPV trén t&é bao CRFK

4. KET LUAN

Téng s6 3 chung CPV da dugc phéan lap tu
30 mau bénh pham c6 két qua PCR duong tinh
v6i CPV duge thu thap tai Ha No6i, Hung Yén,
Bic Ninh va Vinh Phtc. Cac chting phéan lap
VNUA.CPV.HNO1, VNUA.CPV.HNO04 va
VNUA.CPV.HY05 déu nim trong nhanh phat
sinh genotype CPV2c.

Cac ching CPV phéan lap khong xudt hién
bénh tich t& bao & doi d4u tién cdy chuyén ma
phai qua 5 d5i cdy chuyén mu. Bénh tich t&€ bao
quan sat dudc 6 dang co tron, bénh tich t& bao
xuét hién sau 24 gid gdy nhiém va nhanh chéng
dat 100% trong 60 gid sau gdy nhiém. Hiéu gia
virus thu dugc dao dong 10"TCID,,, trong d6 cao
nh4it 1a ching VNUA.CPV.HNO04 v6i hiéu gia
dat 10" TCID,/ml, thadp nhat 1la
VNUA.CPV.HY05 dat 10°* TCID,/ml . Virus
nhén 1én manh tai thoi diém 36 dén 48 gio va
dat cao nhat 6 60 gid sau gay nhiém va sau dé6
giam dan.

Két qua trén sé la tién dé cho viéc trién
khai cac nghién ctu tiép theo nhim lua chon
dugc chiing giéng tiém ning phuc vu nghién ctu
san xuét ch& phdm va vacxin phong va diéu tri
bénh trén ché.
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Bai bao nay dugc thuc hién ti ngudn kinh
phi cia dé tai: “Nghién ciiu ché tao khang huyét
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tiéu chay do Canine parvo virus gay ra trén ché”
do dy an WordBank tai trg (DTKHCN.WB.09/20).
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