KHOA HQOC KY THUAT THU Y TAP XXVIII SO 4 - 2021

NGHIEN CUU PHAN LAP CANINE PARVOVIRUS
G MOT 80 TiNH PHiA BAC VIET NAM

Truwong Quang Lam, Pao Lé Anh, Nguyén Thi Lan, Nguyén Thi Yén
Khoa Thu y, Hoc vién Nong nghiép Viét Nam

TOM TAT

56 mau swab tryc trang thu thap tai cac phong khdm thu y ché, méo & cac tinh Thai Binh, Hi Nam,
Hai Duong trong thoi gian tir 8/2019 dén 2/2020 c6 két qua xét nghiém duong tinh vi CPV bang phuong
phap PCR da dugc st dung dé phan lap cac ching CPV trén 2 dong té bao CRFK va MDCK. Két qua 1a
da lya chon duoc 4 ching CPV gy bénh tich té bao trén mai trudng té bao CRFK, déy 1a dong té bao dic
hiéu cho sy nhan 1én ctia CPV. Két qua xéc dinh céc déc tinh sinh hoc cua CPV trén dong té bao CRFK
cho thay bénh tich t& bao do CPV doi thir 7 xudt hién ¢ thoi diém tir 36 gio dén 48 gio sau khi gy nhiém,
bénh tich té bao dat cao nhat & thoi diém 60 gid dén 72 gid va té bao bi pha hity hoan toan sau 84 gio; 4
chung virus ¢6 hiéu gia cao; dao dong tir 1,69x10°¢ dén 2,73x10’ TCID, /ml.

Tiwr khoa: Phan lap, Canine Parvovirus, té bao CRFK.

Study on isolating Canine Parvovirus in northern provinces, Viet Nam
Truong Quang Lam, Dao Le Anh, Nguyen Thi Lan, Nguyen Thi Yen

SUMMARY

56 rectal swab samples collected at veterinary clinics in Thai Binh, Ha Nam, Hai Duong provinces,
Viet Nam from August 2019 to Febuary 2020 having the positive test result with CPV by PCR
method was used for isolating CPV on CRFK and MDCK cell lines. As a result, 4 CPV strains
causing cyto-pathogenic on CRFK cells were selected, this was the specific cell line to CPV isolation.
The results of determining biological characteristics of CPV isolates on CRFK cell lines showed that
cyto-pathogenic effect (CPE) caused by CPV of the 7th generation, appeared from 36 hours to 48
hours, post-infection, CPE reached the highest peak from 60 hours to 72 hours, post-infection, and
the cells were totally destroyed after 84 hours, post-infection. The titers of 4 CPV strains were high,
reaching from 1.69x10° to 2.73x107 TCID_/ml.

Keywords: Isolation, Canine Parvovirus, CRFK cells.

I. PAT VAN PE

Bénh viém rudt tiéu chdy do Canine Parvovirus
(CPV) 1a bénh truyén nhiém va thudng gay tir vong
cao & cho, dac biét ché con dudi 1 nam tudi. Bénh

cs., 2001; Martella va cs., 2004). Chung CPV2c cé
su thay doi (Asp426Glu) trén protein VP2, day la
protein chiu trach nhiém vé tinh khang nguyén cta
ching CPV2b, di duoc phat hién ¢ Viét Nam, Y,
Tay Ban Nha, Buc, Anh va Nam My (Nakamura va

viém rudt tiéu chay do CPV duoc phat hién lan dau
tién vao nam 1978, nhung chi trong vong hai nam
sau d6 da tro thanh bénh mai ¢ cho trén toan thé gioi.
CPV la nhiing virus nho, khong vo, nhan 1én bing
cach phan chia t& bao rit nhanh. CPV ¢6 3 ching:
CPV 2a(phanlap 1984), 2b (phan lap 1984), 2c (phan
1ap 2000). Qua phén 1ap tir nim 1979 dén 1984, cac
nha khoa hoc di xac dinh phan 16n ché nhiém hai
chung CPV2a va CPV2b. Hién tai, CPV2a la ching
gy bénh chu yéu tai Y va Duec, trong khi CPV2b
phd bién & My, Pai Loan va Nhat Ban (Battilani va

cs., 2004; Decaro va cs., 2007).

Bénh lay tryc tiép tir ch sang ché hodc qua phan
¢6 virus phét tan trong mdi trudng qua cic nhan td
trung gian truyén lay: dung cu chin nudi, chudng nudi,
chim, loai gam nhim, con tring, rudi nhdng mang
méam bénh gay nhiém cho ché khoe. Khi nhiém virus,
0 giai doan u bénh trén 80% cho khong co tri¢u ching
lam sang. Giai doan phat bénh (sau 3-10 ngay nhiém
virus), cho ¢o cac dAu hiéu: mét méi, 0 rl, ndn khan ra
bot dai nhdt, s6t va tidu chay thuong c6 mau. Tai Viét
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Nam, ty 1& nhiém bénh cao, khoang 45% (Trﬁn Ngoc
Bich va cs., 2013). Ché bi nhiém bénh, khong dugc
diéu tri kip thoi, ty 16 tir vong rat cao (trén 80%). Hién
nay chua co ché phrflm sinh hoc hay thudc dic tri cho
ch6 bi nhiém CPV. Dé phong chdng bénh do CPV,
nguoi nudi can thuc hién tiém vacxin cho cho.

Trén thé gidi, da c6 nhiéu nghién ctru phan lap
CPV trén méi trudng té bao MDCK (Madin darby
canine kidney), té bao dong CRFK (J. W. Frost et
al., 1984; Mohan Raj J., 2010) va xac dinh déc tinh
sinh hoc ctia CPV. Kumar va cs. (2003) da phan 1ap
CPV tir 25 mau bénh phim trén moi trudng t& bao
dong MDCK va két qua cho thiy 9 miu c6 bénh
tich t& bao (Cytopathogenic effect - CPE). Trong
mot nghién ctru khac, Nandi va cs. (2010) bao cao
rang trong s6 13 mau thu thap c¢6 5 mau duong tinh
v6i CPV bang PCR, nhung chi c6 hai miu xut
hién CPE & méi trudng té bao dong MDCK. Trong
nhitng nghién ctru gan déy, c6 tic gia ciing st dung
moi trudng té bao dong nay dé phan lap nudi cdy
CPV cho nhiéu muc dich san xuat ché pham sinh
hoc d& phong va tri bénh (Shikun Ge., 2020).

Tai Viét Nam, nhimg nghién ctiu vé CPV giy
bénh trén chd con rét han ché, cho dén thoi diém hién
tai chua ¢ nghién clru nao vé phan lap cac chung
CPV gay bénh tai thuc dia trén mdi truong té bao
dong. Nhan thay su can thiét nghién ciru phat trién ché
phém diéu trj va vacxin phong bénh do CPV trén cho
tir chinh céc chung virus thuc dia, ching t6i dat van
dé thuc hién nghién ctru phan 18p Canine Parvovirus
(CPV) trén mdi truong té bao dong nham lya chon
duoc méi truong phén 1ap virus dat hidu qua cao; dong
thoi lam 16 déc tinh sinh hoc cta cac ching CPV gay
bénh tai thuc dia trén mai truong té bao thich hop. Két
qua nghién ctru s& gop phan lam co s& cho viée chon
chiing CPV c¢6 dic tinh sinh hoc phtt hop ding dé ché
tao kit chan doan, ché tao khang nguyén dung trong
chan doan, ché pham sinh hoc tmg dung trong diéu tri
va phat trién vacxin phong bénh hiéu qua.

II. VAT LIEU VA PHUONG PHAP
NGHIEN CUU
2.1. N§i dung nghién ctru

- Phan 1ap CPV méi trudng té bao dong MDCK
va CRFK.

- Kha ning gdy bénh tich té bao (CPE) cua
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CPV trén méi truong té bao.

- Xéac dinh hiéu gia ctua cac chung CPV trén moi
truong t€ bao.

2.2. Vit liéu

- Dung cu: pank, kéo, kep, bong cén, sering,
dng dung mau, dng eppendorff, quin 4o bao ho,
khau trang, dao md, binh nudi ciy t& bao, khay
nudi cdy té bao 24 giéng...

- Trang thiét bi: tt lanh -20°C va -80°C, c4n phén
tich, may spin, vortex, may lic 4m, may PCR, may
dién di, may chup anh gel, ta am CO,,...

- Hoé chét sir dung tach chiét DNA t6ng s6 kit
QIAamp (Qiagen, Ptc); kit chay phan tng PCR
Promega (M-7212). Cap mdi dugc st dung trong
nghién ctru dé nhan doan gen VP2 bao gdm mdi
xuoi (Forward primer) for: 5’- AAAGAGAGC-
CAGGAGAGGTA -3’ va mdi nguoc (Reverse
primer) rev: 5’- TTCTGACAGCAGGTTGAC-
CA -3°, DW2, TBE, Ethidium bromide, agarose,
DNA marker (Bionexus — M¥).

- Hoa chat phan 1ap virus: Dong té bao MDCK,
CRFK, DMEM, FBS, khang sinh, khang nam.

2.3. Phwong phap nghién ctru

2.3.1. Thu thip méu

Swab truc trang (n = 56) duoc lay trong dung
dich PBS (pH = 7,2) tir chd ¢6 triéu chiing 1am sang:
sot, tiéu chay, non va dugc kiém tra duong tinh voi
CPV bang phuong phap PCR tir cac phong kham tha
y chd meo tai tinh Thai Binh, Ha Nam, Hai Duong tur
thang 8 nam 2019 dén thang 2 nam 2020.

2.3.2. Phan lgp CPV

- Chudn bi té bao phén 1ap: Té bao dong CRFK va
MDCK duoc dua vao nudi cay trong méi trudng va
diéu kién thich hop, méi truong DMEM (Dulbecco’s
Modified Eagle Medium) c6 bd sung 10% FBS
(Fetal bovine serum) lam 4m trong ta 37°C trong 30
phit trudce tién hanh thi nghiém. Khi t bao moc vira
kin day giéng khay 24 thi tién hanh gay nhiém virus.

- Chuén bi miu phan lap: Mau swab truc trang
duoc vortex dong nht trong dung dich PBS, ly tim
tde do cao, thu dich ndi. Hon dich déng nhét qua loc
duoc liy dé gay nhiém vao té bao.
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- Gay nhiém virus va quan sat két qua: Tir cac
khay 24 giéng té bao di chudn bi & budc mot hit bo
mai truong nuoi céy va bd sung 100p] mau phan lap
(MOI = 0,1) di chuén bi & budc hai 1 trong thoi gian
60 phit/37°C/5%CO, sau d6 loai bo dung dich va b6
sung Iml méi truong phan lap gom (DMEM c6 chira
2% FBS, 2% khang sinh) vao moi giéng va nudi &

37°C v6i 5% CO,. Hang ngay theo ddi sy phd huy te
bao bang kinh hlen vi soi noi va thu lai virus khi te
bao bi pha hity dat 80% - 90%. Néu khong thay xuat
hién bénh tich thi thu lai virus sau 96 gi® gy nhiém
va gy nhiém lai lan nita dé kiém tra bénh tich.

2.3.3. Xdc dinh hiéu gid virus

Trong nghién ctru vé dic tinh sinh hoc cia virus,
TCID,, (50% Tissue Culture Infective Dose) c6 vai
tro quan trong trong viéc xac dinh luong virus can
dung dé gdy nhiém tai MOI thich hgp, ddm bao
viéc so sanh déc tinh sinh trudng ctia cac virus khac
nhau mot cach khach quan va chinh xac.

LgTCID,, 1a mét blén s6 dugc st dung phé bién
dé dinh lLrorng virus, 1a sO virus can thiét dé gdy ra
50% CPE (bénh tich t& bao) cho méi truong té bao
gay nhiém virus. Khao nghiém vé TCID,,, dugc g
dung pho bién trong cac nghién ctru lam sang phai xac
dinh lidu gy chét ctia virus. Khi sir dung cho nuéi cay
t& bao, cac té bao dugc & voi virus dé virus gay nhidm
va nhén 1én thém. Sau do, can ctr vao ty 1é chét cua
t& bao bi nhiém virus ¢ nhimg giéng c6 do pha lodng
virus khac nhau ma tinh ra lgTCID Té bao CRFK
duoc chuan bi trén khay 96 giéng (2 0x10° t& bao/
giéng). Dich nudi t& bao duoc hut bo, huyén phu virus
duoc pha lodng theo co s6 10 dem u trén bé mat té
bao mét 16p ciia cac giéng theo thir ty danh dau trudc
(25ul/giéng), mbi do pha loang lap lai 3 1an. Sau 1 gio
U, dung dich duy tri DMEM c6 chta 2% FBS duoc
bd sung vao (100ul/giéng), CPE dugc quan sat hing
ngdy cho dén ngay thir 4 sau khi gdy nhiém. TCID,
duoc xac dinh theo phuong phap ciia Reed-Muench.

2.3.4. Phdn irng PCR

Tach chiét DNA téng s6 theo quy trinh cia bo
kit Qiagen (Dneasy Blood& Tisue Kit-69506.250).

Phan tng PCR: Mau DNA sau khi tach chiét
s€ dugc tién hanh phan Gtng PCR theo bo kit néu
0 phan vat liéu.

Chu ky nhiét cua phan tng PCR nhu sau:
94°C-2 phut, 35 chu ky (94°C - 40 giay, 57°C - 40
gidy, 72°C - 50 gidy), 72°C - 5 phiit va cudi cing
giit san pham & 4°C.

Poc két qua PCR: San phdm PCR duoc dién di
trén ban thach 1,2% trong dung dich dém TBE 1x
trong thoi gian 35 phat ¢ hiéu dién thé 100V. Poc
két qua dién di bang tia UV ¢ bude song 254nm.

2.3.5. Gidi trinh tw gen va xdy dung cdy sinh
hoc phén tir

San pham phan tmg PCR dugc tinh sach bang
bot kit QIAquick Extraction (Qiagen, Dtrc), chay
phan tmg PCR sequence, sau do giai trinh tyr tryc
tlep san pham phan ung PCR sequence trén may
giai trinh ty gen ty dong CEQ-8000 (Beckman
coulter, My). Dit liéu trinh ty gen thu dugc tir may
giai trinh ty gen dugc xir Iy bang phan mém MEGA
X (Molecular Evolutionary Genetics Analysis
version 10). Cay sinh hoc phan tir dugc xay dung
bang phan mém MEGA, sir dung phuong phép test
Maximum likehood véi gia tri bootstrap la 1.000
don vi. Cac ching CPV tham chiéu str dung dé xay
dung cay sinh hoc phan tir dugc thu thap tur dir licu
trén Ngan hang Gen (NCBI).

2.3.6. Xir Iy 56 li¢u
S liéu duoc xir Iy bang phan mém GraphPad

Prism 6.

III. KET QUA NGHIEN CU'U VA
THAO LUAN

3.1 Két qua phén lap CPV trén méi truong
té bao dong MDCK va CRFK

Dé lya chon méi trudng té bao phan lap CPV
thich hgp, nghién ctu da sir dung hai moéi truong
té bao 1a MDCK va CRFK. Két qua phan 1ap CPV
trén hai moi truong nay thé hién & bang 1.

Bang 1. Két qua phan 1ap CPV trén hai méi trieéng té bao MDCK va CRFK

Moi trwong S6 mau $6 méu co6 Tylé Kétqua PCRkiémtra Kétqua PCR kiém tra
phan lap kiém tra bénh tich te bao (%) sw c6 mat CPV sw c6 mat virus khac
MDCK 56 7 12,50 7/7 mau dwong tinh 2/7 mau dwong tinh
CRFK 56 4 7,14 4/4 mau dwong tinh 4/4 mAu am tinh
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Bang 1 cho thdy, gy nhiém 56 miu kiém
tra CPV thu thdp tu cac tinh Thai Binh, Ha
Nam, Hai Duong vao 2 moi truong té bao
CRFK va MDCK déu c6 mau xuat hién bénh
tich té bao, ching t6 CPV déu co thé phat trién
trén hai dong té bao dong MDCK va CRFK.
Trén mdi truong MDCK, s6 mau virus nhan
1én va giy bénh tich té bao (7/56 miu kiém
tra; chiém ty 1€ 12,5%) cao hon so voéi trén
méi truong CRFK (4/56 miu kiém tra; chiém
ty 1€ 7,14%).

Tuy nhién, khi kiém tra lai bang phan tmng PCR
thi thay chi c6 mat duy nhat CPV trong mi truong
té bao CRFK, con trong méi trudng té bao MDCK
ngoai sy ¢c6 mat cua CPV thi con phat hién cua
virus khac (Coronavirus) trong 2 mau phan 1ap.
Diéu nay cho thiy méi truong MDCK phu hop véi
su nhan 1én cta nhiéu loai virus khac, nguy co tap
nhidm vao moi truong nudi cay cao, do d6 khong
phti hop dé phén lap CPV.

Theo mdt sé nghién ctru trude day, CPV khé
phan 1ap trén moi truong té bao don 16p. Su nhan
1én cia CPV phu thudc vao té bao chu va dién ra
trong cic té bao pha S, pha phan chia tai DNA

polymerase cua té bao (Berns, K., 1990; Tattersall,
P., 1972). Mohan Raj va cs. (2010) da sang loc
77 mau thu thap va bdo cdo 51 mau duong tinh
v6i CPV bing phuong phap PCR nhung chi co
16 miu CPV cho bénh tich té bao khi phan lap
trén moi trudng té bao dong CRFK. Nhiing nghién
ctru phan 1ap CPV trén moi truong tai chau A rat
han ché, nghién ctru nay cta chiing t6i 1an dau tién
duogc cong bé.

Dong té bao CRFK phit hop cho sy nhan 1én
va la dong té bao dic hiéu cho viée phan lap
CPV. Chinh vi vay, chiing t6i lya chon dong té
bao CRFK cho nghién ctru dac tinh sinh hoc cua
cac ching CPV. Mau duong tinh véi CPV duogc
gdy nhiém vao t& bao CRFK, sau d6 quan sat
bénh tich trong vong 96h. Két qua tai doi gay
nhidm thir nhit khong thay xuat hién bénh tich
té bao. Hinh anh té bao sau gy nhiém & doi thir
nhat duoc thé hién & hinh 1. Gay nhiém doi thir
hai vao khay té bao CRFK va quan sat bénh tich
trong vong 96h. Két qua sau khi giy nhidém doi
thir 2 ¢6 4 méu virus da gy bénh tich té bao.
Thong tin 4 chuing virus CPV thu dugc ¢ doi thu
hai dugc trinh bay tai bang 2.

Bang 2. Thong tin cac chung Canine Parvovirus

STT Ky hiéu madu Giéng ché Thangtudi Tinh biét Dia diém thu thap

Ky hiéu ching virus

1 TB017 Berger lai 5
2 HDO005 Poodle 4
3 HD101 Vang 4
4 HD119 Poodle 9

Cai Thai Binh VNUA CPV TB017
Buc Hai Dwong VNUA CPV HDO005
DBuc Hai Duong VNUA CPV HD101
buc Hai Dwong VNUA CPV HD119

Hinh 1. Té bao dong CRFK
binh thwong
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Hinh 2. Bénh tich té bao do CPV géy ra

trén méi triong té bao dong CRFK
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Ca 4 ching virus déu gay bénh tich trén té bao
CRFK véi bénh tich dic trung ¢ thé rounding:
té bao co tron, bong ra khoi dy chai va ndi 1én
trén. Sau khi thu dugc 4 ching virus Parvo gy
bénh tich té bao dic trung trén moi trudng té bao
CRFK va sau do dich virus ¢ doi thtr 3 duoc lua
chon dé kiém tra su c6 mit cta virus Parvo. Dich
virus dugc thu lai va kiém tra bang phuong phap
PCR mot lan nita dé giam dinh lai sy phat trién va
nhan 1én cua virus va khéng dinh su bién d6i cua
té bao CRFK quan sat dugc 13 do virus Parvo giy
nén, ma khong phai do nguyén nhan khac nhu
sai soOt trong khau chuan bi, hodc bénh tich duoc
gy ra boi 1 virus khac. Nhu vdy c6 thé khang
dinh bénh tich trén té bao CRFK va virus phan
1ap duoc la CPV.

Hinh 3. Két qua chay dién di sén pham PCR

Cdc ching CPV dwoc phat hién bang phan ing
PCR véi d¢ dai ciia gen la 583 bp; giéng M: 100
bp DNA Marker; giéng 1-4: Ching virus phdn
lap; giéng 5: Poi chitng dirong CPV vacxin

Két qua giai trinh ty san pham PCR tuong ting
v6i mot phan doan gen VP2 cua céc chung phan
lap CPV cho thdy cac chimng phan lap VNUA
CPV TB017, VNUA CPV HDO005, VNUA CPV
HD101 va VNUA CPV HD119 thudc genotype
CPV2c, va twong dong 100% nucleotide véi cac
ching CPV2c dugc cong bd trude day tai Viét
Nam (2013-2017), Trung Qubc nam 2017 (CN/
AH1705 strain) va cic chung tham chiéu trén thé
gidi (hinh 4).

gb|MT106234.1 CPV2c/HCMO1/VN/2017

gb|MK357735.1 HN4AA VP2/VN/2018
= gb|MK357726.1 HCM16 VP2/VN/2017
A VNUACPY HD119
A VNUACPYTBO17
gb|MK357722.1 CPV2c/DN18/VN/2016
gb|MK518008.1 CPV2c CN/AH1705/China/2017
# A VNUA CPVHDOO5
A VNUACPVHD101
gb|MT106230.1 CPV2c/HNOB/VN/2017
gb|MT106231.1 CPV2c/HN30/VN/2017
gbIMK806285.1 CPV2c/IZSSI PAS632/19/ltalia/2019
dbjlLC216904.1 CPV2c/dogHCM/2/2013
gh|MT106236.1 CPV2c/DNO2/VN/2017
gh|MH711894.1 CPV2c/CU24/Thailand/2016
’ gb|MN832850.1 CPV2c/Taiwan/2018
gb|MG013488.1 CPV2c-SH1516/China/2017
gb|MK 1445441 CPV2c/K01708-1/SouthKorea/2017
gb|MN810894.1 CPV2c/CC-39/China/2019
gb|MT010564.1 CPV2c-AHRf1/China/2018
& gb|MN119563.1 CPV2c/GH-AH-D4/China/2018
gbIMF510157.1 CPV2c IZSSI 2743 17/italy/2017
gb|MK895490.1 CPV2c/IZSS| PA1484/19 idPSV21/Nigeria/2018
AB120723.1 CPV2b HCM-23/2004
FJ197847 1 CPV2 Vanguard Vaccine strain
AY869724.1 CPV2b Taichung Taiwan 2005
4 KR611488.1 CPV2a-JL-14-1 China 2014

Hinh 4. Cay pha hé cua cdac ching CPV
trong nghién ctru nay va cdc ching tham
chiéu dwa trén phan tich chuéi nucleotide

doan gen VP2
Ky hiéu (A) chi cac méu trong nghién ctru nay.

3.2. Kha niing giy bénh tich té bao ciia CPV

Dé xac dinh kha ning gy bénh tich t& bao
(CPE) ciia CPV, nghién ciru tién hanh ciy truyén
doi 4 chung virus dén doi P#7. Thoi diém thu virus
khi bénh tich té bao dat 80-90%. Két qua theo ddi
kha ning gay bénh tich té bao ciia cac ching CPV
dugc trinh bay ¢ bang 3.

S liéu bang 3 chi ra raing CPV bét ddu giy bénh
tich té bao tir 36 dén 48 gid sau khi giy nhiém va
pha hity hoan toan té bao sau 72 dén 84 gid. Bénh
tich t& bao do CPV trén té bao CRFK véi bénh tich
dic trung & thé rounding: t& bao co tron, bong ra
khoi day chai va noi 1én trén. Tuy nhién thoi gian
pha huy té bao sém hay muén tiy thudc vao ting
chung virus, diéu nay phu thudc vao kha ning gay
bénh tich ctia tung chung virus khac nhau. Bén
canh d6 cong tac 1dy miu dugc chuan bi va tién
hanh t6t cling c6 y nghia quan trong trong viéc giit
cho virus séng sot va bao toan doc luc, nguoc lai
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thu thap va bao quan mau khong dung quy trinh
s€ lam virus giam doc luc hodc chét, diéu nay anh
huéng truc tiép t6i viée phan lap gitr gidng virus.
Sau 36h gay nhiém, 2 chung virus VNUA — CPV
HDO005 va VNUA — CPV HD119 xuat hién bénh tich
té bao (10% té bao bi pha hity so véi tong dién tich

bé mit nudi ciy), sau 84h té bao da bi pha huy gan
nhu hoan toan. Trong khi do, 2 chiing virus VNUA
— CPV HD017 va VNUA — CPV HD101 xuét hi¢n
bénh tich t& bao sau 48h gay nhiém (10% té bao bi
phé hity so véi tong dién tich bé mat nudi ciy), sau
84h gay nhiém thi 100% té bao bi pha hity so véi
tong dién tich bé mat nudi cdy.

Bang 3. Két qua xac dinh kha ning gay bénh tich té bao cta cac chung CPV
(tinh theo % dién tich té bao bi phd hily so véi tong sé dién tich ddy binh nudi cdy)

CPE theo th&i gian sau khi gay nhiém virus (%)

Chuing virus

24hpi 36hpi 48hpi 60hpi 72hpi 84hpi 96hp
VNUA CPV TB017 - * 20 50 80 100 B
VNUA CPV HDO005 - 10 50 70 90 B
VNUA CPV HD101 - * 30 50 80 100 B
VNUA CPV HD119 - 10 40 65 85 B
*: CPE dudi 5%
10%: so % té bao bi phd hity so voi tong dién tich be mdt nudi cdy
B: Té bao bong tréc hoan toan khéi bé mdt nudi cdy
hpi: hour post inoculation (gic sau gdy nhiém virus)
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a) CPE 24h b) CPE 48h c) CPE 72h d) CPE 96h

Hinh 5. Hinh dnh bénh tich té bao do CPV gdy ra trén té bao CRFK
tai cdc thoi diém khdc nhau

Tai thoi diém 72h sau gy nhiém, bénh tich té
bao cua tat ca 4 chung virus déu dat cao nhit, 80-
90% té bao bi pha huy so v6i tong dién tich bé mat
nudi cay. Két qua nay khang dinh thoi diém thu
hoach virus thich hop nhét 1a 72h sau gay nhiém.

Bénh tich té bao co tron va thoai hoa 1a nhiing
thay ddi té bao, nhirng thay ddi quan sat dwoc sau
72 gid lay nhiém tai doi P#3 1a dic diém ciia CPV
trén dong té bao CRFK (Desario C., 2005). Trong
nghién ciru ctia S. Parthiban va cs. (2011), 3 mau
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(16,66%) trong tong s6 18 mau CPV thu thap tai
An Db ciing cho thdy bénh tich té bao ¢ dang co
tron, tang do hat va cac té bao tach roi nhau & thoi
diém 34 ngay sau gdy nhidm tai doi cdy chuyén
thir ba. Nhu vay, nghién ctru cia ching t6i cho két
qua phén 1ap CPV trén mdi truong té bao CRFK
tuong tu v6i nhidu nghién ciru khac trén thé gioi.

3.3. Két qua hiéu gia ciia cac chiing CPV nghién
cliru
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Bén chung phén 1ap CPV & tinh Thai Binh va
Hai Duong dugc cay chuyén 7 doi va xac dinh

hiéu gid virus, két qua x4c dinh hiéu gid TCID,,
dugc trinh bay ¢ hinh 6.

A. ¥ VNUA CPV HD119-P3 1+ VNUA CPV HDO005-P3
o o VNUA CPV HD101-P3 O VNUA CPV TB0O17-P3
8_
e 7-
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S ©7 %%
0
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S
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12 24 36 48 60 72 84 96
Hours post-infection
B. -+ VNUA CPV HD119-P7 > VNUA CPV HDOO5-P7
o - VNUA CPV HD101-P7 <= VNUA CPV TB017-P7
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36 48

60 72 84 96

Hours post-infection

Hinh 6. DBé thi sinh trirdng cta cdc chiing CPV2 phén Iap & doi cdy chuyén 3 (A) va 7 (B)

Hinh 6 cho thy sy tuong déng vé quy lut sinh
truong & doi cay chuyén P3 va P7 cta cac ching
phan phap CPV2c. Céc ching virus ca & doi P3 va
P7 déu c6 hiéu gid TCID,, ting dan tir 12h - 48 h
sau gay nhiém va dat muc cao nhat ¢ thoi diém 60
h -72 h sau gay nhiém. O doi cdy chuyén P7, higu
gia virus cao nhit dugc xac dinh la chung VNUA
CPV HDO005 véi 2,73x107 TCID, /ml, tiép theo 1a
ching VNUA CPV HD119 véi 8,32x10° TCID,/
ml, VNUA CPV TB017 v6i 5,87x10°TCID, /ml, va
hi¢u gia thap nhat la chung VNUA CPV HD101 véi
1,69x10° TCIDSO/mI’. Nhu vay, cac ching CP\{ déu
c6 hiéu gia tuong doi cao, c6 kha nang phat trién va
nhén 1én tot trén méi trudng té bao CRFK. Hiéu gia
chung cua 4 ching CPV dao dong tir 1,69x10°dén
2,73x107 TCID,/mll. S. Parthiban va cs. (2011),
phén 1ap thanh cong 3 ching CPV thu thap tai phia

Nam, An Dé. Téac gia tinh todn hiéu gid virus theo
don vi HA, hiéu gia tai doi passage thir 3 la 1:28,
1:2""and 1:2° HA (S. Parthiban va cs., 2011).

Nhirng thong tin vé phan 1ap thanh cong CPV
trong nghién ctu nay lan dau duoc cong bd tai
Viét Nam. Viéc phan 1ap dugc CPV sé 1a tién dé
quan trong dé phat trién bo sinh phim chan doan
va phat trién vacxin. Ngoai ra, viéc phan lap CPV
s& biét dugc dac tinh sinh hoc, doc luc cua ching
nhu thé nao dé gdp phan trong cong tac phong va
diéu tri ch6 nhiém CPV.

IV. KET LUAN

Phan 1ap thanh cong 4 ching CPV trén dong té
bao CRFK, day l1a dong té bao phu hop véi nudi
ciy virus CPV gy bénh tai 3 tinh phia Bic Viét
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Nam. Két qua doi thtr 2 ¢6 4 mau virus di gay
bénh tich t& bao. Khi gay nhiém virus Parvo tir doi
thir 5 dén thir 7, thdy virus gy bénh tich t& bao tir
36 gid dén 48 gio sau khi gay nhiém va pha huy
hoan toan té bao sau 72 gid dén 84 gio. Két qua
4 chung virus Parvo c6 hiéu gia cao (6,67x10° -
3,16x107 TCID,,/25pl), ching to virus Parvo co
kha nang phat trién va nhan 1én tot trén moi trudng
té bao CRFK.

Loi cam on: Bai bdao nay dwoc thuc hién tir
nguon kinh phi ciia d@é tai: “Nghién civu ché tao
khang huyét thanh dé diéu tri bénh viém rudt tiéu
chay do Canine parvo virus gdy ra trén cho” do
du an WordBank tai tro.
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