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Nabitn ciiu khoa hoc

NGHIEN CUU MOT S0 DAC TiNH SINH HOG CUA VIRUS
GAY BENH CA-RE PHAN LAP 0 PHIA BAC VIET NAM

Lé Thi Hanh', Nguyén Thi Lan?, Nguyén Thi Hoa?, Nguyén Vin Thing’

TOM TAT

Bénh Ca-ré giy ra boi Canine distemper virus (CDV) 1a mot bénh truyén nhidm nguy hiém,
thuong gy tir vong va l1a bénh da hé thdng anh huong dén hé ho hip, duong tiéu hoa va hé
than kinh trung wong cta ché. Trong nghién ctru nay da phan lap dugce 12 chung virus Ca-ré
trén moi trudng té bao Vero-DST. Bénh tich t& bao quan sat duoc sau 24 gio dén 36 gio sau
khi gay nhiém virus, té bao dat mirc pha huy cao & 48 gid dén 60 gio sau giy nhidm va té bao
Vero-DST bi pha huy hoan toan sau 96 gio. Virus Ca-ré phan lap dugc c6 hiéu gia tu 6, 67)(104
TCID, /ml dén 3, 16x10°TCID, /ml. Trong 60 gid dau sau gay nhiém, hiéu gia virus trong té
bao thuong 16n hon hi¢u gia V1rus ngoai té bao. Sy ting trudng cua virus trén moi truong nuodi
cly té bao Vero-DST la mot qua trinh lién tuc, trong d6 hiéu gi4 virus cao nhat ¢ thoi diém 48
g dén 60 gid sau gy nhidm.

Twr khoa: Cho, Virus Ca-ré, phan lap, dac tinh sinh hoc

Study on some biological characteristics of Canine distemper virus
isolated in the North, Viet Nam

Le Thi Hanh, Nguyen Thi Lan, Nguyen Thi Hoa, Nguyen Van Thang

SUMMARY

Canine distemper caused by canine distemper virus (CDV) is a contagious, often
fatal, multi-systemic viral disease, affecting the respiratory, gastrointestinal and central
nervous systems of dogs. In this study, 12 canine distemper virus strains were isolated
on Vero - DST cell. Cytopathic effects of CDV infection were observed at 24 hours to
36 hours after infection, reaching a high level of destruction at 48 hours to 60 hours
after infection and Vero-DST cells were completely destroyed after 96 hours. The titer
of isolated canine distemper virus ranged from 6.67x10* TCID,/ml to 3.16x10° TCID,/
ml. Virus titer in the cells were greater than the extracellular virus titer. Virus growth in
Vero-DST cell culture was a continuous process in which the viral titer was highest at 48
hours to 60 hours after infection.
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I. PAT VAN PE

Bénh Ca-ré hay bénh sai sét & ché 1a mot
bénh truyén nhiém cép tinh nguy hiém thuong
xay ra & ché con, lay lan nhanh va ty 18 chét
rat cao. Nguyén nhan gy bénh Ca-ré trén cho
la do virus Ca-ré (Canine distemper virus -
CDV). CDV la mét thanh vién cta gidng
Morbillivirus, thudc ho Paramixoviridae.
Bénh Ca-ré 1a mot bénh l1ay nhiém cao & cho,
gay ton thuong 16n & hé tidu hoa, hé than kinh
trung wong va hé ho hip (theo H6 Pinh Chuc
(1993), Nguyén Hiru Nam (2011)). O Viét
Nam, bénh Ca-ré dugc phat hién tir nam 1920.
Ché phat bénh thuong chét véi ty 1é chét 50-
80%, c6 thé 1én dén 100% néu khong duoc
diéu tri kip thoi (H6 Pinh Chuc, 1993). Cho
dén nay, bénh Ca-ré xay ra ¢ hau hét cac tinh
va gy thi¢t hai 16n cho dan ch6 nuoi trong
nuéc do ty 1& tir vong cta bénh rat cao (Lé
Thi Tai, 2006). Thé gi6i da c6 rat nhicu cong
trinh nghién ctru vé virus Ca-ré ké tir khi no
xudt hién dén nay va cac vacxin méi khong
nging dugc san xuat dé ting hiéu qua phong
bénh. Tuy nhién dich bénh van xay ra, diéu
nay cho thdy virus khong ngimg bién doi,
ngoai ra nhirng nghién ctru day du vé dic tinh
sinh hoc cua virus Ca-ré ¢ trong nudc con han
ché. Xuit phét tir thuc tién do, trong dé tai
nay chung t6i tién hanh “Nghién ctru mot sd
dac tinh sinh hoc cua virus Ca-ré phan lap ¢
phia Béc Viét Nam”. Két qua nghién ciru ¢6 y
nghia rat quan trong trong viéc xac dinh thoi
diém nham thu hoach virus véi hiéu gia virus

cao nhét 1a tién dé& cho cac nghién ciru tiép
theo nhu nghién ciru dic diém sinh hoc phéan
tr ciia virus Ca-ré, ché tao kit chan doan, ché
tao khang nguyén dung trong chan doan va
Iuya chon duoc nguén mau bénh phém phuc vu
cho viéc chon chung virus ché vacxin phong
bénh hiéu qua, gop phan giam thiéu thiét hai
kinh t& do bénh Ca-ré gay ra cho dan cho nudi
& trong nudc.

II. VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1. Vat liéu

- Ché mic bénh Ca-ré, chua tiém phong
vacxin dugc thu thap tor 5 tinh phia Bic Viét
Nam: Thai Binh, Hai Duong, Hung Yén, Ha
Noi, Ha Giang.

- Hoa chat, dung cuy, trang thiét bj phuc
vu nghién ctru bao gom: Dong té bao Vero-
DST, DMEM, FBS, dung dich EDTA-
PBS, Kit tach chiét RNA tong sb (kit
QIAampViralRNAMinikit), kit chay phan
ung RT-PCR(Kit Inv1trogen RT-PCR), cdp
mdi st dung trong chidn doan bénh Ca-ré
(Bang 1), DW2, TBE, Red gel, agarose,
DNA Marker (Blonexus My) binhT25, binh
T75, khay 96 gleng, plpet dau t1p tuong ung
vO1 micropipet, bé 6n nhiét, th am nuoi cay
té bao (5%C02), kinh hién vi soi nguoc,
budng cdy vo trung, tu lanh -20°C va -80°C,
can phan tich, may ly tdm lanh, may spin,
vortex, may lic, may gia nhiét PCR, may
dién di, may chup anh gel.

Bang 1. Trinh tw méi sir dung cho phan trng RT-PCR phat hién virus Ca-ré

Gene Cap moi Trinh tw méi (5’-3") Vi tri San pham
P Upp1 ATGTTTATGATCACAGCGCGGT 2132-2149 2096
P Upp2 ATTGGGTTGCACCACTTGTC 2560-2541 P

Nguon: Lan et al. (2005¢)

2.2. Phwong phap nghién ciru
2.2.1. Phuwong phdap RT-PCR

Tt cac mau bénh pham thu duogc cua cac
ch6 nghi mac bénh Ca-ré, dugc bdo quan
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trong diéu kién -80°C, tién hanh tach chiét
RNA cua virus dé chin doan cic ché mic
bénh. Quy trinh tach chiét RNA tong sé dugc
thuc hién theo huéng dan di kém cua bo Kit
QIAamp Viral RNA Minikit (Qiagen, Hilden,
Duc). Mau RNA sau khi tach chiét s& dugc
hdn hop voi cac thanh phan phan Gng cua Kit
Invitrogen bao gém: 12,5ul 2X reaction; 0,5
ul Uppl; 0,5 ul Upp2; 0,5ul enzyme; 6,0 ul
nuéc tinh khiét phan tir; 5,0 pl

RNA mau. Chu ky nhiét cho phan tmg RT-
PCR 1a 1 chu ky: 50°C/30 phut, 95°C/2 phut,
35 chu ky: 95°C/30 giay, 50°C/60 giay, 72°C/1
phit, 1 chu ky: 72°C/10 phit va giit san pham
& 10°C. San pham phan mg RT-PCR duoc dién
di trén thach 1,2% & hiéu dién thé 100V cudng
do 100mA, thoi gian chay dién di trong 30 phut.
Két thuc dién di, ban thach dugc léy ra nhuom
Red gel trong khoang 5-7 phut. Sau khi nhu¢m,
ban thach duogc chuyén vao méay phat tia UV dé
quan sat két qua dién di. Vi tri cic doan DNA
dugc phat hién bang nhiing vét sang twong tng
cua thudc nhudm, chup anh va doc Kkét qua. Két
qua duong tinh khi mau cho kich thudc san
pham DNA theo dung thiét ké moi, mau 4m tinh
khi khong c6 san pham DNA.

2.2. Phuong phap phéan lap virus Ca-ré trén
moi trudng té bao Vero-DST

Buéc 1 chuin bi té bao phan lap: Té bao
Vero — DST dugc dwa vao nudi cdy trong moi
truong va diéu kién thich hop, méi truong
DMEM (Dulbecco’s Modified Eagle Medium)
c6 bd sung 5% FCS (fetal calf serum) lam
4m trong ti 37°C trong 30 phut truge khi gay
nhiém virus.

Budce 2 chuan bi miu phan 1ap: Mau bénh
phim dugc nghién nat bang chay va cbi vo
trung sau d6 dugc dong nhét trong dung dich
MEM. Tién hanh ly tdm tdc d6 cao va loc hdn
dich, sau d6 gay nhiém vao té bao Vero — DST.

Budc 3 gdy nhiém virus va quan sat két
qua: Tl cac dia 1ong t& bao di chudn bi &
budc 1, hit bo moi truong nudi cay va bo sung
100 pl mau da chuan bi & budce 2. Té bao gay

nhiém Vim§ dugc u ¢ 37°C véi 5% CO, trong
30 phut. Bo sung 1,5 ml méi truong DMEM
c6 chira 10% TPB (Tryptose Phosphate Broth)
vao dia 10ng va dé & 37°C vdi 5% CO,. Hang
ngay theo ddi sy pha huy té bao bang kinh
hién vi soi nguoc va thu virus khi té bao bi pha
hay dat 80% - 90% dién tich day cua dia 16ng.

2.2.3. Phwong phdp xdc dinh hiéu gia virus
(TCID50/ml)

Té bao Vero-DST dugc chuén bi trén khay
96 giéng (2,0 x 10* té bao/giéng). Huyén dich
virus duoc pha lodng theo co sé 10 rdi dem u
trén bé mat té bao mot 16p cac giéng theo thu
tu danh ddu truée (25pl/giéng), mdi d6 pha
loang lap lai 3 lan. Sau khi u 1 gi0, dung dich
duy tri DMEM (10% TBP) duoc bd sung vao
(100p1/giéng). CPE duogc quan sat hang ngay
cho dén ngay thu 5 sau khi gay nhidm. Gi4 tri
TCID, /ml dugc xac dinh theo phuwong phap
cua Behrens-Karber (Lan et al., 2005a).

2.2.4. Phwong phdp xdc dinh dwong biéu dién
sw nhdn lén cia virus

Chuan bi cac khay 96 giéng nudi cay té bao
Vero-DST véi s6 lugng dam bao 5x10* té bao/
giéng. Virus Ca-ré phan 1ap dugc va ching virus
vacxin dugc giy nhidm 18n té bao véi gia tri MOI
=0,01. Sau mdt gid 1, tién hanh rira bang 0.5 ml
dung dich PBS. Sau do, b6 sung vao méi truong
nudi cay (100ul/giéng) moi tru’cmg dinh dudng
thiét yeu Virus giai phong ngoai té bao va virus
trong té bao duoc thu riéng tir dich ndi va phan
té bao con lai & cac binh gy nhiém tai cac thoi
diém 12, 24, 36, 48, 60, 72, 84, 96 gio sau giy
nhiém virus. Tién hanh xac dinh hiéu gi4 nhiing
dng virus da thu dé dinh luong virus. Puong biéu
di&n sy nhan 1én cua virus duge xay dung c6 bién
14 log10 ctia TCID50 tai mdi thoi diém thu virus.

III. KET QUA VA THAO LUAN

3.1. Két qua thu thip miu ché mic bénh Ca-
ré va chin dosn bing ky thuit RT-PCR

Phéan tmg RT-PCR dugc coi la phuong phap
nhanh, d6 nhay cao trong viéc chan doan cho
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méc Ca-é (Shin et al, 1995, Shin et al., 2004).
Céc miu bénh pham dung chan doan bang phan

tmg RT-PCR gdm c6: bénh pham, dich tiét miii
vanudc bot. Két qua dugc trinh bay trong bang 2.

Bang 2. Két qua chan doan ché mac Ca-ré bang phwong phap RT-PCR

. £ = Ty lé dwong tinh CDV Ty lé am tinh
Noi dung S6 mau chin doan béng RT- PCR cbV
MA&u ché thu thap nghi mac Ca-ré 46 37 9
Ty lé 100% 80,43% 18,37%

Theo nghién ctru cua Prittie (2004), Pollock
va Coyne (1993); Hoskins (1997), bénh viém
rudt cip tinh do Parvovirus gdy ra hay méc ¢
cac gidng ché khac nhau, cho duc va céi tir 6
tuan toi 6 thang tudi. Nghién ctru ciia Lamm va
Rezabek (2008), Prittie (2004) ciling chi ra viém
rudt cip tinh do Parvovirus giy ra thuong gip
0 cho con toi 6 thang tudi véi biéu hién triéu
ching lam sang nhu: chan an, U rl, mét moi
va sbt; ¢ giai doan cubi chd noén mira va tiéu
chay voi phan chtra dich nhay hodc c6 mau.

Nhu vay, néu chi can ¢ vao bénh tich 1am sang
thdy viém rudt cap tinh do Pavovirus va CDV
¢6 nhiéu triéu chimg gidng nhau. Dé xac dinh
cac mau nghién ctru chi mic bénh Ca-ré, khong
méc Pavovirus nhim phuc vu cho cac nghién
ctru tiép theo, chung toi tiép tuc 1dy dich swab tir
37 ché duong tinh voi CDV bang phwong phép
RT-PCR dugc chung t6i chin doan tiép bang
PCR v61 bénh Parvovirus.

Két qua chan doan bang phuong phap RT-
PCR va PCR duoc trinh bay ¢ bang 3.

Bang 3. Két qua chan doan bing phwong phap RT-PCR va PCR

Parvovirus cbv
Mau bénh pham Dich swab Dich swab
S mau duong tinh 0/37 37/37
Ty 1é€ dwong tinh 0,0 100,0

*Ghi chii: Dich swab la dich tiét dwoc ldy tir hau, hong, mdt va miii ciia ché bénh

Két qua ¢ bang 3 cho thiy 37 mau bénh pham
ctia cho mic bénh Ca-ré khong dong nhiém véi
Parvovirus.

3.2. Két qua nghién ctru mét sb dic diém sinh
hoc ciia nhirng chiing virus Ca-ré phan lap
dugec

3.2.1. Thong tin ciia nhitng chung virus Ca-
ré phan lap dwoc sir dung trong nghién ciru

Sau khi thu dugc 37 chd nghién ctru duong
tinh voi virus gdy bénh Ca-ré, tién hanh phan

lap trén moéi truong t& bao Vero-DST thu dugc
37 mau virus twong tng tir 37 cho nghién ciru.
Chung t6i da tién hanh sang loc cac mau virus
phéan lap duogc dé chonra 12 chung virus dai dién
cho 5 dia phuong nghién ctru voéi ti€u chi lya
chon nhu miu bénh phdm duogc phan lap tir ché
¢6 triéu chung lam sang, bénh tich dai thé dién
hinh ctia bénh, két qua phan 1ap trén méi truong
té bao c6 thoi gian gdy bénh tich t& bao (CPE)
som voi bénh tich ro rang, 12 chung virus Ca-ré
duoc lya chon trong nghién ctru nay c6 thong tin
chi tiét vé ngudn gbe dugc trinh bay ¢ bang 4.
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Bang 4. Théng tin ching virus Ca-ré str dung trong nghién ciru

STT Chiing Virus Ca-ré ',fé,:f::m Co quan phan lap phr‘;inllap
1 CDV1-PHN BK-HNO05 Phéi 2018
2 CDV2-HHN PQ- HNO7 Hach phdi 2018
3 CDV3-PHN MC-HDO08 Ruét 2018
4 CDV5-RHN Ph- HD14 Ruét 2018
5 CDV6-HHN Ps-TB16 Hach phéi 2018
6 CDV10-PHN R- TB18 Phéi 2018
7 CDV19-RHN BH-HG19 Ruét 2019
8 CDV28-HHN Ps- HY21 Phéi 2019
9 CDV30-RHN BK-HY24 Ruét 2019
10 CDV31-PHN BH- HG26 Phéi 2019
11 CDV36-HHN BH-HG28 Hach phéi 2019
12 CDV37-RHN Phs- HG35 Ruét 2019

Théng tin chi tiét ciia 12 ching virus Ca-ré
nghién ctru dugc lya chon tir 37 cho méc bénh
Ca-ré phan lap dugc tir thuc dia. Cac mau bénh
pham duing dé phan lap virus di duoc chan doan
dwong tinh véi virus Ca-ré bang phuong phap
RT-PCR ngoai ra bénh phém duoc lua chon tur
nhirng choé ¢ dic diém bénh tich dién hinh cua
bénh Ca-ré.

4.2.2. Khd néng gay bénh tich té bao (CPE)
va hiéu gid cua cdc ching virus Ca-ré phin
lap dwoc

Sau khi phan 1ap virus tir cac mau bénh
pham, chung t6i tiép tuc tim hiéu sdu thém vé
kha nang nhan 1én trén moi truong té bao cua
cac chung virus Ca-ré phan lap dugc. Trong
nghién ctru nay ching toi khong chi tién hanh
nghién ctru véi nhitng virus phan 13p dugc ma
con dong thoi tién hanh d6i véi ca ching virus
vacxin Onderstepoort dé so sanh kha ning
nhén 1én, huy hoai té bao cua cac chung Ca-ré
phan 1ap dugc véi ching virus vacxin.

Pé danh gia mot cach khach quan kha
ning giy bénh tich té bao, virus phan lap
duogc xac dinh hiéu gia dé tinh toan gia tri
TCID,,. Sau d6 moéi dem gay nhiém lén moi
truong té bao Vero-DST & cung mot ty 1€

MOI 1a 0.01. Két qua nghién ctru kha ning
gdy bénh tich té bao (CPE) cuia cic chiing
virus Ca-ré trén moi truong té bao Vero-DST
duoc thé hién & bang 5.

Nghién ctru vé kha ning nhan 1én trén moi
truong té bao (kha ning gdy bénh tich té bao)
cua cac chung virus Ca-ré nghién clru qua
bang 5 chiing toi thiy ring virus bat dau pha
hiy té bao tir 24 gio dén 48 gio sau khi gay
nhiém va pha hay hoan toan té bao sau 60 gio
dén 96 gio. Tuy nhién thoi gian pha hay té
bao sém hay mudn tuy thudc vao tung chung
virus, diéu nay phu thudc vao kha ning gay
bénh tich cua tung chung virus khac nhau.
Cac chung thich nghi cao c6 kha nang nhan
1én trén té bao tot s& gay bénh tich té bao
sém, nguoc lai cac chung virus thich nghi
thap kha ning nhan lén trén té bao kém sé&
gay bénh tich té bao muodn hon. Bén canh d6
cong tac 14y mau duoc chuédn b va tién hanh
tot ciing c¢6 ¥ nghia quan trong trong viéc
gitr cho virus sdng sot va bao toan kha ning
nhan 1én cua virus, nguoc lai thu thap va bao
quian mau khong dung quy trinh s& lam gidm
s luong ciing nhu sy sdng cua virus, diéu
nay anh hudng tryuc tiép ti viéc phan lap gitr
giéng virus.
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Phan tich bang két qua cho thay trong
tong s6 12 chung virus dugc Iwa chon nghién
cttu co chung virus giy bénh tich té& bao
s6m, dién hinh va pha huy té bao hoan toan
rat gidng voi ching virus vacxin d6 1a cac
chung CDVI1-PHN, CDV5-RHN, CDV10-
PHN, CDV19-RHN, CDV28-HHN biéu hién
la thoi gian xudt hién bénh tich som 24h va
thoi gian hiy hoai hoan toan té bao ngin
48h, dién bién bénh tich té bao phat trién
nhanh trong vong 24h. Trong 12 chung virus
phan 1ap duoc lya chon nghién ctu, chung
t6i con nhan thdy c6 chang virus phat trién

cham trén moi truong té bao, bénh tich té bao
xuét hién muodn sau 48h thoi gian pha huy
hoan toan té bao dai hon 96h va khong thé
phé hity hoan toan té bao sau khi giy nhiém
nhu CDV2-HHN, CDV3-PHN, CDV6-HHN,
CDV30-RHN, CDV37-RHN. Nhu vay trong
tong s6 12 chung virus duoc lya chon nghién
curu chiing t61 da budce dau xac dinh duoc mot
s6 chung virus Ca-ré c¢6 kha ning nhéan lén
tot trén moi truong té bao Vero-DST dé tiép
tuc nghién cuu va loai bo cac ching nhan Ién
kém, khong 6n dinh trén moi truong té bao.

Bang 5. Két qua nghién ctru kha niang gay bénh tich té bao (CPE) cua cac chiing virus Ca-ré

- CPE (%)
STT Virus
12hpi  24hpi  36hpi 48hpi 60hpi 72hpi 84hpi  96hpi
1 CDV1-PHN - * 50 100 B B B B
2 CDV2-HHN - - * 30 70 80 90 90
3 CDV3-PHN - - * 20 65 80 80 85
4 CDV5-RHN - - * 80 100 100 B B
5 CDV6-HHN - - * 10 20 30 30 30
6 CDV10-PHN - - * 90 90 100 B B
7 CDV19-RHN - * 50 100 B B B B
8 CDV28-HHN - - * 80 100 B B B
9 CDV30-RHN - * * 40 55 75 90 90
10 CDV31-PHN - - * 10 20 30 30 30
11 CDV36-HHN - * * 50 70 20 90 B
12 CDV37-RHN - - * 15 35 50 80 90
13 Onderstepoort - * 50 100 B B B B
Chau thich:

- Chua ¢6 bénh tich té bao (CPE)
*: CPE dwdi 5%

10%: S6 % té bao bi pha hity so véi tong dién tich bé mdt nudi cdy

B: Té bao bong tréc hoan todn khéi bé mdt nudi cdy

hpi: Hour post inoculation (gio: sau gdy nhiém virus)

Sau khi nghién ctu kha nang gy bénh tich
té bao cla cac ching virus Ca-ré, chiing toi tién
hanh nghién ctru su dn dinh vé dic tinh nuoi ca‘iy
ctia virus Ca-ré (bang cach nhan 1én 3 thé hé trén

10

moi truong té bao Vero-DST) va xac dinh hi¢u
gia cua cac chung virus Ca-ré duoc luya chon dé
¢6 két qua Iya chon cac ching virus cho cac buée
nghién ciru sau mot cach chinh xac nhat.
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Hinh 1. CPE do CDV1-PHN géy ra sau 36
gior gay nhiem trén té bao Vero-DST

4.2.3. Nghién civu xdc dinh biéu dé ting truéng
ciia nhitng chiing virus Ca-ré phan lgp duoc

Pé tién hanh nghién ctru dédc tinh sinh hoc
cia virus CDV, chang toi tién hanh nghién
ctru sy hién dién cua virus ¢ bén trong va bén
ngoai té bao sau khi gay nhiém. Trong nghién
clru nay, ching toi tiép tuc nghién ctru quy luat
nhén Ién cua 12 ching virus Ca-ré nghién ctru.
Nghién ctru quy luat nhan 1én cua 12 ching
virus Ca-ré phén lap dugc chiing toi nhan thiy
03 chung CDV1-PHN,CDV19-RHN, CDV28-
HHN xam nhap va nhan 1én nhanh trong té bao
Vero-DST, chiing t6i ciing nhan thay cac chiing
virus CDV trén ¢ dic diém chung d6 1a ham
lugng virus tip trung & trong té bao ludn cao
hon so voi ham lugng virus tap trung ¢ ngoai
té bao qua cac thoi diém thu khac nhau thi khac
nhau ¢ tirng virus.

Két qua nghién ciru ndy ¢ y nghia rat quan
trong ddi v6i cac nha nghién ciru trong viée xac
dinh thoi diém nham thu hoach virus véi hidu gia
virus cao nhat. Bén canh do6 két hop véi viée st
dung cac thiét bi pha v& té bao gitip ting hiéu
gi4 virus thu hoach duoc tir méi truong nudi ciy.
DPong thoi, 12 ching virus ndy c6 duong biéu
dién sy nhan 1én twong ddi gidng voi ching virus
vacxin, tily thudc vao thoi diém thu khac nhau thi
s€ co su khac nhau gitta ching virus vacxin va
chung virus méi phan 1ap dugc. Nhu vay, su tang
truong cua virus trén moi trudng nudi ciy té bao
Vero-DST khong phai 1a mot qua trinh lién tuc,

Hinh 2.Té bao Vero-DST khéng gay
nhiém virus Ca-ré

dong déu. Ca 12 ching virus Ca-ré phan 1ap dugc
déu cho thay ching tin cong, xdm nhép, nhan 1én
trong t& bao manh hay yéu tily timg thoi diém
nhit dinh. Két qua vé quy luat nhan 1én cta 12
chung virus trong nghién ctru nay khi so sanh voi
ching 007Lm (Asia 2), ching S124C (Asia 1) va
Vn86 (Classic) trong cac nghién ctu ctia Lan et
al. (2006b; 2009a) nhan thdy c6 su sai khac vé
thoi diém xuét hién cuc dai véi lugng virus lién
két trong té bao va lugng virus giai phong ngoai
moi trudng nudi cay.

Bang 6. Hiéu gia cuaa cac ching virus Ca-
ré phan lap

STT  Chung virus TCID, /mI
1 CDV1-PHN 6,67x10*
2 CDV2-HHN 3,16x10?
3 CDV3-PHN 1,26 x10*
4 CDV5-RHN 6,67x10?
5 CDV6-HHN 2,00x10°
6 CDV10-PHN 5,01 x10°
7 CDV19-RHN 3,16x10°
8 CDV28-HHN 6,67x10*
9 CDV30-RHN 6,67x10°
10 CDV31-PHN 3,16x10°
" CDV36-HHN 1,44 x102
12 CDV37-RHN 5,01x10°

11
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Bén canh do, khi so sanh quy ludt nhan lén
cua 12 chung virus nghién ctru v6i kha nang gay
bénh tich té bao trén moi trudng nudi cdy té bao
Vero-DST, nhan thiy kha ning gy bénh tich té
bao cua chung virus nghién ctru dat 90% sau 48
gio gay nhiém tuong tng vai dat gia tri cuc dai
(lugng virus trong té bao va giai phong ngoai
moi trudng nudi cdy).

Cin ctr vao kha niang gay bénh tich té bao va
kha ning nhén 1én 6n dinh (1a cic ching virus
nhan 1én va gy bénh tich té bao nhu nhau qua
3 thé hé cdy truyén) va hiéu gia virus xac dinh
dugc chung t6i tiép tuc chon ra 3 chung virus
Ca-ré dé nghién ciru quy luat nhan 1én trén moi
truong té bao Vero —DST cua cac chung nay dé
phuc vu cho nghién ciru tiép theo. Két qua céac
chung virus Ca-ré dugc lya chon dugc trinh bay
o bang 7.

Bang 7. Cac ching virus Ca-ré dweoc lwa
chon nghién ctru quy luat nhan Ién

STT Chiing virus TCID, /ml
1 CDV1-PHN 6,67x10*
2 CDV19-RHN 3,16x10°
3 CDV28-HHN 6,67x10*

Pé c6 nhitng nghién ctru siu hon vé dic
tinh sinh hoc cua virus, chung toi tién hanh
nghién cuu quy ludt nhan Ién cia virus ca
bén trong va bén ngoai té bao sau khi gy
nhiém. Té bao Vero —DST sau khi duoc giy
nhiém virus Ca-ré s& dugc thu riéng r& & bén
trong va bén ngoai té bao theo cac thoi diém
khéac nhau tir khi virus bat diu nhan Ién trén
té bao cho dén khi virus pha huy hoan toan
té bao, xac dinh hiéu gia virus tai cac thoi
diém thu va duong cong sinh trudng cua
virus chinh 1a duong biéu dién sy nhan 1én
ctia virus qua céc thoi diém khac nhau trén té
bao Vero- DST.

Két qua dugc trinh bay ¢ dd thi 1, 2 va 3.

Nghién ctru vé quy ludt nhan lén cia

12

3 chung virus dién hinh la CDVI1-PHN,
CDV19 -RHN va CDV28-HHN, qua db thi
1, 2 va 3 chung tbi thay hiéu gia virus bién
doi theo thoi gian nhan 1én cua virus trén
té bao. Pbi voi virus trong té bao hiéu gia
virus thuong cao hon hiéu gia virus ngoai
té bao tr thoi diém giy nhiém dén 60 gio
sau gdy nhiém va dat cao nhat ¢ 48 gio dén
60 gio tuy tirng chung virus cu thé. Sau khi
gdy nhidm 60 gid thi hiéu gia virus ngoai té
bao lai cao hon hi¢u gia virus trong té bao.
Cu thé ching virus CDV1-PHN c6 hiéu gia
virus bén trong té bao cao nhat Log TCID,,
tai thoi diém 48 gid sau gay nhiem 1a 5.5
va cao hon so hiéu gia virus bén ngoai té
bao dat 4,71. Ching virus CDV19-RHN co6
hiéu gi4 virus bén trong té bao cao nhat Log
TCID,, tai thoi diém 48 gio sau gdy nhiém
la 4,82 va cao hon so hiéu gia virus bén
ngoai té bao dat 4,71 tai thoi diém 60 gio
sau gdy nhiém. Chung virus CDV28-HHN
c6 hiéu gia virus bén trong té bao cao nhat
Log TCID,, tai thoi diém 60 gio sau gay
nhiém la 4,82 va cao hon so hiéu gia virus
bén ngoai té bao dat 4,3.

Nhu vay su nhan 1én cta virus khi nuoi
cdy trén moi truong té bao 1a mot qua trinh
lién tyc, ddng déu. Ca 3 chung virus phan
lap déu dugc phat hién rang hi¢u gia virus
bén trong té bao cao hon ngoai té bao & thoi
diém gay nhiém dén 60 gid sau gdy nhiém
va dat cao nhat ¢ 48 gio dén 60 gio sau gy
nhiém tuy tirng chung virus. Sau 60 gid gay
nhiém, virus pha v& té bao hoan toan va giai
phéng ra méi truong nudi cdy nén ham lugng
virus ngoai té bao thoi diém nay thuong 16n
hon ham lugng virus trong té bao. Bén canh
d6, nhirng thoi diém phat trién manh trong
té bao cua 3 virus nay khong gidng nhau
hoan toan trong toan b thoi gian sau khi 3
virus dugc dem gdy nhiém lén té bao Vero-
DST. Két qua nghién ciru nay ciing phu hop
véi cac cong bd trudc diy cua Lan et al.
(2005a, 2005b, 2007).
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Do thi 3. Puong biéu dién sw nhan 1én cua chiing CDV28-HHN

IV. KET LUAN

Chiing t6i thu dwoc 37 miu chd mic Ca-ré
chan doan bang phuong phap RT-PCR. D3 phan
1ap duoc 12 mau virus Ca-ré trén moi trudng té
bao Vero — DST. Bénh tich té bao xuét hién dau
tién sau 24 gio dén 36 gio sau khi gy nhiém
virus, dat mirc phd hity cao ¢ 48 gio dén 60 gio

sau gy nhiém va t& bao Vero-DST bi pha huiy
hoan toan sau 96 gio. Virus Ca-ré c6 hiéu gia cao
tur 6,67\)(104 dén 3,16x10° TCID,/ml. Trong gia’i
doan dau sau gay nhieém, hi¢u gid virus trong té
bao thudng 16n hon hiéu gia virus ngoai té bao.
Ca 12 ching virus Ca-ré phan 1ap dugc déu cho
thay chiing tan cong, xAm nhap, nhan 1én trong té
bao manh hay yéu tily timg thoi diém nhat dinh.
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