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PHAN LAP VA PINH DANH VIRUS GAY BENH VIEM GAN VIT TYPE I
O TINH HAU GIANG

Pham Céng Uan' va H) Thi Viét Thu?
! Truong Cao ding Céng dong Kiéen Giang .
2 Khoa Néng nghiép & Sinh hoc Ung dung, Truong Pai hoc Can Tho

Thong tin chung: ABSTRACT

Ngay nhan: 26/9/2014 A study on isolation and identification of duck hepatitis virus was
Ngay chap nhédn: 07/11/2014 performed on 25 liver samples from suspected viral hepatitis ducks
collected in Hau Giang by inoculation on duck embryos and duck embryo

Title: fibrobasts. The results showed that all of duck embryos were died after
Isolation and identification of  inoculation from 48 to 72 hours. Typical lesions of inoculated embryo
duck hepatitis virus type I in were stunt embryos with skin hemorrhage and orange or green livers
Hau Giang Province covered with hemorrhagic. The cytopathic effect in embryo fibrobast cells
are curled destroyed cell syncytiums and viral plaques. The results of RT-
Tir khoa: PCR technique showed that all 25 samples from suspected viral hepatitis
Virus, viem gan vit, Hdu ducks contained duck hepatitis virus A genotype 3 (DHAV-3).
Giang TOM TAT
Keywords: Nghién cuu phdn ldgp va dinh danh virus gdy vién gan vit dwoc thuc hién
Virus, duck, hepatitis, Hau trén 25 mau gan vit thu thap tir nhitng dan nghi ngo mdc bénh viém gan do
Giang virus & tinh Hiu Giang. Cac mau bénh pham duwoc phan lap qua phoi vit,

sau do gdy nhiém cho méi truong té bao xo phéi vit. Két qua cho thdy tat
ca cdc mau bénh phdm déu gay chét phéi vit véi thoi gian chét phéi tir 48-
72 gio. Bénh tich dién hinh trén phoéi la phéi xudt huyét, cham phat trién;
gan xudt huyet c6 mau vang cam hodc xanh la cdy. Trén moi truong té
bdo, bién doi bénh ly thé hién cac 1é bao co tron va bi pha huy tao thanh
nhiing vét tan. Két qua giam dinh virus tir cdc mau da phan lp bang ky
thudt RT-PCR cho thdy trong 25 mau bénh pham déu c¢é chita virus gdy
bénh viém gan vit A thugc genotype 3 (DHAV-3).

1 GIOI THIEU type 3. Phd bién nhat 1a virus viém gan vit type 1
(Kim et al., 2006; Tseng et al., 2007). Theo Tseng
and Tsai (2007) thi virus viém gan vit type 1 duoc
xép vao chi méi Avihepatovirus thuoc ho
Picornaviridae. Chi nay gdm ba lodivirus viém gan
A & vit(Duck hepatitis A virus: DHAV) 1a DHAV-
1, DHAV-2 va DHAV-3. Virus viém gan A vit

type 1 (DHAV-1) 1a virus viém gan vit type 1
(DHV-1: viém gan vit do virus type 1 gbc ban dau)
va 2 kiéu gen bd sung la DHAV-2 (Tseng and
Tsai., 2007) va DHAV-3 (Kim et al., 2007a).

Viém gan vit do virus (Duck Hepatitis Virus:
DHV) 13 bénh truyén nhiém cép tinh, gay bénh phd
bién & vit con tir 01 dén 28 ngay tudi, ty 1& chét
cao, voi bénh tich dic trung la gan nhat mau, xuét
huyét. Bénh nay dugc mé ta du tién & Long Island
vao nam 1949 (Levine andFabricant, 1950). Sau d6
dich bénh nay dugc bao cao & Anh, Canada, Dtrc,
Nhat va cac noi khac, dac biét 1a & cac nudc Chau
A. Bénh viém gan vit gdy ra boi ba loai virus khac
nhau goi 1a virus viém gan vit type 1, type 2 va
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O Viét Nam, Trin Minh Chau va crv. (1985) da
ghi nhén c6 bénh viém gan vit do virus, nhung vao
thoi diém ndy chua phan 1ap dugc mim bénh.
Nhitng nam gan déy, ciing c6 nhidu nghién ctru vé
bénh viém gan vit & nudc ta, nhung ¢ khu vuc
Dong bang song Ciru Long chua c6 nghién ciru nao
duogc thyc hién. Cho nén viéc phan ldp va dinh
danh virus viém gan vit tai dia phuong 1a hét
strc can thiét, nhdm x4c dinh chinh xac virus gay
bénh va tim ra giai phap phong va tri bénh dat hi¢u
qua cao.

2 PHUONG PHAP NGHIEN CUU
2.1 Phuong tién nghién ctru

Thu miu tir nhitng dan vit con tir 01-28 ngay
tudi co biéu hién tridu chimg nhu ty 18 bénh va ty 18
chét cao, khi chét co tu thé dic trung la déu ngua
1én lung, hai chan dudi thang, tién hanh md kham
phat hién gan sung Xuét huyet hay hoai tir, than
sung thi tién hanh thu maiu. M01 dan thu tr 2-4
mau gan cua vit nhiém bénh sap chét hoac mai chet
dé 1am xét nghiém. Tong cong thu duge 25 mau
gan tir 8 dan vit nghi nhiém bénh viém gan vit do
virus & mot sb huyén nhu: Phung Hiép, Long My,
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Vi Thuy thugc tinh Hau Giang.

Phoi vit 11-14 ngay tudi dung dé nudi cdy
té bao, phan lap virus qua méi truong té bao va
phoi tring.

Bo kit tach chiét RNA va sir dung trong phan
ung RT-PCR (Reverse Transcription — Polymerase
Chain Reaction).

Céc cip modi str dung trong phan (mg RT-PCR:
nghién ctru nay sir dung 3 cip mdi dé xac dinh
virus viém gan vit type 1 (DHAV):

Cip moi 1: mdi xudi, ky hiéu: DHAV-1F va
moi ngugc, ky hi¢u: DHAV-1R dung dé xac dinh
virus viem gan A vit type 1 (theo Chen et al,
2012).

Cip moi 2: mdi xudi, ky hiéu: DHAV-2F va
moi nguoc, ky hiéu: DHAV-2R dung dé xac dinh
virus viém gan A vit genotype 2 (theo Chou et al,
2013).

Cip mdi 3: moi xudi, ky hiéu: DHAV-3F va
moi nguoc, ky hiéu: DHAV-3R dung dé xac dinh
virus viém gan A vit genotype 3 (theo Chen et al.,
2012).

Bang 1: Cac trinh tu mdi sir dung trong phan ing RT-PCR

Ky hi¢u moi_Trinh ty méi (5°>3°) Vi tri khuéch dai Sin pham PCR
DHAVAIR  3-CCTGATGGACCATIGTGACTG-3 1850-2371 492 bp
DHAVAR  3-AGT AGG TCA TCA CCG TAG GO 27413085 343 by
A T T

2.2 Phwong phap nghién ctru

2.2.1 Phan lap virus viéem gan vit qua moi
truong phoi trieng vit

Nghién cac mau gan thu thép cung mét dan tao
thénNh mot mau huyyén d§ch bénh pham, c6 8 mau
huyén dich bénh pham dé lam thi nghiém.

Tiém 0,2 ml huyén dich pénh phém V’E‘IO tui niéu
mo cua phoi vit 14 ngay tudi. Sau do6 tiép tuc dem

trimg ap trong may ap ¢ 37°C, mdi ngay kiém tra
su hoat dong ciia phoi. Néu phat hién phoi chét thi
ghi nhan thoi gian phoi chét va bénh tich biéu hién
trén phdi. Thu nhan dich nudc tring va gan cua
phoi dem trit dong & -80°C dé lam céac thi nghiém
tiép theo. Cac chi tiéu theo ddi: Ty 1& chét
phoi theo thdi gian, Tan sudt xudt hién bénh tich
trén phoi.

S6 phéi chét cung thoi diém

x 100

Ty 1& chét phoi theo thoi gian (%) =

Téng s6 phoi vit thi nghiém
SO phoi c6 cung bénh tich

Tan suét xuit hién bénh tich trén phoi (%) =

2.2.2 Phan ldp virus viém gan vit qua moi
truong té bao xo phai vit

Tao I6p té bao xo phéi vit so cdp

x 100

Téng s6 phoi chét

Qui trinh tao 16p don t& bao DEF (Duck
Embbyo Fibroblast) dugc thyc hién theo phuong
phap cua Doyle and Griffiths (1998).

Cdy truyén va thu nhén dich virus
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Nuéce trimg, gan phdi sau khi phan 1ap virus
dugc thu hoach va gdy nhiém trén moéi truong te
bao xo phdi vit so cap. Qui trinh dugc thyc hién
theo phuong phéap ciia Hussain and Rasool (2005).

2.3 Dinh danh virus viém gan vit bang k§y
thuit RT-PCR

2.3.1 Phuwong phdp tach chiét RNA tong s6

RNA tong sd duoc tach chiét tir dich virus thu
nhan tir méi truong té bao xo phoi vit. RNA tdng
s6 bao gdm RNA hé gen cua virus viém gan vit va
RNA cua té bao. Muc dich tach chiét 1a dé thu
nhan hé gen cla virus viém gan vit lam khuén cho
phan tng RT-PCR. Tach chiét RNA tong s6 duogc
tién hanh bang Bo kit tach chiét RNA bing
Phenol/Chloroform: ™pRNA Extraction Kit
(VA.A92-002B) cia Cong ty cd phan cong nghé
Viét A(qui trinh dwoc thuc hién theo huéng dan
cia nha san xuat).

2.3.2 Thuc hién phan ung RT-PCR

Phan tng RT-PCR dugc tién hanh qua 2
giai doan, bao gom giai doan RT (Reverse
Transcription: phan tng sao chép ngugc chuyén
mRNA thanh c¢DNA) va giai doan PCR
(Polymerase Chain Reaction: phan tng nhan gen).
Trong nghién curu nay, ching t6i sit dung bd Tetro
cDNA Synthesis Kit ciia haing BIOLINE dé chuyén
mRNA thanh ¢cDNA, sau d6 thuc hién phan ung
PCR theo qui trinh ctia Cong ty c¢b phan cong nghé
Viét A.

Thanh phin phan tGng RT (Reverse
Transcription) chuyén mRNA thanh cDNA:
Random Hexamer 1 pl, 10 mM dNTP mix 1ul, 5x
RT Buffer 4 ul, Ribosafe RNase Inhibitor 1 pl,
Tetro Reverse Transcriptase (200 w/pl) 1 ul,
mRNA 12ul. Chu ky nhiét cho phan tng RT lan
lwot 14 45°C trong 30 phut, 85°C trong 5 phut, thuc
hién 01 chu ky. Két thuc phan ung trit cDNA & -
20°C dén khi thyc hién phan tng PCR.

Thanh phéan phan tmg PCR:H,0 Biopure 27 pl,
iStandard PCR Master Mix 2X 20ul, Primer
DHAV-Fs 0,5 ul, Primer DHAV-Rs 0,5 ul, cDNA
2 ul. Chu ky nhiét cho phan trng PCR: 94°C trong
5 phut, thyc hién 1 chu ky; budc bién tinh 94°C
trong 1 phut 30 gidy, budc lai 52°C trong 1 phit,
budc kéo dai 72°C trong 1 phut 30 gidy, thuc hién
35 chu ky; 72°C trong 1 phut 30 gidy, thuc hién 1
chu ky, cho két thiic & vong cudi cung. Sau khi két
thiic phan ng RT-PCR, liy san pham dem dién di
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trén gel agarose 1,5 % dé phat hién san 9ph§m RT-
PCR.Sau khi ket thic dién di, lay san pham soi trén
mdy Dolphin-DOC va chyp anh luu gitr mau dé
kiém tra.
3 KET QUA VA THAO LUAN
3.1 Két qua phén lap virus viém gan vit qua
phoi trirng vit
3.1.1 Khao sat ty 1é chét phéi theo thoi gian
Tiém huyén dich bénh phﬁm Véq tai ni€u mo
cla trimg vit c6 phoi luc 14 ngay tudi, sau do tuc
ap ¢ 37°C d¢ theo doi thoi gian chét phoi va bénh
tich the hién trén phoi. Keét qua ghi nhén thoi gian
chét phoi trinh bay qua Bang 2.
Bang 2: Thoi gian chét phoi sau tiém truyén
(n=8)
S6 lwong

Ty 18 chét phdi theo thoi gian

miu 48 gid 72 gio Tong sd phdi chét

8 3 5 8

Tong 3/8 5/8 8/8
Ty 1€ (%) 37,5 62,5 100

Qua Bang 2 cho théy, khi tiém huyén dich bénh
pham vao phoi trimg thi virus nhan 1én va bat dau
gy chét phoi luc 48 gio 1a 37,5%, lac 72 gio
chiém ty 18 cao 1a 62,5%; tit ca cac mau huyén
dich bénh phém khi tiém vao phdi vit khi virus
nhan 1én déu gy chét phoi. Theo nghién ctru cua
Woolcock (1986), virus viém gan vit type 1 khi
nudi ciy trén moi truong phdi vit 10-14 ngay tudi,
virus gay chét phoi trong vong 24-72 gio va két
qua nghién ciru cia Jin.X et al. (2008), khi phan
lap virus viém gan vit trén moi truong phoi vit cho
thay virus gy chét phoi lic 48-96 gio sau khi gay
nhiém. TUr két qua nghién ctru trén cho thay, nhiing
mau bénh phim chira nhiéu virus thi sé lugng virus
nhan 1én trong phdi nhiéu va gay chét phoi nhanh,
nhung mau chira it virus thi cén phai cé du thoi
gian dé virus nhan 1én voi sb luong 16n nén gy
chet phoi cham, qua d6 chimg to rang tat ca cac
mau bénh pham thu thap tr 8 dan vit thudc tinh
Hau Giang déu c6 kha ning chira virus viém gan
vit. Sau khi phat hién phéi chét, tién hanh mé kham
va ghi nhan bénh tich biéu hién trén phoi.

3.1.2 Biéu hién bénh tich trén Pphdi vit thi nghiém

Sau khi kiém tra phat hién phdi chét, tién
hanh mo6 kham xic dinh bénh tich trén phéi. Két
qué biéu hién bénh tich trén phoi dugc ghi nhan &
Béng 3.
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Bang 3: Tén suit xuit hién bénh tich trén phéi (n=8)
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Bénh tich Tén suit xuit hién bénh tich Téng s0 Ty 1€ %
Phéi xuat huyét 8 8/8 100
Phu phdi, phoi tich nude 3 3/8 37,5
Gan sung xuat huyét 5 5/8 62,5
Gan sung c6 mau vang cam 4 4/8 50,0
Gan sung c6 mau xanh den 3 3/8 37,5
Gan sung c6 mau xanh 14 cay 1 1/8 14,28
Co tim nhat mau 5 5/8 62,5
Mat cing phong 2 2/8 25,0

Qua Bang 3 cho théy, khi phoi chét co nhiing
biéu hién bénh tich rit dic trung ctia bénh viém
gan vit do virus. Biéu hién bén ngoai, phoi Xuét
huyet ¢6 nhidu trudng hop xuit huyét toan than,
chiém ty 1& cao 100%; hién tuong gan sung xuat
huyet va co tim nhat mau, ty 1¢ 62,5%; hién tugng
gan sung c6 mau vang cam, ty 1¢ 50%; gan sung co
mau xanh den, ty 1€ 37,5% va gan sung cé mau
xanh 14 cdy, ty 1& 14,28%; ngoai ra con cé biéu
hién pht phoi, ty 16 37,5% va mat cing phong, ty 18
25%. Theo nghién ctu ctia Levine and Fabricant
(1950), khi tiém virus vao xoang ni¢u moé phoi vit
10-14 ngay tudi sau 24-72 gio thi phdi chét véi
bénh tich dic trung nhu phoi coi coc, xuét huyét

Hinh 1: Co tim nhat mau va gan
sung xuat huyet

Hinh 2: Phéi xuit huyét

dudi da dac biét 1a & vung dau, bung va chan, phu
phoi, gan sung c6 mau do hodc hoi vang. Két qua
nghiém ciru cia Jin. X et al. (2008), phan lap virus
qua phéi trimg, khi phoi chét c6 biéu hién bénh Iy
dién hinh trén phoi nhu phdi coi coc, xuét huyét da,
gan sung va xuat huyét diém, phoi chét dich nuée
tring c6 mau xanh nhat. Nhu vay, chung to6 nhitng
mau bénh phim da thu thap ¢ biéu hién bénh Iy
rat ddc trung cua bénh viém gan vit do virus. Sau
khi mé kham ghi nh4n biéu hién bénh 1y trén phoi,
thu hoach nudc trung va bénh phim 14 gan cua
phoi trir lanh ¢ -80°C dé tiép tuc phén 1ap trén moi
truong té bao xo phéi vit so cap.

A

Hinh 3: Phéi phu tich nuéc

Hinh 4: Gan mau xanh 14 cay

3.2 Két qua phén lap trén méi truomg té
bao xo phai vit so cap (DEF: Duck Embbyo
Fibroblast)

Sau khi nudi va kiém tra thdy té bao da phu tir
80-90% bé mat binh nudi cdy, tién hanh cho huyén
dich bénh pham (dich nudc trimg, gan cua phdi) da
thu thép tir qua trinh phén lap qua phoi tring vao

Hinh 5: Gan mau xanh den

119

Hinh 6: Gan mau vang cam

moi trudng té bao. Sau d6 u & 37°C, 5% CO,, am
d6 80%. Sau khi 0 duwoc 24 gio, virus nhan [én va
xuat hién CPE (bénh tich té bao). Virus nhan lén
trong té bao va tao bénh tich té bao co nhiéu dang:
té bao co tron, két cum hay tao thanh nhiing vét
tan. Khi phat hién co bénh tich t& bao rd thi thu
hoach dich t& bao bao quan lanh & -80°C dé tién
hanh giam dinh virus bang k§y thuat RT-PCR.
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Hinh 7a: Té bao co tron

3.3 Két qua dinh danh virus viém gan vit
bang ky thuat RT-PCR

Sau khi phén 18p trén moi truong phdi trang vit
va moi truong té bao. Chon 7 miu c6 gy bénh tich
dién hinh trén phdi va bénh tich t& bao dé xac dinh
virus gay bénh.

Huyén dich virus tr moi trudng ’té bao dugc
tach chiet RNA bang B¢ kit tach chiét RNA bang

H31 HG2 HG3 HG2 HGS HGE HG7

Té bao co tron

S6 chuyén dé: Nong nghiép (2014)(2): 116-121

Vét tan Két cy

Hinh 7b: Té bao két cum va nhirng vét tan

Phenol/Chloroform: “pRNA Extraction Kit
(VA.A92-002B); tiép theo chuyén RNA thanh
cDNA bang b Tetro ¢cDNA Synthesis Kit cua
hang BIOLINE, sau d6 thuc hién qui trinh PCR.
Sau khi két thic qui trinh RT-PCR, ldy san pham
dién di trén gel agarose 1,5 %, khi Kkét thic dién di
dem soi trén may Dolphin-DOC va chup anh. Két
qua dién di dugc thé hién trén Hinh 8.

1000bp
600bp
500bp
400bp

| 286bp—200bp

100bp

Hinh 8: Két qua dién di san pham RT-PCR (~300bp) trén gel agarose 1,5 %

Qua Hinh 8 cho thdy, san phdm RT-PCR xuat
hién mdt bang rd nét, co6 do dai khoang 286 bp,
dung nhu du kién doan gen nhan 1én cua cip moi
DHAV-3F; DHAV-3R. Trong 7 mau huyén dich
virus tir mdi truong té bao dugc chay qui trinh RT-
PCR, ¢6 5 mau dwong tinh cip mdi DHAV-3F,
DHAV-3R; chiém (71,42%) va khong c6 trudong
hop nao dwong tinh véi cip mdéi DHAV-IF,
DHAV-IR va DHAV-2F, DHAV-2R. Diéu d6
chung t6 virus viém gan vit dugc phat hién tir cac
mau bénh phim thu thip tir thuc dia & mot sb
huyén thudc tinh Hau Giang la virus viém gan vit
type 1, thudc subtype 3 (DHAV-3).
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4 KET LUAN VA PE XUAT
4.1 Kétluan

Két qua phan 1ap cac mau bénh phim trén moi
truong phoi trimg vit lic 14 ngay tudi, giy chét
phoi tir 48 dén 72 giod, nhimg phoi chét co biéu
hién bénh tich rat dién hinh cta bénh viém gan vit
do virus. Khi phan l4p trén méi truong té bao déu
thdy virus nhan 1én va giy bénh tich trén té bao.
Sau khi dién di san pham RT-PCR cho thay, virus
phat hién dugc tir nhitng miu bénh phim da thu
thap tai mot s6 huyén thudc tinh Hau Giang déu la
virus viém gan vit type 1, thudc subtype 3 (DHAV-
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3). Tir két qua trén chimg to ring virus viém gan
vit type 1, thudc sqbtype 3 l}ién dang luu hanh tai
tinh Hau Giang chiém ty 1¢ rat cao (71,42%).

4.2 D& xuit

Cén phan l4p va dinh danh virus viém gan vit &
cac dia phuong thudc khu vuc Pdng biang song
Ciru Long dé dé ra phuong phap phong va tri bénh
hiéu qua.
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