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TOM TAT

Nghién ctu duge thuc hién nham xac dinh tinh hinh nhiém PCV2 trén dan lon dugc nudi tai
c4c trang trai thudc cac huyén phia bic tinh Nghé An bang ky thuat Real time PCR. Téng s6 93 mau sb
bénh phém thu dugc tir 6 xa thudc 2 huyén Nam Dan va Yén Thanh. Trong dé6 mau thu tir xi Hoa Thanh,
huyén Yén Thanh c6 ty 1¢ nhiém PCV2 cao nhit (29,4%), tiép dén 1a xa Pht Thanh (Yén Thanh) va xa
Nam Anh (Nam Pan) (25,0%). Ty 1¢ mau dwong tinh vi PCV?2 tir lon khong c6 déu hidu ho hap dién
hinh 14 22,2% va ty 1¢ mau dwong tinh tir lon ¢6 biéu hién ho hip dién hinh 1 25,0%. Mau thu tir dich
xoang miéng, huyét thanh va mau phii tang cho két qua duong tinh voi PCV2 lan luot 1a 23,7%:; 22,7%;
24,2%. Két qua nghién ctru cho thiy, dé chan doan bénh do PCV2 giy ra trén lon, ngoai viéc sir dung
phuong phép 14y miu mau va phu tang thi phuong phap 1y miu dich xoang miéng ciing 1a mot phuong
phap hiru hiéu. Két qua nay s& rat co y nghia trong cac nghién ciru tiép theo vé PCV2, gitip dé xuat bién
phép phong chdng bénh do PCV2 trén dan lon nudi tai tinh Nghé An noi riéng va céc tinh ving Béc
Trung bd ndi chung.

Tir khéa: dich xoang miéng, lgn, Nghé An, PCR, Porcine circovirus type 2.
Nhdn bai: 15/12/2017 Hodn thanh phan bién: 03/01/2018 Chdp nhén bai: 16/01/2018

1. MO PAU

Nganh chin nudi lon ngay cang phét trién va giir vai trd quan trong trong nén kinh té.
Dic biét nganh chin nuéi lon da c6 nhiéu thay d6i dang ké, dap tng nhu cau thuc phim cua
nguoi dan. Chan nudi lon da tro thanh ngudn thu nhap quan trong va 1a mot trong nhitng nganh
nghé gop phan dich chuyén co ciu nén kinh té nong nghiép. Cung v6i su phat trién khong
nglmg ciia nganh chin nudi 1 sy gia tang vé tinh hinh dich bénh trén dan gia stic. Ngoai nhimng
dich bénh d3 dugc nhiéu nha khoa hoc dé cap trong cac nghién ctru nhu bénh tai xanh, 1o mom
long méng, hay cam lon va hién di c6 phuong phap phong bénh hitu hiéu. Bénh mai ndi gy
ra do Porcine circovirus (PCV) tuy khong gay nén nhitng dot dich 16n, nhung n6 lai tung budc
gdy thiét hai kinh té nghiém trong dbi voi nganh chin nudi lon, do tiéu t6n thic an cao, lon
coi coc, cham lon (Cheung, 2004).

PCV 14 virus thudc ho Circoviridae, bao gdm Porcine circovirus type 1 (PCV1) va
Porcine circovirus type 2 (PCV2) (Weingartl, 2002). Nam 1971, PCV1 dugc tim thiy nhung
duoc xac dinh la khong gy bénh. Pén nam 1997, cac nha khoa hoc méi phan lap thanh cong
PCV2 tir mdt 6 dich. Virus sau d6 di duoc cdy chuyén vao lon sau cai sira & phong thi nghiém
va da phat hi€n mdt loat cac triéu chirng ctiia bénh dugc bao cdo lai nhu: géy yéu, viém da, ¢o
triéu chimg ho hép, déu hiéu than kinh, sung hach bach huyét...(Puvanendiran va cs., 2011).
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Trong cac triéu chirng bénh do PCV2 gy ra, thi hién tugng gay yéu ¢ lon sau cai sita duoc
coi 1a nguyén nhan gay thiét hai kinh té nghiém trong cho nganh chin nuéi. Khi mac bénh nay,
lon bénh cé thé chi dat trong lwong khoang 30 kg, trong khi lon khong méac bénh ¢ cung lta
tudi co thé dat 90 — 100 kg.

Nguyén Thi Thu Hong va cs. (2006) cho biét PCV2 xuét hién & Viét Nam tir nim
2000 véi ty 16 nhidém 38,97% va tang dan dén 90,26% (nam 2005). Huynh Thi My L& va cs.
(2012) da xac dinh dugc sy luu hanh va genotype cua PCV2 ¢ dan lon nudi tai mot sb tinh
mién Bic Viét Nam. Theo khao sat ciia chung t6i, trong thoi gian tir thang 03 dén théng
09/2014 lon duge nudi tai cac trai thudc cac huyén phia Béc tinh Nghé An c6 mot s6 céc triéu
ching vé ho hap rat dién hinh nhu lon gay yéu, bo an, cdi coc, cham Ion... Piéu nay lam cho
cac chi chin nudi rat lo ling va hoang mang. Nghién ciru ndy nham xéac dinh tinh hinh nhiém
PCV2 & mét s6 trai lon thuoc 02 huyén Nam Dan va Yén Thanh, tinh Nghé An, tir d6 chuan
hoa phuong phap 14y mau dich xoang miéng trong viéc chan doan bénh do PCV2 giy ra. Noi
dung nghién cru duoc thyc hién thanh cong s& tao ra ngudn gidng virus phuc vu cho nhiing
nghién ctru san Xuat vacxin phong bénh do PVC2 gay ra trong tuong lai.

2. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Vit liéu nghién ciru

Mau bénh phim: gdm mau huyét thanh, mau phu tang va mau dich xoang miéng cua
lon sau cai sita, duoc nudi tai mot sd trai lon thudc dia ban huyén Nam DPan va Yén Thanh,
tinh Nghé An.

Hoa chét dung tach chiét DNA tong s6 gdm: (1) dung dich ly giai mau c6 chira 27%
sucrose; 15 mM trisodium citrate; 0,15 M NaCl, 1 mM ethylene diaminetetraacetic acid, 1%
sodium dodecyl sulphate, 200 pg/mL proteinase K; (2) phenol-chloroform-isoamyl alcohol
(25:24:1); (3) isopropyl; (4) con 70%; (5) dung dich dém TE (Tris va EDTA) (pH = 8).

Sinh pham, hoa chit ding cho phan tmg PCR (Polymerase Chain Reaction): Hoa chat
tach DNA tir bénh pham. Nguyén liéu nhan gen PCR Qiagen (Cart No. 210210).

Céc loai may moc thiét bi: may voltex, may ly tim mini (spin down), thiung d4,
micropipet, PCR cabinet.

2.2. Dia diém, thoi gian nghién ciru

Nghién ctru dugc tién hanh tai Tram chan doan xét nghiém bénh dong vat - Co quan
Tha y Ving 111, Thanh phd Vinh, Tinh Nghé An.

Thoi gian nghién ctru tir 10/01/2015 dén 08/05/2015.

2.3. Phuwong phap nghién ciru
2.3.1. Phurong phdp thu mau

Dich xoang miéng: dugc 1ay ngiu nhién tir cac 6 chudng c6 lon dang c6 biéu hién hodc

khong c6 biéu hién ho hip dién hinh.
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Hinh 1. B6 tri thu miu dich xoang miéng Hinh 2. Thu mau dich xoang miéng dé
ngay tai chuong nuoi. chuyén vé phong xét nghiém.
Céch 14y mu dich xoang miéng: Sir dung déy thing cotton (d xt 1y bing cach ngdm
dung dich dém PBS (phosphate buffer saline), pH = 7.2, hap khtr tring 121°C, siy kho) ¢6 kha
nang thAm nudc tot, treo ngang tim vai ctia lon. Thoi gian ddt ddy thimg khoang 30 phat dam

bao tit ca lon trong 6 chudng co thé tiép can va nhai duoc day. Sau do, day thimg dugc thu lai
va vit dich xoang miéng truc tiép vao tai nylon (tui zip) v6 tring.

Mau huyét thanh: Pugc 14y tir lon dang bi bénh (c6 biéu hién ho hap, coi coc, viém da
va sét). Dung syringe léy mau tinh mach tai hodc vinh tinh mach c6, dé dong tu nhién trong 1
gidr & nhiét d6 phong, sau d6 dé qua dém & 4°C. Tién hanh chit huyét thanh vao dng Eppendorf
va bao quan & -20°C cho dén khi kiém tra (Nguyén Thi Thu Hong va cs., 2006) .

Mau phu tang: Pugc léy tr lon bi bénh néng hoac da chét. Mau bao gém gan, hach
amidan, hach lympho, than, lach, phéi, rudt... cua lon. Tién hanh déng nhét mau va bao quan
& -20°C cho dén khi kiém tra (Nguy@n Thi Thu Hong va cs., 2008).

2.3.2. Phuong phdp tach chiét DNA
a. Chuén bi mau:
Bdng 1. Trinh ty cap mdi ding trong chin doan va xac dinh genotype PCV2

PPrlrgwtt)eer/ Trinh fur mi (5-3) é\(lodlflcatlonS,
P(Pszmige Probe CCAGCAATCAGACCCCGTTAATG  FAM BHOL

Forward TGGCCCCGCAGTATTCTGATT None None

Reverse CAGCTGGGACAGCAGTTGAG None None

- Mdu phii tang: ddng nhat mau bang may nghién. Lay 0,1 - 0,2 g mau di dong nhat cho vao
dng eppendorf 1,5 mL chita bot thuy tinh dd ghi sin ky hiéu. Cho thém vao 600 pL PBS va
tién hanh nghién mau bang may trong 2 phut. Sau khi nghién mau, tién hanh ly tim trong vong
15 gidy sau d6 cho vao ti dong -40°C trong 1 gio. Sau 1 gio ldy mau ra giai dong, tron déu
méu va cho vao may ly tim 9.000 vong/phut trong 5 phit, thu dich ndi 1én bé mat trén dé chiét
tach DNA (Meehan va cs., 1997)

- Mdu huyét thanh: Sir dung huyét thanh da dwoc chiét tach nhu da néu & trén.
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Hoa chat chiét tach: Bo Kit chiét tich DNA theo huéng dan cua nha san xuét Qiagen
RNeasy Extraction. DNA sau khi duoc tach c6 thé giit & 4°C trong vai gio néu st dung ngay.
Cét giit & nhiét do -20°C néu chua ding ngay trong ngiy (Meehan va cs., 1997).

Sau khi c6 DNA mau tién hanh phan tng Realtime - PCR trén may Biorad IQ5 hoic
Smartcycler (Zhai va cs., 2014).

Sau khi két thiic phan ing Realtime-PCR, néu ¢6 mit cta virus PCV2, chung & dugc
khuéch dai dac hiéu cia trinh tw Nucleotid théng qua nhimg doan mdi chuyén biét. Viéc xac dinh
su c6 mat ciia virus thong qua phan mém tao ra duong cong cac do thi va chu ky ngudng (Ct). Déi
chimg khong c6 mau DNA (NTC) phai khong c6 su khuyéch dai dic hiéu va khéng co (Ct).

Két qua dugc xac dinh duong tinh khi c6 su khuyéch dai dic hiéu, duong cong khuéch
dai tuong tu nhu dudng cong déi chimg dwong va gia tri Ct < 35. Két qua duoc xem 1a 4m
tinh, khi khong c6 su khuéch dai dic hiéu, duong cong khuéch dai giéng nhu dbi ching 4m
tinh va khong cho gia tri Ct. Mau duoc xéac dinh 1a nghi ngo khi ¢6 duong cong khuéch dai
gidng d6i ching dwong nhung gia tri ngudng nam trong khoang 35 < Ct < 40. Nhitng mau
nghi ngd can tiép tuc xét nghiém lai va tién hanh phén 1ap virus.

Phan tmg c6 gia tri khi mau ddi chimg duwong cho gia tri Ct ngudng dao dong + 2 so
v6i gid tri Ct d4 dinh ban dau va c6 dudng cong chudn. Ddi ching 4m tinh khong c6 tin hiéu
khuéch dai dic hiéu va gia tri Ct. DBdi ching khong c6 miu DNA, khong c6 tin hiéu khuéch
dai dac hiéu va gia tri Ct.

- Mau dich xoang miéng: St dung dich dugc thu lai va bao quan trong tai zip nhu di néu ¢
budc trén.
2.4. Xir 1y s6 liéu
S6 liéu thu duoc quan 1y bang phan mém Excel (2013) va xu 1y thong ké bang phin
mém SPSS 18.0.
3. KET QUA VA THAO LUAN
3.1. Két qua phat hién PCV?2 tai cac dia phwong ldy miu thugc 2 huyén Nam Pan, Yén
Thanh tinh Nghé An
Bdng 2. Két qua phat hién PCV?2 tai cac dia phuong lay mau

Dia diém ldy mau Huyét thanh Phu tang DXM Ty 1é

Huyén Xa S0 mau (+) Somau (+) Somau  (+) %
Nam Dan Nam Anh 4 1 6 1 6 2 25,0
Hung Tién 4 0 6 2 6 1 18,8
Nam Tan 3 1 5 1 7 1 20,0
Yén Thanh Hoa Thanh 4 1 6 2 7 2 29,4
DPdng Thanh 4 1 4 1 5 1 23,1
Pht Thanh 3 1 6 1 7 2 25,0
Tong 22 5 33 8 38 9 23,7

22,7 24,2 23,7
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Két qua xét nghiém duoc danh gia dya trén phan tich dong thoi tat ca cac mau mau,
phii tang (rudt, gan, phdi) va dich xoang miéng. Chung t6i da tién hanh phan 1ap trén 93 mau
bénh pham gém 22 miu huyét thanh va 33 mau pha tang ctia lon bénh (c6 triéu ching va bénh
tich dién hinh) va 38 miu dich xoang miéng (DXM) ciia ci lon c6 va khong c6 triéu ching
dién hinh dwoc thu thap tai 2 huyén Nam Dan va Yén Thanh, tinh Nghé An. Két qua phan lap
dugc thé hién ¢ Bang 2.

Bang 2 cho thdy, c6 tong s6 22/93 mau duong tinh véi PCV2, ty 1é trung binh 13 23,7%.
C6 thé thiy, 100% xa duoc thu mau déu phat hién thdy PCV2 bang cac ngudn thu mau khac
nhau, trong d6 xa Hoa Thanh 1 xi ¢6 ty 1¢ nhiém cao nhat (29,4%), tiép dén 1a xa Pha Thanh
(25,0%) va xd Nam Anh (25,0%). Pay la cac xa xay ra dich nam 2014 va 1a xa ¢c6 mat d6 chan
nudi lon cao cua huyén Yén Thanh va Nam Pan. Tir day canh bao mot diéu rang sy c6 mit
PCV?2 rong rai, diéu nay lam nguy hai rat I6n dén nén chan nuéi lon. Vi vay viéc tiém phong
day du va dang thoi gian 1a diéu rit quan trong ma ngudi chin nudi can phai thyc hién dé giam
t6i thiéu mdi de doa nay. Toan bd mau huyét thanh duoc sir dung dé phén 1ap virus déu cho
két qua am tinh; c6 thé do lwong virus trong huyét thanh qua it.
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Cycle Cycle
Hinh 3. Két qua phat hién PCV2 khi chay phan ting Realtime-PCR.

Tai Viét Nam, Nguyén Thi Thu Hong va cs. (2008) ciing da phan 1ap dugc 2 trong
téng s6 6 mau (33,33%) bénh ph?im ctia lon con c6 biéu hién cdi coc sau cai sita & céc tinh
phia Nam. Dé tai nghién ctru ciia Pham Thi Kiéu Anh va cs. (2014) cho biét da phén 1ap duoc
2 ching PCV2 tir 3 mau bénh phidm va 3 mau huyét thanh. Guo va cs. (2010) ciing cho biét
phan 1ap PCV2 kho khin, chi thu duge 19 chung PCV2 tir 42 mau bénh phim lon coi coc cua
Trung Qudc, chiém ty 18 45,24%.

3.2. Mébi lién quan giira két qua phat hién virus trong dich xoang miéng véi tri¢u chirng
hé hip dién hinh caa lon nhiém PVC2

Virus phan 1ap dugc tir mau dich xoang miéng thudng bit ngudn tir sy nhidm virus
trong mau, tur do bai xuét qua hé mao mach, nhét 1a tuyén nude bot hodc bai xuét theo duong
hé hép hodc tir sy nhiém tring cuc bd ¢ xoang miéng. Nudc bot duge xem 14 phirc hop cua
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dich chét trong co thé nhu huyét twong hay huyét thanh va thanh phan cta né chira mot s6
protein va mam bénh (Huynh Thi M Lg va cs., 2012).
Bing 3. Két qua phat hién PCV2 tir mau dich xoang miéng

Mau dich xoang miéng Tong
Huyén Dia dié§ ~1§y mau Lon c6 dd;u Sémiu  Lomkhingcs i - So mau )

a hiéu ho hap +) dau hiéu ho +) lay tu

dién hinh hap dién hinh DXM
Nam Nam Anh 6 2 6 2
Pan Hung Tién 6 1 6 1
Nam Téan 7 1 7 1
Hoa Thanh 7 2 7 2
Yén Pong Thanh 5 1 5 1
Thanh Phti Thanh 7 2 7 2
Tong 20 5 18 4 38 9

Ty & % 25,0 22,2 23,7

Bang 3 cho thdy ty 1& lon nhiém PCV2 khi thu mau bang phwong phép 1ay dich xoang
miéng 14 tit ca cac mau khi phan 1ap déu cho két qua duong tinh v&i PCV2. Trong s6 38 mau
dich xoang miéng thi c6 9 miu dwong tinh véi PCV2 (23,7%). Pong thoi qua bang ciing cho
thay ty 18 duong tinh véi PCV2 giita lon ¢6 va lon khong c¢6 ddu hiéu ho hap dién hinh 1an luot
14 25,0% va 22,2%. Vay khong nhing lon ¢6 dau hiéu ho hap dién hinh bi nhiém PCV2 ma ngay
ca & lon khong c6 dau hiéu ho hip dién hinh ciing c6 thé nhidm PCV2. Piéu nay cho thiy cong
tac phong dich 14 rat quan trong, khi dia phuong c6 mét s6 trudng hop mic bénh thi phai ngay
1ap ttc tién hanh cac cong tac tiéu doc khir tring, rac voi phong ngira mam bénh 1ay lan.

Nghién ctru ciia Huynh Thi My Lé va cs. (2013) khi phan tich tinh hinh nhiém PCV2
trén dan lon duoc nudi & cac tinh mién Bic, Viét Nam cho théy khi phan tich mau thu duoc tur
lon khong c6 ddu hiéu bénh dién hinh cho ty 1& nhiém PCV2 1a 29,46%; d6i voi miu thu duoc
tir lon ¢6 dau hiéu bénh dién hinh cho ty 1é nhiém PCV2 1a 30,04%.

3.3. So sanh két qua dwong tinh véi PCV?2 giita mau dich xoang miéng (DXM) véi miu
mau, phua tang.

Trong diéu kién thuc té, lon bénh duge md kham va lon duge chon dé thu mdu DXM
duoc nudi cung mot diy chudng. Tuy nhién nhiing lon bénh dugc nudi cach ly trong 6 chudng
cudi clng trong ddy. Trong nghién ciru nay, ching t6i tién hanh 1iy miu dong thoi ¢ ca 3
nguon bénh pham (miu huyét thanh, mau phu tang va mau DXM) dé xac dinh ty 1¢ nhiém
virus PCV2 nhim tim mdi twong quan giira ba ngudn bénh pham nay.

Bing 4. So sanh két qua duong tinh véi PCV?2 giita mau dich xoang miéng (DXM) v6i mau huyét
thanh va miu phu tang

Loai mau S6 mau lay S6 mau (+) Ty 1€ (%)
Dich xoang miéng 38 9 23,7
Huyét thanh 33 8 22,7
Phu tang 22 5 24,2
Tong 93 22 23,7
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Béng 4 cho thdy ty 1¢ duong tinh vi PCV2 & mau phii tang 1a cao nhét (24,2%) cao
hon so v6i DXM (23,7%), mau huyét thanh c6 ty 1¢ duong tinh véi PCV2 14 22,7% . Tuy nhién
su sai khac nay lai khong co y nghia vé& mit thong ké (p= 0,21).

4. KET LUAN

Tét ca x4 duoc 14y mau thudc 2 huyén Yén Thanh va Nam Dan, tinh Nghé An déu bi
nhiém PCV2, diéu nay chimg t6 sy lvu hanh PCV?2 rat rong rdi 1a mdi nguy hai cho nganh
chan nudi lon ¢ tinh Ngh¢ An

Khéng nhitng lon ¢6 ddu hiéu ho hp dién hinh bj nhiém PCV2 ma ngay ca nhiing lon
khong ¢ dau hiéu ho hap dién hinh ciing c6 nhiém PCV2 véi ty 1¢ nhiém khac nhau khong c6
¥ nghia thong ké.

Ngoai viéc sir dung phuong phéap 1dy mau huyét thanh va phu tang dé chan doan bénh
do PCV2 giy ra thi phuong phap ldy mau dich xoang miéng ciing 1a mot phuong phap hiru
hiéu dé chin doan bénh do PCV2 giy ra. Ty 1& nhiém PCV2 phan 1ap duoc tir mau dich xoang
miéng cho ty 1¢ nhiém 1a 23,7%.
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ABSTRACT

The study was conducted to determine the prevalence of PCV2 infection in pigs raised in farms
at northern districts of Nghe An province using Real time PCR. The total of 93 samples were collected
from 6 communes in Nam Dan and Yen Thanh districts. In Hoa Thanh district and Yen Thanh district,
the highest prevalence rate was 29.4%, followed by Phu Thanh (Yen Thanh) and Nam Anh (Nam Dan)
(25.0%). The positive sample from pigs with and without PCV2 infection respiratory symptoms signs
of respectively 22.2% and 25.0%. Samples from mucus oral cavity and serum samples positive for
PCV2 were 23.7%; 22.7%; 24.2%. Research results show that to diagnose diseases caused by PCV2 in
pigs, besides the using of blood and organs sampling method, the oral cavity sampling is also an
effective method. This result is significant in further studies on PCV2, suggesting measures to prevent
PCV2 in pigs raised in Nghe An province and in northern Central Vietnam in general.
Key words: Mucus oral cavity, pigs, PCR, PCV2, Nghe An.
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