XAC DINH LOAI SAN LA GAN LON GAY BENH 6 BO
KHU VUC MIEN TRUNG VA TAY NGUYEN (VIET NAM)
BANG CHi THI PHAN TU GEN TY THE co1

D6 Ngoc Anh*; Nguyén Duy Bac*; Nguyén Khac Luc*
Pédng Thi Cdm Thach”; Lé Bdch Quang’
TOM TAT
Chung t6i da tién hanh thu thap 240 mau san la gan gay bénh & bo tai Nghé An, Quang Nam,
Phu Yén va Bak Lak. Cac mau nay déu dwoc xac dinh l1a mau san 1a gan Ién (SLGL) Fasciola
gigantica bang phwong phap quan sat hinh thai. Trong d6, chon ngau nhién 28 mau SLGL dé dinh
loai bang k¥ thuat PCR va giéi trinh tw truc tiép dwa vao chi thi phan ttr gen ty thé CO71. Két qua cho
thay tat ca cac mau SLGL déu dwoc xac dinh la Fasciola gigantica.

* T khoa: San la gan; Bo; PCR; CO1; Mién Trung; Tay Nguyén.

IDENTIFICATION OF FASCIOLA SPP IN CATTLE PATHOGENS
COLLECTED FROM MIDDLE REGION AND WESTERN HIGHLANDS
(VIETNAM) USING MITOCHONDRIAL
CO1 GENE MARCER

SUMMARY

We collected 240 Fasciola spp samples in cattle pathogens in Nghean, Quangnam, Phuyen and
Daklak provinces. Classifying all samples by morphology, we found that they were Fasciola
gigantica. 28 samples in this samples were collected randomly and species were identified by using
PCR method to amplify a portion of mitochondrial CO1 and direct sequencing. The result showed
that all samples were identified as Fasciola gigantica.

* Key words: Fasciola spp; Cattle; PCR; CO1; Middle region; Western highlands.

PAT VAN DE la bénh phd bién & dong vat nhai lai nhw
Bénh san la gan I&n 1a mét bénh ky sinh CU’U, dé, trau bo va gla sUc trén khép thé
triing do Fascila hepatica (Lonnaeus, 1758)  9i0i (Andrews, 1999). Nguoi chi la vat chu

va Fasciola gigantica gay ra (Cobbold, 1885),  tinh c& va méc phai khi an thyc vat thiy
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sinh, cac loai rau khac ngap nwdc hoac SLGL (Mas-coma va CS, 1999). O nhiéu

chva nang 4u tring (metacercariae) cla qudc gia, day la van dé stc khde duoc
coéng ddng dac biét quan tam (WHO, 1995).



Tai Viét Nam, bénh SLGL & nguwoi cé xu
hwéng tang dan tr ndm 1999, dén ndm
2006 s6 ca mac bénh |a 2.428 va dén thang
3 nam 2008 sb ca da ting lén con sb trén
5.000. Bénh duwoc xac dinh phéan bd & 47
tinh thanh tr B&c vao Nam (Pang Thi Cam
Thach va CS, 2008) va loai gay bénh duwoc
xac dinh la F. gigantica (Nguyén Van Dé va
CS, 2006).

Trong nwdc, nghién ctru SLGL dwéi goc
dod phan tr dwoc mot sé tac gid thuwe hién.
Bwéc dau, cac nghién clru nay da gilp xac
dinh loai SLGL gay bénh & nhiéu diém khac
nhau trong nwé&c. Tuy nhién, chwa cé
nghién ctu phan t&r vé SLGL & khu vuc
mién Trung va Tay Nguyén.

Dé gop phan xac dinh loai SLGL gay
bénh trén dong vat dang ton tai & Viét
Nam, ching téi tién hanh nghién ciru nay
nham muc tiéu: Xéc dinh loai SLGL gay
bénh & bo tai khu vuc mién Trung va Tay
Nguyén (Viét Nam) bang céc chi thi phan to
gen ty thé CO1.

pOI TWONG, VAT LIEU
VA PHUONG PHAP NGHIEN c(rU

1. Vat liéu, héa chét, thiét bi nghién
clru.

- Cac mau SLGL trwéng thanh thu thap
tr dong vat (bo) tai cac tinh Nghé An,
Quang Nam, Dak L3k va Phu Yén. Cac
mau san sau khi thu thap, rlra sach nhiéu
lan bang nwéc mudi sinh ly va cho vao con
70°, bao quan & -20°C cho dén khi thuc
hién nghién ctru.

- B6 kit tach ADN téng sb QIAamp DNA
extraction kit cia hang QIAGEN Inc (My) va
héa chat can thiét do hang cung cép.

- Cap mdi Ita 8 (5-ACG TTG GAT CAT
AAG CGT GT-3) va Ita 9 (5-CCT CAT
CCA ACA TAA CCT CT-3’) dwoc str dung
dé& nhan doan gen thuéc CO1.

- Bod kit tinh sach sadn phdm PCR
(Promega).

- May do néng d6 ADN, may PCR
GeneAmp PCR system 9700 AB (Applied
Biosystem, My), may soi va chup gel
Dolphin Doc (Wealtec, M), bd dién di kiém
tra sdn pham PCR cula hang Bio-Rad, may
xac dinh trinh ty ABI 3130xI Gentic
Analyzer.

2. Phwong phap nghién cuoru.

* Tach chiét ADN téng sé tir mau SLGL:

L4y cac mAu san t ti bdo quan va cat
ldy mét phan co thé (phan duéi) nhd nhw
hat d& xanh. Cho phan san nay vao éng
eppendoff, rira sach cdn bang nwéc cat 2
lan vo trung. Tiép theo, cho vao cbi da
chuyén dung dé& nghién cuing véi nito 16ng.
Sau d9, bdt san dwoc tach ADN bang cach
st dung bo sinh phdm tach ADN QlAamp
DNA extraction kit cia QUIAGEN Inc (My).
ADN cua trng con san riéng biét sau khi
tach, kiém tra bang dién di trén gel agarose
1% va do ndng d6. Bao quan ADN cac mau
san & -20°C cho t&i khi str dung chay PCR.

* Khuyéch dai gen CO1 bang ky thuét PCR:

Thanh phan phan rng PCR bao gém:

PCR master mix (Promega), mbi xudi

(Forward primer), mdi ngwoc (Reward

primer), ADN khuén (template) va nwéc tinh



khiét. Cac bwéc cua phan tng PCR nhw
sau: 1 chu ky 94°C trong 1 phut 30 giay,
tiép theo la 30 chu ky 94°C trong 1 phut 30
gidy, 52°C trong 1 phut 30 gidy, 72°C trong
2 phuat 00 gidy, cudi cung la 1 chu ky 72°C
10 phut. Két thic phan (rng, san phdm PCR
dwoc dién di trén gel agarose 1%.

*Doc va phén tich trinh tw:

San phan PCR duwoc tinh sach va giai
trinh tw tryc tiép bang may ABI 3130x
Gentic Analyzer.

* Xtr ly s6 liéu: bang phan mém chuyén
dung Seqcape 2.5, BioEdit, Cluxtal.

KET QUA NGHIEN c(rU

1. Két qua chay phan trng PCR nhan doan gen CO1.

Trong nghién ctu nay, 28 mau san chon ngau nhién tlr 240 mau san thu thap tai 4 tinh
nghién ciru, tach ADN tdng sb bang bd sinh phdm QIAamp DNA extraction kit ctia hang
QUIAGEN theo quy trinh nha san xuét cung cép. Sau d6, thyc hién phan (rng PCR, san pham

PCR duoc kiém tra trén gel agarose 1%.

Hinh 1: Bién di san phdm PCR mot s mau SLGL vé&i cp mdi Ita 8 va Ita 9.
(1, 2: SLGL Nghé An; 3, 4: SLGL Quang Nam; 5, 6: SLGL Bak L&k; 7 - 10: SLGL Phu Yén).

Céac mau déu cho doan ADN c6 d6 dai dac hiéu kich thuwéc khodng gan 450bp, trong khi

do, mau chirng 8m cho két qua am tinh dung nhw mong doi. Diéu nay cho thy phan (rng

da nhan dwoc doan gen dac hiéu ctiia SLGL va khéng bi tap nhiém.

2. Két qua xac dinh trinh tw gen CO1.

Trong nghién ctru nay, viéc xac dinh trinh tw doan gen CO7 thyc hién tryc tiép tir san
phdm phan ng PCR sau khi da tinh sach. Khi c6 két qua giai trinh tw, truy cap Ngan hang



2 . . M 2
gen dé so sanh doi chiéu. Str dung cong thiec D = 1 — T (Chilton va CS, 1995) dé xac

dinh mrc dd twong déng. Trong d6, M 1a sb nucleotid sai khac, L 1a tdng s nucleotid cta
doan gen dworc gidi trinh tw can so sanh.
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Hinh 2: Minh hoa trinh tw gen CO7 ctia mét mau SLGL Quang Nam.

Bang 1: M6t sb diém sai khac trong trinh tw gen CO1.

o ] V| TRi BIEN BOI
KY HIEU NGUON GOC MA sO
136 159 196 237 305 352
Fg_ldo Indonesia AB207179.1 T A T T T T
Fg_Thai Thai Lan AB207181.1 T A T T T T
Fg_Japan Nhat Ban AB207183.1 T A T T T T
PY1.1 Pha Yén - T A T T T T
PY1.2 Pha Yén - A T T T A A
QN1.1 Quang - A T T T A A
Nam

NA1.2 Nghé An - G T T T A A
DL1.2 D&k Lak - A - T T T A
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Hinh 3: Méi quan hé loai clia SLGL Viét Nam (mau D&k Lak)
v&i cac mau SLGL & mét sb qudc gia dwa trén dir liéu gen CO1.



BAN LUAN

CO1 (cytochrome oxidase subunit 1) 1a gen ty thé cé d&c tinh di truyén theo dong me
(Nguyé&n Thi Giang Thanh va CS, 2010), gen nay dwoc nhiéu tac gid quan tam st dung dé
nghién ctu giam dinh thanh phan loai, phan loai, lap pha hé va nghién ctu tién héa (T.
Itagaki va CS, 2009). Trong nghién ctru nay, cac mau san la gan thu thap & déng vat, sau
khi tién hanh thdm dinh loai bang phwong phap hinh thai hoc, tach ADN tdng sé dé lam
khuén (templete) cho phan ’ng PCR. St dung cap méi Ita 8 va Ita 9 (T. ltagaki va CS, 2005)
dé& nhan doan ADN chira gen CO1. Kiém tra san phdm phan (rng PCR trén thach agarose
1% (hinh 1). Két qua cho thay, ca 28 mau nhan dwoc doan gen co kich thuwéc khodng gan
450bp, phu hep véi T. ltagaki va CS (2005).

D& nhan doan gen CO7 (mot sb tac gid dat tén la cox1), nhiéu tac gid da s dung cac
cap moi khac nhau. Nguy&n Thi Giang Thanh va CS (2010) s& dung cdp méi JB3F va
JB4.5R, két qua nhan dwoc doan ADN ctia CO17 c6 kich thuwéc 423bp. Két qua trén phu hop
véi kich thuwérc doan CO1 clia SLGL da cong b trén Ngan hang gen.

San phdm PCR sau khi kiém tra trén gel agarose 1%, tinh sach va giai trinh tw truc tiép,
truy cap Ngan hang gen dé so sanh trinh tw. Trén co s& phan tich twong ddng nucleotid
clia cac mau san trong nghién clru nay véi trinh tw trén Ngan hang gen, cho thay trinh tw
nucleotid cac mau SLGL trong nghién ciru nay c6 mirc dd twong ddng cao so v&i trinh tw
nucleotid cGia san 1a gan F.gigantica trén Ngan hang gen, véi ty |& twong dong la 97 -
99,9%. Sb nucleotid sai khac dao dong t 0 - 4. Nhw vay, cac mau SLGL thu thap tir bo &
khu vwc mién Trung va Tay Nguyén la loai F.gigantica. Két qua nay phu hop v&i nhan dinh
cta hau hét tac gia khi nghién clru vé SLGL & Viét Nam cling nhuw & mét sb tinh khu vuc
mién Trung (Nguyé&n Van D& va CS, 2006; Nguy&n Thé Hung va CS, 2008; Nguyén Thi
Giang Thanh va CS, 2010). Tuy nhién, can tiép tuc nghién ctvu & nhirng dia diém khac
trén toan quéc dé danh gia mot cach chinh xac loai SLGL gay bénh & Viét Nam.

KET LUAN

Phan tich dwéi goc do phan ti véi chi thi gen CO1 cho thdy SLGL & bo thu thap & mét
s6 tinh thudc khu virc mién Trung va Tay Nguyén la loai Fasciola gigantica.
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