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TOM TAT: Phuong phap PCR duac sit dung dé khuéch dai gene lef-8 diic trung cho baculovirus, Trinh
wr genc lef-8 duoc su dung 4é danh g tinh da dang di cruyen va méi quan hé phat sinh loai cia mét so
nhém baculovirus cua khu vie midn Nam Viét Nam va mit s6 nhom baculovirus khic trén thé gigi. Ké
qua nghién ciru cua chung 16i cho (hay nhém baculovirus khu vire mién Nam Vigt Nam va nhém Alpha-2
baculovirus ¢6 khoang cich di truyen oho, diéu d6 chimg 16 nhém baculovirus khu vire rién Nam Viét
Nam c6 mar quan hé di lruycn gan gir v61 nhém Alpha-2 baculovirus (0,346+0,069). Viéc phan tich mol
quan hé phat sinh loai cing ¢b cho ké qua phin tich khoing cdch di truyén trén, cac nhém baculovirus
cva khu vue mién Nam Viét Nam cé su phan bé chung var nhom Alpha-2 baculovirus véi gid tri bootstrap
86% cu thé la spodoptera_lutira_NPV Cic két qua trén chimg 16 nhém spodoptera_utira_NPV ¢6 sit

phan bo réng & khu vue mién Nam Vigt Nam,

Tir khoa. Baculovirus, DNA bd gene, gene lef-8, khoang cach di lruyén, quan h¢ phit sinh Joai.

M3 DAU

Baculovirus 13 nhom virus cd vé bao, dic
tring cho nhém dgng vit chan dét, ching c6 bd
gene DNA dang vong mach kép va c6 thé e
nhao 1én trong 1€ bao chu [3]. Hién nay, cé hon
600 loai baculovirus duge mé ta & cac bd khac
nhau  phu  Lepidoptera, Diptera  va
Hymenoptera, trong d6, hon 90% baculovirus
dugce phan lap tir cac loai thuée bd Lepidoptera
|6]. Ho bacutovirus dugc chia thanh 4 nhém
khdc nhau dua tén cée dic tin ciu triic va chire
nang:  Alphabaculovirus, bao gfﬁm cac
baculoviruses dac hi¢u cho Lepidoptera, dugc
chia thanh 2 nhém 1a nhém I va nhém 11 dua
vao loai protein dung hop; betabaculovirus bao
gom cic granulovirus dac trung  cho
Lepidoptera, gammabaculovirus bao gom cic
baculovirus ddc tnumg & bo Hymenoptera va
deltabaculovirus chi gom CuniNPV va c6 thé 13
cic baculovirus khdc chua duge mé ta dac hiéu
cho Diptera [3, 4]. Do sé luong cdc nhom
baculovirus trong ty nhién rat Ién nhung chico
mot vir nhom da duge nghién ciru va mé ta ki
trén thé gigi. Cac kién thic vé quan hé¢ di truyén
cta hau hét cac nhém baculovirus van con phin
tan chua [hong nht. Gén day, cac phuong phap
dua trén PCR duoc su dung gidp nhén dién cac
nhom virus nhanh va chinh xéc hon {4). Trong

424

nhi¢u gene dugc su dyng dé danh gia mdi quan
h¢ di truyén cia cac nhom baculovirus nhu nhin
16 bicu hign 1ré lef-8, lef-9 va polyhedyron (polh).
Diy la cdc gene ¢6 tinh bio ton cao va thudng
duoc st dung dé thiét ké cac mbdi kbuéch dai
[5]. Trong nghién ciru nay, ching t61 sir dung
gene lef-8, 1a gene dic tnmg cho baculovirus, dé
danh gia 4o da dang di truyén ciing nhu méi
quan hé phat sinh loai cua mét sé nhom
baculovirus & khu virc mién Nam Viét Nam va
mét s8 nhém khac trén thé gidi.

VAT LIEU VA PHUONG PHAP NGHIEN CUU

Cac miu siu by chét va nghi van bi nhiém
baculovirus dugc thu thip tai cac ving khac
nhau duge bao quan lanh va chuyén vé Phang
thi nghiém Coéng nghé sinh hoc Bong vat, Vién
Sinh hoc nhiét dai. Cac mau sau nghi bj nhiém
baculovirus dugc nghién trong mé1 truomg nudi
té bao SF-9 va duoc bao quan ¢ -20°C. Sy phan
bb cac miu duge md ta nhu bang 1.

DNA téng duge thu nhén tir mé sau bi bénh.
Cédc miu mé duge phd bing dung dich li giai
(10 mM Tns-HCI, 10 mM NaCl, 25 mM EDTA
va 1% sodium dodecyl sulfate) véi prolemasc K
(1 mg/ml). DNA sau d6 duoc tach bing dung
dich phenol.chloroform:isoamylalcohol 25-24:1
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(Sigma) va dugc tua bing cthanol (Merck)
DNA 15ng duoc huyén phi hoa bang dung djch

Bdng /. Khu vyc thu mau nhiém virus

TE (0.0 mM Tris-HCl va 0.) mM EDTA) v
duoc bao quan & -20°C.

STT Mau

Khu vye phin bo

VNT, VN2, VN4, VNS, VN6, VN7,
VNS, VN10, VN12, VN 14, VN20

tinh Ninh Thugn

2 VNI13

Tp. Ho Chi Minh

3 VNIS

Binh Duang

PCR

Gene Jef-8 dic trung cho baculovirus duoe
khuéch dai bing cap mor chuyén biét gbm mdi
xud GTAAAACGACGGCCAGTNNNACNR
CNGARGAYCC va mor nguge AACAGCTAT
GACCATGMMNCCYTTYTGNCCRTG (trong
dé: R* A hay G, Y T hay C; M: A hay C; W. A
hay T: N: A, C, G, bay T), viing trinh tw mor
thodi héa 14 viing khéng duge gach chan. Chu ki
khuéch dai pdm: 94°C trong 5 phut; 40 chu ki:
94°C trong 30 gidy, 48°C trong 30 gidy, 72°C
trong 45 gidy; 72°C trong 10 phut, gir ¢ 4°C.
San pham khuéch dai ¢6 kich thude 450 bp. San
pham PCR duac di¢n ds trén gel agarosce 1%.
Giai trinh ty v pliin tich trinh ar

San phim PCR dugc tinh sach bing
ExoSAP-IT PCR Clean up kit va duge su dung
lam khuon cho giar trinh tr cac trinh
nuclcotide duae xde dinh bing hé thing
3730XL  DNA  Analyzer  (Macrogen, Han
Qudc) Vide 5o sanh trinh W cda ving gene lef-8
duoc thiee hién cho cie trmh o vius Viét Nam

VN6

VNS VN0

va cac trinh ru khac clia cac nhom Alpha, Beta,
Delta va Gamma tir Genbank. Qui trinh so sinh
ndy dugc thuc hién bing phan mLm MEGAS3.
Trinh v viing D-loop ty thé duoc xép déng cat
bing chuong trinh CLUSTAL W. Mg hinh
Tamura & Nei (1993) (9] duoc su dung d¢ xdc
dinh khoang cach di (ruyc:'n Phuang phip
Ncighbor-joining duge sir dung dé xay dung
cay phat sinh loai [7). Phan ticly bootstrap (ldp
1ai 1.000 Ian) duge si dung dé danh gia mire 46
tin cay cua cac nhinh cdy phat sinh loar.

KET QUA VA THAO LUAN

Phuang phap PCR duge sir dung dé khuéch
day trinh nr gene dic trung cho baculovirus. Dua
trén trinh tr gene le(-8, balculovirus duge chia
thanh cdc nhom alpha-1, alpha-2, beta, delta va
gamma. Cic mau baculovirus duoc st dung
trong cong trinh nay biéu én vach dic éu
450 bp cua gene lef-8. Piéu dé cho (hay, cip
mor vau trinh tu thod hod [1] phii hop cho vige
xac dinh su hién dién cua baculovirus giy hai
trén sdu bénh & khu vuc phia nam.

VNI2 VNI3VNI4 VNIS

Hinh 1. Két qua PCR cua genc lef-8 tr mat s6 mau baculovirus (thang DN A 100bp).

Trinh tu gene lef-8 cha nhém baculovirus
cia khu \ye phia nam va trinh wr baculovirus
khic bao gom cic nhém alpha-1 baculovirus,
alpha-2 baculovirus, beta baculovirus, delta
baculovirus va gamma baculovirus thu nhén tlr
Genbank duoc xép dong cdt va so sanh bing

Clustal (4] Vige phan tich cac trinh w trén
duoc thire hién bang mé hinh Tamura-Ne va
gia try bootstrap dugce 13p lay 1a 1.000 lin
Khoing cach di truyén gira cic nhom dirac
mo @ trong bang 2. Sy khic biét gira cic trinh
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tr dugc su dung d€ dinh gid so sanh tién hoa
[8) Két qua cho thdy, nhém baculovirus khu
vue phia nam c¢6 khoang cach di truyén nho so
vo1 nhom Alpha-1 baculovirus (0,570 + 0,118)
va Alpha-2 baculovirus (0,346 + 0.069). Trong
kbt do. khoing cich di truyén gita nhom
baculovirus khu vire phia nam so vén cac nhém
con Tar déu 1on hon, Diéu ndy cho thdy, nhom
Baculovirus khu vue phia nam Viét Nam 6 moi
quan hé di truyén gan gt vér nhom Alpha
Baculovirus

Khoang cach di truyén trong timg nhom

duge mé ta trong bang 3 cho thay. khoang cach
di truyén trung binh trong nhém baculovirus cua
khu wirc phia nam Viét Nam nho (0,132 %
0.019). Khoang cdch trung binh cla cac nhom
khic cao hom nhom baculovirus Viét Nam
(bang 3) Viée phan tich khodng céch di truyén
gida cac nhém cho thay, nhom baculovirus coa
khu vuc mien Nam Viét Nam ¢6 khoang cach di
truyén  gin  gii so v6i nhom  Alpha-2
baculovirus, dicu do ching té6 nhdém baculovirus
khu vie rién Nam Viét Nam ¢6 kha nang thuge
nhom Alpha-2 baculovirus.

Biang 2. Khoang cach di truyén gitra cac nhdm. Ma trin tam gidc duén: Khoang cach di truyén trung

binh Ma trin tam gidc trén: sai s6 chuan

[ Nhom Victnam Alpha-1 Alpha-2 | Bela Delta Gamma
Vietnam 0,118 0.069 0,186 0.380 0,360
Alpha-1 0.570 0.050 0.118 0,361 0,349
Alpha-2 0,346 0.204 0,100 0,293 0,339
Beta 0,877 0,526 0412 0,343 0,197
Dclta 1,724 1,864 1.389 1.596 0,749
Gamma 1,556 1,543 1,467 0,808 2,373

Bang 3 Khoing cach di truyén trong tirng nhom
Baculovirus

Nhém Khoang cach di truyén | Sai s6
Vietnam 0,132 0,019
Alpha-1 0,408 0,057
Alpha-2 0.425 0,048

Beta 0.734 0,084

Delta n/c’ nc'’

Gamima 0.450 0,076

(*) khéng xac dinh,

Gene lef~8 mi hda cho cac uéu phin cia
cnzyme telomerase RNA  cia  baculovirus,
enzyme nay khai phat qua trinlt phién mé 1o céc
promoters phién mi tré va rit we (2], Lef-8
duge xdic dinh 1a hién dién rong 141 ca cdc b
gene cia baculovirus va thuong duge xem xét
diw tién trong viée sir dung 1a trinh tr gene
nghién ciru danh @@ sy phat sinh loai cia
baculovirus (5). Trong nghign cdu nay, phuom,
phip neighbor-joining duge st dung dé xac
dinh mé1 quan hé phat sinh loar cha cac nhém

426

baculovirus khu vire mién Nam Viét Nam va
cic nhom khac tén thé gioi. Bén nhom
baculovirus chinh dugc phan bé trén céy phat
sinh loar bao gdm nhém Alpha baculovirus véi
gid tri bootstrap 63%, nhom Beta baculovirus
voi @id try boot 40% va nhom Gamma
baculovirus véi @a tri bootstrap 99%. Két qua
phin tich cho thay, nhém baculovirus khu vue
mién Nam Viét Nam phan bé trong nhém
Alpha-2 baculvirus véi gia trj boostrap 86%.
Nhom baculovirus khu vire 1mién Nam Viét
Nam ndm chung nhém \Gi
spodoptera_lutira_NPV. Két qua phan tich trén
cho thay toan b nhém baculovirus khu vuc
mién Nam Vigt Nam la nhom
spodoptera_lubira_NPV. Ching
spodoptera_lutira_NPV nim chung nhom véi
nhom b\culowms khu vigc mién Nam Viét Nam
¢b nguén goc tir Trung Qudc [4]. chimg o
nhdm baculovirus cia Viét Nam e mor quan hé
di truyén gin guy véi nhom baculovirus cua
Trung Quoc Kct qua trén con cho thiy
baculovirus nhom spodoptera_hrura_NPV ¢ su
phan b6 rong & khu vue mien Nam VIEI Nam.
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Hinh 2. Mé1 quan hé phit sinh loai cta cac nhom baculovirus
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SUMMARY

Polymerase chain reaction was apphed to amplify baculovirus-speaific Jef-8 gene. Lef-8 genc scquences
were used 10 access geneuc distances and phylogenetic relationship of baculovirus derived from Southern
Vicmam and other baculovirus from CGienbank The results showed that almost baculovirus from Southem
Vietnam expressed 450bp of lef-8 gene The genelic distance between baculovirus from Southern Vietnam
and Alpha-2 baculovinus was lowest (0.346+0 069), suggesting that they had close genetic relationship.
Neighbor-joining method was apphied for phylogenctic construcuon. Boatstrap analyses (using 1000
replications) were used to access (he confidence 1 branching order Phylogencuic tree demonstrated that
baculovirus from Southern Vietnam and Alpha-2 baculovirus, especially spodoptera_litura_ NPV, located in
the same clade with 86% bootstrap value. suggesting that spodoptera_liura_NPV has wide distribution in
Southem Vietnam,

Keynwords Baculovirus, genene distance, genomic DNA, Jef-8 pence, phylogenctic relationship.
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