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RNA CAN THIEP LEN GEN VP28 CUA WSSV BIEU HIEN
BANG BACULOVIRUS TAI TO HQP TREN TE BAO
CON TRUNG

Pang Thi Hoang Oanh’, Marielle van Hunten’ va Peter John Waklker®
ABSTRACT

RNA interference (RNAi) has been widely used to inhibit virus infection. To target White
spot syndrome virus (WSSV) in shrimp using RNAi, envelop protein gene VP28 was
selected. To test if high level expression of the target gene could be inhibited using RNALI,
the efficacy of selected dsRNAs were tested in insect cells using recombinant baculovirus
expressing the WSSV VP28 from the polyhedrin promoter. Efficient silencing was
demonstrated for gene target with levels of knock-down ranging from 80-100%.
Keywords: RNAi, WSSV, dsRNA

Title: RNA interference on recombinant baculovirus expressing wssv vp28 gene in
insect cell system

TOM TAT

RNA can thiép (RNAi) hién dang dwegc siv dung rdt pho bién dé ik ché sy lay nhiém ciia
vi-rut. Gen VP28 cua WSSV dwoc chon lam gen muc tiéu dé e ché sy lay nhiém WSSV &
t6m bang RNAi. Bé déanh gid kha néing can thiép ciia RNAi lén gen muc tiéu c6 biéu hién
¢ mikc do cao, hiéu qud tic ché ciia dsRNA lén gen VP28 biéu hién bang baculovirus tdi
16 hop tir khéi diém polyhedrin trén té bdo con tring dwoc xdc dinh. Két qua cho thdy
hiéu qua uc ché gen muc tiéu dat duoc 6 murc 80-100%.

Tir khoa: RNAi, WSSV, dsRNA

1 GIOI THIEU

RNA can thiép (RNA interference-RNAi) hién dang duoc sir dung rat phd bién
trong nghién ctru chirc ning gen va e ché sy sao chép ciia vi-rat & ngudi, dong vat
va thuc vat (Haasnoot ef al., 2003; Stram & Kuzntzova, 2006). RNAI 1a qua trinh
sinh hoc xdy ra trong t& bao dugc kich hoat boi cac RNA xodn kép (double-
stranded RNA-dsRNA). Su hién dién cua cac dsSRNA s€ lam hoat h6a men RNase
I1I-like nuclease (con goi 1a DICER) dé cét cac dsRNA thanh nhitng doan ngin c6
kich thudc khoang 22-25 nucleotide (goi 1a short interfering RNA-siRNA). Cac
siRNA sé& két hop véi mot nuclease nhiéu thanh phan (con goi 1a RISC) dé 1am hay
cic RNA thong tin (mRNA) c6 chtra trinh ty cac nucleotid tuong dong (homology)
vGi cac dsRNA do (Bernstein ef al., 2001). RNAI hi¢n dang duoc xem nhu la mot
bién phap méi c6 thé giup phong benh vi rat ¢ nguoi va dong vat trong dé co thuy
san. Gen muc tiéu pht hop cho RNAi 1a nhitng gen can thiét cho su sao chép hay
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su lay nhiém cta vi-rat trén vat chu (Valdes et al., 2003; Leung & Whittaker,
2005).

Trong s cac vi-rat gdy bénh ¢ tom thi vi-rat ddm tring (WSSV) gy thiét hai
nhiéu nhat cho nghé nuéi tom khip thé gidi tir nhitng nam 1990 (Nadala et al.,
1998, Wongteerasupaya et al., 1995). WSSV 1a loai chuan cuia giéng Whispovirus
thudc ho Nimaviridae (Vlak et al., 2005). VSSV la vi-rat DNA c6 hé gen khoang
300 kbp (van Hulten et al., 2001, Yang et al., 2001) va co it nhit 39 protein (Tsai
et al., 2006). VP28 la mot trong sb cac protein vo nam & OFRIctia WSSV (van
Hulten et al., 2001) 1a protein ¢ vai tro gay lay nhiém hé thong cia WSSV (van
Hulten et al., 2001). Cac dong té bao con trung duoc sit dung rt phd bién cho cac
nghién ciru vé chirc ning cua gen (Cherbas et al., 1994, Schneider & Blumenthal,
1978) va cac baculovirus tai to hop trén té bao con tring nhu té bao Spodoptera
frugiperda(Sf) dugc ciing st dung rit phd bién dé biéu hién gen (Summers &
Smith, 1987). Trong nghién ciru niy cac gen VP28 ciia WSSV duoc chon dé biéu
hién bang baculovirus tai t& hop (AcMNPV) trén té bao con triung Spodoptera
frugiperda va Drosophila melanogaster nham xac dinh hiéu qua can thiép cia
dsRNA 1én su biéu hién cua gen nay.

2 VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1 Nubi té bao

Té bao con trung Spodoptera frugiperda (Sf21) dugc nuoi ¢ 27 °C trong chai nudi
té bao 25cm’ c6 chira 4 ml mdi truong Grace’s (Sf21) (Gibco BRL, Life
Technologies) c6 bd sung 10 % foetal bovine serum. Qui trinh cdy chuyén cac
dong té bao duoc thyuc hién theo phwong phap cua (Summers & Smith, 1987).

2.2 Tao dsRNA

Poan DNA cua gen muc ti€u duoc khuéch dai bépg phuong phap PCR st dung
trinh tr moi ¢ bang 1 (Oanh, 2008). dsRNA dugc tong hop bang kit megascript T7
RNAIi (Ambion) theo huéng dan ctia nha san xuat.

Bing 1: Trinh ty mdi sit dung khuéch dai cac gen muc tiéu bing phuong phap PCR dé tao

dsRNA
Gen  San phim
muc PCCR Mach khuon Trinh tw
tiéu (bp)

fw: 5 CTGCAGAAAAATGGTTGCCCGAAGC3'
VP15 203 WSSVDNA S GGAAGAATTAACGCCTTGACTTGC-3’

fw: 5-GGATCCATGGATCTTTCTTTCACTCTTTC-3’
vp2g 631 WSSVDNA . S CACGATTTATTTACTCGGTCTCAG-3’

fw: 5’-TCACGCCGTCTCGATGAAGCACAG-3’
GP64 598 AMNPVDNA - U s, 1 TGGCGGCGGCGGCGCATTCTG-3"
El 556 4eMNPY DN W 5-ACGACTACAATTCCAACAGGTTCTC-3

v: 5’-ATTTGACTCACATACGGCGATAC-3’
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2.3 Baculovirus tdi t6 hop biéu hién gen VP28 ciia WSSV
2.3.1 Tai t6 hop AcMNPV-D/G-VP28

Heé théng biéu hién gen baculovirus Bac-to-Bac (Invitrogen) dugc sir dung dé biéu
hién cung luc green fluorescent protein (GFP) tur khoi diém pl0 va gen VP28 cua
WSSV tir khéi di€ém polyhedrin trén té€ bao Sf21 (van Hulten ef al., 2002).

2.3.2 K7 thudt xung dién, chuyén gen va chiét tach bacmid DNA

Mot ul Fastbac-D/G-VP28 vécto (300ng/ pl) (van Hulten et al., 2002) dugc dua
vao 50 pl té bao kha nap E. coli DH10B™ (Invitrogen) bang k¥ thuat xung dién sir
dung thiét bi Bio-Rad MicroPulser. Té bao E. coli sau d6 lap tirc dugc phuc hoi
trong 1 ml mdi trudong Luria-Bertani (LB) va u 2.5 gio ¢ 37°C trén may lic 225
vong/phut. 100 pul té bao vi khuin sau d6 dwoc tan 1én mit dia thach LB c¢6 chira
Bluo-gal (100 pg/ml), IPTG (40 pg/ml), kanamycin (50 pg/ml), tetracyline (10
pg/ml) va gentamycin (7 pg/ml). Dia thach LB sau d6 dugc u 48 giv ¢ 37°C. Be
xac dinh khuan lac c6 chira bacmid tai t6 hop, cac khudn lac mau tring duoc ciy
chuyén sang dia thach LB c6 chtra Bluo-gal (100 pg/ml), IPTG (40 pg/ml),
kanamycin (50 pg/ml), tetracyline (10 pg/ml) va gentamycin (7 pg/ml) va 0 qua
dém & 37°C. Sau d6 khuan lac dugc nudi qua dém ¢ trong 5 ml méi trudng LB co
chtra kanamycin (50 pg/ml) va gentamycin (7 pg/ml) & 37°C trén may lic 225
vong/phut. Dung dich vi khuan duogc ly tim 2000 vong/phit trong 15 phit & 4 °C
roi rat boé méi trudng va hoa tan trong 200 pl dém lanh GTE (50 mM glucose; 25
mM Tris-HCI pH 8.0; 10 mM EDTA; 0.1 mg/ml RNase). Sau d6 cho vao 400 pl
dung dich NaOH/SDS solution (0.2 N NaOH; 1 % SDS), 300 pl 3 M sodium
acetate, pH 5.5 va dé 5 phut trong nuée da rdi ly tam 14,000 vong/phut trong 10
phat. Phan dung dich dwoc chuyén sang éng ependorft méi va cho vao 600 pl
isopropanol lanh, tron déu, va ly tim 14,000 vong/phut trong 15 phut. Phan dich
dugc rat bo va phan vién dugce rira bang 500 pl dung dich 70 % ethanol. DNA sau
d6 dugc lam kho & nhiét do phong trong 15 phut va hoa tan trong 40 ul TE c6 chira
20 pg/ml RNase A. Tai t6 hop bacmid DNA dugc xac dinh bang phuong phap
PCR st dung mdi xudi M13 (5’- GTTTTCCCAGTCACGAC-3") va mdi nguoc
gentamycin (5'-AGCCACCTACTCCCAACATC-3').

2.3.3 Chuyén nap bacmid DNA vdo té bao Sf21 dé tao baculovirus tdi té hop

Té bao Sf21 dugc nudi trong dia 96 giéng co chira 2 ml moi truong Grace’s bd
sung 10 % FBS & mat d6 khoang 0.5-1 x 10° t& bao/ml. Bacmid DNA (1 pg/ml té
bao) dugc chuyén nap vao té bao con tring bang dung dich chuyén nap Cellfectin
(Invitrogen) theo hudng din ctia nha san xuat. Ba ngdy sau khi chuyén nap, dung
dich nubi té bao con tring duoc thu va giit & 4 °C.

2.3.4 Nhan ban vi-rut

Té bao Sf21 cells (1.2 x 107 té bao) duoc nudi trong chai 75 cm” & 27°C. Sau khi
nudi qua dém, dung dich nuéi t& bao dugc rit bo va té bao dugc gy nhiém véi 3
ml méi truong Grace’s c6 chira 10 % FBS va baculovirus tai to hop & mirc do
nhiém (multiplicity of infection-moi) 14 0.5 TCIDsy/té bao. Sau d6 tiép tuc u té bao
& 27 °C trong 1 gio va lic nhe mdi 20 phut rdi rat bé dung dich giy nhiém va ria
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té bao v4i 3 ml méi truong Grace’s co chira 10 % FBS. Sau d6 cho vao 12 ml méi
truong va u & 27 °C tir 48-72 gid. Té bao S21 sau d6 dugc chuyén sang ong
nghiém 10 ml va li tim 2,000 vong/phit trong 5 phut. Phan dung dich sau khi li
tam dugc chuyén sang dng nghiém méi va giit ¢ 4 °C.

2.3.5 Xdc dinh ham heong pha lodng t6i da (End-point dilution)

Dich chiét chtra vi-rat sau khi giy nhidm véi té bao SF21 dugc pha lodng 10 lan tir
10" dén 107 trong dng eppendorf. §721. Sau d6 90 ul té bao S21 (mat d6 1.5 x 10°
té bao/ml trong mdi trudng Grace’s co bo sung 10 % FBS) duge cho vao cac dng
eppendorf ¢ chtra vi-rat da duoc pha loang. Tiép dén, 10 pl dung dich vi-rat/té
bao dugc chia vao cac giéng cua dia 60 giéng. MObi mat d6 vi-rat dugc 1ap lai 6 lan
(A dn F), bat dau tir mat do thap nhat. Day giéng 6 cudi cing cua dia dugc cho
vao (10 pl/giéng) dung dich té bao khong nhiém vi-rat dé lam déi chung. Pia duoc
1 3-7 ngay & 27 °C trong hop gitr am. Ham lwong pha lodng t6i da duoc xac dinh
bang cach quan sat higu ing gy doc té bao & timg giéng dudi kinh hién vi. Liéu
gy nhiém 50% té bao (TCIDsy/ml) duge tinh theo cong thic ctia Reed va Muench
(1938): TCIDsy/ml = 109200, trong d6: a = log n; n = do pha lodng cao nhét ma
sO té bao nhiém vi-rat 16n hon 50 %; x = (b-50 %)/(b-c); b = phan tram s té bao
nhlem vi-rat ¢ giéng co do pha loang n; ¢ = phan trim s t& bao nhiém vi-rat &
giéng c6 d6 pha lodng n gép 10 1an do pha lodng n.

2.4 Chuyén nap dsRNA vao té bao con tring

dsRNA (0.5 pg/ml té bao) duoc ﬂchuyén nap vao té bao con trung (khoang 1 x 10°
t€ bao/ml) bang dung dich chuyén nap Cellfectin (Invitrogen) theo huéng dan cua
nha san xuat.

2.5 Xéc dinh mirc d9 biéu hién gen

Hoat tinh cua GFP (protein phat huynh quang) trén té bao con trung dugc xac dinh
bang kinh hién vi quynh quang sau 24 va 48 gio chuyén nap véc to tai to hop
AcMNPV-D/G-VP28.

2.6 Pém té bao nhiém vi-rit

Té bao nhiém vi-rit va phan trdm s6 t€ bao nhiém (t¢ bao phat huynh quang) dugc
xac dinh sau 48 gio gldy nhiém bang may dém té bao phat huynh quang
(ﬂuores‘cence—‘activ‘ated cell sorter-FACS calibur, Becton Dickinson). So liéu dugc
xtr ly bang phan mém CellQuest (Becton Dickinson).

2.7 RT-PCR (Reverse transcriptase PCR)

RNA dugc chiét tach tir té bao Sf21 bang dung dich TriZol (Invitrogen) va cDNA
dugc tao bang kit reverse transcriptase superscript I1I (Invitrogen) theo huong dan

ctia nha san xuat. cDNA (100 ng) dugc s dung dé phat hién gen VP28 cia WSSV
bang RT-PCR str dung trinh tu moi ¢ bang 1.
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3 KET QUA

3.1 Gay nhiém té bao con triung véi AcMNPV-WSSV VP28

Hé tbéng bié}l hién gen baculovirus Bac-to-Bac (‘[uqc st dung dé tao baculovirus
tai t6 hop biu hién gen VP28 cua WSSV trén & bao §/21. Gen VP28 dugc tao
dong tir khoi diém polyhedrin trong véc to pFastBac-D/GFP. Véc to nay cling
chtra gen GFP nam sau khoi diém p10. Baculovirus tai t6 hop duoc dat tén la
AcMNPV-WSSV-VP28 va khi bi€u hién c6 thé nhan ra nhd gen phat huynh quang
(GFP). Céc t& bao Sf21 nhiem AcMNPV-WSSV-VP28 dugc trinh bay ¢ hinh 1.
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Hinh 1: T¢é bao SF21 phat huynh quang sau khi giy nhiém baculovirus tai tb hgp AcMNPV-
WSSV VP28. Hinh bén trai quan sat dwéi kinh hién vi phén pha. Hinh bén phai
quan sat cung thi truong véi hinh bén trai nhung é ché do huynh quang
3.2 dsRNA can thiép baculovirus tai t6 hop biéu hién gen VP28 ciia WSSV
trén té bao Sf21

Dé xac dinh sy trc ché 1ay nhiém baculovirus tai t6 hop trén té bao con tring Sf21,
dsRNA dugc thiét ké c6 trinh ty twong dong véi gen phién ma IE1 (dsRNA-
AcMNPV-IE1) gen glycoprotein GP64 cuia baculovirus (dASRNA-AcMNPV-GP64)
(Bang 1). dsRNA ciing dugc thiét ké c6 trinh ty twong dong véi gen VP28 clia
WSSV (dsRNA-WSSV-VP28; bang 1) dé xac dinh kha ning trc ché biéu hién gen
VP28 cua baculovirus tai t6 hop khi nhidm vao té bao con tring. dsRNA-luc
(Bang 1) dugc st dung dé lam ddi chimg khong dic hiéu. Cac ham luong dsRNA
khac nhau (50, 100 va 150 ng) duoc chuyén nap vao 0.1 x 10° t& bao Sf21 dé danh
gia hiéu qua tc ché sy nhim baculovirus ctia theo ham luong dsRNA. Té bao S721
dugc chuyén nap dsRNAs va dugc gdy nhiém AcMNPV-GFP-VP28
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(M.O.I = 0.001) sau khi chuyén nap dsRNA 48 gid. Té bao dugc chuyén nap voi
nuée va duge gay nhiém AcMNPV-GFP-VP28 dé lam ddi ching. S6 luong té bao
phat huynh quang duoc quan sat dudi kinh hién vi huynh quang sau 48 gio gay
nhiém baculovirus. Mtc d6 wre ché su 1ay nhim dugc tinh trén ti 16 s6 té bao phat
quang ¢ nghiém thic c6 chuyén nap dsRNA va nghiém thirc d6i ching.
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Hinh 2: Anh huéng ciia ham lwong dsRNA 1én sy nhiém baculovirus trén té bao cén tring.
a) dabi chirng; (2) dsRNA-luc 100ng; (3) dsRNA-luc 150ng; (4) dsRNA-gp64 100ng; (5)
dsRNA-gp64 150ng; (6) dsRNA-IE1 100ng; (7) dsRNA-IE1 50ng; (8) dsRNA-IE1 100ng; (9)
dsRNA-IE1 150ng

Hiéu qua can thiép cia dsSRNA-AcMNPV-IE1 Ién sy nhiém baculovirus rat cao
dao dong tir 97-100 %. Su trc ché 1ay nhiém hoan toan quan sat dugc & nghiém
thirc chuyén nap 100 va 150ng dsRNA (Hinh 2). dsRNA c6 trinh ty twong dong
v6i gen GP64 (dsSRNA-AcMNPV-GP64) ciing trc ché sy 1y nhiém baculovirus
theo ham luong dsRNA dugc chuyén nap. Murc do trc ché giam khoang 41 % &
nghiém thirc chuyén nap 50 ng dsRNA, ting 65 % & nghiém thic chuyén nap
100ng dsRNA va 77 % & nghiém thic chuyén nap 150 ng dsRNA. Nghiém thirc
chuyén nap dsRNA khéong dic hiéu (150 ng dsRNA-luc) thi mirc d6 e ché giam
khoang 26 % so v6i nghiém thirc ddi chimg. Tuy nhién, dsSRNA-luc v6i ham luong
100 ng khong e ché lay nhiém baculovirus (Hinh 2). Két qua trén cho thiy hiéu
qua tre ché tuy thude vao ham luong dsRNA.

3.3 dsRNA can thiép su biéu hién gen VP28 ciia baculovirus tai t6 hop

Thi nghiém dugc thyc hién dé xéc dinh kha nang ¢ ché lay nhiém baculovirus tai
t6 hop ciia dsRNA c6 trinh tu tuong dong véi gen VP28 ciia WSSV (dsRNA-
WSSV-VP28). dsRNA dac hiéu voi gen cua baculovirus (dAsSRNA-AcMNPV-IEI]
va dsRNA-AcMNPV-GP64) dugc st dung lam ddi chirng dac hi€u va dsRNA-luc
duoc st dung lam ddi ching khong dac hiéu. Tét ca cac dsRNAs duoc chuyén nap
v6i ham lugng 150 ng vao 10° t& bao Sf21. Sau khi chuyén nap dsRNA 48 gio, té
bao dugc giy nhiém véi AcMNPV-GFP-VP28 (M.O.I = 0.001). Té bao duoc
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chuyén nap véi nuéc va duge giy nhiém AcMNPV-GFP-VP28 dé lam d6i chimg.
S6 lwong té bao phat huynh quang dugc quan sat dudi kinh hién vi huynh quang va
méy dém té bao phat huynh quang sau 48 gid gdy nhiém baculovirus. Duya trén ti 1¢
s6 t& bao phat quang & nghiém thirc c6 chuyén nap dsRNA va nghiém thic dbi
chtng, mirc d6 we ché sy lay nhidm khoang 98% dugc ghi nhin ¢ nghiém thirc
chuyén nap dsSRNA-AcMNPV-IE1. Nghiém thirc chuyén nap dsSRNA-AcMNPV-
GP64 c6 khoang 71 %, dsRNA-luc khong dic hiéu khoang 47 %. Nghiém thtc
chuyén nap dsRNA-WSSV-VP28 c6 muc do tc ché khoang 59 % tuong duong
v6i nghiém thirc chuyén nap dsRNA-luc (Hinh 3).
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Hinh 3: Két qua phén tich FACS té bao Sf21 sau 48 gio nhiém AcMNPV-GFP-VP28. a) doi
chirng nhiém baculovirus (AcMNPV-GFP-VPZS); b) té bao chuyén nap dsRNA-luc
va nhiém baculovnrus, c) té bao chuyen nap dsRNA-AcMNPV-GP64 va nhiém
baculovirus; d) té bao chuyen nap dsRNA-AcMNPV-IE1 va nhiém baculovirus; e)
té bao chuyén nap dsRNA-VP28 va nhiém baculovirus

Hi¢u qua uc ché nhidm baculovirus biéu hién gen VP28 cua dsRNA-VP28 dugc
xac dinh qua mirc do biéu hién cua RNA thong tin cia gen VP28 (tRNA VP28)
dugc danh gia bang RT-PCR sir dung RNA chiét tach tir té bao Sf21 thi nghiém va
mdi phét hién gen VP28 (bang 1). San phim PCR duge dién di trén gel 1.5%
agarose cho thdy muc do biéu hién cia tRNA VP28 & té bao Sf21 dugc chuyén
nap dsRNA-WSSV-VP28 giam ro rét so voi té bao & cac nghiém thirc khac
(Hinh 4). Tir két qua nay c6 thé két luan dsSRNA-WSSV-VP28 c6 kha ning trc ché
su biéu hién RNA thong tin cua gen VP28. Nhu da duy doan, muc do biéu hién
RNA thong tin ctia gen VP28 & nghiém thirc chuyén nap dsRNA-AcMNPV-IE]
cling giam rd rét vi dsRNA nay giy trc ché rd rét su lay nhiém baculovirus. Mirc
d6 biéu hién RNA thong tin ciia gen VP28 dsRNA-AcMNPV-GP64 thi thip hon
va dsRNA-luc khong dic hiéu thi khong co kha ning trc ché biéu hién RNA thong
tin ciia gen VP28.
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Hinh 4: Két qua dién di trén gel 1.5% agarose mirc dd phat hién RNA théng tin ciia gen
VP28 bing RT-PCR. M0 thang DNA; 1) té bao chuyén nap nwéc va nhiém
baculovirus; 2) té bao chuyén nap dsRNA-WSSV-VP28 va nhiém baculovirus; 3) té
bao chuyén nap dsRNA-AcMNPV-IE1 va nhiém baculovirus; 4) té bao chuyén nap
dsRNA-AcMNPV-GP64 va nhiém baculovirus; 5) té bao chuyén nap dsRNA-luc va
nhiém baculovirus; 6) té bao chuyén nap nuwéc va khong nhiém baculovirus

4 THAO LUAN

Két qua tir nghién ctru nay cho thiy dsRNA c6 thé trc ché sy lay nhiém vi-rat co
gen c6 trinh ty trong dong. Mirc do e ché cia RNAi dugce danh gia qua sy biéu
hién gen & muc dg cao. RS rang dsRNA tuong dong voi gen phién ma (IE1) va gen
glycoprotein (GP64) cua AcMNPV co thé tc ché sy lay nhiém cua baculovirus
trén té bao Sf21. IE1 1a gen can thiét cho sy khoi dau ciia qua trinh phién mi cua
mot s6 gen som & baculovirus va vi thé wrc ché biéu hién gen IE1 s& dan dén trc ché
su sao chép cua vi-rut (Kovacs et al., 1991). Céc thi nghiém trong nghién ctru nay
xac dinh kha ning trc ché hoan toan sy lay nhidm vi-rat cia dsSRNA-AcMNPV-
IE1. Gen GP64 ciia ACMNPV 1a gen can thiét cho ciu tric protein cua virion giup
cho sy truong thanh cta vi-rat trong t& bao bi nhiém va d8e63 nhiém vao té bao
khac (Monsma et al., 1996). Cho nén, khi gen GP64 bi urc ché biéu hién thi sy hinh
thanh baculovirus ciing bi ¢ ché din dén sy @rc ché kha ning lay nhiém cua
chung. Két qua nay hoan toan phu hop voi két qua cua Valdes ef al. (2003) cho
thiy dsRNAs tuong déng véi gen IE1 va GP64 ciia ACMNPVc6 thé tc ché sy lay
nhiém cia baculovirus trong té bao. Két qua cta nghién ctru nay, bén canh trinh ty
ctia cic dsRNA thi kha ning tc ché sy lay nhiém vi-rat con tiy thudc vao ham
luong dsRNA str dung ma cac nghién ctru trude ddy chua dé cap dén (Means ef al.,
2003; Valdes et al., 2003).

Westenberg et al. (2005) da chimg minh rang khi chuyén nap siRNA tuong
ddng voi gen VP28 ciia WSSV hoic siRNA turong dong véi gen GFP vio té bao
Sf21 s& gay trc ché baculovirus biéu hién cac gen nay nhung khong lam trc ché sy
lay nhidm vi-rat. Nhu dd néu ¢ trén, két qua nghién ciru nay cho thiy dsRNA
khong dic hiéu (dsRNA-luc hodc dsSRNA-VP18) co anh huong dén su sao chép
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cuia baculovirus. Cung voi su giam di cia mirc d6 nhiém vi-rat, mirc do biéu hién
RNA thong tin ctia gen VP28 & nghiém thuc c6 dsRNA-VP28 cling gidm 10 rét.
Tuy nhién, mtc d6 giam nay sai khac khong cé y nghia so véi nghiém thirc co
dsRNA-luc. Biéu nay cho thay, ngoai hiéu tng khong dic hiéu cia dsRNA 1én sy
sao chép cua vi-rat con c6 sy e ché dic hiéu 1én biéu hién cua gen VP28. Két qua
nay twong tu nhu két qua ctia Agrawal et al. (2004) da chimg minh sy trc ché biéu
hién gen aminopeptidase N bang baculovirus trén té bao con tring bang dsRNA
(khoang 70%) va siRNAs (khoang 85%) twong dong.

5 KET LUAN

Két qua nghién ciru cho thdy hiéu qua trc ché gen VP28 cia WSSV gay bénh &
t6m bang dsRNA trong diéu kién in vitro. dsRNA c6 trinh tu twong dong vé6i gen
VP28 WSSV c6 thé can thiép tir 80-100% su biéu hién cta gen VP28 biéu hién
bang baculovirus tai to hgp. Két qua mo ra trién vong cho nghién ciru tmg dung
RNAIi dé phong bénh dém tring ¢ tom nuoi.
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