
Tgp chi Cdng nghf Sinh hpc 9(2): 179-185,2011 

NGHI£:N c t r u T ^ O K H A N G T H E D A D 6 N G K H A N G P R O T E I N V O V P 2 8 C U A V I R U S 
GAY B | ; N H D 6 M T R A N G T R £ N T 6 M S U (PENAEUS MONODON) 

Hi Th| Tha, Dinh Duy Khing, Dinh Thinrhg Vin 

Vifn Cdng nghf sinh hpc 

T 6 M TAT 

Tgi Vift Nam, nginh nudi tring thuy sin, d$c biet la nghe nudi tdm hifn dang phit triln m ^ dong gdp 
mft phin quan trpng trong vifc tgo vifc lam, ning cao thu nhap cho nguoi dan. dim bao an ninh luong thyc, 
vi xuat khau thu dupc nguoii ngogi tf ldn. Tuy nhien. ben canh sir phat triln dd, nghi nudi tdm Vift Nam dang 
bj thift hgi ldn do gfp mft sd trd ngai ve 6 nhiem mdi trudng va djch benh, mi chii yeu djch bfnh la do virus , 
trong dd cd sy lan ttuycn bfnh virus dim tring (WSSV) la tic nhan gay bfnh dupc quan tam nhit giua cic loii 
tdm. VI vgy, dl h i trg cho vifc chin doin nhanh va chira trj logi bfnh niy, cic nhi khoa hpc da ch6 trgng 
nghien cdu vi img dyng cdng nghf sin xuat khing the da ddng va khang the don dong de che tao que thd 
nhanh virus WSSV d tdm. Virus dim tring (WSSV) la tic nhan gay benh dupc quan tam d$c bift do lam gay 
chit hing logt vi lim tin diit n ^ g ne cho nginh cdng n ^ ^ nudi tdm, dgc bift l i tdm su (Penaesus monodon). 
Chfnh vl vfy, vifc phit hifn sdm vi chinh xdc virus ddm tring l i can thilt, protein vo VP28 cî a vims dim tring 
dugc quan tim nghifin cdu trong vifc chin doin vims ddm tring bing phuong phip mien djch. Vdi myc dich tgo 
ra nguin khing thl khing lgi protein VP28 ty nhifin phiic vy chan doin virus dim tring, gen ma hda ̂ p28 dirpc 
tiln hinh bilu hifn trong t l bio £. coli. Sau khi bieu hifn, protein tii t l hgp VP28 dugc lim sgch bing vifc tinh 
chl qua eft sic k^ ii lyc His-tag vi su dyng ngudn protein tai t l hgp n ^ gay mien djch tren thd. Huylt thanh thd 
cd chda khing the khing VP28 phan ung d$c hifu vdi protein VP28 tg nhien ciia virus ^ y bfnh dim tiing thdng 
qua phin dng Westerblot. Kit qui tgo ra khing the da ddi^ niy lim tiln dl cho nghifin cdu tgo khing the dan 
ddng khing VP28 dl dng dyng trong vifc chl tgo kit chin doin nhanh bfnh vims dim tring ttfin tdm. 

Tirkhda: Khdng the da ddng, tdm si IS gdy bfnh ddm trdng, Vp28 

MdDAU 

Hpi chiing dim tring ta mgt bfnh nghifm ttpng 
ddi vdi tdm nudi tren toin the gidi. Nguyen nhin giy 
ra li do virus ddm tring (WSSV). Khi bj nhiem bfnh 
kha ning mien djch cua tdm ylu din vi tJ- If chit Ifn 
80 - 1(X)% sau td 3 din 10 ngiy djch bung phit. Vims 
gay bfnh dim tring trfn tom (WSSV) dugc phit hifn 
iin diu tien d Dii Loan nam 1992 (Chou et al... 
1995). sau dd, d Nhft Bin nam 1993 (Nakano el ai, 
1994), Trung QuIc nim 1995 (Huang el al. 1995) va 
nhilu vdng khic trfn thl gjdi. Virus nay cung dupe 
phan l|p td cic loii giip xic sdng gin hidn vi nudc 
ngpt, nhu tdm, cua, tom hiim, tdm he... (Lo et ai, 
1996, Peng el ai, 1999), de dpa din vifc nudi trong 
tdm. Hifn nay, trfn till gidi bao gom ed Vift Nam da 
ip dyng cic phuang phap hifn dgi trong chin doin 
bfnh torn nhu phuong phip nhan ddng gen bing PCR 
(Chang et al. 1996; Khnura et al, 1996; Nunan, 
Lighhier, 1997; Le Thj Hfi el ai. 2001), Bing ky 
tiiuft PCR vi lai DNA in situ (Chang el al. 1996) va 
Real-time PCR (Durand et a/.,2003). Tuy nhien. cic 
ky thuf t tren cdn nhilu hgn chl nhu i^t phuc tgp dl 
phat hifn khi tdm bj nhiem nhifu logi virus ho$c ddi 

hdi phai thyc hifn trong phdng thi nghifm vdi trang 
thiet bj hifn dgi. Hifn na^, trgn thl gidi mdt sl nudc 
nhu Thai Lan da sin xuat thinh cong khang the dan 
ddng de phit hifn virus dim tring (Parin ei al.. 
2004). WSSV chda 5 protein ciu fruc chfnh la VP 28, 
VP 19 d phin vd va VP 26, VP 24 vi VP 15 d ttong 
nucleocapsid (Van Hulten et ai, 2001). 

Trong nghien ciiu niy, mpt doan eiia protein 
VP28 da dugc bieu hifn ttong E. coli dl sin xuat 
khing da ddng. Cic khing the niy c6 dp dgc hifu 
cao vdi WSSV ttong phin iing Western blot. 

D I tham dd chiing tdi da sd dyng protein VP28 
ciia virus ddm trang lam khang nguyen ttong qua 
trinh tgo khing thf da ddng lim budc dfm cho 
nghifin ciru don ddng sau dd vdi myc dich chl tao 
que thu phat hien bfnh virus dim tring. 

VAT LI$U vA PHUONG PHAP 

Nguyen v|t Iifu 

Tdm nhiem virus dim tting do Trung tam 
Nghien ciiu Nudi ttdng tdm nudc mgn Cit Bi, Hai 
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Phdng eung cip. Cap mdi bieu hifn yP28NdeI va 
VP28Xhol, plasmis pET21 a(+) chung tf bao E. coli 
BL2IDE3, kit tinh sgch protein, mang lai PVDF, 
cpng hgp khing till khing thd do hang Invittogen 
cung cip; Thd thi n^ifm do Vifn Thd y eung cap. 

Phuvng phip 

Thiit ke vector biiu hifn mang gen VP28 

Td nguon DNA cua virus ddm tring thu dugc 
khi tich tii tdm bj bfnh ddm tring, gen VP28 dugc 
nhin len vdi sd lupng ldn bang cap mdi VP28Ndel 
vi VP28Xhol, gdm 30 chu ky vdi 3 budc sau: Budc 
1 bifn tinh DNA d 94''C ttong 1 phut; budc 2 bit cap 
moi bd sung vdi doan gen tuang ddng 48''C ttong 50 
giiy, budc 3 keo dai chuoi d 72''C ttong 1 phiit 20 
giay. Ket thuc phan ung d 72''C ttong 8 phut va u 
mau d 4"C. 

Sin phim PCR dugc tifp tyc tinh ŝ ich bing kit 
tinh sgch ciia Fermentas, c$p mdi diing nhan gen 
VP28 dugc thilt kl cd tteo vj tti cit ciia 2 enzyme 
gidi hgn Nde\ va Xho\ do dd chung toi su dung 2 
enzyme niy de cat sin phim PCR vi vector 
pET21a(+). Chip ndi dogn gen tren vi pET2i a(+) 
bing enzyme T4-ligase. San phim ciia phin iing ndi 
dugc biln ngp vio tl bio DH5a de tifn hinh chpn 
ddng plasmid mang gen mong mudn. Cit kiem tra 
cic ddng plasmid da chon Ipc bing 2 enzyme hgn 
che NdeX vi Xho\. ^ chinh xic dong plasmid mang 
gen VP28 mong mudn tien hinh xic djnh ttinh ty 
DNA vi so sinh vdi cac gen VP28 da cdng bd trfn 
ngan hing gen the gidi. 

Bieu hifn gen 

Vector bieu hifn mang gen VP28 dupc bien ngp 
vio te bao kha bien E coli chimg BL21DE3 de 
kiem tra kha ning bieu hifn protein tii td hpp. Sau 
khi ciy qua dem trong mdi trudng LB long, ddng te 
bio mang gen dupe cay chuyfn sang mdi trudng LB 
ldng mdi vdi ty If 1/100. Nudi cay d te bao bilu hifn 
d nhift dp 3T*C khoang 2 h cho den khi OD d budc 
song 600 nm ciia mdi ttudng nudi ciy dat 0,6 - 0,8 
tien hanh cim dn^. Chat cam dng eiia hf bilu hifn 
niy la IPTG vdi ndng dp cuoi cimg la 0,5 mM. Nhift 
dp bieu hifn ciia protein nay li 37°C. 

Tinh sgch protein tdi td hpp VT28 

Sinh khdi te bio sau khi bleu hifn 3 h duoc thu 
lai bing l>' lam a tdc dp 6000 vdng trong 5 phiit. T I 
hw sau ly tam dupc giu d -20°C, sau dd tl bao dugc 
hda Igi trong dfm phi Guanidin (6 M guanidinum 
hydrochloride. 20 mM Sodium phosphate. pH 7.8, 

500 mM NaCI) (dung lugng te bao thu tu 100 ml 
dich hi€u hifnmdi trudng), vortex nhe. Dung sieutt^' 
dl phi tl bio trong 5 phiit, dudi tic dimg ciia sdng 
sieu am te bio bifu hifn bi phi vd va giai phdng toin 
bp protein ngi hao. Tinh sgch protein tii td hgp tir 
protein ting sd nhd cot sic ky ai lyc His-tî  * 
(Invittogen). Cac budc tien hinh tinh chf niy dugc 
mieu ta theo phuang phap cua hang Invitrogen. 

Xdc dinh ndng dp protein 

Ndng dp protein dupe xic djnh bing phucmg 
phap Bradford. Pha dung djch BSA 0,1 mg/mU 
(bovine serum albumin) thinh cac nong df khic 
nhau sao cho lugng BSA la 2,4,6 mg... So sinh chi so 
ODs95 nm cua cic dung djch BSA vdi chi so OD59J ̂  
ciia miu, tu dd suy ra lugng protein cd trong mau 
theo nguyen tic chi sl OD ciia protein bing chi sl 
OD cua BSA thi khdi lugng cua protein bang khii 
lugng cua BSA d chi sd OD dd. 

Gdy miin dich 

Mdi Iin gay mien dich can 150 - 250 mg khing 
nguyen. Trpn deu dich protein vdi cung thl tich 
mudi sinh ly 0,9% va 1 ml ti dugc (Fruent's ajuvent^ 
complete). Tdi khi tgo thanh keo thi tiem dudi da ciia 
thd (tai 2 - 3 vj tri, mdi vi tri tgo nhieu u). Ngiy tiem 
mui thd 1 dugc tinh li ngay 1, miii tiem thd 2 tiem , 
sau mui mdt 7 ngiy, mui tifm 3 sau miii mft 14 
ngiy, mui thd 4 tiem vao ngay thd 30 tinh td ngiy 
thd nhat. 

Sau mui 4 tii 9 - 10 ngay thi tiln hinh thu huyet 
thanh theo cic budc sau: Budc dau tien li lay toan 
bg miu cua con thd da dupe gay miln djch, tiq) tiieo 
u mau thd da thu d 37"C ttong 1 h vi giu qua dem b 
4''C. Cudi cung la thu phin djch trong va ly tam djch 
nay vdi tdc dp 1500 vdng/ phut d 4°C de lo î te bio 
hdng cau bj lan, giir lgi phin dich ttong vi loai bf 
can, phin dich ttong niy Ii huylt thanh cd chira 
khing the. Chia nhd phan djch ttong ra cic Ip 
penicillin (moi lg tu 1 - 2 ml) sau dd mang ddng khf 
va bio quan d 4''C. 

Phan tich Westemblot 

Phucmg ph^ dugc thyc hifn theo Towbin 
(1979). Protein tai td hgp VP28 va j)rotein ting sl 
dugc tach tu md cua tdm bi nhifm ddm tting vi mo 
cua tdm khdng bj nhiem benh ddm trang dugc difn 
di tren gel polyacrylamide 12%. Cac m ^ protein 
nay dugc ehuyen tu gel polyacrylamide sang mang 
PVDF bang bd chuyfn mang cua BioRad ttong 
khoang thdi gian 2 h d hifu difn the li 100 V trong 
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4"'C. Sau khi hoin tit qui trinh chuyfn ming, ming 
dupc phu bing siia tach bo 5% pha ttong TBS IX 
qua dfm. Logi dung dich phii mang, riia lai 3 lln 
bing TBS IX, lie nh? trong 5 phut. Sau dd, tilp tuc 
nia2 Iin bing TBS IX vdi 5 - 10 phdt/lin. 

Cdn khdng ihi I: Khing thl 1 (huylt thanh thd 
thu dugc) pha loing 500X trong 25 ml dung dich sua 
tich bo 5% ttong TTBS IX. Phu Ifn ming vi lie nh? 
d nhift dp phdng 1,5 h, loai hit dung djch khing thl 
1 bing cich rda ming 3 lln bing TTBS IX, lie nhe 
vi 3 lan bing TBS IX, 5-10 phiit/lin. 

Gdn khdng Ihi 2: Cfng hgp khing till khing thd 
(khing till 2) dugc pha loing 10000 X trong 25 ml 
dung djch sQa tich ba 5% ttong TBS IX vi phu len 
ming vi lie nhe d nhift dp phdng 2 h. Logi dung 
djch gin khing the 2 bing nia ming 3 lln bing 
TTBS IX, lie nh? vi 3 iin bing TBS IX, 5 - 10 
phut/tin. 

Hifn mdu: Ngin ming 5-10 phiit trong h5n hpp 
dung djch A(30 mg chit hifn miu (HRP* colour 
development reagent) + 10 ml metanol Ignh) vi dung 
djch B (30 ml H2O2 30% + 50 ml TBS) trong bdng 
tli vi dgc kit qua. 

KfiT QUA vA THAO LUAN 

Thilt kl vector bilu hifn peT2l - VP28 trong (e 
bio E. coli 

Sin phim PCR dugc chgy vdi cip mli bilu hifn 
VP28Ndel vi VP28XhoI cd kich thudc khoing 615 
bp phit hgp vdi kich thudc theo ly thuylt mi chdng 
tdi tiiilt kl (Hlnh 1). 

De thuan Igi cho vifc dua thing san pham PCR 
vao vector, chung tdi di tiln hinh thiet ke tten cip 
mdi die hifu cho gen ml hda cho protein VP28 vdi 2 
dilm cit cua 2 enzyme han chl Ndei vi Xhol Hon 
nua viec sd dung 2 enzyme niy cdn giup vifc 
chuyfn gen vio vector dugc dung chilu df tien hinh 
dich ma tao protein ngozii lai mong mudn. Ngoii ra, 
de kifm tra khi ning mang gen ngo£ti lai cua cic 
ddng plasmid tii t l hgp ta cd thl sd dung chlnh 2 
enzyme han chl niy (Hinh 2). 

Cic plasmid d dudng chay sl 1, 4, 5 d hlnh sl 2 
cd kha ning mang gen VP28. Df khing djnh chic 
chin hon chiing tdi tiln hinh xic djnh ttinh ty 1 ttong 
cic ddng plasmid niy. Kit qua ttinh ty di khing djnh 
plasmid ma chung tdi chgn dugc mang gen vp28 mi 
hda cho protein vd VP28 cua virus dim tring. 

Hlnh 2. San phim cit cic plasmid bing Ndel v i Xhol. M. 
Thang DNA chuin 1 kb; 1 - 5, Cic plasmid t i i t l hgp dugc 
cit bing 2 enzyme hgn chl Ndel v i Xhol. g ^ 

Hlnh 1. Sin phim PCR bing cfp mii VP28Ndel v i 
VP2aXhol M Thang DNA chuin 1 kb. 1. Sin phim PCR 

Bilu hifn gen vp28 trong te bio E. coli BL21 

Vector bilu hifn pET21- VP28 thilt kl thinh 
cdng dugc tiln hinh dua vio tl bio BL21 DE3. Qui 
trinh bilu hifn dugc tiln hinh trong mdi trudng LB 
cd bd sung ampicillin vi cam dng sau khi OD dat 0,6 
bing IPTG vdi ning dp cuoi ciing li 0,5 mM. Sau 
cam ting 3 h, mlu te bio dugc thu nhin vi kilm tra 
mdc dp bieu hifn eua protein tii td hgp. Ket qui 
dugc trinh biy d hlnh 3. 

Kit qua bilu hifn gen (Hlnh 3) cho thiy, sau 
cam iing xuit hifn mft bing protein mdi ed kfch 
thudc khoang 28 kDa tuang iing vdi kich thudc ciia 
protein VP28 tfnh toin theo 1̂  thuylt, nhu vay gen 
vp28 dupc bilu hifn khi m^nh ttong tl bio E coli 
BL2t, mire df bilu hifn dugc thl hifn ttfn bing 
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protein dam cd kich thudc khoing 28 kDa d dudng 
chgy 2 vi 4. 

Thih sach protein tif to hgp VP28 

Protein tai td hgp VP28 sau khi bilu hifn dugc 
tiln hinh tinh ehl qua cgt sac ky ii lyc Nî *.Cpt sac 
k-} at lye Nî *dugc thilt kl df tinh sach protein tii td 
hgp cd 6 dudi histidine. Day chinh la difm thuan Igi 
cho vifc tinh chl protein VP28 vi protein VP28 tai td 
hgp da dugc dung hgp them trinh ty ciia 6 amino 
acid histidine dugc mi hda bdi cic bp ba ma hda 
nim ttfn vector do nhi san xuit thiet kl. Dudi dieu 
kJfn pH tiiich hgp (pH 7,5), Ion Nî * gin trfn hgt 
resin tao lien kit tmh difn vdi dudi histidine. Khi do, 
protein tii td hgp se dugc giii lgi tten ept. Sau khi di 
nia trdi nhdng protein khdng mong mudn, protein tii 
td hgp dugc thu lai nhd djch thu cd nong dp 
Imindazole eao. Sin phim protein VP28 tii to hgp 
sau khi tinh sgch dugc kiem tra trfn gel acrylamid 
12% (Hinh 4). 

Ket qui difn di trfn hinh 4 cho thay, protein tai 
td hgp VP28 thu dugc sau khi tinh sgch bing cgt sic 
k>' ii lyc Nî ^ tuong doi sach vi cd the su dyng cho 
cie thi nghifm tifp theo. De sd dimg protein tii td 
hgp niy lim khing nguyfin giy mien djch cho thd, 
chung tdi tiln hinh xic djnh ndng dp protein VP28 
tii td hpp thu dupe 

BSA (bovine serum albumin) d cic nong dp 
khic nhau dupc do quang phi d budc sdng 595 nm. 
Chi sd ODs95 nm cua BSA d cie khdi lugng khie 
nhau dupe dua ra ttong bing dudi diy 

Bing 1. Chl sd ODgMm cua BSA. 
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Tifp theo chitng tdi tifn hinh do dung djch mia 
(890 ml nudc + 10 ml mau + 300 ml dung djcfe 
mau) d budc sdng 595 nm. chi so do dugc li 0,l4[). 
So sanh vdi chi sd ODŝ s „„ cua BSA d bing tifn, 
chiing tdi thiy cht sd nay tuang dng vdi lugng BSA 
li 2 mg/ml. Nhu vay protein tii td hgp thu dupc li 2 
mg/ml. 

Tao khing the da ddng khing proteui vd VP28 
cua virus dim tring 

Bing phuang ph^ gay mifn djch tten thd, tiieo 
Iy thuyft chiing tdi da thu dupe huylt thanh chfta 
khing the khing protein vd VP28 cua virus gay bfnh 
hfi chdng ddm tring trfin tdm sd. Dl khfing djnh 
vifie tgo thanh cdng protein tii tl hgp VP28 vi khing 
thf khang die hifu eiia protein nay, chiing tfii tiln 
hanh kilm tra bang phin img Western blot. 

Phuang phap Wratem blot la kJ thuft lai protein 
vdi khing the die hifiu. Neu khing thf khing djjc 
hifu protein vd VP28 cd mit ttong huylt thanh ciia 
thd thl phan img mien djch die hifiu giira khing thl 
niy vdi protein VP28 ty nhien ttong tdm bfnh vi vdi 
protein tii t l hgp VP28 sS xiy ra. Trong phin ung 
Western blot, phin dng mien djch diln ra sfi xiic tic 
cho phan img hifin mau ciia enzyme cgng hgp khing 
thfi vi ta cd thf quan sit thiy cic vgch miu hiong 
dng trfn mang PDVF. 

Protein tich chiet td mfi cua tdm nhilm v4 
khdng nhiem WSSV (da dugc kiem tta bing PCR 
trudc dd), protein tai t l hgp sau khi difn di ttfn gel 
polyacrylamit dugc tiln hinh chuyin ming vi tiiam 
gia vao phin dng Western blot. Kfit qui ciia phin 
dng Western blot duge thl hifn d hinh 5. 

Kit qui hinh 5 cho thiy cic bing protein phan 
ling djc hifiu vdi khang thl thd. Ci hai mSu torn 
bfnh deu xuit hien mgt bing dim net cd kich thirfc 
khoang 28 kDa (dudng chay 2 - 3) , trong khi mSu 
tdm khdng bfnh khdng xuit hifn bing tuong irng 
(dudng chgy 6). 0 dudng chgy 4 - 5 sd dT xuit hifn 
nhieu bing phan dng li do khi tinh sach protein 
VP28 tai td hgp van cdn mpt lugng nhd protein cua 
E. coli. ma phan img Western blot la phin dng rat 
nhgy Ifn chi can mgt lugng nhd protein cung cd the 
phat hifn dugc. Trong trudng hgp nay protein tii ti 
hgp dugc su dyng nhu li miu ddi chiing duong cho 
phan ung. Khing thl thd cd chda khing thl khang 
VP28 tai tfi hpp di phan iing rit die hifu vdi protein 
ty nhifn dugc tich chifit tu md cua tdm bj bfnh dom 
tring ma khdng phan img vdi protein ty nhifin dupc 
tich chifit tu md ciia tdm khdng bj bfnh. Nhu vgy dl 
cd phan dng mien djch dac hifu di xiy ra giiia 
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khang thf dugc tao ra trong huylt thanh eiia thd va 
proteui vd VP28 ty nhien cua WSSV ttong tom hi 
bfnh. Dilu n iy cho chdng td r ing cd th l sd dyng 

ngudn khing thfi da ddng nay vao vifc chin doan 
vims ddm trang bang ky thuat Westemblot hoac 
Dotblot. 

kDa M 1 2 3 4 1 2 3 4 M 5 6 7 

Hlnh 3. Kiim tra khi ning biiu hifn cOa 
gen vp28 trfin gel polyacrylamide 12%. M 
Thang prolein chuan; 1,3. Prolein ting s l 
thu dugc trong diiu kifn nudi ciing khdng 
cim dng IPTG sau 3 h; 2,4. Protein tdng s i 
thu dugc sau 3 h cim dng blng IPTG. 

T • / 
32,5 kDa , ^ 

24 kDa H M 

III 
Hinh 4. Kiim tra protein tr&n gel potyacrytamida 1; 3: Protein 
VP28 tinh sgch thu dugc d 8 ml diu tifin; 2; 4: Protein VP28 
tinh sgch thu dugc d 3 ml tiep sau; M: Thang maker protein: 5: 
Protein thu dugc td miu nuSi ciing kh6ng cim i>ng bang IPTG; 
6: Protein ttiu dugc td miu du-gc cim i>ng bing IPTG, 7; 
Protein thu dugc td mSu tnrdc khi cim î ng bing IPTG. 

kDa 1 2 3 4 5 6 

Hlnh 5. Kiim tra khing thi da dfing thu bing phin i>ng 
Western blot 1,Thang protein chuin; 2 - 3-Protein tich tu 
tdm nhilm WSSV; 4 - 5: Protein t i l td hgp; 6. Protein tich 
Xit tdm khflng b| nhiim WSSV. 

K£T LUAN 

Da tiiilt k l tiiinh cdng vector bteu hifn gen 
VP28 v i bilu hifn dugc protein tii td hgp VP28 vdi 

kich thudc 28 kDa. 

Chiing tdi d l thinh cdng ttong vifc t^o khing 
thfi da ddng d|k: hifu cda protein VP28 khing protein 
vd VP28 ty nhifin ciia virus gay bfnh ddm tring. 
Khing thf da ddng nhan dirge l i nguyfn Iifu cho 
vifc tgo kit df chin doin nhanh bfnh vims ttfin tdm 
nudi. 

Ldi cam on: Nhom de ldi xin chdn thdnh cdm an 
Chuang trinh Khoa hpc con^ nghe cap nhd nuac 
KC06 dd giup dd kinh phi de hodn thdnh npi dung 
nghien cuu"Nghlen ciru ung dung cdng nghe sdn 
xudt khdng the dan ddng (monolono-Antibody )de 
chdn dodn nhanh bfnh virus tren lom nuoi". 
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P R O D U C T I O N O F P O L Y C L O N A L A N T I B O D Y A G A I N S T THE VP28 PROTEIN OF 
WHITE SPOT SYNDROME VIRUS ON SHRIMP (PENAEUSMONODON) 

Ha Thi Thu, Dfnh Duy Khang, Dinh Thuong Van* 

Institute of Biotechnology 

SUMMARY 

In Vietnam, aquaculture, particularly cultured shrin^ is developing rapidly, contributing significantly in 
creating jobs, increasing incomes, ensuring sufficient food supply as well as attracting foreign currencies by 
raising export revenue. However, besides the tremendous benefits, shrimp-farming in Vietnam is facing severe 
damage due lo environmental pollution and diseases. These diseases are usually caused by vimses, of which 
White Spot Syndrome Vims is the most notable case. Thus, to support the diagnostic process of this disease, 
researchers ha\e experimented and ^plied the techniques of producing polyclonal antibody and monoclonal 
antibodies to create WSSV diagnostic kits. White spot syndrome vims (WSSV) is of particular interest because 
it is an important pathogen which causes high mortality and considerable economic damage lo the shirmp 
farming industry, especially Penaesus monodon Therefore, it's essential to r^idly and accurately diagnose 
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WSSV. VP28 envelope protein, a major antigen to detect WSSV by immunoassay, was expressed in £ coli to 
produce antibody against native VP28 protein. VP28 recombinant protein was puriiied by Nickel Resin column 
and purified recombinant protein was used to immunize rabbits. The r^bit semm containing anti-VP28 
polyclonal antibodies specifically reacted with native VP2S protein of WSSV by Western blot. This resuh was 
a basis for development of polyclonal antibody against VP28 protein to manufacture rapid diagnostic kit of 
WSSV. 
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