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XAC BINH KHA NANG KiCH THICH TAO KHANG THE DAC HIEU
CUA KHANG NGUYEN TAI TG HGP GP5-ELP CUA VIRUS PRRS
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TOM TAT

Hoi chtng rdi loan sinh san va hd hp ¢ lon (Porcine reproductive and respiratory syndrome -
PRRS) do virus PRRS thudc chi Arterivirus, ho Arteriviridae, thudc bd Nidovirales gay ra da va dang
gdy thiét hai 16n vé kinh té cho nganh chin nudi ¢ nhiéu qubc gia trén khap thé gidi. Glycoprotein 5
(GP5) 1a mot protein vo quan trong clia virus PRRS, ¢6 khdi lwong phan tir 1a 24-25 kDa, dugc biét
dén nhu yéu t6 kich thich viéc san sinh khang thé trung hoa & lon. GP5 duoc nghién ciru dé thiét ké
vaccine tiéu don vi phong chdng PRRS. Bé c6 co s khoa hoc cho viée nghién ctru phat trién vaccine
tiéu don vi c6 ngudn gde thuc vat phong chong PRRS, GP5 di duoc dung hop voi ELP tao protein
tai to hop va tich luy trong cdy thudc 1a bang phuong phap biéu hién gen tam thoi. Protein GP5-ELP
tir mo 14 thudc 14 N. benthamiana duge tach chiét, tinh sach bang phuong phap mITC va thu hoi
protein muc tiéu. Hiéu suét thu hdi protein GP5-ELP 1a 98%, mtrc do tinh sach cta protein GP5-ELP
la 81,1%. Protein tinh sach duogc st dung dé gdy mién dich trén chudt bach, chung BALB/C 4-6
tuan tudi va thu huyét thanh tir mau chudt & cac thoi diém: Trude khi tiém khang nguyén, ngay thir
21 va 35 sau lan tiém khéng nguyén dau tién. Khang nguyén tinh sach GP5-ELP dugc tao ra c6 kha
ning kich thich san sinh khang thé IgG dic hiéu khang GP5-ELP trén chudt. Khang thé IgG dic higu
khang GP5-ELP di tang 1én hon 2,4 1an sau ba l4n tiém so v&i sau hai 1an tiém. Nhu vay, c6 thé khing
dinh rang khang nguyén GP5-ELP duoc tong hop trong mé 14 thude 14 N. benthamiana bang phuong
phap biéu hién gen tam thoi trong thuc vat co kha nang gay ra dap ung mién dich trén dong vat thi
nghiém. DAy 1a can cir khoa hoc quan trong dé nghién ctru sir dung GP5-ELP nhu mot ting vién trong
viéc phat trién vaccine tiéu don vi phong chéng PRRS.

Tir khéa: PRRS, khang nguyén tai to hgp, GP5-ELP, tinh sinh mién dich, virus PRRS.

Possibility in creating specific antibody of GP5-ELP recombinant antigen
of Porcine reproductive and respiratory syndrome virus (PRRSV) on
experimental animals

Nguyen Thi Minh Hang, Ho Thi Thuong,
Pham Bich Ngoc, Nguyen Trung Nam, Chu Hoang Ha

SUMMARY

Porcine reproductive and respiratory syndrome (PRRS) caused by PRRS virus has resulted
in huge economic losses to the livestock sector in many countries around the world. PRRSV
belongs to Arterivirus, Arteriviridae and Nidovirales. GP5 is an important PRRSV envelope
glycoprotein with molecular weight of 24-25 kDa, known as the stimulant for the production of
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neutralizing antibodies in pigs, consequently to design the PRRS subunit vaccine. In order to have
a scientific evidence for the development of a PRRS-derived plant-derived subunit vaccine, GP5
was fused with ELP to create recombinant protein and accumulated in tobacco tree by transient
gene expression. The GP5-ELP protein from N. benthamiana leaf extract was purified by mITC and
recovered target protein, with 98% GP5-ELP protein recovery efficiency and 81.1% GP5-ELP purity
protein. Pure protein was used to induce immunity in 4-6 week BALB/C mice and blood samples
were collected at the times: before antigen injection and day 21, 35 after the first antigen injection.
IgG antigen-specific antibody to GP5-ELP antigen in mouse serum was detected by ELISA and
Western blot analysis. The studied results showed that GP5-ELP purified antigen was capable of
stimulating production of GP5-ELP-specific IgG antibody in mice. GP5-ELP-specific IgG production
was increased more than 2.4 times after three injections compared to two injections. Thus, it can be
concluded that GP5-ELP antigen synthesized in tobacco leaf tissue by transient gene expression
was capable of inducing immune responses in mice. This is an important scientific evidence for using

GP5-ELP as a candidate to develop a PRRS subunit vaccine.

Keywords: PRRS, recombinant antigen, GP5-ELP, immunogenicity, virus PRRS.

I. PAT VAN PE

Hoi chimg ri loan sinh san va ho hap ¢ lon
(Porcine reproductive and respiratory syndrome
- PRRS) do virus PRRS gay ra, da va dang gay
thiét hai 16n vé kinh té cho nganh chan nuéi ¢
nhiéu qudc gia trén khip thé giéi. Virus PRRS
thudc chi Arterivirus, ho Arteriviridae, thuoc bo
Nidovirales. Genome 1a sgi SRNA don duong,
dai 15.000 bp v6i 9 khung doc mo (ORF - open
reading frame) la, 1b, 2a, 2b va 3 — 7 (ORFs)
(Fang, Snijder, 2010). Trong d6, ORF la va 1b
mé hoa cho protein phi ciu tric replicase va
polymerase tham gia vao qud trinh nhan ban
ctia virus, ORF 2-7 mi hoa cac protein céu
tric. Glycoprotein 5 (GPS), protein mang (M)
va nucleoprotein (N) dugc ma hoa bdi cac ORF
5-7, 1a cac thanh phﬁn chinh cua hat virus.

Glycoprotein 5 (GP5) duoc ma hoéa boi ORF
5, 1a mot trong nhitng thanh phan chinh ciia hat
virus véi vung ngoai bao 40 acid amin va vung
n6i bao 50 dén 70 acid amin (Dea et al., 2000).
GP5 c¢6 trong lugng phan tir tir 24-25 kDa, la
protein lién két vo boc két hop glycogen. GP5
1a protein c4u trac thay doi nhidu nhit cia virus
PRRS, c6 mot doan peptide dinh hudng tai dau
cubi N cia protein va bj glycosyl hoa sau sao
chép tir 2 dén 4 vi tri N30, N33, N44 hodc N51
(Zhou et al., 2009). Vi tri dugc glycosyl hoa réat
quan trong cho qué trinh hinh thanh ciu trac
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va duy tri hoat tinh cta protein (Ansari et al.,
2006). GP5 dugc biét nhu yéu t6 kich thich viée
san sinh khang thé trung hoa ¢ lon, 1a mot van
dé then chdt ctia mién dich dich thé. Cac khang
thé trung hoa chu yéu lién két truc tiép voi cac
epitope co trén bé mat cua protein GP5, do vay
virus ¢6 thé bi trung hoa. Nhiing epitope trung
hoa nay nam sat ngay canh cac vi tri glycosyl
hoa (Cancel-Tirado SM et al., 2004). Trong cac
protein ciu tric cua virus PRRS, khang nguyén
GP5 1a protein khong thé thiéu cho su giai
phong céc hat virus, dong thoi GP5 tao dap tng
mién dich manh chdng virus. Vi vay, protein
GP5 duoc dung dé thiét ké vacxin tiéu don vi
phong chéng PRRS. Céac nghién ctru phat trién
vacxin chéng lai virus PRRS da dugc ghi nhan
trong hai thap ky qua, viéc thiét ké vacxin tiéu
don vi, tao ra dap mg mién dich té bao va dich
thé 1a dic biét quan trong vi ca hai co ché nay
déu lién quan dén viéc bao vé chéng lai virus.

Elastin-like polypeptides (ELP) 1a m¢t trong
nhitng polypeptide (Fushion tag) da dugc ching
minh 13 1am ting su tich tu cac protein tai t6 hop
trong thuc vat (Conley et al., 2009, Joensuu et
al., 2010).

Nghién ctru nay trinh bay két qua tinh sach
protein (khang nguyén) tai t6 hop GP5 dung
hop elastin-like polypeptides (GP5-ELP) da
dugc tong hop, tich luy trong mé 1a thude 1a
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loai Nicotinana benthamiana (N. benthamiana)
bang phuwong phap mITC (Membrane-based
inverse transition cycling), nhim loai bd cac
protein tap c6 trong mo la thyc vat, thu hoi
khang nguyén tinh sach va danh gia hoat tinh
sinh hoc cua khang nguyén, kha nang kich thich
san sinh khang thé dic hiéu trén dong vat thi
nghiém khi duoc tiém khang nguyén GP5-ELP
tai to hop da dugc tinh sach.

II. NOI DUNG, NGUYEN LIEU VA
PHUONG PHAP NGHIEN CcUU

2.1. N¢i dung nghién ciru

- Tinh sach protein ti t hgp GP5-ELP ciia
virus PRRS bang phuong phap mITC, thu hoi
protein tinh sach.

- Xac dinh hoat tinh sinh hoc (tinh khang
nguyén) cua protein tai t6 hop GP5-ELP trén
dong vat thi nghiém.

2.2. Nguyén li¢u, hoa chat

Cay thudc 14 N. benthamiana da dugc bién
nap dich khuan Agrobacterium mang vector
chuyén gen mi hoa khang nguyén tai to hop
GP5-ELP 6 tuan tudi, do Phong Cong nghé té
bao thyc vat, Vién Cong nghé sinh hoc cung céip.

Chudt bach chung BALB/C do Phong tha
nghiém sinh hoc, Vién Coéng nghé sinh hoc
cung cap.

Khang thé khang cmyc dugc Phong thi
nghiém trong diém - Vién Cong nghé sinh hoc
tong hop tir vi khuan; khang thé anti-mouse
IgG cong hop HRP (Horseradish Peroxidase;
Promega - USA), anti-pig rabit IgG cong hop
peroxidase, khang nguyén scFv (50 ng/ul) cé
trinh ty cmyc dugc Phong thi nghiém trong diém-
Vién Cong nghé sinh hoc tong hop. Hoa chat
hién mau TMB (3,3°,5,5’ tetramethylbenzidine),
DAB (Diaminobenzidine), kit hién phim Super
Signal West Pico Trial (Thermo Scientific),
Vacxin nhugc doc phong bénh lon tai xanh
(Hanvet)...

2.3. Phwong phap nghién ciru

2.3.1. Tdich chiét va xdc dinh néng dé protein
tong so

Protein tong s tir mau la dwoc tach bang
dich chiét: PBS (Phosphate-buffered saline, 137
mM NaCl, 2.7 mM KCl, 10 mM Na,HPO,, 1.8
mM KH,PO,, pH 7.4), 0,05% Tyveen theo ty l,é
1:2 (trong lugng mau (gam) : thé tich dich chiéct
(ml)) va bao quan -20°. Ndng dé protein téng sb
duoc do ¢ bude song 595 nm theo phuong phap
ctia Bradford nim 1976 v6i duong chuan dugc
xdy dung dua vao protein chuan di biét trudc
ndng d6 BSA (Bovine Serum Albumin).

2.3.2. Kiém tra dp tinh sach va sw biéu hi¢n
ciia cdc gen bang dién di SDS-Page va phdn
wng lai mién djch Western blot

2.3.2.1. Dién di SDS-PAGE

Béan gel SDS-PAGE 4-10% dugc chuén bi
theo cong thirc cua Laemmli, 1970. Bién tinh
mau & 95°C trong 10 phiit trude khi tra mau 1én
gel. Tét ca cac giéng o cac thi nghiém déu dugc
dua vao cing mét luong protein tong sb (30
pg). bién di 6 22 mA trong 2 gio.

2.3.2.2. Western blot

Mau 14 thude 14 duge nghién min, hoa tan
trong dém mau SDS (50 mM Tris-HCI, 2%
SDS, 0,1% (w/v) Bromophenol blue, 10%
(v/v) Glycerol, pH 6,8), bién tinh miu ¢ 95°C
trong 10 phut, dién di ¢ 100V, 20mA trong 3
gio; 10-30 pg protein dugc phan tach bang
dién di trén SDS-PAGE (10% polyacrylamide),
sau d6 dugc chuyén lén mang nitrocellulose
bing méay chuyén mang Pierce Fast blotter
(Thermoscientific) ¢ 25V, 1,3A trong 20 phut.
Mang chtra khang nguyén dwgc phil bing sira
tach béo 5% (pha trong dung dich PBS 0,05%
Tween) trong 5 gid; mang tiép tuc duoc u voéi
khang thé khang khang nguyén (khang thé 1)
qua dém; 0 mang véi khang thé 2 anti-mouse
IgG cong hop HRP (Horseradish Peroxidase)
trong 2 gio. Phat hién sy c6 mat cua protein tai
t6 hop (khang nguyén) trong dung dich hién
mau c6 chira co chit DAB (Diaminobenzidine)
trong 15 phut (Phan, 2012).
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Po dam nhat cua bang protein & cac thi
nghiém Western blot dugc so sanh bang phan
mém Image J.

2.3.3. Phwong phap tinh sach protein GP5-ELP

Tinh sach protein GP5-ELP bang phuwong
phap mITC (Membrane-based inverse
transition cycling)

Nghién nho 100g 14 twoi trong nito 16ng, bo
sung 200 ml Tris-HCI 50 mM (pHS8.0) lanh, ly
tam 25000 v/p trong 30 phut & 4°C, bd sung
NaCl dén nong d6 2M. Dung dich dugc ly tdm
¢ 15.000 v/p trong 30 phut, 6 4°C. Dung dich
sau ly tam dugc dua qua mang polyethersulfone
(PES) 0,22 pm & 4°C, thu dich chiét trude xu 1y.
Dich chiét duoc 1am 4m dén nhiét do phong va
loc qua mang cellulose acetate 0,2 um, mang
duoc rira 2 1an bang NaCl 2M dé loai protein 14n.
Nuée Milipore-Q lanh dugc chuyén qua mang
loc dé thu hoi protein muc tiéu dung hop ELP
(Phan, 2012).

Phuwong phdp tinh hiéu sudt thu héi protein
tinh sach

Hiéu suét thu hoi protein tinh sach 1a ty 1&
phan tram giita lugng protein tinh sach thu duoc
va luong protein dich c6 trong dich chiét thuc
vat ban dau theo tinh toan 1y thuyét. Luong
protein dich c6 trong dich chiét thyc vat ban
dau va lugng protein tinh sach thu dugc sau
qua trinh tinh sach duoc tinh todn va dinh lugng
bang Brad ford va Western blot sir dung protein
chudn (Single-chain fragment variable-ScFv-
cmyec).

Do tinh sach cua protein dugc tinh dya trén
ty 1& phan tram giita luong protein tinh sach
thuc té (dugc dinh lugng dua vao Western blot
stt dung protein chuan (Single-chain fragment
variable-ScFv-cmyc) va lugng protein tinh sach
1y thuyét (dugc do bang Bradford assay).

2.3.4. Danh gia khd nang kich thich sdn sinh
khdng thé dic hiéu ciia protein tdi t6 hop GP5-
ELP trén dong vit thi nghiém

Gady mién dich trén chugt bach BALB/C
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Protein tai to hop GP5-ELP sau khi tinh sach,
duoc chuan vé nong do 50 pg/ml va dugc sir dung
dé gly mién dich trén chudt bach (chudt tréng cai
chung BALB/C, 6 tudn tuéi). Protein duogc tron
déu, ddng nhét véi chét bd trg Complete Freud’s
adjuvant/Incomplete Freud’s adjuvant (Sigma)
v6i ty 18 1:1 bang song siéu am. Chuot BALB/C
dugc chia lam 3 nhém, mdi nhém 3 con. Nhom
1: Tiém vacxin PRRS (d6i ching duong), nhém
2: Tiém PBS (dbi chimg 4m), nhom 3: Tiém
protein GP5-ELP. Nhém 1 dugc tiém vacxin
phong PRRS nhugc doc mot lan duy nhét (theo
huéng din st dung vacxin ciia nha san xuét).
Nhoém 2 va nhém 3 duge tiém khang nguyén
nhéc lai 3 1an.

Chudt dugc tiém dudi da, nhic lai 3 1an vao
ngay 1, 14 va 28 vaoi 200 ul dung dich protein/
lan tiém. St dung chét b trg Complete Freud’s
adjuvant cho 1an tiém thtr nhat; str dung cht bo
trg Incomplete Freud’s adjuvant cho 2 1an tiém
nhéc lai thir hai (ngay thir 14 sau 1an tiém 1) va
lan thi ba (ngay thir 28 sau lan tiém 1). Mau
mau cta chudt duoc thu dé chiét huyét thanh
tai ba thoi diém: Trudc khi tiém protein khang
nguyén (ngay 0), ngay thtr 21 va ngay thu 35
(tinh tir 1an tiém 1) theo so d6 thi nghiém nhu
trén hinh 1 d6i véi cd ba nhém chudt. Chudt
BALB/C sau khi gy mién dich dugc chim séc
va theo dai trong cac diéu kién phu hop.

3 nhém chugt:
3 con chugt/nhom

m
Tiéem ldn 1 Tiém lan 2 Tiém lin 3

Hinh 1. So’ dé thi nghiém gay mién dich
trén chuét bach BALB/C

Phuwong phdap ELISA (Enzyme linked
immunosorbent assay)

Céc giéng trong dia microtiter (ImmunoPlate
Maxisorp, Nalgen Nunc International, Roskilde,
Denmark) dugc phu véi 100 ng khang nguyén
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trong dém PBS 1X va u qua dém ¢ 4°C. Sau do,
dia dugc phu trong dung dich PBS 1X chua 5%
sita tach bo, trong 2 gio va dugc rira lai 5 lan
v6i PBS 1X. Pia duoc phii voi huyét thanh (da
dugc pha loang 5000 lan) trong 2 gid. Sau do,
dia duoc rira lai 5 lan vé6i PBS 1X; phu dia voi
khang thé anti-mouse IgG c6 gin HRP (khang
thé 2) voi d6 pha loang 500 lan, trong 2 gid, rira
lai bﬁng dung dich PBS 1X 5 lan. Pia duoc hién
mau trong dung dich hién méau c6 chtra co chat
3,3°,5,5°- Tetramethylbenzidine (TMB) trong
15 phut, san pham phan tmg cho mau xanh, sau
d6 ¢6 dinh mau bang HCI IN, mau vang cia
phan tmg dugc do & budce song 450nm. So lidu
duogc phan tich trén phan mém Excel.

III. KET QUA NGHIEN CUU VA
THAO LUAN

3.1. Tinh sach protein tai to6 hop GP5-ELP
bang phwong phap mITC

GPS-ELP

A

Két qua dién di kiém tra trén gel SDS-PAGE
cac mau sau moi budc tinh sach gém: dich chiét
tho, dich chay qua mang sau khi rira bing NaCl
va dich chtra protein GP5-ELP tinh sach duogc
tach rira khoi mang, hoa tan bang nudc deion
lanh. Kiém tra bang Western blot (Hinh 2A)
cho thiy & giéng s6 1 xuat hién bang vach duy
nhit c¢6 kich thudc tuong tng véi kich thude
cua GP5-ELP (65 kDa). Phan doan nay khong
xuat hién ¢ dich chay qua mang khi rira bang
dung dich mubi NaCl. Kiém tra do tinh sach cia
protein tai t6 hop GP5-ELP khi st dung PEG
9% trén SDS-PAGE, nhuom Coomassie blue
(Hinh 2B) cho thiy bang vach protein GP5-ELP
tinh sach, bang vach dam nét, khong 1an protein
protein GP5-ELP da duoc tinh
sach thanh cong bang phuong phap mITC.

tap. Nhu vay,

GPS-ELP

Hinh 2. Pdnh gid sw tinh sach cuia khang nguyén GP5-ELP bang Western blot
(A): Két qué Western blot, M:Marker; 1: Dich chiét thé chira protein GP5-ELP; 2: Dich
chéy qua mang khi rira bang NaCl; 3: Protein GP5-ELP dwoc tach rira khéi mang béng
nwéc deion lanh. (B): Két qua dién di SDS-PAGE nhuém Coomassie blue, M: Marker; 1:
Dich chiét thé chira protein GP5-ELP trwéc khi tinh sach; 2: Protein GP5-ELP thu dwoc

sau khi tinh sach.

Dinh lugng protein GP5-ELP bang phuong
phap do Bradford, lai mién dich va phan mém
Image J trén mang lai cho thdy d tinh sach va
thu hoi dung protein GP5-ELP véi kich thude
mong muén (hinh 3). Phéan tich két qua Western
blot bang phdn mém Image J dua vao protein
dbi chimg duong ScFc da duoc dinh luong cho

thy rang, hiéu suat thu hdi protein GP5-ELP la
98%, muc do tinh sach cua protein GP5-ELP la
81,1%. Két qua nay ciing phii hop véi mot s6
nghién ctru khéc, hiéu suat thu hoi protein M
cua virus PRRS la 86,5% va muc do tinh sach
14 82,1% (Nguyén Thi Minh Hang et al., 2017).
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Hinh 3. Binh Iwong protein téi t6 hop GP5-
ELP bang Ilai miéen dich

ScFV (déi ching duong) dugc dua Vél(,) giéng
v6i cac nong do 50, 100, 150, 200 ng/giéng; 10
pl protein GPS-ELP tinh sach dugc tégh rfrg
khoi mz‘lng’béng nudc lar}h vOéi protein tong so
dua vao giéng la 20ug/giéng.
3.2. Kha ning kich thich tag khang thé dic
hiéu cua khang nguyén tai to hop GP5-ELP
trén dong vt thi nghiém

Két qua ELISA (hinh 4) cho thay khéng thé
IgG dac hiéu da xuit hién & nhom chudt duoc
tiém protein tai t6 hop GP5-ELP. Hon nita, ¢
su sai khac co y nghia thong ké vé kha ning
san sinh khang thé IgG dic hiéu GP5-ELP
gitta ba nhom chudt dugc tiém PBS, vacxin va
protein GP5-ELP tinh sach voéi P<0,05. Kha
ning kich thich san sinh khang thé IgG dic
hi¢u GP5-ELP di ting 1én hon 2,4 lan sau ba
lan tiém so véi sau hai lan tiém. Tuy nhién,
kha ning san sinh khang thé IgG dic hiéu
60 nhom chudt tiém khang nguyén GP5-ELP
12 thap hon so v6i nhom chudt tiém vacxin
nhuoc doc PRRS. Trong khi d6, & nhém chuot
dbi chimg am dwgc tiém PBS, trong huyét
thanh khong xuédt hién khang thé dic hiéu
khang GP5-ELP. Nhu vay, khang nguyén tinh
sach GP5-ELP tai t6 hop duogc tao ra co kha
ning kich thich phan tng mién dich san sinh
khang thé IgG dic hiéu trén chudt.
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Sau 2 lin tiém Sau 3 ln tiém

Hinh 4. Ph&t hién khang thé IgG dic hiéu
khang GP5-ELP bang ky thuat ELISA;
Giéa tri ELISA trung binh ctia méi huyét thanh

chudt kém theo sai sé (SD) duoc thé hién &
tirng chdm den. Gia tri trung binh cho huyét
thanh cta tirng nhém chuét (3 con chudt/
nhém) dwgc xac dinh, thé hién & vach ngang
va so sanh véi cac nhém chudt khac str dung
t-test v&i *: P<0.05

Két qua xac dinh khang thé dic hiéu IgG
khang GP5-ELP bang lai mién dich (hinh 5) cho
thdy: Trong huyét thanh ciia nhom chudt duge
tiém vacxin nhugc doc phong PRRS, da san
sinh khang thé ddc hiéu khang GP5-ELP. Trong
khi d6, khong phat hién duoc khang thé nay
trong huyét thanh ctua nhém chudt dugc tiém
PBS sau ca ba lan tiém. Huyét thanh thu dugc ¢
nhom chudt tiém khang nguyén tai t6 hgp GP5-
ELP da phat hién dugc khang nguyén GP5-ELP
dung nhu tinh toan 1y thuyét ¢ ca hai lan phan
tich: Sau hai lan tiém va sau ba lan tiém khang
nguyén muc tiéu, xuét hién vach nau dam, ding
kich thudc cua protein GPS-ELP (65 KDa). Nhu
vay, da xuat hién khang thé IgG dic higu khang
GP5-ELP trén cac con chudt duoc thi nghiém.

Tir cac két qua thu dugc, cho phép nhan
dinh rang, huyét thanh chudt duoc tiém vacxin
va protein tai t6 hop sau 2 lan tiém va sau 3
lan tiém déu xuat hién khang thé IgG dic hiéu
khang GP5-ELP. Dic biét, két qua lai mién dich,
khi sir dung huyét thanh thu tir nhém chudt dugc
tiém vacxin nhugc doc phong PRRS, str dung
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Hinh 5. Két qua lai mién djch (Western blot) xdc dinh khdng thé IgG
dac hiéu khang nguyén GP5-ELP
Nhoém vacxin duoc tiém 1 1an duy nhét, khang nguyén la GP5-ELP, khang thé so cap la huyét
thanh thu tir nhém duoc tiém vacxin, khang thé thir cép la anti-mouse IgG gén HRP

khang thé anti-mouse IgG gin HRP la khang
thé 2 (khang thé khang khang thé) di xac dinh
dugc khang thé IgG dic hiéu khang GP5-ELP.
Diéu niy ching to rang khang nguyén tai to hop
GP5-ELP duoc tao ra van giltt dugc hoat tinh
sinh hoc, ¢6 kha nang sinh mién dich nhu cua
khang nguyén GP5 tu nhién cia virus PRRS.
Theo Luping Du va cong sy (2013), nghién
ctru trén cac nhom chudt d3 duogc tiém hai lan
voi 100 pg vacxin DNA pcDNA3.1-SynORFS5,
pcDNA3.1-PoIFN-A1-SynORFS5, két qua ciing
cho thay ring vacxin DNA c6 thé ting déng ké
khang thé ELISA dic hiéu GP5 trong khoang
thoi gian 2 tuan.

Tir két qua phat hién khang thé khang khang
nguyén tai to hgp GP5-ELP bang ky thuat
ELISA va Western blot trong huyét thanh cia
chudt bach & cac 16 chudt thi nghiém, cho thay
khang nguyén GP5-ELP duoc tong hop trong
mo 1a thudc 14 bang phuong phap biéu hién gen
tam thoi trong thuc vat da dugc tinh sach thanh
cong v6i hiéu suat thu hdi cao bang phuong phap
mlITC, co6 kha nang kich thich hinh thanh khang
thé dic hiéu IgG khang khang nguyén GP5 trén
dong vat thi nghi€ém (chudt bach). biéu nay cho
phép khang dinh rang protein tai to hop GP5-
ELP cua virus PRRS gy hoi chimg réi loan
sinh san va ho hap & lon trong nghién ctru nay

¢6 hoat tinh sinh hoc (tinh khang nguyén), gitr
nguyén duoc tinh khang nguyén nhu cua virus
ching doc luc cao ban dau. GP5-ELP 1a mot
g vién tét cho cac nghién ctru phat trién san
xudt vacxin tiéu don vi phong chéng PRRS.

IV. KET LUAN

- Protein tai td hop GP5-ELP cua virus PRRS
gdy triéu ching r6i loan sinh san va ho hip ¢ lon
duogc tong hop trong mé 14 thude 14 da duoc tinh
sach thanh coéng bang phuong phép tinh sach
protein mITC v&i hiéu suét thu hdi protein GP5-
ELP 1a 98%, mirc d9 tinh sach protein GP5-ELP
la 81,1%.

- Protein GP5-ELP tai to hop cua virus PRRS
¢6 ngudn gbe thue vat c6 kha ning kich thich
san sinh khang thé IgG dac hiéu trén dong vét
thi nghiém (trén chudt) véi ham lugng khang
nguyén tinh sach dugc tiém la 5 pg/con chudt.
Khang thé IgG dic hiéu khang GP5-ELP ¢ ngay
thtr 35 tang 1én 2,4 1an so voi ngay thir 21 sau
khi tiém protein tai t6 hop GP5-ELP.

- GP5-ELP c¢6 nguén goc thyc vat tré thanh
g vién tot dé tiép tuc nghién ciru phat trién
vacxin. Pay 1a cin cir khoa hoc quan trong dé
tiép tuc nghién ctru phat trién san xuit vacxin
tiéu don vi phong chdng virus PRRS tir thuc vit.
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Loi cam on: Nghién cuu nay duoc thuc
hién voi kinh phi t dé tai thuéc nhiém vu
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