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Trong vy xuan tir ndm 2008 dén nam 2010 tai
Nghé An da phat hién va xac dinh duwoc 9 loai bo tf hai
cdy lac, chung thudc ho Phlaeothripidae va Thripidae.

Da ghi nhan bd sung thém 2 loai bo trf hai cay
lac, d6 la loai Megalurothrips sjostedti Trybom
(Thripidae) va loai Haplothrips gowdeyi Franklin
(Phlaeothripidae).
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THU NGHIEM SAN XUAT KHANG HUYET THANH
VIRUS KHAM LUN NGO SUGARCANE MOSAIC VIRUS (SCMV)

Production of Antiserum Against Sugarcane Mosaic Virus (SCMV)
for Diagnosis

Trén Thj Thanh Binh', TrAn Thj Nhw Hoa?
Ha Viét Cwong® Vi Triéu Man*

Abstract

Sugarcane mosaic virus (SCMV), a potyvirus of the family Potyviridae, is one of the most common viral
pathogens of maize in Vietnam. SCMV induces typical mosaic symptoms and dwarfing on maize. Yields of
infected plants are remarkably reduced. The most reliable and cheap method for diagnosis of this virus is ELISA.
In this study, purified preparations of SCMV were made and usec to immunize rabbits. Rabbits were injected with
purified SCMV for four times at weekly intervals and the antisera from immunizated rabbits were verified for the
presence of SCMV antibodies at weekly intervals using a indirect-ELISA method. ELISA tests shiowed that SCMV
antisera produced from this study were able to reliably
detect SCMV from infected leaves and comparable with
a commercialized ELISA from Agdia.

Keywords: Production, antiserum, Sugarcane
mosaic virus (SCMV)
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DAT VAN BE

Hién nay, bénh kham lun cay ngd do virus
kham |4 mia gay bénh (Sugarcane mosaic virus,
SCMV) dang |a mét trong nhirng bé&nh virus gay hai
phd bién trén cay ngd. Bénh virus kham lin ngd
lam cay thap, 14 co ngén lai, hién twgng kham
dic biét & 1A non va |14 banh té. Cay ngd bj bénh
cho nang suét thAp va anh hudng nhidu dén chét
lvgng hat. Viéc phat hién bénh nhanh va sém
trén ddng rudng 1a yéu clu cin thiét trong qua
trinh cham sé6c¢ va phong trir bénh.

Ther nghiém mién dich lién két men (Enzyme
liked immunosorbent assay, ELSA) la k§ thuat
chan doan bénh virus chinh xac, don gian. Tuy
nhién khang huyét thanh d3c hiéu SCMV khéng
c6 trén thj trwong Viét Nam. Cac thir nghiém
ELISA hién dang thyc hién tai Viét Nam van chd
yéu mua khang huyét thanh & nuéc ngoai véi gia
cao va th&i gian giao nhan cham.

Thi nghiém san xuit khang huyét thanh dac
hiéu cla virus SCMV phyc vy céng tac chén
doan va kiém soat bénh kham lun cay ngd & Viet
Nam d3 dugc thye hién & phong thi nghiém virus
thue vat, Trung tdm Bénh cay nhiét d¢i  Truwdng
Pai hoc Nong nghiép Ha Noi.

VAT LIEU VA PHUONG PHAP NGHIEN CUU
1.Vit lidu

- Cac méu ngd nhiém bénh kham lun duoc
thu thap & Vién nghién clru ngd, Huyén Dan
Phugng, Huyén Chrong My (Ha Néi). Cay chi thj
thyc hién trong thi nghiém 1a cay thubc 4
Nicotiana tabacum cv. Xanthi, N. cv samsum; N.
White Buley va cay ngd sach bénh dugc kiém tra
béng ELISA clia hang Agdia (My).

Thé thi nghiém dwgc nudi trong phong thi
nghiém v&i trong lwgng trén 2 kg.

- C4c hoa chét thi nghiém dugc nhap tw
héng Merck tlr Phap. Khang huyét thanh duoc
nhép clda hang Agdia (My).

2, Phwong phéap nghién ciru

Virus dugc truyén vao cay chi thj nher bot
Cacborandum 600 Mesh va dung dich dém
phosphat pH=7,0. Virus SCMV dugc tinh chiét
theo phwong phap cia Von Baumgaten & Ford,
1981. Sau @6 virus dugc kiém tra trén kinh hi&n
vi dién tor JEOL - 1010.

Virus tinh chiét dwgc tiém vao co bip cua
thd. Dich virus duwgec trén véi Freund's adjuvant
theo thé tich twong dwong Thd dugc gay mién
dich 1 1&n/tudn va lién tyc trong 4 tudn. Khang
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huyét thanh thd dwgc thu sau mai I&n tiém tinh tiy
1An tiém ther 2 8 kiém tra chét lrgng.

Phan &ng ELISA gian tiép (indirect ELISA)
str dung khang huyét thanh thé dwoc thyc hién
theo phwong phap cia Mowat & Dawson (1987).

Phan (ng ctia khang huyét thanh do phéng
thi nghiém san xuit dugc so sanh véi khang
huyét thanh clia hang Agdia (M§).

KET QUA NGHIEN ClPU

1. Kiém tra sy c6 mit cua khang thé virus
SCMV trong khéng huyét thanh(KHT)

Khang nguyén cla virus sau khi lam sach
duoc tiém vao co bdp thd 4 14n, mdi Ian cach
nhau 7 ngdy. Mau thd dugc kiém tra sy co6 mat
cla khang thé virus sau 2, 3 va 4 tuln tiém. St
dyng cay ngb bénh va cé dbi chirng la cay khoé
cla hang Agdia dé kiém tra v&i ngudng pha
loang khang huyét thanh thu dwgc fa 1/100;
1/200;1/300 Két qua thi nghiém dugc trinh bay &
bang 1. Sau 2 tuln tiém, khang thé virus SCMV
da hinh thanh trong co thé thd. Dén tuan thur 3,
4 khang thé virus SCMV ¢c6 mirc phan &ng OD
cao hon sau tudn tiém 2. Nhuw vay, KHT SCMV
tao dwgc cd chat lwgng dam bao.

Bang 1. Kiém tra sy c6 mit cua khéang thé SCMV
trong co thé tho thi nghiém sau cac tuin tiém

Mau Sau tiém Sau tiém Sau tiém
Thir 2 tudn 3 tudn 4 tuin
nghiém oD KL oD KL oD KL
NB-1 0,201 + 0,305 + 0,452 | +
NB-2 0,232 + 0,328 + 0,480 | +
NB-3 0,206 + 0,337 + 0,380 | +

XnB 0,213 0,323 0,437
SD 0,007 0,011 0,008
NK-1 0,097 0,079 0,083
NK-2 0,081 0,084 0,089
NK-3 0,089 0,082 0,086
XNk 0,089 0,082 0.086
SD 0,005 0.002 0.002
MB-1 0,213 + 0,328 + 0450 | +
MB-2 0,211 + 0,280 + 0477 | +
MB-3 0.236 + 0,352 + 0599 | +
Xmisvann | 0,220 0,320 0,509
SD 0,004 0,005 0,033
MK-1 0,084 0,091 0,086
MK-2 0,087 0,080 0,089
MK-3 0,089 0,089 0,087
Xmiaknoe | 0,087 0,087 0,087
SD 0,002 0,003 0,001
Dém 0,083 0,079 0,084

Ghi chu: NB: Ngb bénh; NK: Ngé khoé; MB: Mia
bénh; MK: Mia khde;
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Két qua doc sau 90 phat; Ngudng pha loang dich
cay bénh 1/20;

Nguwéng pha loang dich cly khoé dung hép phu
chéo 1/20;

Ngudng pha lodang khang huyét thanh 1/100;1/200;
1/300

DCK: Dich cay khoé; KL: Két luan;
bénh -: Cay khoé;

OD: Gia tri mat dd quang hoc do & bwdc séng 405 nm.

+: C8y nhiém

2. Két qua xac dinh ngwéng pha loang
khang huyét thanh

Xac dinh ngud&ng pha lodng KHT SCMV theo
3 ngudng khac nhau voi d hoa loédng dich cay
bénh 1a 1/20 va ngu&ng pha lodng dich cay khoé
dung hap phu chéo 1a 1/20. Két qua thi nghiém
duwoc trinh bay & bang 2. O ca 3 nguwdng pha
loang KHT SCMV la 1/100, 1/200, 1/300 deu c6
kha nang phat hién phan bi¢t cay bénh va cay

khoé. Gia trji OD clia cay bénh déu cao va sai Gia tri mot 46
khac c6 y nghia so véi gia tri OD cua céy khoé quang (OD)
va so vé&i gia tri OD cua dung dich dém. - MAu thir KHT cua KHT san Két
Bang 2. Két qua xac dinh nguwéng pha loang héng xuit & luan
khang huyét thanh SCMV Agdia Viat Nam
(M§)
. .| Nguwéng pha lodng khang huyét thanh 1 | cNog-2 0.578 0.350 +
Mau ther ! ’
nghigm 1/100 1/200 1/300 2 | vs09-36 0,611 0,421 +
OD | KL | OD [KL| OD | KL 3 | LVNO8 0,734 0,590 +
cB-1 [0305| + |0269| + |0,258 | + 4 | CN09-3 0,923 0,633 +
CB-2 (0636 | + | 0470 | + | 0632 + 5 |VvS09-37 0,344 0,284 +
cB-3 (0431 + |0360]| + |0366 | + 6 | sB09-33 0,511 0,339 +
cB4 0,391 + 0,290 + 0,213 + 7 H 08-10 0,379 0,230 +
Xcayvenn | 0,440 | + [ 0,347 | + | 0367 | + 8 | KK09-2 0,303 0,231 +
sD | 0,033 0,039 0,055 9 | H09-1 0,401 0,265 +
CK-1 | 0,091 0,088 0,105 10 | H09-2 0,569 0,307 +
CK-2 | 0,100 0,094 0,096 11 | KK 09-36 0,622 0,475 +
CK-3 | 0,107 0,098 0,101 12 | SB 09-34 0,745 0,481 +
Xcay khos | 0,099 0,093 0,101 13 | SB 09-34 0,599 0,334 +
sSD | 0,005 0,003 0,003 14 | SB09-9 0,532 0,330 +
pem1 | 0,083 0,083 0,083 15 | LVN 4 0,712 0,522 +
pam 2 | 0,089 0,086 0,099 16 | LVN 99 0,822 0,566 +
pém 3 | 0,085 0,093 0,086 17 | C 919 0,566 0,447 +
Xpsm | 0,086 0,087 0,089 18 | DPbichengadm | 0,111 0,098
SD | 0,002 0,003 0,004 19 | Pém 0,088 0,073

O ngudng pha loang KHT SCMV 1/100 gia tri
OD cuia cay bénh do dwgc déu cao hon han so
v&i 2 ngwdng pha loang KHT con lai. Gia trj OD
trung binh clia cAy bénh cao nhét & ngudng pha
loang KHT 1/100 la 0,636 va gia trj OD cla cay
bénh thip nhit & nguéng pha loang KHT 1/300 la
0,213 nhwng van c6 kha nang phan biét cay bénh va
cay khoé.

3. So sanh kha ning phat hién virus cua
KHT san xuit dwge véi khang thé cua hang
Agdia (My)

Két qua kiém tra cac miu ngd cb triéu ching
dién hinh @& ¢4 so sanh v&i khang huyét thanh cia
Agdia (My) dworc trinh bay & bang 3.

Bang 3. So sanh khang huyét thanh mé&i san xuét
vél khang théd cua hang Agdia (thang 9/ 2011)

Ghi chi: Két qua doc sau 90 phut; Ngudng pha dich
cay bénh 1/20; Ngudng pha loang dich cay khoé dung
hap phu chéo 1/20; CB: Cay bénh; CK: Cay khoe; OD:
Gia trj mat do quang hoc do & buwdc séng 405 nm; X: Gia
tri trung binh mAu; SD: D¢ léch chuan mau; KL: Két luan;
+: Cay nhiém bénh; -: Cay khoé

Qua bang 4 thdy rdng KHT duwoc san xuét &
Viét Nam so v&i khang thé hang Agdia gia tri OD
c6 thdp hon nhuwng tinh d3c hiéu hoan toan
twong dwong véi khang huyét thanh clia hang
Agdia va c6 thé st dung tét cho viéc chan doan
nhanh bénh & Viét Nam.
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Hinh 1. S¢i virus SCMV sau khi da dugc lam tinh
khiet tr mau thu dugc & Huyén Chuong My, Ha
Noi (thang 9/2011)

o § g . a -
Figm s SrMV Do eac giony /198

Hinh 2. Két qua kiém tra ELISA trén cac giéng ngéd
& Vién nghién ctru ngd (thang 9/2011)

4. Kiém tra SCMV trén cén trung moéi gi&i
la rép c& ngd Rhopalosiphum maydis

Rép ngd duwoc thu trén ddng rudng trén cay bj
bénh va khdng bj bénh (rép nudi trong thi nghiém)
dé kiém tra ELISA. Tién hanh thir nghiém trén 4
tudi sau sé luvong 1,3,5,7 con/giéng va & hai loai
dém chiét la dém Cacbonate pH = 9 va dém PBS.
Qua bang thay ring sir dung dém PBS cd gia tri
OD cao hon so vé&i dém Cacbonate pH=9,6. Do
vay & céc thi nghiém kiém tra vé moi gi6i truyén
bénh bang rép sir dyng dém PBS.

Pa thir nghiem trén mai <§1iéng nghién tir 1,3,5,7
con c6 d§ tudi tir 1,2,3,4 tudi d& xem s lwgng bao
nhiéu con va dd tudi nao Ia tét nhat. Qua két qua
trén cho thdy mirc d9 sai khac khong dang ké&. Tuy
nhién nén chon rép tudi 1,2 va lwong tir 1-3
con/giéng.
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Bang 4. So sanh ndng @4 virus SCMV trén cac 46 tudi
cua rdp c&r ngd Rhopalosiphum maydIs va céc logi
aém chiét (Pan Phugng - Ha NéI, thang 10/2011)

Gié i mét 0% quang (OD) s
X bém Ket
ST Mau thir Cacbonate ggrg ludn
pH=9.6
1 1 con tudi 1 0,312 0,423 +
2 | 1contudi2 0,311 0,345 +
2 | 1contudi3 0,299 0,321 +
3 | 1con tudi 4 0,276 0,298 +
4 3 con tudi 1 0,281 0,395 +
5 | 3con tudi2 0,313 0,317 +
6 3 contudi 3 0,272 0,282 +
7 | 3 contudi4 0,315 0.319 +
8 | 5con tudii 0,266 0,310 +
9 | 5con tudi2 0,272 0,282 +
10 | 5con tudi 3 0,205 0.315 +
11 | 5contudi 4 0.300 0,337 | +
12 | 7 con tudi 1 0,290 0,301 +
13 | 7 con tudi 2 0,299 0,402 +
14 | 7 contudi3 0,276 0,336 +
15 | 7 con tudi 4 0,291 0.295 +
12 | bém 0,082 0,086 -
KET LUAN

Chét lvong KHT dic hiéu SCMV do dé tai
san xuét c6 mirc A9 dac hiéu trong dwong véi
KHT cua hang Agdia nhung gia trj OD thap hon.
Tuy nhién qua céc thir nghiém cho thy KHT nay
c6 chira khang thé dac hieu SCMV cao véi mirc
phan (rng manh gép 23- 63 IAn so vé&i dbi chirng
cay khde va dung dich dém.

Khang huyét thanh hoan toan cé kha nang
ch&n doan phat hién virus SCMV thay thé cac
khang huyét thanh nhap néi.
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