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Tao chdi in vitro sach virus ciy chanh day
bang ky thuat nuoi cay mo phan sinh dinh
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Tom tit;

Chanh diy 1 ciy trong mang lai gia tri kinh té cao. Hién nay, dién tich trong ciy chanh diy & LaAm Dong dang giam béi sy
lay lan dich bénh do virus giy ra. Muc dich ciia nghién ctru nay I3 tao ngudn vt liéu chdi in vitro sach virus phuc vu cho
quy trinh nhin giéng chanh diy sach bénh. Chéi dinh ciia chanh day tim (Passiflora edulis Sims.) va vang (Passiflora edulis
f. flavicarpa) thu tai huyén Pam Rong (T1 va V1) va Dirc Trong (T2 va V2) khong khi trung bé mit dugc sir dung lam vat
liéu cho nudi cay mo phan sinh dlnh Mo phan sinh dlnh (0,2 mm) ciia cay chanh day cac glong dwoc nudi cay trén moi troeong
MS bo sung 1,0 mg/l BA. Sau 4 tuin nubi cdy, ty 1¢ song va tai sinh déu dat trén 45,0%. Choi dworc tai sinh, sinh truéng, phat
trién manh, hinh thanh cac chdi don ré rét, 1a xanh sau 10 tuin nudi ciy. Nhitng chf“)i tai sinh nay dwoc kiém tra sach bénh
d()l v6i 3 loai virus (CMV, ToRSV va Potyvirus) bing ky thuat RT-PCR. Két qua cho thiy, trong s6 4 mau kiém tra, chi col
mau V1 bi nhiém Potyvirus. Nhu vy, nhu'ng chdi in vttro sach Vlrus nay dwoc st dung lam vét liéu cho quy trinh nhéan glong

chanh day tim va vang sach virus, gép phan giai quyet nhu ciu glong chanh day sach bénh hién nay.

Tir khéa: chanh day, chdi in vitro sach virus, nudi ciy mé phan sinh dinh, tai sinh choi.

Chi sé phén loai: 4.6
Dat van de

Chanh day 1a mot cay trong quan trong va duoc trong thuong
mai & mot so quoc gia bao gom Théi Lan, Uc, Brazil, Hoa Ky
va Nam My [1]. O Viét Nam, cdy chanh day dugc du nhap vao
khoang dau thé ky XX nhung dén nhimg nim gan day, dbi tuong
nay méi dugc xéc dinh 1a loai cdy trong mang lai gia tri kinh té cao
[2]; ning sudt binh quén cta cdy chanh day dat 70-100 tAn/ha/ndm
va qua chanh day xudt khau duoc xép hang ¢ vi tri thir 10 vé céc
loai trai cdy xuat khau trén thé giéi. Tai Viét Nam, cdy chanh day
dugc trong khip cc tinh tir Bac vao Nam, trong d6 chu yéu tap
trung & Lam Déng, Gia Lai, Kon Tum, Kién Giang, Can Tho. Tuy
nhién, & Lam Pong, viéc trong cay chanh dy hién nay vin con
phan tan, véi quy mé nho. Hon nita, dién tich trong cdy chanh day
dang dan bi suy giam, chi yéu do dich bénh lay lan rong trén cay
chanh day, trong d6 c6 mot s0 bénh do virus gay ra, dac biét a
CMV, ToRSV va Potyvirus [3, 4].

Mot s bénh ¢ cdy chanh dy lién quan dén virus thugc chi
Potyvirus dd duoc md ti & cac ving khac nhau trén thé gidi.
Potyvirus dau tién dugc phat hién lay nhiém trén ciy chanh day 1a
Passion fruit woodiness virus (PWV). Potyvirus chi yéu lay do su
chich hit cta rép [5]. Virus CMV lan déu tién duge tim théy lién
quan dén cdy chanh day & Uc [6]; cdy chanh ddy nhiém virus CMV
biéu hién 16m dom mau vang tuoi trén la va trén qua, bat dau tir
cac diém ngu nhién trén 14 & phan dudi cua cdy va giam dan vé
phia ngon [5]. Trong khi d6, virus ToRSV gay bénh trén cay chanh
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day dugc bao cao lan dau tién & Peru; tic nhan truyén bénh virus
nay duoc xac dinh boi tuyén tring Xiphinema americanum. Virus
nay gy ra chu yéu 1a cc d6m va vong trén 14 hodc than khi ciy
bi nhiém trung hodc lam cdy bi hoai t [5]. Hién nay, cac bénh hai
cay trong do virus gay ra chua c6 thudc dic tri trén thi truong. Vi
vy, nhu cau vé gidng cdy chanh day sach bénh virus 14 cin thiét.

Ky thudt nudi cdy mo phan sinh dinh la ky thuat da dugc su
dung lau doi trong cong tac nhan gidng vo tinh cay trong sach bénh
virus [7]. K§ thuat nay ciing dam bao sy 6n dinh di truyén von ¢6
trong thyc vat. Choi phat trién tryc tiép tir mo phan sinh ma khong
qua hinh thanh m6 seo bao dam 6n dinh di truyén va giam thiéu
bién di soma. Vi vy, k¥ thudt ndy da img dung thanh cong trong
viée tao giong cdy trong sach bénh trén nhleu d6i tuong nhur toi,
dau tay, khoai tay... [8-10]. Qué trinh nudi cdy mo phan sinh dinh
khong phai lac ndo ciing tao cdy sach virus. Do do, chdi hodc cay
con dugc tao ra tu ky thut nay can phai dugc kiém tra tinh trang
sach virus bang cac k¥ thuat phéan tich nhu ELISA va RT-PCR [8].
Trong mdt nghién ctu true ddy doi voi cy chanh day tim, bang
k¥ thuat nuoi cdy md phan sinh dinh va ciing véi viée sir dung ky
thuat ELISA trong xéc dinh chdi sach virus PWV, S. Prammanee
vacs (2011) 1] da tao ra gidng cdy chanh ddy sach bénh virus nay.

Gidng chanh day trong ¢ nude ta hién nay chu yeu duoc nhép
tir Bai Loan, Trung Qudc véi gid thanh cao va nguon cung khong
6n dinh. Bén canh do, nguoi trong thuong str dung cac phuong
phép truyén thong véi hé sd nhan thip nhur gieo hat, gidm hom,
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Abstract:

Passion fruit is a high economic value crop. Currently, the
cultivated area of passion fruit in Lam Dong is decreasing due
to the spread of viral diseases. The main aim of this study is to
generate disease-free in vitro shoots for propagation purposes.
The apical shoots of purple (Passiflora edulis Sims.) and yellow
(Passiflora edulis {. flavicarpa) passion fruit cultivars collected
at Dam Rong (T1 and V1) and Duc Trong (T2 and V2) districts,
without surface sterilisation, were used as materials for apical
meristem culture. The apical meristems (0.2 mm) of passion
fruit plants were cultured on MS medium supplemented
with 1.0 mg/l BA. After 4 weeks of culture, the survival and
regeneration rate reached over 45.0%. Single shoots with green
leaves were formed and regenerated after 10 weeks of culture.
These regenerated shoots were tested for the presence of 3 viral
groups (CMYV, ToRSV and Potyvirus) by RT-PCR. The results
showed that only 1 of 4 tested samples (V1) was infected with
Potyvirus. Thus, these virus-free in vitro shoots will be used as
materials for propagation to meet the requirement for disease-
free purple and yellow passion fruit plants.

Keywords: apical meristem culture, passion fruit, shoot
regeneration, virus-free in vitro shoots.

Classification number: 4.6

ghép... khién chat lugng cdy giéng va do dong déu giam, mic do
thodi hoa va ty 1¢ nhiém bénh lai tang lén. Vi vy, nghién ciru nay
duoc thuc hién nham tmg dung k§ thuat nudi cdy mo phan sinh
dinh dé tai sinh chdi cdy chanh ddy tim va vang. Bén canh do,
k¥ thuat RT-PCR da dugc tng dung dé kiém tra tinh sach virus
Potyvirus, CMV va ToRSV ddi v6i chdi duoc tai sinh.

Vat liéu va phuong phap nghién ciiu
Vit li¢u
Céc mau choi dinh cua cay chanh day tim (Passiflora edulis

Sims.) va cdy chanh day vang (Passiflora edulis 1. flavicarpa) 2
thang tuoi thu nhan tai huyén Dam Rong va Buc Trong, tinh Lam
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Dbong dugce st dung lam nguon mau ban dau cho nudi cay mo phan
sinh dinh.

Moi trudng nudi cdy 1a MS bd sung 1,0 mg/l BA, 30 g/l sucrose
va 8 g/l agar [1]. Moi truong dugc diéu chinh vé pH 5,8 trude khi
hap khtr trung ¢ 121°C, 1 atm trong 30 phut.

Tdi sinh choi thong qua ky thudt nudi cdy m phan sinh dinh

Nhing chdi dinh gidng chanh day tim va vang duoc thu nhan
vao mua kho (tir thang 12 nidm trude dén thang 4 nam sau) & 2 khu
vuc huyén Pam Rong (T1 va V1) va Btrc Trong (T2 va V2) thudc
tinh Lam Pong. Sau do, ching dugce cat, rira sach v6i nudc vo
tring va dugc sir dung tryc tiép dé tach mo phan sinh dinh (khong
thong qua khur trung bé mit vi sau khi khir tring mau choi mém,
dé bj ton thwong va viéc tich mo phan sinh gip kho khin) dudi
kinh hién vi soi ndi (tach bo cac vy 14 chi con md phan sinh dinh);
mo phan sinh dinh dugc cat véi kich thude khoang 0,2x0,2 mm va
duoc cay trén moi truong MS ¢6 bo sung 1,0 mg/l BA[1].

B tri thi nghiém: Cac thi nghiém duoc b tri hoan toan ngiu
nhien MSi nghiem thuc lap lai 3 1én moi 1an lap lai v6i 20 méu
(%) dugce gh1 nhan sau 4 tuan nudi cay, trong khi do s6 chdi/mau,
chiéu cao chdi (cm) va h¢ s6 tai sinh choi (%) dugc ghi nhén sau
10 tudn nudi cdy. Hé sb tai chdi dugce tinh bing cong thirc theo
phuong phép cua J. Dobranszki va J.A. Teixeira Da Silva (2013)
[11] nhur sau:

Hé s6 tai sinh chdi=Rs (%) x S x N

trong d6: Rs: ty 18 tai sinh choi (%); S: s6 mau; N: s6 chdi/mau.

Sau do, chdi thu nhén tir nudi cdy mo phén sinh dinh tiép tuc
duoc ciy chuyen sang moi trudng MS ¢6 bd sung 1,0 mg/l BA
trong 4 tudn dé gia tang chét lwgng chdi.

Kiém tra virus trong cdc choi c6 nguon goc tic nuéi cdy mo
phén sinh dinh

Thu mdu va tach chiét ribonucleic acid (RNA) tong s6: Mau 1a
thu nhan tir 20 chdi & mdi gidng chanh day (V1, V2, T1 va T2 co
ngudn gdc tir nuéi cdy md phan sinh dinh); twong img dai dién cho
20 mau ngau nhién dugc tron lai v6i nhau dé tao thanh mau 20p
cho mdi giéng/m@i lan 1ap lai thi nghi¢ém dién di, sau d6 cho vao
6ng ly tam 2 ml. Mau 14 mdi giéng chanh day in vitro trong cac ong
ly tam dugc st dung dé tién hanh tach chiét RNA téng s0. Mot bo
kit “ExiPrep™ Plus Plant” (Bioneer, Han Quéc) dugc sir dung cho
tach chiét RNA tong s6. Pdi véi miu V1, tién hanh thém céc budc:
tinh sach DNA tir gel bang bo Kit AccuPrep® Gel Purification cta
Hang Bioneer (Han Qudc) theo huéng din ciia nha san xuat; tién
hanh giri mau di giai trinh tu theo phuong phap Sanger, st dung
ngay chinh cip mdi khuéch dai PCR dé 1am mdi giai trinh tu; tir
két qua giai trinh ty c6 duoc, sit dung cong cu BLAST (https:/
www.ncbi.nlm.nih.gov/) dé tim céc trinh ty c6 tinh twong dong
cao, tu d6 xac dinh loai virus cua Potyvirus.

Kiém tra virus dwa trén ky thugt RT-PCR: Cac cap mdi dic
hiéu va chu trinh nhiét st dung cho ting loai virus dugc su dung
nhu ¢ bang 1.
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Bang 1. Mbi va chu trinh nhiét twong (rng véi virus can kiém tra.

Kich thwde san
TT Virus  Misidung (5°-3") Chu trinh nhi¢t  phim RT-PCR
dic hi¢u cho virus
45°C-20 pht
94°C-5 phit
Mo xudi AM180922: 94°C-45 gity (1)
GCATTCTAGATGGACAAATCTGAATC ~ 52°C-1 phit (2
1 MV N pl,l() 657bp [12]
Moi nguge AM180923: 72°C-1 phut (3)
GCATGGTACCTCAAACTGGGAGCAC  72°C-10 phit
4C-tri
(1-3)-35 chu ky
45°C-20 phit
95°C-5 phit
Mo xudi UL 95°C-15 gity (1)
GACGAAGTTATCAATGGCAGC 55°C-45 gidy (2)
2 TRV 449bp 13
° Mbi nguge DI meipi Pl
TCCGTCCAATCACGCGAATA 72°C-10 phit
4C-tr
(1-3)-35 chuky
50°C-15 phit
94°C-2 phit
Mo xubi MI1(F): 94°C-30 gidy (1)
 ATGGTHTGGTGYATHGARAAYGG ~ S50°C-I phit (2)
P . 27 bp [14
3 PO oo MIDR): eipie Pl
TGCTGCKGCYTTCATYTG 72°C-10 phit
4C-tri

(13)-35 chuky

Bo kit sir dung dé chay One-step RT-PCR thudc bd Mytaq
One-step RT-PCR Kit (Bioline, Vurong qudc Anh). Tong thé tich
phén phan tmg 25 pl dugc sir dung chung cho tit ca céc loai virus
gdm: 12,5 pl 2x Mytaq Onestep Mix (1x625 pl), 1 pl mdi xuéi
(10 pmol/pl), T ul (10 pmol/pl), 0,5 pl Reverse Transcriptase
(Ix12,5 pl), 1 pl Rnase inhibitor (10 uw/ul), 2 ul Template
(100 ng/ul) va 7 pl H,0.

San phim cta phan ing RT-PCR duoc kiém tra bing phuong
phép dién di trén gel agarose 2% & hiéu dién thé 60 V sau 2 gio.
Sau khi dién di, gel agarose dugc nhudm bang ethidium bromide.
Hinh anh di¢n di duoc chup dudi tac dong cua tia UV daé ghi nhan
cac vach ciia san pham twong tmg véi kich thudc thiét ké sin o trén.

Diéu kién nuéi cdy in vitro

Céc thi nghiém nudi céy in vitro dugc thyc hién tai Phong
Sinh hoc phan tir va Chon tao giéng cay tréng thudc Vién Nghién
cuu Khoa hoc Tay Nguyén véi nhiét d¢ khoang 25+2°C, do 4m
55-60%, thoi gian chiéu sang 16 gio/ngay va cuong do chiéu sang
khoang 40-45 pmol.m?.s" dudi anh sang huynh quang.

Phwong phip xir Iy thong ké

Céc s6 lidu duoc xir Iy thong ké bang phin mém SPSS 20.0
theo phép thtr Duncan véi p<0,05 [15].
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Két qua

Tdi sinh choi in vitro thong qua ky thudt nuéi cdy mé phén
sinh dinh

Mau mé phan sinh dinh duoc tich ra tir nhimg chdi khong
thong qua khir tring va duoc nuéi cdy trén moi truong tai sinh, két
qué sau 4 tudn cho thdy, ty 1é nhiém cia mau 6 tit ca cic nghiém
thire gidng chanh day tim thu thap tai khu vuc huyén Pam Rong
(T1) va Biic Trong (T2); ciing nhu gidng chanh dy vang thu thap
tai khu vuc huyén Pam Rong (V1) va Purc Trong (V2) déu cho ty
18 nhiém khé cao (trén 50%). Khi so sanh giira 2 nghiém thirc T1
va T2 cua gidng chanh day tim va giira V1 vi V2 cta gidng chanh
day vang vé cac chi tiéu theo ddi nhu ty 16 sdng, ty 1é nhidm, ty 1&
tai sinh chdi, s chdi va chidu cao chdi sau 4 tuan va 10 tuan nudi
cdy cho thay khong co su khac biét v& mit ¥ nghia thng ké véi
p<0,05 theo phép thir Duncan (bang 2). Két qua nay ciing dugc ghi
nhan tuong tu d6i vi hé s tai sinh chdi gitta 2 nghiém thirc ¢ ca 2
glong chanh day (bleu o 1). Pac biét & tuan thir 4, quan sat nhimg
mau séng khong nhidm cho thay tit ca mé phan sinh dinh déu cam
{mg tai sinh cum chdi vdi céc chdi co kich thude rat nho (<1 mm)
va cum chdi bt dau sinh trudng manh thanh cac chdi don véi 14
xanh va chdi hinh thanh rd rét sau 10 tuan nudi ciy (hinh 1). Nhu
vy, két qua thu duogc trong nghién ciru nay bude dau khing dinh
hiéu qua cua k¥ thuat nudi cdy mé phan sinh dinh trong tai sinh
chdi in vitro & cdy chanh ddy ma khong thong qua khir tring mau
bang cac cht khir tring thong dung. Sau d6, nhimg chdi duoc tai
sinh tr mo6 phan sinh dinh cla tat ca nghiém thae T1, T2, V1 va
V2 dugc cdy chuyén sang méi truong MS ¢6 bo sung 1,0 mg/l BA
sau 4 tuan dé nhan chdi va chdi nay duoc st dung lam vat liéu cho
kiém tra tinh sach virus.

Bang 2. Nubi cay mé phan sinh dinh giébng chanh day tim va
vang sau 4 va 10 tuan nudi cay.

4 tudn 10 tuin

NT  Tylosing  Tjlenhibm  T5 Ié tdi sinh chdi S epgi Chidu cao chii
(%) (%) (%) (cm)

TI  50,002* 50,00a 50,00a 433 15%

T2 483% 51,67 4833 4002 1.43ab

VI 483% 51,67 4833 367 137

V2 46672 5333 46,67 333 147ab

Ghi cha: NT: nghiém thirc; " nhirng chir cai khac nhau trén cung 1 cot
thé hién sw khac biét co y nghia thong ké vai p<0,05 theo phép thi
Duncan.

HE so tii sinh choi

Biéu do 1. Hé sé tai sinh chdi théng qua nuéi cdy mé phan sinh
dinh sau 10 tuan.



Hinh 1. Nudi cdy mé phan sinh dinh giéng chanh day tim va
vang. (A, C) Chéi gidng chanh day tim cdm (rng sau 4 va 10 tuan
nudi cdy; (B, D) Chéi gibng chanh day vang cdm &ng sau 4 va 10
tuan nuoi cay.

Kiém tra sw cé mdt ciia virus trong choi cé nguén goc tir
nudi cay mo phén sinh dinh

Ly 20 choi ctia mdi giong (V1, V2, T1 va T2) trdn lai tao
thanh 4 mau gop (V1, V2, T1 va T2 tuong tmg). L4 thu nhan
tir 4 mau gop dugc sir dung dé kiém tra sy co mat cua 3 loai
virus: CMV, ToRSV va Potyvirus bang phuong phéap RT-PCR.
Két qua dién di trén gel agarose cua cic mau dbi voi 3 loai
virus gdy bénh cho thiy, ca 3 miu thr nghiém: V2, T1 va T2
déu khong phat hién bang vach DNA déc hi¢u cta 3 loai virus
khao sat; duy nhét chi c6 mau V1 xuit hién bang vach DNA
¢ kich thudce twong duwong 327 bp cua Potyvirus, khong phat
hién céc bang vach DNA dac hiéu cia CMV, ToRSV. Hon nira,
d6i chimg am trén két qua dién di déu khong hién thi cac bang
vach DNA déc hi¢u cua cac virus CMV, ToRSV va Potyvirus;
ddi chung duong déu hién thi bang vach DNA dung kich thudc
vdi cac bang vach DNA dac hiéu cua cac virus CMV, ToRSV
(657 va 449 bp twong tng) (hinh 2).

MT2T1V2Vli- M

(A) 1 +T2T1V2 V1 - N (B) M +T2T1V2 V1

657 bp

327bp

T2T1V2V1- M

M M T2T1V2V1 - M

+ T2 T1V2 V1

Hinh 2. Két qua dién di trén gel agarose kiém tra do sach virus
cua cac mau giéng chanh day tim va vang. (A) Két qua kiém
tra virus CMV; (B) Két qua kiém tra virus ToRSV; (C) két qua kiém
tra virus Potyvirus. M: thang HyperLadder 100 bp (H&ng Bioline);
“”: d6i chivng am; “+”: dbi chirng dwong; 657 bp: kich thwéc bang
vach DNA dac trwng cla virus CMV; 449 bp: kich thuwéc bang vach
DNA dac trwng cho virus ToRSV; 327 bp: kich thwéc bang vach
DNA dac trwng cho Potyvirus.
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Ddi v6i Potyvirus, vi khong ¢ chimg duong (sir dung moi
tong quat dé kiém tra cac loai Potyvirus) nén doi vi mau V1
tién hanh tinh sach DNA tir gel bang bo kit AccuPrep ® Gel
Purification ciia Hang Bioneer (Han Qudc) va tién hanh giri
mau di giai trinh tu theo phwong phap Sanger. Két qua giai
trinh tu thu dugc doan DNA c¢6 d¢ dai 344 nucleotide, trong
d6 xac dinh rd 326 nucleotide. Poan DNA xac dinh 10 trinh tu
duoc tién hanh BLAST trén NCBI va cho két qua nhu hinh 3.
Két qua hinh 3 cho thiy, trinh ty Potyvirus trong miu V1
twong dong hoan toan (100%) véi trinh ty dong virus c6 ma
truy cap trén NCBI FR694183, twong dong 99,08% véi cic
dong MK110656, FR694182, FR694181 va FJ896002. Xem
xét cac trinh tu véi mi truy cap nhu trén, két qua nhu sau:
céc trinh ty FR694183, FR694182 va FR694181 duoc xac dinh
thudc vé PWV thudc nhom Potyvirus; céc trinh ty MK110656
va FI896002 thudc vé Potyvirus gy bénh trén chanh day ¢
Ugandan chua xac dinh duoc loai (unclassified Potyvirus).
Nhu vay, chi ¢6 mau VI bi nhiém Potyvirus, kha ning cao
thugc vé PWV.
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Hinh 3. Két qua doan DNA xac dinh ré trinh tw dwoc tién hanh
BLAST trén NCBI (ngan hang gen).

Nudi céy mo phan sinh dinh dugc xem 1a mot ky thuat dugc
mg dung thanh cong trong nhin gidng cdy trong sach bénh
virus [7]. Mgt trong nhimg giai doan quyét dinh thanh cong
trong quy trinh nhan giong in vitro sach virus do la khir trung
mau dé tao ngudn vat lidu in vitro. Chat khtr trung thuong gay
doc dbi voi mo thue vat khi mau tiép xuc voi dung dich khu
tring (ddc biét 1a thuy ngan) trong thoi gian kha lau, lam mau
chét, giam ty 1¢ song, do do loai, nong do, thoi gian tiép xuc va
loai bo ton du cua chat khir tring trong mau trd nén quan trong
trong quy trinh khtr trung mau [16, 17]. Hon nita, khtr trung bé
mit khong loai bo cac tac nhan gdy nhiém néi sinh c6 thé ton
tai bén trong mo [18]. Vi vay, trong nghién ctiru ndy, moé phan
sinh dinh duoc thu nhan tir cac chdi dinh cua nhimg cdy chanh
day 1ay truc tiép tir ngoai dong ruong va khong thong qua khur
tring bé mat. Két qua ghi nhan ty 1¢ nhidm trén 50% va véi
phuong phap khong khr tring bé mat thi két qua nay di mang
lai thanh cong cao trong khir tring mau. Két qua ciia nghién ciru
ghi nhan twong tu nhu két qua cua H.Y. Reyl va L.A. Mroginski
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(2003) [19] trén cdy Arachis pintoi, mau nhiém ghi nhan véi
ty 1¢ khoang 60% khi nhﬁng chdi dinh dugc thu nhén tryc tiép
tu nhung cdy trong ngoal dong rudng ma khong thong qua khir
tring bang cac hoa chat.

Mot s6 virus gdy bénh trén cdy chanh day toan thé gidi bao
gdm, PWV, passiflora ringspot virus (PRV), passifiora latent
virus (PLV), passion fruit yellow mosaic virus (PaYMV),
cucumber mosaic virus (CMV), cowpea aphid-borne mosaic
virus (CABMV), tomato ringspot virus (ToRSV), passion fruit
mottle virus (PaMV), purple granadilla mosaic virus (PGMV),
passion fruit vein clearing virus va mot Potyvirus lién quan dén
bénh kham trén qua chanh day da dugc bao cao tir Puerto Rico
va Cong hoa Dominica [20]. Tai Lam Ddng, c6 khoang 3 virus
gdy hai chinh ciy chanh diy bao gdbm: CMV gay d6m trén 1a va
trén qua; ToMRV [am lé bi kham vang, qua bi bién dang; qua
¢6 hién tugng bi hoa gb do PWV thudc Potyvirus gy ra [3 4]
Trong nghién ciru nay, k§ thudt RT-PCR dugc st dung dé kiém
tra 3 loai virus CMV, ToRSV va Potyvirus gay bénh cdy chanh
day tai Lam Dong trén nhimg méu chdi chanh diy tim va vang
¢6 ngudn gdc tir nudi cdy mo phan sinh dinh. Két qua cho thay,
chi ¢4 mau V1 bi nhiém Potyvirus, trong khi 3 mau T1, T2 va
V2 sach bénh ddi véi ca 3 loai virus gdy bénh dugc kiém tra.
Mot nghién ctu trude day cua S. Prammanee va cs (2011) [1],
str dung ki thuat ELISA dé xac dinh tinh sach bénh d6i véi virus
PWYV gay bénh trén cay chanh day ¢ 0 tinh Chaing Mai, Thai Lan
tir nhitng chdi c6 ngudn gde nudi cdy mo phan sinh dinh.

Nghién ctru ndy 1a cong trinh du tién vé tao gidng chanh
day sach bénh virus (CMV, ToRSV va Potyvirus) ¢ Viét Nam
bang ky thudt nudi cdy mo phan sinh dinh khong thong qua khir
tring mau. Dé tao gidng chanh ddy hoan toan sach virus gay
bénh trén cdy chanh ddy hién nay 14 vin d& can duoc quan tim;
nén can kiém tra tinh sach virus déi voi nhiéu loai virus gy
bénh hién nay. Tuy nhién, két qua nghién ciru nay ciing da dap
{ng mot phan vé tao vat liéu chdi in vitro chanh day tim va vang
sach bénh virus trong quy trinh nhan gidng chanh day sach bénh
virus. Tom lai, nuéi cdy mo phan sinh dinh d4 khang dinh duogc
vai tro trong tao giéng sach bénh virus dbi véi cay chanh day
trong nghién ctru nay va ¢6 thé mé rong ing dung cho cac dbi
twong cdy trong khac hién nay.

£ ~
Két luan

Qua nghién ctu trén, ching t6i da thu nhan dugc nhing
chdi in vitro chanh day tim va vang sach virus CMV, ToRSV
va Potyvirus bang k¥ thut nudi cdy mo phan sinh dinh khong
thong qua khir tring bé mit sau 10 tudn nudi cdy trén méi truong
MS bd sung 1,0 mg/l BA. Day 1a két qua budc dAu tao vat lidu
chdi sach virus phuc vu cho cac nghién ctru tiép theo trong quy
trinh vi nhan gidng chanh day tim va vang sach virus. Gop phan
giai quyét van dé nhu cau vé giéng chanh day sach bénh virus
cho nong dan tinh Lam Dong néi riéng va ca nude néi chung.
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