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TOM TAT

Thé protocorm (PLB) dwoc hinh thanh tr nudi cdy dinh sinh trwdng chéi dinh ctia 4 gibng dia lan trén moi
trwdng MS c6 bd sung 0,5 mg/l aNAA, 1 mg/l BA sau 45 ngay nudi cdy dudi diéu kién chiéu sang. Cac PLB nay
dwoc nhan nhanh trén méi trwong cd chra 0,5 mg/l aNAA, 1 mg/l BA, 10% nwéce dwa (viv), 30 g/l sucrose, 1 g/l
tryptone, 0,2 g/l glutamine, 1 g/l than hoat tinh va 8 g/l agar bang cach nudi cay cac I&p méng cat doc ctia PLB. Cac
PLB nay dwoc duy tri va nhan Ién trén méi trwong twong tw nhuw trén sau 2 thang, khi chung tai sinh thanh cay hoan
chinh khi ching dwoc chuyén sang moéi trwdrng MS ¢6 chira 0,5 mg/l aNAA, 1 g/l than hoat tinh, 30 g/l sucrose, 10%
nwéc diva (v/v) va 8 g/l agar. Quan sat vé giai phau da chitng minh rng cac PLB nay cé ngudn gbc tlr phdi vo tinh.
Nhirng cay thu dwoc véi chéi va ré phat trién trén moi trwdng khong chira chét didu hoa sinh trudng sau 4 thang.
Day 1a mét nghién cltru quan trong cho viéc nhan gidng vo tinh va bao quan loai lan ¢é gia tri kinh té nay.

T khéa: Bia lan, I&p mdng t& bao, md phan sinh ngon chdi, PLB.
Micropropagation of Four Economically Valuable Cymbidium Species

ABSTRACT

Protocorm-like bodies (PLBs) were formed from apical meristem culture of four Cymbidium species on MS
medium supplemented with 0.5 mg/l aNAA., 1 mg/l BA after 45 days under light condition. PLB longitudinal thin cell
layer culture was used as a technique for PLBs micropropagation on MS medium containing 0.5 mg/l aNAA, 1 mgl/l
BA, 10% coconut water (v/v), 30 g/l sucrose, 0.2 g/l glutamine, 1 g/l activated charcoal and 8 g/l agar. These
collected PLBs were maintained and proliferated on the same medium after 2 months and then transferred to MS
medium supplemented with 0.5 mg/l aNAA, 1 g/l activated charcoal, 30 g/l sucrose, 10% coconut water (v/v) and 8 g/l
agar for plantlet regeneration. Histological observation proved that these PLBs originated from somatic embryos.
Plantlets regenerated on medium without plant growth regulators after 4 months resulted in well-developed shoots
and roots. This investigation is important for micropropagation and preservation of the high-economic Cymbidiums.

Keyworks: Apical meristem, Cymbidium, thin cell layers, PLBs.

Tuy nhién, trong thuc t&, su phat trién vé
s6 lugng lan bing con dudng sinh san sinh
dudng rat cham. Mot s6 loai lan c¢6 hat nhu céac
thudc chi

1. DAT VAN DE

Trong thé& gidi cac loai hoa, dia lan 1a mét loai Paphiopedium, Cymbidium,

trong nhiing loai cho hoa dep va bén, 1a nit hoang
cua cac loai hoa. Hién nay, nhu cau vé hoa lan
trén thé gidi rat cao, nghé nudi tréng hoa lan da
trd thanh mot bo phan chinh yé&u ctia nganh tréng
hoa canh xuét khéu ctia nhiéu nudc.

Cypripedilum... nhung nhiing hat nay cling rat
kh6 ndy mam. Khéng nhiing thé, nhiéu loai lan
dang mat dan do toc d6 khai thac cao, nhiéu loai
bi thoai héa do nhan gidng vo tinh trong thoi
gian dai khong dugc phuc trang. Vi vay, viéc
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phuc trang, nudi cdy dinh sinh trudng dé tao cay
giéng déng nhat va sach bénh déi véi dia lan 1a
rat can thiét. Ky thuat nuéi cay in vitro khong
nhiing tao ra mot s6 lugng 1én cdy giong doéng
nhit trong mot thdi gian ngdn ma con ngin can
su thoai hoa gidng.

Bon d61 tugng dia lan: Xanh Ngoc
(Cymbidium hybrid ‘Luscious Falls’), Cam Lua
(C. hybrid ‘Orange Glow’), Xanh Thom (C.hybrid
‘Green Meadow’) va Vang Tring (C.hybrid
‘Sunny Moon’) thudc loai lan lai va dang duge ua
chudng hién nay bdi hoa to, bén va sic hoa dep.
Cac gibng cdy nay c6 thé cho ti 3 dén 8
canh/chau. Mbi canh c¢6 thé mang tit 12 - 18
hoa. Céc canh va dai hoa khép kin, can déi
(Hinh 1). Viéc nudi cdy mo phan sinh chéi ngon
rat kho thuc hién vi day 1a loai md c6 kich thuée
rat nhé va khé nudi cdy nhung v6i phuong phap
nay sé thu dugc cac ciy con déng déu va sach
bénh. Nghién ctiu dau tién ctia Morel vao nam
1960 da khdi dau cho nhiing nghién ciu tiép
theo khi tao cdy sach virus trén mot s6 doi
tudng lan Cymbidium. Nam 1964, tac gid nay
cling da dua ra nhiing phudng phap méi khi
nhan gidhg vé6 tinh mot s6 loai lan. O nudc ta,
Phan Xuan Huyén va cs. (2004) da phuc trang
va nhan nhanh thanh céng mot s6 giong dia lan
bing nudi cdy dinh sinh trudéng va gin day,
Tran Thi Ngoc Lan (2013) khi nghién ctu tao
hat nhan tao cta ciy dia lan cling da thu nhan
duoc nhiing két qua dang ké. Hién nay, viée tap
trung nghién ctu cac moi trudng nudi cdy dé
nhan PLB va tao cay con dang tiép tuc dudc tién
hanh, gép phan ting cudng cong tadc nhan giong
va bao quan dia lan.

2. VAT LIEU VA PHUONG PHAP

2.1. Vat lidu

Chéi dinh tach ti cac chau lan dang cho
hoa 5 nam tudi cha 4 gidng: Xanh Ngoc
(Cymbidiumhybrid ‘Luscious Falls’), Cam Lua
(C. hybrid ‘Orange Glow’), Xanh Thom (C.
hybrid ‘Green Meadow’) va Vang Trang (C.
hybrid ‘Sunny Moon’) cé chiéu cao tit 5 - 10cm,
duge dung lam nguyén liéu dé tach dinh sinh
trudng. Ngudn giong 14y ti cong ty Langbian
Farm, Da lat, Lom Déng.

Cac thi nghiém dugc tién hanh tai phong
thi nghiém Nuéi cdy mé Thuc vat thudc trucng
Cao d4ng Kinh t€ va Ky thuat LAm Déng.

2.2. Phuong phap nghién ctiu

2.2.1. Tach va nuéi cay dinh sinh trudng

Khit triung: Nhiing chéi non cé chiéu dai ti
5 - 10cm, dude xt 1y bang tach cac 1a bao, ria
sach bang xa phong rdi rtia lai duéi voi nude
dang chay, khit trung bang cén 70° trong 30
gidy, rita k¥ bang nuéc cat vo trung. Mau duge
tiép tuc khi trang véi dung dich HgCl, 0,1%
(w/v) va vai giot tween 80 trong 4 phit. Sau do,
rtia mau 5 lan bang nuéc cit vo trung.

Nubi cdy dinh sinh trudng: Céit bd cac la
bao dé 16 chdi ngon trong dé c6 mé phan sinh
chdi (dudc bao quanh béi 1 phat thé 14) c6 dudng
kinh 0,8mm va d&t ching trong 20ml moi
trudng nudi cdy véi cac binh thuy tinh thé tich
100ml v6i 1 mau/binh. Thao tac dugc tién hanh
duéi kinh Iip va trong diéu kién vé trung.

Moéi truong nudi cdy: mdi truong MS
(Murashighe and Skoog, 1962) b6 sung 30 g/l

Hinh 1. Cac giéng dia lan: Xanh Ngoc, Vang Tring, Cam ltta, Xanh Thom
(t trai sang phai)
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sucrose, 10% nuéc dua (v/v), 1 g/l than hoat
tinh, 1 g/l tryptone va 8 g/l agar (dugec xem la
mdi trudng co ban), c6 hay khéng c6 bs sung
chat diéu hoa sinh trudng aNAA (0; 0,2 va 0,5
mg/l) va BA (0; 0,5 va 1 mg/l), pH cta méi
truong duge diéu chinh vé 5,7.

Cac méu dugc nudi cdy véi 4 mau/binh cé thé
tich 250ml, chita 40ml moi trudng trong 45 ngay.

2.2.2, Nhan PLB 1

Cac PLB hinh thanh ti nudi cdy dinh sinh
trudng dugc tién hanh nhan 1én véi viéc cét
thanh cac 16p méng t& bao theo chiéu doc ctua
PLB (ITCL, chiéu day 16p 0,5mm) (Tran Thi
Ngoc Lan, 2013) va nudi cdy trén méi truong
MS b6 sung 10% nude dita (v/v), 30 g/l sucrose, 8
g/l agar, 1 g/l than hoat tinh, 1 g/l tryptone, 0,2
g/l glutamine, 0,5 mg/l aNAAva 1 mg/l BA.

Cac mau dudc nudi cdy véi 5 mau/binh cé
thé tich 250ml, chtia 40ml mai trudng trong 60
ngay. Sau d6, tiép tuc nhan cac PLB dé dua s6
lugng ra cay.

2.2.3. Nhan PLB 2

Céac PLB hinh thanh tit nuéi cdy dinh sinh
trudng dugc tién hanh nhan 1én véi viéc cit
thanh cac 16p méng t& bao theo chiéu doc cua
PLB (ITCL, chiéu day 16p: 0,5mm) (Tran Thi
Ngoc Lan, 2013) va nudi cdy trén moi trudng
MS b6 sung 10% nude dita (v/v), 30 g/l sucrose, 8
g/l agar, 1 g/l than hoat tinh, 1 g/l tryptone, 0,2
g/l glutamine va 0,1 mg/l TDZ.

Cac méu dugc nudi cdy véi 5 mau/binh cé thé
tich 250ml, chita 40ml moi trudng trong 60 ngay.

2.2.4. Hinh thanh cay con

Cac PLB c6 dudng kinh 3mm duge chuyén
sang mdi truong MS bd sung 10% nuéc dita
(v/v), 30 g/l sucrose, 1 g/l than hoat tinh va 8 g/l
agar, c6 hay khéng c6 bd sung 0,5 mg/l aNAA dé
nghién ctiu ty 1& hinh thanh cay con tit cac PLB
cua 4 giéng dia lan sau 90 ngay nubi cay.

2.2.5. Quan sat mé hoc

Lam cac loai tiéu ban vé PLB véi viéc cat
lat mau caAn quan sat, ngdm trong dung dich
javel 10% trong 15 phit, ria nude, ngdm trong

dung dich acid acetic 45% trong 15 phut, ria
nuée, nhuém mau bang thuéec nhuém hai mau
carmin va xanh iod trong 15 phit, riia nudc va
quan sat trén kinh hién vi quang hoc Olympus
(Nhat Ban) vé6i do phong dai 40 - 100 14n.

2.2.6. Piéu kién thi nghiém

Nhiét do phong nudi cdy 25 + 2°C, d6 4m
trung binh 75 - 85%, anh sang 2.000 = 200 lux
va thoi gian chiéu sang 10 gio/ngay.
2.3. Chi tiéu theo do6i va xt 1y s6 liéu
2.3.1. Chi tiéu theo doi

Quan sat mau sic, hinh dang, s6'14 va s6 ré
ctia PLB va cay con tao ti PLB, s6 PLB/mAiu.

Ty 1é& séng sét (%): s6 mAu séng sé6t x 100
trén tong s6 mau nudi cay.

Ty 1é hinh thanh PLB (%): s6 mau hinh
thanh PLB x 100 trén téng s6 mau nudi c4y.

Ty 1& hinh thanh cdy con (%): s6 mau hinh

N A Z,* A N x N 2. ~
thanh cay con véi choi va ré x 100 trén tong s6
mau nudi cay.

2.3.2. Phuong phap xit ly s6 liéu

M&3i thi nghiém trén dugc lap lai 3 1an, mdi
1an cay 3 mAu/nghiém thic. Céc s6 liéu thu dude
la gia tri trung binh ctia 3 lan lip lai. S6 liéu
duge xt Iy bing phan mém SPSS (Statistical
Program Scientific System) 16.0, phén tich
thong ké bang phép thi Duncan (Duncan, 1995)
4 mic P< 0,05.

3. KET QUA VA THAO LUAN

3.1. Nubi cay dinh sinh trudéng ctia 4 giong
dia lan

Sau 45 ngay nudi cdy, cac md phan sinh
ngon choi cé ty 1é séng sét va tao PLB hinh cau,
mau xanh vang v6i s§ liéu thé hién 6 bang 1, 2,
3 va 4.

Trén 4 loai méi trudng déu cé ty 1& song sot
dat trong khoang 25,00 - 83,33%. Ty 1é song sét
dat cao nhat trén méi trudng co ban bé sung 0,5
mg/l aNAA va 1 mg/l BA trén ca 4 gidng dia lan
(Xanh Thom: 83,33%; Cam Lta: 66,67%; Vang
Trang: 75% va Xanh Ngoc: 83,33%). Ty 1& tao
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PLB va s6 PLB/mau nhiéu nhit ciing dat dugc
trén loai méi trucng nay, tucng ting la: 83,33%;
66,67%; 75%; 75% va 5,67; 3,67; 5,33; 5,67. Vi
vay, méi truong MS bé sung 20% nudc dita, 30
g/l sucrose, 1 g/l than hoat tinh, 8 g/l agar, 0,5
mg/l aNAA va 1 mg/l BA duge chon la moi
truong thich hgp nhat cho nudi cdy dinh sinh
trudng 4 giong dia lan néi trén.

Trong thi nghiém nay, cdc mAu mod chta
dinh sinh trudéng dudc tach ra c6 kich thudc
khoang 0,8mm, mang mot phat thé 1la (Hinh
2A). M6 phan sinh ngon chéi phat trién tit mot
khéi tron trong sudt sau 1 tuan nudi cdy, phat
trién mo, hinh thanh PLB sau 30 ngay nudi cdy
(Hinh 2B). Day 124 m6 mau rat khoé nuéi cay do
c6 kich thuéc nhé (khoang 100pm dén 900pm
tuy theo loai) (Bui Trang Viét, 2002). Tuy nhién,
dé tao cAy sach virus, ta c6 thé nuéi cdy vung
mé phan sinh ngon vé6i 2 - 4 phat thé 1a ké bén
(Neumann et al., 2009). Nhu vay, c6 thé néi
rang, dinh sinh trudng (20m mé phén sinh va 1
phat thé 1a) dugdc tach ra trong thi nghiém nay
1a c6 thé ch&p nhan dugc trong phuong phap
nudi cdy dinh sinh trudng. Day 1a k§ thuat via
tao ra cdy sach bénh virus via cho ty 1& nhan
giéng cao bdi vi dinh sinh trudng 14 bd phan dac
biét nhét cta cay, khong chi dude che chan bdi
nhiing so khdéi 14 ma tai vi tri nay, hé thong
mach chua lién két t6i; do d6, thuong khong bi

xam nhiém bdi virus von di vao ciy théng qua
hé théng nay. Hon nita, su di chuyén cuaa virus
khong theo kip véi téc do phan chia t& bao &
vung m6 phén sinh ngon (Morel, 1960). Ky
thuat nay cho phép nhan giéng véi mot ty 1é
nhan giéng cao vi bd phan dinh sinh trudéng con
d giai doan non, chiia cic t& bao goc nén qua
trinh phan chia va phan héa dién ra manh.

Nuéi cdy mé phéan sinh ngon lan s& hinh
thanh cac protocorm. T protocorm véi cac diém
sinh trudng bat dinh c6 thé duge nhan lén dé
thanh cic PLB. Khong nhu trong nudi cdy mo
seo In vitro cua nhiing loai thuc vat khac, viéc
thiét 1ap gen ctia protocorm duge xac dinh chinh
x4c ngay tu protocorm hinh thanh ban dau khi
nudi cdy dinh sinh trudéng (Morel, 1960, 1964;
Neumann et al., 2009). Vi vay, tinh dong nhat
di truyén ctia cdy tu dinh sinh trudng da dugc
xac lap.

Két qua nay phu hop véi cac két qua vé
nudi cdy dinh sinh truéng va nhan PLB cua
Morel (1960) va Neumann et al., (2009). Viéc
tach dinh sinh trudng cé kich thuée 100 x 200
um véi cac t& bao sinh trudng va phan chia
nhanh (t& bao nhd, nhan to, t& bao chat dam
dic) trong nudi cdy & day la phu hogp véi két
luan vé tinh sach bénh va nhan nhanh caa dinh
sinh trudng khi quan sat mic do6 nhiém virus
trong cdy tir goc dén ngon (Morel, 1960, 1964;

Bang 1. Su tao PLB dia lan Xanh Thom tif nuéi cidy dinh sinh truéng

Mai trwérng nubi cay

Ty 1& mau séng sét (%)

Ty 1& mAu hinh thanh PLB (%)

Mbéi trvong MS
Méi trwdng MS + 0,2 mg/l aNAA + 0,5 mg/l BA
Méi trwdng MS + 0,5 mg/l aNAA + 1 mg/l BA

50,00° 41,67°
58,33° 58,33
83,33° 83,33°

Chii thich: Céc chit cai khac nhau (a,b,...) trong cing mot cot biéu thi su khéc biét ¢6 y nghia véi P < 0,05 bing phép thit

Duncan.

Bang 2. Su tao PLB dia lan Cam Lita tif nuéi cay dinh sinh trudng.

M@i trwérng nudi cay

Ty 1& mau séng sét (%)

Ty 1& mAu hinh thanh PLB (%)

Mbéi trvong MS
Mbéi treong MS + 0,2 mg/l aNAA va 0,5 mg/l BA
Méi trwong MS + 0,5 mg/l aNAAva 1 mg/l BA

25,00° 25,00°
41,67° 41,67°
66,67° 66,67°

Chii thich: Céc chit c4i khéc nhau (a,b,...) trong ciing mot cot biéu thi su khéc biét ¢6 y nghia véi P< 0,05 bang phép thir

Duncan.
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Bang 3. Su tao PLB dia lan Vang Trang tif nuéi cAy dinh sinh trudéng

Mai trwérng nubi cay

Ty 1& mau séng sét (%)

Ty 1& mAu hinh thanh PLB (%)

Mbéi trvong MS
Méi trwdng MS + 0,2 mg/l aNAA + 0,5 mg/l BA
Méi trwdng MS + 0,5 mg/l aNAA + 1 mg/l BA

33,33° 33,33°
50,00” 50,00”
75,00° 75,00°

Chii thich: Céc chit c4i khéc nhau (a,b,...) trong ciing mot cot biéu thi su khéc biét c¢6 y nghia véi P< 0,05 bang phép thir

Duncan.

Bang 4. Sy tao PLB dia lan Xanh Ngoc tif nubi cAy dinh sinh trudéng

Mai trwérng nubi cay

Ty 1& mau séng sét (%)

Ty 1& mAu hinh thanh PLB (%)

Mbéi trvong MS
Méi trwdng MS + 0,2 mg/l aNAA + 0,5 mg/l BA
Méi trwdng MS + 0,5 mg/l Anaa + 1 mg/l BA

33,33° 33,33°
66,67° 50,00
83,337 75,00°

Chii thich: Céc chit c4i khéc nhau (a,b,...) trong cing mot cot biéu thi su khéc biét c¢6 y nghia véi P< 0,05 bang phép thir

Duncan

Neumann et al., 2009). Do d6, nuéi cady dinh
sinh trudng dude tng dung rong rai dé tao céc
gidng sach bénh trong nong nghiép nhu khoai
tay, lda, mia... déc biét 12 su ti tao cic ciy canh
qui nhu lan, rit ngdn dudge thoi gian sinh trudng
(Murashige and Skoog, 1962). Nudi cdy dinh
sinh trudng ciing 14 mot trong nhiing ky thuat
phé bién nhit d€ dam bao nhiing dac tinh di
truyén cua cidy me dugc bao ton trong nhiing cay
tai sinh. Vi vay, nhan giéng dia lan ti céc
protocorm xuét phét ti dinh sinh trudng dudgc
xem la 6n dinh vé ngudn gen va sach bénh
(Morel, 1960, 1964; Neumann et al., 2009).

Cac két qua trén cho thay, ty 1& séng sét khi
nudi cdy dinh sinh trudng 4 gidong dia lan cao
hon so véi cac két qua nghién ctiu cia Huyen et

al., (2004). Piéu nay c6 thé do phu thudc vao
loai, moi trudng nudi cdy ciing nhu miu nudi
cay. Ngoai ra, s6 PLB trén cac mau dugc nudi
céy trén mdi truong bé sung 0,5 mg/l aNAA va 1
mg/l BA 1a cao hon so v6i nudi cdy khong bo
sung chat diéu hoa sinh trudng thuc vat
(CDHSTTV). Diéu nay cho thay vai trd kich
thich, hoat héa té& bao ctia cac CDHSTTV trong
qué trinh hinh thanh cidc PLB tu dinh sinh
trudng.

3.2. Nhan PLB 1

Cac PLB dugc cit thanh 16p mong theo chiéu
doc (ITCL) va tién hanh nhan 1én trén méi trucng
c6 ban bd sung oNAA va BA. Sau 60 ngay nudi
cdy, két qua duge thé hién qua bang 5.

Bang 5. Nhan PLB cuia 4 giong dia lan: Xanh Thom, Cam Lira,
Vang Trang, Xanh Ngoc trén méi trudng bé sung aNAA va BA

Giéng dia lan Ty 1& mau séng sét (%) S6 PLB/PLB ban dau

Xanh Thom 98,67° 32,67°
Cam Lia 77,33° 17,00°
Vang Trang 93,67 29,33°
Xanh Ngoc 90,33° 32,33°

Chii thich: Céc chit c4i khéc nhau (a,b,...) trong ciing mot cot biéu thi su khéc biét ¢6 y nghia véi P < 0,05 bing
phép thu Duncan.
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Viéc nhan cac PLB theo phuong phap 16p
mong t& bao véi cac lat cit theo chiéu doc da cho
ty 1&6 tao PLB méi cao hon (17,00 - 32,67
PLB/PLB ban dau) so véi cich nhan PLB thong
thuong (méi PLB chi tao dugc 15,00- 18,00
PLB/PLB ban diu). Diéu nay cho thay uu thé
cua viéc nudi cdy mau theo phuong phap 1ép
mong t& bao (Teixeira da Silva et al., 2007).

Viéc b6 sung oNAA va BA véi nuée dita, than
hoat tinh va glutamate td ra hiéu qua trong viéc
nhan nhanh PLB 6 ci 4 loai dia lan. Nuéc dia
chtia nhiéu chat khoang, vitamin ciing véi than
hoat tinh va glutamine 1a nhiing chat gép phan ho
trg su sinh trudng va phat trién ciia mé thuc vat,
déc biét 1a cac cay ho lan (Orchidaceae) (Neumann
et al., 2009). Trong d6, glutamine déng vai tro nhu
mot chat diéu hoa dinh dudng trong su trudng
thanh cua t&€ bao, 1a chia khéa trong qua trinh
téng hop cac hop chéit chia nito, dic biét 1a cac
acid amin can thiét cho su sinh trudng ctua thuc
vat, trong dé cé phoi sinh dudng, théong qua su
diéu hoa clia cac enzym chuyén héa quan trong
nhu glutamate dehydrogenase, transaminase
(Miflin and Lea, 1980). Viéc b8 sung glutamine
trong moi trudng nudi cdy da kich thich su hinh
thanh va gia tang PLB. Diéu nay ciing phu hop
v6i mot s6 cong trinh nghién ctu trén thé gidi vé
anh hudng cia glutamine 1én sy phat trién moé
thue vat (Miflin and Lea, 1980; Zouine and
Hadrami, 2007).

3.3. Nhan PLB 2

Cac PLB dugc cat thanh l6p méng theo
chiéu doc (ITCL) va st dung TDZ dé nhan PLB
dia lan. Sau 60 ngay nudi cay, két qua nhan
dudgc thé hién qua bang 6.

TDZ 1la CPHSTTV manh, c6 thé déng vai
trd ciia mot cytokinin va auxin (Murthy et al.,

1995). Viéc b sung 0,1 mg/l TDZ vao méi
truong nudi cay lam ting s6 PLB dugc nhan lén
(37,67 PLB/PLB ban diu d6i v6i Xanh Thom;
22,00 PLB/PLB ban dau d6i v6i Cam Ltta; 31,33
PLB/PLB ban dau d6i véi Vang Tring; 34,33
PLB/PLB ban dau déi véi Xanh Ngoc). Tuy
nhién, cac PLB nay cé chéi kéo dai, mong nuéc.
Vi vay, khong st dung TDZ trong nudi cdy dé
nhén cac PLB.

3.4. Hinh thanh cay con

Sau khi duge chuyén sang méi trudng tao
cdy, cac PLB phat trién hinh thanh chéi, ré, tao
cay con. K&t qua duge thé hién qua bang 7.

Trén ca 2 méi truong cé b sung va khong
b6 sung oNAA, ty 1é cay con dat ti 23,67% -
77,33%. Cay hinh thanh véi trung binh 2-3 14
xanh va 2-3 ré. oNAA 1a chit diéu hoa sinh
truéng thudc nhém auxin c¢6 kha nang kich
thich ra ré, kéo dai t& bao (Bui Trang Viét,
2002). Sti dung aNAAsé cho ré day va to hon cac
loai auxin khac nhu TAA, IBA (Peterson and
Peterson, 1986). Bang 7 cho thiy, trén moi
trudng bé sung 0,5 mg/l aNAA, ty 1é tao ciy con
cao hon trén moi trudng khoéng bo sung oNAA.
Bén canh d6, van c6 mot s6 PLB tiép tuc tao
PLB méi. Vi vay, moi trudng MS bé sung 10%
nuée dua (v/v), 30 g/l sucrose, 8 g/l agar, 1 g/l
than hoat tinh va 0,5 mg/l aNAA la thich hgp
nh4t cho nudi cdy hinh thanh cay con tit PLB.

Sau 6 thang nudi cay, trén 5000 ciy con dia
lan va 5000 PLB cta 4 giéng dia lan: Xanh
Ngoc, Cam Ltia, Xanh Thom, Vang Tring da
dugc nhan giéng thanh cong. Cac PLB tao dudc
la ngudn nguyén liéu dé tiép tuc nhan lén va
hinh thanh cay con cua 4 gidng dia lan.

Bang 6. Nhan PLB cuia 4 giong dia lan: Xanh Thom, Cam Lira,
Vang Trang, Xanh Ngoc trén moi truong bo sung TDZ

Giéng dia lan

Ty 1& mau séng sét (%)

S6 PLB/PLB ban dau

Xanh Thom
Cam Ltra

Vang Tréng
Xanh Ngoc

98,67°
77,33°
93,67
90,33°

37,67°
22,00°
31,33
34,33%

Chii thich: Céc chit c4i khac nhau (a,b,...) trong cing mot cot biéu thi su khéc biét ¢6 y nghia véi P < 0,05 bing phép

thit Duncan
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Bang 7. Su hinh thanh cAy con cuia 4 giong dia lan: Xanh Thom,
Cam Ltia, Vang Trang, Xanh Ngoc

Giéng dia lan

% tao cay con trén mbi treong MS
khéng bd sung aNAA

% tao cay con trén mbi treong MS
c6 bd sung 0,5 mg/l aNAA

Xanh Thom 52,337
Cam Lia 23,67
Vang Tréng 43,67°
Xanh Ngoc 40,33°

77,337
57,00
63,33
72,67°

Chii thich: Céc chit cai khac nhau (a,b,...) trong cing mot cot biéu thi su khéc biét ¢6 y nghia véi P < 0,05 bing phép thit

Duncan

3.5. Quan sat mo hoc

Quan sat cac tiéu ban mau cho thay nuoi
cdy md phan sinh ngon dia lan s& hinh thanh
PLB (Hinh 2B). Nhan cac PLB nay sé hinh
thanh cic PLB thi cap trén nén lat cit cua PLB
(Hinh 2C, E). Cac PLB thit cdp nay tach bach,
riéng ré, hinh thanh biéu bi va khéng néi mach
v6i mé me (Hinh 2C). Phan phia trén cia PLB
tao nén md phan sinh ngon va cac 14 so khdi.

Phan day ctia PLB dan kéo dai v6i phan géc
sadm mau, noi hap thu va du trit cac chit can
thiét cho PLB phat trién (Hinh 2D). Tiép tuc
nudi cdy cac PLB, ching sé phat trién thanh cay
hoan chinh (Hinh 2F). Vi vay, cac PLB nay la
céc céu truc phat trién tit phéi sinh dudng. Két
qua nay ciing phit hdp véi cac nghién ctu trude
day vé phéi sinh dudng dia lan (Tran Thi Ngoc
Lan, 2013; Neumann va et al., 2009).

Hinh 2. Cac giai doan hinh thanh PLB va caiy con dia lan
bing phuong phap nuéi cAy dinh sinh truéng

Ghi chu: A. MAu chéi ngon chita dinh sinh trudng va céc phét thé 14 (200um); B. Su hinh thanh PLB tir dinh sinh trudng sau 30
ngay nudi cdy (Imm); C. Tiéu ban nhuém mau vé su nhéan 1én cia PLB tit nuéi cay cac ITCL cta PLB tir dinh sinh trudng sau
45 ngay nudi cdy (700um); D. Tiéu ban nhuém mau cia 1 PLB véi mé mach va dinh chéi (5600um); E. Su nhan Ién ciia cac PLB

(4mm); F. C4y con hinh thanh tiw PLB (2cm).
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Nhan giéng vé tinh bén giéng dia lan c6 gia tri kinh t& cao

Téch dinh sinh trwdng

Chdi dinh dia lan

Mai trwrng MS bd sung 10% nuéc dira, 30 g/l sucrose, 8 g/l agar, 1 g/l tryptone, 1 g/l than
hoat tinh, 0,5 mg/l aNAA va 1 mg/l BA

Mai trwrng MS bd sung 10% nwée dira (viv), 30 g/l sucrose, 8 g/l agar, 1 g/l than hoat tinh, 1 g/l
trvpton. 0.2 a/l alutamine. 0.5 ma/l aNAA va 1 ma/l BA.

> Nuéi céy dinh sinh truéng

45 ngay

Nhéan PLB

PLB

Mai treerng MS bd sung 10%
nwéc dira (v/v), 30 g/l sucrose,
8 g/l agar, 1 g/l than hoat tinh,

0,5 mg/l aNAA.

90 ngay

ITCL cta PLB, 60 ngay

Hinh thanh
cay con

So d6 quy trinh nhan 4 giong dia lan: Xanh Ngoc, Xanh Thom, Cam Lita, Vang Trang

4. KET LUAN

Dinh sinh trudng 4 giong dia lan Xanh
Thom, Cam Litia, Vang Trang, Xanh Ngoc dudc
nudi cdy thanh coéng trén méi trudng MS bd
sung 10% nudc dua (v/v), 30 g/l sucrose, 8 g/l
agar, 1 g/l tryptone, 1 g/l than hoat tinh, 0,5
mg/l aNAA va 1 mg/l BA.

Phuong phap nudi cay 16p mong té& bao véi
cac mau 1ITCL dugec xem la phu hop trong su
nhan nhanh cac PLB. Méi truéng MS b6 sung
10% nude dua (v/v), 30 g/l sucrose, 8 g/l agar, 1
g/l than hoat tinh, 1 g/l tryptone, 0,2 g/l
glutamine, 0,5 mg/l aNAA, 1 mg/l BA la thich
hop nhat cho nuéi cdy dé nhan cac PLB hinh
thanh ti nudi cay dinh sinh trudéng 4 gidong dia
lan véi s6 PLB dat tu 17,00 - 32,67 PLB/PLB
ban dau.

Su hinh thanh ciy con ti cac PLB cua 4
gidng dia lan nay dat két qua cao nhat trén méi
truong MS b6 sung 10% nuée dita (v/v), 30 g/l
sucrose, 1 g/l than hoat tinh, 0,5 mg/l aNAA va
8 g/l agar.
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X4y dung dugc quy trinh nhéan giéng cua 4
gidng dia lan Xanh Thom, Cam Lta, Vang
Trang, Xanh Ngoc.

LOI CAM ON

Nhoém tac gia xin chan thanh cam on trucng
Cao ding Kinh t& Ky thuat Lam Déng da hé trg
kinh phi cho nghién céu nay.
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