J. Sci. & Devel. 2014, Vol. 12, No. 8: 1283-1293 Tap chi Khoa hoc va Phat trién 2014, tap 12, s 8: 1283-1293

www.vnua.edu.vn

NHAN DONG VO TiNH CAY LAN HO BIEP PHALAENOPSIS SOGO YUKIDIAN

Nguyén Thi Son', Nguyén Quang Thach', Nguyén Thi Ly Anh',
Hoang Thi Nga', Hoang Thi Anh Nguyét®

"Vién Sinh hoc Nong nghiép, Hoc vi¢gn Nong nghiép Viét Nam,
’Hoc vién cao hoc, Hoc vign Nong nghiép Viét Nam

Email*: nguyensonbio@gmail.com

Ngay gui bai: 16.10.2014 Ngay chap nhan: 24.11.2014

TOM TAT

Lan Phalaenopsis Sogo Yukidian (Hd diép hoa trdng nhi vang) 1a giébng hoa dep dwoc wa chudng va cé gia tri
thwong mai cao trén thé gidi. Viéc nghién clru nhan giéng vé tinh giéng lan nay da gép phan tao ra ngudn cay giéng
c6 chét lwong tét va ddng déu, dap ng nhu ciu cla san xuét. K&t qua nghién cru da chi ré: Ngudn vat liéu ban dau
la phat hoa véi ché do khir trung ti wu la khir tring kép béng CaOCl, 15% trong 7 phat va Johnson 1% trong 3 phut.
Mai trieng t6t nhat cho sw phét sinh hinh thai protocorm tir cac bd phan soma in vitro 1a MS + 2,0 mg/l BA + 6 g/l
agar. Méi trudng MS + 0,5 mg/l BA + 0,5 mg/l a-NAA + 6 g/l agar la méi trwéng tao chdi tdt nhat. Chéi lan co toc do Ién
nhanh nhét trén méi trvéng MS bd sung 10% nuéc diva (ND). Méi trwdng MS + 10% ND + 3,0 mg/l BA + 6 g/l agar la
méi trwéng t6i wu d& nhan nhanh chdi lan véi HSN chdi cao nhét la 4,20 1an sau 6 tudn nudi ciy. Méi trudng MS +
10% ND + 0,5 g/l THT + 6 g/l agar la méi trwdng thich hop nhét dé tao cay hoan chinh ti chéi.

Tw khoa: Nhan nhanh, Phalaenopsis Sogo Yukidian, protocorm, phat hoa.
Vegetative Propagation of Phalaenopsis Sogo Yukidian

ABSTRACT

Phalaenopsis Sogo Yukidian is a beautiful, lovely and high value orchid in the world and also in Vietham. An in
vitro culture protocol for rapid propagation was established to multiply this valuable flower. Nodal buds of
inflorescence of Phalaenopsis Sogo Yukidian were used as initial materials. Optimal sterilization treatment was
obtained with CaOCl, 15% for 7 min and then with Presept (Johnson and Johnson) 1% for 3 min. The optimal
medium for protocorm regeneration was MS + 2.0 mg/l BA + 6g/l agar. The optimal medium for shoot induction was
MS + 0.5mg/l BA + 0.5mg/l a NAA + 6g/l agar. Shoots grew fastest on MS medium supplemented with 10% coconut
water. MS medium supplemented with 10% coconut water + 3.0mg/l BA + 6g/l agar was the best medium for shoot
multiplication with the multiplication rate of 4.20 times after 6 weeks. MS medium supplemented with 10% coconut
water + 0.5 g/l activate charcoal + 6g/l agar was the suitable for rooting.

Keywords: Nodal bud, Phalaenopsis Sogo Yukidian, propagations, protocorms.

anh cta Viét Nam trong con mét du khach dén véi

1. DAT VAN DE

dat nude xt s6 nhiét d6i ma con mang lai hiéu qua

Lan Hé diép (Phalaenopsis) dem lai hiéu qua  kinh t& cao. Trong va kinh doanh hoa lan trén the

kinh t€& cao ¢ ca dang hoa cét canh va hoa trong
chau. Do mau sic dep, d bén cao va kha ning
thich ting trong diéu kién phong, lan Phalaenopsis
trd thanh giéng lan phd bién nhét trong céng
nghiép san xuat hoa (Griesbach, 2002). Cung véi
su phat trién cta nganh trong lan trong thdi gian
qua, loai hoa quy nay khong chi 1am dep hon hinh

gi6i da phat trién mot cach manh mé va trd thanh
mdt nganh thuong mai. Cé nhiéu nuée va khu vuc
da thanh cong v6i cong nghé trong hoa lan Ho
diép (Phalaenopsis) xuat khau nhu: Thai Lan, Pai
Loan, Trung Qudc.

Theo thong ké cua Trung tdm Nghién ciiu
Hoa, Cay canh - Vién Nghién ctiu Rau qua, ti
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nam 2008 tré vé day quy mé san xuit lan Ho
diép thuong mai da tang 1én dang ké va ting
dian déu qua cac nam ca vé dién tich, s lugng,
ciing nhu mtic d6 dau tu: Dién tich toan mién
Bic truéc nam 2005 1a 1.200m? va 23.000 cay,
ndm 2012 dién tich toan mién da ting lén
24.100m? va 333.000 cay. Tuy thé lugng cung
van khong du cau va van phai nhap 230.000 cay
ti Trung Quéc va Pai Loan. Nhu ciu cay giong
va cdy lan thuong mai cia Viét Nam cao nhu
vay nhung thuc t& vé phuong thtic san xuit hoa
lan H6 diép 6 mién Bic Viét Nam chua yéu van
1a hinh thic di nhép cay con, cdy nhd va cay da
¢6 ngéng vé chd hoa nd dé tiéu thu. T nim
2008, hinh thtic nhap cay gidng vé dé san xudt
tang dan tu 2008-2012. S6 lugng nhap ciay nhd
giam di nhung s6 lugng nhap ciy ngong van cao.
Nhu vay, viéc san xuit gidng 6 Viét nam con rat
han ché, khong chu dong ngudn giong trong san
xuét ca vé so lugng ciing nhu ching loai. P& san
xuét lan H6 diép theo quy mé cong nghiép, bt
budc phai nhan gidng bing con dudng vd tinh
théng qua nudi cdy mé nhu cac qudc gia trén thé
gidi ap dung. Pa c6 nhiéu tac gid thanh céng
trong nhan giong vo tinh lan Ho diép thong qua
cac b0 phan soma nhu: Tanaka (1990) da hé
thong dudec phuong phiap nhan nhanh
Phalaenopsis qua nudi cdy mo la bang cach tai
sinh chéi non qua phét hoa, 14 chdi non dudc cit
nudi cdy dit trong t6i 2 tuan va k& d6 dua ra
anh sang tao protocorm. Zhang va cs. (2004) da
nudi cady 14 tao protocorm & lan Phalaenopsis;
Park va cs. (2001) nhdn nhanh Phalaenopsis ti
mo 14 c6 ngudn goc tli cac cudng hoa dudge nudi
cay trén méi trudng MS bé sung BA. Mot s6 loai
Phalaenopsis c¢6 thé hinh thanh cdy con tit chép
ré (Sagawa and Kunasaki, 1982; Arditti and
Ernst, 1993; Ichihashi, 1996).

Trong thuc t& hién nay ¢ Viét Nam, hau
nhu cac phong thi nghiém, cac Vién nghién ctu
va cac cong ty san xuat thuong mai lan Hé diép
nhan gidng bang phuong phap gieo hat trong
moéi truong dinh dudng nén ciy giéng tao ra cé
su phén ly, dAn dén khong cé cay giéng chuin
va san pham khéng thuong mai héa duge. Xuét
phat tit nhiing yéu cau thuc tién trén, viéc thuc
hién nghién ctu nay la rat c6 ¥ nghia nham gép
phan tao ra dugc giong lan c6 chat lugng tot va
dong déu, dap ting nhu ciu cua thi trudng.
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2. VAT LIEU VA PHUONG PHAP

2.1. Vat liéu

Giong lan Ho diép hoa tring nhi vang V3
(Phalaenopsis Sogo Yukidian) do Vién Nghién
ctiu Rau qua cung cdp. St dung 14, dau ré, phat
hoa cua cdy in vivo va 14, dau ré, protocorm,
cum choéi va chéi lan in vitro.

2.2. Phuong phap

Cac thi nghiém st dung phuong phap nuéi
cdy mo t& bao thuc vat (Gamborg and Phillips,
1995). Méi truong st dung trong thi nghiém la
Vacin & Went (1949), Murashige & Shoog
(1962), 6,2 g/l agar, 20 g/l saccarose va 100mg/1
inositol), dich nghién: Nudc dira (ND) va chat
diéu tiét sinh trudng tuy ting giai doan thi
nghiém, pH moéi truong 1a 5,8. Méi trudng nudi
cdy dudgc hap kht trung 6 121°C trong 20 phit
ap suat latm. Thi nghiém dudc b6 tri hoan toan
ngau nhién CRD, 3 1an nhéc lai. M&i 1an nhéc
lai 10 mAu/cong thic duge do d€m va quan sat
dinh ky 2 tuan/lan.

Nghién ctiu tao ngudn vat liéu ban dau tu
cac bd phan soma (14, dau ré va phat hoa) cua
cdy me in vivo; nudi cdy khéi dong va tham do
kha n#éng phat sinh hinh thai ctia cac bd phan
soma trén cac nén moi truong MS, 1/2MS, V&W
va 1/2V&W & cac trang thai moéi truong déc va
16ng; tao vat liétu nhan nhanh tit nguén md
soma cua cdy in vitro tao ra ti phat hoa trén
nén moi truong MS c6 bd sung riéng ré cac chit
diéu tiét sinh trudng thudc nhém Cytokinine
(Kinetine, BA) 6 cAc néng d6 khac nhau; tao choi
tl protocorm trén nén moi trusng MS két hop
v6i t6 hgp BA va o NAA; nhan nhanh chdi trén
nén méi trudng MS c6 bs sung nudc dita, BA &
cac néng d6 khac nhau va tao cidy hoan chinh
cho cac chéi thu dugc ti thi nghiém trén véi moi
trudng c6 b6 sung than hoat tinh.

Cac chi tiéu theo ddi dudc tién hanh theo
phuong phap nghién ctiu néng sinh hoc théng
dung: Ty 1& mau sach va séng, dudong huéng
phat sinh hinh thai (protocorm hay chdi), hé s6
nhan, s 14, chiéu dai 14, hinh thai chéi, s6 ré,
chiéu dai ré.
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Hinh 1. Lan Phal. Sogo Yukidian

2.3. Xt 1y s6 liéu

S6 liéu dude phan tich phuong sai (ANOVA)
mét nhén t6, phan tich hau kiém Fishers PLSD
v6i mic P < 0,05 bing phan mém Microsoft
Excel, IRRISTAT 4.0 va SPSS 11.5.

3. KET QUA VA THAO LUAN

3.1. Khti trung tao ngudn vt liéu ban dau

Somaclone 14 phuong phap nhan giéng in
vitro st dung cic bd phén soma clia cAy me lam
vat lieu khéi dau c6 uu diém cAy con vAn gii
dugc dic tinh di truyén cia cidy me (tao dong vo
tinh), phuong phap nay dic biét quan trong doi
véi cac giong hoa c6 gia tri thuong mai cao dudc
thi truong ua chuéng. Tuy nhién, mau dugc 14y
ngoai tu nhién nén can phai kht tring dam bao
cho mau dua vao nuéi cady sach, cé6 kha ning
phat sinh hinh thai.

Tién hanh khi trung cdc bd phan soma
khéc nhau cta ciy in vivo va cdy vao mdi truong
thong thuong st dung dé nudi cdy lan 1la VW
thu dudc cac két qua sau:

Cac cong thtc thi nghiém nghién ctiu ché d6
khtt trung phat hoa da tién hanh cho két
qua rat tot. 100% cac cong thic khi trung déu
¢6 mau song. O cac cong thic CT3 (khit trung
bing CaOCl, 15% trong 10 phiit) cho ty 16 mau
song thap nhat 1a 40%, tiép dén la CT4 (CaOCl,
15% trong 15 phit), ty 16 mau séng 53,33%.
Chat khi trung Johnson 1% té ra uu thé& hon
Ca0Cl, 15% c6 ty 1é song cao hon va lan lugt dat
66,67% (CT1) va 76,67% (CT2). V6i manh 14 in
vivo ca 6 cong thic déu cho két qua té1 uu nhu
nhau 100% cac mau cady déu sach va soéng. Cac
cong thic khit tring ddu ré in vivo déu c6 mau
song nhung ty 1& khéng cao ti 6,66% dén
30,00%, thap hon rat nhiéu so v6i mau 14 non in
vivo. Vay dé tao ngudn vat liéu ban dau chung
t6i chon phuong phap khi trung kép bang dung
dich khi trung CaOCl, 15% trong 7 phat +
Johnson 1% trong 3 phut 1a phuong phap khi
tring t6t nhat cho cd 3 bo phan soma la: phéat
hoa dat ty 16 mau sach va song dat 93,33%; la
non in vivo ty 1& mau sach va séng dat 100%;
dAu ré in vivo ty 16 mau sach va séng dat 30%.

3.2. Nubéi cdy khdéi dong va tham do
kha nang phat sinh hinh thai cta cac bd
phan soma

0 ndi dung trén ching t6i da xac dinh duge
ché& d6 kht trung t6i uu va ngudn vat liéu ban

Bang 1. Anh huéng ctia phuong phap khit trung dén ty 16 mau sach

va so6ng sau 4 tuan nudi cay)

S6 méu sach va séng Ty I& mau sach va sbng (%)

CTIN Zcrg; ! Ngbdng La Dau ré Ngdng La Dau ré

hoa invivo in vivo hoa in vivo in vivo

CT1: Johnson 1% 7 phut 30 20 20 3 66,67 100 10,00
CT2: Johnson 1% 10 phut 30 23 23 5 76,67 100 16,66
CT3: CaOCl, 15% 10 phut 30 12 12 2 40,00 100 6,66
CT4: CaOCl, 15% 15 phut 30 16 16 5 53,33 100 16,66
CT5: CaOCl, 15% 7 phut + Johnson 1% 5 phut 30 27 27 7 90,00 100 23,33
CT6: CaOCl, 15% 7 phut + Johnson 1% 3 phut 30 28 28 9 93,33 100 30,00
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dau dua vao nudi cdy mo cho giong lan nghién
ctu. Su phat sinh hinh thai ¢6 gi khac nhau khong
khi st dung nguén vat liéu soma in vivo hodc
soma in vitro dua vao nudi cdy khdi dong. Chinh
vi vay, budc tiép theo ching tdi tién hanh thi
nghiém nghién cu nudi cay khdéi dong va tham do
kha néng phat sinh hinh thai cia mau ciy ti cac
bo phdn soma in vivo va in vitro. Zhang va cs.
(2004), Park va cs. (2001) da nudi cdy la tao
protocorm & lan Hé diép; Polonca va cs. (2004) tai
sinh truc tiép chdoi ti phat hoa; Sagawa va
(1982), Arditti va Ernst (1993),
Ichihashi (1997) nuéi cdy d4u ré trén mdi trudng
MS + 2 mg/l BA dé tai sinh chdi ho#c protocorm
dat hiéu qua cao trén céic giéng lan Phalaenopsis

Kunasaki

khéc nhau. O noi dung nay, ching tbi tién hanh
thi nghiém cay phat hoa, dau ré va la non in vivo,
in vitro cia gidng lan nghién ctGu va cdy trén nén
mbi trudng MS + 2 mg BA/lit méi truong va dé
trong diéu kién che t61 hoan toan.

3.2.1. Su phat sinh hinh thai cua cac bé
phian soma khac nhau tir cay in vivo

Két qua bang 2 cho thdy khong thé st dung
vat liéu ban dau ti 14 in vivo va dau ré in vivo
cua giong lan nghién ctu (100% mau cdy khong
phat sinh hinh thai) ma phai st dung phat hoa

dé tao chdi (90% mau cdy phét sinh chéi) lam
ngudn vat liéu ban dau.

3.2.2. Thiam do kha niang phat sinh hinh thai
ctia mé soma nudi ciy tir vat liéu khac nhau

Manh 14 va dau ré in vivo khé phat sinh
hinh thai trong nuéi cady khéi dong. Cé gi khac
khong néu ching t6i st dung ngudn vat liéu la
manh 14 va dau ré in vitro? Tién hanh tham do
kha niéng phat sinh hinh thai ctia hai ngudn vat
lidu in vivo va in vitro nham tim dudc vat liéu
to1 uu cho su phat sinh hinh thai trong nudi cay
khdi dong ctia giong lan nghién céu. Sau 8 tuan
nudi cay va theo doi, k&t qua thu duge nhu sau:

Két qua & bang 3 cho thdy manh 14 va dau ré
in vivo khéng phat sinh hinh thai con manh 14 va
dau ré in vitro c6 kha nang phat sinh protocorm
(ty 1é phat sinh protocorm & 14 1a 56,67%, con dau
ré 12 6,67%). Day 14 minh chting thém cho giéng
lan nghién ctiu khéng thé phét sinh hinh thai ti
bo phan soma 14 14 va dau ré in vivo, chi phat hoa
la phat sinh chéi. Nhu vay, trong nudi cdy khdi
dong khong st dung ngudn vat liéu soma in vivo
tir 14 va dau ré ma st dung vat liéu 1 phat hoa (c6
kha néng phat sinh chéi dat ty 1é 90% sau 8 tuan
nudi cay).

Bang 2. Su phat sinh hinh thai ctia cAc b6 phin soma khac nhau tit cAy in vivo (sau 8 tuan)

BPuwdng hwdng phat sinh hinh thai (%)

CTTN Téng sb mau cay S mau tai sinh -
Protocorm Choi
CT1: Mé&t ngti phat hoa 30 27 0 90,00
CT2: Manh |4 in vivo 30 0
CT3: Bau ré in vivo 30 0

Bang 3. Tham do6 kha nang phat sinh hinh thai ctia m6 soma nuéi cay

tir vat liéu khac nhau (sau 8 tuan)

BPudng hwéng phat sinh hinh thai (%)

CTiN ’I‘%r;gcz?/ ?é(’)i 2?:;‘1 Protocorm Chdi
CT1: Manh 1a in vivo 30 0 0 0
CT2: Manh la in vitro 30 17 56,67 0
CT3: Dau ré in vivo 30 0 0 0
CT4: BAu ré in vitro 30 6,67 0
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3.2.3. Anh hudng ctia méi truong va trang
thai méi trudong dén su phat sinh hinh thai
ctia phat hoa

C6 nhiéu loai méi trudng khoang dung trong
nudi cdy moé nhung trong d6 chiing t6i tién hanh
nghién ctu trén cac nén mdi trudng dude cho la
thich hgp véi cac loai phong lan néi chung nhu:
MS (Murashige & Shoog, 1962); 1/2MS; VW
(Vacin & Went, 1949); 1/2VW. Ngudn vat liéu
ban dau dugc xac dinh cho cac thi nghiém tiép
theo 14 mit ngt phat hoa, trong thi nghiém nay
ching t6i cdy mau trong 8 moéi trudng c6 thanh
phan va trang thai khac nhau. Sau 4 tuan nuéi
c4y, theo ddi chung t6i thu dudc két qua 6 bang 4.

Két qua bang 4 va hinh 2 cho thiy cac mau
cdy déu khong phat sinh protocorm ma phat
sinh chéi, CT4 va CT8 khong phat sinh hinh
thai. Cac cong thiic con lai ty 1& phat sinh choéi
tit 30 - 100%, trong d6 cac moi truong dic chiém
uu thé& hon, cho ty 1é phat sinh chéi cao hon.
Nhu vay, moi trusng MS dic (mbi trudng c6 bd

sung 6,0g agar) dugc lua chon trong nudi cdy
phat sinh choi 6 giong lan Phal. Sogo Yukidian
(ty 1& phat sinh chéi 1a 100%).

3.3. Tao vat liéu nhan nhanh tit nguén mo
soma cua cAy in vitro tao ra tit phat hoa

3.3.1. Anh hudng cua Kinetine dén su phat
sinh hinh thai tir co quan soma in vitro

Kinetine (KIN) c¢6 vai tro kich thich phén
chia t&€ bao manh mé. Vi viy ngudi ta xem
ching nhu 1a cac chat hoat héa su phan chia té&
bao. Véi nhiing chdi thu duge tir cac thi nghiém
trude ching t6i stt dung manh 14 in vitro, dau ré
in vitro tién hanh thi nghiém nghién ctu sy anh
hudng cia KIN dén su phat sinh hinh thai tu
manh 14 in vitro. Qua theo ddi 12 tuan cho bang
két qua sau:

Tu két qua trén bang 5 cho thay KIN c6 anh
hudéng khong ro rét 1én sy phat sinh hinh thai
ctia mAu 14 in vitro. O nong do thap thi manh 14

Bang 4. Anh hudng ctia méi trudong va trang thai méi truéng
dén su phat sinh hinh thai cia phat hoa (sau 4 tuan)

CTTN Téxng S;é Sélméu Buwong hwéng cia sy phat sinh hinh thai (%)
mau cay song Protocorm Chbi

CT1: MS dac 30 30 0 100,00
CT2: MS Idng l&c 30 30 0 43,33
CT3: %2 MS dac 30 30 0 80,00
CT4: 2 MS long lac 30 30 0 0

CT5: V&W dac 30 30 0 66,67
CT6: V&W Iéng l&c 30 30 0 30,00
CT7: 2 V&W dac 30 30 0 40,00
CT8: ¥ V&W Idng lac 30 30 0 0

Hinh 2. Anh hudng cia méi trudng va trang thai moi truéng

dén su phat sinh hinh thai cha mau ciy (sau 4 tuan)
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Bang 3.5. Anh huéng cua Kinetine (KIN) dén sy phat sinh hinh thai

ti manh 1a va dau ré cta cAy in vitro (sau 12 tuan nubi ciy)

Ménh Ia Dau ré
hinh a1 — S — (an)
Protocorm  Choi Protocorm  Choi

CT1 (BC): MS 90 0 0 0 - 0 0 0 -
CT2: MS +0,2 mg/I KIN 90 0 0 0 - 0 0 0 -
CT3: MS +0,5 mg/l KIN 90 0 0 0 - 0 0 0 -
CT4: MS +1,0 mg/I KIN 90 9 10,0 0 2,44 1 3,33 0 2,00
CT5: MS +2,0 mg/l KIN 90 15 16,67 0 3,33 2 6,67 0 250
CT6: MS +3,0 mg/l KIN 90 12 13,33 0 1,33 1 3,33 0 1,00
LSDg 05 0,2 0,17
CV% 34 36

in vitro khong phat sinh hinh thai, khi téng
noéng do 1én 1,0; 2,0 mg/l va 3,0 mg/l thi thay co6
su hinh thanh protocorm nhung ty 1é khéng cao,
hé s6 nhan thap. Véi néng do KIN 2,0 mg/l cho
két qua tot nhat c6 § nghia véi hé s6 nhan la
3,33 lan. D61 vé6i dau ré thi ty lé phat sinh
protocorm thap hon so véi & 14 in vitro nhung
van c6 phat sinh protocorm & néng do 1,0; 2,0 va
3,0 mg/l. Néng d6 t6t nhat dé hinh thanh
protocorm 14 2,0 mg/l véi hé s6 nhan 1a 2,50.

Diéu nay ciing ding véi cac nghién ctiu cua
Sagawa va Kunasaki (1982), Arditti va Ernst
(1993), Ichihashi (1996) khi tai sinh protocorm
ti dau ré clia mot s6 loai lan Phalaenopsis.

3.3.2. Anh huéng ciia BA dén su phat sinh
hinh thai tir co quan soma in vitro

K&t qua bang 6 cho thiy viéc b sung BA
vao moi trudng nudi cdy cé6 anh hudng dén kha
nang phat sinh hinh thai cia mau 14 va dau ré

Bang 6. Anh huédng ctia BA dén sy phat sinh hinh thai tot manh

la va dau ré cua cAy in vitro (sau 12 tuan)

Manh I& Dau ré
Téng L s Puéong hwdng ) (s Puwdng huéng

CTTN mau S? mal - coa sw phatsinh ~ Hé so S? mau cla sy phat sinh  Hé so
chy  SOM9Y8  hinhthai (%) ~ nhan SO Y@ hinh thai (%)  nhan

Y phatsinh o N phat sinh o N
hinh thai (8 Hinh thai — (1an)

Protocorm  Chdi Protocorm  Chdi

CT1 (BC): MS 90 0 0 0 ; 0 0 0o -

CT2: MS + 0,2 mg/l BA 90 0 0 0 - 0 0 0 -
CT3: MS + 0,5 mg/l BA 90 11 12,22 0 1,09 5 5,67 0 2,00
CT4: MS + 1,0 mg/l BA 90 17 18,89 0 3,11 14 15,56 0 3,28
CT5: MS + 2,0 mg/l BA 90 50 55,55 0 5,23 26 28,89 0 4,10
CT6: MS + 3,0 mg/l BA 90 19 21,11 0 3,87 16 17,78 0 3,38
LSDy,05 0,21 0,22
CV% 3,2 3,5
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Hinh 3. Anh huéng ctia BA dén su phat sinh hinh thai
tit manh 14 cua cAy in vitro (sau 12 tuan nudi cay)

in vitro theo huéng phat sinh protocorm. Khi b6
sung ham lugng BA tit 0,5 mg/l moi trudng dén
2,0 mg/l thi hé s6 nhan tang tu 1,09-5,23 lan.
Tuy nhién, khi tiép tuc ting ham lugng BA
trong mdi truong thi sé lugng protocorm va hé
s6 nhan (HSN) lai ¢6 xu huéng giam. O d6 tin
cay 95%, nghiém thtc 5 1a nghiém thic t61 uu cé
HSN la 5,23, cao nhit va cao hon hin cac céng
thic khac sau 12 tuin nudi cdy. Vay viéc bo
sung ham lugng BA trong moéi trudng nudi cay
mau la cua cdy in vitro lan Phal. Sogo
Yukidian 1a rat 6 y nghia. O dau ré in vitro su
phat sinh hinh protocorm cao nhat khi nuéi cdy
trén méi trudng bé sung 2,0 mg/l BA cho HSN 1a
4,10 14n. Tanaka va cs. (1976) da nhan gidng
Phal. amabilis tit hat 194 va 349 ngay tudi, sau
dé tach dinh ré va nudi cdy dinh ré trén moi
truong MS tao protocorm sau 120-272 ngay nudi
cdy. Manh ré tao mé seo x0p, mo seo xdp dudc
tach roi va nudi cdy trén modi trudng tao 12
protocorm. Nhu vay, lan Phal. Sogo Yukidian cho
két qua cao hon.

3.4. Tao chéi tit protocorm va nhan nhanh chéi

3.4.1. Anh huéng ciia té hop BA va a -NAA
téi kha néing tao chéi tir protocorm

Khi nghién ciu anh hudng riéng ré cta cac
chat diéu hoa sinh trudng t6i su phat sinh hinh
thai ti co quan soma cua giéng lan nghién ciu
thu dugc protocorm hodc khong tuy vao loai
chat diéu hoa, giai doan quan trong tiép theo
trong khau nhan nhanh 14 tao chéi. Su caAn bang
ham lugng auxin va xytokinin trong moi trusng
nudi cdy quyét dinh su phat sinh chdi hay ré,

chinh vi vay ching t6i tién hanh nghién ciu
anh hudng cta cac t6 hop chéit diéu tiét sinh
trudng BA va o NAA t6i kha nang tao chdi tir
protocorm. Két qué thi nghiém dudc trinh bay
trén bang 7.

Két qua bang 7 cho thay, kha nang tao choi
cta t6 hop chét diéu hoa sinh trudng 1a tuong
d6i 6n dinh. Ty 1é tao chdi phu thudc vao ndng
d6 cua cac chat cé trong méi truong. Ty 1é tao
chéi cao nhat 14 80% & CT6 (0,5 mg/l BA + 0,5
mg/l NAA) véi hé s6 nhan la 12,5 lan. Tuy
nhién, néu ting nong d6 cac chat diéu hoa sinh
trudng 1én thi ti 18 tao chdi lai gidm di. O d6 tin
cay 95% thi CT6 c6 s6 mau tao choi, hé s6 nhan
choi dat cao nhat so véi cac nghiém thiic con lai.
Vay méi truong MS + 0,5 mg/l BA + 0,5 mg/l o
NAA dugc chon lam méi truong tao chéi tu
protocorm gidng lan nghién ciu.

3.4.2. Anh hudéng cua nuée dira (ND) dén
téc dé nuéi I6n choéi lan Hé6 diép.

Trong nudi cay lan, viée st dung chat diéu
hoa sinh trudng ciing c6 han ché 1a tao ra bién
di dan t6i dong thu dudc khong déng nhat. Su
dung cac dich chiét tu nhién nhu nuéc dia cho
nhiéu két qui kha quan trong nhiéu giai doan
cia nudi cdy md do trong nudc dita c6 chta rat
nhiéu chat nhu acid amin, vitamin, acid hiiu cg,
acid nucleic, duong, khoang chat, hormon thuc
vat, mot s6 chat khac giip md sinh trudng va
phat trién nhanh hon (Shekarriz et al., 2014).
DPé xac dinh liéu lugng nuée dira thich hop cho
su sinh trudng ctia chéi lan nghién ciu, ching
toi da tién hanh thi nghiém va thu duge két qua
nhu sau:
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Bang 7. Anh huéng ctia t6 hop BA va a NAA t6i kha ning tao chéi
tif protocorm (sau 8 tuan)

CTTN Tbng mau cay S6 méu Ty 1é tao Hé s6 nhan
(protocorm) tao choi chdi (%) (lan)
CT1 (BC): Mbi truong MS 30 8 26,67 375
CT2: BC + 0,2 mg/l BA + 0,2 mg/l a NAA 30 9 30,00 4,00
CT3: BC + 0,2 mg/l BA + 0,5 mg/l a NAA 30 12 40,00 4,58
CT4: BC + 0,2 mg/l BA + 1,0 mg/l a NAA 30 19 63,33 7,52
CT5: BC + 0,5 mg/l BA + 0,2 mg/l a NAA 30 16 53,33 5,56
CT6: BC + 0,5 mg/l BA + 0,5 mg/l a NAA 30 24 80,00 12,50
CT7: BC + 0,5 mg/l BA + 1,0 mg/l a NAA 30 11 36,67 5,27
CT8: BC + 1,0 mg/l BA + 0,2 mg/l a NAA 30 6 20,00 3,33
CT9: BC + 1,0 mg/l BA + 0,5 mg/l a NAA 30 4 13,33 3,75
CT10: BC + 1,0 mg/l BA + 1,0 mg/l o NAA 30 3 10,00 2,33
LSDo,05 0,67 0,31
CV% 3,6 3,6

Bang 8. Anh hudng ctia nuéc dita dén téc d6 nubi 16n chéi lan Ho diép (sau 8 tuan)

CTTN S6 14 TB/chdi (1) Chiéu dai I TB (cm)
CT1 (BC): Méi trudng MS 2,27 1,40
CT2: BC + 5% ND 3,10 1,60
CT3: BC + 10% ND 3,63 2,70
CT4: BC + 15% ND 3,30 2,30
CT5: BC +20% ND 3,27 2,10
LSDgs 0,15 0,92
% 27 25

Hinh 4. Anh huéng clia nudc dita dén téc dd nuoi 16n choi lan H6 diép (sau 8 tuan)

Két qua bang 8 cho thay, khi méi trudng da ting rd rét véi két qua 1a 3,1 14; 1,6cm. Téc
khong b sung ND (CT1), cac chi tiéu s6 14 TB d6 16n cta chdi lan nhanh nhat khi méi trudng
(trung binh)/chdi va chiéu dai 14 TB chi dat 1an ¢6 b6 sung 10% ND, thé hién & chi s6 s6 la
luot 1a 2,27 14 va 1,4cm. Khi b6 sung ND véi cac TB/choi 1a cao nhat (3,63 14/chéi) va chiéu dai la
néng d6 5% (CT2), cac chi tiéu s6 14 va chiéu la TB 14 2,7cm. Khi ting nuéc dita 1én dén nong do
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15%, 20%, cac chi tiéu vé s6 14 va chiéu dai la
TB cao hon CT1 (BC) nhung van thap hon CT3
d mtc c6 ¥y nghia, ding v6i nghién ctiu cua
Parisa (2014) khi bd sung nuéc dita dé lam tang
kha nang nhan nhanh giéng lan Phalaenopsis
lai. Vay moi truéng MS + 10% ND la thich hgp
nhat cho nubi 16n chdi nghién ciu.

3.4.3. Anh huéng ctia BA dén khi ning
nhian nhanh chéi

Lan Ho6 diép la loai don than, vi vay viéc
tao cum chéi gip nhiéu khé khan trong cong tac
nhan nhanh. Bing phuong phap kich thich céac
méit ngt trén cdy, mot sd tac gia trén thé gidi da
thanh cong trong viéc tao chéi lan Ho6 diép in
vitro. Tuy nhién, ngay ca d6i v6i cay Ho6 diép da
trudéng thanh, doan than cla ciy rat nhd, cay

chi c6 tit 3-4 1a. Vi vay, s6 lugng mat nga trén
cy it, rdt kho cho cong tac kich thich cac mét
ngu trén cdy. Chéi lan sau khi thu dudgc & cac thi
nghiém trudc sé dudc cdy vao cac moi truong MS
¢6 bb sung BA & cac nong d6 khac nhau, két qua
thu dugc nhu sau:

Két qua thi nghiém cho thay BA c6 tac
dung rat t6t dén kha ning nhan nhanh chéi, s6
chéi tang 1én khi méi trusng b6 sung BA ¢
néng d6 tang lén tit 1-3 mg/l. Néng d6 BA 1a 3
mg/l cho hé s6 nhan chdi 1a cao nhat (4,2 1an).
Khi noéng d6 BA tiép tuc tang, so choi tao thanh
c6 xu huéng giam di song vin cao hon rat nhiéu
so v6i méi trudng déi chiing. Piéu nay ching t6
st dung BA vé6i néng do thich hop sé cho hiéu
qua nhan nhanh chai.

Bang 9. Anh hudng ctua BA dén kha nang nhan nhanh chéi (sau 6 tuan)

Két qua sau 6 tuan

CTTN Téng mau S61a B o — Hinh
cay (choi) ban dau Tong choi Hé s6 nhan thai choi
thu dwoc chdi (lan)

CT1 (BC): Mdi trwong MS +10% ND 90 6 90 1 +++
CT2: BC + 1,0 mg/l BA 920 6 162 1,8 +++
CT3: BC + 2,0 mg/l BA 90 6 201 2,23 +++
CT4: BC + 3,0 mg/l BA 920 6 378 4,20 +++
CT5: BC + 4,0 mg/l BA 90 6 336 3,73 +
CT6é: BC + 5,0 mg/l BA 920 6 294 3,27 +
LSDy 05 13,87 0,15
CV% 32 32

Ghi chii: +++ chéi mau xanh diam, + chéi xanh nhat va xuét hién bién di

Hinh 5. Anh huéng ctia BA dén kha niang nhan nhanh chéi (sau 6 tuan nubi cay)
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3.5. Anh huéng ctia than hoat tinh dén kha
ning ra ré va tao cady hoan chinh

MAu c4y cua lan thudng tiét ra phenol lam
moéi truong héa nau, khéng nhiing vay cac san
pham clia qua trinh trao d6i chat trong cay khi
tiét ra moi trudng ciing anh hudng téi stic song
cia mau cdy cing nhu kha nang ra ré cua choi.
Than hoat tinh (THT) c6 tac dung h&p thu mot
s6 chét khong c6 1di cho su phat trién cla cay
nhu cac chit san sinh ra trong qua trinh khi
trung hodc mot sd phenol do cay trong tiét ra.
B6 sung thém THT vao méi trudng cé thé cé 1gi
cho viéc hinh thanh ré cta ciay do THT c6 tac
dung han ché& miic do chiéu sang va né c6 kha
nang hap thu cac chit tc ché su ra ré trong moi
truong nudi cdy (George and Sherrington, 1984).
Két qua nghién c@iu trén gidng lan nay dugc
trinh bay 6 bang 10.

MBbi trudng khong b6 sung THT cho ty 1é ra
ré rat thap, trung binh 0,9 ré/chéi. Nhu vay, khé
¢6 thé tao cdy hoan chinh. Khi b6 sung THT véi
ham lugng tang dan thi kha niéng ra ré cling
tang din, ching td6 THT c6 anh hudng téi kha

nang ra ré cua chdi lan. Ham lugng THT t6i uu
cho su ra ré 1a 0,5 g/l cho s6 ré trung binh trén
cay cao nhat 1a 2,92, khi ting ham lugng THT
cao hon niia, s6 ré c¢6 xu huéng giam di.

4. KET LUAN

- Nguén vat liéu ban dau la phat hoa véi
ch& d6 khi trung t6i vu la phuong phap khi
trung kép bang dung dich khi trung CaOCl,
15% 7 phit va Johnson 1% 3 phtt cho ca 3 bd
phan soma la: phat hoa dat ty 186 mau sach va
séng dat 93,33%; 14 non in vivo ty 1& mau sach
va song dat 100%; dau ré in vivo ty 1é mau sach
va séng dat 30% sau 4 tudn nudi cay.

- Mbi truong tét nhat cho su phat sinh hinh
thai protocorm tu cac bd phan soma in vitro sau
6 tuan 1la MS + 2,0 mg/l BA cho su phat sinh
hinh thai tit manh 14 in vitro véi ty 1& phat sinh
protocorm dat cao nhat 1a 55,55% va hé s6 nhan
protocorm 1a 5,23 1an; dau ré in vitro véi ty 1é
phat sinh protocorm dat cao nhat la 28,89% va
hé s6 nhan protocorm la 4,1 1an.

Bang 10. Anh huéng ctia THT dén kha ning ra ré ctia chéi lan (sau 6 tuin nudi cay)

CTTN Ty |& chdi tao ré (%) S6 ré TB/cay (r&) Chiéu dai r& TB (cm)
CT1 (BC): Mai trwong MS + 10% ND 81,11 0,90 1,37
CT2: BC +0,3 g/l THT 88,89 1,38 1,65
CT3:BC +0,5 g/l THT 100 2,92 2,87
CT4:BC +0,7 g/l THT 100 2,09 2,66
CT5:DC + 1,0 g/l THT 100 1,83 2,36
LSDo,5 0,10 0,11
CV% 3,1 2,9

Hinh 6. Anh huéng ctia THT dén kha ning ra ré ctia chéi lan (sau 6 tuin nudi cay)
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- Méi trucéng MS + 0,5 mg/l BA + 0,5 mg/l o
NAA 13 méi trudng tao chdi tot nhat véi ty 1é tao
chdi 14 80% va HSN chai 14 12,5 1an sau 8 tuan
nuodi cay.

- Maéi trusng MS + 10% ND + 3,0 mg/l BA 1a
méi trudng t6i wu dé nhan nhanh chédi lan, véi
HSN choi 14 cao nhat 4,20 1an sau 6 tudn nudi c4y.

- Moi trudng MS c6 bé sung 10% ND va 0,5
g/l THT 14 moi truong thich hgp cho kha ning
ra ré ctua chdi lan v6i s6 ré trung binh/cay la
2,92 sau 6 tuan nudi cay.
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