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TOM TAT

Nghién ctbu dweee tién hanh nhiam tim ra cac théng sé thich hop dé hwéng téi xay dwng quy trinh
nhan giéng in vitro cay Lan hué mang (H. reticulatum var. striatifolium). Két qua cho thay: Trén moi
trwong MS cé chira 3 mg/l BA, 100% mau tai sinh tao chdi va ctii nhé. Chdi va ci nhé tao ra dwoc siv
dung cho thi nghiém nhan nhanh. Hé s6 nhan dat dwoc cao nhat khi st chdi in vitro lam vat liéu nhan
nhanh 1a 1,50 chéi/mau trén méi trwdng bd sung 0,5 mg/l IBA, trong khi dé sir dung cti nhé dé nhan
nhanh trén méi trwng chira 5 mg/l BA thi hé sé nhan dat dwoc la 7,17 chdi/mau. Pa sb cac chéi déu
ra ré (83,33%) trén méi trredng chira 1 mg/l IBA. Cac cay in vitro hoan chinh dwegc dwa ra thich nghi
véi diéu kién in vivo trén gia thé cat va trdu hun theo ty 1& 1:1 (v/v). Ty Ié cay séng sét 1a 100%, cay
sinh trwdng phat trién khoé manh.

Tir khoa: BA, hé s6 nhan, Hippeastrum reticulatum Herb.var. striatifolium Herb., IBA, Lan hué
mang, nhan giéng vé tinh in vitro, a- NAA.

SUMMARY

This study was conducted in order to establish a preliminary protocol for rapid propagation of H.
reticulatum var. striatifolium. Results indicated that 100% twin scale explants regenerated on MS
medium containing 3 mg/l BA. The most suitable material for shoot proliferation was small bulbs with
the average rate of shoot propagation was 7.17 shoots/explant when cultured on MS supplemented
with 1.5 mg/l IBA. Adding 1 mg/l IBA to MS medium promoted the root induction of the shoots with the
rooting rate of 83.33%. Well - rooted plantlets were successfully transplanted to sand and rice husk
substrate (1:1). The rate of plants survival was 100% and plants grew and developed well.

Key words: BA, Hippeastrum reticulatum Herb.var. striatifolium Herb., micropropagation, a- NAA.

1. DAT VAN DE

Hippeastrum la moét trong nhiing chi
¢6 tiém ning phat trién cta ho Liliaceae.
Chi Hippeastrum c6 90 loai va 600 dang
lai, da dang, phong phtd vé hinh thai, mau
séc hoa, rat thich hop dé st dung lam hoa
cit canh. Trong ct ctia cac loai thudc chi
nay c6 chita cac biét dudge gia tri nhu cac
loai alkaloids, cac lectins c6 hoat tinh
chéng siéu vi trung, chdng sung viém,
chéng ung thu, chita bénh Alzheimer, cAm
mau va chiia vé&t thuong (Funganti, 1975).
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Lan hué mang, c6 tén khoa hoc la H.
reticulatum var. striatifolium, 1a loai c6 hoa
va 14 néi bat trong chi Hippeastrum. Céc
canh hoa c6 mau héng nhat véi nhiing soc
mau héng dam hinh xuong c4, phién 14 cting,
bén va béng, mau xanh dam, gin gitta la
mau tring. Dang chi ¥, thdi gian ra hoa cta
cay lan hué mang kéo dai, khodng 158 ngay
va ra hoa trong vu hé thu 1a thoi diém ma
cic giong lan hué khac thudc chi
Hippeastrum da ké&t thic ra hoa. Do vay
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trong lan hué mang c6 thé cung tng lién tuc
cho nhu ciu st dung hoa trang tri.

Dé nhan giéng lan hué mang c6 thé si
dung phuong phap gieo hat, tach chéi hodc
ct nho tit cum cay me (Siddique va cs., 2007)
hodc st dung phuong phap nhan gidng in
vitro (Husey, 1975; Seabrook va cs., 1976; De
Buruyn, 1992; Chieh Li Huang va cs,,
2005...). Mac du don gian nhung hiéu qua
khi nhan gidng bing phucng phap truyén
thong khong cao do thdi gian nhan giéng dai,
hé s6 nhan thdp, cdy khéng dong nhit.
Trong khi d6, phuong phap nhan giéng in
vitro ¢6 rit nhiéu vwu diém nhu tao duge ciy
con tré héa va sach bénh nén cho cay cé tiém
ning sinh trudng, phat trién va ning sudt
cao. Ddng thoi phuong phap nay cé thdi gian
nhéan gidng ngén, hé sé nhan gidng cao, cy
dong nhat, do vay dap tng dudc nhu cau vé
8 lugng giéng c6 chit lugng cao, 6n dinh cho
san xudt trén quy md rong. Nghién ciiu nay
dudgc tién hanh nham tim ra cac thong s6 ky
thuat thich hgp cho quy trinh nhan gidng in
vitro ciy lan hué mang lam co sd cho viéc
nhan nhanh cic nguén gen uu td phuc vu
cong tac chon tao gidhg mdi bing k§ thuat
dot bién va chuyén gen in vitro.

2. VAT LIEU VA PHUONG PHAP
NGHIEN CUU
2.1. P6i tugng va vat liéu nghién cttu
D61 tugng nghién ctu: Cay lan hué
mang (H . reticulatum var. striatifolium).
Vat liéu st dung cho thi nghiém 1a vay
ct doi gbm 2 vay c6 kich thuée dai x rong la
10 mm x 10 mm dinh phan d& ct cé kich
thuéec 4 mm.

2.2. Phuong phap nghién ctu

Thi nghiém dugc tién hanh theo phuong
phap nudi cdy mé hién hanh, trén nén méi
trudng co ban MS b6 sung 30 g/l saccarose,
6,5 g/l agar va cac chit diéu tiét sinh trudng,
pH méi trudng duge chinh vé 5,7 truée khi
duge hap vo trung 6 121°C, 1,5 atm trong 20
phit. Qua trinh nudi cady duge tién hanh &

nhiét d6 242°C, cuong d6 anh sang 2000 lux,
thoi gian chiéu sang 16 gid/ ngay.

MAu cdy dudc khui triing theo quy trinh:
C1 lan hué mang dude lam sach bé méit dudi
voi nude chdy manh, ngdm trong xa phong 10
phit, sau d6 rta sach. Trong budng cdy vo
tring, ngam ct trong cén 70°C trong 30 gidy,
trang lai bang nuéc cat vo tring 1 - 2 14n, mbi
lan trong 1 phtut. Tiép theo ngdm ct trong
dung dich HgCl, 0,1% trong 10 phut, ria lai 4
- 5 14n bang nuéc cdt vo trung, mbi 1lan 1
phit. Sau d6 cit phan dé€ cit mang 2 vay ci va
cdy vao mdi trudng nudi cay.

Cac thi nghiém dugc bd tri hoan toan
ngau nhién, mdéi thi nghiém lap lai 3 lan,
mdbi 14n 6 binh, mbi binh 2 miu.

Céc chi tiéu theo déi dinh ky 1 tudn/ 1an
trong nghién cttu bao gbm ty 1& mau tao chbi
(%), chiéu cao chdi (cm), hé s6 nhan chéi (s6
chdi/mAau), trang thai chéi, ty 1& ra ré (%), s6
ré&/chéi, chiéu dai ré (cm), ty 18 cay séng (%).

Cac s0 litu dudec phan tich thong ké
bing phin mém Excel, so sanh cac gia tri
trung binh bing phuong phap kiém dinh
Ducan va LSD 6 miic § nghia 1%.

3. KET QUA VA THAO LUAN
3.1. Tao vat liéu khéi dau

3.1.1. Anh huéng ciia BA dén khd ndng tdi
sinh chéi tir vdy ct déi

Pé nhan nhanh in vitro cac loai thudc
chi Hippeastrum, rit nhiéu ngudn vat liéu
ban d4u c6 thé st dung nhu vay ca khong
dinh d€ ct (Seabrook va cs., 1977), phan dé&
cl mang mot vay ci va phan d€ ci mang 2
vay ca (De Bruyn va cs., 1992), dé& ca (Bapat
& Narayanaswamy, 1976) hay cac bo phan
cia hoa (Seabrook & Cumming, 1976; De
Bruyn va cs., 1992), chdi in vivo ho#c cu in
vitro nho (Hussey, 1975; De Bruyn va cs.,
1992)... Tuy nhién, hiéu qua tai sinh ciing
nhu hé s& nhan dat cao nhat khi st dung vay
ct d6i (Chieh Li Huang va cs., 2005). Chinh
vi vay, nghién ctu nay da st dung vay cua déi
lam vat lidu vao mau ban dau. Két qua sau 5
tudn nudi cdy trén méi trusng MS c6 bd sung
BA dugc thé hién 6 bang 1.
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Bang 1. Anh huéng ctia BA d&n kha ning tai sinh chdi tit vay ct doi

BA Ty & mau tao chéi S6 chéi/mau cay Chiéu cao chéi
(mg/l) (%) (chdi) (cm)
0 66,67 1,25 0,43
1 94,44 1,65 0,64
2 100,00 1,75 0,61
3 100,00 1,91 0,87
4 94,44 1,50 0,63
5 100,00 1,67 0,46
LSD 5% 0,22 0,07
CV (%) 6,80 6,10

Bang 2. Anh huéng cta t6 hgp BA va a-NAA dén su tai sinh chéi tit vay ct déi
sau 5 tudn nudi cdy

BA a-NAA Ty l& mAu tao chdi S6 chéiimau Chiéu cao chdi
(mg/l) (mg/l) (%) (choi) (cm)
0 0 72,22 1,23 0,54
3 0,1 100,00 1,56 0,55
3 0,25 100,00 1,78 0,73
3 0,5 88,89 1,76 1,00
3 1 50,00 1,17 0,85
LSD 5% 0,29 0,06
CV% 10,50 4,70

C6 thé thay rang, BA c6 anh hudng kha
rd dén kha ning tai sinh cta vay cu ddi cay
lan hué mang. Cu thé, khi khéng bé sung BA
vao moi trudng nudi cdy, ty 1&é mau tao chdi
14 66,67%, chdi cao trung binh 0,43 cm va
dat 1,25 chéi/mau cdy. Trong khi d6 néu bd
sung BA véi dai nong do ti 1 - 5 mg/l thi ty
1é mau tao chéi dat tit 94,44% dén 100%,
chiéu cao chéi dao déng tir 0,46 - 0,87 cm,
dat 1,50 - 1,91 chdi/ miu cdy. Néng do 3 mg/l
BA cho hiéu qua tai sinh cao nhat véi 100%
mau tao chdi va 1,91 choéi/méiu. Cac chdi tao
ra cao, map, la ¢c6 mau xanh dam, sinh
trudng phat trién khée manh.

3.1.2. Anh huéng ciia BA va a-NAA dén
khd ndng tdi sinh chéi tir vdy cu déi

Su két hop auxin va cytokinin véi mot ty

1& nhat dinh d6i khi khéng nhiing cai thién
duge kha ning tai sinh ma con lam ting su
sinh trudng ctia chéi. Do vy, nghién ctiu nay
da st dung nong d6 BA t6t nhat 6 thi nghiém
trén (3 mg/l) phéi hop véi a-NAA § cac nong
do khac nhau nhim tiang hiéu qua vao miu
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va chat lugng chdi tao ra.

Ty 1&é mAau tao chdi, s6 chdi/mau va chiéu
cao chéi thu dudc trén moéi trudng chita BA
va o-NAA cao hon so v6i cong thiic doi
chtng. Két qua thu dudc cao nhat 6 cong
thiic b6 sung 3 mg/l BA va 0,25 mg/l a-NAA
véi 100% mau tao chéi va 1,78 chéi/mau. Tuy
nhién kha nang tai sinh ctia vay ct déi trén
mdi truong chi chiia 3 mg/l BA (Bang 1) cao
hon so v6i trén moéi trudng c6 bd sung két
hgp gitia BA va a-NAA (Bang 2). Nhu vay,
méi trudng MS cé b sung 3 mg/l BA 1a méi
truong nudi cay khdi dong thich hgp cho vay
ct ddi cAy lan hué mang.

Nghién ciu cua O’Rourke va cs. (1979)

loai Hipeastrum hybridum "Apple
Blossom” ciing cho k&t luan tuong tu. Cac tac
gia da st dung ct nhd, vay ci doéi va chdi
dinh 1am vat liéu vao mAu va nudi cdy trén
mdi trudng b6 sung BA va két hop gita BA
v6i cac chat thuoc nhém auxin. Hiéu qua tai

trén

sinh dat cao nhat trén méi trudng bé sung 2
- bmg/l BA.
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A
Hinh 1. Vay ct d6i (A) va su tao chéi va cti nhé tai sinh tir vay ca déi
trén moéi truong MS + 3 mg/l BA sau 5 tuan nuéi ciy (B)

3.2. Nhan nhanh

3.2.1. Nhén nhanh tiz chéi in vitro

Céc chéi tai sinh trong cac thi nghiém
trén duge tach roi, cdy chuyén qua moi
trudng nhan nhanh. Cac két qua nghién ctiu
trén chi Hippeastrum da chi ra hiéu qua
nhan nhanh trén mdi trudng c6 b6 sung két
hgp cac chat thudc nhém cytokinin va auxin
cao hon so vé6i khi st dung riéng ré cac chat
nay (O’rourke va cs., 1991; Janet va cs.,
1977).

Viéc b6 sung két hop gitia BA va o-NAA
vao mobi trudng nudi cdy di nang cao hiéu
qua nhan nhanh tit chéi cay lan hué mang
(Bang 3). Tuy nhién su sai khac gifia cac
cong thtic 1a khéng rd rang. Néu quan tam
dén chi tiéu hé s6 nhan thi cong thic bd
sung 1 mg/l BA va 0,5 mg/l a-NAA cho két
qua tot nhat v6i hé s6 nhan 14 1,50 chéi/mau.

3.2.2. Nhén nhanh chdi ti cu con in vitro

Tu két qua trén cho thay, hé s6 nhan ti
chdi in vitro cdy lan hué mang chua cao, chi
dat cao nhat 1,50 chéi/miu. Pay chinh 1a
kh6 khan trong qua trinh nhin nhanh in
vitro cac loai thuoc chi Hippeastrum. Hé s6
nhan tit chdi cta loai Hipeastrum hybridum
"Apple Blossom” ma O’Rourke va cs. (1979)
thu dugc cao nhat chi dat 3,5 chéi/mau. Dé
cai thién hé s6 nhan, mot s6 tac gia da
nghién ctiu thay d8i mét s6 thanh phan méi
truong, loai, nong d6 va ty 1& chat diéu tiét
sinh trudng, diéu kién nudi cdy cling nhu su
dung nguén vat liéu khac. Khi st dung

B

callus lam vat liéu nhdn nhanh loai
Hippeastrum spp. Hybrids, Janet va cs.
(1977) da thu dudc 10 chdi/mau cdy sau 8
tuan nuodi cdy.

Nhé4n nhanh bidng phuong phap cit lat
cu da dudc rat nhiéu nhém téc gia nghién ctu
ca trong diéu kién in vivo va in vitro.
Epharath va cs. (2001) da st dung 7 phucng
phap cét ct, chia ci me thanh 2, 4, 8, 12, 16,
32 va 48 lat cdt, mdi lat cit déu mang 1 phan
dé€ ci va gidm vao tidi nilon cé chtia chat
khoang bén cho cady. Cac tui nay dudc dat
trong diéu kién nhiét d6 23°C trong 4 thang.
Két qua cho th4y, khi cit ci thanh 48 phan
thi s8 lugng chdi thu dudc 1a cao nhat, 34
chéi/mau. Nam 1991, O'Rourke va cs., ¢t ct
nhé in vitro tao ra ti vay cu déi trén moi
trudng tao cu cta loai Hippeastrum hybridum
"Apple Blossom” thanh 2 hoic 4 phan va tiép
tuc nudi cay trong 10 - 12 tuan. Sau 26 - 28
tuan nudi cdy, hé s6 nhan thu duge di ting
lén 100 chéi/mAu ban dau. Bang phucng
phép cét ct nay, Slabbert va cs. (1993) ciing
da thu duge 700 - 1000 cay tit 1 ci ban dau
sau 12 thang.

Trong qué trinh tao vat liéu khéi du,
nhan thiy vay ct d6i thudng c6 xu hudng tao
¢t nhé dong thdi véi tao chdi, ching t6i da st
dung céc ci nhé nay cit thanh 4 phan déu
nhau theo chiéu doc cta ci, mdi lat cit déu
chiia mot phan d& ci va cdy vao méi trudng
MS c6 bb sung BA 6 cac nong d6 khac nhau.
Sau 2 tuin nudi cdy cac lat cit nay bit dau
tao chdi. Bang 4 thé hién két qua nhan chdi
tl ¢l con in vitro sau 4 tudn nudi cdy.
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Bang 3. Anh huéng ctia td hop BA va a-NAA dén kha ning nhan nhanh
tit chéi in vitro sau 4 tuin nudi cAy

BA a-NAA Hgé s6 nhan choi Chiéu cao chdi
(mgl/l) (mg/l) (chdi/mau) (cm)
0 0 1,11 1,72
1 0,1 1,17 3,71
1 0,25 1,22 2,59
1 0,5 1,50 2,92
2 0,1 1,16 4,62
2 0,25 1,22 2,65
2 0,5 1,22 2,69
3 0,1 1,17 1,81
3 0,25 1,28 2,43
3 0,5 1,17 3,85
LSD 5% 0,19 0,32
CV% 9,20 6,40

Bang 4. Anh huéng cta BA dén kha nang nhan nhanh chéi ti ¢t nhé in vitro

BA Hé sé nhan Chiéu cao trung binh chéi
mg/l chéi/mau cm
(mg
0 4,50 1,59
1 3,00 0,72
3 4,83 0,94
5 717 0,98
LSD 5% 1,21 0,11
CV% 13,21 5,80

Khi st dung ct nhé in vitro lam vat
liéu nhan nhanh, sd chdi thu dudc tiang lén
rd rét, dat cao nhat (7,17 chbéi/mau) 6 cong
thiic b6 sung 5 mg/l BA, cao hon gip 4,8 1an
so khi nhan nhanh t@ chéi (1,50 chéi/mau).
Nhu vay cti nho in vitro ciing nhu phuong
phap cit cii déng mot vai tro quan trong
trong qua trinh nhan nhanh in vitro ciy lan
hué mang.

3.3. Tao ré

N . A A 2 R
Choi in vitro cay lan hué mang c6 thé
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hinh thanh ngay trén méi trusng MS khong
bé sung chét diéu tiét sinh trudng tuy véi ty
1é tao ré& ciing nhu s6 ré/chdi thap. Khi b6
sung IBA vao méi trudng thi ty 1& mau tao ré
va s0 ré/chdi déu dat cao hon, dic biét 1a &
cong thic b6 sung 1 mg/l IBA (ty 1& ra ré
83,33), tuy nhién chiéu dai ré dat cao nhat
khi b8 sung vao méi truong 2 mg/l IBA. Bang
5 thé hién kha ning ra ré cta chdi lan hué
mang trén moi trudng chia IBA sau 8 tuan
nubi cay.
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Bang 5. Anh huéng ctia IBA dén kha ning ra ré in vitro

IBA Ty lérard

S& ré trung binh/chdi  Chidu dai ré trung binh

(mgl) (%) (r3) (cm) Dic diém ré
0 44,44 1,28 0,77 Ré bé, manh, mau tréng
05 50,00 207 094 rl?sutitrjgggbinh, méanh, mau trang xanh hodc
1 83,33 1,40 0,55 Ré bé, mau trdng xanh hoac trdng
2 44,44 1,92 1,09 Ré& dai manh, mau tréng hoac tréng xanh
LSD 5% 0,29 0,11
CV% 9,40 6,70

B

Hinh 2. Cay lan hué mang truéc va sau khi dua ra vuén wom

A.Cay con in vitro hoan chinh

B. Céy lan hué mang trén gia thé cat : trdu hun (1: 1) sau 4 tuln ra cay

3.4. Thich nghi cay ra vuon vom

Cay con in vitro hoan chinh dugc trong
trén gia thé cat cat: trdu hun véi ty 16 1: 1
(v/v) v6i ch& do tudi 3 lan/ngay. Sau 2 tudn,
ty 1& séng s6t cua cdy ngoai vudn uom la
100%, cdy sinh trudng phat trién khée manh
(Hinh 2).

4. KET LUAN

St dung vay cu d6i lam vat liéu vao mau
khdi d4u trén méi trudng MS c6 bd sung 3
mg/l BA sau 5 tudn nuéi cdy cho 100% mau
tao chéi, dat 1,91 chdi/mAau, cdc mau tao ct
ddng thdi véi tao chdi. Chéi va cli nhd tao ra
dugc st dung dé nhan nhanh chéi. Hiéu qua
nhan chéi dat cao nhat khi st dung ci nhd
in vitro cit thanh 4 phan va nuéi cdy trén

moi truong MS chita 5 mg/l BA, hé s6 nhan
chdi 1a 7,17 chdi/mau sau 4 tuan. C6 thé st
dung moéi truong MS 1 mg/l IBA dé kich
thich chdi in vitro lan hué mang hinh thanh
ré&. Cay in vitro hoan chinh dugc thich nghi &
vudn uom trén gia thé cat va tradu hun theo
ty 1& 1:1 (v/v).

L&i cam on
Nghién cttu nay duge thuc hién véi su hd

trg kinh phi tit dé tai Khoa hoc co ban cip
Bo, ma s6 B2008-11-80.
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