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TOM TAT

Chi Lilium (ho Liliaceae) 13 1oai vira ¢ hoa dep lam canh, 1am thuc phém, vira ¢6 tac dung lam thudc chira
bénh. Tuy nhién hién nay ¢ Viét Nam, trong tu nhién Bach hop chi con théy moc ¢ mdt vai noi thudc vung khi
héu 4 cén nhiét, & do cao tir 1300 dén 2000 mét, nhu Sa Pa, Bat Xat, Mi cang Chai, Sin H3, Phong Thé, Quan
Ba, Pdng Vian va ving déo Gio do khai thac qua mirc. Vi thé gin ddy, Bach hop da duoc dua vao danh sach
mot trong nhitng cdy thudc danh lyc do cay thubc Viét Nam. Bién phap nhan gidng duy nhéit va hiéu qua dé
bao ton va phat trién ngudn gen cay thuoc quy dang bi de doa nay la phuong phap nuéi ciy mo. Trong nghién
clru nay, cdy bach hop da dugc nhan g1ong in vitro thanh céng sir dung vat liéu ban dau 1a mau d6t than va vy
ci. Vit liéu sau khi khur trang 10 pht bang dung dich HgCl, trén moi truong 0,5 mg/l BAP va 0,5 mg/l NAA
tuong Ung v6i mdi loai mau. Moi trudng tot nhat dé tao cu 1a MS + 0,5 mg/l a-NAA. S& cit méi tao thanh trén
mot mau dat cao nhit (4,5 cit) thu dugc trén moi truong MS + 60 duong + 0,5 mg/l NAA + 0,2 mg/l BAP sau
60 ngay nuéi cdy. Moi truong thich hop dé tao ré 1a 1/2 MS ¢6 bd sung 6 hop 1,0 mg/l NAA va 0,2 mg/l BAP.
Cay bach hop in vitro dugc dwa thanh céng ra vuon wom trén nén gia thé TN1.

Tir khéa: Nhdn giong in vitro, Lilium brownii Brown, BAP, a-NAA, gid thé TN1

DAT VAN BE

Bach hgp con goi 1a Téi ring, Khéo ma, Sudn
pha (Tay), Kip pa (Thai), Ca ngai doi (Dao), c6 tén
khoa hoc 1a Lilium brownii Brown var. viridulum
Baker, 1885, tén ddng danh 1a Lilium brownii Brown
var. colchesteri Wils.ex Stapf., 1921., thudc ho hanh
toi (liliaceae) 1a cdy thudc phd bién va quan trong
trong Pong y (Nguyén Tép, 2007). Bach hop c6
dang cdy co, cao 0,5 - 1m, than hanh to mau tring,
doc than c6 nhidu vay xép chdong lén nhau. Cay
thuong moc hoang ¢ cac trang co va bd nuong ray
ving ndi cao. Vay than hanh cua cay thuong duoc
ding l1am thudc giam dau, chéng ho, chéng viém
hoac nhu mot nguén dinh dudng. Theo tai liéu cd,
Bach hgp co6 tac dung bd phéi, trr ho, dinh tam, an
than, thanh nhiét, loi tiéu, chira ho lao thd huyét, ho
c6 dom, viém phé quan, hu phién hdi hop, tim dap
manh, phu thiing (B3 Huy Bich, 2004). O Trung
Qudc, Bach hop thuong dwoc dung lam thude nhuan
phé, chi khai, an than binh tim. O Viét Nam, Bach
hop c6 mit trong thanh phan ctia nhiéu loai thudc tri
ho dang c6 mait trén thi truong nhu Bach hgp chi
khai 10, An khai hoa, Cém ho Ma hanh
Vinet....Ngoai cac tac dung lam thubc ké trén, Bach

hop con 14 cdy cho hoa dep dé 1am canh.

V6i nhitng dac tinh nhu trén tr nhiing ndm 1980
cdy di bi khai thac qua muc dé lay nguyén lidu lam
thudc va xuat khau tiéu ngach qua bién gidi. Thém
vao d6 ngudn Bach hop tu nhién con bi thu hep do
nan phé rimg ngay cang gia ting. Mic du cay c6 thé
tai sinh tuy nhién béng hat, nhung chi c¢6 nhiing hat
khi phat tan, dwoc tiép xuc duoc véi mat dat Am hay
héc da c6 mun méi co co hoi ndy mam (Pd Huy
Bich, 2004). Nhiéu nghién ciru nhan gidng hoa lily
thuong mai cit canh thudc chi Lilium da duoc thuc
hién ca trong va ngoai nudéc (Nguyén Quang Thach,
1996; Nguyén Thi Ly Anh, 2005; Nguyén Thi
Phuong Thao, 2007; Nhut Duong Tan, 2000, 2001b;
Pelkonen V.P., 2005). Tuy vay, nghién ctru nhéan
gidng Lilium brownii — loai hoang dai dugc ding
lam thudc con rat han ché. O Trung Qubc, Ping da
nghién ctru nuéi cdy mod loai Lilium brownii var
viridulum, ddng danh vé&i bach hop (Ping, 2008).
Tac gia két luan moéi truong nhan nhanh t6t nhét tir
méu vay ct 1a méi truong MS c6 bd sung 1 mg/l BA
cho hé s6 nhan 5,02 1an sau 30 ngay nudi cdy. Sau
qua giai doan nuoi 16n cu trén moi truong 1/2 MS ¢o
bd sung 6% dudng va 5,1 g/l KH,PO,, cac ci nho
thu duoc duoc tao ré trén moi truong 1/2MS c6 bd
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sung 6% duong va td hop ca 3 chit thuéc nhom
auxin 12 NAA, IBA va IAA vdi cac ndng do tuong
g la 0,33mg/l, 0,27 mg/l va 0,3 mg/l. Cho dén nay,
chua c6 nghién ctru nhan glong cay bach hop duoc
cong bb & Vlet Nam. Nham bao ton nguodn gen va
nhan rong gidng cay thubc dang bi de doa nay chung
t6i da tién hanh dé tai: "Nghién ciru nhan gidng in
vitro cdy bach hop (Lilium brownii F.E.Brown).

VAT LIEU VA PHUONG PHAP NGHIEN CUU

Cay bach hop (Lilium brownii F.E. Brown) c6
ngudn goc tir Ha Giang do dé tai Bao ton ngudn gen
cay thudc, Khoa Tai nguyén Dugc liéu (Vién Dugc
liéu) cung cép. Vat lidu khoi dau cho nhan gidng 1a
vay than hanh va d6t than ciy bach hop.

Vay than hanh va dét than cay in vivo dugc ria
sach dét cat dudi voi nudc may, sau do ching dugc
ngam trong nudc xa phong loang 10 phut, roi trang
lai nhiéu lan bang nugc may. Tiép do, ngam mau
trong thube diét nam 20 phut 1o trang lai bang nugc
cit. Sau do6 dua mau vao phong cay, trong tu cdy
laminair cac mau dugc trang bang con 70° trong 30
gidy, lién d6 mau duge xtr Iy voi HgCl,0,1% véi cac
khoang thoi gian khac nhau (8 phut, 10 phut, 12 phat
va 15 phut), sau d6 trang lai nhiéu 1an bang nudc cat
vo trung. Rdi cdy vao méi truong dinh dudng co
chra thanh phan mudi co ban ctia méi trudng MS
(Murashige va Skoog, 1962) c6 chura 20g/l duong
nhung khong c6 chét diéu hoa sinh truong.

Giai doan tdi sinh choi:

15 ngay sau khi khir tring, vdy hanh va dét than
sach nam khuan dugc cdy vao méi truong MS ¢b bd
sung NAA (0 - 1 mg/l) va BAP (0 -1 mg/l) dé nghién
ctru kha nang tai sinh in vitro.

Giai doan tao cui so cap:

Chdi sau 30 ngay nudi céy trén moi truong tai
sinh duoc cit bo 14 va phan dé cii, hong (chi dé lai
0,7-1,0 cm tinh tir phan gbc 1én), dwoc cdy vao moi
truong khoang MS chira 60 g/l dudng va cb bd sung
Kinetin (0 - 1,0 mg/l) hoic NAA (0 - 1,0 mg/l) dé
tao cti nho so cip.

Giai doan nhdn nhanh cu nho tir ci nho so cap:

Cu nho in vitro dugc hinh thanh sau 2 thang
duge dung lam mau cho nghién ctru nhan nhanh ct
tiép theo. Thi nghiém nghién ctru anh huong cua 4
loai miu (cu don so cép, vay cu, 1/2 ci so cp, 1/4
¢l so cip (bd theo chiéu doc) duoc nudi cdy trén moi
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truong khoang MS chia 0,5 mg/l NAA, 60g/1
duong. B cui theo chiéu doc 1/2 hodc 1/4 tiy cu to
nho dugc dung 1am miu cdy cho thi nghiém nghién
clru anh hudng cua chat didu hoa sinh NAA (0 - 1
mg/l) va BAP (0,3 mg/l) trén nén méi truong MS ¢
bd sung 60 g/l dudng.

Giai doan tao cdy hoan chinh:

Cu thir cép duoc tach khoi cum, cit bo 14 duge
cdy vao cac méi truong 1/2 MS chira 30 g/l duong
¢6 bd sung 0,2 mg/l BAP va dai ndng d6 NAA (0 -
1,0 mg/1) dé nghién tao ré.

Tét ca cac modi truong déu duoc bd sung 6 g/l
agar va dugc chinh pH & muc 5,8 truéc khi khir
tring va dugc hip khir tring & 121°C, ap sudt 1 atm
trong 20 phuat. Phong nuéi duge duy tri ¢ nhiét do
25°C + 2; Cudng d6 anh sang 1a 2000 lux; thoi gian
chiéu sang 14h sang/ 10 gio t6i. Thi nghiém dugc bd
tri hoan toan ngiu nhién. Mdi cong thirc thi nghiém
nhéc lai 3 14n, mdi 1an 10 mAu.

Céc chi tiéu duoc theo ddi dinh ky 2 tudn/lan,
bao gdm: ty 1é tai sinh (%); ti 1& tao ¢t nhé (%); Ty
1é tao cum chdi (%); Ty 16 tao 1& (%); Ty 1& séng khi
duara ngoai nha ludi (%0); Chiéu cao cay trung binh
(cm); Sb la/cay (14); S6 re/cay (r8); S6 ch01/mau
(chdi). S6 lidu duoc xir Iy thong ké biang phin mém
excel (Data Analysis/Annova) vdi mirc y nghia a =
0,05.

KET QUA VA THAO LUAN
Nghién ctru Khir tring miu va tai sinh in vitro

Anh hwoéng ciia thoi gian khir tring

Khir tring méu 1a giai doan tién quyét, 1a nén
tang tao nén su thanh cong cua qua trinh nudi cy in
vitro. Qué trinh nay can dam bao cac yéu cdu nhu ty
1¢ mau song cao, ty 1¢ mau nhiém thap, mo nudi cay
sinh truong tot va tao chdi phat trién khoe manh.
HgCl, 1a hoa chat c6 tinh khir trang manh, hiéu qua
va dugc su dung pho bién voi hu het cac mau nhan
gidng in vitro. Két qua khir tring vay hanh va d6t
than bach hop bang HgCl, 0,1% sau 15 ngay dugc
thé hién & bang 1.

Két qua cho théy, thoi gian xur ly bang HgCl,
0,1% c6 anh huong dang ké dén hiéu qua cia qua
trinh khur trung vay hanh va d6t than cdy bach hop.
Ca 2 loai mau déu cho két qua ty 1& nhiém giam dan
va ty 1& chét ting dan khi thoi gian xu ly mau cang
kéo dai. Cac chi s6 vé ty 1é song cua mau la vay cu
thip hon dang ké so véi mau 1a ddt than. Piéu nay c6
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thé duoc giai thich ring dot than 1a phan trén mat dét
sach hon phan viy than hanh 14 by phan nim duéi
mit dat. Bén canh d6, con do céu tao cia cac té bao
vay hanh tao nén nhidu m6é mém dan dén né d& bi
ton thuong hon so ddt than. Ca 2 loai mau la vay
hanh va d6t than, ty 16 miu séng déu ting va dat cao
nhit 1an luot 13 70% va 80% & cong thic thu 2
(KT2) khi xtr Iy HgCl, trong 10 phuat. Vuot qua thoi

Bang 1. Anh huéng cla thoi gian x& Iy HgCl, 0,1%.

gian nay, ty 1¢ séng cta ca hai loai mau déu c6 xu
hudng giam dan. Va & cong thire thoi gian xir 1y lau
nhit KT4 (15 phut) ty 16 mau song ciia ddt than giam
xudng con 30%, cao gip déi so v6i miu la viy hanh
(15%). Nhu vay, trong cac cong thirc thi nghiém thoi
gian thich hop nhéat dé khir trung vy than hanh va
d6t than cay bach hop bang HgCl, 1a 10 phat.

- HgCl, Théi gian Ty 18 séng (%) Ty 18 chét (%) Ty 18 nhiém (%)
(%) (Phut) Vay Pétthan  Vay Pétthan  Vay Dét than

KT1 8 30 40 10 10 60 50

KT2 o 10 70 80 10 0 20 20

KT3 12 35 50 50 30 15 20

KT4 15 15 30 75 50 10 20

Anh huong ciia nong d6 BAP va NAA dén tdi sinh
cay tir dot than va vay cii

Trong nuoi cﬁy mo, té bao thuc vat dé diéu
khién su phat sinh hinh thai thi viéc bd sung chat
diéu hoa sinh treong c6 vai tro déc biét quan trong.
Trong cic chét diéu hoa sinh truong c6 hai nhom
dugc sir dung nhiéu 1a cytokinin va auxin. 2 loai miu
la viy hanh va d6t than bach hop sach ndm khuin
thu dwgc sau qua trinh khir tring dugc cdy vao moi
truong MS c6 b sung ndng do BAP (cytokinin) va
NAA (auxin) khac nhau dé tién hanh nghién ctru kha
nang tai sinh in vitro. Két qua sau 45 ngay nudi ciy
dugc trinh bay ¢ bang 2.

Nghién ciru tac dong cia BAP va NAA & 2 ndng
d6 khéac nhau cho thiy ca 2 loai vat liéu ban déu 13 1a
vay hanh va ddt than cdy in vivo déu c6 kha ning tai
sinh in vitro sau 45 ngay. Tuy vay, kha nang tai sinh
cua mdi loai vat lidu céy lai phu thudc vao loai va

Bang 2. Anh hwéng clia BAP va NAA dén tai sinh in vitro.

ndng d¢ chat diéu hoa sinh truong nhit dinh. Két qua
thé hién trén bang 2 cho thiy kha ning tai sinh cay
cua Véy hanh 13 cao hon d6t than dudi su tac dong
clia NAA. Nguoc lai phan (g tai sinh ciia d6t than
lai tot hon so véi vay hanh trong méi truong c6 mat
clia BAP. D6t than dat ty 16 tai sinh cao nhét 1a 70%
trén moi truong co bd sung 0,5 mg/l BAP. Trong khi
do, ty 16 tai sinh cia mau tir vy hanh dat cao hon so
vGi d6t than (86,67%) trong moéi truong c6 bd sung
0,5 mg/l NAA.

Cac glong/loau hoa ly lai va thuong chu yéu dugc
tai sinh va nhan glong tr Vay ct. Nghién ctlru ctia Ping
(2008) ciing chi ra rang so6 lugng cdy l6n nhét thu dugc
tir nuobi cay vay than trén moi truong co b sung 1,5
mg/l BAP va 0,5 mg/l NAA. Két qua bai béo nay cho
thdy cdy bach hop hoang dai co kha nang tii sinh in
vitro tir 6t than hodc vay cu trén moi truong MS c6 bd
sung 0,5mg/l BAP hodc 0,5 mg/l NAA.

Chat DHST (mgll)

Ti 18 tai sinh (%)

Chiéu cao chéi (cm)

Cong thirc PR P PR PP
BAP NAA Vay hanh bot than Vay hanh bot than

ST1 (BC) - - - 23,33+ 5,774 - -

ST2 0,5 - 16,67 £ 5,774 70,00 + 10,000 2,10 +0,026 3,71+£0,119

ST3 1,0 - 6,67 £ 5,774 53,33+ 5,774 3,00 £ 0,074 5,39 £ 0,259

ST4 - 0,5 86,67 +5,774 23,335,774 3,96 +0,156 4,23 +0,119

ST5 - 1,0 60,00 + 10,00 13,33+ 5,774 2,85+0,112 2,99 + 0,094

Nghién ciru tao cti nhé in vitro tir choi tai sinh

Két qua hinh thanh ct nhé dugc danh gia sau 45

ngay nudi cdy va dugc thé hién ¢ bang 3.
Vi kinetin, ti 18 hinh thanh cii nhé ting dan & cac
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méu cdy khi ndng do tang tir 0 dén 1,0 mg/l. Tuy nhién,
ty 16 tao cu cao nhit chi dat 40% ¢ mirc ndng dd cao
nhat 1 mg/l kinetin ti 1¢ cti nh6 tao thanh chi dat dudi 40
%. Nhur véy, ¢6 thé két luan Kinetin khong thich hgp cho
nudi cdy tao cti nhé in vitro ciy bach hop.

Phan ng tao cu trong moéi trudng cé6 mat cua
NAA ciing gidng nhu véi kinetin. Cti nhé chi dugce
hinh thanh tir chdi néu méi truong cé bd sung NAA.
Ti 18 hinh thanh cu nhé tang tir 40% & ndng do 0,2
mg/l NAA 1én 86,67 % & ndng d6 NAA ¢ mic 0,5
mg/l. Vuot qua ngudng nay, ti 1¢ tao cit nho c6 xu
hudng giam va giam xudng 43,33% ¢ muc nong do
1,0 mg/l NAA. Nhu véy, co thé thiy ca kinetin va
NAA déu c6 kha ning kich thich sy hinh thanh ct
nho tir chdi in vitro ciia cdy bach hop. Tuy nhién
chat diéu hoa sinh truong nhém auxin NAA 6 rd su
vugt trdi so véi kinetin (thugc nhom cytokinin) va
ndng do thich hop nhét dé sir dung 1a 0,5 mg/l (Hinh
1). Két qua nay tuong tu véi thong bao trong nghién

Vi Hoai Sam et al.

clru tao cu in vitro clia cdy trinh nit hoang cung va
cdy hoa lay on, trong d6 cac chat kich thich sinh
truong thudéc nhoém auxin nhu IBA hoic NAA da
duge sir dung hiéu qua (Nong Thi Hué va Nguyén
Thi Phuong Thao, 2010).

Hinh 1. CG hinh thanh trén méi trwdng, MS bd sung 60g/!
duwong va 0,5 mg/l a-NAA.

Bang 3. Anh huwéng clia Kinetin va NAA dén sy hinh thanh ¢l nho.

STT Nf")ng.d@ Ndng dé NAA TL tao ct Sé cu/méu Chiéu cao chéi
Kinetin (mg/l) (mg/l) (%) (cu) (cm)
TS1 0,0 - - 4,08 £ 0,107
TS2 0,2 13,33 £ 5,774 0,80 + 0,010 4,48 £ 0,185
TS3 0,5 20,00 £ 10,00 1,03 £ 0,093 5,01 £ 0,594
TS4 1,0 36,67 £5,774 1,37 £ 0,083 5,46 + 0,156
TS5 0,2 40,00 + 10,00 1,73 £ 0,063 6,26 + 0,275
TS6 0,5 86,67 £5,774 2,67 + 0,083 7,050,109
TS7 1,0 43,33 + 15,275 2,00+ 0,070 6,63 +0,178

Nghién ciru nhan nhanh ci nhé in vitro

Anh huwong cia logi vit liéu dén kha ndng nhén
nhanh cu in vitro

Dé hé so nhan nhanh in vitro dat hi¢u qua toi da,

chung t6i tién hanh nghién ciru anh huong cua cac
loai 1t cit khac nhau dén kha niang nhan nhanh cu
nho in vitro ciy bach hop véi 4 loai cong thirc. Két
qué theo ddi sau 60 ngay nuéi cdy dugc thé hién &
bang 4.

Bang 4. Anh hwéng clia cac loai lat cat dén kha nang nhan nhanh cd in vitro.

STT Loai cat S6 ci/mau (cu) S6 lalca (1a) Chiéu cao chdi (cm)
LC1 Vay cu 1,73 £0,013 3,73 £0,013 6,16 + 0,072
LC2 Cu don 1,13 £0,013 4,40 £0,040 7,15 + 0,033
LC3 1/2 cl 3,27 +0,093 3,47 +0,053 6,43 + 0,207
LC4 1/4 ct 3,40 +0,040 3,00 £0,120 6,04 + 0,004

Két qua cho thiy, cic loai miu cdy khac nhau
c6 anh hudng dang ké dén kha nang nhan nhanh cu
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in vitro, dac biét 1a hé sb nhan ci (sé ct/miu) (Hinh
2). Mau cang c6 nhiéu cu dugc tao thanh thi kich
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thude cu cang nho. Mau cdy la vdy cu cho hé sb
nhan cu thap, diéu nay cling thiy & cong thuc 2 1a
mau tir ci don. May cay tur cu don theo thoi gian
chi gia tang v& sb 14 va chiu cao chdi ma gin nhu
khong tang sinh vé& s6 ci/mau. Dudng nhu diéu nay
la thuong xdy ra ddi v6i viéc nhan nhanh cac cay
dang ct/than hanh. nuéi cdy hay lay on, mau cy la
cu don ciing khong san sinh ci m6i (N6ng Thi Hu¢
va Nguyen Thi Phuong Thdo, 2010). O thi nghiém
nay, sb ci/mau ctiia miu 1a cu don 1a thip nhat (1,47

cli) so v6i cac cong thire con lai, song s la/ct (4,40
ct) va chiéu cao chdi (7,17) lai dat cao nhét so véi
céc cong thirc khac trong thi nghiém. O LC3 va
LC4 cho thy tuy s 14/ct va chiéu cao chdi c6 chi
s6 12 kém nhat, song sb cii/mau lai dat cao nhét, lan
luot 12 2,97 va 2,90. Pay méi 1a chi s quan trong
dé danh gia hiéu qua cua qua trinh nhan nhanh.
Nhu vay, nén bd nho theo chiéu doc dé nhan nhanh
tlr cu vitro cay bach hop.

Hinh 2. Nhan nhanh ci nhd tir cac loai lat cat khac nhau. A: Ct don; B: VAy ci; C: 1/2 cd; D: 1/4 ca.

Anh huong cia t6 hop NAA va BAP dén kha ndng
nhdn nhanh ci nho

Nhiéu thi nghiém da ching minh kha ning
nhan nhanh dat hiéu qua khi phdi hop hai nhém
auxin va cytokinin hon 1a chi st dung mdt loai
riéng r€. Theo Muashige (1962) qua trinh phan héa

chdi phu thudc vao ty 1€ cytokinin va auxin trong
mdi truong nudi cay Dé tim ra moi truong tbi wu
cho giai doan nhan nhanh ct nho in vitro, ching toi
da tién hanh nudi cdy mau (LC3 hodc LC4, bang 5)
trén moi truong MS ¢6 bd sung NAA va BAP véi
5 loai cong thirc, sau 60 ngay nudi cdy, két qua thi
nghiém thu dugc nhu sau (Bang 5).

Bang 5. Anh hudng clia NAA va BAP dén kha nang nhan nhanh cl nhé.

sTT DHST (mgl/l) S6 ci/méau Sé la/cu Chiéu cao choi
NAA BAP (ca) (13) (cm)

NCA1 - - 1,27 £ 0,003 3,73+0,013 5,23 £ 0,106

NC2 0,5 - 2,57 £ 0,043 4,07 £ 0,013 6,97 £ 0,023

NC3 1,0 - 2,43 £ 0,063 3,67 £ 0,093 7,22 £ 0,008

NC4 0,5 0,3 4,50+0,130 3,27 £ 0,053 7,09 £ 0,001

NC5 1,0 0,3 3,07 £ 0,023 3,60 £ 0,160 7,20 £ 0,016

Nhu vdy, sé ci/mau giita cic cong thirc co su
khéc biét 16n véi khoang dao dong tir 1,27 cl/mau
dén 4,5 ci/mau. Trong do6, cao nhat 1a & NC4 (0,5
mg/l NAA + 0,3 mg/l BAP) va thap nhat & NC1
(khong st dung chat diéu hoa sinh truéng). Cong
thirc NC4 va cong thirc NC5 1a t6 hop cua hai loai
NAA va IBA t06 ra hiéu qua hon so véi chi st dung
don chét NAA trong viéc nhan nhanh cii bach hop in
vitro. Diéu nay ciing twong tw voi két qua nghién ctru
ctia DS Minh Pha va cong su trong nhan gidng in

vitro cy hoa lily. Tac gia ciing khing dinh viéc bd
sung véi ty 1& thich hop ciia t6 hop BAP va NAA
vao mdi trudng nudi cy di co tac dong rit manh mé
dén miu cdy (DS Minh Phu ef al., 2009). Day ciing
la két luan ctia Ranjana Kapoor, bd sung 2 mg/l
NAA + 0,5 mg/l BA 1a hiéu qua nhat dé san xuét cu
nho tir tt ca cac loai mau céy (véy cti, d6t than, doan
giita d6t than, 14 va r) cua 5 giéng hoa ly lai la
Alaska, Apeldoorn, Beartix, Siberia va Marco Polo
(Ranjana Kapoor et al., 2008). Trong nghién ciru
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nay, két qua cho thay bd sung 0,5 mg/l NAA + 0,3
mg/l BAP vao méi trudng nén MS + 60g/l dudng la
moi truong thich hop nhét dé nhan nhanh ct nhé in
vitro cdy bach hgp (Hinh 3).

Nghién ctru tao cay hoan chinh

Trong thi nghiém nay, ching t6i nghién clru anh
huéng ciia t6 hop giita 0,2mg/l BAP véi cac ndng do
NAA khac nhau tir 0 - 1,5 mg/l trong méi truong nén
1/2 MS nham xéc dinh dugc moi truong thich hop dé
tao ra bo ré ciy bach hop, sin sang cho viéc chuyén
cly ra ngoai mdi truong.

Két qua ghi nhan sau 45 ngay & bang 6 cho thiy,
& cong thirc dbi chimg, khong co chat diéu hoa sinh
truong ti 18 ra ré 1a thdp nhit (16,67%); dong thoi
chét luong ré cua cdy & cong thirc nay ciing kém
nhit v6i s ré/cdy va chidu dai ré trén cdy c6 chi sb
thip nhét so v6i cac cong thirc khac. Két hop giita
ndng d6 BAP 1a 0,2 mg/l véi cac ndng do khac nhau

Vi Hoai Sam et al.

clia NAA cho thay ti 18 tao r& cua cdy ¢6 xu hudng
tang dan khi ndng d6 NAA ting dan va dat ti 1& cao
nhét (86,67%) & nong do 1,0 mg/l (TR4) (Hinh 4). O
mirc ndng do cao hon (TR5) ti 1¢ tao r& nay lai giam
tir 86,67% xudng con 60%. Quy luit trong ty nay
cling xuat hién & chi tiéu theo dai la chiéu dai ré. O
cong thirc TR4, chiéu dai re cling dat cao nhét (4,14
cm), vuot qua ngudng nong do tbi wu nay ré sinh
trudong kém di. Khong giong nhu chi tiéu veé ti 1€ tao
& va chidu dai ré, chi tiéu vé& s ré/ciy lai c6 xu
huéng ting lién tuc tir ndng dd NAA thap dén ndng
d6 cao. O cong thirc ddi ching (TR1) sb ré trung
binh trén cdy 1a 1,13 thi s6 ré trung binh dat 4,13
r&/cay & ndng d6 NAA cao nhat (TR5) va, 1a cao
nhit so v6i cac cong thire con lai. Nhu véy, td hop
NAA va BAP trong modi trudng nudi cdy co tac dong
dang ké dén sy hinh thanh r& in vitro ciia ciy bach
hop va méi truong 1/2 MS c¢6 bd sung 1,0mg/l NAA
va 0,2 mg/l BAP t6 ra la cong thirc thich hop nhét.

Hinh 4. Cay bach hop trén méi trudng tao ré, MS + 1,0 mg/l a-NAA + 0,2 mg/l BAP.
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Bang 6. Anh hudng cliia NAA va BAP dén su tao ré in vitro.

STT PHST (mg/l) TL tao ré S{) ré/cay Chiéu dai ré
NAA BAP (%) (r8) (cm)

TR1 - - 16,67 £ 5,774 1,13 £ 0,093 0,91 +£0,132

TR2 0,2 26,67 + 5,774 1,77 £ 0,043 2,09 £ 0,002

TR3 0,5 02 33,335,775 2,90 £ 0,010 3,37 £ 0,017

TR4 1,0 ’ 86,67 + 5,774 3,90 £ 0,090 4,14 £ 0,037

TR5 1,5 60,00 + 10,00 4,13 +0,103 3,85+0,124

Giai doan tao 1& c6 tinh quyét dinh cho viéc séng
sOt cdy ¢ ngoai vuon wom. Trong giai doan nay, auxin
thuong gitp hoat héa s phén bao, sinh trudng kéo
dai, can cho su tao mach re, tang trudng cua qua, tao
qua khong hat, kich thich sinh truong cua ong phan
Viéc bd sung céac t6 hop BAP va NAA véi cac ndng
d6 tuong g khac nhau cling dugc cho la hi¢u qua
ddi v6i kha nang phat sinh hinh thi trong diéu kién in
vitro d6i v6i nhiéu loai dong/gidng khac nhau nhu hoa
ly, hoa loa kén....Nong Thi Hué, 2010; Nguyén Thi
Phuong Thao et al., 2011; Azadi, 2007).

Nghién ciru dwa ciy ra vuon wom

Hiéu qua cua toan by qua trinh nhan giong in

vitro phu thudc phan 16n vao ti 1¢ song ctia cay khi
dwa tir didu kién in vitro ra ngoai vudn wom. Trong
thi nghiém nay, cdy con dat tiéu chuan (dang cu, c6
tir 3 - 4 1é) sé& duoc chuyén ra khoi binh nudi céy,
loai bo sach moi truong thach & ré va dugc giam cay
vao cat sach. Cay dwoc huin luyén thich nghi bing
cach che phu nilon dé tranh thoat hoi nudc trong 15
ngdy. Sau d6, cdy dugc trong trén cac gia thé khac
nhau nhu (1) bot xo dira, (2) dit tron bot xo dira véi
ti 18 1:1, (3) dt tron, phan vi sinh va trdu hun véi ti
1¢ 6:1:2, (4) Gia thé TN1 (thanh phan gdém hitu co
chét lugng cao, chét gilr 4m, dinh dudng khoang: da,
trung, vi lugng). Ti 1¢ séng va sinh truong cia cdy
bach hop dwoc danh gia sau 30 va 60 ngay. Két qua
nghién ctru duoc trinh bay ¢ bang 7.

Bang 7. Anh hwéng cla gia thé dén sinh trwdng clia cay bach hop trong vwén wom.

st Gid TL tao séng (%) Chiéu cao cay (cm) S6 lalcay (l1a)

thé 30 ngay 60 ngay 30 ngay 60 ngay 30 ngay 60 ngay
1 VU1 53,3315,774 53,3315,774 4,32+0,052 7,47+0,281 1,930,093 2,890,012
2 VU2 70,00+0,000 70,00+0,000 4,770,730 8,98+0,065 2,270,093 3,520,129
3 VU3 36,67+5,774 36,67+5,774 3,9+ 0,050 7,220,139 1,563+0,013 2,370,054
4 VU4 93,3345,774 93,3345,774 5,9+0,063 9,32+0,008 2,400,120 3,89+0,012

Ghi cha: CT1: Bot xo dira; CT2: DAt:bot xo dira (1:1); CT3: DAt: Phan vi sinh: trdu hun (6:1:2); CT4: Gia thé TN1.

Hinh 5. Cay bach hop trén cac gia thé khac nhau & vwon wom. a: TNT; b: Dét: bot xo dira; c:Xo dira; d: Dét:phan vi sinh:

trédu hun (6:1:2).

Bang két qua cho thiy gi4 thé c6 anh huong rd
rét dén tat ca cac chi tiéu theo ddi. Ty 1€ song cia
cay dugc duy tri theo thoi gian, chung to khi cay da

thich nghi va séng sot ¢ diéu kién ex vitro thi s& tiép
tuc sinh truong va phat trien (Hinh 5). Céac chi tiéu
vé chiéu cao va so0 la theo thoi gian cling gia
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tang.Cac cong thirc VU2 va VU4 cho ti 1é séng dat
cao nhét. Pic biét & cong thic 4 (VU4), ti 1¢ song
gan dat muc t6i da, v6i chi sb 14 93,33%. Trén cong
thirc nay cac chi tiéu vé chiéu cao va sé 14 ciing déu
t6 ra vuot troi so véi cac gia thé khac. Cong thirc 3
(VU3) 1a cong thirc kém nhét thé hién & tit ca cac
chi s6 theo ddi déu thap nhét trong bang két qua. Két
quéa nghién ciru cia D6 Minh Phu vé anh hudng cua
gia thé ra cay dbi véi gidng hoa lily thwong mai
Sorbone nhap khéu tir Ha Lan cho ring gi4 thé thich
hop nhit 1a xo dira nghién nho véi ty 1¢ séng 1a
85,4% (P4 Minh Phu, 2009). Song & thi nghiém nay,
gia thé 1a xo dira chi dat 53,33%. Két ludn, gia thé
t6i wu dé dwa cay bach hop in vitro ra vuon uom la
gia thé TN1 - 1a loai gia thé thoang khi, gitr am tot
tao diéu kién thudn lgi cho b ré cdy phat trién.

KET LUAN

Nghién cttu cua chiing t6i di dua ra dugc quy
trinh nhan nhanh cdy bach hop in vitro. Vit li¢u ban
dau duoc st dung 1a ddt than va vay ci bach hop in
vivo. Vit liéu ban diu dugc khir tring bé mit bang
dung dich HgCl, 0,1% trong thoi gian 10 phat va
duoc tai sinh trong méi truong MS ¢6 bd sung 30 g/l
duong va 0,5 mg/l NAA dbi voi vay than va 1a MS
bd sung 30 g/l dudng va 0,5 mg/l BAP ddi véi dot
than. Mi truong MS ¢6 bd sung 60 g/l dudng va 0,5
mg/l NAA 1a méi truong thich hop dé tao ct nho in
vitro tir chdi. Moi trudng thich hop dé nhan nhanh cu
nho in vitro 1a MS + 60 duong + 0,5 mg/l NAA + 0,2
mg/l BAP. Ty 1é tao ré bach hop dat cao nhét
(86,67%) trén moi truong 1/2 MS c6 bd sung o hop
1,0 mg/l NAA va 0,2 mg/l BAP. Gia thé TN1 la gia
thé tot nhat cho cay bach hop giai doan vuon wom.

Loi cdm on: Chung t6i xin chdn thanh cam on Ban
Gidm déc va Hoi déng Khoa hoc Vién Duoc liéu da
phé duyét va tdi tro kinh phi d@é thuc hién nghién ciiu
nay. Xin chan thanh cam on Khoa Tai nguyén Vién
Duoc liéu di cung cdp mau cdy béach hop.
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RESEARCH ON IN VITRO MICROPROPAGATION OF LILIUM BROWNII F.E. BROWN

Vu Hoai Sam"™, Bui Duc Quynh?, Nguyen Thi Huong', Nguyen Van Khiem'

!National Institute of Medicinal Materials - Ministry of Health
’Thai Nguyen University of Agriculture and Forestry

SUMMARY

Lilium brownii Brown belonging Lilium genus and Liliaceae family is well-known as a popular medicinal
species, as well as food source and beautiful ornamental flowers. The specie has unique and ornamental floral
characteristics such as light and elegant fragrance and perianth color rapidly changing from yellowish cream to
white during anthesis. In traditional medicine, it is used for treatment cough, sedation diuretic, bronchitis... In
nature, it can be found in subtropical climate moutainous areas in the North such as Sa Pa, Bat Xat, Mu Cang
Chai; Sin Ho and Phong Tho, Quang Ba and Dong Van. In recent years, this species has been listed in the Red
List for medicinal plants in Vietnam due to over-exploitation. The only effective strategy for sustaible
conservation this species is in vitro micropropagation. In this study, in vitro plant regeneration and
micropropagation of L. brownii was established from bubles and stem nodes. After surface sterilization with
0.1% HgCl, in 10 minutes, healthy young shoots were obtained from initial bubles and stem nodes on MS
medium supplemented with 0.5 mg/l BAP or 0.5 mg/l NAA, respectively. Bulblets also were formed from
young shoot on MS supplemented with 0.5 mg/l NAA. The highest number of 4.5 bulblets per an explant was
recorded from longitude-divided bubbles on MS medium containing 0.5 mg/l NAA and 0.2 mg/l BAP after 60
days in culture. The regererated plants produced quality roots on half strength MS supplemented with the
combination of 1.0 mg/ 1 NAA and 0.2 mg /1 BAP. More than 90% of rooted plants in vitro were survival on
artificial soil TN1 in the nursery.

Keywords: Micropropagation, Lilium brownii Brown, BAP, a-NAA, TN1 subtrate
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