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TIM HIEU SU PHAT SINH HINH THAI CHOI
VA MO SEO O CAY TU BACH LONG
(Blepharis maderaspatensis (L.) Heyne ex. Roth)
TRONG NUOI CAY IN VITRO
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STUDY ON THE IN VITRO MORPHOGENETIC RESPONSE FROM SHOOT
AND CALLUS CULTURES OF Blepharis maderaspatensis (L.) Heyne ex. Roth

Nguyen Thi Phuong Trang!, Bui Minh Quang?, Le Duc Hai®, Nguyen Quoc Linh*

Tém tat — Cdy ti# bach long (Blepharis
maderaspatensis (L.) Heyne ex. Roth) la
thiee vdt ngdn ngay, chita nhiéu hop chdt
thit cdp quan trong, c6 gid tri cao vé mqit
duoc lidu. Hién nay, tuy cdc nghién ciiu vé
thanh phdn héa hoc va hoat tinh dugc hoc
dang dwoc quan tdm nhung nguon nguyén
liéu rdt han ché. Chiing téi budc dau dua
mdu tir thién nhién vao diéu kién nuéi cdy
in vitro nham tim hiéu dnh hudng ciia mot
sO yéu té lién quan dén suw phdt sinh hinh
thdi choi va mé seo dwoc thuc hién, mdu
dot thdan thit nhdt tinh tiv choi ngon dwgc
khut trung voi NaOCl 1,5% trong 20 phiit
cho hiéu qud cao vdi 86,11% mdu vo tring
va 85,56% ti ¢ mdu phdt sinh choi sau hai
tuan nudi cdy trén moi truong MS. Sy phdt
sinh choi tir chéi ndch dugc tiép tuc khdo
sdt vdi sé lugng choi hinh thanh cao nhdt
trén moi truong MS bé sung BA (1 mg/l)
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la 1,53 chéi/ mdu cdy, chiéu cao choi dat
3,65 cm va sé ld mé la 6,67 ld/mdu. Bén
canh do, sw phdt sinh mé seo tw ld moi
truong MS bé sung 2,4 — D (0,25 mg/l)
dat ti 1é 66,67%, mdu cdy hinh thanh mo
seo tot sau bon tudn nudi cdy. Két qud ciia
nghién citu khong chi goép phdn quan trong
trong viéc tim hiéu sy phdt sinh hinh thdi
cho muc dich vi nhdn gidng, ma né con la
co 56 dit liéu khoa hoc cho cdc nghién ciiu
tiép theo ¢ mitc do té bao va phdn tit clia
cdy nay.

Tir khoa: in vitro, mé seo, nhén chéi, tit
bach long (Blepharis maderaspatensis).

Abstract — Blepharis maderaspatensis
(L.) Heyne ex. Roth is a short-term plant
which contains many important secondary
compounds with high medicinal value.
Currently, most of the researches focus
on chemical composition and pharmaco-
logical activity, but the source of raw
materials is very limited. In this study,
the first step is transferring the samples
from nature into in vitro culture condi-
tions to understand the effects of the fac-
tors related to shooting and callus mor-
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phogenesis was performed, the first node
from shoots apical meristem was isolated
and sterilized with 1.5% NaOCI for 20
minutes to achieve high efficiency with
86.11% sterile samples and 85.56% shoot
growth rate after 2 weeks of culture on
MS medium. The shoot generation from
axillary shoots was continued to be inves-
tigated with the highest number of shoots
formed on MS medium supplemented with
BA (1 mg /1) showed 1.53 shoots/implant
which the height and the number of leaves
are 3.65cm and 6.67, respectively. Be-
sides, the formation of callus from leaves
of MS medium supplemented with 2.4 - D
(0.25 mg / 1) achieved the rate of 66.67%
of cultured samples, forming good callus
after 4 weeks of culture. The results of the
study not only contribute importantly to
understanding morphogenesis for micro-
propagation purposes but also serve as the
scientific database for further studies at
the cellular and molecular levels of this
plant.

Keywords: Blepharis maderaspatensis,
shoot, callus induction, in vitro.

I. PAT VAN BE

Cay tu bach long (Blepharis maderas-
patensis (L.) Heyne ex. Roth) la cay dudc
liéu hang nam. Trén thé gidi, ciy dudc tim
thdy & nhiing qudc gia c6 diéu kién khi
hau kho, néng & chau Phi va chau A. Tai
Viét Nam, cdy dugc phan bd & cic ving
ven bién cac tinh Khanh Hoa, Ninh Thuin
va Binh Thuan [1]. La cay ti bach long
chita nhiéu saponins (9,2%) va alkaloids
(5,5%). Ngoai ra, cay con chiia flavonoids,
tannins, terpenoids, coumarins va phenols
[2]. Dich chiét tif than va ré cay tif bach
long c6 khé ning khang céc loai vi khuan:
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Escherichia coli, Salmonella typhi, Kleb-
siella pneumoniae, Serratia marcescens,
Proteus mirabilis, Pseudomonas aerugi-
nosa, Staphylococcus aureus, Entrobac-
ter aerogens, Bacillus subtilis va Staphyl-
lococcus sp. Dich chiét 14 cdy ti bach
long c6 kha nang lam giam cholesteron va
triglycerid, giip ha lipid mau trén mo hinh
chudt dudc gay ting lipid mau bang Triton
WR-1339, ting loai thai cdc ion Na*t, K
va CI~, kéo theo ting thé tich nudc tiéu
trén mo hinh thit nghiém chudt nhat tring
dudc cho udng nuéc mudi [3], [4]. Tid bach
long dugc dung kha Ehé bién trong cac
bai thudc dan gian & An Do va cac nuée
6 chau Phi, nd c6 tac dung khang viém,
khang khuan, gidm dau, chdng oxy héa,
chita sung mu, gay xuong, tiéu chay va
con c6 cong dung kich thich tao stia cho
gia suc. Tai tinh Binh Thuan, 1a td bach
long dudc gia nat, dap 1én vét méd sau khi
nao hit & dp xe, v6i cong dung lam vét
thuong mau lanh, khong chay mii va chong
tai phat ap xe [1]. Su bién ddi khi hau va
viéc st dung khong hdp 1i cua con ngudi
cing vdi ving phan b han hep da lam
gidm s lugng cAy ngoai tu nhién mot cach
nhanh chéng. Hién nay, trén thé gi6i ciing
nhu & Viét Nam, cic nghién ctiu vé ciy
tt bach long chii yéu tip trung vao viéc li
trich d€ phan tich thanh phan héa hoc va
khao sat cac hoat tinh dugc hoc cua cay
trong tu nhién. Cac nghién ctu in vitro vé
su phat trién chodi va tao md seo con han
ché. Trong nghién cifu nay, chiing toi da
tién hanh x4c dinh diéu kién thich hop cho
su phat trién choi va tao mo seo cla cy td
bach long trong diéu kién in vitro; khdo sat
4nh hudng cac nong do ctia chit kh trung
dén hiéu qua khit tring ddi v6i mau than,
dong thdi theo doi anh hudng ciia chit diéu
hoa sinh trudng dén viée tao cay in vitro tit
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chdi nach ciing nhu su tao seo tir 14 cay ti
bach long in vitro.

II. TONG QUAN NGHIEN CcUU

Trong nudi cdy mo thuc vat, viéc khir
tring mau cay tii tu nhién dé€ dua vao nudi
cy la rit quan trong. Cac phuong phap
vo trung dudc st dung nhiéu nhit hién
nay la diing cdc chit héa hoc ¢6 hoat tinh
diét nAm va diét khuin cao nhu NaOCl,
Ca(OCl)z, H202 VéngClz. Hiéu qué khu
trung cla tiing chit nay phu thudc vao cac
yéu t6 nhu thoi gian, nong do chit xi Ii,
kha niing xAm nhap cla ching vao bé miit
mo cdy, loai md nudi cly [5]. Viée tao
chdi con trong nudi cdy mod thuc vat nhu
nudi ciy chdi ngd, nudi cdy 1t mong té
bao (than, cudng hoa, dé hoa) dudc thuc
hién bang nhiéu cach khiac nhau. Nghién
cttu phét sinh chdi tit chdi nach cay tif bach
long cua Drisyadas et al. [6] cho théy, moi
trudng MS ¢6 b sung riéng 1€ 2,22 uM
BA hoic 4,65 uM Kinetin cho két qua
phét sinh chdi t6t nhit sau 14 ngly nudi
cly. Trong nghién ctiu tao mo seo, loai va
nong do chét diéu hoa ting trudng thuc vat
trong moi trudng nudi cay c6 anh hudng
quan trong dén su phat sinh va ting truéng
cia mo seo, cling nhu hinh thai cia mo
seo. Nghién cifu tao md seo tir 16ng, miu
va 14 ctia Drisyadas et al. [6] cho thay, két
qua thu dudc 16ng khong tao mo seo, miu
va la c¢6 kha nang tao mo seo. Trong do, 1a
c6 kha ning tao mod seo cao khi nudi cly
trén moi trudng MS ¢ bd sung 5,37 uM
NAA sau 25 ngay nuoi cay va 4,52 uM 2,4
— D sau 15 ngay nudi ciy.

PHUONG PHAP NGHIEN CUU

Dia diem va vat liéu

I1I.
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Cay tii bach long c6 chiéu cao 20 cm,
mang 3 — 5 nhanh dudc thu nhén tai thon
Hai Xuan, xa Hai Ninh, huyén Bic Binh,
tinh Binh Thuén. Sau d6, cdy dudc trong
tai vuon thuc nghiém thudc Cong ty Co
phan UV § diéu kién nhiét do 24 — 32°C,
dnh sang 2000 — 4000 lux va do am 65
— 75%. Sau bdn thang, ciy tao cac nhanh
m&i ¢6 chiéu cao khoang 30 cm, mang 12
dén 14 1a m8. C4c nhanh nay dugc ding
lam vat liéu cho c4c nghién cifu tao choi.
Cay tif bach long in vitro 20 — 25 ngay tudi,
mang bén 14 md tré 1én, nuodi ciy 6 diéu
kién chiéu sang 2000 lux, nhiét do 25 +
2°C, do am 60 — 65% dudgc st dung lam
vat liéu cho cac nghién cttu tao mo seo.

Anh hudng ctia ndng dé cic chit khit
trung dén miu than t& bach long

D6t than thid nhét tinh tir chdi ngon cla
ciy td bach long sau bon thang tudi trong
trong vuon dudc co lap, cat thanh doan dai
khoang 3 — 5 cm va ria duéi voi nuée sach
10 phut. Sau d6, ngdm mau véi dung dich
xa phong loang trong 10 phut, rita sach xa
phong bing nudc vo trung. Mang mau vao
ti cly va chuyén sang binh tam gidc 250
ml da hip kht trang. Tiép tuc khi tring
mau v6i con 70° trong mot phut, rira lai
v6i nude cit vo tring cho sach con. Sau doé,
kht tring v6i NaOCl & cac nong do 1,5%,
2% hodac 2,5% trong 20 phut va Ca(OCl),
& cac ndong do 5%, 7% hoic 10% trong 30
phit. Sau khi khir triing, d6t than dugc cit
thanh doan c6 chiéu dai tir 1 — 1,5 cm va
dat nuoi trong binh thuy tinh 500 ml, chia
40 ml mdi trudng MS. Thi nghiém dudc bd
tri theo khdi hoan toan ngiu nhién véi ba
1an 1ip lai, mdi 1an sau binh, mdi binh hai
mau. Theo dai ti 16 mau vo tring va mau
tao chdi sau hai tudn d€ xac dinh phuong
phép khit triing tot nhét.

Ti 1& miu vo tring (%) = (Téng s6 miu
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vo trung) / (Tong s6 mau dua vao) x 100
Ti 1& mAu tao chdi (%) = (Téng s6 miu
tao chdi) / (Téng s6 mau dua vao) x 100

Hinh 1: Mau than ciy td bach long dudc
st dung trong thi nghiém kht trung

Anh huéng cia BA dén su phat trién
chéi tir mau than ¢ bach long

Mau dbt than thd nhit sau khi xt i
dudc dit nudi trén mdi trudng MS cé bo
sung chit diéu hoa sinh truéng BA & cic
ndng dd 0,5, 1 hodc 1,5 mg/l [6]. Thi
nghiém dudc bd tri theo khoi hoan toan
ngau nhién véi ba lan 1ip lai, mbi lan sau
binh, mdi binh hai mau. Sau b6n tuan nudi
cly, chiing t6i ghi nhan céc chi tiéu nhu
hinh thai mau tao choi, s6 choi trén moi
mau, chiéu cao trung binh cua chdi, sb 1a
mé trén mdi mau & cac ndong do BA khac
nhau. Cic mau ciy dbt than dugc nudi
trong phong ting trudng vdi chu ki chiéu
sang 16 gid/ngay, diéu kién anh sang 2000
Jux, nhiét d6 25 + 2°C va do 4m 60 — 65%.

Anh hudng cta loai va ndng do auxin
dén su tao mo seo Chiing tdi chon nhiing
mau 14 td bach long s6ng, sach va khong bi
nhiém bénh tir thi nghiém tao chdi. L4 mé
clia cdy td bach long in vitro & d6t thit nhat
dudc cat thanh cac manh c6 kich thude 5 x
5 mm. Mau dugc dit nuodi trén mdi trudng
MS ¢6 bd sung 2,4 — D & cac nong do 0,25,
0,5, 0,75, 1 hodc 1,25 mg/l va chit diéu
hoa sinh truéng NAA & cdc ndng do 0,5, 1
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hodc 1,5 mg/1 [6].

Anh hudng cia su phdi hop auxin va
cytokinin dén su tao mé seo

Chung t6i chon nhitng mu 14 td bach
long sdng, sach va khong bi nhiém bénh
tif thi nghiém tao chodi. L4 md & vi tri dot
thtt nhit ctia ciy tif bach long in vitro dudc
cét thanh cdc manh c6 kich thude 5 mm x
5 mm. Mau dudc dit nudi trén moi trudng
MS c6 bd sung 2,4 — D nong dd 0,25 mg/l
va BA & cdc ndng do 0,5, 0,75, 1 hodc 1,25
mg/l.

Céc thi nghiém tao md seo dudc bd tri
theo khdi hoan toan ngiu nhién véi ba lan
1ip lai, mdi 1an ba binh, mdi binh bon mau.
Cac mau ciy dudc nudi trong phong ting
trudng 51, nhiét do 25 + 2°C va do &m 60
—65%. C4c chi tiéu nhu ti 16 miu tao seo,
tao ré, khdi luong tuoi, khdi luong kho va
hinh thai md seo dudc theo ddi sau bén
tuan dé€ chon loai va ndng do auxin thich
hop.

Ti 1é¢ mAu tao seo (%) = (Tong sd mau
tao seo) / (Tong sd mau dua vao) x 100

IV. KET QUA VA THAO LUAN

Anh huéng ctia ndng dé cic chit khit
trung dén mau than td bach long

Giai doan dwa mau thuc vat tit bén ngoai
vao trong diéu kién nudi cly vo trung 1a
diéu kién tién quyét cho su thanh cong clia
nudi cly in vitro. Muc tiéu ctia giai doan
nay 1a thu dugc mot luong 16n cac mau cy
vO tring va van con kha ning ting truéng
[5]. Sau hai tuan nudi cdy trén moi truong
MS, cdc mau ciy xit 1i v6i NaOClI & céc
nong do khac nhau c6 hiéu qua khit tring
khong giéng nhau. Hiéu qua khi triing dat
cao nhit 100% & nong ddo NaOCl 2,5% va
giam dan 91,67% cac nong dd 2,0% va
86,11% & ndng dd 1,5%. NaOCI khong chi
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loai bo vi sinh vt trén bé mit mau ciy ma
con 1am oxy héa cac té bao phia ngoai clia
mau cly, gy mat mau, than chuyén sang
mau trang duc, khong con sic té va choi
ngl (Hinh 2b). Chinh vi vy, néu ndng
dd NaOCl ting cao thi ti 16 mau tao choi
giam. O ndng d6 NaOCl 2,5%, ti 1é tao
chdi dat thap nhat 12 30,56%. Ti 1¢ tao choi
dat cao nhét 80,56% & ndng do 1,5%. Cac
mau xu Ii v6i Ca(OCl), ¢6 hiéu qua khi
tring va tao chodi khong cao & tat ca céc
nodng do xu 1 va c6 khac biét vé mit thong
ké so v6i cac mau xu li véi NaOCl. Mic
di miu than khong bi ton thuong va oxy
héa manh khi kht trung nhung kha nang
loai bd vi sinh vt va nidm trén mau than
khi xi 1i v6i dung dich Ca(OCl), thip. Vi
vay, ti 1& mau vo tring va ti 1é miu tao chdi
khong cao. Nhu vay, nong do NaOCl 1,5%
cho hiéu qua xt 1i mau cao nhat va dugc
st dung d€ khi tring mau tao nguodn ciy
in vitro cho cic nghién cifu tiép theo.

Anh hudng ctia BA dén su phat trién
chéi tir mau than

Két qué thu dugc & Bing 2 cho thiy,
sau bon tuin nudi cdy, miu than trén moi
truong MS c6 bd sung BA & cac nong do
khac nhau c6 ti 1é tao choi, s 14 va chiéu
cao choi khong gidng nhau. S chdi trén
méau dat cao nhét & ndong do BA 1,0 mg/l
va 1,5 mg/l lan luct 1a 1,53 va 1,47 choi,
¢ thé do ham lugng auxin ndi sinh trong
mau cly cao (nhiéu miu c6 su hinh thanh
ré) hodc viéc bo sung BA chua du dé tao ti
1¢ auxin/cytokinin thich hgp. Vi viy, choi
m&i hinh thanh khong nhiéu. O ndng do
BA 1,0 mg/l, s6 14 md dat nhiéu nhit 6,67
14, tiép theo 1a & ndong dd BA 0,5 va 1,5
mg/l v6i 4,47 14 m3. O nghiém thiic khong
b6 sung BA, mau ciy chi c6 3,67 14 md.
Chét diéu hoa sinh trudng con dnh hudng
dén kich thudc va mau sac ctia 14 in vitro.
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MAu 14 tai nghiém thiic d6i chiing khong
bd sung BA c¢6 hinh dang dai va nhd, mau
xanh nhat. Khi ting nong d6 BA 1én 0,5
mg/l va 1,0 mg/l, 14 phat trién 16n hon va
bé mit 14 c6 day hon so véi cc 14 § nghiém
thiic dbi chiing. Khéc biét nhit 1214 & ndng
do BA 1,5 mg/l, kich thudc 14 khong 6n
dinh va 14 mau xanh dam, day va c6 hién
tuong 14 non bi xoan (Hinh 3.d). Theo Vu
Van Vu va cOng su [7], moi truong MS co
bd sung BA gildp mau ting ti 1& tao choi.
Tuy nhién, viéc st dung & nong do cao
thudng gay anh hudng tc ché. O ndng do
BA 1,0 mg/l, chiéu cao chdi ciing dat dudc
cao nhit 3,65 cm, chiéu cao choi dat thap
nhat 2,17 cm & nong dd BA 1,5 mg/l.

Nhu vy, moi trudng MS c6 bd sung
BA ndng do 1,0 mg/l dudc st dung dé tao
nguon cly in vitro cho cac nghién ciiu tao
seo tiép theo.

Khao sat anh hudng ciia loai va nong
dd auxin dén su tao mé seo

Theo Thomas et al. [8], 2,4 — D tuy c6
hoat tinh yéu trong kich thich tao choi va
ré bat dinh nhung lai 12 auxin kich thich
tao md seo va phdi rit hiéu qui. Auxin can
thiét d€ tao mo seo c6 kha ning sinh phdi
& nhiéu loai thuc vat. Thong thudng, auxin
kich thich kéo dai té bao, cdm ng tao mo
seo khi duing riéng 18 hoic két hop véi cac
chit diéu hoa ting trudng thuc vat khéc,
kich thich su phét sinh ré va kim ham su
kéo dai ré.

Sau bon tuan nudi cly, & cic nong do
chit diéu hoa sinh trudng khac nhau, ti 1&
mau tao seo ciing khac nhau. Mdi trudng
MS dbi chitng khong cé su tao md seo
tlf mau 14. Cac mau 14 dit trong cdc moi
trudng MS b6 sung 2,4 — D ¢ ti 1& tao md
seo cao hon so véi trén cac moi trudng co
bd sung NAA. Céc khdi mo seo dugc phan
bd tai vung gan chinh, sau d6 1a & gan 1a
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Bang 1: Tac dong clia ndng do chit khi trung dén su vo trung clia mau than

Nehi¢m thirc  Chitkhirtring  Némg dgxwli (%) - v:;:ﬂg % Tile '“?;0 ;3" chi
Al NaOCl 15 TREL 80,567
A2 2.0 91,67 52,78
A3 25 100,00 30,56¢
BI Ca(OCI) 3 22.22¢ 22.07°
B2 7 4167¢ 33 33b
B3 10 36.11° 36.11%

(Ghi chu: Cdc gid tri trung binh trong cung mot cot co cdc ki tu khdc nhau thi khdc biét

c6 ¥ nghia vé théng ké p < 0,05.)

Hinh 2: Mau than ciy t bach long sau khi

khi triing va nudi cy trén moi trudng MS

(Chii thich: a: mdu khi tring sach,
b: mdu bi oxy héa manh, c: mdu bi

- X A A . « X A7
nhiem nam, d: mdu bi nhiem khudn)

33

roi hinh thanh xung quanh & ria 14 va phat
sinh & nhiing vi tri cat tao vét thuong. Ti
1é mAu tao seo cao trén moi trudng MS bd
sung 2,4 — D tai cac nong do 0,5, 0,75, 1,0
va 1,5 mg/l 1an luot 12 94,45%, 97,22%,
100% va 100%, nhung hinh thai va dac
diém mo seo khong tot, miu 14 ban dau
cadm ing chAm, miu mo seo c6 kich thude
nhd va tao seo c6 mau trang duc, mong
nudc. Pén tuan thid tu, mo seo bi vang va
chuyén mau den. O méi trudng bd sung 2,4
—D 0,25 mg/l, ti 1é tao md seo dat 66,67 %,
két qua nay tuy c6 khac biét y nghia vé
mit théng ké so v6i cac nong do con lai
nhung chét lugng md seo tdt hon, mau 14
cam dng tao seo s6m va bat dau c6 su thay
ddi kich thudc md seo tif tuan thi hai nuoi
cy cho mau seo to xdp, c6 mau tring duc
va xanh. Hinh thai mé seo dudc duy tri dén
bdn tuan nudi cay (Hinh 4b). Khdi luong
tudi va kho cia mo seo dat dudc cao nhat
§ nong dod 2,4 — D 0,25 mg/l tuong dng 1a
380 mg/mau va 40,60 mg/mau. Khi quan
sat dudi kinh hién vi, cac t& bao md seo
c6 dang tron déu, c6 nhan va té bao chit
dam dic. D6i v6i cac mdi trudng bs sung
2,4-D0,5,0,75, 1,0 va 1,25 mg/l, cac té
bao mo seo rong, khong bao 16n va khong
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Béng 2: Tic dong ctia BA dén su tao chdi cia mau than ti bach long

Nghiém thic  Néng d6 BA (mgh) 0 0ol S61i me/miu T lieu cao choi
trén moi man (cm)
C1(DC) 0.0 1.07°=0.12 3.67°£ 057 2675021
c2 0.5 1.33%+ 023 4.670= 0,68 2925+ 0,18
C3 1.0 1,53+ 0,09 6.672+ 0,49 3,652+ 0,25
c4 1.5 1473+ 0,11 4670=0,52 2.17¢£ 031

(Ghi chu: Cdc gid tri trung binh trong cung mot cot co cdc ki tu khdc nhau thi khdc biét

c6 ¥ nghia vé thong ké p < 0,05.)

Hinh 3: M4u than tif bach long tao choi tai
cac nong dd BA khac nhau sau bdn tuan

nudi cay

(Chii thich: a: dbi chitng MS, b: MS + 0,5
mg/l, c: MS + 1,0 mg/l va d: MS + 1,5
mg/l)
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c6 nhan. Cac té bao mo seo cé hinh dai
va khong &n dinh (Hinh 5b). Déi v6i moi
trudng MS c6 bd sung NAA, ti 1é tao mo
seo dat dugc thap. Pa sd cac mau déu tao
ré, ti 1é tao ré cao nhét 80,55% & ndng do
NAA 1,0 mg/l va thip nhét 58,33% & nong
dd NAA 1,5 mg/l. Nguyén nhan c6 thé do
NAA khong phu hdp cho viéc kich thich
mau 14 ti bach long tao mod seo va auxin
ndi sinh trong 14 cay ti bach long kha cao
nén c¢6 hién tugng tao ré & gan 14 (Hinh 6).

Nhu vy, moi trudng MS cé bd sung
2,4 — D 0,25 mg/l cho kha nang tao seo
t6t nhit trén mAiu 14 ti bach long in vitro.
Nghién cttu ctia Drisyadas et al. [6] vé su
hinh thanh va phat trién md seo tif mau
14 t# bach long cho két qua moi truong
MS b6 sung 2,4 — D 1 mg/l kich thich mo
seo hinh thanh trén mau 14 dat 80% sau 15
ngay nudi cly va moi trudsng MS b sung
NAA 1 mg/l cam tng tao mo seo sau 07
ngay va hinh thanh md seo hoan chinh sau
25 ngay nudi ciy mau 14 td bach long. Su
khac biét nay c6 thé do trong nghién ctiu
cua Drisyadas et al. [6] st dung mau 14 ti
cdy tu nhién nén can nong do 2,4 — D cao
hon d€ cam ting tao mo seo.
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Hinh 4: M4u 14 tao mo seo & cac ndng do 2,4 — D sau bon tuan nudi cy

(Chii thich: a: doi ching MS, b: 0,25 mg/l 2,4 — D, c: 0,5 mg/l 2,4 — D, d: 0,75 mg/l 2,4
—D,e: 1,0mg/l 2,4 —D, f: 1,25 mg/l 2,4 — D, g: 0,5 mg/l NAA, h: 1,0 mg/l NAA, i: 1,5
mg/l NAA)

Hinh 5: Miu md seo sau bén tuan duéi

kinh hién vi

(Chii thich: a: mdu mo seo nong dé 2,4 —
D 0,25 mg/l, b: mdu mé seo nong do 2,4 —

D con lai)

Khao sat anh hudng cia su phdi hop
auxin va cytokinin dén su tao mo seo
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DPé tao mo seo trong nudi cly in vitro,
thuong chiing ta phéi st dung cac chét
kich thich sinh truéng thuc vat bé sung
vao moi trudng nudi ciy, trong d6 quan
trong nhat 13 auxin va cytokinin. Ti 1&
auxin/cytokinin thich hgp kich thich tao
mo seo tiy thude vao tiing déi tuong thuc
vat va ngudn gbéc miu cly. Cay don ti diép
thuong chi st dung auxin & nong do cao dé
tao mo seo, khong can thiét phai b sung
cytokinin. Pbi véi cay song tit diép, dé tao
mo seo, chiing ta thudng st dung auxin két
hgp véi cytokinin 6 ti 1€ thich hgp [9]. Tuy
nhién, trong nghién cifu nay, sau bén tuan
nudi cly, mau 14 trén mdi trudng MS bd
sung két hop 2,4 — D (0,25 mg/l) va BA
3 cac néng do 0,50, 0,75, 1,00 hoac 1,25
mg/l khong c6 su tao md seo. Diéu nay c6
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Hinh 6: Mau 14 in vitro tao mo seo & cac

ndng do NAA sau bdn tuin nudi ciy

(Chii thich: a: doi chiing MS, b: 0,5 mg/l
NAA, c: 1,0 mg/l NAA, d: 1,5 mg/l NAA)

thé do t& bao 14 td bach long in vitro kha
nhay cam v6i BA nén viéc thi nghiém trén
nong do BA tir 0,5 — 1,25 mg/l tic ché su
tao mo seo cua la in vitro.
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V. KET LUAN

Chét kh trang thich hop cho xit 1i miu
chdi nach 1a NaOCl & n6ng dod 1,5%, xi
Ii trong 20 phit cho ti 16 mau vo trung
1a 86,11% va ti 16 miu tao chdi trén
moi trudng MS sau hai tuan nudi ciy la
80,56%. Moi trudng MS bo sung BA (1,0
mg/1) 1 tét nhat cho su phat trién chdi tir
méau dot than thif nhit clia ciy tif bach long
sau bon tudn nudi cdy. Mdi trudng MS
bd sung 2,4 — D (0,25 mg/l) 1a phi hgp
nhat cho sy tao mo seo tif mau 14 ciy td
bach long in vitro véi ti 1& mau tao seo la
66,67% sau bon tuan nudi cly.
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Bang 3: Tac dong clia 2,4 — D dén su hinh thanh md seo tit mAu 14 in vitro

Tilé miu tao seo

Khéi lwong twei  Khéi lrong khé

Nong d6 £ . Hinh thii mé
ong do (mg/l) (%) (mg/min) (mg/min) in 4i mo seo
0.0 0,004 0.0° 0.0 M seo khéng hinh thanh
Ma au xanh trong,
0.25 66,670 380,02+ 154 40606 © SE0 mat xanh ong.
HOpP va mong nurgc
0.5 Q4 452 228284+ 23 232+ 0,81 M6 seo mau vang, cimg
0,75 97.22= 32412+ 35 358117 M6 seo mau vang, cimg
Mo iu trang trong,
10 10000 29023+ 1.7 32,65+ 0.24 © SE0 mat frang ong.
mong nwoc
Mb huyén mau d
125 100,002 248,6b=2.5 30,95 0,11 0 °F0 © e man gen-

*0p va mong nrdc

(Ghi chu: Cdc gid tri trung binh trong cung mot cot co cdc ki tu khdc nhau thi khdc biét

c6 ¥ nghia vé thong ké p < 0,05.)

Bang 4: Tac dong clia NAA dén sy hinh thanh md seo tif mau 14 in vitro
Néng d6 Tilé miu taoseo Tilé mautao Khoilrong twoi  Khéi hegng

Hinh th:ii mé seo

(mg/1) (%) ré (%) (mg/méiu) khé (mg/miu)
0.5 25,004 61,110 87,1%+ 1.1 18.6°+ 0,12 M3 seo nhd, man vang
1.0 11,11 80,552 78.9%+ 182 18.2°+ 0,16  Mb seo nhd, mau den
1.5 36.11° 58,33k 127,39+ 0,63 20,9175 MBS seo nhd, méu den

(Ghi chu: Cdc gid tri trung binh trong cung mot cot co cdc ki tu khdc nhau thi khdc biét

c6 ¥ nghia vé théng ké p < 0,05.)

Bang 5: Tic dong ctia 2,4 — D két hop BA

£ N N N N x , . . a
dén su hinh thanh mo seo tif mau 14 in vitro B
Nohié 18 &
ghiem ' p pa [llémén .
thire tao mé seo Hinh thii chung
(mgT) (mgl) o
(%)
F1(BC) Mo seo cd mau xanh
0 66.67 trong, mong nirdc, co
kich thwde lén ' ¥
F2 i . Mdu 1 tang kich thudc, o i
0,50 K_ho;% phit cieng va den quanh vién
1€n

va vét thwong

Rhong phit M 14 ting kich thusdc, Hinh 7: Mau 14 in vitro tao mo seo trén

F3 0,23
: 0.75

: hién ciing va mau den A s 2 2 2 X A
- |, hlagphit Mioli chuykn min den moi truong MS c6 bd sung cac nong do

' hicn _ vicimg 2,4 — D va BA khac nhau
F3 Kho hat Mau 14 mong co ting

1.25 O}::zf kich thuéc va den todn

' bo phin lé (Chui thich: a: MS + 0,25 mg/l 2,4 — D, b:
MS + 0,25 mg/l 2,4 - D + 0,5-1,25 mg/l
TAI LIEU THAM KHAO BA)
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