ciing nhur thé tich ciia gradient NaCl va thé tich  ciing trong da sé cic Jin tach chiét, c6 the duec

thu céc phan doan; lam sach tiép dé phyc vy cho cdc myc dich
- Phuy thudc vao DPGPT cia cft CM-cellulose nghién ciru khéc nhau.

ma RNase noc riin hé mang c6 thé phan tach ra Lo cdm on: Cong trinh ndy dugc thec hién véi

dugc thanh 2 — 5 dinh khac nhau vé dién tich sy 13i trg kink phi ciia nhiém vy HTQT cdp Vién Han

bé mat; dim ‘KHCNVN véi Quyp NCCB Nga, md sé:
- Dinh ‘RNase ra khéi cdt CM-cellulose sau  VAST HTQT.NGA.07/15-16.
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NGHIEN CUU K¥ THUAT NHAN GIONG
IN VITRO CAY HUNG CHANH AN DO

Ta Nhue Thuc Anh*, Ng:greﬂ Th; Duyén, Dmg Thi Phiic Hiu
Trung-tdm Nghién ciru trong va ché bién.cdy thudc Hér Ni, Vién Dugc liéu
*Email: tnthucanh@gmail.com
(Nhin bai ngay 22 thang 10 ndm 2015)
Tom tit

Hing chanh An D (Coleus forskohlit Brig.) thudc ho Bac ha (Lamiaceae), 1a mdt trong rihiing cdy | thubc quan trong
mang lai nhing gi4 tri cao trong nganh cong nghiép duwge phém An Po. RE cda cy chira forskolin, day 13 hop chit thule
nhém diterpenoid ¢6 tic dung i:hﬁ‘a mit sd bénh nhu: t3ng huyét 4p, tang nhiin 4p, hen-suyén, suy tim sung huyét v mdt sb
bénh ung thw. Dot thin mang mit ngh ¢6 kich thudce:1,5-2,0 em-duge sie dung tao- ngudn nguyén liéu khai diu. trong nudi-cly-
in vitro. M6i truimg t5t nhit cho nhan nhanh cum chdi 13: MS + 0,25 miA kinetin + 0,125 mg/ BA + 30 g/l dudmg. Mdi

trudmg tao ré cly hodin chinh: MS 0,5 mg/l'6-NAA + 30 g/l duimg holic MS + 0,5 mg/l IBA + 30 g/ dudmg.

Tir khéa:-Coleus forskohlii Brig., Nhdn-nharih, Doan.thin mang mitngi.
Summary
Research on the Micropropagation of (';‘qkm Jorskohlii Briq.

Coleus forskohlii-Brig. belong to the family Lamiaccac.-It is an important and valuablé medicinal plant which assumes
greater interest in the Indian drug industry. The roots of C. forskokiii Briq are rich source of forskolin, a diterpenoid which
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1. Dt viin 4¢

Hing chanh An B (Coleus forskohlii Briq.)
thudc ho Lamiaceae 1a mét trong nhimg cay
thudc quan trong cia nén ¢ong ng‘hiép duge An
BY. Chi Coleus g6m 150 loai nhungichi ¢6- loai
i{omkghfﬁ 13 ¢6 hoat chit forskohlii [7]. Hoat

t fosrkohlij trong #€ du¢e sir-dung dé diéu tri
eczemd, hen, suyén, bénh- viy nén, 18i loan tiin
mach va cao huyét ap, day la nguém_ forskolin
diterpenoid -duy +ihat trong tr nhién{2;8]. Y hoc
hién dai.cho biét hing chanh An D,¢6 tiémyning
s&r dung 16m trong chi¥a trj bénh glucom, bénh Iy
tim mach va con st ding trong i:liéi,i 4ri mét sé
dang ung th [ 1,6).

Céy-hing chanh An B¢ méi duge di thye vé
Viét Nam v6i myc dich nghién ciru trdng va phét
trién thinh m3t hang dugc li¢u xuat khiu. Hing
chanh: An D9 c6 thé nhan gibng bing phuong
phap hiru titih tir hat hoic vo tinh bing gidm canh.
Tiy nhién, trong sin Xuat ngudi ta chi st dung
phyong phap nhén gidng vé tink. Bién-phdp nhin:
giong ndy duge dé ding th¢ hign & An D§, 1a noi
xuat sir cha gidng, cling nhy mot vai noi trén.thé
gioi 43 di thie va san xuft thanh cdng cdy nay.

¢ Vigt Nam, thoi vy trong hiing chanh An D§
thich hop. vao thing i1 nim trudc dén thing 4
nam sau, Thoi gian gile giéng va nhin gidng roi
vao nhimg thing c6 litgng mua 1on ‘hon 54miin
nén gip rat nhidu kho khin: trong khau.san xudt
gibng. D cung cp mdt luomg gibng Iom, ding
théi v ‘sin xuat van chua tim ‘dugc giai phap
thich hop. Vi vy, chiing t6i d4 nghién ciu ky
thugt “shan nhanh in vitro cdy hing chanh An

has been used to tréat mény diséases such as. hypertension, glaucoma, asthma, congestive heart failure and some types of
cancers. Using én vitro propagation of Coleus forskohlii Briq showed that the nodal stems in size 1.5-2.0 em was used to
¢reate beginning material in tissuye culture medium. The best fiedium for rapid propagation of shoot was MS % 0.25.mlA
Kinetin 0.125 mg/ BA +30 g/l sucrose. The rooting medium was MS + 0.5 mg/l a-NAA + 30 g/l sucrose or MS + 0.5 mg/]
IBA + 3&3/1 sucrose.

Keywords: Coleus forskohlii Briq., Rapid propagation, Nodal stems.

D§”, ddy cb thé 1o mot giai phap hitu hiée nhim
cung cap 4 cdy giong phuc vy san xuét dugc
ligu vao thai vii thich hop.

2. Nguyén ligu, phwong phép nghién ciru

Mau nudi-cay 1a chdi dinh va dbt than cé chira
tir mot dén hai mét ngy, ¢6 chidu. dai tir 1,5 - 2
cm, rra dugi voi nude chdy trong 15 phat cho
sach sau 86 khir tring bing HgCly nong d6-0,1 %
trong 8-10 phit, Toan b thao thc khir tring duge
tien hanh trong didu kién vo-tring. Chdi sau khi
khir tring dugc dua vao nudi cdy & mdi trudmg
Murashige & Skooge (1962) (MS) 30% dudng,
¢6bo sung cytokinin v& auxin-theo cic ty 1€ khéc
nhau, pH méi trwomg chinh -dén 5,8 v& hip vé
tring & nhiét d6 121°C, 4p suét 1 atm trong 20
;phit. [3,4,5]. Phong nudi cdy ¢6 quang chu ky 14
gir sing/10 gidr t5i, cudmg 46 chiéu sing 2000
liax, fhiét 46 1a 25 + 2°C. Mdi trudmg MS khéng
c6 chit diéu hoa sinh trwdmg. duge sir ding lam.
d6i chimg. Cic 0 liéu vé chi tiéu theo ddi dude
do dém.sau 6 tudn nudi ciy.

3. Két qua va thio lujn

Tao nguyén ligusach

Viéc khirtring va tao ngudn nguyén lidu sach.
1a mét trong nhimg khiu quan trong ctia qud trinh
nhin gibng i vitro. Loai ¢hdi $ir dyng lam
nguyén liéu dau vao ciing anh hudng nhét dinh
dén hicu qua khir trung. Trong thi nghiém, ching
t6i: da sir- dung ¢hdi néch, chdi dinh va-ddt than
véi cdc kich thudc khdc rnhau lam nguyén liéu
vao miu, Két qué-cho thiy & cing ché 49 khir
tring, chéi nich, chdi dinh va d6t than.c6 phan
img khac nhau va cho két qua & Bang 1.

‘Biing L. Anh hitidng cda logi:chdi dén ty 1¢ sbng, sinki tneomg va téi sinb chdi

| cdy hiing chanh in vitro
| . e Chilu ddi miu Ty It sén Hésbnban | o <2 x
STT Logi chdi chy (em) y {;) & | cfl&i tin) Djc diém chdi méi
1 0,5-1,0 34 1,3+ 0,12 Choi kéo dai
3| Chbingon L 1,0-13 46 2+ 0,11 Chdi kéo dai-
3 1,5-2,0 51 1,3£0,14 Chdi kéo dai
4 l 0,5-1,0 30 1,5 0,12 Chdikéo dai
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5 | Choinich 1,0-1,5 35 1,5% 0,10 Choi kéo dai
6 1,520 ° 40 1,5+ 0,15 Chdi kéo dai
7 0,5-1,0 50 2,1£ 0,18 Chdi nich
8 Dbt théan 1,0-1,5 58 2,1 0,15 Choi néch
9 1,5-2,0 62 2,2 0,16 Choi néch

Cac két qua cho thdy: So sanh véi cong thire
str dung mau dua vao 1a d6t than, ca hai loai cong
thirc chdi nach va chdi dinh déu cé ty 1€ sdng
thip hon chi dat 40 - 51%, trong khi khir tring d6t
than ty 1& sdng dat 62%. Bén canh d6, sé chéi/
mau cdy ciing nhiéu nhit va dat 2,2 chdi/méu
¢dy. Kich thuéc ciia mau cay ciing anh hudng toi
ty 1é song cia méu cdy, nhumg hau nhu khéng
anh hudng t6i hé s6 tai sinh chéi. Nhur vy, trong
giai dnan tao nguyen ligu sach, rd rﬁng kich
thlmrc chdi va loai chdi c6 anh hudng dén ty 18
sbng va hé s6 nhan chdi cia hing chanh An P3.

C6 thé két luan, nén sir dung d6t than hiing
chanh An D$ ¢6 kich thudce tir 1,5 dén 2 cm tao
nguyén li¢u sach.

Hiing chanh An P$ 13 loai thin thao, ¢ kha
ning tai sinh cdy tir cac dot than, vi viy, ngodi

viéc nhin choi theo hm&ug tao cum chdi; viéc kéo
dai thén, lam ting s6 d6t tir d6 cit ddt 42 tao cly
ting hé sé nhan 13 mdt trong nhimg hué‘ng nhan
nhanh c8y hing chanh in vitro. Cac chbi t4i sinh
trong giai doan nay 14 doan than kéo dai tir choi
dinh va chdi nach, con mim ngh ndm & 46t than
s& phat trién thanh chéi.

Nghién ciru nhéin nhanh

+Anh huéng cia nhém cytokinin riéng ré dén
kha ning tai sinh choi.

Cytokinin 12 nhém céc hop chat adenin, ¢6
kha ning diéu tiét sy phén chia va gidn n t€ bao.
Céc chdi dugc cdy chuyén vio mdi trudmg nudi
ciy c6 bo sung 2 loai cytokinin la kinetin va BA
theo dai ndng d tir 0,1 dén 0,5 mg/l. Két qua thi
nghiém duge thu thip saw 6 tudn nubi ciy v
dugc tém it trong Bang 2.

Bang 2. Anh hudng cia cytokinie riéng 1& dén sy tai sinh chdi in vitro coa

ciy hiing chanh An D¢
Chi tiéu theo ddi Chiéu cao H# sb nhin L

T® Cong thire (cm) | §( 13n) Trang thai

1 I MS 4,81 0,23 2,12 +0,43 ik

2 | MS+0,i mg/i BA 371033 2,75 = 0,42 Tt

3 | MS+03mglBA 3,11%0,35 2,85+ 0,63 ++

4 | MS+0,5 mg/l BA 2,65 = 0,26 3,21 + 0,51 +

5 1 MS+0,1 mg/l Kin 3,41 £ 0,25 2,13+ 0,33 e

6 | MS+0,3 mg/l Kin 3,01 £0,31 2,62 £ 0,65 -+

7 MS + 0,5 mg/l Kin 2.85+0,25 2,95 + 0,51 +

Qua bang trén, chiing t6i nhan thiy: khi b
sung kinetin & cac nong 4o tir 0,Img/1 dén
0,5mg/l hé s nhan chdi ting din va cao hon
so vGi d6i ching, chiéu cao cia chdi giam
theo chiéu ting clia ndng dé xir 1y. Hé s6 nhén
chéi (HSNC) cao nhat dat dugce 2,95 lan khi
ting t&i nong d6 kinetin 1a 0,5 mg/l. Chi tiéu
vé chiéu cao chdi giam dan, diéu nay chirng to
bén canh tac dung kich thich phéat sinh chéi,
kinetin con gay {rc ché kéo dai than, 1am giam
chiéu cao ciy.

Khic véi kinetin, tac déng cila BA dén hé sb
nhin chdi biéu hién rd rét va manh m& hon hin.
Trong dai nong d6 tir 0,img/l dén 0,5mg/l,

HSNC ting lén ty 1€ thudn véi nong 46 BA va hé
56 ndy dat cao nhat 1a 3,21 & ¢ong thirc 4. Tuy
nhién, & c¢ong thirc nay chidu cao céc choi duwge
tao ra thip nhit, v&i chidqu dai ¢hdi 1a 2,65cm
thap hon I,8 cm so véi ddi chung Bac biét, 0
nnng ﬂt} 0,5mg/l, md s¢o bit diu xvit hién 0
phan tiép xic voi thach. Cling nhur véi kinetin, b
sung BA & nbng d6 cao 43 lam cdn bing
phytohoocmon nghiéng vé hinh thinh mé seo, tc
ché sinh trudmg chdi.

Nhu viy, ca BA va kinetin ¢ nnng a6 0,5
mg/l, khi duqc bd sung rieng r€ vao moi trudmg
déu cho hé sb nhén chdi cao nhét va cao hon so
v&i méi trudmg khong c6 chit sinh trudmg.
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+ Anh hudng cia 6 hop cytokinin dénhé sb
nhén ¢hoi hung.chanh An Dé-

Nhin churig, c4¢ chit sinh trrémg dirge xép vio
cung mdt nhdm thi c6 thé giy ra céc .phan img
sinh Iy twong tw nhau. Tuy thé, tuy theo timg chat
ma 06 ¢6 thé ¢6 tic dong 1én ddi tugng theo nhimg
¢on duomg riéng, & mirc 49 phan tir khdc nhau
trong 1o hinh-biéu hién kidu gen, phy thudc vao
moi twong tic dic trung giira cic chit nay va té
béo. Vi vily, nghién-ciru t6 hop cdc chit-co thé tao
ra hi€u qua méi so véi sir dung riéng 1& timg chét.

Két qua cho thdy sir dung két hop BA va
kinetin cho hiéu qua cao hom, hé s6 nhin chdi cao
hon-nhiéu $0 v&i ddi chimg va cling cao ‘hon so
voi cdc cdng thirc tred¢ d6 khi sir dung riéng 16
céc cytokinin.

O CTI, ndng d 0,125 mg/l BA va kinetin can
bang nhau, hé sé nhan giong ting 5,25 chéi/miu
0 vdi 2,12 chdi/fmiu trong méi trudng dbi
chimg. Khi cb dinh & néng d3 BA 0,125 mg/l, két

hop v&i kinetin & cdc ndng d6 1An lugt 1A
0,25(CT2). v& 0,5 mg/l(CT3), hé sb .nhén -chdi
twong tng dat 15,52 chdéi/miu va 9,85 chbéi/miu.
Nhu vy, t&-hop 0,125 mg/IBA vi:0,25 mg/IKin
da thiét 1ap cdn bing chat diéu tiét sinh truémg &
ngudng thich hop, kich:thich hinh thanh chdi cao
nhat. Tiép tyc khi ndng 4¢ Kin ting t6i 0,5 mg/l,
t&-hop véi-0;125 mg/IBA, sb lugng chdi lai-giam
di con 12 9,85 chéi/mau, diéu nay chimg to qua
trinh nhan chdibat diu bj e ché do ndng dd chit
sinh trudng ¢ao hon da phi v& can bing &
ngudng kich thich.

Trong cdng thirc ndng 36 kinetin khong déi 12
0,125mg/l, hé $6 nhin chdi ting 1én khi két hop
véi ndng 4§ BA trong dai ndng do tir 0,25mg/|
dén 0,5 mg/l, hé s6 nhan chdi dat 4,25 trong ¢dng
thirc 4 va 5,53 & CTS5.

Co thé két luan ring td hop 0,25mg/1 kinetin két
hop vai 0,125 mg/l BA ¢6 tac dong kich thich bat
chdi manh nhét d6i v6i chdi hang chanh An Pé.

Bang 3. Anh hudpg cua td hop kinetin v BA dén t6i sinh trrimg cia cly hiing chanh

An D3 in vitro (sau ¢y 30 ngay)
" Té-hgp DHST Chi ti¢u theo ddi
Cing thic Kinetin BA 3 th&ifﬂ:ﬁy Chitu cao
o (mgfly (mg) (cdi) __(em)

bC 0,0 0.0 2,12:+£0,43 4,11 0,23

CT1 ' 0,125 | 525+0,16 5521035

CT2 0,25 0.135 15,52 1,28 4,45 £ 0,52

CT3 0,5 e 985+ 1,42 442+0,12

CT4 0.125 0,25 4,25 +0,28 3,88 0,27
CTS ’ 0,5 553+0,52 4,75+0,29

Nghién ciru tgoré v .cdy hoan chinh

Khi chdi dat chiéu cao tir 3 - 4 cm dugc
«<huyén sang moi trudng tao ¢y hodn chinh.

Ciy hing chanh An D ¢6 thé ra-ré trén mdi
trudmg khong chit diéu hoa siith trudng, tuy nhién
dé o6 thé chit dong ¢ay ra 1§ ddng loat, chiing t6i da
nghién ctru anh hudng ctia nhém auxin téi ty I¢ ra
ré cua hung chanh in vitro. Moi truimg duge b
sung a-NAA hod¢ IBA & céc ning do tir 0,1 dén
0,5 mg/l. Két qua dugce biéu hign & Béng 4. |

Nhur vdy, ca hai chat a-NAA va IBA déu ¢6

tac dung kich thich hinh thanh ré & chéi hing
chanh in vitro. Ty 1é ra ré & cac ¢ong thirc c6 bd
sung auxin ¢ao hon mdi trudmg khéng diéu tiet
sinh tnidng va dat 100% cdy ra.ré sau 10 ngay.
S6 lwgng ré &-cac cong thirc ting din theo hudng
ting ndng 43, cao nhit & ndng d6.0,5 mg/l cha ca
hai chat thuéc nhém auxin, dat 5,9 va 6,8 ré/cay.
Ngwoclai voi sé ré, chiéu dai:ré lai ty 18 nghich
voi chiéu ting nong 40 chat kich thich sinh
trrong, chiu dai-giam-con 4,2 cm vi 3,8 cm &
nong 49 0,5 mg/l a-NAA va IBA tuong Umg.

Bing 4. Anh huimg clia chiit sinh trudmg IBA vi a-NAA t5i sinh trudng ca 18 hiing chanh An Bg in vitro

- ———_Chi tiéu theo déi Ty 1 ra ré S8 ré Icdy Chidu dai ré Chit Lo
STT | Mbi trudmg e sau 10 ngay (%) (chi) (cm) -hat lrgng
i MS 80 4,8 082 820,21 -
2 MS + 0,Img/t a-NAA 92 5,5+ 0,98 580,18 +++
3 MS + 0,3mg/l a-NAA 95 5,8+ 0,86 461022 +
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4 MS + 0,5mg/l a-NAA 100 5,9+ 021 4,22 0,25 -
5 MS + 0,Img/l IBA 94 5,4+ 082 5,1£0,18 H+
6 MS + 0,3mg/l IBA 96 6,3 +0,46 490,15 +
7 MS + 0,5mg/l IBA 100 6,8+0.24 3,8 0,02 -

Chii thich: +++ ré khée; ++ ré trung binh; -ré kém chét lhegng.

Hoat tinh kich thich cia a-NAA 15 rang thip
hon hoat tinh ciia IBA, & cing ndng d6 xir Iy
nhung & cic cdng thirc chira IBA ty ¢ ra ré ciling
nhu s6 ré/cdy déu cao hon cdng thirc cé o-NAA.

4. Két ludn

Sir dung ddt than hing chanh An D6 ¢6 kich
thuéce tir 1,5 dén 2 cm dé tao nguyén lidu sach
la tot nhat, ty 1& séng dat 62%, hé s6 nhan dat
2,2 lan,

Higu qua kich thich hinh thanh chdi cia BA
va kinetin khi b sung riéng ré vio méi trudng

MS thap hon td hgp cia hai chat ndy.

Té hop 0,25mg/l kinetin két hop véi 0,125
mg/l BA c¢6 tic djng kich thich bit chdi manh
nhit d6i véi chdi hing chanh An D§, dugc sir
dung d¢ nhan nhanh chdi hing chanh An D§.

Ca a-NAA va IBA déu c6 tic dung kich thich
hinh thanh ré & chdi hiing chanh An D§ in vitro,
cao nhit & nong 46 0,5 mg/l. Tuy nhién, do chit
lugng ré kém nén trong san xuat chi sir dung
ching & ndng 46 0,1mg/l dé tao cdy hoan chinh
khi dira ra ngoai san xuit.
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