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TOM TAT

Cdy man dia (Archidendron clypearia (Jack) Nielsen) la mét dwoc liéu c6 trién vong phét
trién & tinh Thita Thién Hué. Nghién ciru kj thudt nhdn giong in vitro cdy mdn dia sé gop

phd‘n tao tién dé cho viéc phat trién ngué‘n duwoc lidu san cé tai dia phuong.

Trong bai bdo Ndy, chiing téi trinh bay két qua biedc dau vé tdi sinh choéi in vitro cdy man
dia. Pogn than (khodng 4 cm) mang choi nach cua cdy man dia dwoc khir trimg bang
HgCl,0,1% 10 phat, roi tiép tuc khir triing véi nano bac 40 ppm trong 30 phiit. Két qua cho
1y 1é mau khong nhiém cao nhdt dat 58,30% sau 4 tudn nuéi cdy. Méi truong bé sung 2,0
mg/l BAP (6-benzylaminopurine) la méi trieong toi wu cho sw tdi sinh chéi in Vitro tir doan
than cdy mdn dia dat 1,66 chéi/mau. Méi truong MS c¢é bé sung 0,2 mg/l NAA (a-
naphthaleneacetic acid) kér hop 2,0 mg/l BAP (6-benzylaminopurine) cho sinh trucng ciia

chdi tot, chiéu cao choi dat 3,11cm sau 8 tuan nuéi céy.

Tir khoa: dogn thin mang chéi ndch, man dia, khir trung, tdi sinh chéi in vitro.

1. MO PAU

Man dia (Archidendron clypearia (Jach.) 1. Niels) la cay nhd hay cay gd, moc hoang &
nhiéu tinh phia Bic, cac tinh mién Trung cho t6i cac tinh Nam bo .... Cay méan dia ¢ nhiéu
cong dung. G man dia nhe, mau hong nhat, mém, d& gia cong, thuong dung lam d6 ding thong
thuong, 1am g try mo va lam cai. Vo cay chira tanin ¢ thé dang thudc da, dang nhudém ludi va
nau nudc goi dau. L& dung 1am thudc nhugm den, c6 thé ding nau nudc tam tri ghé, dung tri
dau chan, sung tdy, thay dau, ho va dau mua dung tri bong lira, bong nuéce va cac loai vét
thuwong, 14 phoi kho va tan bot dung dé diéu tri cac vét thuong...[1], [3].

Két qua diéu tra cong dong ciia Nguyén Thi Hoai va cs cho thay day 1a mot trong nhirng
loai cay thudc duoc dong bao dan toc Pako, Van Kiéu sir cd hiéu qua trong viéc chira cac bénh
vé gan (viém gan, xo gan, cac bénh gan mat...). Cac nghién ciru tiép theo da phan tach dugc
mot sé hoat chat, phat hién va chimg minh duoc hoat tinh chéng oxy hoé rat manh cua dich
chiét cao toan phan trén té bao gan va man dia dwoc xem la mot loai cay cé tiém ning dé phat
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trién thanh thudc tir nguon dugc liéu sin c6 tai dia phuong. Dé tai nghién ciu nham phat trién
cidy man dia tao nguon duoc lidu ¢ Thira Thién Hué da duoc phé duyét.

Str dung Ky thuat nhan giéng in vitro ciy méan dia s& gop phan tao ra sé luong 16n cay
con dong déu vé mat di truyén, trong thoi gian ngin dap (ng nhu cau vé cay gidng trong cai tao
tham thuc vat rimg ciing nhu phét trién ngudn duoc liéu chiét tir loai cay nay.

Trong bai bao ching t6i trinh bay két qua budc dau vé tai sinh chdi in vitro cdy mén
dia.

2. VAT LIEU VA PHUONG PHAP
2.1. Nguyén liéu

Nguyén liéu nghién ciru 1a doan than mang chdi nach cua cdy méan dia 1 nam tudi duoc
ldy tir Vuon Quéc gia Bach MA.

2.2. V6 trung mau

Poan than mang choi nach (khoang 4-5 cm) cta cdy man dia 1 nim tudi sau khi duoc
khir tring riéng r& bang HgCl, 0,1% véi thoi gian tir 8-12 phat hodc két hop voi nano bac nong
do 40 ppm trong cac khoang thoi gian khac nhau 10, 20, 30, 35, 40, 50, 60 phut. Rira sach lai

bang nudc cat vo tring 5 1an trude khi cdy 1én moi truong dinh dudng.

Kha nang khir tring mau cta phuong phép trén duoc dénh gia thong qua theo ddi ty 1é
mau chét, mau nhiém va mau séng khéng nhiém sau 4 tuan theo dai.

2.3. Nudi ciy ban diu

Poan than mang chdi nach (khoang 4 cm) sau khi khir tring dugc cit thanh cac mau
nho c6 kich thuéc khoang 1,0-1,5 cm. Sau d6, mau duoc céy 1én moéi truong co ban MS
(Murashige — Skoog, 1962) [4] c¢6 8 g/l agar; 30 g/l sucrose va b sung riéng 1¢ cac chat kich
thich sinh truéng BAP (1,0-3,0 mg/l); TDZ (thidiazuron) (0,05-0,7 mg/l); ndng do BAP tbi uu
két hop voi NAA (0,05-0,3 mg/l); ndng d6 TDZ tbi wu két hop v6i NAA (0,05-0,3 mg/l) dé

tham do kha ning tai sinh chdi ctia mau sau 8 tuan nuéi céy.

Mau dugc nudi cay trong binh thity tinh c¢6 thé tich 100 ml va 250 ml, phong nubi co
nhiét d6 tir 25-27°C; d6 pH ciia mdi trudng nudi cdy 1a 5,8; cuong do anh sang 1a 2000-3000
lux; thoi gian chiéu sang 12 gio/ngay.
2.4. Xir ly thong ké

MBbi thi nghiém duoc tién hanh 3 lan lap lai. Mdi cong thirc nudi céy duogc lap lai véi $6
mau t6i thiéu 1a 15. Két qua thi nghiém duoc phan tich Duncan’s test bang phan mém SPSS
16.0 véi mire xac suat co y nghia p < 0,05.
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3. KET QUA VA THAO LUAN
3.1. V6 trung ciia miu

Két qua anh hudng cua thoi gian khir tring bang dung dich HgCl, 0,1% va nano bac 40
ppm dén kha ning vo tring doan than dugc trinh bay & bang 1.

Bdng 1. Anh huéng cua thoi gian khir tring bang HgCl, 0,1% két hop véi nano bac

dén kha ning vo tring mau

Thoi gian khur trang (phut) Ty 1€ %

HgCl, Nano bac Mau nhiém Mau chét Mau song
8 0 74,5 10,38 15,12
10 0 26,25 24,35 49,40
12 0 25,80 74,20 0
10 10 25,00 27,20 47,80
10 20 23,00 23,66 53,34
10 30 19,70 21,00 58,30
10 40 18,00 25,33 56,67
10 50 17,37 29,77 53,16
10 60 17,00 32,83 50,17

Qua két qua trinh bay & bang 1 cho thay, dbi véi phuong phap khir tring mau bang
HgCl, 0,1% khi ting thoi gian khir trang tir 8-12 phat, ty 16 mau nhidm giam, ty 16 mau chét
tang. Khtr tring bang HgCl, 0,1% trong thoi gian 10 phat, ty 1& mau nhiém 14 26,25%, va ty Ié
mau sdng va bat choi dat 49,40%. Khi ting thoi gian khir trung 1&n 12 phat, khéng c6 mau nao
sbng sot.

Déi v6i phuong phap khir tring kép bang HgCl, va nano bac, ching toi nhan thay khu
trung bang HgCl, 0,1% trong thai gian 10 phat két hop voi nano bac 40 ppm trong thoi gian 30
pht thich hop cho mau cay méan dia. Sau 4 tuan theo ddi, ty 1é mau séng va bat choi cao nhat
dat 58,30%.

Theo két qua nghién ciu caa Truong Thi Bich Phuong va cs (2013), khir tring mau
doan than cay keo 4 liém tu nhién bang HgCl, 0,1% thoi gian 12 phit két hop v6i nano bac 40
ppm trong 12 pht, cho ty 1é mau séng 1a 50,4%.

3.2. T4i sinh chdi
3.2.1. Anh huong ctia BAP hodc TDZ dén kha ning tai sinh choi

Poan than cdy man dia sau khi khir tring duoc cdy 1én mdi truong bd sung cac chat
kich thich sinh truéng (KTST) & ndng do khac nhau. Két qua anh huéng ciia BAP va TDZ dén
kha ning tai sinh chdi tir doan than qua 8 tuan theo ddi dugc trinh bay & bang 2.

Bing 2. Anh huong ciia BAP hoic TDZ dén kha ning tai sinh choi tir doan than

BAP (mg/l) SO ch6i/mdu  Chiéu cao choi (cm) TDZ (mg/l)  S6 choi/mau  Chiéu cao choi (cm)

0,0 0,50¢ 0,70¢ 0,0 0,50¢ 0,70¢
1,0 0,80% 1,10% 0,05 1,00° 1,60
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1,5 1,05 1,50 0,15 1,50% 2,05°
2,0 1,662 2,70° 0,20 1,35% 1,97%®
2,5 1,35%® 2,10° 0,25 1,10% 1,82%¢
3,0 1,20%¢ 2,00° 3,0 1,10% 1,55

Chu thich: Céc chi ci khac nhau trén cling mét cét chi ra sw sai khdc ¢6 ¥ nghia thong ké cia
trung binh mdu véi p<0,05 (Duncan's test).

Nhin chung, mau doan than cdy man dia khé bat chdi trén cac moi trudng nudi cay bo
sung chat kich thich sinh truéng. Mdi truong bo sung BAP 2,0 mg/l cho sé choi cao nhat chi dat
1,66 chodi/mAu. Khi ting ndng dd BAP trong méi trudng nudi cy tir 1-2 mg/l, ty 1é mau tai sinh
va kha ning sinh truong cua chdi ting, mau bat chdi nhanh, khoang 2-3 tuan sau khi cay, sb
chdi trén mau ting tir 0,8 dén 1,66 chdi/mAu. Tuy nhién, khi ting nong do6 BAP Ién trén 2,0
mg/l, két qua thu duoc nguoc lai, mau bat choi cham, khoang 3-4 tuan sau khi cay, ty 1é mau tai
sinh va kha ning sinh truong cua choi giam.

Maéi trudng ¢6 ndng d6 TDZ tir 0,05-0,15 mg/l cho chdi sinh trueng tét, mau bat chdi
nhanh, khoang 2-3 tuan sau khi cdy. Mai trudng bd sung TDZ 0,15 mg/I cho sb chdi cao nhat
dat 1,50 choi/mau. Khi ting ndng d6 TDZ Ién trén 0,3 mg/l, mau bat chdi cham 3-4 tuan sau khi
cdy, ty Ié mau tai sinh chdi va kha nang sinh truang cia choi giam.

O méi truong ddi chiing khéng bo sung chat kich thich sinh truong, kha ning tai sinh
chdi ciia mau 1a thap nhat chi dat 0,5 choi/mau. Nhiing chdi méi tai sinh c6 kich thuéc nho, yéu,
mau xanh nhat, chiéu cao chdi thap (0,7 cm).

Nhu vy, méi truong bo sung BAP 2,0 mg/l 1a méi trudng thich hop nhét cho sy tai sinh
chdi tir doan than cay man dia. Nong d6 nay cao hon so vai két qua nghién ctiu trén cy keo la
lidm. O keo 14 liém méi trudng co ban MS bd sung BAP 1,5 mg/l ¢6 anh huong tét nhat d¢én kha
nang tai sinh chdi tir doan than, trung binh 4,96 chdi/mau [6].

3.2.2. Anh huong ciia NAA két hop véi BAP hoic TDZ dén kha ning tai sinh chdi

Céc chat kich thich sinh trudng, dac biét 1a cac chat thudc nhém cytokinin cé vai tro rat
Ién trong viéc kich thich sy hinh thanh chdi. Tuy nhién, két qua nghién ciru cia ching toi cho
thiy kha ning tai sinh chdi va sinh truong cua chdi man dia trén moi trudng bd sung BAP va
TDZ 1a chua cao. Trong nudi cAdy md thuc vat nguoi ta thuong két hop ti 18 gitta auxin va
cytokinin dé tao chdi, tao mo seo, tai sinh chdi tir mo seo va tao ré. Su két hop tuy vao ting
nghién ctru va myc dich dinh hinh cho mé thuc vat. Vi vay, chling t6i tiép tuc nghién ciru anh
huéng cua két hop BAP hoiac TDZ véi mot loai auxin 1a NAA dén kha ning tai sinh chdi va
sinh truong chdi cdy man dia.

Két qua anh huong cua t6 hop chét kich thich sinh truong dén kha nang tai sinh choi tir
doan than sau 8 tuan nudi ciy duoc trinh bay & bang 3.
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Bing 3. Anh huong ciia NAA két hop véi BAP hoic TDZ

den kha nang tai sinh choi sau 8 tuan nuoi cay

Chat KTST (mg/l) g4 Chiéu Chat KTST (mg/l) 54 Chiéu
BAP NAA  chdi/miu Ca(‘:: r‘;};"‘ TDZ NAA  chdi/miu Ca(‘(’: ;1;01
0,0 0,00 0,5° 0,701 0,00 0,00 0,5° 0,7°
2,0 0,05 1,118 2,11% 0,15 0,05 1,29° 2,12
2,0 0,10 1,19° 2,65 ¢ 0,15 0,10 1,40° 2,75°
2,0 0,15 1,22¢ 2,73® 0,15 0,15 1,30° 2,49°
2,0 0,20 1,32° 3,11° 0,15 0,20 1,252 2,35°
2,0 0,25 1,27 2,69 ¢ 0,15 0,25 1,232 2,252
2,0 0,30 1,24° 2,52°¢ 0,15 0,30 1,0° 2,152

Chu thich: Céc chir cai khac nhau trén cing mét cét chi ra sw sai khdc cé y nghia thong ké cia
trung binh mdu véi p<0,05 (Duncan's test).

Qua két qua trinh bay ¢ bang 3 cho thiy, méi truong sir dung to hop chét kich thich sinh
truong cho kha nang bat chdi méan dia twong duong nhau va tét hon ddi ching.

Trén mdi trudong MS bd sung 2,0 mg/l BAP két hop véi 0,2 mg/l NAA thu dugc s6
chdi trén mau (1,32 chdi/ mau) va chiéu cao chdi (3,11 cm) cao nhét. Trén méi trudng nay, chodi
tai sinh sinh truong tét, choi map, 14 day, mau xanh ¢am Cung véi qua trinh tao chdi, phan tiép
xdc cta mau Vit voi mdi truong nudi cay xuat hién callus. Callus tao thanh co kich thudc
khoang 1 cm trén méi truong bd sung 2 mg/l BAP két hop véi 0,2 mg/l NAA.

Trén moi trwong MS bé sung 0,15 TDZ mg/l két hop véi 0,1 mg/l NAA, thu duoc 1,4
chdi/ mau va chiéu cao chéi thu duoc trong t6 hop nay dat 2,75 cm. Chdi téi sinh sinh truong
t6t, chdi map, 14 day, mau xanh dam.

So véi moi truong bo sung riéng ré BAP hoic TDZ (bang 2), méi truong bo sung két
hop NAA véi BAP hoic TDZ cho sb chdi trén mau thap hon, tuy nhién sy sinh truong cia chdi
14 tot hon.

Hinh 1. Tai sinh chdi in vitro cdy méan dia sau 8 tuan nudi cay
A. Trén méi truong b sung 2 mg/l BAP;
B. Trén méi truong b6 sung 1,5 mg/l BAP;
C. Trén méi trudng bd sung 2 mg/l BAP va 0,2 mg/l NAA;
D. Trén méi truong bd sung 1,5 mg/l TDZ va 0,1 mg/l NAA.
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4. KET LUAN

1. Khir tring doan than cdy man dia ty nhién bang HgCl, 0,1% trong 10 phdt két hop

v6i nano bac 40 ppm trong 30 phut 13 thich hop nhat, cho ty 1é miu doan than séng khong
nhiém cao nhat dat 58,30%.

2. Moi truong bd sung BAP 2,0 mg/1 1a mdi truong ti wu cho sy tai sinh chéi in vitro tir

doan than cay man dia dat 1,66 chdi/mau, chdi cao 2,70 cm.

3. Mbi truong bo sung 0,2 mg/l NAA két hop véi 2,0 mg/l BAP 1a méi truong t6i uu

cho sinh trudng cta choi man dia voi chiéu cao dat 3,11 cm.
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ABSTRACT

Archidendron clypearia (Jack) Nielsen is one of the potential medicinal herbs promising
the development in Thua Thien Hue province. Studies of in vitro propagation techniques of
this plant will contribute to creating the precondition for the development of available
pharmaceutical resources in Thua Thien Hue.

In this paper, we presented the procedure of in vitro regeneration of Archidendron
clypearia plant. The stem segments (approximately 2.0 cm in length) consisting of a lateral
shoot of Archidendron clypearia were sterilized with 0.1% (w/v) HgCl, solution for 10
minutes and subsequently sterilized with 40 ppm nano-silver solution for 30 minutes. The
highest rate of uncontaminated survival samples was up to 58.30% after four weeks of
culture. MS medium supplemented with 2.0 mg/l BAP was optimal for shoot regeneration,
reached about 1.66 shoots per explant. MS medium supplemented with 0.2 mg/l NAA and
2.0 mg/l BAP resulted in a good shoot development, 3.11 cm shoot in length was obtained
after eight weeks of culture.

Keywords: Archidendron clypearia, in vitro regeneration , stem segments, sterilized.
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