
Bang 4. Kit qua dinh lugng rotundin trong 3 mlu binh voi 

STT 

1 

2 

3 

Kf hifu 
mlu 

BV-SL 

BV-TN 

BV-HG 

Ten khoa htjc 

Slephania 
cephalantha Hayata 

Stephania sinica 

Stephama 
hernandifolia 

Noi thu 

Scm La 

Tay Nguyen 

Hi Giang 

Dgamcua 
cti trinh voi 
tiDi(%) 

88 

g9 

87 

Hamhrgmg 
akakiid toin p h ^ 
tnwgcubfaihvdi 

«nri(%) 

1,02 

1,09 

1,40 

Him lirgrDg 
rotundin trong 
alealoid todn 

phan(%) 

40,12 

33,98 

18,84 

Him luvng 
rotundin trong cd 
binh voi tuvi (%) 

0,409 

0,373 

0,265 

4. K i t luan 

Chiing tdi da xay dyng duge phucmg phap dinh 

lugng hogt chat rotundin trong alealoid toan phan 

td cii binh vdi tuai bang phuang phap sac ky ldp 

mdng k i t hgp do mat do quang hap thy (TLC-

Scanning) vdi &Q Igp lai: R S D - 1,90 % (n = 6), 

dg dung, 3.^ thu hdi h u n g binh dat 97 ,15%, gidi 

hgn djnh lugng va gidi hgn phdt hifn cda rotundin 

l ln lugt la 0,08pg va 0,27^g. Khoang h iy ln tinh 

cua rotundin dugc xde djnh ndm trong khoang 

0,374-1,87 fj-g, hf sd tuang quan r = 0,9985. 

Ket qua djnh Iugng cho thdy ham lugng ciia 

rotundin trong cdc m l u binh vdi tuoi thu tai San 

La, Tay Nguyen, Ha Giang dgt tu 0 ,265% d i n 

0,409%. Mau thu tgi San La cho ham lugng 

rotundin cao nhat dgt 0 ,409% so vdi khdi Iugng 

cii binh vdi tuai . D o am ctia cde mau eii binh vdi 

tuai dugc xae djnh lift ke trong bang 4 . T u dd, cd 

the suy ra ham lugng rotundin h o n g eii binh vdi 

khd cua 3 m l u BV-SL , B V - T N va BV-HG lln 

lugt la: 3,40 %; 3,39 % va 2,04 %. N h u vgy, so 

vdi quy c h u i n ham lugng rotundin trong dugc 

iieu binh vdi t rong D u g c d i l n la khdng dudi 

0 ,4% thi ca 3 m l u khao sat deu dg.t yeu cau chat 

lugng va c h u a ham lugng rotundin t uong ddi cao. 

Phuang phap djnh iugng rotundin trong cii 

binh vdi tuai sd dyng s i c ky ldp mdng k i t hgp do 

mgt dg quang h i p thy (TLC-Scanning) cd quy 

trinh thyc hifn don gian, tiet kiem thdi gian va chi 

phi hem so vdi phuang phap djnh lugng rotundin 

bang sdc ky Idng cao ap da dugc dua ra trong 

Dugc dien Vift N a m IV. Phuong phdp nay cd till 

dp dyng de gdp phan djnh h u d n g eho vifc thu mua 

nguyen lifu d l san x u i t rotundin lugng Idn. 
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Tom tat 

Cdt sdm (MiUetlia speciosa Champ.) cay thu6c quy c6 nguy co tuyet chiing, c6 tic dyng ch6ng ung thu. Vl vgy, cin c6 

bien phip bio ton cay thuoc nay. Choi dugc tai sinh trong m6i tm&ng MS c6 b6 sung 0,05 mg/L BA. Choi dinh oS kich 

thudc 0.3-0,5cm dirge cdy vao moi trudng c6 bl sung Kn, BA, hay a-NAA + Kin dl nhan nhanh. Sfi chii cao nh^ 
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(7,28ch6i/nilu) dat dugc 6 mfii trudng c6 1,0 mg/L kinctin vi 0,0t mg/L a-NAA. Moi truong tao re dugc bl sung IBA hojc 

2,4-D, h o ^ a- NAA, ri hinh Oiinb t i t nhit is mdi tnrimg c6 1,0 mg/L IBA hay 2,4-D. Ciy in vitro dugc lim quen trong nhi 

ludi vi dua tring ra ngoii. 

lit kh6a: Cat sdm, Nhdn nhanh in vitro. 

Summary 

Micropropagation ofMillettia speciosa Champ. 

Milletia speciosa Champ, is an endangered medicinal plant with anticancer properties. Therefore, the need for 

conservation of this plant is crucial. Shoots were generated on MS medium supplemented with 0.05 mg/L BA. The shoot- tip 

segments of about 0.3-0.5 cm in length were cultured on MS medium supplemented with Kn, BA, or a- NAA + Kin for 

multiple shoot induction. Maximum number of shoot buds were obtained on medium containing 1.0 mg/L kinetin and 0.01 

mg/L o-NAA (7.28 shoots/explant). TTie shoots were rooted on MS medium supplemented with IBA or 2,4-D, or a-NAA. 

Best rooting was obtained on medium containing 1.0 mg/L IBA or 2,4-D. In vitro plantlets were acclimatized in green house 

and successfully transplanted to natural condition 

Keywords: Millettia speciosa Champ., Micropropagation. 

X. Dat van de 

Ckt sam {Millettia speciosa Champ.) thudng 

CO d Lao, Trung Qudc va Vift Nam. 6 Vift Nam, 

chi Millettia Wight & Am cd 25 loai. Mgt so loai 

cd chit ddc nen thudng su dyng lam thudc dift 

cdn trung. Cat sam la m$t trong s6 it loai cd rl eii 

khdng dgc [8,9]. Chung phan bd rai rac d cac tinh 

miln mii trung du. Vimg phan bo tucmg doi tgp 

trang d mgt s6 tinh nhu: Bdc Ninh, Bdc Giang, 

VTnh Phuc, Qudng Ninh, Lang San, Cao Bing, 

BIC Cgn, Tuyen Quang... Dg eao phan bo thudng 

dudi 1000m so vdi mat nude bien [2]. 

Cdt sdm la cay thudc quy, nghien cuu ciia 

Zheng Yuan Sheng (2009) eho bilt polysaecharid 

dugc chiit xuit va tinh che td Millettia speciosa 

Champ, cd tac dyng dugc Iy chdng oxy hda, 

chong viem, chdng ung thu, cai thifn suy giam 

chdc ndng v.v. Nhung nam gan day, cat sam 

tiiudng xuyen bj khai thac vd thu mua nhilu tgi 

cdc tinh Quang Ninh, Bdc Giang, Bic Kgn... dl 

xuit khau. Do khai thac o gt, nguon cat sam d 

trong nude bj cgn kift. Tgi NghTa Trai - Hung 

Yfn, nhihig ndm 2000 - 2005 hdng ndm nhgp ve 

v4 chl biln 60 -70 tan/ndm cu eat sam [1]. 

Cdt sam cd tbl tai sinh hang nam bing hat hay 

tdi sinh td phin goc. Tuy nhien, ty If nay mam 

ciia hgt thap, hgt khd bao quan, va thai gian sinh 

trudng chgm, kha ndng tai sinh td gdc cho hf sd 

nhfin tiiap, c6nh giam khd ra rl, cay giong cho 

nang suat thap [4]. De phat trien nguon gen cay 

thudc cat sam vin dl cin dugc quan tam dau tien 

la edng tdc gidng. Cac bifn phap nhan gidng 

truyen thong khdng ddp ung ngudn cay giong vi 

hf sd nhan gidng theo phuang phap truyen thong 

thlp, ty If hgt nay mim khdng cao. Doi vdi cdc 

loai Millettia. ssp, cay mgc td hgt sau mgt nSm 

rudi mdi dgt chilu cao 60cm. Phucmg phap nhdn 

giong in vitro cd the la giai phap hihi hifu de gidi 

quyet van de gidng eay dugc lifu nay. Vi vgy, 

ehiing tdi nghien cdu nhan gidng in vitro eay cdt 

sam nhdm myc dich san xuat eay giong vd phdt 

trien gidng duge lifu quy nay. 

2. V^t lifu, phutrng pbSp ngbien cdu 

Cat sam dugc su dyng de nghien cuu la cac 

ddt than va chdi dinh cua cay cat sam ed nguon 

goc d Bac Giang. Lay cae dogn mau cd chieu 

dai tu 2,0-2,5cm, mdi doan chda td 1-2 mit 

ngu, rua bdng nude sach, trdng Igi bing nude 

eat, sau do khu triing bing 0,1 %> HgCl2 trong 

8-10 phut Toan bd thao tdc khu triing dugc tiln 

hanh trong dilu kien vd trimg. Chdi sau khi khd 

triing dugc dua vao nudi cay d mdi trudng 

Murashige & Skooge (1962) [5] (MS); 30% 

dudng, cd bd sung cytokinin va auxin theo cac 

ty If khdc nhau, pH moi trudng chinh den 5,4 va 

hap vd triing d nhift dg 1 2 r c trong 20 phiit. 

Phdng nudi cay cd quang chu ky 14 gid sang/10 

gid tdi, cudng dg chieu sang 2000 lux, nhift dg 
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la 25± 2°C. Moi trudng MS khdng cd chit dilu biln cay thu6c - Vifn Dugc lifu trong thdi gian 

hda sinh trudng dugc sd dyng lam ddi chung. 2013-2014. 

So eh6i/mlu va chilu cao choi dugc do dem sau 

10 tuin nudi cay. 

Cac thi nghifm dugc tiln hanh tai phdng thi 

nghifm nuoi cay md t l bao- Bg mon Giong & 

CNSH- Trung tam nghien cdu Trdng & Che 

3. Ket qua va thao lu^n 

3.1. Nghien ctiu tdi sinh chdi in vitro 

Mdi trudng tai sinh dugc bo sung BA d cac 

ndng do td 0,1 - 0,5 mg/1. Kit qua dugc trinh bay 

dBang 1. 

B&ng 1. Anh huong ciia nong dg BA din t^ 1§ bgt ch6i ciia cit sam in vitro 

CTTN 

MS 

MS + 0,lmg/lBA 

MS + 0,2 mg/l BA 

MS + 0,3 mg/1 BA 

MS+ 0,5 mg/1 BA 

T$ l | bS tch i i (%) 

15 ngiy 

16,7 

20,0 

40,0 

53,3 

60.0 

30 ngiky 

66,6 

70,0 

73J 

86,6 

83,3 

45 ng^y 

93,3 

96,6 

100 

too 
93.3 

Tr^ng thai * 

Choi khoe 

Ch6i Idioe, xanh nhat 

Chii khoe, xanh 

Ch^i khoe 

Choi nho, tao nhiiu callus 

Nhu v îy: Sy cd mat eua BA trong mdi trudng 

ro rang da kich thich hinh thanh chdi d cac edng 

thuc so vdi dii chimg. Ty If bgt choi tang din 

vdi chilu tang nong dg BA. Sau 45 ngay ty If bat 

chdi dgt 100% d ndng dg tu 0,2 din 0,3 mg/1 

BA. d ndng dg 0,5mg/l BA, tgi cac dau cdt bdt 

dau ed hifn tugng tgo callus, callus hinh thanh 

nhilu d cac diu elt lam hgn chl sinh trudng cua 

choi, hinh thai chdi bj biln dgng, ty If bat choi 

thlp hem chi dgt tucmg duang vdi mdi trudng 

khdng cd BA. Chdi tai sinh va sinh trudng tdt 

nhit trong mdi trudng cd bd sung 0,3 mg/1 BA. 

Sau 10 tuin chdi dgt kich thudc tix 3- 5cm. 

Cac chdi thu dugc d mdi trudng lai sinh dugc sd 

dyng dl cay chuyen sang mdi tnrdng nhan nhanh. 

3.2. Nghien cuu nhdn nhanh choi cdt sdm in vitro 

Mdi trudng nhan nhanh dugc bd sung cac chat 

BA, kinetin rieng le hogc td hgp vdi a-NAA. 

Theo nong do td 0,1 - 1,0 mg/1. Ddi chdng la mdi 

trudng MS khdng cd chat sinh trudng. Cac chi 

tieu theo ddi dugc do dim sau 10 tudn nudi cay 

(Bang 2). 

Bang 2 . Anh hudng cua chat di^u hda sinh trudng den hg so nhin ciia cay cdt sam 

sau 10 tuin nuoi cay in vitro 

STT 

1 

2 

3 

4 

5 

6 

7 

8 

9 

'——^^^^ Chi tieu theo dQl 

IVloi tririmg • ^ ^ 

MS 

MS-1-0,1 mg/1 BA 

MS-1-0,3 mg/1 BA 

MS + 0,5 mgfl BA 

MS -H,0 mg/1 BA 

MS -f 0,1 mg/1 Kin 

MS + 0,3 mg/1 Kin 

MS H- 0,5 mg/1 Kin 

MS-H,0 mg/1 Kin 

So choi/mau 

(choi) 

3,20 ±0.15 

6,75 ±0,25 

6,62 ± 0,30 

5,64 ±0,45 

4,12±0,38 

4,52 ± 0,52 

5,16 ±0,36 

5,85 ± 0.38 

7,28 ±0,40 

Chieu cao 

(cm) 

5.20 ±0.55 

5,75 ±0,25 

5,62 ±0,30 

5,45± 0,35 

3,12±0,38 

4,25 ±0,32 

3,86 ±0,46 

3,25 ± 0,35 

3,18 ± 0 JO 

Chat lirgng chii 

Chii khoe, la to. 

Chii khde, li nhi 

Chii khoe, \k nho 

Chii khoe, \i. nho 

Choi khoe. tao callus 

Chii manh, Id nho 

Choi manh, \t nho 

Chii manh, la nh6 

Chii minh, i i to 
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Ket qui theo doi cho thay tic dgng ciia cac 

chit dieu hda sinh trudng khac nhau, anh hudng 

khac nhau den hinh thanh choi in vitro. 0 mdi 

trudng khdng c6 chit dieu hda sinh trudng, sd 

ch6i/ mlu thap nhat, chi dat 3,2 choi/mau. Khi cd 

m$t BA so choi tang len 6,75 chbVmhi sau do 

gi&m din theo chilu tang cua nong dg BA trong 

mdi trudng. Trai lgi vdi tac dyng cua BA, khi 

tdng ning dg kinetin sd ch6i cung tang theo va 

dgt cao nhat d ndng dg 1,0 mg/1. He sd nhan d 

mdi trudng nay dgt tdi 7,28 chdi/ mlu. Mdi 

tradng ndy td ro ban tinh iru vift so vdi mdi 

Bang 3. Anh hudng cda tb hgp Kinetin va 

trudng cua cac tac gia trudc nhu Pan YingNan et 

al (2010) [7] chi dat h i s6 4,0 -5,0 chdi/mau hay 

tac gia Huang Bi-lan et al (2010) dat 7,0 chdi/ 

mau ciy d mdi trudng MS co 2 mg/1 BA + 0,1 

mg/1 IBA [3]. 

Tuy nhien, neu mdi trudng nudi ciy chi bd 

sung cac chit thugc nhdm cytokinin thudng tgo 

md s?o d diu elt, chit lugng cdy chua tdt (cay 

thudng vang va mgc vdng). Vl vgy, chung tdi da 

bd sung a-NAA vao mdi trudng tao chdi MK 

(mdi trudng MS co bdn va 1,0 mg/i kinetin) vdi 

ndng dg 0,01 ; 0,02 ; 0,03 . 

a-NAA tdi ty I? choi in vitro ciia cay cit sim 

TT 

1 

2 

3 

4 

^ — — — ^ ^ ^ Chi tiSu 
Thinh phin - ^ ^ _ , _ _ ^ 

MK 

MK + 0,01mg/l a-NAA 

MK + 0,02mg/l a-NAA 

MK + 0,03mg/l a-NAA 

Hf si nhan chii 
(so choi/mau) 

7,28*0.42 

7,61±037 
7,52*0,74 

6,56 ±0,51 

Tr^ng thii 

Choi manh. Id nho 

Choi khde, li to 

Chdi khoe, c6 callus 

Choi khoe, nhieu callus 

B I sung vao mdi trudng nhdn choi a-NAA cd 

tdc dyng tdng he so nhan choi so vdi mdi trudng 

khdng bl sung a-NAA. Hf so nhan dgt cao nhat 

trong mdi trudng cd bo sung I mg/1 kin + 0,01 

mg/1 a-NAA. Tilp tyc tdng nong dg a-NAA 

trong mdi trudng nudi ciy se gay tde dyng khdng 

mong muon la hinh thanh nhieu md seo va giam 

sl chli/mlu. Nhu vay, a-NAA la nhan td can 

thilt cho hinh thanh choi. 

Mdi trudng thich hgp nhat cho tai sinh chdi vd 

nhan nhanh chdi cat sam in vitro la mdi tnrdng dugc 

bl sung kinetin (1 mg/1) va a-NAA (0,1 mg/1). 

3.3. Nghien ciru tgo re cdy cdt sdm in vitro 

Khi chii dgt chieu cao td 3 - 4 cm dugc ehuyin 

sang mdi trudng bd sung chat sinh trudng la a-NAA 

ho(lc IBA ho§c 2,4-D vdi nong dg td 0,1 -2,0 mg/1. 

Bing 4. Anh hudng ciia cic auxin a-NAA, IBA, 2,4D 

Ket qua duge the hien d Bang 4. 

Re xuat hifn tren cde mdi trudng co auxin sau 

10 tuan nudi ciy. Cd 3 loai auxin deu ed tae dyng 

kich thich hinh thdnh rl cat sam in vitro a cac 

muc dg khdc nhau phy thugc vao nong dg trong 

mdi trudng. CJ ndng dg 0,5 mg/1 a-NAA khdng 

kich thi'ch tgo re. Tac dyng kich thich re tdt nhat 

ciia IBA dgt dugc d nong dg 1,0 mg/1 va cua 

2,4D dgt dugc d ndng dg 0,5 mg/1. 6 nong dg > 

1,0 mg/1 IBA vd cac cdng thdc chua 2,4- D callus 

hinh thanh d diu cat va gay anh hudng tdi chat 

lugng re. Hifn tugng ndy ciing xdy ra d mgt sd 

loai cay than gd [6]. Sy hinh thdnh md seo d gdc 

cay dudng nhu lam cho cay con mat kha ndng 

hip thu dinh dudng qua re va kha nang song 

giam khi dua ra ngoai [6]. 

ldi ly le ra rd, s6 lugng r ,̂ chidu dii re cua cay cit sam 

Mfli trudng 

Chi ti£u theo dOi 

I.MS 

2.MS + 0.5mg/la-NAA 

Ty If ra re (%) 

lOluhnsauc&y 

s l re /cay 

(cii) ^ 

Chieu dii 

re (cm) 

Trang Ihii 

choi 
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3.MS+1.0ing/la-NAA 

4.MS + 2,0mg/la-NAA 

5. MS + 0.5mg/l IBA 

6. MS-1^1,0 mg/1 IBA 

7. MS+ 2,0 mg/1 IBA 

8.MS + 0,5mg/i2,4-D 

9. MS + l.Omg/12,4-D 

10. MS+ 2,0 mg/12,4-D 

15 

10 

18 

30 

5 

25 

20 

10 

1,3 ±0.36 

1,2 ±0,12 

1,8 ±0,22 

2,1 ± 0 3 8 

1,5 ±0,26 

U ± 0 , 0 8 

2,2 ±0,21 

2,3 ± 0,26 

3,1 ±0,22 

2,7 ±0,25 

3,5 ±0,18 

3,2 ±0,18 

2,9 ±0,22 

2,8 ± 0,25 

2,6±0,18 

2,5 ±0,22 

-H+ 

+1-

+++ 

+++ 

Tgo md seo 

-H-

++ 

+ 

Ch6 thich; -H~f cay co rl, xanh dam; 

-H- cay CO rl, xanh nhat, 

+ ciy vang; 

- ciy khong rl. 

4. Ket lu^n 

O giai do^n Ichai dpng, ch6i cat sam tai sinli va 

sinh tnrdng tot nhSt trong moi tiuong co b6 sung 

0,03 mg/1 BA. Ty 1? bat cliSi dat 100% sau 30 ngay 

dy. Sau 10 tuin cli6t d$t kicli thuoc tu 3 - Scm. Cac 

kinetin cao Hon so voi BA a cung nong dp siJr dung. 

T6 h(rp 1 rag/I kinetin + 0,01 mg/1 a-NAA 

trong moi tnrcmg cho h | s6 nhan d^t cao nhdt ]h 

7,28 ch6i/mau. 

NAA, IBA vk 2,4-D dSu co tac dyng kich 

chat dieu hoa sinh trucmg BA va kinetin dSu co tac thich hinh thanh rl. Ty 1$ ra rS cao nhfa 4 m6i 

d\ing kich thich tao ch6i trong moi tnrcmg nhan tnicmg oo b6 sung 1,0 mg/1 IBA (30%) hay 0,5 

nhanh, tac dyng kich thich hinh thanh ch6i ciia mg/12,4-D (25%). 
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