Biing 4. K&1 qua dinb lugng rotundin trong 3 miu binh véi

" i1 | Himbhgng Ham lrgng
S 2““ h Noi th Dol:i":hnv; alaloid todn phin | rotundio trong mmﬂ.'mgg el
TT milu Tén kh c oithy | ci - "
s e troi(24) | TECHRUNE | alcaloid todn | ink ygi e (%)
turoi (%) phin (%)
Stephania 1 40,12 0,409
! BV-SL cephalantha Hayata oL 88 02 "
2 | BV-TN | Stephaniasinica |Tay Nguyén | 89 1.09 33,98 0373
Stepharta i 4 18,84 0,265
3| BvHG | e |HaGiang 87 1,40 , ,

4. Két lujn

Chiing t6i da xay dyng drge phrong phép dinh
lugng hoat chit rotundin trong alcaloid toan phan
tir cii binh vai twoi biing phuong phip sic ky 16p
méng két hop do mat do quang hip thy (TLC-
Scanning) vai d§ 1ap lai: RSD = 1,90 % (n = 6),
46 dang, 4% thu hdi trung binh dat 97,15%, gi6i
han dinh lugng va gidi han phét hién cia rotundin
Ian luot 14 0,08pg va 0,27ug. Khoang tuyén tinh
ctia rotundin duqc xdc dinh nim trong khodng
0,374-1,87 pg, hé sb tuong quan r = 0,9985.

Két qua dinh lrgng cho thdy ham luong cua
rotundin trong cac miu binh véi tuoi thu tai Som
La, Tdy Nguyén, Ha Giang dat tir 0,265% dén
0,409%. Mau thu tai Son La cho ham lugng
rotundin cao nhét dat 0,409% so véi khéi luong
cit binh véi tuoi. D6 Am cua cic miu ci binh véi
tuoi duge xac dinh liét ké trong bang 4. Tir d, c6
thé suy ra ham lugng rotundin trong ci binh véi

khé ciia 3 méu BV-SL, BV-TN va BV-HG lin
lugt 14: 3,40 %; 3,39 % va 2,04 %. Nhu vy, so
v6i quy chudn ham lugng rotundin trong duec
ligu binh voi trong Dugc dién la khéng duéi
0,4% thi ca 3 mau khao sat déu dat yéu cdu chit
lugng vé chira ham lugng rotundin twong déi cao,

Phuong phip dinh lrong rotundin trong ci
binh véi tuoi sir dung séc ky 16p mong két hop do
mit d§ quang hap thu (TLC-Scanning) ¢6 quy
trinh thuc hién don gian, tiét kiém thoi gian va chi
phi hon so véi phuong phép dinh lugng rotundin
biing séc ky Iong cao &p da duge dua ra trong
Duge dién Vigt Nam IV. Phuong phap ndy c6 thé
4p dung dé £6p ph?m dinh huong cho viéc thu mua
nguyén liu dé san xuét rotundin lwgng 16n,
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ngh Vigt Nam, md s6 dé 1&i VAST.NDP.07/14-15.
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NGHIEN CU'U NHAN GIONG IN VITRO CAY CAT SAM
Ta Niur Thuc Anh*, Duong Thi Phiic Hiu, Tran Thj Lién
Vién Duoc li¢u
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(Nhan bai ngay 14 thang 10 nam 2014)
Tém tit
Cat siam (Millettia speciosa Champ.) cay thuéc quy cé nguy co tuyét chung, c6 (4c dyng chéng ung thu. Vi vy, can cb
bién phép bao tdn ciy thudc ndy. Chdi duge i sinh trong moi trubmg MS ¢6 bd sung 0.05 mg/L. BA. Chdi dinh c6 kich
thuée 0,3-0.5cm duge cdy vio moi tnadng ¢6 bd sung Kn. BA, hay a-NAA + Kin dé nhan nhanh, Sé chdi cao nhit
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(7.28chdimikn) dat dugc & mdi trudmg 6 1,0 mg/L kinetin va 0,01 mg/L a-NAA. Mdi trudmg ta0 & duge bé sung IBA hodc
2,4-D, hodc a- NAA, 12 hinh thanh tdt nhé & mdi trudng c6 1,0 mg/L [BA hay 2,4-D. Cly in vitro digc am quen trong nha
1u6i v dua trdng ra ngodi.

Tir khéa: Cdt sém, Nhin nhanh in viiro,

Summary
Micropropagation of Millettia speciosa Champ.
Milletia speciosa Champ. is an plant with 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 a-NAA (7.28 shoots/explant). The 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. /n virro plantlets were acclimatized in green house
and y 1o natural conditi

Keywords: Milleitia speciosa Champ., Micropropagation.

1. Dit vin ad

Cét sam (Millettia speciosa Champ.) thudmg
¢ & Lao, Trung Qudc va Viét Nam. G Viét Nam,
chi Millettia Wight & Am c6 25 loai. Mot s6 loai
¢ cht doc nén thudmg sit dung lam thuéc diét
c6n triing. Cat sam [ mét trong s it loai c6 r& cu
khéng déc [8,9]. Chiing phén bb rai rac & cac tinh
mién ndi trung du. Ving phén bé twong déi tip
trung & mt sé tinh nhu: Béc Ninh, Béc Giang,
Vinh Phic, Quing Ninh, Lang Son, Cao Bﬁng,
Béic Can, Tuyén Quang... D) cao phan b6 thuomg
duéi 1000m so véi m3t nude bién [2).

Ciét sim 1a cdy thubc quy, nghién ciru cia
Zheng Yuan Sheng (2009) cho biét polysaccharid
duge chiét xudt va tinh ché tir Millettia speciosa
Champ. ¢6 tac dung dugc ly chdéng oxy héa,
chéng viém, chéng ung thu, cai thién suy gism
chitc ning v.v. Nhilmg nam gan day, cit sim
thudng xuyén bj khai théc va thu mua nhiéu tai
céc tinh Quang Ninh, Bic Giang, Bic Kan... dé
xuét khdu. Do khai théc & at, ngudn cat sim &
trong nuéc bj can kiét. Tai Nghia Trai - Hung
Yén, nhitng nim 2000 - 2005 hang ném nhap vé
vi ché bién 60 -70 tan/ndm cu cat sam [1].

CAt sim ¢ thé tai sinh hang nam bing hat hay
14i sinh tir phdn gbc. Tuy nhién, ty 1 nay mim
ciia hat thap, hat kho bao quan, va thoi gian sinh
truémg chim, kha naing téi sinh tir géc cho hé s6
nhn thip, canh gidm kho ra ré, cay gidng cho

ning suét thip [4]. Dé phat trién ngudn gen cay
thudc cit sim vén dé cin duge quan tam dau tién
1a cong tac gibng. Cac bign phép nhin giéng
truyén théng khéog dap (mg ngudn cdy gibng vi
hé s6 nhan gic‘)ng theo phuong phép truyén théng
thip, ty 1¢ hat ndy mim khong cao. Ddi véi cac
loai Millettia. ssp, cdy moc tir hat sau mdt nim
rudi méi dat chiéu cao 60cm, Phuong phép nhén
gidng in vitro c6 thé I giai phap hiru higu dé gidi
quyét vén d& gidng cdy dugc ligu nay. VI vy,
chiing t6i nghién ciru nhan gidng in vitro ciy cht
sam nhim myc dich san xuft cdy giéng va phat
trién gidng duge ligu quy nay.

2. Viit li¢u, phwong phap nghién ciru

Cat sam dugc sir dung aé nghién ciu 13 cac
@81 thin va chdi dinh cia cdy cat sim cé ngudn
gbc & Bic Giang. Ldy cic doan miu c6 chitu
dai tir 2,0-2,5cm, mdi doan chua tir 1-2 mit
ngu, rira bﬁng nuéc sach, trang lai b.;ing nudc
cét, sau d6 khir trung bing 0,1 % HgCl, trong
8-10 phat. Toan bé thao tac khir tring dugc tién
hanh trong diéu kién v6 tring. Chdi sau khi khir
tring duge dua viao nudi chy 0 moi trudmg
Murashige & Skooge (1962) [5] (MS);, 30%
dudng, ¢cd bb sung cytokinin va auxin theo cic
1y 1& khac nhau, pH méi trudmg chinh dén 5,4 va
hép vé tring & nhiét do 121°C trong 20 phut.
Phong nudi cy c6 quang chu ky 14 gi& sdng/10
gios tbi, cutmg do chiéu sang 2000 lux, nhi¢t do
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1a 25 2°C. Méi truomg MS khéng ¢6 chét didu
hoa sinh truéng duge sir dung lam d6i chimg.
S4 chdi/mAu va chidu cao chdi duge do dém sau
10 tuin nudi cdy.

Cic thi nghiém duge tién hanh tai phong thi
nghiém nubi cdy mo té bio- Bo mén Gidng &
CNSH- Trung tim nghién ciu Tréng & Ché

bién cy thudc - Vién Duge ligu trong thdi gian
2013-2014.

3. Két qui va thio luan

3.1. Nghién cicu tdi sinh chdi in vitro

Moi truong tai sinh dugc bd sung BA & céc
ndng dé tir 0,1 - 0,5 mg/1. Két qua dugc trinh bly
& Bang 1.

Bang 1. Anh hugng ciia ndng d9 BA dén ty 1¢ bt chdi cia cat sam in vitro

CTIN Ty 1§ bit chdi (% Trgng théi -
15 ngdy 30 ngay 45 ngdy
MS 16,7 66,6 933 Chéi khoe
MS +0,] mg/l BA 20,0 70,0 96,6 Choi khoe, xanh nhat
MS +0,2 mg/l BA 40,0 733 100 Chdi khde, xanh
MS + 0,3 mg/l BA 533 86,6 100 Chbi khoe
MS +0,5 mg/l BA 60,0 833 933 Chbi nho, tao nhidu callus

Nhu véy: Syt ¢6 mat cia BA trong méi trudng
13 rang da kich thich hinh thanh chdi & cAc cong
thitc so véi d6i chimg. Ty 1¢ bat chdi tang din
véi chiéu ting ndng dj BA. Sau 45 ngly ty I¢ bat
chdi dat 100% & néng do tir 0,2 dén 0,3 mg/l

BA. 3 ndng dd 0,5mg/l BA, tai cic dau cht bir

dau co hién tugng tao callus, callus hinh thanh
nhidu & cic dau cit lam han ché sinh truong cla
chdi, hinh thai chdi bj bién dang, ty 1§ bat chdi
thip hon chi dat twong duong véi mdi truong
khong c6 BA. Chdi tai sinh va sinh truéng 16t

nhit trong méi trudmg c6 bd sung 0,3 mg/l BA.
Sau 10 tudn chéi dat kich thuéc tir 3- Sem.

Ciic chdi thu duge & mdi trromg tai sinh duge sir
dung dé cdy chuyén sang méi trudmg nhan nhanh.

3.2. Nghién ciou nhdn nhanh chéi cdt sam in vitro

Mi truomg nhan nhanh duge b sung cic chat
BA, kinetin riéng 1& hofic tb hgp vdi a-NAA.
Theo ndng o tir 0,1 - 1,0 mg/l. DSi chimg 12 mdi
trung MS khéng c6 chét sinh truéng. Céc chi
tiéu theo di dugc do dém sau 10 tudn nudi céy
(Béng 2).

Biing 2. Anh huéng cia chét diu hoa sinh trrémg dén h¢ sb nhén ciia cdy At sim
sau 10 tuln nudi cdy in vitro

st Chi tigu theo ddi | S6 chdi/miu Chidu cao Chbt ugmg ehll
Mbi trimg (chbi) (cm)
1| Ms . 3,20£0,15 5200,55 Chdi khée, 14 to.
2 | MS+0,0 mg/l BA 6,75+ 0,25 575£025 | Chdi khde, I4 nhd
3 | MS+0.3 mg/ BA 6,62+ 0,30 562+030 | Chdikhoe, 14 nho
4 | MS+0,5 mg/l BA 5644045 5,45+ 0,35 Chdi khoe, 14 nho
5 | MS+1.0mg/lBA 412£038 3022038 | Chdikhoe, tgo callus
6 | MS+0.! mg/l Kin 4,52£0,52 4,25£032 | Chdi manh, 14 nho
7 | MS+03mg/lKin 5.16£036 3,86+ 0,46 | Chdi manh, 14 nhé
8 | MS+0,5 mg/lKin 5,85£0,38 3,25£035 | Chdi manh, 14 nho
9 | MS+ 1,0 mg/l Kin 7,28 £ 0,40 318£020 | Chdi minh, lhto
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Két qua theo dai cho thdy tic déng ciia cic °

chit diéu hoa sinh trwéng khac nhau, anh huéng
khiic nhau dén hinh thinh chdi in vitro. O mbi
trudmg khdng c6 chdt didu hda sinh truémg, sé
chdi/ mu thap nhét, chi dat 3,2 chdi/méau. Khi cé
mit BA sé chdi ting 1én 6,75 chdi/mAu sau d6
gidm din theo chiéu ting ciia ndng do BA trong
méi trudng. Trai lai v&i tic dung cua BA, khi
ting ndng 4% kinetin sb chdi ciing ting theo va
dat cao nhat & ndng dé 1,0 mg/l. H¢ sé nhin &
méi trudmg nay dat t6i 7,28 chdi/ miu. Méi
trudmg nay to ré hon tinh wu viét so v&i mdi

truong clia cc tac gia truée nhu Pan YingNan et
al (2010) [7) chi dat hé s6 4,0 -5,0 chbi/mAu hay
tic gia Huang Bi-lan et al (2010) dat 7,0 chdi/
méu cdy & méi trudmg MS c6 2 mg/l BA + 0,1
mg/1 1BA [3].

Tuy nhién, néu méi truomg nuéi cly chi bé
sung cdc chit thude nhom cytokinin thudmg tao
mb sgo & dAu cit, chat lugng cay chua tdt (cay
thudng vang va moc véng). Vi vy, ching i da
bb sung a-NAA vio mdi trudmg tao chdi MK
(méi truomg MS co ban va 1,0 mg/l kinetin) véi
ndng 46 0,01 ;0,02 ; 0,03 .

Bing 3. Anh huéng cuia 1 hop Kinctin va a-NAA 16 ty 1§ chdi in vitro cia cay cit sém

Chi tiéu # sb nhin chd
TT | Thioh phdn e enbmiy Trang thii
1 MK 728 0,42 Chdi manh, 14 nhé
2 MK +0,01mg/l a-NAA 761037 Chii khae, 14 to
3 MK +0,02mg/l a-NAA 7.5220,74 Chdi khée, ¢6 callus
4 MK + 0,03mg/l a-NAA 6,56+ 0,51 Chéi khoe, nhiu callus

B4 sung vao méi trudng nhin chdi a-NAA ¢6
the dyng ting hé s6 nhan chdi so véi moi trudomg
khong bb sung a-NAA. Hé s nhin dat cao nhit
trong méi trudmg c6 bd sung 1 mg/l kin + 0,01
mg/l -NAA. Tiép tuc ting ndng dd a-NAA
trong méi trudmg nudi cdy sé gy tac dung khong
mong mudn Ia hinh thanh nhidu mé sco va gidm
sb chdi/mAu. Nhur viy, a-NAA 12 nhin & cén
thiét cho hinh thanh chdi.

Mai trudng thich hgp nhét cho tai sinh chdi va
nhén nhanh chdi cat sim in vifro 1a méi trudng dugc
b3 sung kinetin (1 mg/l) va a-NAA (0, | mg/l).

3.3. Nghién ciru tao ré cdy cdt sém in viro

Khi chdi dat chiéu cao tir 3 - 4 cm duge chuyén
sang moi trrdng bd sung chat sinh trudng 1a a-NAA
hoic [BA hoic 2,4-D véi n(‘)ng 4o 1r 0,1-2,0 mg/l.

Két qua duge thé hién & Bang 4.

RE xudt hign trén cac moi trudmg cb auxin sau
10 tudn nudi céy. C4 3 loai auxin déu c6 tic dung
kich thich hinh thanh ré cat sam in vitro & cic
mirc dd khac nhau phy thue vao nong dd trong
mbi truomg. & ndng d 0,5 mg/l a-NAA khéng
kich thich tzo ré. Téc dung kich thich ré tét nhat
cia IBA dat dugc & néng dé 1,0 mg/l va coa
2,4D dat dugc & ndng do 0,5 mg/l. & ndng d6 >
1,0 mg/l IBA va cac cong thirc chira 2,4- D callus
hinh thanh & dAu cht va gdy anh huong t6i chit
lugng ré. Hién tuong nay ciing xdy ra & mét 56
lodi cdy than g [6]. Sy hinh thanh mb s¢o & gc
cdy dudng nhyr 1am cho cdy con mat kha nang
hdp thu dinh dudng qua ré vi kha ning sbng
giam khi dua ra ngoai [6].

Bing 4. Anh huong ciia cAc auxin a-NAA, IBA, 24D 6ty l§ ra té, 56 lugng ré, chidu dai ré coa cay cdt sim

T
Chi tiéu theo ddi Ty 1§ raré (%) S6 ré rcay Chiéu dai | Trang théi

M trutmg 10 tudn sau cdy (c#) | riem) | chdi
1.Ms | -

[2.Ms +0.5mg/l a-NAA | B - ]
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3. MS + 1.0mg/1 a-NAA 15 1,3+0,36 3,1 +£0,22 haas

4. MS +2,0mg/l a-NAA 10 1,2£0,12 2,7+025 H

5. MS + 0.5mg/l BA 18 1,8 %022 3,5+0,18 +H

6. MS + 1,0 mg/) IBA 30 2,1+038 3240,18 HH

7. MS +2,0 mg/1 IBA 5 1,5+ 0,26 29+022 | Tpombseo |
8. MS +0,5mg/t 2,4-D 25 1,2+ 0,08 2,8£025 ‘H-“
9. MS + 1.0mg/12,4-D 20 2,2+0,21 2,6+0,18 +

10. MS +2,0 mg/1 2,4-D 10 2,3+026 2,5+0,22 ‘ +

Chi thich: +++ ¢dy c6 rd, xanh dim;
++ cdy cb ré, xanh nhat,
+ cdy vang;
- cly khéng rd,
4. Két luan
& giai doan khoi dong, chdi cit sim t4i sioh va
sinh tnrémg 1t nhét trong mai trudmg c6 b sung
0,03 mg/l BA. Ty 1¢ bat chdi dat 100% sau 30 ngay
cdy. Sau 10 tuln chdi dat kich thuge tir 3 - Sem. Céc
chit diéu hoa sinh truong BA va kinetin déu ¢6 tic
dyng kich thich tao chdi trong méi trudng nhin
nhanh, tdc dung kich thich hinh thanh chdi cia

kinetin cao hom so v6i BA & cling ndng do sir dyung.

Té hop 1 mg/l kinetin + 0,01 mg/l a-NAA
trong mdi trudng cho hé s8 nhan dat cao nhit 1a
7,28 chdi/mAu .

NAA, IBA va 2,4-D déu c6 tic dung kich
thich hinh thanh ré. Ty I§ ra r& cao nhdt & méi
trubmg c6 bd sung 1,0 mg/l IBA (30%) hay 0,5
mg/l 2,4-D (25%).
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