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TOM TAT

Nghién ctvu dwoc tién hanh nhdm thiét 1ap quy trinh nhan nhanh in vitro hoan chinh loai lan Kim tuyén
Anoectochilus setaceus. Co' quan vao mau phu hop nhét 13 thé chdi va méat dét ngang than dwoc khir tring va dwa
va0 cac moi treéng nén khac nhau (MS, Knud, Knudson). Tiép dd, cac chdi va mat dét dwoc chuyén sang méi trudng
nén thich hop c6 bé sung BA, Kinetin, aNAA trong 4 tuan. Méi trwéng thich hop nhat d& nhan nhanh thé chdi va mét
dbt ngang than la Knud* + 0,5mg/l BAP + 0,3mg/l Kinetin + 0,3mg/l aNAA + 20g/l sucrose + 0,5g/l than hoat tinh + 7g
agar/l cho hé s nhan chdi la 6,55 chdi/mau. Cac chdi ¢ chiéu cao tr 3-4 cm dwoc st dung dé ra ré in vitro. Ty 1é ra
ré 1a 100% va sb ré/chdi (4,21 ré/chdi) dat cao nhat trén méi truérng cé bd sung 1mg/l aNAA.

T khoa: Lan kim tuyén (Anoectochilus setaceus), ho6c mén thic vat, hé sé nhan nhanh chdi

Research on the Micropropagation of the Jewel Orchid
(Anoectochilus setaceus) to Consevating the Valuable Medicine

ABTRACT

The study was conducted to establish an effective protocol for rapid propagation of jewel orchid, Anoectochilus
setaceus Blume. The most suitable organs for explants were shoots and stem nodes. They were sterilized and
cultivated in many different mediums (MS, Knud, Knudson). Then, they will be transferred to the best medium added
BA, Kinetine, aNAA for 4 weeks. The optimal medium for shoot proliferation was Knud* 0.5mg/l BAP + 0.3mg/l kinetin
+ 0.3mg/l NAA + 20g/l sucrose + 0.5g/l charcoal + 7g agar/l. The multiple shoot induction was 6,55 shoots/sample.
The shoots had stem length from 3 to 4 centimeters were used to plant in the medium to induced root in vitro. The rate
of roots induce in vitro were 100% and the number of roots per samples is 4.21 roots/samples. The medium was
added 1mg/l aNAA is the best medium for inducing root in vitro.

Keywords: Jewel orchids (Anoectochilus setaceus), plant hormones, the multiple shoot induction.

1.DAT VAN PE va nhom thuc vat ring dang nguy cdp EN
Ala,c,d, trong sach d6 Viét Nam (Bo Khoa hoc
va Cong nghé, 2007). Vi vay, nghién ctu k¥

thuat nhan giong loai lan Kim Tuyén -

Lan Kim Tuyén - Anoectochilus setaceus
Blume 14 mot loai thao dugc c6 gia tri kinh té&
a kha n# htia tri cac bénh thu . . 8
Ca?, va ) & nangA/ ¢ | a cacA on I{ng o Anoectochilus setaceus sé cung cip nhiing cd s
choéng tdng huyét ap, luu théng khi huyét,
khang khuén..v.v (Nguyén Tién Ban, 2005). Lan

Kim Tuyén phan b6 rong 6 Viét Nam va ciing

khoa hoc va thuc tién nhidm bao tén va phat
trién loai lan nay.

dugc dung lam canh nén ching da bi thu hai
nhiéu dén miic can kiét ngoai ty nhién (Hoang
Ho, 2000). Hién nay, lan Kim Tuyén dudgc cap
béao thudc nhém IA ctia Nghi dinh 32/2006/CP,
nghiém c4m khai thac vi muc dich thudng mai

Chi lan Kim Tuyén c6 12 loai, trén thé giéi
da c6 nhiéu nghién ctiu xay dung quy trinh nhan
nhanh in vitro cac loai lan Kim Tuyén tu hat.
Chow va cs. (1982), da nghién ctu thanh cong
nhan gidéng loai lan Kim Tuyén Anoectochilus
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Nghién ctru k§ thuat nhan gidéng loai lan Kim Tuyén (Anoectochilus setaceus Blume) in vitro

nham bao tdn ngudn dwoc liéu quy

formosannus ti hat véi cong thiic méi truong
vao mau la: 1/2MS + 0,2% than hoat tinh + 8%
dich chiét chu6i. Méi truong duge st dung dé
nhan nhanh chéi la: 1/2MS + 0,2% than hoat
tinh + 8% dich chiét chuéi + 2mg/l BAP + 0,5
mg/l NAA. Tsay & cs. (2002) da cit cac mét dot
than 14y tu cady Anoectochilus formosanus
Hayata 2 nam tudi cdy vao moéi trusng MS 1ong
dung tich 500 ml + 2mg/l BAP + 0,5mg/l NAA +
2% than hoat tinh. Nguyén Van Kiét (2004)
cling da dua ra quy trinh nhan giéng in vitro
thanh
Anoectochilus formosanus véi vat liéu ban dau
14 tit choéi dinh tai dai hoc Chungbuk, Han Quéc.
Mo6i trudng tao vat lieu khéi dau 1a H3
(Hyponex: 6,5N-4,5P-19K 1g/l + 20N-20P-20K
1g/l) + 2g/1 peptone). M6i truéng nhan nhanh la:
H3 + 1mg/l BAP (hoéc 1-2mg/l TDZ) + 1% than
hoat tinh. Tuy nhién, viéc nhin nhanh loai lan

cong cho loai lan Kim Tuyén

Kim Tuyén Anoectochilus setaceus 6 Viét Nam
chua dugc quan tdm va nghién ctu nhiéu.
Nghién ctiu nay dudge thuc hién véi muc dich xay
dung quy trinh nhan nhanh chdi in vitro loai lan
Kim Tuyén Anoectochilus setaceus 1am cd s6 cho
viéc nhan nhanh nguén vat liéu khéi dau va
cung cip nguédn dudc liéu quy.

2. VAT LIEU VA PHUONG PHAP

2.1. Vat liéu nghién ctiu

Chdi va mét d6t ngang than dudc thu hai tai
vuon quéc gia Tam Dao, sau d6 duge ria nhiéu
lan trong nude va tién hanh sat khudn bé mat
bang dung dich etanol 70% trong 10 gidy, tiép dé
ngdm trong dung dich chta 2% hypoclorite
0,01% trong 10 phtut. Cudi cung, rta sach lai
bing nudc cit vo trung.

MAu da khti tring dudge cét lai va cdy vao moi
truong MS + 0,56mg/l BA + 0,5% than hoat tinh +
20g/1 dudng sucrose + 7g agar/l véi PH = 5,6.

2.2. Phuong phap nghién citu

Thi nghiém dugc tién hanh tai phong Céng
nghé t€ bao Thuc vat, Vién Sinh hoc Néng
Nghiép, trusng Dai hoc Nong Nghiép Ha Noi,
trong thdi gian tit thang 9/2011 - thang 6/2012.
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Nghién cttu nhan nhanh thé chdi va mét dot
ngang than dudc tién hanh qua 4 thi nghiém,
mobi thi nghiém tu 4 - 5 cong thic trong d6 c6
cong thiic d6i chiing. Thi nghiém dudc bé tri theo
khoi ngau nhién day da (RCB). Diéu kién nudi
cdy trong tat ca cac thi nghiém la gi6ng nhau.
Nhiét d6 nuoi cay 1la 25 + 2°C, chidu sang 16h,
ngudn anh sang tring, pH ctia méi trudng 1a 5,6.
Tién hanh xac dinh s6 binh thé chéi tao thanh
sau mdi 1an cdy chuyén, s6 chdi tao thanh, dic
diém cta chdi, thé chdi (chiu cao chdi, s6
la/chdi, mau séc, do map..)

S6 liéu thi nghiém dude xi ly theo chuong
trinh IRRISTAT.

3. KET QUA NGHIEN CUU

3.1. Xac dinh méi trudng nén thich hop cho
nudi cAy mé lan Kim Tuyén (A. setaceus)

Thé chdi 4 tuan tudi tit moi trudng vao miu
dude cdy vao cdc mdi trudng nén khac nhau la
MS (Murashige and Skoog, 1962), Knud*,
Knudson (Knudson, 1946) c¢6 b6 sung thém 20g/1
sucrose + 100ml/1 ND + 100ml/1 dich chiét khoai
tay + 7g agar/l. Két qua thu dugc sau 8 tuan
nudi cdy duge thé hién qua bang 1.

Két qua thi nghiém cho thdy moi truong
Knud* 12 méi trudng phtu hop nhit dé nhan
nhanh Lan Kim Tuyén (A.setaceus), c6 hé so
nhan 1& 3,63 14n cao hon rat nhiéu so véi hai
cong thic con lai 1an lugt 1a 2,12 va 2,03 lan.
Coéng thiic nay ciing cho su vugt troi vé chiéu dai
va s6 la va chat lugng chdi, chdi rat to, khoe, 14
¢6 mau xanh dep.

3.2. Anh huéng chia nhém chit diéu tiét
sinh trudng riéng ré va phéi hop dén sy
phat sinh hinh thai va hé s6 nhan

Thi nghiém 1: Anh hudng ciia nhém chat
cytokinin dén su phat sinh hinh thai va hé
s6 nhan

Knud* dugc st dung lam méi trudng nén
cho cac thi nghiém nhan lan tiép theo, cac choi
ngon va chdi nach dude ciy vao méi trusng co bd
sung cac BAP va kinetin véi cac nong do khac
nhau. Két qua thi nghiém thu dugc sau 8 tuan




Nguyé&n Quang Thach, Phi Thj Cdm Mién

Bang 1. Anh hudéng ctia méi truong nén dén kha nang nhan nhanh chéi,
mat dot Lan Kim Tuyén

Mbi trwong S4 lwong chdi (chdi/mau) Chiéu dai chdi (cm) S la/choi Déc diém thé chdi
Knud* 3,63 3,56 4,12 Map, xanh
MS 2,12 1,32 1,56 Gay, xanh nhat
Knudson C 2,03 2,21 2,35 Bé, xanh nhat

Knud* MS Knudson

Hinh 1. Anh huéng clia méi truong nén dén kha nang nhan nhanh chéi

nuéi cdy. K&t qua thi nghiém trén thé hién rs  nhat hé s6 nhan daj; 5,22 va 4,91 chdi/mau. Dac
BA va kinetin c¢6 hiéu qué tich cuc nhat trong biét, chét lugng choi t6t, map va ¢6 mau xanh
vidc tao chdi in vitro lan Kim Tuyén BA va  dam. Tai céc cong thic con lai cho ty 1é choi
kinetin 6 nong dd 1,0mg/l cho hiéu qua rd rét dao dong tit 2,33 - 4,24 choi/mau.

Bang 2. Anh hudng ctia BAP va kinetin dén sy phat sinh hinh thai va hé sé nhan

o R R 86 chéi Sé abt Chiéu dai chdi L N
Cytokinin Nong dd (mg/l) = i Pac diém choi
(choi/mau) (adt/mau) (cm)
Déi chirng 0 1,22 1,56 2,32 Chdi gay, xanh nhat
0,1 2,45 2,16 3,02 Chbi yéu, xanh nhat
BAP .
0,5 3,91 2,33 3,15 Choi khoe, xanh dam
1,0 5,22 2,92 3,23 Chéi khée, xanh dam
2,0 4,24 2,35 3,01 Chdi xanh nhat, c6 l6ng to
CV (%) 55 4,2 3,7
LSDo 05 1,0 0,3 0,2
0,1 2.33 1,98 2,45 Chdi yéu, xanh nhat
Kinetin .
0,5 4,24 2,45 3,04 Choi khde, xanh dam
1,0 4,91 2,68 3,23 Chdi khde, xanh dam
2,0 3,21 2,02 3,09 Chéi xanh nhat
CV (%) 5,2 4,6 4.1
LSDy,05 0,6 0,7 0,5
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Nghién ctru k§ thuat nhan giéng loai lan Kim Tuyén (Anoectochilus setaceus Blume) in vitro

nham bao tdn ngudn dwoc liéu quy

2,0

Hinh 2. Anh hudng cta kinetin

0,1 0,5

1,0 2,0

Hinh 3. Anh huéng ctia BAP

Thi nghiém 2: Anh huéng ctia su phéi hop
2 nhém chat la auxin va cytokinin téi su
phat sinh hinh thai va hé s6 nhan

Cac chdi phu va choi bat dinh dudc cdy vao
moi truong Knud* + phéi hop chat diéu tiét sinh
trudng véi cac nong d6 khac nhau + 20g/1
ND + 100ml/1 dich chiét khoai tay + 7g agar/l. Két

qua thi nghiém sau 8 tuin cho thay coéng thiic
Knud* + 0,5mg/l BA + 0,3kinetin + 0,3mg/l
NAA + 20g/1 sucrose + 20g/1 ND + 5% than
hoat tinh + 7g agar/l cho hé s6 nhan chdi cao
nhat dat 6,55 chdi/mau, chat lugng chéi thu
dudc rat dep, mau sic 14 xanh dam, than map,
to va khde (Bang 3).

Bang 3. Anh hudng ctia su phéi hgp auxin va cytokinin dén sy phat sinh hinh thai

S6 choi

S6 dbt

Cong thire Chiéu dai . ez
v x P As Pac diém choi
(mgll) (chdi/mau) (d6t/mau) chai (cm)
0,5BA +0,3 Kinetin (CT1) 4,67 2,45 3,12 )
Choi xanh dam
0, . 2 il
CV (%) a7 52 5.0 l4 twong déi khde
LSDo s 0,5 0,6 0,8
0,3BA + 0,5 Kinetin (CT2) 4,32 2,54 3,22
CV (%) 4,9 55 5,0 Chdi xanh dam, Ia rat khde
LSDo s 0,6 0,7 0,9
0,5BA +0,3 Kinetin + 0,3 NAA (CT3) 6,55 2,77 3,52
CV (%) 55 4,0 45 Chdi xanh dam, Ia khoe
LSDg s 0,5 0,6 0,4
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crae | CT

Hinh 4. Anh huéng ctia su phéi hop auxin va cytokinin t6i hé s6 nhan chéi

3.3. Anh huéng ctia IBA va NAA t6i sy hinh
thanh ré lan Kim Tuyén

Dé cam ting tao ré, cac chdi lan Kim Tuyén
¢6 chiéu cao 3 - 4cm dude chuyén sang moi
trudng c6 b sung chit diéu tiét sinh trudng
thudc nhom auxin. K&t qua thu dude sau 8 tuan

nudi cdy cé st dung 2 phytohormon thudéc nhém
auxin 1a aNAA va IBA (Bang 4). Chdi chinh va
cac mat d6t duge dung lam vat liéu vao miu cho
thi nghiém nay. Céng thiic thi nghiém chung la
Knud* + auxin + 20g/1 sucrose + 100ml/l ND +
5% than hoat tinh + 7g agar/l.

Bang 4. Anh hudng ctia NAA va IBA t6i su phat sinh ré loai lan Kim Tuyén

Sé lwong Sé lwong

T S S N
Péi chirng 3,32 1,31 2,11 0,92 2,04 Chéi xanh nhat, 14 bé
IBA 0,5 4,12 1,27 2,33 1,11 2,43 Chdi xanh nhat, c6 16ng to

1,0 3,71 1,19 2,54 0,89 2,11 Chdi xanh nhat
1,5 3,55 1,43 2,66 0,99 1,98 Chéi xanh nhat, 14 bé
2,0 3,23 1,26 2,41 1,04 1,83 Chdi xanh nhat, 14 bé
3,0 2,12 1,32 2,58 1,18 1,71 Chdi xanh nhat, 14 bé

ONAA 0,5 3,23 2,06 2,55 1,55 3,72 Chéi bé, mau xanh nhat
1,0 3,41 2,54 2,87 1,34 4,21 Chdi bé, mau xanh nhat
1,5 3,33 2,76 2,31 0,81 3,42 Chéi bé, mau xanh nhat
2,0 3,37 4,11 1,98 1,31 3,33 Chdi bé, mau xanh nhat
3,0 3,67 3,65 1,79 1,11 3,21 Chdi bé, mau xanh nhat
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Nghién ctru ky thudt nhan giéng loai lan Kim Tuyén (Anoectochilus setaceus Blume) in vitro
nham bao ton nguon dwoc liéu quy

D/C 0,5 1,0 1,5 2,0 3,0 (mg/l)

p/C 0,5 1,0 (mg/l)

Anh huéng ctia IBA

1,5 2,0 3,0 (mg/l)
Anh huong ctia ONAA

Hinh 5. Anh hudéng ctia IBA va aNAA t6i sy hinh thanh ré

Thi nghiém cho thay IBA va oNAA it anh v6i IBA véi trung binh 4,21 ré&/mau. Tuy nhién
hudng dén su phat sinh chéi. TBA ¢6 néng do tit chat lugng cay chua that t6t, hau hét cac mau déu
0,5 - 1,0mg/l va aNAA 1,0mg/l ¢6 tac dung sin cho cay hoi gdy va 14 c¢6 mau xanh nhat. Chat
sinh ré nhung aNAA c6 hiéu qua hon rat nhiéu so lugng 14 6 cay b6 sung TBA t6t hon so véi aNAA.
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4. KET LUAN VA PE NGHI

4.1. K&t luan

Mbi trudng thich hgp nhat dé thuc hién
nhan nhanh in vitro lan kim tuyén la: Knud* +
0,5mg/l BA + 0,3Kinetin +0,3mg/l NAA + 20g/1
Sucrose + 20g/1 ND + 100ml/l dich chiét khoai
tay + 7g agar/l.

Moéi truong thich hdp nhit cho sy hinh
thanh ré tao cdy hoan chinh la: Knud* + 0,5-1,0
mg/l IBA hoac 1,0mg/l NAA + 20g/l Sucrose +
100ml/1 ND + 5% than hoat tinh + 7g agar/l.

4.2. Dé nghi

Can tiép tuc tién hanh nghién ctiu cac diéu
kién ra ngéi thich hgp nhat cho ciy con in vitro
lan Kim Tuyén va dua vao san xudt trén quy mo
cong nghiép nhidm dap tng dudc nhu cau st
dung lan Kim Tuyén hién nay.
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