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NGHIEN C UU NHANANHANH IN VITRO LOAI LAN KIM TUY EN (Anoectochilus
setaceus Blume) THONG QUA CAM UNG TAO PROTOCORM LIKE BODIES
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TOM TAT: Lan kim tuyén (Anoectochilus setace@ume) 1a droc liéu quy duoc sr dung trong
céc bai théc o truyén caa dngdong cac dandc thiéu 5 & Viét Nam. Cac loai lan kim tép phan
bd rong nhng < lwong cé té ngoai tr nhién khong kil do khi néng tai sinh chm, doi hoi dicu kien
song ngit ngheo, ngoai ra, lan kim térydang b khai thac qué i do c6 nhiu dugc tinh quy. Nghién
cau duoc tién hanh nbm xay drng quy trinh nhain vitro loai lan kim tugn théng qua protocorm-like
bodies (PLBs) & muc dich gép phn kio t©n loai lan quy Hm. Ty Ié cim tng ko PLBsdat 86,25%
V6i nguon mau 1a lat ét ngang th chdi. Khéi lwong tiroi trung binh éa axym PLBs sau 30 ngay nudi
cay dat 0,23 gam. Cacwn PLBsduoc nudi dy trén moi taong phét sinh va sinhuéng choi
trong 30 ngay. Cac 6hh|nh thanhduoc tach riéng va chiéy sang giaifoan tao 1. Qua trinh 4o
ré bao gm 2 giaidoan, moi giai doan kéo dai trong 30 ngay. Sau 60 ngay, 100%i tio 12 Voi
trung binh 3,20+0,678fchdi, chiéu cao cay trung binlat 4,57+0,85 cm &i 4,21+0,42 |a/cay. Bl
sb nhan cldi cua toan b quy trinhdat 29,664,04 cbi/cum PLBs.

Tir khéa: Anoectochilus setaceuss sb nhan chi, protocorm-like bodies (PLBs)ad chbi tir

PLBs,in vitro.

MO PAU Hién nay, cac loai lan kim tén khong ch

Lan kim tu)én Anoectochilus SetaceUSdu'O'C nghlen au Ve hmt tinh sinh I@C ma con
Blume, thwéc ho Phong lan (Orchidaceaglyoc V€ CAC plrong phap nudi &y in vitro. Nguyén
biét dén nhiu do kh ninging ding trong y dioc.  Quang Thch va Phi Th Cam Mién (2012) [11]
Theo y hc & truyén Trung Hoa, lan kim tuén da thét 1ap quy trinh nhan nhanin vitro hoan
dugc dingdé didu tri bénh tiéu duong, lam tan chinh loai lan kim tu;%n Anoectochilus setaceus

khéi u, géim lipase trong mAu va th viém gan V6i nguyén Iéu 1a choi va mit dot ngang than
[5]. vai hé sb nhan chbi 1a 6,55 chi/mau, ty I¢ ra €

in vitro dat 100% \6i trung binh 4,21 &choi.
Ket et al. (2004) [4]dwa ra quy trinh nhan
nhanh lan kim tugn loai Anoectochilus
formosanusbang phrong phap 4o da chbi Vi
nguwn mau bandau la choi dinh, r¢ s5 nhan
chdi dat 11,1 cldi/mau va 100% ru chdi ra 2
trén moi trong c6 b sung 0,5 g/L than ho
tinh. Yih jun shiau et al. (2002) [12] nghiéfuc
bao tn loai lan kim tugn Anoectochilus
formasanusbing phrong phap nudi &y hat lai
nhan 2o bing phrong phapin vitro. Hat 7 ngay
tudi duoc khir tring saui6 nuodi dy trong diéu
kién in vitro, ty I¢ hat sdng s6t, Ay mam lén

A 0, N 3 A 0, a 4 z X
loai Anoectochilus setacelume throng dgip den 77,9% vaden 90% cay &ng sot, tp e

nht va co gia trthuong mai cao nlit, gip hang S|nh7tn1c?rng trong won L,mnj' . R
chuc Iin cac loai khac [7]. O Viét Nam, ndt s5 cdng trinh nghiénvm

Lan kim tuyén la ngwn droc thao quy, c6
gia kinh £ cao. Nhing do $ lugng it, myc rai
rac va Iy khai thac qué e (voi hinh thrc khai
thac @in diét) nén cay lan kim tn trong tr
nhién c6 nguy € bi tuyét ching réu khéng cé
bién phap Bo tn hiéu qua. Hién nay, lan kim
tuyén dugc dua vao danh mc cac loaidang
nguy dp thwec nhém 1A @a Ngh dinh
32/2006/CP, nghiénﬁm khai thac vi mc dich
thuong mai va dugc xép vao nhém thc vat
ring dang nguy dp (EN Al a,c,d) trong Séach
bo Viét Nam 2007 [1]. Hin tai, 6 Viét Namda
thong kédwoc 12 loai lan kim tun, trongdo
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da thét 1ap dugc quy trinh nhan lan kim tép
bang chbi va dét than [4, 8, 10], tuy nhién, &
nhan nhanh lan kim tép théng qua &m Gng
tao PLBs clra dugc quan tdm va nghiénio
nhiéu. Chinh vi vy, ching toi thrc hién nghién
ciru nay \6i muc dich thiét 1ap quy trinh nhan

trinh nhan ¢ing in vitro ¢ cac loai lan noi
chung. Cac nghiénia treée day cho thy, bin
chit caa PLBs la cac thphoi soma [11]. Mt sd
con duong phéat sinh PLBs nh (1) phéat sinh
PLBs tic tiép tir cac € bao tén phdi [2, 3] va
(2) phét sinh PLBs thong quact md $0: mau

nhanh lan kim tu§n Anoectochilus setaceusthyc vit duwoc cim ang a0 md g0 trén cac moi

thdng qua &m ung ko PLBs nlim gia ting e
sd nhéan clai.

VAT LI EU VA PHUONG PHAP NGHIEN CUU
Thyc vat: thé choi in vitro 30 ngay téi cua

truong chra auxin nlxr 2,4-D, picloram... sau
d6, md g0 duoc chuyén sang nudi &y trén moi
truong c6 hamiong auxin tAp dé cam tng ©o
PLBs [6, 8, 13]

Trong nghién ¢u nay, chudng tdi (s dung

cay lan kim tugn, Anoectochilus setaceusbay loai méi truong, ky héu PrO-Pré (¢i nén

Blume, do Phong Céng nghé bao thrc vat-
Vién Cong ngh sinh ke, Vién Hé}n lam Khoa
hoc va Cong ngdViét Nam cung ép.

Moi truong nudi @y: moi trrong @ ban
Knudson C bao @n cac mei da lwong, vi

moi trrdng chung 1a Knudsondbsung 10%
nudc dra va 10 g/Lduong saccaroza) coob
sung 2,4 D va kineti cac mng do khac nhau,
pH=5,5 nfam lya clon méi trong phu kp cho
qué trinh 40 PLBs fr thé chdi lan kim tuyén.

luong theo Knudson (1946) va vitamin B5 the©NUNg t6i nin thay, cac mu the choi cam tng

Gamborg (1968), dsung céac cit diéu hoa sinh
truong nhr kinetin, 2,4-D, GA, a-NAA tly
theo trng giaidoan nudi @y.

Thé chdi in vitro lan kim tuyén 30 ngay tbi
(hinh 2a)dugc khir dinh sinh taéng (hinh 2b)
va chugn vao 7 cong tic mdi trrong cim tng
tao protocom c6é & sung 2,4-D va kinetiry
nong d6 khac nhau. Giaidoan cim ung to
PLBs duoc nudi dy trong diéu kién long-lic,
16h chéu sang, niit do phong nudi éy 22°C.
Céac mm PLBs bt (twoi, chic, mau xanh, khéng
mong nréc, khéng b bién dang) dwoc chuyn
sang mdi trong ©o chdi cd sr két hop gira
BAP, kinetin, va GA, a-NAA va tiép tuc nudi
cay trong 30 ngay. Sadd, cac chi phat trén
t6t, chidu cao cloi dat tir 2-3 cmduogc tach riéng
va chuyn lén mai taong kich thich ra& Cay
in vitro hoan thén dugc dua ra tbng thr
nghiém trong won wom dé danh gia ki ning
thich nghi @a ctbi trongdiéu kién tyr nhién.

~ Céac thi nghim duoc lap lai 3 lan. S ligu
thong k& phéan tich theo phing phap phéan tich
phurong sai ANOVA king phin mém SPSS.

KET QUA VA THAO LUAN

Anh hwéng aia kinetin va 2,4 D 6i kha ning
hinh thanh PLBs tir thé chdi

PLBs d¢ong vai trd quan tng trong qua

tao PLBs 6t khi nuéi dy trongdiéu kién long,
lic.

Két qua thi nghém cho thy, méi tarong
PrO (khdng B sung clt diéu hoa sinh wong),
sau 30 ngay nudi & mau hinh thanh 1-2 &,
khéng hinh thanh PLBs §hg 1).

Trong méi trong nudi dy bd sungdong
thoi 2 loai chat diéu hoa sinh wong Prl, Pr2,
Pr3 (0,5 mg/L 2,4-D va kinetid cac rong do
khac nhau 1,5; 1,0 va 0,5 mg/L) sau 7 ngay nubi
cdy bat ¢ddu cam ung hinh thanh PLBs.jTIé tao
thanh PLBs cao nih & méi tuwong Pr3
(84,25%). Sau 30 ngay nudiy; trén & 3 moi
truong b sung cht diéu khién sinh teang déu
thu dugc cac am PLBs cé ki luong trong
dwong nhau: 0,151; 0,153 va 0,160 gam, cac
cum PLBs c6 mau ing sang va pdng to. Tuy
nhién, khi chang t6i 4y chuy¥n cum PLBs thu
dugc ¢ trén vao moi wong kéo dai cbi thi
nhan thdy khéng cé 8 hinh thanh cbi. Nhu
vay, sr két hop giita 2,4 D (0,5 mg/L) va kinetin
(0,5; 1,0 va 1,5 mg/L) tuyab ra cac gm PLBs
nhung ki khong kéo daidugc chbi tir cum
PLBs.

Trong khi d6, & cac mdi teong b sung
kinetin don ¢ voi cac rdng do khac nhau (0,5;
1,0; 1,5 mg/L), s hinh thanh PLBsimg nhr
chit luong PLBs c6 s khac bét rd rét. Moi
truong Pr6 c6 s hinh thanh PLBs@n hon (sau
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10 ngay) so & mai tredng Prd va Pr5 (sau 12 nhiéu thé choi (hinh 2c). Nir vy, viéc bd sung
ngay), nleng ki co ty 1¢ hinh thanh PLBs #ip  cytokinin don ¢ (kinetin: 0,5 mg/L) trong moi
nhat. Méi truong Pr4 (6 sung 0,5 mg/L truong nudi dy cé khi ning ¢im ang Ht nhat

kinetin) c6 § I& hinh thanh PLBs cao At cac tao PLBs tirc tiép tir dinh chbi Lan kim tuyén

cum PLBs c6 khi luong lon nhit va chit luong  Anoectochilus setaceus

t6t nhit, thé hién &: PLBs kive, mau ting xanh,

Bdng 1.Ty ¢ tao thanh PLBs va dh lugng PLBs trén cac méitdng nghién ¢u

Cong thic Chat kich thich sinh Ty € (%) hinh Khoi luong troi cua aum
truong (mg/L) thanh PLBs PLBs (g) (sau 30 ngay)

Pro 0,0 0,0 0,00 0

Prl 0,5 1,5 73,20 0,151

Pr2 0,5 1,0 77,17° 0,153

Pr3 0,5 0,5 84,2% 0,166°

Pr4 0,0 0,5 86,28 0,23

Pr5 0,0 1,0 83,20 0,18

Pré 0,0 1,5 48,34 0,2

(*). Két qua trung binh aa 3 kn lap lai; cac chi cai khac nhau trong cungaincot thé hién sy khac bt &
mic y ngha 5%.

Kha ning sinh trwéng cia PLBs trong moi Qué trinh nubidng aam tng ko PLBs cliu
trwong Prd anh hrong aia nhéu yéu t6 nhr ché do nuéi,
thoi gian nuéi. \6i ché do nudi kc ¢ dinh, thi
gian nubi @y hay thi gian thu niu PLBsdé
tién hanh tai sinh cay hoanioh c6anh hréng
lén dén chit lvong aia cay con. Chang toié
hanh theo ddi qué trinh sinhréing dla cac am
PLBs nudi dy trén mdi tmong Pr4 trong tbi
gian 33 ngay (hinh 1). Thi ngim dugc lap lai
3 lan, mdi 1an gdm 3 binh nudi &y véi 9,0 g
mau thé chdi da khr dinh sinh teong.

Két qua cho thiy, ar gia ting khbi luong Bp
trung manh nHit ¢ giai doan 27-30 ngay sau
nudi dy, khdi lugng PLBs #ing dip doi so \bi
giai doan 9 ngay tdi va khji luong troi ting
Xap xi 2,62 hn so 6i khéi lugng miu cy. Hinh
1 cho thy, s5 PLBs ko thanh va phat #n kha
ddng déu, 6n dinh qua cac giafoan nudi dy.
9 Bat dau tr ngay thr 21 dén ngay thir 30, PLBs

budc vao thi ky tang sinh nhanh, amh. Sau
5 nudi dy 29-30 ngay, mt sb PLBs kit ddu biét
héa thanh cbi nho.

Sau 30 ngay nubidg khdi luong troi cac
0 cum PLBs thuduoc la 23,64 gam,wn PLBs

0 3 6 9 1215182124 273033 chic khoe, c6 mau tng xanh (hinh 2c). Giai

Thoi gian nudi ay (ngay) doan tir ngay 30-33 ngay PLBsiwm ting sinh
Hinh 1.Téc do sinh tuong PLBs trén moi tuy tbc do ting c6 clm hon giai doan 27-30
truong Pr4 trong 33 ngay ngay, c6 hin trong thiy tinh thé ¢ mot <5

3U

N
[6)]

Khéi luong troi PLBs (g)
N
o

=
al

10
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PLBs. Khi chugn cum PLBs nay vao médi tuyén tir PLBs theo hai giatoan. (1) Giaidoan
truong to chdi, nhiing PLBs b thay tinh thé  tai sinh cldi tr PLBs va (2) Giaidoan sinh
khong kéo dai thanh 6h Chiing t6ida chugn  truéng chdi va o .
PLBs nuoi @y 25-33 ngay vao moiong &0 ¢ giaj doan (1), cac gm PLBsduoc chuyn
choi. Két qui chuyen PLBs 29-30 ngay sau nudijan mgi tuong KO hdic K1 dé tai sinh cbi ti
cay thoi gian keo dai cbi ngan nhat (30 Ngay), cym PLBs. Sau 7-10 ngay nudycchang toi
ty 1€ tao choi 100%, chat lugng cloi tot nhat. Vit pian thy d4 wo duoc chdi tir PLB (hinh 2d) va
vy, chung toi chn thoi gian nudi m tng B0 5, 30 ngay nudidy cac em PLBs hinh thanh
PLBs la 30 ngay. cac chi cao 0,5-2,5 cm, cart1-2 14, clbi c6
Tai sinh cay hoan clinh tir PLBs mau ting-xanh (hinh 2e). & qui sau 30 ngay
3 Yy .. hubi @y trén moi trong KO c6 B 5 nhén chi
Cac am PLBs 30 ngay ti tao ra &t mOl o5 wyn nusi trong modi wong K1 (22+3,76
trudng Prd, co Kbi luong trung binh 0,23 gam qpyycim pLBs so wi 20,14%4,14 chilcym
dugc chuyn vao nudi gy trén cac moi rong KO p) gey Tyy nhién, ssai khac & hé s nhan chi
(knudson C + 10%uwvc dra + 10% dch chet - giza Ko va K1 khang c6 v ngl v mét théng ké
khoai tay + 30 g/L saccaroza + 2,7 g/L gelrite), s chiing t6i oka clon mai tnxc‘mg. thich fop
K1 (KO + 0,5 mg/L BAP + 0,3 mg/l G&+ 0.3 o4 giaidoan tai sinh chi tir PLBs. Két thic giai
mg/L kinetin + 0,1 mg/L NAA [8, 9] va K2 (KO 45,171 " \i thoi gian nudi dy tai sinh cbi 30
* 0,5 mg/L NAA). Cac moi trong KO, K1, K2 iy " nidyy chdi van nho, c6 tré chua kéo dai Bt
deu co pH=5,5, nim danh gia k& nang phat p3i" 5 oum PLBs, nflang réu tiép tuc nudi trong
sinh, sinh trong va go cay hoan dinh tr PLBS i trygng tio chdi thi anh hrong dén chit
lan kim tuyen. lugng cay con nén ching toi @ thoi gian nuoi
Chang tdi tn hanh tai sinh cay lan kim cay giaidoan (1) la 30 ngay.

Hinh 2.Ta&i sinh cay lan kim tn théng qua PLBs

a: The choi nguyén Igu; b: Tk choi khir dinh; c: PLBs 30 ngay sau nudiyctrong moi taong Pr4; d-e: Té
chbi tai sinh fr PLBs sau 10, 30 ngay nudiyctrén moi trong K1 (giaidoan 1); f-g: Choi lan kim tuyén sau
60, 90 ngay nubiay trén moi terong KO ( giaidoan 2), h: cay lan kim tugn trong thiy canh trén gia thxo
dura.
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Bang 2.Kha ning ©io cay hoan dmh va k& sd nhan chi cua toan qui trinh nudidy

Hiéu suit nhan

Dic diém cay con

céngthic Ty lé tao S5 ré TB tao NPT aY =
L) &%) thanh choi (ﬁ,"Lgs‘f’)" cum %2‘;‘2(%0 S5 la/cay
K0-KO 100 3,07 22,50 4,307 4,42
KO —K2 100 3,92 23,06° 4,53 4,50
K1-KO 100 3,20 29,66 4,57 4,2P
K1-K2 97,34 2,28 38,33 3,64 3,37

(*). Két qua trung binh aa 3 kn lap lai; cac chi cai khac nhau trong cungaincot thé hién sy khac bt &

mic y ngha 5%.

Trong giaidoan (2), ching tdi tachum chbi
(3-4 chbi) tir cum chbi da tai sinh & mdt cum
PLBs thuduoc ¢ giai doan (1) chugn sang moi
truong KO hdic K2 dé chdi tiép tuc sinh taong.
Sau 30 ngay nudiig dau tién, chang toi én
hanh tach riéngithg choi va chuyn sang cung
moi tredng dé chdi sinh tirong va ra &.

Trong qué trinh én hanh thi nglsim, chang
t6i nhan thiy, mdi tarong khéng b sung cht
didu hoa sinh wéng KO ding c6 ki ning éim
ing ©o 1€ & cac chi lan kim tuyén. Do d6,
chiing t6i tén hanh nudi &y cac chi riéng bit
trén & hai mdi teong KO va K2 trong giadtoan
(2). Giaidoan (2) kéo dai trong 60 ngay.éKqua
theo ddi sau 90 ngairoc thé hién ¢ bang 2.

Két qua cho thiy, khi tach chugn cac am
chdi nuéi diy trong hai mdi trong KO va K14
giai doan (1) vao cung Bt moi tnrong ©o ré
(KO haic K2) ¢ giai doan (2), I¢ sd tao chbi co
sy sai khacdn.

Khi chuyén cac am choi tir nudi dy trong
moi treong KO sang mdi trong sinh toeong va
tao 18 KO khong thy co6 sr sai khac nhiu vé
hiéu qui tao chdi. Nguyén nhan c6 thdo moi
truong tai sinh chi KO (khéng 1 sung cht
diéu hoa sinh rong) cac cytokinin ngo sinh
duoc cay & dung rét trong giaidoan (1), sau 30
ngay nuéi &y chuyén sang moi irong sinh
truong choi va o @ KO haic K2 (khéng b
sung clt didu hoa sinh wong thupc nhom
cytokinin) trong ndu cly chi con cytokinin i
sinh, nény giai doan nay cay gn nhr khoéng 4o
thém cloi cong thirc KO-KO c6 hgu stit nhan
cay la 22,5 trong khiédt qua twong tr tir cong
thirc KO-K2 la 23,00). Bénanh d6, cac chi tao
thanh cé cht luong dong déu. Piéu nay the
hién & chiéu cao cbi va & la/cay gira 2 cong
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thac khbéng cé sai khac ré&tr (bang 2). Tuy
nhién, véc bo sung 0,5 mg/l NAA> méi trong
K2 cho $ luong @/chdi (3,92 &/chdi ) cao ton
& mdi tnrong KO (3,07 &/choi).

Khi chuyén cac am chbi tir méi tnrong K1
& giai doan (1) sang méi trong K2 hay K0déu
c6 hiu suit nhan cay & cay/am PLBs) cao
hon cac am chbi duoc chuyn tir méi trrong
KO. Hiéu suit nhan cayang do trong 30 ngay
dau giai doan (2), cac gm chdi duoc tach tr
moi treong K1 Van tiép tuc tao chdi (hinh 2f).
Hién twrong nay co th do khi chdi sinh trong
trong méi trong tai sinh chi K1 (bd sung cht
diéu hoa sinh wong thibc nhém cytokinin) khi
chuyén sang méi trong mbi ¢ giai doan (2) cac
cum chdi van con dr luong chit kich thich
cytokinin nén t&p tuc hinh thanh abi néach,
dong thoi kéo dai Kt cac ci bit diu hinh
thanh & mdi trong tai sinh chi ma chra dém
dugc. Cong tikc K1-K2 cho héu suit nhan cay
cao nfit 38,33 cay. Tuy nhién, cay comot
thanh cé cht luong thip (s ré/cay, chéu cao
cay, $ la/cay it va khongiong déu) khéngda
diéu kién dua ra wron wom. Trong khido, céng
thirc K1-KO sau 60 ngay nudidg cho chit
lwong cay condt hon vadu tiéu chudn dua ra
vudn wom Voi hiéu suit nhan caydat 29,66
cay/aim PLBs i 100% chi tao 1@ va trung
binh to 3,2 &/ choi, cAc clki dat chiéu cao
trung binh 4,57cm va c6 4,21 la/cay (hinh 2g).
Can ar vao nhirng phan tich trén, chung téi
chon méi trong K1 (B sung 0,5 mg/L BAP +
0,3 mg/L GA3 + 0,3 mg/L kinetin + 0,1 mg/L
NAA) la mi truong tai sinh chi va méi tirong
KO (khéng 1B sung chit diéu hoa sinh trong)
la méi trrong sinh trong va ko 1 caa chbi khi
xay drng quy trinh nhan lan kim tépg.
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Nguyén Quang Thch va Phi ThCam Mién
(2012) [10]da thiet [ap quy trinh nh&n nhanin
vitro hoan clnh loai lan kim tugn

truong pra, 30 ngagé thu chdi.

Cam tng o PLBs: mdi toeong thich lyp
N nhit dé cam ung o PLBs la Pr4 (Knudsonoc
Anoectochilus setaceusi nguyén lgu 1a coi  pan + 05 mg/L kinetin + 10 g/Ldudng
va mat dot ngang than & h¢ s5 nhan chi la  saccaroza + 10%uoc dra, pH=5,5). Gt chdi,
6,55 ctvi/mau. Treong TH Bich Phrgng, Phan pg dinh ctbi, nudi trong méi teong pré sau 30
Ngoc Khoa (2013)i& nhan thanh cong lan kimngay thi thu PLBs. ¥ I¢ tao PLBs la 86,25%,
tuyen qua nudi gy cum protocorm (2,0 x 2,0 khéj lugng trung binh ¢a aym PLBs sau 30

5,62 chi/cum protocorm i tong thvi gian
nudi cy la 32 tan [8]. Nhr vay, chdng toi

bugc dau da ©o duoc qui trinh nhan nhanh lan

kim tuyén Anoectochilus setaceuthéng qua

cam ung ©o PLBs i hiéu suit nhan cay cao

29,66 cloi/cum PLBs

Panh gia kha niang thich nghi aia chbi lan
kim tuy én in vitro ngoai viron wom
Panh gia ki ning $ng aia cay lan kim

dugc c6 chit luong Ht.

Tai sinh cay hoan ¢hh tr PLBs: tai sinh
cay lan kim tugn tr PLBs theo hai giadioan.
(1) Giai doan tai sinh chi tr PLBs. (2) Giai
doan sinh tréng choi va tao ré.

(1) Giai doan tai sinh chi tir PLBs: chi
duoc tai sinh trén m6i trong Knudson C &
sung 10% ndc dira,10% dch chét khoai tay,
30 g/L duwong saccaroza, 0,5 mg/L BAP, 0,3

tuyén khi chuyn ra gia ti trong 1a khau quan mg/l GAs, 0,3 mg/L kinetin, 0,1 mg/L NAA va

trong dé danh gia htu qui cua qui trinh nhan
gidng in vitro. Chinh vi My ching t6ida tién

hanh thi nglim chuyén 100 cay lan kim tun

nudi dly in vitro ra tdng trong won wom (c6

mai che). Téng bing phrong phap thy canh
Vi gia thé 1a i xo dira haic trong trén gia th

la than @i + vo thdng + réu i ty & phdi tron

la 3:2:1 hgc trén gia th réu + than i ty I¢

4:1. Thyi gian tong 6 tuin. Két qua trong thiy

canh cho thy, ty 1& sdng s6t ngoai won wom

xap xi 100% (hinh 2h). Trong kkio, trong trén
gia thé than @i + vo théng + réu,it 18 cay $ng

thip hon, khaing 96%. Tlp nhit la cay tbng

trén gia t réu + than, it 16 cay $ng ch

khoang 80%. Toan & cay con éng déu sinh
truong va phat tén binh throng, cay ra& va la
mai. Véi ty & cay tdng trong won vom sHng

& 80%-100% tuy mdi trong wom, toan b cay
con $ng déu ra € va la ndi da ching minh cay
lan kim tuyén nudi dy in vitro théng qua tai
sinh PLBs c¢6 kh nang sinh trong va phat tén

t6t trongdiéu kien vuon wom.

KET LUAN

Chung téida nghién ¢u hoan thin quy
trinh tai sinh cay lan kim téy, Anoectochilus
setaceuBlume, théng qua PLBs ntsau:

Chuan bi vat ligu in vitro dé cam ng o
PLBs: nudidot than lan kim tugn trong mdi

2,7 g/L gelrite, pH=5,5.

(2) Giai doan sinh twéng chi va tao r:
Cac chi sinh trong va ho ré hinh thanh cay
hoan ctinh trén mbi trong knudson C & ban
bé sung 10% ndc dira, 10% dch chét khoai
tay, 2,7 g/L gelrite va 30 g/duong saccaroza,
pH=5,5.

Budc dau cho thy, phrong phéap tng thiy
canh trén gia thxo dira phu lop cho giaidoan
tap huin cay trong won wom. Cay lan kim
tuyén sinh toong 6n dinh, phat tén tt, ra €
va |4 méi cho t 1 sbng sét cao. Bng phrong
thirc phat trén cay théng qua giaioan cam tng
tao PLBs trong rat thoi gian ngin (120 ngay)
c6 the nhan nhanh lodi Lan kim tdy,
Anoectochilus setaceussi hiéu suit nhan cao
(29,66 clhi/cum PLBs 0,23 gam). Cay dig
thu duoc tir quy trinh ¢6 ¢ 1é sdng cao (80%-
100%), cay con sinh #tng binh tlhrong khi
chuyén ra wron wom.

Loi cam on: Codng trinhdugc thec hién trong
khuén ki dé tai cip nha mdc “Nghién du
phét trén cong ngh chiéu sang LED phc wu
néng nghép Tay Nguyén” thGc chrong trinh
Tay Nguyén 3 “Khoa éc va céng ngéphuc vu
phéat trén kinh €-x& i ving Tay Nguyén'-
TN3/C09. Céc thi nghin duoc tién hanh c6 &
dung trang thét bi cia Phong thi nghim trong
diém C6ng ngh gen, Vén Cong ngh sinh hyc.
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Tran Thi Hong Thuy et al.

IN VITRO MICROPROPAGATION OF AN ENDANGERED
MEDICINAL ORCHILD ( Anoectochilus setaceus Blume)
THROUGH PROTOCORM-LIKE BODIES

Tran Thi Hong Thuy?, Do Thi Gan?, Nguyen Khac Hund,
Pham Bich Ngo¢, Chu Hoang Hd

Ynstitute of Biotechnology, VAST
’Hanoi Pedagogical No 2
*Center for High Technology Development

SUMMARY

Anoectochilus setacel®ume is one of the rare medicinal orchids in W&h. Anoectochilus setaceus
has various functions in traditional medicine, swh anti-tumor, lipase decreasing, anti-diabetes; a
hepatitis... Nowadays, lan kim tuyen individualgtie nature is limited because of its slowly graveecial
condition requirements and especially, been exeglyséxploited, that can result in the extinctiomorder to
preserve plant biodiversity, develop and expandklemtuyen cultivation, a rapid micropropagatiorofarcol
through PLBs-protocorm like bodies is establisHedtached apical shoots were used as explants fBs PL
initiation. After 30 days-culture, 86.25% of theptants regenerated to PLBs with fresh weight apprately
0.23 gram per clump. Shoots were quickly regendrftem the derived PLBs by transplanting onto shoot
regenerating medium in next 30 days. Single intdiot separated from shoot clump was transferred to
elongating and rooting formation medium. After dys of culturing process, micropropagation proititgt
achieves about 29.66 plantlets per PLBs.

Keywords: Anoectochilus setaceusicropropagation, PLBs, protocorm-like bodies.
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