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NHAN GIONG CAY LAN DUOI CHON [Rhynchostylis retusa (L.) Blume]
BANG KY THUAT NUOI CAY MO
Bui Vén Thang', Nguyén Thi Hong Gdm'

TOM TAT

Mot quy trinh nhan nhanh giéng Lan du6i chén bing ki thuit nuoi cdy mo da dugc nghién cGu thanh cong, véi
hé s6 nhéan gidng cao: Hat non tli qua lan chin sinh ly dugc nuéi trén moi trudng Knops + 100 ml/1 dich chiét khoai
tay (PH), 100 ml/l nudc dita (CW) va 20 g/l sucrose, cho ty 1¢ hat ndy mam 95% sau 6 tudn nudi cdy. Nhan nhanh
protocorm trén mdi trudng Knops + 0,5 mg/l BAP, 0,5 mg/I NAA, 0,3 mg/l Kinetin, 100 ml/1 PH, 100 ml/l CW va 30
g/l sucrose, cho hé s6 nhin 16,09 lan/chu ky nhan sau 5 tudn nudi cdy. M6i trudng Knops + 0,5 mg/l BAP, 0,3 mg/1
NAA, 0,3 mg/l GA3, 100 ml/l PH, 100 ml/l CW va 30 g/1 sucrose, cho ty 1¢ protocorm tai sinh chéi 97,55% va 8,82
chéi/cum sau 6 tudn nudi cdy. Nuoi cdy chdi trén moéi truong Knops + 0,3 mg/l IBA, 100 ml/l PH va 20 g/l sucrose,
cho ty 1é chéi ra ré 100% va 6,5 ré/chdi sau 4 tudn nuodi cdy. Ciy con hoan chinh dugc trong trén gid thé dén kho va
x0 dita (1:1), cho ty 1é s6ng 90% sau 8 tudn ra ngoi. Quy trinh nay c6 thé d4p dung d€ san xudt mét lugng 16n cay giong

chét lugng t6t dap ting nhu cau thuong mai.

T khéa: Lan du6i chon, nhéin giéng, nudi cdy in vitro, thé choi

1. DAT VAN PE

Lan dudi chon [Rhynchostylis retusa (L.) Blume]
la loai lan riing, c6 hoa rat dep va huong thom
dugc thi truong trong nudc, ciing nhu quoc t€ ua
chudng nén c6 gia tri kinh té€ cao. Rat nhiéu loai lan
thu¢c chi Rhynchostylis c¢6 gié tri thuong mai quan
trong trong nganh cong nghiép hoa tréng chiu. Lan
R. retusa thuong dugc tim théy trong cac khu riing
c6 d6 cao 1200 m so v6i muc nudc bién, phan bd
cht yéu & Viét Nam, Lao, Campuchia, Indonesia,
Malaysia, Thai Lan, Nepal, Philipin, Singapore, Sri
Lanka, Bangladesh, Benin, Mién Dién, Trung Quéc
va An D¢ (Chowdhury et al., 2014). Ngoai gia tri
lam canh, loai lan R. retusa con co gié tri dugc liéu
rat 16n; toan bd cac bd phén cua ciy duge stt dung
dé 1am thudc diéu tri bénh thip khép, lao phéi, dong
kinh, r6i loan kinh, bénh gut, hen va bénh ngoai da
(Shanavaskhan et al., 2012; Das et al., 2012). Ré dugc
stt dung d€ chiia bénh so6t rét (Tiwari et al., 2012,
Radhika et al., 2013). Hoa kho dugc st dung lam
thudc chong con trung va d€ gay non (Subedi et al.,
2013). Dich chiét tii cac bd phan cta loai lan nay
cho thay c6 tinh khdng khuédn manh d6i v6i Bacillus
subtilis va Escherichia coli (Hossain, 2011).

Do c6 gia trilén nén loai lan riing R. retusa & Viét
Nam dang bi khai thdc mot cach qua mtic, c6 nguy
co can kiét trong ring tu nhién. Vi vdy, viéc nghién
ctiu mét quy trinh nhén nhanh giéng, c6 kha niang
dap ting nguodn cdy giéng cho muc dich thuong mai
hién nay la cin thiét. Phuong phép nhan gidng in
vitro khéng nhiing gép phin béo ton hitu hiéu nguén
gen, ma con gop phan phat trién thuong mai loai
hoa lan quy nay hiéu qua. Nghién ctiu nhan giéng
loai lan R. retusa tui vét liéu la phoi hat non, doan

noét dinh than théng qua tao mo seo, protocorm, tai
sinh choi cling da dugc moét vai cong trinh bdo cao
(Pinaki and Miskat, 2012; Parab and Krishnan, 2012;
Bakul and Shahinul, 2015). Tuy nhién, cic bao céo
cho thiy nhén gidng ctia loai lan R. retusa c6 xuét
XU tl cac quoc gia khic nhau (kiéu gen khac nhau)
thi hiéu suit nhan giong khac nhau. Do d6, d6i véi
moi gidng can xac dinh dugc quy trinh nhan giéng
pht hgp méi dem lai hiéu qua.Trong cong trinh nay,
thong bao két qua nghién ctiu nhan nhanh giéng
thanh cong cho loai Lan dudi chon Viét Nam bang
ky thuit nuoi cdy mo, dat hiéu suét cao.

IL. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Vat liéu nghién ciu

Vit liéu nghién ctu la hat non ti qua chin sinh ly
cua céy lan riing (ciy khong bi sau bénh, kiéu ding
hoa dep, c6 huong thom) thudc loai Lan dudi chén
(R. retusa) trong tai Vuon lan riing cua Trung tam
Phat trién Lam nghiép Ha Noi.

Moi trudng dinh dudng khoang co ban Knops,
(Knops,1865).
2.2. Phuong phap nghién ctu

- Tao mau sach in vitro: Qua lan dugc riia sach
bang nudc mdy, ngdim mau trong nudc xa phong
loang 10 phut va rda sach xa phong. Sau d6, mau
dugc cho vao cac binh nut vin va dua vao ta cdy vo
trung; khti tring bé mat biang dung dich c6n 70%
trong 1 phut; tiép theo kht trung miu bang dung
dich 0,1% HgCl, trong 8 phut, trang lai bang nudc
cit vo trung (3 1an) va thdm kho béang gidy thim.
Qua lan sau khi khu trung dugc cit doc qui bing
lugi dao, tach lay hat non va ciy 1én moi trudng

! Vién Cong nghé sinh hoc Lam nghiép, Dai hoc Lam nghiép

25



Tap chi Khoa hoc Céng nghé Nong nghiép Viét Nam - 56 6(79)/2017

khoang Knops + 100 ml/I (tuong ting 100 g/1) dich
chiét khoai tay (PH) + 100 ml/l nuéc diia (CW) + 20
g/l sucrose, nuoi trong 6 tudn d€ phoi hat ndy mam
tao thé choi (protocorm).

- Nhén nhanh protocorm: Cum protocorm dugc
céy lén moi trudng khoang co ban Knops + (0,2 - 1,0
mg/l) BAP + (0,2 - 0,5 mg/l) NAA + (0,2 - 0,5 mg/1)
Kinetin + 100 ml/l PH + 100 ml/l CW + 30 g/l sucrose
(Bang 1); nudi trong 5 tudn dudi anh sang gian dén
dé€ khao sat kha ning nhin nhanh protocorm. Thi
nghiém: 2 g protocorm/binh tam giac 250 ml.

- Téi sinh chéi tii protocorm: Cac cum protocorm
cy lén mdi trudng tai sinh chdi, moi truong Knops
+ (0,3 - 1,0 mg/1) BAP + (0,3 - 0,5 mg/l) NAA + (0,1
- 0,5 mg/l) GA3 + 100 ml/l PH + 100 ml/l CW + 30
g/l sucrose (bang 2); nudi trong 6 tuan dudi anh sang
gian dén d€ protocorm tai sinh choi. Thi nghiém: 5
cum protocorm/binh tam giac 250 ml.

- Tao cay hoan chinh: Dung mii dao tach cac
choi hitu hiéu c6 chiéu cao = 2,0 cm va ciy chuyén
1én moi trudng kich thich choi ra ré tao ciy hoan
chinh, méi truong Knops + (0,1 - 0,3 mg/l) IBA va
(0,1 va 0,2 mg/l) NAA + 100 ml/1 PH + 20 g/l sucrose
(bang 3). Cac binh chdi dugc nuoi 4 tudn dudi anh
sang gian den, choi ra ré tao cay con hoan chinh.

- Hudn luyén va ra ng6i: Céc binh céy con ra ré
in vitro dugc dua ra nha huén luyén cdy mo trong
thaoi gian 5 ngay d€ cdy thich nghi dan véi diéu kién
ty nhién. Sau thoi gian huén luyén cay con cting cap
14y ra khoi binh va rtia b ré loai bo thach bang nuéc
mady (rtia nhe nhang tranh lam gay ré, d4p than). Sau
do, cay con dugc cdy vao gia thé dén kho va xo dua
(ty 1é 1 :1), cay dugc che chan anh sang chiéu truc
xa bang ludi den, ngay tudi nudc bang cich phun
suong 2 - 4 lan, dam bao do &m > 95%.

T4t cd cdc moi trudng nudi cdy duge bd sung
thém 7 g/l agar chudn d6 dén pH = 5,8; khti triing
¢ 121°C trong 20 phut. Diéu kién phong nuoi cdy:
nhiét d6 phong nudi 25 + 2°C, cudng d¢ anh sang
dan dén 35 uEm™s7', thoi gian chiéu sing 14 h/ngay.

- Phuong phap thu thap va xt ly s6 liéu: Moi thi
nghiém trén thuc hién it nhit véi 30 méau va 3 lan
ldp lai; s6 liéu dugc xu ly thong ké bang phan mém
SPSS (version 16.0) va phuong phip Duncan’s test
(Duncan, 1995) v6i mtic sai khac c6 y nghia P = 0,05.
2.3. Thoi gian va dia diém nghién ctu

- Thoi gian nghién ctiu ti thang 6 ndm 2015 dén
6 nam 2017.

- bia diém nghién ctiu: Phong thi nghiém Cong
nghé nuoi cady mé t€ bao va khu nha luéi ra cay mo
ctia Vién Cong nghé sinh hoc Lam nghiép, Dai hoc
Lam nghiép.
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I1I. KET QUA VA THAO LUAN

3.1. Hat ndy mdm va nhin nhanh thé chéi
(protocorm)

Hat ctia cac loai hoa lan khong cé ndi nhii chitia
chit dinh dudng cho qué trinh ndy mam nén &
ngoai mdi trudng tu nhién, hau hét hat khong thé
ndy mam thanh ciy. Nhu cdu dinh dudng cho hat
lan ndy mam dugc cho 1 rét cy thé véi tling loai
(Arditti and Ernst, 1984; Kauth et al., 2008). Nitc la
ngudn dinh dudng rét cin thiét cho sy ndy mam cac
loai lan khac nhau (Stewart et al., 2006). Bakul and
Shahinul (2015), danh gia kha ning ndy mam cta
hat lan R. retusa trén 4 loai mdi trudng khodng khdc
nhau, MS (Murashige and Skoog, 1962), 1/2MS, B5
(Gamborg et al. 1968) va PM (Phytamax™), cho
thay moi truong MS cho ty 1¢ hat ndy mam cao nhat
(72,6%). Trong nghién ctiu nay, hat non tii qua lan R.
retusa chin sinh ly dugc cho ndy mdm trén mai trucng
Knops (1965) bd sung thém 100 ml/l PH + 100 ml/1
CW + 20 g/l sucrose, cho ty 1¢ hat ndy mam dat 95%
sau 6 tudn nuoi cdy (Hinh 1A).

Sau khi hat ndy mim tao protocorm, cic cum
protocorm (hinh 1B) dugc cdy chuyén sang moi
truong nhin nhanh protocorm, moéi trudng Knops
b8 sung chat DPHST v6i ham lugng khac nhau dé
danh gia kha nang nhan nhanh. Két qua thu dugc
cho théy, trén cong thiic moi trudng c6 hodc khong
c6 chiat DHST, thé hién sy khac biét ro rét vé hé s6
nhan; moi truong khong cé chit DPHST thi hé s
nhan protocorm dat rat thdp (2,66 lan), ngugc lai
trén cdc moi trudng bé sung chat DPHST hé s6 nhan
protocorm dat dugc cao, dao dong tii 6,05 dén 16,09
lan sau 5 tudn nudi cdy (Bang 1). Khi thay d6i ham
lugng BAP va giti nguyén ham lugng NAA, cho thiy
ham lugng BAP bé sung vao moi trudng anh hudng
rod rét dén hiéu qua nhén protocorm. St dung ham
lugng 0,5 mg/l BAP két hgp véi (0,2 va 0,3 mg/l)
NAA cho hé s6 nhan protocorm kha cao (tuong ting
12,74 va 13,86 lan). Két qua nay tuong tu véi bao
cdo ctia Bakul and Shahinul (2015), khi nghién ctiu
nhén nhanh protocorm thi cip ctialoai lan R. retusa
ciing cho thdy ham lugng BAP dnh hudng manh dén
hé s6 nhan protocorm; ndong d¢ (0,5 - 1,0 mg/l1) BAP
két hop véi (0,5 - 1,0 mg/1) NAA cho hé s6 nhén cao
nhat (tuong Ging 12,86 va 16 lan). Ciing theo bao cao
cua Parab and Krishnan (2012), tai sinh protocorm
cua loai lan nay tu vét liéu mo seo phat trién tu hat
non trén mdi trudng khoang bs sung thém 1,0 mg/1
BAP va 1,0 mg/l NAA cho hiéu qua mo6 seo tao
protocorm cao nhat (13,93 protocorm/mo seo).
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Trong nghién ctiu nay, khi méi trudng bé sung
thém t6 hgp chdt PHST gdém BAP, NAA va Kinetin
da tang hiéu qua nhan protocorm lén r6 rét. O
cong thuc moi trudng bd sung 0,5 mg/l BAP + 0,5
mg/l NAA + 0,3 mg/l Kinetin cho hé s6 nhan dat
cao nhit trong cac cong thtic thi nghiém (16,09
lan/chu ky nhan, 5 tuin nudi cdy). Ngugc lai, theo
nghién ctiu ctia Bakul and Shahinul (2015) va Parab
and Krishnan (2012), khi méi trudng chi b8 sung
BAP va Kinetin thi cho hiéu qué nhén protocorm
khong cao. Nhan th4y, moi trudng chi c6 chat PHST
nhoém cytokinin (BAP, Kinetin) thi hiéu suit nhin
protocorm thdp hon nhiéu so véi moi truong bo
sung cytokinin (BAP, Kinetin) va auxin (NAA) &
ham lugng phu hop.

Bang 1. Anh huéng ctia chdt PHST
dén nhan nhanh protocorm

cho ty 1¢ téi sinh chéi rat thdp (13,85%) va s6 choi/
cum chi dat trung binh 1,68 chéi. Tu két qua nghién
ctiu nay cho thdy moéi trudng dinh duéng khoang
co ban Knops b6 sung 0,5 mg/l BAP, 0,3 mg/l NAA
va 0,3 mg/l GA3 cho ty 1é protocorm tai sinh chéi
va s choi/cum dat cao nhat trong cac cong thiic thi
nghiém (97,55% va 8,82 cho6i/cum) (Hinh 1D,EF).
Pinaki and Miskat (2012) khi nghién ctu tai sinh
chdi tit doan doét than cta loai lan R. retusa cho ty
1é tao cum chdi va s6 ch6i/mau cdy dat cao nhit 1a
89,5% va 8,0 ch6i/mau céy sau 8 tudn nudi cdy trén
mdi trudng MS bd sung 1,5 mg/l BAP, 0,5 mg/l
NAA, 10% (v/v) CW, 2 g/l peptone va 20 g/l sucrose.
Trong nudi cdy mo té bao thuc vat, ty 1¢ tai sinh chdi,
s6 choi tai sinh c6 thé phu thudc vao nhiéu nguyén
nhan, mot trong nguyén nhan chinh la khac biét vé
kiéu gen gitia cac giobng nghién ctiu, loai vat liéu st
dung va thanh phan moi trudng nuoi ciy.

Bang 2. Anh huéng ctia chit DHST
dén tai sinh chéi tii protocorm

Chat diéu hoa Sinhkhdi  Hé s6 nhan

sinh truéng (mg/) protocorm/ | protocorm
BAP NAA Kinetin  binh(g) (1an)
- - - 532+097e 2,66
0,2 0,2 - 12,10 +£2,19d 6,05
0,3 0,2 - 18,53 +2,39¢ 9,27
0,5 0,2 - 2547 +2,19b 12,74
0,2 0,3 - 11,55+ 1,78d 5,78
0,3 0,3 - 20,30+ 0,86 ¢ 10,15
0,5 0,3 - 27,72+ 1,60 b 13,86
0,3 0,5 0,2 28,84+ 1,81b 14,42
0,5 0,5 0,3 32,19+ 2,16 a 16,09
1,0 0,5 0,5 26,05+2,14b 13,02

Ghi chii: Bang 1, 2, 3: Trong pham vi cting mot cit, cdc
gid tri mang cdc chit cdi khdc nhau chi sy sai khdc cé y
nghia thong ké 6 miic P = 0,05.

3.2. Tai sinh chéi tii protocorm

Trong nghién ctiu nay, stii dung 6 céng thiic moéi
truong cé su két hop cac loai chit PHST thudc
nhém cytokinin, gibberellin va auxin véi ham lugng
khéac nhau va cong thic déi chiing khong b sung
chit DHST, moi trudng dinh duéng st dung dong
nhét gom: Knops + 100 ml/1 PH + 100 ml/l CW +
30 g/l sucrose + chat DHST; Sau thai gian theo doi
6 tuln, két qua tdng hgp trong bang 2. Két qua thu
dugc cho thdy rang: trén moi trudng bd sung loai
va ham lugng chat PHST khac nhau anh huéng r6
rét dén kha ning tai sinh choéi cua protocorm, ty 1é
tai sinh choi dao dong tit 64,27 - 97,55% va s6 chdi/
cum dao dong tii 4,14 - 8,82 chdi sau 6 tudn nuoi cdy.
Ngugc lai, & cong thiic khong b sung chit DPHST

Chat diéu hoa
sinh trudéng . Ty 1é . S6
(mg/1) tai SI(I:/?)ChOI chéi/cum
BAP NAA GA3
- - - 13,85+ 1,82¢e | 1,68 £0,21e
0,3 0,3 0,3 83,93+ 1,56b @ 6,70 £0,22 ¢
03 03 0,5 95,16 +4,78a | 7,92+0,42b
0,5 0,3 0,3 97,55+2,70a | 8,82+0,24a
0,5 05 0,5 78,72 +2,21bc | 4,14+0,28d
1,0 0,5 0,3 76,13 +2,34c  433+0,19d
1,0 | 0,5 0,5 64,27 +7,12d = 4,51 +0,25d

3.3. Tao cay hoan chinh va ra ng6i

Céc choéi lan httu hiéu in vitro (chiéu cao > 2,0
cm) tao ra ¢ budc téi sinh chéi dugc tach ra thanh
cac chdi don va cély 1én moi trudng ra ré b sung chit
DHST NAA va IBA véi cac ham lugng khac nhau.
Sau 4 tudn nuodi céy, két qua thu dugc cho thdy rang,
moi trudng khoang Knops khong bé chat DHST cé
ty 1é choi ra ré réat thip (35,37%), s6 ré trung binh/
choi chi dat 2,61 ré va ré c6 kich thudc ngan va manh;
nguac lai, trén cac cong thiic moi trudng bé sung chi
IBA (0,1 - 0,3 mg/1) hodc t6 hgp BAP két hgp véi
NAA thi ty 1é chdi ra ré ting cao, dao dong tui 75,29%
dén 100% va s ré trung binh/chéi dat tu 3,97 - 6,5
ré, ré dai va map (Bang 3, Hinh 1G,H). Ty 1é choi ra
ré dat cao nhét & cong thic moéi trudng bé sung 0,3
mg/1 IBA, 100% choi ra ré va 6,5 ré/chdi. Theo bao
cdo chia Bakul and Shahinul (2015), chit diéu hoa
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sinh truéng IAA cho hiéu qua chéi ra ré t6t hon chit
NAA; s6 ré trén choéi dat cao nhat1a 7 ré khi nudi chdi
trén moi truong %2 MS + 1,0 mg/l IAA va 6,4 ré khi
nudi chéi trén moi truong Y2 MS + 1,0 mg/l NAA.
Ngugc lai, Parab and Krishnan (2012) ra ré chéi trén
moi truong % MS khong bé sung chit PHST, chi bo
sung 5 g/l bot chuoi, 10% (v/v) nudc diia, 2% pepton,

0,5% than hoat tinh va 20 g/l sucrose, cho chdi ra ré
nhiéu nhit 5 ré/chéi. Trong nghién ctiu nay nhin
thdy, hau hét cac chéi lan tach ra tit cum chéi da c6
d4u hiéu ra ré nén trong giai doan ra ré tao cay hoan
chinh chi cdn cung cdp mét lugng nho chat PHST la
du, néu ham lugng cao ré thudng bi mod seo hoda, anh
hudéng dén ty 1é song khi ra céy.

Bang 3. Anh huéng ctia chit DHST dén kha nang ra ré in vitro ctia choi

Chit diéu hoa sinh trudng (mg/1) Tilé chéira ré S6 ré C aen e x

IBA NAA . (%) trung binh/chdi Dic diém cia ré
- - 35,37+ 4,18 ¢ 2,61+0,21d Ré ngan va manh

0,1 - 75,29 +2,82d 3,97 +£0,47 ¢ Ré dai va map
0,2 - 87,84+ 4,00 c 5,42 +0,33b Ré dai va mép
0,3 - 100,00 = 0,00 a 6,50 £ 0,47 a Ré dai va map
0,1 0,2 91,85 + 3,47 bc 5,82 +0,23b Ré dai va manh
0,2 0,1 95,26 + 4,36 ab 6,00 + 0,26 ab Ré dai va mép

Hinh 1. Nhan gi6ng in vitro Lan du6i ch6n
(Rhynchostylis retusa).

A - Phoi hat ndy mdm thanh protocorm; B - cum protocorm

(thuiéc 0,5 cm); C - Protocorm ndy chéi sau 2 tudn nudi cdy

(thudc 0,5 cm) ; D,E - Protocorm ndy choi sau 5 tudn nudi

cdy (thuidc 1 cm); F - Cum choi (thuée 01 cm); G,H - Chéi ra

1é tao cay hoan chinh (thudc 2 cm); I - Cdy con trong trén gid
thé dén sau 8 tudn tudi (thudc 1,0 cm).

Hudn luyén va ra ngo6i: Giai doan chuyén cay
in vitro ti trong binh nudi ra tréong & nha ludi la
giai doan c6 y nghia quan trong, quyét dinh kha
ndng tng dung cta toan b quy trinh nhan giéng
in vitro vao trong thuc tién san xudt. Giai doan nay
thuong gap nhiéu kho khin do cay in vitro dang
trong diéu kién 6n dinh vé mat dinh dudng, nhiét
do, d6 4m, anh sang khi tién hanh chuyén cay ra
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ngoai sé lam ciy dé bi “s6c” vé diéu kién s6ng dan
t6i cay c6 thé bi chét. Trong nghién ctiu nay, cac
binh céy lan ra ré dugc hudn luyén trong nha luéi
5 ngay d€ cay thich nghi dan véi diéu kién ty nhién
trude khi 14y ra khoi binh. Sau thoi gian huén luyén,
cay dugc ria sach loai bd thach duéi voi nudc chay
va dugc cdy vao chiu da chuén bi gid thé cay dén
kho va xo dtia. Dédt chiu cay trong nha ludi ¢ mai
che bang luéi den tranh anh sang mat troi chiéu truc
xa, tudi nudc dam bao do 4m > 95%. Két qua cho ty
1é cay song 90% sau 8 tudn trong (Hinh 1I).

IV. KET LUAN VA PE NGHI

4.1. Két luan

Xay dung thanh céng quy trinh vi nhan giong
Lan duéi chon, lodi lan rting ban dia cua Viét Nam,
dat hé s6 nhan gidng cao: Ty 1é hat ndy mam dat 95%
sau 6 tudn nuoi cdy; hé s6 nhan protocorm dat 16,09
lan/chu ky nhan sau 5 tuan nudi cy; ty 1é protocorm
tai sinh choéi dat 97,55% va trung binh 8,82 ch6i/cum
sau 6 tudn nuoi cdy; ty 1é choi ra ré dat 100% va trung
binh 6,5 ré/choi, ré dai va mép sau 4 tudn nudi ciy.
Céy hoan chinh dugc huén luyén 5 ngay trong nha
ludi cho thich nghi ddn véi diéu kién ty nhién, cay
dugc trong trén gia thé dén khé va xo dita (1: 1), cho
ty 1é cay séng dat 90% sau 8 tudn ra ngdi.
4.2. D& nghi

Dé nghi ap dung quy trinh nhéan giéng Lan dudi
chon bang ky thuét nudi cdy mo nay dé€ san xudt mot
lugng 16n cay gidng c6 chat lugng tét cung cdp cho
thi truong.
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LOI CAM ON

Tép thé tac gid xin chin thanh cim on sy gitp
d6 cta ThS. Nguyén Thi Thu Hing, Gidm déc Trung
tam Phat trién Lam nghiép Ha N¢i, da cung cdp qua
Lan du6i chon d€ 1am vét liéu nghién ctu.
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Clonal propagation of Rhynchostylis retusa (L.) Blume
from immature seeds by in vitro culture
Bui Van Thang, Nguyen Thi Hong Gam
Abstract

A procedure for clonal propagation of R. retusahas been developed. The result showed that the seeds of immature capsule
were grown on Knops medium supplemented with 100 ml/I potato homogenate (PH), 100 ml/l coconut water (CW),
and 20 g/l sucrose, by which the rate of seed germination achieved 95% after 6 weeks of culture. Secondary protocorms
were developed from primary protocorms on medium fortified with different concentrations and combinations of
cytokinins (BAP and Kin) and auxins (NAA). The highest numbers of secondary protocorms were 16.09 times/cycle of
propagation after 5 weeks obtained from the primary protocorms in Knops medium supplemented with 0.5 mg/l BAP,
0.5 mg/I NAA, 0.3 mg/1 Kin, 100 ml/l PH, 100 ml/l CW, and 30 g/I sucrose. Knops medium supplemented with 0.5 mg/1
BAP, 0.3 mg/l NAA, 0.3 mg/l GA3, 100 ml/I PH, 100 ml/l CW, and 30 g/1 sucrose was the optimal medium for shoot
regeneration from protocorms (97,55%, 8.82 shoots/explant). 100% shoots have rooted on Knops medium contained
0.3 mg/11BA, 100 ml/1 PH, and 20 g/l sucrose, with the remarkable figures being 6.5 roots/shoot after 4 weeks of culture.
In vitro regenerated plantlets were acclimatized under greenhouse conditions. The survival rate of plantlets were 90% in
the potting mixture containing sphagnum moss and coconut husk in the ratio of 1:1. This procedure can be applied for
mass production of R. retusa to meet the commercial demand.

Key words: Rhynchostylis retusa (L.) Blume, in vitro culture, propagation, protocorm
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NHAN GIONG VO TfNH QAY NGUU TAT (Achyranthes bidentata Blume)
TU CHOI BANG KY THUAT NUOI CAY MO
Nguyén Thi Héng Gdm', Bui Vin Thang'

TOM TAT

Nhén giéng cay Nguu tit bing ky thuat nudi cdy moé da dugc nghién ctu thanh cong, v6i hé s6 nhan giéng cao:
Choi non chita mat ngt khit triing bang 0,1% (w/v) HgCl, trong thdi gian 4 phut va nudi cdy trén moi truong MS +
0,3 mg/l BAP + 30 g/l sucrose cho ty 1é mau sach tai sinh chéi (72,5%) sau 4 tudn nuoi cdy; ty 1¢ chéi tai sinh tao cum
chéi (95,7%), 12,2 s6 chdi/méu cdy va 92,5% choi hitu hiéu sau 4 tudn nudi cdy trén moi trudng MS + 0,3 mg/l BAP
+ 0,1 mg/l Kin + 0,1 mg/l NAA + 30 g/l sucrose; ty 1¢ choi ra ré dat 94,8% va trung binh 7,2 ré/chdi sau 3 tuén nuoi
cdy trén moi trudng MS + 0,3 mg/1 IBA + 0,2 mg/l NAA + 30 g/l sucrose. Cay hoan chinh dugc huin luyén 10 ngay
trong nha ludi cho thich nghi din véi diéu kién tu nhién, ciy con trong trén gid thé dat do6i tAng B va cat (ty 1é 3:1),
cho ty 1 cay sdng dat 83,3% sau 2 tudn ra ngodi. Quy trinh nay c6 thé 4p dung d€ san xudt ciy giong Nguu tdt chit
lugng t6t phuc vu codng tac bao tén ngudn gen va phat trién loai cay dugc liéu quy nay.

Tt khéa: Cay Nguu tét, nhan giéng vo tinh, nudi cdy mo

1. DAT VAN PE

Céay Nguu tat (Achyranthes bidentata Blume) la
mot trong nhiing loai cay thu6c quan trong ctia ho
Amaranthaceae. Nguu tat 1a mot loai cay thao mdc,
lau nam dugc tim thay & nhiéu viing nhiét d6i 6 chau
A va chau Phi bao gom Viét Nam, Trung Quéc, An
D9, Java, Nhat Ban, v.v. (Chopra, 1958; Do Tét Loi,
1999). Cay nay c6 chia nhiéu chit phytochemicals
nhu alkaloids (achyranthine), rutin, axit oleanolic,
axit caffeic, polysaccharides, saponin, terpenoids,
triterpenoid, sitosterol, stigmasterol, ecdysterone,
rubrosterone, v.v. hau hét déu c6 gia tri tri liéu
(Nguyen et al, 1995; Nguyen and Doan, 1989).
Céac b phan khac nhau cta cay dugc st dung cé
hiéu qua dé€ diéu tri moét s6 bénh nhu ho, hen, sét,
phét ban da, tiéu chay, tiéu dudng, dau rang, viém
loét, viém khdp, bénh vé gan va thén, giam huyét
ap, tang cudng tudn hoan mau, kich thich mién dich
(Chandra and Pandey 1983; Manandhar, 2002; Zhao
et al., 2004). Do c6 gia tri nén loai cay dugc liéu nay
da bi khai thac qua muc, dan dén khan hiém ngoai
tu nhién. Vi véy, viéc nghién ctiu nhan giéng, bao
ton va phat trién ngudn gen loai cay Nguu tit 1a can
thiét hién nay.

Trong nhiing ndm gan day, kj thuit nudi cay
mo da dugc ap dung cho viéc bao tén ngudn gen
va nhén giéng nhiéu loai cay thudc. Véi su ho trg
ctia phuong phép nudi cdy mo, c6 thé tao ra mot s6
lugng 16n céc cay gidng ti mot ngudn mau han ché
trong khodng thoi gian ngdn nhit. Mot s6 nghién
ctiu v& mo nuoi cdy cay Nguu tat ciing dugc bao cao,
tuy nhién tin sudt tai sinh chdi ti cac loai mau cdy
la rat thap; tham chi c6 su khac nhau vé ty 1é tai sinh
khi nuéi cdy cing mot loai mau (Dong et al., 2002;

Li et al.,, 2004; Wesely et al., 2012; Md. Jakir et al,
2013). Trong nhén giéng in vitro, mbi gidng xudt xu
khac nhau thi hiéu suit nhin giong khac nhau. Do
dé, d6i v6i moi gidng can xac dinh dugc moi trudng
nhan giéng pht hgp méi dem lai hiéu qua. Trong
cong trinh nay, thong bao két qua nghién ctiu nhan
giong thanh cong cho loai cay Nguu tt thu mau tai
tinh Ha Giang, Viét Nam bang ky thuit nudi cdy mo.

II. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Vat liéu nghién ciu

Vit liéu nghién ctu 13 doan choéi non cua cay
Nguu tét sinh trudng, phat trién t6t va khong bi sau
bénh da dugc tuyén chon tai Ha Giang, do Trung
tam Gidng cay trong Pao Diic, Ha Giang cung cip.

Moi truong dinh dudng khoang co ban MS,
(Murashige and Skoog, 1962).
2.2. Phuong phap nghién ctiu
2.2.1. Khii trimmg va nuéi cdy khéi dong

Céc doan chdi (15 - 20 cm) dugc ria sach bang
nudc may, ngdm mau trong nudc xa phong loang 5 -
10 phat va rtta sach xa phong. Sau d6, mau dugc cho
vao cac binh thuy tinh c6 nut van va dua vao t ciy
v trung; khii triing bé mat bang dung dich c6n 70%
trong 30 gidy; tiép theo khu trung mau béang 0,1%
(w/v) HgCl, trong cac khoang thoi gian khdc nhau
(2; 3; 4; 5; 7 phuit), trang lai bang nudc cit vo trung
(5 lan) va thdm kho béng gidy thdm. Cac doan choi
sau khi khtt trung dugc cat thanh cac doan ngin
(khoang 2 cm) chtia mit ngt va cdy lén moi trudng
co ban MS b6 sung 0,3 mg/l BAP va 30 g/l sucrose,
nudi dudi anh sang gian dén trong 4 tuan dé mau ciy
tai sinh chéi.
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