KHOA HOC CONG NGHE

NHAN GIONG LOAI LAN KIM TUYEN
(Anoectochilus setaceus Blume) CAN BAO TON
TAI THAI NGUYEN BANG CONG NGHE IV VITRO
Tran Thi Thu Ha **, Duong Thi Nhung?, Cao Thi Mai Phurong!

TOM TAT

Nguén gen lan Kim tuyén (Anoectochilus setaceus Blume) thu thap tit rimg ty nhién thudc xa Quan Chu
(Thai Nguyén) duoc tién hanh thit nghiém nhan giong bang phuong phap in vitro. Két qua thi nghiém vao
mau tir doan than khi sinh khir triing bang dung dich 0,1% HgCl, trong thoi gian 3 phut két hop 7 phat Javen
15%, ngam 30 phut trong Cefotaxim 10% va nuéi cdy trén moi truong nuéi cdy khoéi dau MS cho ty 1é mau
sach bat chéi 83,33% sau 4 tuan. Hé s6 nhan chéi trung binh dat 9,8 1an sau 4 tuan nudi cdy trén moéi truong
MS bé sung 1,5 mg/LBAP, 100 ml/L nuéc dira, 70 g/L dich chiét chuéi va 30 g/L sucrose. Ty 1é chdi ra ré
tao cay hoan chinh dat 93,33% va trung binh 3,35 ré/chdi sau 4 tudn nudi cdy trén moéi truong 1/2MS bé
sung 1,5 mg/L NAA, 20 g/L sucrose va 0,5 g/L than hoat tinh. Cay mam mé duoc nudi trong & nha kinh véi
cong thiec gia thé: Xo dira + trau hun + da perlite (7 : 2 : 1) ¢6 ty 1é song rat cao chiém 97%. Két qua mo ra

trién vong bao ton va phat trién loai nay & Thai Nguyén.

T khod: Lan Kim tuyén, in vitro, nhan giong.

1. BAT VAN BE

Lan Kim tuyén (Anoectochilus setaceus Blume)
1a cay duoc lieu, c6 thanh phan héa hoc da dang bao
gom cac chat nhu: quercetin, isoharmnetin - 3 - O -
beta - D - glucopyranosid, kaempferol - 3 - O
betaDglucopyranosi, 5 - hydroxy - 3 - 4 - 7 -
trimethoxyflavonol - 3 - O - beta - D - rutinosid va
isorhamnetin - 3 - O - beta - D - rutinosid,.. [1]. Lan
Kim tuyén ndi chung 1a mot loai thao duwoc c6 gia tri,
hoé tro diéu tri cac bénh, nhu: Ung thy, ting huyét
ap, da day, lao phdi,... [2]. Trong tu nhién, kha nang
tai sinh choi ctia lan Kim tuyén tir than, ré va tir hat
kém, cay sinh truong rat cham. Loai nay dang bi de
doa nghiém trong, rat c6 thé sé bi tuyét ching
ngoai tu nhién va dang duoc xép trong nhom IA cta
Nghi dinh 84/2021/ND - CP [3] va nhém thuc vat
dang nguy cap EN Ala, ¢, d. trong Sach Do Viet
Nam, can bdo tén cac quan thé nhé con sot lai ciing
nhu can nghién ctru nhan giong dé bao ton nguodn
gen [4].

Loai lan Kim tuyén duoc tim thay & khu vuce nui
Tam Dao, thuoc xa Quan Chu, huyén Pai T, tinh
Thai Nguyén voi s6 ca thé con lai rat it. Vi vay,

'Vién Lam nghiép va Phat trién bén viing - Truong Pai hoc
Nong Lam Thai Nguyén, Dai hoc Thai Nguyén
*Email: tranthithuhaptln@tuaf.edu.vn

nghién ctru nhan giéng bang phuong phap nudi cay
mo 1a rat can thiét nham phuc vu cho chuong trinh
b4do ton va phat trién lodi cay nay cua tinh Thai
Nguyén noéi riéng va khu vie néi chung.

2. VAT LIEU VA PHUONG PHAP NGHIEN CUU

2.1. Vit liéu

DPoan than loai lan Kim tuyén moc & rimg tu
nhién xa Quan Chu (thudc khu vuc nui Tam DPao,
thuoc xa Quan Chu, huyén Pai Tu, tinh Thai
Nguyén) duoc thu thap vé phong thi nghiém cua
Vién Lam nghiép va Phat trién bén vimg - Truong
Dai hoc Nong 1am, DPai hoc Thai Nguyén.

2.2. Phuong phap nghién ctru

C6 45 cong thite thi nghiém (CTTN) duoc bo tri
trong viéc hoan thién quy trinh nhan giong in vitro
loai lan Kim tuyén tai Phong thi nghiém Cong nghé
sinh hoc (Bang 1), gém:

Thi nghiém 1 (CT1 - CT8): Nghién ctru chat khir
tring va thoi gian khir triing tao nguén mau in vitro.
Chi tieu theo doi: S6 mau sach, ty 1é mau sach, s6
mau mau sach bat choéi, ty 1 mau bat chéi. Thoi gian
theo doi 2 tuan.

Thi nghiém 2 (CT9 - CT13): Nghién ctu anh
hudéng cta chat diéu hoa sinh trudng BAP dén kha
nang nhan nhanh chéi. Chi tiéu theo doi sau 4 tuan
nudi cdy: Téng s6 chdi moi, hé s6 nhan choi trung
binh.
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Thi nghiém 3 (CT14 - CT29): Nghién cttu anh
huéng cta dich chiét chuoi va nuoc dira dén kha
nang nhan nhanh, kich thich ting truéng chéi. Chi
tieu theo doi: Téng s6 choi moi, hé sé nhan choi
trung binh, chat luong choéi. Thoi gian theo doi 4
tuan.

Thi nghiém 4 (CT30 - CT40): Nghién cttu chat
kich thich sinh truéng NAA, IBA dén kha nang tao ré
lan Kim tuyén. Chi tiéu theo doi: Ty lé chéi tao ré, so
luong ré/cay va chiéu dai ré sau 3-5 tuan.

Thi nghiém 5 (CT41 - CT45): Huén luyén va ra
ngoi cay ngoai nha ludi. Chi tieu theo doi: S6 huwong
cay song va chat luong cay trong sau 8 tuan theo doi.

Thi nghiém 1, 2, 3, 4 duoc b6 tri theo kiéu hoan
toan ngau nhién voi 3 1an nhac lai, méi 1an nhac lai 10
mau. Piéu kién nuoi cdy: Anh sang: mau duoc nudi
cdy dudi anh deén neon voi cuong do anh sang tir

2.000 - 2.500 lux, thoi gian chiéu sang 8 - 10 h/ngay.
Nhiéet do: nhiét do trong phong duy tri 25°C + 2°C.

Thi nghiém 5: Puoc thuc hién trong nha luéi cé
do 4m 70%, che toi 65%, duy tri nhiét do 20 - 25°C.

Str dung excel phan tich phuong sai dé xir ly so6
lieu. Phan tich phuong sai mot nhan t6: FBAP (F
thuc nghiém) > FCrit (F tra bang) cac cong thic cé
su khac nhau, c6 y nghia thong ke, BAP c6 anh
huéng dén hé so6 nhan chéi va nguoc lai. Phan tich
phuong sai hai nhan to: Fchuoi (F thuc nghiém) >
FCritl (F tra bang), Fnuoc dita (F thuc nghiém) >
FCrit2 (F tra bang), cac cong thiic c6 suw khac nhau,
c6 y nghia thong ke, ham luong chudi, nudc dita c6
anh huong dén hé s6 nhan chéi, chat luong choi va
nguoc lai. FChuoi - Nuoc dira (twong quan gitta 2
nhan t6 thuc nghiém) > FCrit3 2 nhan t6 thuc
nghiém c6 twong quan va anh hudéng dén hé s6 nhan
chéi va nguoc lai.

Bang 1. Thanh phin méi trieong nudi cy

Moi truong Thanh phan moéi truong
Nuoi cdy khoi dau Moi truong MS (Murashige and Skoog medium) + 30 g/1 Lsucrose + 6 g/L
agar. pH 5,8
Nhan nhanh chéi MS (Murashige and Skoog medium) + 30 g/L sucrose + 6 g/L agar + (0 -

2,0 mg/L) BAP. pH 5,8

Nhan nhanh, kich thich tang
truong choi

MS + (0,1- 2,0 mg/L) BAP + 30 g/1 sucrose + 6 g/L agar + (0 - 70g/L dich
chiét chudi + (50 - 100 ml/L) nudc dira. pH 5,8

Tao ré

% MS + (0,5-2,5) NAA/IBA + 20 g sucrose + 0,5 g AC + 6 g/L agar. pH 5,8

3. KET QUA NGHIEN CUU

3.1. Tao nguén mau in vitro

Két qua theo doi 8 cong thirc thi nghiém khtr
trung voi cung loai hoa chat va thoi gian khac nhau
cho mau lan Kim tuyén cho thdy, cong thic st dung
két hop ba loai hoa chat khir tring cho hiéu qua tao
mau sach cao hon rat nhiéu so véi cong thic chi

dung hai loai hoa chat. Khir trung doan than bang
Javen 15% trong 7 phat, HgCl, 0,1% trong 3 phut va
ngam Cefotaxim 10% trong 30 phut cho ty 1é mau
sach dat 90%, ty lé mau bat chdéi mdi cao nhat
(83,33%) (Bang 2). Sau khi duoc khir trung, mau
duoc nudi trén moi truong MS khong bé sung chat
diéu hoa sinh truong trong 3 - 4 tuan.

Béng 2. K&t qua tao mau sach tir doan than lan Kim tuyén

Thoi gian khtt triing (phut) Chi tiéu danh gia
CTTIN | Javen | HgCl, | Cefotaxim | Téng so SS Tyzle S0 mal} TyAle mﬁu

5% | 0,1% 10% | maucdy | MU | mau | sachbat | batchoi

sach | sach (%) choi moi (%)
CT1 5 0 30 30 5 16,67 4 13,33
CT2 7 0 30 30 6 20,00 5 16,67
CT3 0 3 30 30 10 33,33 9 30,00
CT4 0 5 30 30 16 53,33 12 40,00
CT5 5 3 30 30 20 66,67 20 66,67
CT6 5 5 30 30 18 60,00 16 53,33
CT7 7 3 30 30 27 90,00 25 83,33
CT8 7 5 30 30 26 86,67 22 73,33
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Két qua nay co tinh twong dong voi nghién ctru
ctia Truong Thi Bich Phuwong va Phan Ngoc Khoa
(2013) [5] khi nghién cttu nhan giong in vitro cay lan
Kim tuyén két luan: Vat lieu nghién cttu st dung 1a
dinh sinh trudéng va doan than mang chéi nach (2,0 -
3,0 cm). Khtt tring bang dung dich HgCl, 0,1% trong
10 phut 1a thich hop nhat ty 1é méau s6ng 86,1% d6i voi
dinh sinh truéng va 84,77% voéi doan than mang choi
nach. Két qua nghién cttu nay cao hon rat nhiéu so
voi nghién cttu ctia Nguyén Trong Quyén va cs
(2020) [6] nhan giong loai Anoectochilus formosanus
Hayata, khtr truing doan than bang HgCl, 0,1% trong
thoi gian 7 phat va nudi cdy trén moi truong MS bé

sung 0,5 mg/L BAP, 30 g/L sucrose cho ty 1¢ mau
sach tai sinh choi chi dat 46,67% sau 4 tuan nuoi cay.

3.2. Nhan nhanh chéi

Mau chéi in vitro c6 kich thuéc khoang 0,5 cm
duoc st dung 1am ngudén mau ban dau trong thi
nghiém nay. Két qua thi nghiém duoc tién hanh voi 5
cong thuc vé anh huong ctia BAP (0 - 2,0 mg/L) dén
hé s6 nhan choi cho thdy: Fpap: 20,18 > Fey 3,11,
hiéu qua nhan nhanh choéi & cac nong @6 BAP khac
nhau 1a khac nhau va c6 anh hudéng dén hé s6 nhan
chéi loai nay, st dung BAP 1,5 mg/L cho hé sé nhan
nhanh chdi cao nhat (5,37 1an/4 tuan) (Bang 3).

Bang 3. Anh hudng ciia chat diéu hoa sinh treéng BAP dén kha ning nhan nhanh chéi

CIIN | BAP@a/L | S| amh | e binh Gim

CT9 0 30 60 2,0+ 0,12
CT10 0,5 30 145 4,83 +0.26
CT11 1,0 30 135 45+0,23
CT12 1,5 30 161 5,37 + 0,19
CT13 2,0 30 115 3,83+ 0,35

Feap: 20,18
Feue 3,11

Mot s6 nghién ctu stt dung BAP truoc day da
chi ra két qua tao chéi toi vu khi b6 sung chat diéu
hoa sinh truéong nay. Nguyén Thanh Mai va Mai
Truong (2019) [7] nghién ctru nudi cdy 16ng lac thu
sinh khoi lan Kim tuyén ban dia Anoectochilus
roxburghii (Wall.) Lindl. stt dung 1,5 mg/L BAP két
hop 0,2 mg/L NAA cho két qua tao choi tot dat 4,13
chéi/mau. Nhung tir két qua cta thi nghiém nay cho
thdy, nong do 1,5 mg/1 BAP lai cho két qua tao chéi
dat 4,83 choi/mau, hé s6 nhan chéi tot hon dat 5,37
lan/4 tuan.

3.3. Nhan nhanh chéi va kich thich ting trudéng
chéi

Sau giai doan nhan nhanh, tiép tuc choi Lan kim
tuyén thi nghiém trén duoc cdy chuyén sang moi
truong kich thich ting trudng choi, thac ddy chiéu
cao va chat luong chéi nham dat da tiéu chuén tao ré.

Nudc dira duoce st dung rong rai nhu mot thanh
phan thuc ddy tiang truong trong moi truong nudi cay
mo, mot so loai thuc vat, qua trinh tai sinh duoc gia
tang bang cach bé sung nudc dira vao moi truong
nuoi cdy. Ngoai ra, nuoc dira 1a ¢6 kha nang lam tiang

qué trinh sinh trueong va phat trién cta hoa lan trong
ong nghiém do c6 su lién quan dén su hién dién cta
mot loai cytokinin.

Bot chuoi c6 ham luong fructose, glucose va
nitrat cao, khi duoc bd sung vao moi truong nudi cay
lam ting ham luwong duong cing nhu ham luong
khoang ctia moéi truong. Tac dung kich thich ctia bot
chuéi hiéu qua do kha niang 6n dinh pH ctia moi
truong nuodi cdy. B6 sung bot chudi vao moéi truong
dong vai tro nhu mot chat khang axit va trung hoa
nong do axit. Ngoai ra, bot chudi c6 chira mot ham
luong 16n nhu sat, kali, vitamin B6, B12 va
trypthophan thuc ddy PLBs tang trudng.

Két qua thi nghiém duoc tién hanh véi 16 cong
thitc vé anh huéng caa (1,5 mg/)BA két hop voi t6
hop nuéc dira (50 - 200 ml/L) va dich chiét chuéi (30
- 100 g/1) cho thay: FChusi = 19,66 > Fcrit: 2,90;
FNuéc dira = 266,42 > Ferit: 2,90; FNudc dira - Chuéi
= 36,80 > Ferit = 2,18, ham luong chudi, nudc dira co
tuong tac véi nhau va anh huéng dén hé s6 nhan
choéi, chat luong cta choi nuodi cdy. Hieu qua nhan
nhanh chéi & cac moi truong khac nhau 1a khac
nhau, khi st dung (1,5 mg/I) BA két hop véi 100
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ml/L nuédc dira va 70 g/L dich chiét chudi cho hé so

nhan nhanh cao nhat dat 9,8 1an/ 4 tuan nuoéi cdy,

Béng 4. Anh huéng ctia dich chiét chudi va nuéc dira dén kha ning nhan nhanh, kich thich ting truéng chéi

chat luong choi tot, 1a xanh phat trién déu.

lan Kim tuyén
Chat diéu hoa sinh truéng
, Téng Téne s Heé s6 nhan
CTIN | Bap Nude Chusi | $6 mau NP choi trung Chat luong choi
D dira @/D cdy choi tai sinh binh (lin)
(mg/ (l/D) g
CT14 50 30 30 194 5,37 + 0,09 Choi map, 14 xanh,
phat trién déu
CT15 50 50 30 198 557 + 020 | Choimap, laxanh,
phat trién déu
CT16 50 70 30 201 6,1 +0,12 Choi map, 1a xanh,
phat trién déu
CT17 50 100 30 206 6,43 + 0,15 Choi map, 14 xanh,
phat trién déu
CT18 100 30 30 215 7 £0,15 Choi map, 14 xanh,
phat trién déu
CT19 100 50 30 229 773 +012 | Choimap, laxanh,
phat trién déu
CT20 100 70 30 264 9.8 +0,06 Choi map, 14 xanh,
phat trién déu
CT21 100 100 30 260 833 +009 | Choimap,laxanh,
15 phat trién déu
CT22 150 30 30 255 82 +0,12 Choi map, 14 xanh,
phat trién déu
CT23 150 50 30 264 7.9 £0,11 Choi map, 1a xanh,
phat trién déu
CT24 150 70 30 248 7.37 £0,12 Choi map, 14 xanh,
phat trién déu
CT25 150 100 30 243 657 +018 | Choimap, laxanh,
phat trién déu
CT26 200 30 30 236 6,53 + 0,10 Choi nho, 14 xanh
nhat, than mong nudc
CT27 200 50 30 228 6,5 + 0,12 Choi nho, 14 xanh
nhat, than mong nuéc
CT28 200 70 30 295 6,43 = 0,15 Choi nho, la xanh
nhat, than mong nuéc
CT29 200 100 30 219 6,27 +0,12 Choi nho, 1 xanh
nhat, than mong nudc
FNu'('Jc dl‘ra: 266’42 s Fcrit: 2,90
FChudi: 19)66’ Fcrit: 2990
FNudc dira - Chusi* 36’80; Fcrit: 2’19
14 NONG NGHIEP VA PHAT TRIEN NONG THON - KY 1 - THANG 12/2022
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Két qua nghién ctru nay twong dong voi mot so
nghién cttu khac nhu: Nguyén Thi Hong Gam va cs
(2012) [8] két luan nhan giong loai Anoectochilus
setaceus st dung 100 ml/1 nuwdc dira két hop 100 g/L
dich chiét khoai tay cho két qua nhan choi va chat
luong choéi tot nhat. Phan Xuan Huyén va Nguyén
Thi Phuong Hoang (2017) [9] nghién ctu tai sinh
chdéi in wvitro va nudi trong cay lan Gam
(Anoectochilus formosanushayata) dwa ra moi
truong MS b6 sung 1 mg/1 BA, 50 g/1 chudi, 1 g/1
than hoat tinh. 30 g/1 sucrose, 9 g/1 agar la tot nhat
cho tai sinh chéi in vitro, véi 5,2 chdi/mau. Nguyén
Thanh Mai va Mai Truong (2019) [7] tién hanh thi
nghiém nudéi cdy nhan nhanh chéi in witro
Anoectochilus roxburghii da st dung moi truong bé
sung 1,5 mg/1 BAP, 0,2 mg/1 NAA va 150 ml/L nudc

dtra cho két qua nhan chéi tot. Tuy nhién, két qua
nghién ctru & day co tinh vuot troi va khac biét khi six
dung ham luong nudc dira thap hon (100 ml/L) két
hop 70 g/1 dich chiét chudi cho hé s6 nhan chéi cao
hon (8,8 1an/ 4 tuan nuoi cdy), chat luong chéi tot, 14
xanh phat trién déu.

3.4.Taoré

Cac mau choi dat tiéu chuin vé chiéu cao va so
14 sé duoc cdy chuyén sang moi treong tao ré dé tao
cay hoan chinh. Méi truong ra ré la moi truong co
ban MS c6 bo sung 20 g/L sucrose, 6 g/L agar va
chat kich thich ra ré (NAA, IBA) & cac néng do khac
nhau. Sau 8 tuan nuoéi cdy, két qua thu duoc rat cao
(Bang 5).

Bang 5. Két qua nghién cttu anh hudng ctia NAA va IBA dén kha ning ra ré clia cay lan Kim tuyén in vitro

Ot | g engy | NOOEGO | Tongsh |y | SOt | LA
thic (mg/D) mau cay binh /choi (cm)
CT30 0,5 30 33,33+ 3,33 1,19+ 0,10 1,55+ 0,01
CT31 1,0 30 56,67 = 3,33 1,30 £ 0,07 1,34 £ 0,00
CT32 IBA 1,5 30 70,00 = 0,00 2,10+0,13 1,28 £ 0,01
CT33 2,0 30 83,33+ 3,33 2,72+ 0,05 1,11+ 0,07
CT34 2,5 30 63,33 = 3,33 2,58 + 0,05 1,33+ 0,00
F 115,31 6,53 1,70
F crit 3,11
CT35 0,5 30 43,33 + 3,33 2,23+0,02 0,52 +0,04
CT36 1,0 30 53,33+ 3,33 2,44 + 0,08 1,04 £ 0,01
CT37 NAA 1,5 30 93,33 + 3,33 3,35+ 0,08 1,21+ 0,08
CT38 2,0 30 76,67 = 3,33 3,17+ 0,04 1,15+ 0,05
CT39 2,5 30 50,00 + 5,77 2,63+0,19 0,97 + 0,03
F 75,13 4,38 4,07
F crit 3,11
CT40 bC 0 30 26,67 1,63 0,56

Voi gia tri F > Ferit do vay & cac nong do IBA va
NAA khéc nhau cho két qua tao ré khac nhau. Khi bé
sung chat diéu hoa sinh truéng IBA vao moi truong

ra ré déu cho ty lé ra ré cta cac choéi voi ty 1é bién
dong tur 33,3% dén 83,3% cao hon cong thic doi
ching khong b sung chat kich thich ra ré. Voi IBA
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khi ting nong do tir 0,5 dén 2,0 mg/L thi ty 1é ra ré
tang tir 33,33% + 3,33 1én 83,33% + 3,33; twong tu s
ré/choi ciing ting lén tir 1,19 + 0,1 ré lén 2,72 + 0,05
ré. Nhung khi néng do IBA tang lén 2,5 mg/1 thi ty le
ra ré, so ré/choéi va chiéu dai trung binh ré déu giam
xudng tuong tmg 1a 63,33 + 3,33%; 2,58 + 0,05 ré.

V6i chat DPHST NAA khi tang nong do tir 0,5 dén
1,5 mg/L thi ty lé ra ré ting tir 43,33% + 3,33 lén
93,33% + 3,33; tuong tu so ré/chéi cling ting lén tir
2,23 + 0,02 ré len 3,35 + 0,08 ré va chiéu dai trung
binh cta ré cting tang tir 0,52 cm + 0,04 1én 1,21 cm +
0,08. Tuy nhién, khi néng do NAA tang lén 2 mg/1va
2,5 mg/1 thi ty 1é ra ré, s6 ré/choéi va chiéu dai trung
binh ré déu giam xudng.

Gitra hai chat DHST IBA va NAA & cac mic
nong do nghien ctru cho thdy bé sung NAA 1,5 mg/L
vao moi truong cho két qua ra ré tot nhat voi ty 1é ra

ré dat 93,33%, so ré/chéi 1a 3,35 ré va chiéu dai trung
binh ré 1a 1,59 cm. Két qua nay twong dong voi
nghién ctru ctia Nguyén Trong Quyén va cs (2020) vé
nhan giong loai Anoectochilus formosanus hayata c6
ty 1é choi ra ré tao cay hoan chinh dat 100% va 3,64
ré/choi, chiéu dai ré trung binh 2,07 cm sau 6 tuan
nuodi cdy trén moi truong MS bé sung 1,5 mg/L NAA,
20 g/L sucrose va 2 g/L than hoat tinh [6].

3.5. Huan luyén va tréng cay & nha ludi

Céc thi nghiém vé gia thé d6i véi cay mam véi 5
cong thirc cho thay: Thanh phan gia thé khac nhau
c6 anh huong t6i ty 1é cay song sau khi dua ra nha
luéi (Bang 6). Ty 1é cay song dat cao nhat sau 8 tuan
trong (97%); ré dai cé rat nhiéu long hat, ré trang,
map; cay cao 10 - 12 cm than mép; la day, xanh dam.

Béng 6. Anh hudng ctia gia thé trong lan Kim tuyén dén ty 1é cay séng & nha ludi

S6 cay thi | LV 16 cay song
CT | Thanh phan gia thé y sau 8 tuan Hinh thai, chat luong cay trong
nghiém .
trong (%)

CT41 Réu 100 86 Ré trang; cay cao 9 - 10 cm; 14 day, xanh non

Xo dita + triu hun + Ré dai co rat nhiéu 1ong hut, ré
CT42 , . 100 97 trang, map; cay cao 10 - 12 cm than map; 14

da perlite (7:2:1) . .

day, xanh dam
CT43 Xo d}Ia +trau hun + 100 92 Ré dai, trang, rlna1:‘>; ciy cao 10 - 11 cm, map;
réu (7:2:1) la day, xanh non

CT44 | Xodwa +réu (7:3) 100 90 Ré trang; cay cao 9 - 10 cm; 14 xanh nhat
CT45 Xo dtra 100 70 Ré den; cay cao 9 - 10 cm; 14 xanh nhat

Cay mam in vitro sau khi huan luyén, da tiéu
chuédn dem trong, duoc rira sach thach va trong trén
gia thé 1a xo dira + trau hun + da perlite (7: 2 : 1), khi
ap dung ché @6 cham soc tudi 2 1an/ngay véi luong
nuoc tudi 1 L/m?/1an, ddm bao do 4am 70% + che toi

16

W

B

65% anh sang, giup cay tréong c6 kha nidng sinh
trudng tot nhat, sau 8 tuan trong: Chiéu cao cay ting
thém 1 - 1,5 cm, hé ré phat trién; cay sinh truong tot,
than cting cap, 14 mau xanh tia.
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D
Hinh 1. Anh c4c giai doan chinh trong quy trinh nhan giéng lan Kim tuyén in vifro

A: C4y Ian Kim tuyén nguon goc tir Thai Nguyén; B: Poan than khit tring vao mau; C: Cum choi tdi sinh
trén moi truong 1,5 mg/L BAP + 100 ml/] miroc dira + 70 g/L dich chiét chudi giai doan cdy non; D: Cum choi
tdi sinh trén moi truong 1,5 mg/I BAP + 100 ml/I nuoc dia + 70 g/L dich chiét chuoi giai doan cdy truong
thanh du diéu kién cdy chuyén sang moi truong tao ré; E: T4i sinh ré trén moi truong 1,5 mg/L NAA; F: Cay
in vitro trong tai nha kinh huan luyén trirée khi chuyén vao rumg.

4. KET LUAN

ba xay dung duoc qui trinh nhan in vitro loai lan
Kim tuyén duoc tir doan choi thu thap tit rimg tu
nhién cda tinh Thai Nguyén. Giai doan nu6i nhan
nhanh chéi trén moi truong MS c6 bé sung 1,5 mg/L
BAP va sau d6 nuoi tang trudng choi trén MS b sung
1,5 mg/LBAP, 70 g/L dich chiét chudi, 100 mL/L
nuoc dira. Nudi cdy tao cay hoan chinh trén moi
truong MS% bé sung 1,5 mg/L NAA. Gia thé phu hop
dé nuoi trong loai lan Kim tuyén tir nhan giong in vitro
1a xo dtra + trau hun + da perlite (7:2: 1).

Két qua nghién ctru nay tao tién dé cho nhan
giong qui mo 16n. Pong thoi, két qua c6 kha ning
tng dung thuc tién theo huéng bdo ton ngoai vi
nguodn gen lan Kim tuyén nay va phuc vu cho tai tao,
phuc hdi quan thé lan trong diéu kién tu nhién.
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PROPAGATION OF Anoectochilus setaceus Blume NEED TO CONSERVATION IN THAI NGUYEN WITH
IN VITRO TECHNOLOGY

Tran Thi Thu Ha, Duong Thi Nhung, Cao Thi Mai Phuong
Summary

The gene source of Anoectochilus setaceus Blume collected in the natural forest of Quan Chu (Thai
Nguyen province), was carried out experimentally propagated by in vitro culture method. The results
indicated stem segment aerosols and rhizomes bearing dormant or apical shoots were sterilized with HgCl,
0.1% solution for 3 minutes, combined with 7 minutes of Javen 15%, soaked for 30 minutes in Cefotaxime
10% and cultured on MS starter culture for a high percentage of clean samples shoots (83.33%) after 4
weeks. Shoot multiplication factor reached 9.8 shoots/explant after 4 weeks for culturing on MS medium
supplemented with 1.5 mg/1 BAP, 100 mL/L coconut water, 70 g/1 banana extract and 30 g/1 sucrose. The
rate of shoots rooting reached 93.33% (average 3.35 roots/bud) after 4 weeks of culture on 1/2MS medium
supplemented with 1.5 mg/L NAA, 20 g/L sucrose and 0.5 g/L activated carbon. Tissue sprouts were
grown in greenhouses with the medium formula: coir + rice husk + perlite (7: 2: 1) with a very high survival
rate (97%). The results open up the prospect of conservation and development of this species in Thai
Nguyen.

Key words: Anoectochilus setaceus Blume, in vitro, propagation.
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