KHOA HOC CONG NGHE

NGHIEN CUU NHAN NHANH GIGNG THUQC DUOC
. TDL - 05 BANG PHUONG PHAP NUOI CAY MO TE BAOD

TOM TAT

Trinh Khic Quang!

Ky thuat nuéi cdy mé té bao dugc ap dung dé nhén giong thuoc dugc TDL-05 tai Vién Nghién ctu Rau Qua.
Dinh sinh truéng va moé than duoc st dung lam vét liéu ban dau cho nuéi cdy. Khir trung bang H,0, & nong
do 20% trong 5 phuit cho mé dinh sinh truémg hoac 7 phut cho moé than 1a thoi gian khir tring t6i uu dé dat
duoc két qua hai hoa giira ti 1é miu sach va kha ning tai sinh cta kh6i mé nuoi cay. Ca hai loai cytokinin,
BAP va kinetin déu c6 thé st dung cho nhan nhanh in witro giong TDL-05. Tuy nhién, BAP biéu hién hiéu
qué cao hon kinetin. Nén moéi truong MS, BAP & ndng do t6i uu (0,5 mg/1) cho hé s6 nhan choi la 3,9/4
tuan, trong khi d6 néng do t6i wu ctia kinetin (1 mg/1) cho hé sé nhan 3,23/4 tuan. Chéi in vitro c6 khé ning
ra ré rit tot & moi truong MS khéng cin bé sung auxin. O giai doan vuon uom, st dung gia thé dat + tréu
hun ty 1é 1:1 vira d4m bao ti 1& séng cao vira thuan loi cho cay in vitro clia giong TDL-05 sinh truong, phat

trién.

T khéa: TDL-05, nhan nhanh, in vitro, moi trirong, BAP, kinetin.

1. DAT VAN BE

Hoa thuwoc dwoc (Dahlia variablis Desh) co
ngudn goc tir Mehicod nhap noi vao Tay Ban Nha nam
1789, phat trién & chau Au, qua Phap rdi vao Viét
Nam. Tén dia phuong goc 1a Chichipathi hay
Aeocothi (Nguyén Nghia Thin, 2004). Hoa thugc
duoc 1a mét trong nhimg loai hoa dep, c6 nhiéu mau

-sdc, dé trong va ra hoa ding vao dip tét nguyén dan
nén co gia tri kinh té cao (Hai Quang suu tam). Hoa
thuoc duoc ngay cang duogc tréng rong rai & Viet
Nam. Tuy nhién, viéc mé rong quy mo san xuat ciing
nhu viéc dau tu phat trién cay hoa thuoc duoc thanh
mit hang c6 gia tri dang gap phéi kho khan: Chit
luong céc giong hoa thugc duoc hién cé tai Viet Nam
chua cao. Nguyén nhan chinh 1a do nhan giong vo
tinh lién tuc, khong duoc phuc trang dinh ky da lam
giam chét luong san pham (béng hoa nho, canh ngin
va nhod,...) nén chua dap ung duoc yéu cau ngay
cang cao vé chat luong hoa ctia thij truong. Cac giong
hoa thuoc duge & nuodc ta duoc nhan giong cha yéu
bing phuong phap truyén thong la gidm canh nén hé
s6 nhan giong thap. Thém vao d6, phuong phap nhéan
giéng nay con phu thudc nhiéu vao diéu kién thoi
tiét, dac biét trong mua mua diéu kién nong 4m gay
khé khan cho viéc nhan giong cing nhu luu git
giéng trong diéu kién dong rudng. Hién tai, mot so
giéng hoa thuoc duoc moi nhap noi c6 chat luong tot,
vi du nhu giéng thuoc duoc TDL-05; giong nay moi
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la, dep hon so véi cac giéng hién c6 nhung do méi
nhap noi nén s6 luong cay giong con it. Xuat phat tir
thuc té trén, viéc nghién ctru nhan nhanh giong nay
dé phuc vu cho khao nghiém sin xuat va phat trién
giong vao san xudt 1a viéc lam can thiét. Duoi day la
két qua nghién ciu nhan nhanh giéng hoa thugc
duoc TDL-05 bang phuwong phap nudi cidy mo té bao
do Vién Nghién ctru Rau qua tién hanh tir thang 11
nam 2010 dén thang 8 nam 2011.

Il. VAT LIEU VA PHUONG PHAP NGHIEN CUU

1. Vatliéu

Pinh sinh trudng va doan than cia mam giong
hoa thuoc duoc TDL-05 duoc chon lam ngudn vét
liéu cho cac thi nghiém. Giéng hoa thuoc duoc TDL-
05 do Vién Nghién ctru Rau qué tuyén chon tir bo
giong hoa nhap ndi. Két qua khao nghiém & Hung
Yén, Thai Binh va Nam Dinh cho thay: giong c6 kha
ning sinh trudng, phat trién tot (ty 1é song > 90%,
thoi gian ra hoa 90 ngay), kha nang bat mam va ra
hoa cao (89 hoa/cay), hoa cé mau sic do6 tuoi, duge
thi truomg wa chudng.

Chat khir trung va cac chat diéu tiét sinh truéng
duoc st dung trong nghién cttu bao goém: H,0,, BAP,
kinetin va aNAA.

2. Phuong phap nghién ctru

Nudi cdy mo té bao duoc thuc hién qua cac buoc
sau: Khtt trung mau, nuodi cdy khoi dong, nhéan
nhanh, tao ciy hoan chinh va giai doan vuon vom.
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St dung moéi truong nudi cdy co ban MS
(Murashige va Skoog, 1962), b6 sung duong
sacaroza 3% va mot so chat diéu tiét sinh trudng véi
nong d6 khac nhau tuy theo timg thi nghiém. Piéu
kién nuoi cdy: nhiét do trong phong 25-27°C, 46 4m
70%, cuong do chiéu sang 2500-3000 lux, thoi gian
chiéu sang bao dam dt 16 gio sang/8 gior t6i; cay con
sau khi co ré hoan chinh duoc ra ngdi, wvom trong
nha ludi c6 mai che.

Cac thi nghiém dugc bo tri ngiu nhién 3 lan
nhéc lai, méi 14n nhéc lai 30 mau. S8 lieu duoc xi ly
thong ké bang chuong trinh IRRISTAT. Cac thi
nghiém duoc tién hanh tai Phong Nuéi cdy mé té bao
thuc vat va Nha luéi cia Bo mon Cong nghé Sinh
hoc - Vién Nghién cttu Rau qua tir thang 11 nim 2010
dén thang 8 nam 2011.

lil. KET QUA NGHIEN CUU

1. Nghién ciru tao ngudn vat liéu sach ban ddu

bay 1a bude khéi dau quan trong trong quy trinh
nhéan giéng bing nuéi cdy mé t€ bao. O giai doan
nay, d6i tuong nudi cdy duoc dua tir didu kién tu
nhién vao diéu kién vo trung dé tao ra luong miu
sach phuc vu cho cic giai doan tiép theo clia qua
trinh nhan nhanh. Vi vay, déi voi tat ca cac loai cay
trong thi viéc x4c dinh phuong phap khir trung thich
hop mang y nghia quyét dinh cho sy thanh céng ctia
cad qua trinh vi nhan giong (Robert N. Trigiano,
Dennis J. Gray, 2000). Muc dich ctia giai doan nay la
tao ra duogc lugng mau co ty 1é nhiém thép, ty 1é song
cao, mo phan héa va sinh truéng tét. Do d6, dé tao
ngudn vat lieu sach ban dau cho qua trinh nhéan
nhanh -giéng hoa thuoc dugc TDL-05 bing phuong
phap nudi cdy mo té bao da tién hanh nghién ctu
phuong phap khir trung ddi véi mé dinh sinh truéng
va m6 thin mang mét nga bing H,0, ndng do 20%
voi cac muc thoi gian (5 phut, 7 phut, 10 phut).

Bang 1. Két qua téc dong ctia chét khir triing (sau 2 tudn)

§0tioi gian _ Mo dinh sinh treong ] Mo t1~1an _
Bhitr triing Ty 1~é mau | Ty l(,?: mau | Tylé mau sach | Ty 1~é miu | Ty lff: mau | Ty lé mau sach
nhiém (%) | chét (%) tai sinh (%) nhiém (%) | chét (%) tai sinh (%)
5 phut 35,6 13,4 51,0 40,0 0,0 60,0
7 phut 7,6 41,8 50,6 8,3 5,0 86,7
10 phut 0 58,0 42,0 5,0 18,0 77,0

Két qua & bang 1 cho thay: Thoi gian khit tring
cang dai thi ty 1é miu nhiém cang thap, nhung ty lé
mau chét cang cao d6i voi ca 2 loai mau cdy. Ty le
mau sach tai sinh & miu mé dinh dat 51,0% trong
thoi gian kht trung 5 phdt va & mau mé than dat
86,7% trong thoi gian 7 phat; khir tring miu cdy
bang H,0, ndng d¢ 20%, thoi gian khir triing 5 phut
doi voi mo dinh sinh truéng va 7 phat déi voi mo
than 1a thich hop.

2. Nghién ctru nhan nhanh

Céc thi nghiém & giai doan nay nham tim ra méi
truong thich hop nhat cho qua trinh nhan nhanh chéi

clia giong hoa thuoc duoc TDL - 05. Pay 1a giai doan
mang tinh then chdt trong toan bd qua trinh nhan,
yéu cau cua giai doan nay 1a: Tao ra hé s6 nhan giéng
cao; cac chéi tao ra phai déng nhat vé mat di truyén,
c6 stic song tot, ty 1é bién dj thap.

Xuat phat tir nhimg yéu cau trén, dé nhan nhanh
gioéng hoa thuoc dugc TDL-05, da sir dung phuong
thiec tao va nhan nhanh cum chéi tir cac chéi sach
thu duoc & thi nghiém 1. O giai doan nay da nghién
ciu anh hudng clia cac chit diéu tiét sinh truéng
thuoc nhom cytokinin nhim xac dinh méi truong
thich hop cho qua trinh nhan nhanh.

Bang 2. Anh huéng ciia BAP dén hé s nhan chdi (sau 4 tuin )

= o Tylétao | Hé s6 nhan | Chiéu cao S614/chéi | Chatluong
11 | Congthue thimghiem | galey | ™ qan) chéi (cm) 14) chéi
1 MS B/C) 100 1,00 4,4 10,5 ++
2 MS + 0,5 mg/1 BAP 100 3,90 3,4 8,4 4
3 MS + 1,0 mg/1 BAP 100 3,66 3,2 7,3 +++
4 MS +1,5mg/1 BAP 100 3,53 3,0 6,5 ++
) MS + 2,0 mg/1 BAP 100 3,30 2.0 6,1 +
CV® 75
LSD (5%) 042

Ghi chu: + Chét lrong choi kém; + + Chét lrong choi trung binh; +++ Chat luong chéi tot

NONG NGHIEP VA PHAT TRIEN NONG THON - KY 1 - THANG 7/2012 41



KHOA HOC CONG NGHE

Két qua & bang 2 cho thiy: Khi b6 sung BAP vao
moi truong cho qua trinh nhan nhanh cta choi thuoc
duoc theo duong huong tao cum choi, thi BAP da co
tac dong tot dén qua trinh tao chéi ciia giong hoa

thuoc duoc TDL-05, thé hién & chi tieu hé s6 nhan va |
chat luong chdi. Nong do BAP thich hop dé bé sung
vao moi truong nhan 1a 0,5 mg/1 cho hé s6 nhan choi
cao nhat (3,9 1an/4 tuan).

Bang 3. Anh huéng ciia kinetin dén hé s3 nhan chéi (sau 4 tuin)

SIT Cong thuc thi Ty letao | Hésénhan | Chiéucao | S614/chdi | Chat luong
nghiém chéi (%) (l4an) chéi (cm) 13 choi
1 | MS®/C) 100 1,00 4,7 12,0 ++
2 | MS+05mg/lK 100 2,02 45 10,7 +++
3 | MS+1,0mg/lK 100 3,23 45 9,6 +++
4 | MS+15mg/lK 100 2,69 3,8 8,7 ++
5 | MS+20mg/lK 100 2,36 3,5 7.4 +
CV %) 32 ,
LSD (5%) 0167

Ghi chii: + Chat luong choi kém; + + Chat lirong chéi trung binh; +++ Chat luong choi tot

Qua két qua & bang 3: so véi BAP thi kinetin
cing c6 anh huéng dén hé s6 nhan chéi, tuy nhién
hiéu qua ctia kinetin t6 ra kém hon so voi BAP. Nong
do kinetin thich hop dé b6 sung vao méi truong nhan
12 1 mg/1 cho hé s nhan chéi cao nhit (3,23 lan/4
tuan).

3. Giai doan tao cay in vitro hoan chinh

Bang 4. Anh huéng ctia oNAA dén khi ning ra ré va sinh truéng ciia chéi thuge dugc (sau 2 tuin)

Viéc tao cay hoan chinh la mot giai doan rat cin
thiét trong qua trinh nhan nhanh. Sau khi chéi dugc
tao ra voi s6 luong 16m trong giai doan nhan nhanh
thi hau nhu ching chua c6 ré, do d6 choi phai dugc
tao ré. Giai doan ndy lam nhiém vu tai tao cay con
hoan chinh dé chung cé thé song va sinh truéng tot
khi dua cay ra vuon wom cing nhu khi dua ra vuon
san xuat.

. ol d e Tyléra S6 Chiéu dai | Chiéucao | S61la/ca
A Copg thite tiinghitm ré (%) ré/cay | ré (cm) cay (cm) (1a) ’
1 | MS®/C) 100 6,33 4,10 4,51 10,7
2 | MS+0,25 mg/l1 aNAA 100 5,10 3,30 4,30 10,2
3 | MS+0,5mg/1 aNAA 88,9 4,60 3,30 3,75 9,5
CV(%) 810 710
LSD (5%) 086 0,50

Két qua & bang 4 cho thay: Su ra ré cta chéi bat
dinh kha thuan loi trong cic méi treong nghién ciry,
cay thuoc duoc c6 kha nang tur ra ré rit tot; ngay ca
trén moi truong khong bé sung aNAA ty 1é ra ré dat
100%, ciing nhu chat luong ré rat tot thé hién qua chi
tieu s6 ré (6,33 ré/cay) va chiéu dai ré (4,1 cm),
trong khi d6 & cong thirc c6 b6 sung aNAA ty 1é ra ré
100% nhung chi tiéu s6 ré (5,1 ré/cay) va chiéu dai ré
(3,3 cm) thap hon so véi cong thic khong bé sung
o«NAA.

Vi vay, dé tao ré cho chdi thuoc dugc chi cin
chuyén chung tir moéi truong nhan sang moi truong
dinh duong MS khoéng can phai bd sung auxin ciing
da 1a moi truomg thich hop cho su ra ré caa choi
giong hoa thuoc duoc TDL-05.
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4. Giai doan vuon uwom
Bang 5. Anh hudng ciia gia thé dén sinh truéng ciia
cay thuoc duoc in vitrro (sau 4 tuin)

STT | Gid thé A’,I‘y le C}}iéu cao | So Ala/

song (%), cay (cm) cay

1 Céat 26,3 4,83 9,5

P Trau hun 65,8 5,07 10,4

3 bat 43,7 5,02 10,4
Cat + trau

4 hun (1:1) 76,3 513 12,0
it + trau

5 hun (1:1) 91,4 515 12.1

Khi dua cay ra khoi 6ng nghiém, c6 nhiéu yéu to
bién dong (nhiét do, 4m do, anh sing...) tac dong.
Chinh vi su thay d6i diéu kién song dot ngot gay
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khong it kho khan cho viéc ra ngoi cay in vitro, nén
viéc chuyén cay in vitro qua giai doan vuon wom la
bt buoc d€ han ché tac nhan bat loi va tao cho cay
thich nghi dan véi didu kién bén ngoai. Ngoai ra, mbi
loai cay can mot loai gia thé thich hop d€ séng, sinh
truéng va phat trién. Két qua & bang 5 cho thdy: Gia
thé co anh huong ro rét dén ty 1é séng, chiéu cao cay
va s6 1a/cay thuge dugc TDL05 in vitro. Cac gia thé
¢ phoi tron cung trédu hun t4 ra thich hop dé ra ngoi
cdy in vitro, voi cac gia thé nay ty lé séng ciia cay cao
(76,3-91,4%), cay sinh truéng tot hon (thé hién & chi
tiéu vé chiéu cao cy va so 14/cay). Gia thé cat khong
thich hop cho viéc ra ngéi cay thuoc duoc iz vitro, cé
ty lé cay song thap nhat.
V. KET LUAN

Két qua nghién ctru da bé sung co sé dit lieu cho
viéc xdy dung quy trinh nhan giong thuoc duoc lun
bang nudi cdy mo té bao nhu sau: Ché do khit tring
thich hop cho mo dinh sinh truémg bang H,0,ndng

do 20% trong 5 phdt va & miu mo than trong thoi
gian 7 phit; moéi truong nhan nhanh thich hop 1a méi
treong MS b6 sung BAP néng 6 0,5 mg/1 cho hé sé
nhén choi 1a 3,9 14n/4 tuan; moi truong ra ré thich
hop cho chéi thuge duge lun 1a méi truong MS
khong bd sung auxin; gia thé cho ty 1¢ séng cao va
tot cho sinh trudng, phét trién ctia cay thuoc duoc in
vitrola dat + trau hun ty lé 1:1
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IN VITRO MULTIPLICATION OF DAHLIA TDL - 05 VARIETY BY TISSUE CULTURE

Summary

Trinh Khac Quang

Tissue culture technique was applied to propagate for a new Dahlia variety named TDL-05. Two types of
tissues, shoot tip and stem tissues, were used as initiation materials for culture. Sterilization by H,0, at
concentration of 20% for 5 min or 7 min (shoot tip and stem tissues respectively) were the best period
time to result in good ratio of cleaned tissues as well as the regeneration capacity of the cleaned tissues.
Both of experimented cytokinins, BAP and kinetin, could be used for in vitro shoot multiplication of TDL-
05 variety. However, BAP seemed to be more effective than kinetin. In MS medium containg the best
concentration of BAP, at 0.5 mg/l, multiplication coefficient of in vitro shoot reached at 3.9/4 weeks;
while it was 3.23/4 weeks in the best concentration, at 1 mg/l, of kinetin. All of in vitro shoots could
induce multi-root in the MS medium without phytohormon. In nursery, a substrate containing fired rice
husk and soil at the 1:1 ratio was suitable for survival as well as growth of in vitro plants of the Dahlia

TDL-05 variety.

Key word: 7DL-05, multiplication, in vitro, media, BAP, kinetin.
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