QUY TRINH NHAN NHANH GIONG MIiA BANG IN VITRO

Phuong phap nhan glong in vitro la mot phuong phap nhan gidng hién dai so voi
cach nhan giong co truyén 1a trong bang hom. Nhan giéng in vitro hay vi nhan glong trong
6ng nghiém 1a mot trong bon linh vyc ung dung cua cong ngh¢ nudi cdy md té bao thuc
vat. Phuong phap nhan nhanh in vitro co thé tao ra mot luong cay glong 16m chi trong mot
thoi gian ngan voi cac uu diém vuot troi nhu cay con c6 do dong déu cao, cay sinh truong
phat trién khoe, sach bénh, dé nhanh nhiéu nén rét thich hop cho viéc nhan gidng cho cac
vu tiép theo.

A. Quy trinh nhan nhanh trong phong thi nghiém

I. Chuan bi mdi truwdong nudi ciy
1. Méi trwong hoa hoc

Moi truong hoa hoc 1a ngudn cung cap cic chét can thiét cho sy ting trudng phét
sinh mo trong sudt qua trinh sinh hda cua cay. Co s&¢ cua viéc xay dung cadc moi truong
nuoi cay la viéc xem xét cac thanh phan can thi€t cho sy tang trudng va phat trién cia cay.
Doi voi mia chu yéu sir dung moi truong Murashige va Skoog (1962) (MS) ¢6 bo sung cac
Vitamin va hooc mon sinh truéng.

THANH PHAN MUOI KHOANG CO BAN CUA MOI TRUONG MS"
(Murashige va Skoog, 1962) (Thanh phdn cho 01 lit méi truong nuoi cay)

5 A Ham luwgng . .,
Thanh phan (ma/) Cach pha Ghi chu
KNO3 1900 389
NH4NO; 1650 33¢ Hoa trong 1
MS | lit, 14y 50
MgSO4.7H20 370 7,4 g mi/l
KH,PO, 170 349
MS 11 CaCl, 330 6,649 -nt-
H3;BOs 6.2 620 mg
MnSO,.H,0 22.3 2230 mg
ZnSO, 8.6 860 mg Hoa trong 1
MS 111 lit, 14y 10
Na;MoO, 0.25 25 mg ml/l
CuS0,.7H,0 0.025 2,5mg
CoCl, 0.025 2,5mg
Na;EDTA 37.3 3730mg | Hoatrong 1
MS 1V lit, 14y 10
FeSO,.7H,0 278 2780 mg il
i 200 mg
Glycin 2 Hoa trong 1
MS V (Vitamin) Myo-inositol 100 109 lit, 14y 10
Nicotimic acid 0.5 50 mg mi/l




X A Ham luwgng . Lo
Thanh phan (mg/) Cach pha Ghi chu
Thiamin.HCI 0.1 10 mg
Pyrdoxin. HCI 05 50 mg
Cac chét kich thich sinh BA 2
trweong (H 0 .
ruéng (Hooc mon Kinetin 01 Phariéng
2.4D: 2 tung chat
NAA 2
Puong 30 g/L Khi ndu moi
Nuéc Dira 100 mi/L fruong mot
Than  hoat eho veo
tinh . 0.1g/L

* ChU y. trong khi pha méi Stock thi pha trong muwdc cat, hoa tan chat nay xong thi méi
cho chat tiep theo vao

+ MBbi truong duoc hip & ap xuét 1,1 At tuong duong 121°C

+ PH moi truong 1a 5,6
2. Moi trueong trong phong nudi cay
- Anh sang

Thoi gian chiéu sang thich hop 1a tir 12-18h/ngay. Cuong do anh sang thich hop
cho mo nudi cay 1a 1500-2500 lux.

- Nhiét do¢:

Nhiét d6 phong nudi cdy mo té bao thich hop & 24-26°C
- Am d9:

Duéi 50% (d6 Am tuwong ddi)

1. Chuan bi mau . ,

Chon cay lam vat liéu vao mau phai ky ludng, ding giong, cay me phai la cay co
thé sinh truong, phat trlen kho¢, thuong lay mau la cay non, co tur 2-4 dot (da tach rung be
14,16 2 dén 4 16ng). Lay mau vao lc troi nang, kho rao, sau khi lay mAu can vao mau ngay,
tranh dé qua dém. Néu phai dé qua dém thi can phai rira sach miu, boc nilon kin va bao
quén trong ngin mat ti lanh (khoang 8°C)

Mau thu vé rtra sach, lau lai bang con 70°, sau d6 lau kho va dua vao phong cay.

I1l. Cach dwa mau cay \:2‘1() ong nghiém:

- C6 2 cach vao mau:

1. Vao méu tir dinh sinh trudng, khong qua mo seo

- Khir tring mau trude khi cay vao dng nghiém: dung cdn 70° lau toan bo mau. Boc
be qua gia di va lau sach phan, cit diém hai bén va phan dai cia be Mia. Rira tay bang
nudc cat sau do dung con lau lai mau mot 1an nira ro6i dua vao thyc hién trong budng (t)
cay vo trung. o

- Dung tay boc tung 16p be mot, khi’ boc khong dugce cham tay vao doan mau dé
vao mau, boc hét 16p vé be bao boc ngoai mat mia.



- Dung dao cat lay mat Mia c6 dinh phan thit Mia, kich thuéc lem x lem, hodc
dinh sinh tredng dai khoang 1 cm cdy vao binh dung moéi trudng MS ¢6 bd sung thém chét
didu tiét sinh trudong. Nudi binh trong phong nudi véi nhiét 4o 26°c — 28°%, va anh sang
deén neon, cuong do anh sang 2000 — 2500 lux. Sau 2 — 3 tuan chdi dinh va mat mia moc
thi chuyén sang gia doan nhan chdi.

MBoi truong nudi cay: MS + + thach 7 g/l + 2 mg/l BAP + 0,1 mg/l kinetin + 30 g
duong + 0,1 g than hoat tinh + nudc dira 100 ml/1
2. Vao méu qua giai doan mé seo:

- Khir tring mau trude khi cdy vao dng nghiém: ding cdn 70° lau toan bd mau. Boc
be qua gia di va lau sach phan. Rira lai bang nuéc cét sau d6 dung con lau lai mau mot lan
nita réi dua vao trong phong dé cay.

- Dung tay boc timg 16p be mot, khi boc khong duge cham tay vao doan mau dé
vao mAu, boc hét 16p vo be gia mau xanh va dé 16 ra phan be non mau tring dudng kinh
0,5-1cm

- Cit tung doan be non, kich thudce dai 0,6-1 cm, sau d6 ché doéi va céy vao moi
truong tao mo s¢o

- Méi truong tao mod seo: MS + + thach 7 g/l + 2 mg/1 2,4 D + 30 g duong + nudc
dura 100 ml/1

- Béo quén trong hop kin, t6i, khong c6 4nh sang, nhiét do 26°c — 28%

- Sau 3 — 4 tuan mo seo dugc hinh thanh thi chuyén sang gia doan tai sinh choi.

I1l. Giai doan tai sinh chdi va nhan nhanh
1. Tdi sinh mo seo (dp dung cho truong hop vao méu qua mé seo)

- Sau khi vao mau 3 — 4 tuan, mod seo dugc hinh thanh thi chuyén sang gia doan tai
sinh choi. Lay mé seo ra khoi binh, cit bo phan be khong tao dugc mo seo, lay cac mo seo
khoe, mau tring xanh khong bi tham w6t va cay chuyén vao méi trudng tai sinh cdy.

Moi truong tai sinh cdy: MS + thach 7 g/l + 2 mg/l BAP + 0,1 mg/l kinetin + 30 g
duong + 0,1 g than hoat tinh + nudc dira 100 ml/1

Sau khoang 3-4 tudn, tir cdc mo seo hinh thanh cic cum chdi , ta cdy chuyén sang
moi truong nhan nhanh cum chdi, moi trudng ndy gidng maoi truong tai sinh cay
2. Giai doan nhén nhanh chéi

Choi dugc phat trién tir mat, dinh sinh trudng cta mia sau 3-4 tuan khi cho vao mau
vao da ra 14 non, ta chuyen sang moi truong nhan nhanh. Khi cly chuyen ta boc phan be 14
gia, cao bo phan biéu bi hinh thanh xung quanh gbc chdi va cdy vao méi truong nhan
nhanh.

Céac cum choi hinh thanh tir mé seo ciing dugc cAy vao méi trudng nay.

Moi truong tai sinh cay: MS + thach 7 g/1 + 2 mg/l BAP + 0,1 mg/l kinetin + 30 g
duong + 0,1 g than hoat tinh + nudc dira 100 ml/I

Diéu kién phong nuéi: nhiét do 26°C — 28°C, cuong d6 anh sang 2000 — 2500 lux.

Sau khoang 2-3 dot nhan, thi ta chuyén sang mdi truong ra ré. Chi y giai doan nay
khong nén nhan nhiéu 1an lam anh hudéng dén qua trinh hinh thanh ré va 1am tang ty 1é
bién di cho giéng.

IV. Giai doan tai sinh ré dé tao cAy con hoan chinh.

Céc cum chdi duge tach thanh cac cum chdi nho tir 2-5 chodi/cum va céy chuyén
sang moi trudng ra ré

Moi truong ra ré&: MS + NAA 2 mg/l + thach 7 g/l + dudng 30 g/l + than hoat tinh
0,2 g/l, 100 ml/l nude dira

Sau 20 ngay cdy cdy co chiéu cao 10 cm, c6 3-5 r&, chiéu dai ré dat 3 — 5cm va ré
c6 mau vang nhat thi két thiic nudi cay trong dng nghiém.



Trude khi cdy chuyén ra vuon wom, can chuyén cay ra nha ludi c6 mai che tir 7-10
ngay, khong dé anh sang truc xa chiéu dé huan luyén cay

Sau 1 thang tai sinh r& dé tao ciy con hoan chinh, c¢6 thé chuyén cay ra giam ngoai
vuon uom.

B. Quy trinh chim séc ciy mia nudi cay mé ngoai vudn wom

Dung dét bai phu sa song tron véi cat theo ti 16 3 dét: 1 cat bd sung phan chudng
muc (néu khong c6 thi thay bang phan hitu co vi sinh), trdu hun
Trude khi trong nén xir Iy nén dat giam dé trir dé, giun, sau xam...
D6 dat da chuan bi trén thanh ludng rong 1,2m, do day 16p dat mat ludng 15 — 20
cm, thoat nude tot.
Néu trong trong bau thi sir dung tai bau kich thudc 8 x 10cm, xép bau thanh timg
ludng rong 1,0-1,2 m
Cac cay Mia dugc tao trong ong nghiém dung panh 14y ra rira sach bo ré, rira sach
thach bam vao ré, khong dugc 1am thuong t6n dén bo ré
CAy cay mia vao ludng di chuan bi v6i mat d6 100 cay/ 1m?, hodc trdng truc tiép
vao bau, sau khi cdy phun nudc du 4m cho ludng cay.
Khi gidm xong, phun thudc trir ndm, vi khuan: Kasuran hodc Kasai, sau 02 ngay
phun nhic lai
Ché d6 cham soc sau khi cay: Trong 10 ngay du thuong xuyén phun am cho cy 6-
8 lan/ngay va che sang cho ludng cdy bang ludi che rAm véi do che sang 80%. Néu vé
mua mua rao phai lam mai che mua. Sau 15 ngay boé dan ludi che rAm dé ti 1¢ che sang
50%, giam dan sd 1an tudi nudc trong mot ngdy va tang lugng nude tudi trong mot lan.
Sau mot thang bo ludi che rim va mai che mua di. Sau khi ra ngdi 15 ngdy c6 thé
ding phan bon qua 14 (Kumix, Grown...) liéu luong theo huéng din trén bao bi hodc tudi
phan hdn hgp NPK hoa tan 100g phan vé6i 10 lit nude tudi cho 10m% Ctr 1 tudn phun hodc
tudi phan mot 1an va ting dan luong phan bon. Khi cdy duoc 1,5 thang nging tudi phan,
giam tudi nudce.
Pbi véi trudng hop gidm truc tiép 1én ludng thi sau ra vuon uom 20 ngay thi c6 thé
ciy chuyén vao bau.
Sau khi ra ngdi dugc 1,5-2 thang, cdy mia nudi cdy mo c6 chiéu cao 25cm — 40 cm
dat tiéu chuan trong s& chuyén ra rudng dé trong, goi 1a gia doan rudng giong siéu
nguyén chung

C. Quy trinh trong trot hai giong mia nudi cay mo ngoai rugng

I. Gidng mia:
Tiéu chuan cay con nuoi cdy mo:

- Cay gidng duoc wom trong bau, cao khoang 30-40 cm, c6 tir 4-6 la tr¢ 1€n, sinh
truong khoe, sach sau bénh, khong dap nat, vo bau

- Trude khi trong co thé cat 1/3 chiéu dai 14 dé chdng thoat hoi nudc va thuan tién
cho van chuyén, trong va chiam soc.
Il. Thoi vu:

- Mién Bic trong tot nhit tir thang 2 dén thang 5,

- Mién Nam tir thang 3 dén thang 6.



I11. Chuén bj dat:
3.1. Chon dit:

Mia 13 loai cay cong nghiép kho¢, d& tinh, khong kén dét, vay co thé trong mia trén
nhiéu loai dat khac nhau, tir 70% sét dén 70% cat. Dat thich hop nhat cho mia 14 nhiing
loai dat x6p, tang canh tac sau, co do phi cao, giit 4m tot va dé thoat nude. Nhung cdy mia
thich hop nhét trén dit phu sa cat c6 d6 pH =4 — 8.

3.2. Lam dit:

- bit cayvabua?2 -3 lan, cay sau 30 - 35 cm, bua phéng rong, don sach co, rach
thanh ranh, ranh sau 30cm, rong 30-40 cm, khoang cach gitra cac ranh 1,0 - 1,2m.

- D6i v6i dat do6i thiét ké hang mia theo dudng dong mirc; nén lam dat trude khi
trong khoang 1 thang dé cho dat c6 thoi gian phoi ai diét ngudn sau bénh.

- Xu ly dat dé chong sau xam, con sung (sau non bo hung) bang thubc Padan hoic
Vibasu bot (Basudin) ric déu 1én bé mit ludng dé xtr 1y dat.

IV. Mat d, khoang cach va cach trong:

- Mat dé: Tuy theo diéu kién dit dai va gibng mia dé bd tri mat do, dam bao mat do
20.000 cay mia nudi cdy mo/ha

- Khoang cach: khoang cach cay x cay 50 cm

- Cdch trong:

Trude khi trong can boc bo tii bau, boc can than khong lam v& bau, trong thanh 2
hang so le doc theo rinh, lap dat kin bau, cach mat tui bau 2-3 cm. Pat can nén chit vira
phai xung quanh bau. Néu cé diéu kién nén tudi am sau khi trong va st dung nilon che
phu dé gitr am va han ché c6 dai cho mia.

V. Cham séc:
5.1. Bon phan:
- Luong phan:

+ Phan hitu co: 20-25 tdn/ha (phan chudng hoai muc) Néu 1a phan hitu co vi sinh
thi tily ting loai phan ma liéu luong bon theo khuyén co ciia nha san xuat.

+ V61 bot: 500 - 1.000kg.

+ Uré: 500 - 700kg.

+ Super lan: 800 - 1.000 kg.

+ Clorua kali 500 - 600kg.

Luu y: Néu dung phan NPK thi giam lugng phan don tuong tng.
- Cach bon:

+ BON 16t: V6i dugc rai trén mat rudng trude khi cay bua lan cubi; toan bd phan
chudng (hodc phan hitu co vi sinh), phan lan, 1/3 luong phan dam, lwong phan kali bon
theo rach trude khi trong.

+ Boén thic 1an 1: 1/3 luong phan dam sau thoi ky mia c6 4 - 5 14.

+ BOn thic 1an 2: 1/3 luong dam, 1/2 luong kali con lai khi mia két thac dé nhanh
(9-1213).

5.2. Twoi nudc.

- Cay mia nudi cdy mo giai doan dau rat can c6 ché do tudi nude dac biét. Co thé
dung nilon che phil bé mat luong dé han ché thoat hoi nudc va co dai . Khi trong xong phai
tuoi ngay va phai dam bao d6 am dat lién tuc trong vong 01 thang sau khi trong khi cay
mia bén ré va ra 14 mai.

- Sau d6 bao dam d6 am thuong xuyén nhu cdy mia tréng bang hom
5.3. Lam co, xoi xdo va vun géc:

- Sau trong tién hanh kiém tra thudng xuyén, giai doan nay mia hay bi siu xam pha
hoai gay lam chét cdy, vi vay khi mia khoang 1-2 tuan can tién hanh kiém tra, dim nhiing



chd mét khoang bﬁng cay mia dy phong, khi ddm dam bao ché d6 chim soc nhu ban dau
dé mia dim sinh truong binh thuong nhu cac cay khac.

- Sau trong 30-40 ngay can lam co, x61 va vun gbc cung v6i 2 1an bon phan thic két
hop vo1 x61 xa goc khi bon lan 1. X01 sau, x0i gan gbc khi bén thiic 1an 2. Khi mia trén 12
1a xo1 xa gbc, don sach co dudi vong. Néu c6 diéu kién két hop tudi du 4m cho mia dé dat
nang suét cao.

VI. Phong trir siu bénh:

- Khi cdy con mdi trong thudng bi sdu xam pha hoai, ching thudng pha hoai vao
sang sém gy khuyét cay vi vay co thé bt bang cach day som (5h sang) hodc xtr Iy dét
trude khi trong

- Chc dbi tuong dich hai chu yéu la: Rép bong tréng, bo hung duc géc, sau duc than,
bénh than den, bénh tréng la.

- Bién phap phong trir: Dung gidng khang bénh, 4p dung bién phap quan 1y dich hai
téng hop (IPM), khi sau bénh dén ngudng gy hai thi st dung thudc hoa hoc theo nguyén
tic 4 dng.

+ Sau duc than dung thudc Padan nff)ng d6 0,1% tudi vao mam cay bi sau hai.

+ Rép hai 14: Nén boc 14 rép kip thoi thu gom lai dé tiéu huy. Dung 1 trong cac loai
thudc Bassa néng do 0,1% Sumicidin néng do 0,2%, Supracide néng do 0,15 - 0,2%,
Desis nong do 0,2%... dé phun lén 14.

+ Bo hung cin r& va mdi hai gdc: Dung Padan bot rac 2 bén rdnh mia roi lap dat.
Luong thubc 10kg/ha. Dung Terbufos véi lugng 30kg/ha duoc rac xudng ranh mia trudc
khi trong. Doi v6i mia gdc, sau khi mua x6i dat sdu 15cm va rac Terbufus quanh gdc mia,
roi lap lai.

+ Pha hét cac to mbi khi lam dat.

VII. Thu hoach:

Mia nudi cidy mo sinh trudng phét trién khoe, dic biét chung dé rat nhiéu nhanh,
nhung cdy nho hon trong hom nén vu mia dau chu yéu thu hoach sur dung lam gidng.
Khong nén thu hoach mia qua gia lam giam chat lwong hom gidng. Thuong khi ruéng mia
dat 6-7 thang tudi c¢6 thu thu hoach lam giong.

Muc dich cua vuon gidng nudi cay mo 1a nhan giéng ban dau (siéu nguyén chung),
dé tir d6 tao ra glong nguyén chung, tao gidng cap I va giong thuong pham. Khi cay 7 - 8
thang tudi, chit ldy hom trong tlep va cham soc dé 1ay giéng gbc

Néu thu hoach dé ché bién: thu hoach mia da d6 chin (chir duwong > 10 CCS). Thu
hoach xong van chuyén va dua vao ché bién trong vong 24 gid dé dam bao ham lugng
duong trong mia khong bi hao hut.



