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Cay me sach bénh, sinh trwdng phat
trién tot

i

Bwéc 1: Chuidn bi miu J

— |

Kht trung: HgClz 0,1%, trong 12
phit

Buwéc 2: Tai sinh choi l

Moi trudng tai sinh chdi
@ MS + 1mg/IBAP + 30g/l duwong + 6g/1

thach

| Bwéc 3: Nhan nhanh l
Mbéi trudng nhin nhanh
@ MS +1,5mg/1 BA + 0,5mg/1 Kinetin+
30g/1 dwong + 6g/lthach
| Buéc 4: Tao ré J

@ Mdi trudng tao ré: MS +0,5mg/1 NAA
+30g/l duwong + 0,1g/1 than hoat

4 thang

I Buéc 5: CAm ng cay i
Cay con cao z 4cm, sS latr 3-4,s6
ré 2 3 ré, chidu dairé = 2cm

2 tudn
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Linh vue k¥ thuat dwoc dé cap

Sang ché dé cap dén quy trinh nhén giéng cay Khoi tia (4rdisia silvestris
Pitard) bang phuwong phap nuéi cdy mé té bao.

Tinh trang ky thuit cia sang ché

Cay Khoi tia (Ardisia silvestris Pitard) thudc loai cdy nho, chidu cao
khoang 50cm, khéng 16ng, vo mau xam. La moc so le, phién hinh gido nguoc
hodc trimg nguoc dai 20 — 40cm, rong 6 — 12cm, dau thon va nhon, mau luc sim

¢ trén, nhat mau hon & dudi hodc c6 mau do tim, mép khia rang cua nho.

O Viét Nam cay tap chung & Lao Cai, Lang Son, Quang Ninh, Vinh Phtc,
Ha Tay, Hoa Binh, Ninh Binh, Thanh Hoa, Nghé An vao tdi Quang Nam va Ba
Néng. Cay moc dudi tan ring rdm 4m udt, noi rAm mat, trén dat nhiéu mun

trong rung hay ven rung nguyén sinh ¢ do cao 400 — 1200m.

Céay Khéi tia chira cic thanh phan hoa hoc chinh 14 tanin va glucosit ¢6
cong dung trung hoa, chéng viém, lam giam do axit cua da day, giam dau, dac
biét c6 tac dung lam se vét loét, kich thich 1én da non va lam lanh vét thuong nén
duoc dung dé tri viém loét da day t4 trang. Nudc sic 14 khoi tia c6 tac dung tc
ché su phat trién ctia vi khuan HP rat hiéu qua. Tac dung tc ché nay tao diéu kién
thuan loi cho qué trinh diéu tri loét da day ta trang. Dac biét, 1a Khoi tia két hop
v6i cac duoc liéu nhu nghé vang, 6 tac cdt, hdi dau théo, phuc linh, y di, sa nhan,
cam thao, v.v., ¢6 tac dung ho tro diéu tri bénh viém loét da day, ta trang cép tinh
va man tinh, gitp gidm nhanh céc triéu ching nhu déy bung, ¢ hoi, ¢ chua, nong

rat, dau ving thuong vi, gitip bd ty vi, ting cudng chirc nang hé tiéu hoa.

Theo phuong phap nhén giéng co truyén, Khéi tia duoc nhan gidng bang
cach gidm hom, nhung phuong phép nay c6 nhiéu nhuoc diém, nhu viéc nhan
gidng mang tinh thoi vu, kho tao ra s luong 16n theo yéu cau clia san xuét. Trong
thoi gian vira qua, viéc tng dung phuong phap nudi ciy in vitro trong viéc nhan
giéng cdy Khoi tia dd dugc thuc hién va da tao ra cay tréng sach bénh, c6 chét

luong tot, do dong déu cao, hé s6 nhan 16n va gitr dugc tinh di truyén cta cay me.
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Hién nay, chi méi c6 mdt so nghi€n ctru nhan giong cay Khoi tia bang
phuong phap giam hom, chua c6 cong trinh nghién ctru nao vé nhan giong in

vitro cay Khoi tia.
Ban chat ky thuét ciia sang ché

Muc dich ctia sang ché 1a dé xuét giai phap dé giai quyét van dé néu trén.
Pé dat duoc muc dich do6, sang ché dé cap dén quy trinh nhan gidng cay Khoi tia
(Ardisia silvestris Pitard) bang phuong phap nudi cdy moé té bao, trong dé quy

trinh nay bao gom céac budc:

i) chuan bi mau: 14y mau & cac dinh sinh truéng hodc doan than banh té tir
cay Khoi tia me vao thoi diém budi sang khi thoi tiét ning rédo; rira mau duéi voi
nude va ngam trong dung dich chat tdy nhe (xa phong lodng) trong 5 phut; ria
sach dudi voi nude chdy, trang lai 3 1an bang nudc cat vo triung; tiép dé ngam
trong dung dich ridomin gold 3% trong 3 phut, trang lai bang nudc cat vo tring 3
1an; khtr trung bé mat mau bang cach cit mau thanh timg doan chira tir 1 — 2 mét
ngtl, va lac v6i cdn 70% trong thoi gian 60 gidy, trang lai bing nudce ct vo trung
tir 3 dén 5 14n, cac thao tac khir tring duogce tién hanh hoan toan trong moi truong
v trung; tiép do khir tring bang HgCl, 0,1%, lan thtr nhat trong thoi gian 7
phtt, 1an thir 2 trong thoi gian 5 phut, sau d6 mau duogc trang sach thiy ngan

bang nudc cat vo trung S lan;

ii)  tai sinh chdi: gép timg doan than da khir trang thu duoc & bude i) dat trén
bé mit gidy thim loai bd phan tring & ting doan than dé hoa chéat khir tring
khéng ngam sdu vao mau vit, sau d6 cdy mau vao moi truong nudi ciy 1a méi
truong MS ¢6 bd sung 30g/l duong, 1mg/l BAP va 6g/l thach, theo hudng thing
dimg, duy tri d6 pH ctia moi trudng nudi ciy nam trong khoang tir 5,6 dén 5,8,

thoi gian giai doan tai sinh chdi tir 4 dén 5 tuan (hinh 3);

iii)  nhan nhanh chdi: chon mam chdi c6 chiéu cao 16n hon hodc bang 2cm va
khong bi nhiém nédm khuén sau giai doan tai sinh ii) ¢ trén, tién hanh cét chdi,
cat 1/2 14 va xiét choi dinh, sau d6 cdy choi theo hudng thing ding vao méi
truong nhan nhanh dé tao cum chdi 1a moi trudng MS ¢ bo sung 1,5mg/l BA,
0,5mg/1 kinetin, 30g/l duong va 6g/l thach, duy tri d6 pH ctia méi truong nudi
cdy nam trong khoang tir 5,6 dén 5,8, thoi gian ciy chuyén niam trong khoang tir

4 dén 5 tuan (hinh 4) véi diéu kién cudong do chiéu sang nim trong khoang tu
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2000 dén 3000 lux, duy tri nhiét d6 ¢ 25°C + 2°C va thoi gian chiéu sang trong
ngay la 10h/ngay;

iv)  tao ré: cac choi Khoi tia dat chiéu cao 16n hon hoiic béng 3cm, cay théng,
clmg cap, ¢ tir 3 dén 4 14 thu duoc tir bude iii) chuyén sang méi trudng tao ré 1a
mdi truong MS ¢6 bo sung 0,5mg/l NAA, 30g/l duong, 6g/1 thach va 0,1g/l than
hoat tinh, trong d6 chéi Khoi tia duoc cdy theo hudng thing dimg vao méi
truong tao ré, duy tri d6 pH ctia méi truong tao r& nim trong khoang tir 5,6 dén
5,8, sau 4 tuan, cdy cting cap chuyén cdy sang budc cam ung cdy v) dé lam quen
v6i diéu kién tu nhién (hinh 5); va

V) cam ung cdy: chuyén binh Khoi tia da ra ré thu dugc ¢ budce iv) ra ngoai
anh sang tu nhién trong nha ludi trong thoi gian tir 10 dén 15 ngay dé ciy con
thich nghi dan véi anh sang tu nhién, néu thoi tiét néng can thiét phai che ludi
den véi d6 che sang 50%; md& 30% nap binh dé cay con thich nghi dan dan véi
am do khong khi, sau 2 dén 3 ngay thi mé 100% nép binh dé cay con thich nghi
hoan toan véi nhiét d va am do khong khi; khi cay con dat cac chi tiéu chiéu
cao 16n hoac béng dem, sO 14 tr 3 dén 4 14, sb ré 16n hon hoiic béng 3 r&, chiéu

dai ré 16n hon hodc bang 2cm, thu dugc cay con in vitro dat yéu cau.
M5 ta viin tit cac hinh vé
Hinh 1 thé hién so d6 quy trinh nhan gibng in vitro cay Khai tia.
Hinh 2 14 anh chup cay Khoi tia me.
Hinh 3 1a anh chup mau giai doan téi sinh.
Hinh 4 14 anh chup mau Khéi tia giai doan nhan nhanh choi.
Hinh 5 1a anh chup mau Khoi tia giai doan ra ré.
Hinh 6 14 bang thé hién thanh phan méi truong MS.
MBS ta chi tiét sang ché
Sau ddy, séng ché s& duoc mo ta chi tiét cdc budc thuc hién quy trinh
nhan gidng cdy Khoi tia.

Theo mot phuong 4n, sang ché d& cap dén quy trinh nhan gidng cay Khéi
tia (Ardisia silvestris Pitard) bang phuong phap nudi ciy md, trong d6 quy trinh
nay bao gdm céc budc:
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i) Chuén bi miu

Nguodn mau duge thu thap tir huyén V3 Nhai - tinh Thai Nguyén trong
lam cdy me tai Vién Nghién ctu va Phét trién Lam Nghiép — Truong Dai hoc
Noéng Lam Thai Nguyén (hinh 2).

Cay me duoc st dung léy mau phai la cay sach bénh, toc dd sinh truong
phat trién tét.

Lua chon mau: Mau Khéi tia sur dung la dinh sinh truong hoac nhiing doan
than banh té khong bi sau bénh.

Thoi diém ldy mau: Mau duogc ldy vao budi sang cac ngay trdi ning.

Khtr trung so bo:

+ Tién hanh cat cac doan than dai tir 4 — 6em va rira mau dudi voi nude
chay bang chdi long mém. Rira k§ & céc nach a.

+ Vat liéu sau d6 duoc ngdm trong dung dich chit tdy nhe (xa phong lodng)
trong 5 phut . Dung chdi 16ng mém co sach tAt ca cdc vi tri trén mau vat, dac biét la
nhiing néch 14. Sau d6 rira sach mau dudi voi nudce chay, trang lai bang nuéc
cat vo trung 3 lan.

+ Ngam mau trong dung dich ridomin gold 3% trong 3 phut dé trir ndm.
Sau d6 tring sach bang nudc cit vo trung 5 lan.

Chu y: Céc thao tac phai nhe nhang tranh ton thuong t6i mét doan than, vi
day 1a vi trf cho chdi nay mam.

Khtr tring tinh (thao tac khir tring tién hanh hoan toan trong hop ciy vo
trung):

+ Mau duoc khtr tring kép bang HgCl, 0,1%, lan tht nhét trong thoi gian
7 phit, 1an tht 2 trong thoi gian 5 phut.

+ Mau duogc trang sach thiiy ngan bang nude cét vo tring 4 — 5 1an.
ii) T4i sinh chdi
Dung panh gip timg doan than da khi tring dat trén bé mat gidy thim.

Thao tac cét nhiing phan chét ¢ hai dau (c6 mau tring) do chét khu trung gy ra,

dé tranh chat khir tring ngam sau vao mau.
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Mau sau d6 dugc cdy vao moi truong nudi cdy theo hudng thing dimg.
Cong thiic méi truong nudi cay: méi trudng MS ¢ bd sung 30g/1 dudng, Img/l BAP,
6g/l thach (Thanh phan méi trudng MS xem tai hinh 6). Gia tri do pH cua
mdi trudng nudi cdy 1a 5,6 — 5,8. Thoi gian giai doan tai sinh chdi tir 4 — 5
tuan (hinh 3).

Tiéu chuan cia mau sau tai sinh: Mau bat chéi sau nuéi cay 4 — 5 tuan,

chdéi khoée, khong bi nam khuan.

Chu y: Cac thao tac duoc thuc hién trong ta cdy v trung, cac dung cu
panh dao duogc khtr trung truéde khi st dung.
iii) Nhan nhanh choi

Lua chon mam chdi ¢6 chidu cao 16n hon hoic béng 2cm va khéng bi
nhiém ndm khuan sau giai doan tai sinh, cit choi va cit bot 1/2 14, xiét chdi dinh
sau d6 cdy vao mdi trudng nhan nhanh tao cum chdi. Cong thirc méi truong nhan
nhanh: méi trudng MS ¢6 bo sung 30g/l duong, 1,5mg/l BA, 0,5mg/l kinetin va
6g/l thach (Thanh phin méi truong MS xem tai hinh 6). Gid tri do pH cliia m6i
truong nudi cdy 1a 5,6 — 5,8.Thoi gian cdy chuyén 14 4 — 5 tuan. Tiéu chuén chdi
sau giai doan tao cum chdi: tao duoc 2 — 4 chdi/mau, cac choi map, xanh (hinh
4).

biéu kién nubi cdy mau:

Sb gid chiéu sang trong ngay 1a 10h/ngay.
Cudng d6 chiéu sang 2000 — 3000 lux.

1

Nhiét d6 phong nudi 25°C + 2°C.

Céc dung cu st dung va moi truong nudi cdy dugc hap trong noi tiét

tring c6 4p suat latm, nhiét do 121°C trong 20 phut.
iv) Tao ré

Céac chdi Khoi tia dat chiéu cao 16n hon hodc béng 3cm, cay théng, cung
cép, ¢6 tr 3 — 4 14 duge chuyén sang moi trudong tao ré. Ding dao tach riéng
timg chdi, cit phin gdc gia, cét tia bot 1/2 14. Chdi Khoi tia duoc cdy theo
huéng thang dimg vao méi truong tao ré. Cong thirc moi trudng tao ré: moi
truong MS ¢6 b sung 0,5mg/l NAA, 30g/l dudng, 6g/l thach va 0,1g/1 than
hoat tinh (Thanh phan méi trudong MS xem tai hinh 6). Gia tri do pH cua méi1

-6-
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trurong nudi cay la 5,6 — 5,8. Thoi gian xuat hién re tr 3 — 4 tuan sau khi cay
choi vao moi trudng tao re. Sau 4 tuan ré dai, cdy cing cap co thé dua ciy ra
cam Ung dan vai diéu kién tu nhién.

Tiéu chuan choi sau giai doan ra re: 85,55 % mau tao re, sO lugng re/cay
l6n hon hodc bang 3 re, chiéu dai ré 16n hon hodc bang 2cm, cdy con cling cap,

s6 14 16n hon hodc bang 3, chiéu cao cy 16n hon hodc bang 4cm.
v) Cam ung cay

Dé cay con sau giai doan in vitro tai vuon vom co ty lé song cao, sinh

trudng va phat trién tot, can cdm ung cay trude ra ngdi nhu sau:

- Chuyén binh Khoi tia da ra ré ra ngoai 4nh sang tu nhién trong nha ludi
tir 10 — 15 ngay dé cay con thich nghi dan véi anh séng tu nhién. Néu thoi tiét
ning can thiét phai che ludi den v6i do che sang 50%.

- M6 30% nap binh dé ciy con thich nghi dan dan vé&i am d6 khong khi.
Sau 2 dén 3 ngay thi m& 100% nép binh dé cdy con thich nghi hoan toan véi
nhiét d6 va 4m do6 khong khi.

- Sau 3 tuan khi cdy con dat céc chi tiéu: Cay con cao 16n hon hodc bang
4dcm, sO 14t 3 — 4, s0 ré 16n hon hoac bang 3 ré, chiéu dai ré 16n hon hoac bang

2cm c6 thé rira thach va ra ngdi cay.

Theo mét phuong an, sang ché dé cap dén quy trinh nhan gidng nhan
gidng in vitro cay Khoi tia, trong d6 quy trinh nay tao ra hang loat cdy con giéng
nhau v& hinh thai va ddc diém di truyén gop phan bao ton va phat trién ngudn

gen quy dang c6 nguy co mét dan trong tu nhién.

Theo mdt phuong 4n khéc, sang ché dé cap dén quy trinh nhén gibng cay
cay Khoi tia (Ardisia silvestris Pitard) bang phuong phap nudi cdy mo, khac biét
& chd, quy trinh nay st dung mdi truong nudi cdy md phd bién MS va céc chét
diéu tiét sinh trudng c6 ndng do thich hop dé nang cao hé sb nhan gidng va chét
luong cdy Khoi tia. Theo mot phuong an khéc, sang ché dé cap dén quy trinh
nhan gidng cdy Khoi tia bang phuong phap in vitro, khéc biét & chd, trong budc
xir Iy qua dung dich ridomin gold 3% trong 3 phut va khu trung kép mau bing
HgCl, 0,1% trong 7 va 5 phut lam hiéu qua khir tring tot hon.

Theo mét phuong an, séng ché dé cdp dén quy trinh nhén gibng nhan

giéng in vitro cay Khoi tia (drdisia silvestris Pitard), khac biét & chd, moi

7-
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truong nhan nhanh 1a mdi truong MS ¢6 bd sung 1,5mg/l BA, 0,5mg/l kinetin,
6g/l thach, gitip cho hé s6 nhan chdi tang lén tir 2 — 4 chdi/mau.

Theo mét phuong an khac, sang ché dé cap dén quy trinh nhan gidng cay
Khéi tia (Ardisia silvestris Pitard), khac biét & chd, trong budc tao ré& cbé moi
truong tao ré 1a méi truong MS ¢é bd sung 0,5mg/l NAA, 30g/l dudng, 6g/1
thach va 0,1g/l than hoat tinh, trong d6 quy trinh ndy gitp cho buéc nudi ciy
tao ré véi ty 18 mau tao ré dat 85,55%, sb luong ré/cay 16n hon hoic bf?lng 3 18,

chiéu dai ré 16n hon hodc bang 2cm, cdy chit luong tét.
Vi du thwe hién sang ché

Duéi day, sang ché s& duoc minh hoa bang cac vi du, cu thé quy trinh
nhan giéng in vitro Khoi tia duge minh hoa bang cac vi du thuc hién sau day,

tuy nhién pham vi bao ho ctia sang ché khong chi bi gidi han boi cac vi du nay.

Mdt sb tir, thuét ngfr viét vt duoc dung trong ban mé ta nay duoc liét ké sau day:

BA : Benzin adenin

Con : C,H;0H

CT : Cong thuc

HgCl, : Thuy ngan clorua (Mereurric chloride)

Kinetin : 6-Furfurylaminopurin

MS : Murashige and Skoog’s

NAA : Axit o - naphlen axetic (a - Naphlene axetic acid)
NaOH : Natri hydroxit

Vi du 1: Chuén bi méi truong nudi cdy
Céc thanh phéan dinh dudng ding trong pha ché méi truong nuéi cdy duoc
pha thanh 5 dung dich me nhu sau:
— Dung dich MSI: bao géln cac mudi da luong, can luong mudi nhu bang
dudi day pha vao 1 lit nudc cat, bao quan ¢ 4°C. Khi dung dong 20ml dung dich
MSI cho 1 lit moi truong.
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Thanh phan Trong luong (g)
KNO; 95
KH,PO, 17
NH;NO; 82,5
MgSO, 18,5

— Dung dich MSII: Céan 44g mubi CaCl,.2H,0 hoa tan trong 500ml nuéc

cét, sau d6 bd sung nude cat 1én thé tich 1 1it. Bao quan ¢ 4°C. Khi dung dong

10ml dung dich nay cho 1 lit méi truong.

— Dung dich MSIII: Mubi khoang vi luong — Cén luong mudi khodng nhu

liét ké dudi day vao 1 lit dung dich gde. Khi ding dong 10ml dung dich MSIII

cho 1 lit moé1 truong.

Thanh phan Trong lugng (mg)
H;BO; 620
MnSO, H,0O 1690
CoCl,.6H,0 2,5
CuS0O,4.7H,0 2,5
ZnS0O, 7H,0O 860
Na,MoO,2H,0 25
KI 83

— Dung dich MSIV: Thanh phan sit — Can luong mudi néu dudi day. Pha

riéng tirng chét trong 200ml nude néng 80°C. Sau do, hoa 2 chit voi nhau t6i

khi xudt hién mau vang chanh, bd sung nudc cét 1én thé tich 1 lit.

Thanh phéan Trong luong (g)
FeSO, 2,78
Na,EDTA 3,73

— Dung dich MSV: Thanh phan hitu co va vitamin. Cén luong cac chit nhu

trong bang dudi ddy. Pha trong nudc ct hai lan thanh 1 lit. Bao quan & 4°C.

Dung 10ml cho mdi lit m6i truong.
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Thanh phan Trong luong (mg)
Myo-inositol 10000
Thiamine.HCI 10
Pyridoxyne.HCI 50
Axit nicotinic 50
Glyxin 200

— Dung dich BA (Benzinadenin): Can 50mg BA cho vao cde dong sach, nhé
tir tir ting giot NaOH 1N ngudy déu cho t&i khi tan hoan toan. Dung nuéc cat dé
1én thé tich 50ml. Bao quan dung dich trong lo nat mai 50ml & 4°C.

— Dung dich Kinetin: Can 50mg kinetin cho vao c6c dong sach, nho tir tir
timg giot NaOH 1N ngudy déu cho t6i khi tan hoan toan. Ding nudc cat dé 1én
thé tich 50ml. Bao quan dung dich trong lo ntit mai 50ml ¢ 4°C.

— Dung dich NAA: Can 50mg NAA cho vao cbc dong sach, nho tir tir timg
giot NaOH 1N khudy déu cho téi khi tan hoan toan. Ding nuéc cét dé pha dén
thé tich 50ml. Bao quan dung dich trong lo nat mai 50ml & 4°C.

Tién hanh pha ché mai truong: Mbi mé 3 lit

Phan 1: Can 18g thach vao ndi kim loai, thém 1 lit nudc cat, dat [én bép

dun cho thach tan hoan toan.

Phén 2: Can 90g duong vao cde dong c¢é dung tich 1 lit, dong 60ml dung
dich MSI, 30ml mdi loai cla céc dung dich tor MSII dén MSV néu trén. Dung
dich BA, kinetin tuy theo nong do cua ting loai méi truong ma dong luong
dung dich thich tmg. Vi du khi pha 3 lit m6i truong nhan nhanh (méi truong A2)
c6 cong thic MS bd sung 30g/l dudong, 1,5mg/l BA, 0,5mg/l kinetin va 6g/l thach
thi dong 4,5ml BA va 1,5mg/! kinetin. Khudy tan déu cac thanh phan, ding dung
dich NaOH 1N diéu chinh do pH = 5.8.

Tron hai phan véi nhau bd sung thém nuée cat cho du 3 lit. Dung ong
dong chia mdi trudong vao céac binh tam giac loai dung tich 250ml mdi binh 35ml
mdi truong, ddy bang nat béng hodc tii bong kinh va khir trung 20 phut ¢

121°C, latm. Bao quan & noi kho va mét t6i da 6 — 8 tudn.
Vi du 2: Khtr tring doan than tao vat liéu khoi dau

- Khr trung so bd

-10-
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+ Tién hanh cét cac doan than dai tir 4 — 6em va rira mau dudi voi nude
chay bang chdi 16ng mém. Rira k¥ & cac nach 4.

+ Vit lidu sau d6 dugc ngam trong dung dich chét tiy nhe (xa phong loéng)
trong 5 phut . Dung chdi long mém co sach tit ¢ céac vi tri trén mau vat, dic biét 1a
nhitng nach 14. Sau dé rira sach mau dudi voi nudc chay, trang lai bing nudc
cat vo trung 3 l1an.

+ Ngam mau trong dung dich ridomin gold 3% trong 3 phut dé trir ndm.
Sau d6 trang sach bang nuGe cat vo tring 5 lan.

Cht y: Céc thao tac phai nhe nhang tranh ton thuong téi mat doan than, vi day
1a vi trf cho chdi nay mam.

- Khtr tring bé mit (tién hanh trong ti cdy vo tring):

+ Mau duoc cit thanh timg doan chira tir 1 — 2 mét ngu.

+ Khtr tring bang con 70% trong thoi gian 60 gidy sau do trang lai bang
nudc ct vo tring 3 — 5 1an.

- Khu tring tinh (tién hanh trong ti cdy vo tring):

+ Mau duoc khir tring kép bang HgCl, 0,1%, 1an tht nhét trong thai gian 7
phut, 1an thi 2 trong thoi gian 5 phit.

+ Méu duoc trang sach thily ngan bang nudc cat vo trung 4 — 5 1an.

Bang 1 trinh bay 5 cong thuc: nghién ciu anh hudng cua thoi gian khir
tring bang HgCl, 0,1% dén hiéu qua vo tring nudi cay Khai tia. Qua bang co
thé thdy & cong thiic s6 4 cho hiéu qua khir tring 14 tét nhét. T nhimg két qua
nghién ctu chiing t6i chon céng thirc s6 4 cho muc dich khir tring cua quy trinh.

Béang 1. Két qua anh huong cua thoi gian khtr tring bang HgCl, 0,1% dén hiéu

qua vo tring vat lidu nudi cay cdy Khoi tia (Ardisia silvestris Pitard)

| Tyl | D o s mAy
. % Cong Thoi gian | SO mau x° T4 | mau 20 11a
Hoéa chat . : o mau chét X song khong
thuac (phut) dua vao o nhiém 2
(%) (%) nhiém (%)
1(B/C) 0 30 0 100 0
2 8 (5+3) 30 0 55,67 4433
HeCl, 3 [ 10(6+4) | 30 054 | 2944 | 61,02
(0,1%) a) : : ’
’ 4 12 (7+5) 30 12,04 19,95 68,01
5 14 (8 +6) 30 30,67 11,98 57,35

-11-




2211

Vidu 3: Tao cum chdi tor manh mé nudi cay

Nhiing chdi khong bi nhiém nédm khuén sau giai doan tai sinh s& cét ha,
ding dao nhon xiét chdi dinh, cit b6t 1/2 14 va céy chuyén sang méi trudng tao
cum choi bao gdm méi truong MS va chit kich thich sinh truong. Bang 2 dudi
day thé hién 13 cong thirc (CT) da thir nghiém dé nghién ctru 4nh huéng cia
noéng d6 chat kich thich sinh trudng dén kha ning tao cum chdi ctia cay Khai tia
(Ardisia silvestris Pitard). Qua bang ndy, c6 thé thdy & cong thic s6 13 ¢6 tac
dung kich thich phat sinh cum chdi thich hop nhét cho muc dich tao cum chdi

cla quy trinh.

Bang 2: Két qua tao cum chdi tir madnh moé nuoi cay in vitro cua cay Khoi tia

Nong do chat kich thich sinh
. 5 ., v . o ;| Taocum
CT Thanh phan co ban truong, dich chiét hitu co bo hai
choi
sung

1 0 mg/l BA

2 0,5mg/l BA +

3 1,5mg/l BA ++
4 2mg/l BA +

7 . 2,5mg/l BA

MS + 30g/l duong 1 +
8 3mg/l BA +
6g/1 thach .

9 1,5mg/l BA +0,1mg/l kinetin ++
10 1,5mg/l BA +0,2mg/l kinetin ++
11 1,5mg/l BA + 0,3mg/l kinetin ++
12 1,5mg/l BA + 0,4mg/l kinetin +++
13 1,5mg/l BA + 0,5mg/l kinetin ++++

S6 lugng diu + cang nhiéu murc do kich thich cang cao

Tu két qua thu dugc trén day chung téi chon loai moi truong s6 13 cho
muc dich nhan cum chdi (sau day moi truong nay ky hiéu la A2).
Vi du4: Tao ré in vitro

Cum chdi duoc tich ra 1am 2 phan : Loai cdy chiéu cao 16n hon hodc bang

3cm, cdy thang, climg cép, ¢6 tir 3 — 4 14 duoc chuyén sang méi truong tao ré A3.
Bang 3 trinh bay 5 cong thirc nghién ctru anh hudng nong do khac nhau ctia chét
NAA dén kha ning ra ré cay Khoi tia. Trong d6 cong thic s6 2 cho ti 16 mAu ra

r& cao nhét. Tlr d6 chiing t6i chon néng d6 NAA 0,5mg/l cho quy trinh theo sang

-12-




2211

ché. Nhitng khdi chdi non thi dugc ¢t nhod va cdy lai vao mdi truong A2 dé

xoay vong nhan nhanh.

Bang 3. Két qua anh huong ctia NAA dén kha ning ra ré cta cay Khoi tia

Nong do S6 mau S x <
. , o Ty I¢ mau ra ré p ~
Cong thuc NAA nuoi cay Chat lugng ré
x (%)
(mg/l) (mau)
CT 1 (Plc) 0,0 30 0,00
CT2 0,5 30 85,55 R& t6t
CT3 1,0 30 73,33 RE t6t
CT 4 1,5 30 71,15 Ré trung binh
CTS 2,0 30 62,34 Ré trung binh

Vidu5 : Cam tGng cay

Chuyén binh Khéi tia d& c6 r& ra ngoai 4nh sang tu nhién tu 10 — 15 ngay

dé cay con thich nghi dan.

Sau 15 ngay md 30% nép binh dé cdy con thich nghi dan dan véi dm do

khong khi. Sau 15 ngay thi mé hoan toan nép binh.

Sau 3 tuan khi cdy con dat cac chi tiéu: Cay con cao 16n hon hoac bang
4cm, sO la to 3 — 4, s6 ré 1on hon hodc bang 3 ré, chiéu dai ré 1én hon hoac bang

2cm c6 thé ria thach va ra ngo6i cay.
Hiéu qua dat dwgc ciia sang che

Quy trinh nhan giéng in vitro cay Khoi tia (Ardisia silvestris Pitard) bing
phuong phép nuéi cdy mé theo sang ché giup tiét kiém chi phi san xuét, ning
cao hiéu qua dau tu v6i hé sb nhan giéng cao da tiét kiém duoc chi phi san Xuét
gidng ma cdy gidng vin dam bao ddng nhét vé mat hinh thai va di truyén ddng
thoi sach bénh, chét lwong cao phuc vu trdng duoc liéu trén quy mo 16n. Ngoai
ra, quy trinh theo sang ché gitp cho viéc chu dong trong viéc san xudt cdy gidng
va khong phu thudc vao diéu kién khi hau vi viéc nhan giéng in vitro hoan toan

duoc diéu chinh theo nhu cau cua thuc vat.
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YEU CAU BAO HO
1. Quy trinh nhan gidng cay Khoi tia (4Ardisia silvestris Pitard) bang phuong

phap nudi ciy md, trong d6 quy trinh nay bao gém cac bude:

i) chuan bi mau: ldy mau & céc dinh sinh truéng hodc doan than banh té tir cay
Khoi tia me vao thoi diém budi sang khi thoi tiét ning rdo; rira mau dudi voi
nuée va ngdm trong dung dich chit tdy nhe (xa phong lodng) trong 5 phut; rira
sach dudi voi nude chay, trang lai 3 1an bang nudc cit vo trung; tiép d6 ngdm
trong dung dich ridomin gold 3% trong 3 phtt, trang lai bang nudc cat v6 tring 3
lan; khtr tring bé mat mau bang cach cit mau thanh ting doan chtra tir 1 — 2 mét
ngtl, va lic véi cdon 70% trong thoi gian 60 gidy, sau do trang lai bang nude cit
v tring tir 3 dén 5 1an, cac thao tac khir tring duogc tién hanh hoan toan trong
mdi truong vo tring; tiép d6 khir tring bang HgCl, 0,1%, 1an tht nhét trong thoi
gian 7 phut, 1an tht 2 trong thoi gian 5 phut, sau d6 mau duoc trang sach thiy

ngan bang nudce cat vo trung 5 lan;

ii) tai sinh chdi: gip ting doan than da khu tring thu duoc & bude 1) dit trén bé
mit gidy tham loai bo phan tring & timg doan than dé héa chat khir tring khong
ngdm sdu vao mau vat, sau dé cdy mau vao moi trudng nudi cdy la moi truong
MS ¢6 bo sung 30g/l duong, 1mg/l BAP va 6g/l thach, theo hudng thang dimg,
duy tri 46 pH cta méi trudong nudi cdy nam trong khoang tir 5,6 dén 5,8, thoi

gian giai doan tai sinh chdi tir 4 dén 5 tuan ;

iii) nhan nhanh chdi: chon mam chdi ¢ chiéu cao 16n hon hodc bang 2cm va
khong bi nhiém ndm khuén sau giai doan tai sinh ii) & trén, tién hanh cét choi,
cat 1/2 1a va xiét chdi dinh, sau d6 cdy chéi theo hudng thang dimg vao méi
truong nhan nhanh dé tao cum chdi 1a méi truong MS ¢6 bd sung 1,5mg/l BA,
0,5mg/l kinetin, 30g/l duong va 6g/l thach, duy tri do0 pH cua mdi truong nudi
cdy nam trong khoang tir 5,6 dén 5,8, thoi gian cdy chuyén nam trong khoang tir
4 dén 5 tuan véi didu kién cuong do chiéu sdng ndm trong khoang tir 2000 dén
3000 lux, duy tri nhiét d6 & 25°C + 2°C va thoi gian chiéu sang trong ngay 1a
10h/ngays;

iv) tao ré: cac chdi Khoi tia dat chidu cao 16n hon hodc biang 3cm, cdy thing,
cung cap, ¢b tir 3 dén 4 14 thu duoc tir bude iii) chuyén sang méi trudng tao ré 1a
mdi trudng MS ¢6 bo sung 0,5mg/l NAA, 30g/l dudng, 6¢/1 thach va 0,1g/l than

hoat tinh, trong d6 chdi Khéi tia dugc cdy theo huéng thing ding vao modi
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truong tao ré, duy tri d6 pH cua moi trudng tao ré ndm trong khoang tir 5,6 dén
5,8, sau 4 tuan, cdy cimg cép chuyén cy sang budc cam ng cay v) dé lam quen
véi didu kién tu nhién; va

v) cam ung cdy: chuyén binh Khéi tia da ra ré thu dugc & budc iv) ra ngoai anh
sang tu nhién trong nha ludi trong thoi gian tir 10 dén 15 ngay dé cdy con thich
nghi dan véi anh sang tu nhién, néu thoi tiét ning can thiét phai che luéi den véi
d6 che sang 50%; md 30% nip binh dé ciy con thich nghi dan dan véi 4m do
khong khi, sau 2 dén 3 ngay thi mé 100% ndp binh dé cdy con thich nghi hoan
toan voi nhiét do va am do khong khi; khi cay con dat cac chi tiéu cao 16n hon
hoac béng dem, s6 14 tr 3 dén 4 14, s6 ré 1on hon hoac béng 3 ré, chiéu dai ré

16n hon hodc bang 2cm thu duge cay con in vifro dat yéu cau.
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Hinh 1

Cay me sach bénh, sinh trwéng phat
trién tot

J

Bwéc 1: Chuan bi mau
Khtt trung: HgCl2 0,1%, trong 12

phut

Bwdéc 2: Tai sinh choi

MOoi truedng tai sinh choi
@ MS + 1mg/IBAP + 30g/l dwong + 6g/1

n
<
thach
Buéc 3: Nhan nhanh
joly) At N A
5 MOdi trwong nhan nhanh
5 o @ MS +1,5mg/1 BA + 0,5mg/1 Kinetin+
<+ < 30g/1 dwong + 6g/lthach
Buéc 4: Tao ré
- @ Mai trwong tao ré: MS +0,5mg/1 NAA
- +30g/l duwong + 0,1g/1 than hoat
Buéc 5: Cam &rng cay
& @
2
o
Cay con cao 2 4cm, sO lé}tr 3-4,s6
re >3 re, chiéudaire = 2cm
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Hinh 2

inh 3

H
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Hinh 6
N R N R Dung tich dun
Dung dich me Nong do N(?ng do trong dung chog 1 lit méig
(mg/1) dich me (g/200ml) .
truong

MS1: KNO; 1900 19

KH,PO, 170 1,7 2 0ml

NH,NO; 1650 | (x10) 16,5

MgSOy, 370 3,7
MS2: CaCl,.2H20 440 [(x20) { 6,64 10ml
MS3: H;BO; 6,2 0,124

MnSO,4H,0 22,3 0,338

CoCl,.6H,0 0,025 0,5x 107

CuS0,.7H,0 0,025 | (x20) 0,5x 107 10ml

Z/nSO, 7H,O 8,6 0,213

Na,MoO,2H,0 | 0,25 5x 107

KI 0,83 16,6 x 107
MS4: FeSO4 27,8 ‘{ 0,556 10ml

Na2EDTA 373 | (x20) 0,746
MSS5: Myo-Inositol 100 (2

Thiamine.HCI 0,1 2 x10°

Pyridoxine.HCl 0,5 (x20) < 10x 107 10ml

Axit nicotic 0,5 10x 10°

Glycin 2 40x 107

\

Ghi ch: Méi treong % MS la cac chat trong moi treong MS déu giam di 1

nira.
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