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LOI GIOI THIEU

San luong lwong thuc cung cp ludn ludn khong dap
tmg du nhu cau tiéu dung do téc do ting dan s va do thi
héa nhanh, chinh vi vay &p lec chon tao gidng lla cung cap
du san lugng va dinh dudng cling nhu taing cuong kha nang
chbng chiu stress sinh hoc va phi sinh hoc la cép thiét.
Véi nhitng nhu ciu trén, phuong phap nudi cdy md cling
vé6i chuyén gene la céch tiép can tét nhat bang cach dua
gene muc tiéu vao gibng mudn cai thién théng qua nhiéu
phuong cach khac nhau. Theo udc tinh ¢6 khoang 80%
gidng lua hién dang dugc canh tac trén thé gidi thudc loai
phu indica. Vi vay, viéc chuyén cac gene mang dac tinh
ndng hoc mong mudn vao gidng lda nay 1a mot trong nhitng
chién lugc can dugc quan tam.

Nham dap wng nhu ciu chon gidng lGa ting cudng
kha ning chdng chiu stress phi sinh hoc, quyén sb tay ky
thuat chuyén gene duoc xay dung dua trén thuc té nghién
ctru caa nhém tac gia cing véi sy hd trg ctia cac hoc vién,
nghién ctru vién truong Pai hoc Can Tho va Vién Cong
nghé Sinh hoc Viét Nam. Quyén sé tay ndy muc dich chinh
lam tai liéu tham khao cho sinh vién chuyén nganh Néng
nghiép, Cong nghé Sinh hoc va Sinh hoc tng dung, lam tai
liéu huéng dan cho cac Vién, Truong, Trung tdm gidng
dung lam tai liéu nghién ctru, dac biét 1a linh vuc irng dung
cdng nghé sinh hoc trong chon gidng gilp cong tac chon
gidng nhanh chéng, hiéu qua hon.



Trong quyén so tay nay duoc xuat ban nham huéng
dan chi tiét timg budc cac thao tac trong quéa trinh chuyén
gen théng qua vi khuan Agrobacterium tumefaciens va
phuong phap kiém tra danh gia su ¢6 mat caa chuyén gen.
Tap thé xin tran trong giri dén doc gia vai hy vong s& gilp
cho nhitng ai quan tam dén k¥ thuat nay trong chon giéng
cay trong, dic biét la trong chon gidng lta. Trong qua trinh
bién soan, mac du di c6 nhiéu ¢b gang nhung chic chac con
nhitng thiéu st nhat dinh, rit mong nhan duoc sy dong gop
chan thanh cua quy Thay C0, cac ban dong nghiép, sinh
vién va nhirng doc gia quan tdm c6 co hoi sir dung hoac
tham khao quyén sach nay dé co co hoi cap nhat va hoan
thién hon.

NHOM TAC GIA



LOI CAM TA

Chan thanh cam on Dy a4n Nang cap Truong Pai hoc
Can Tho VN14-P6 bang nguén vén vay ODA tir chinh phi
Nhat Ban da tai tro kinh phi dé bién soan quyén so tay nay.

Dé bién soan dugc quyén so6 tau ndy xin chan thanh
cam on dén cac ban sinh vién, hoc vién cao hoc nganh
Di truyén va Chon giéng Cay trong, Truong Pai hoc Can
Tho va cac ban hoc vién, nghién ctru vién Vién Cong nghé
Sinh hoc Viét Nam da hd tro céc thi nghiém dé cung cap
thdng tin cho quyén sach nay. Ngoai ra, su dong gop rat
quan trong caa quy ddng nghiép gilp cho hoan thién tap
sach nay, xin chan thanh cam on.
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NOI DUNG

1. NGUYEN LIEU, VAT TU VA TRANG THIET BI
1.1 Thanh phan méi truong

Phuong phap chuyén gen théng qua qua vi khuan
Agrobacterium tumefaciens trai qua nhiéu giai doan Vi
mdi giai doan 1a mot muc dich khac nhau, do d6 mdi giai
doan sé& 1a mot loai méi truong khac nhau. Do d6, diéu dau
tién dé thuc hién chuyén gen can phai nim va hiéu rd ting
mdi truong, ciing nhu thanh phan cia méi truong d6 dé
chuan bi diy du cac loai hoa chat can thiét truéc khi thyuc
hién chuyén gen. Cu thé véi quy trinh chuyén gen thong qua
vi khuan Agrobacterium cia Nishimura et al. (2006) c6 cai
bién va bd sung, trong quy trinh di st dung 7 loai mdi
truong chinh cung vai do 1a cac loai méi truong phu da
duogc thé hién ¢ Bang 1, Bang 2 va Bang 3.

Bang 1: Thanh phan moi trudng co ban dung trong nudi ciy va
chuyén gen cay lua

Thanh phin | Nong d¢/liéu lwgng | Ghi cha
M0oi trwong N6

Mubi N6 3,98 g/l Chuin bH 5.2 b
Sucrose 34 g/l uan pr-s. a”9

NaOH hoic HCI va
Glucose 18 g/l L
Kl 5al dugc khu tring ¢

© 971117°C trong 15 phat.

MgCl; 29/
Acetysingrigone 1 mg/l | Thém vao sau khi khur
(AS100) trung




Mai truong YEP

Yeast extract

10 g/l

Bacto peptone

10 g/l

Chuan pH 7,0 bing
NaOH hoac HCI va

NaCl 5 g/l | duoc kht trung ¢

Bacto agar 15g/1|{117°C trong 15 phaut.
Méi trwong MS

Mudi MS 1 100 mi/l

Mudi MS 2 10 ml/l | Chuén pH 5,8 bing

Mudi MS 3 10 ml/l [NaOH hoac HCI va

N6 vitamin 10 ml/l | dugc khir tring &

Sucrose 30 g/l| 117°C trong 15 phut.

Agar 79/l

Bang 2: Thanh phan cac cong thirc mdi tredng cho bién nap gen

vao cay lda

Thanhphan | Nong dd/liéu lwgng |

Ghi cht

Mai truong N6D

Mudi N6 3,98 g/l
N6 vitamin 10 miN Chuin pH 5.8 bi
Myo-inositol 100 mg/I vanp e a”9
- - NaOH hoac HCI va
Casamino acid 300 mg/I o
i T 2878 o/l duoc khir trung 6
-profine ©7% 0711 17°C trong 15 pht.
Sucrose 30 g/l
Agar 79/l
2,4D 2 mg/l | Thém vao sau khi khir
trung
M0oi trwong 2N6-AS
Mudi N6 3,98 g/l Chuin pH 5.2 bing
. " al y a
N6 V|.tam|.n 10 mi/ NaOH hoiic HCI va
Myo-inositol 100 mg/l




Casamino acid

300 mg/I

duoc khir trung 6

Glucose 10 g/1{117°C trong 15 phut.
Sucrose 30 g/l
Agar 749/l
2,4D 2 mg/l | Thém vao sau khi kht
trung
AS100 1 mg/l | Thém vao sau khi khu
trung
Mbi trwong MSNK
Mudi MS 1 100 mi/l
Mudi MS 2 10 mi/l
Muéi MS 3 10 mi/I R .
N6 vitamin 10 ml/l Chuan pr5’8 ba”9
— NaOH hoac HCI va
Myo-inositol 100 mg/I L
. . duoc khir trung 6
Casamino acid 200 1179¢ trong 15 phit.
Sorbitol 30 g/l
Sucrose 30 g/l
Agar 749/l
NAA 0,2 mg/l | Thém vao sau khi khur
trung
Kinetin 2 mg/l | Thém vao sau khi khu
trung
Mabi trwong MS + 1B
Mudi MS 1 100 mli/l
Mudi MS 2 10 ml/I | Chuan pH 5,8 bing
Mubi MS 3 10 ml/I | NaOH hoac HCI va
N6 vitamin 10 ml/l | dugc khix trung &
Sucrose 30 g/1|117°C trong 15 phut.
Agar 749/l
BAP 1 mg/l | Thém vao sau khi khu

trung




Bang 3: Cac méi truong phu

Thanh phan | Nong d¢/liéu lwong
Muodi MS |
NH;NOs 16,5 g/l
KNO; 19,0 g/l
CaCl,.H0 4,4 g/l
MgS0.4.7H,0 3,74/l
KH2PO4 1,7 g/l
Mudi MS 11
H3BOs 0,62 g/l
MnS04.2H,0 1,69 g/l
ZnS04.7H,0 0,86 g/l
KI 83 mg/I
Na;Mo00,.2H,0 25 mg/l
CuS0..5H,0 2,5 mg/l
CoCl;.6H;0 2,5 mg/l
Mudi MS 111
FeS0.4.7H20 2,89/
NaEDTA 3,75 ¢/l
N6 Vitamin
Glycine 200 mg/I
Nicotinic acid (B3) 50 mg/I
Pyridoxine HCI(B6) 50 mg/l
Thiamine HCI (B1) 100 mg/I

1.2 Dung cu, thiét bi va hoa chat

Mot s6 dung cu can thiét dé thuc hién quy trinh
chuyén gen nhu: Binh duran, dia cdy, kep gap, dao ciy,
kéo, gidy thim, binh tam gi4c 250 ml, dia petri thay tinh



