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LOT CAM POAN
T6i xin cam doan day 13 cong trinh nghién cttu cua riéng t6i. Cac sd liéu,

két qua néu trong luan 4n 1a trung thuc va chua timg dugc ai cong bé.

Ha Noi, ngay thang  nam 2015

Tac gia

Nguyén Thi Thu
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LOI CAM ON

T6i xin bay to long biét on sau sic téi PGS. TS. Nguyén Pirc Thanh da
tan tinh hudng dan, chi bao va tao moi diéu kién giup d t6i hoan thanh cong
trinh nghién ctru nay.

T6i xin bay t6 1ong biét on dic biét dén TS. Lé Thi Bich Thuy va tap thé
can bd Phong Di truyén té bao thuc vat di giap d& toi vé mat tinh than, ciing
nhu tao moi diéu kién vé vat chit, cac phuong tién ki thuat cho toi trong sudt
qua trinh thyc hién dé tai.

T61 xin chan thanh cam on cac théy c6 trong Ban Pao tao Vién Sinh thai
va Tai nguyén Sinh vat — Vién Han 1am Khoa hoc va Cong nghé Viét Nam da
gitip d& va tao diéu kién thuan loi dé t6i hoan thanh chuong trinh dao tao.

Cubdi cung t61 xin cdm on su dong vién, khich 1€ cua gia dinh, ban b¢ va
dong nghiép trong sudt thoi gian lam luan van.

Tac gia
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DANH MUC TU, CUM TU VIET TAT

DNA : Deoxyribonucleic acid

RNA : Ribonucleic acid

bp : Cap base (base pair)

CTAB : Cetyltrimethyl amoniumbromide
dNTP : Deoxynucleosid triphosphat
EDTA : Ethylene diamin tetra acetate
EtBr : Ethidium bromide

kb : Kilo base

PCR : Phan ung chudi polymerase

(Polymerase chain reaction)

Rnase : Ribonuclease

TBE : Tris base, Boric acid, EDTA.

TE : TrisEDTA

MES : 2-morphlinoethanesulfonic acid
PPT . L- Phosphinothricin

AGPase : ADP-Glucose pyrophosphorylase
MS : Murashige and Skoog Medium
BSA : bovine serum albumin fraxtion

BCIP/NBT : 5 — Bromo — 4 — Chloro — 3 — idolyl phosphate, p-
toluidine salt/Nitro Blue Tetrazolium

SDS : sodium dodecyl sulfat

S6 hod béi Trung tdm Hoc liéu — BHTN  http://www.lrc.tnu.edu.vn



DANH MUC BANG

Bang 1: Két qua chon loc cac cy chuyén gen trong méi trudng chon loc..... 24

Bang 2: S6 dong cay chuyén gen va sd ban sao gen chuyén thu duogc tir mdi
4 0] 0T 4T T PR PP

Bang 3: S luong dong cdy chuyén gen theo cic khoang thoi gian gay nhiém
KRAC NNAU ..eiiic 30

S6 hod béi Trung tdm Hoc liéu — BHTN  http://www.lrc.tnu.edu.vn



DANH MUC HINH

Hinh 1: M6t sb enzyme quan trong trong qué trinh chuyén hoa sucrose thanh

TN DOT. oo e e e rae s 7
Hinh 2: Céu trtic chuyén gen pCambia2300-UDi-Bt2; .........cococoveeververrrennns 15
Hinh 3: Chuyén ciu trac gen pCambia2300-Ubi-Bt2 vao mé phan sinh ciy non
MO SO AONE IEO. ..ot 23
Hinh4: Két qua tach DNA tong sé cac dong ngd sdng sot sau chon loc cay
CRUYEN QBN .. e e, 25
Hinh 5: Két qua kiém tra su c6 mat cta gen Bt2 trong mot s cay ngd chuyén
gen bang PCR VGi MOT GAC NIBU.. .....vveeeeeeeeeeeee e, 26
Hinh 6: Két qua kiém tra su c6 mat cua gen Ubi trong mot sé cay ngd chuyén
gen bang PCR VGi M1 GAC NIBU. ....c.vveeeeeeeeceeeeeeee e 27
Hinh 7: Két qua kiém tra Southern mot sé dong ngd chuyén gen;................... 28

S6 hod béi Trung tdm Hoc liéu — BHTN  http://www.lrc.tnu.edu.vn



MUC LUC

MO DAU .ottt 1
L. DELVAN Q..o ettt 1
2. Muc tiéu nghien clu A& tAi.......oveveeeieeeeeeeeeeee e, 2
3. NO1 dung NEhIEN CUU ...ccoivvveiiiiiiiiiiiee it 2

CHUGNG I: TONG QUAN TAILIEU ..ottt 3
1.1 Dai CHONE V& CAY NEO. w.vvcvorvreereerieseeieseessseesessessesssssess s senssssssessssnssnssnens 3
1.2 Tinh bot va cac gen diéu khién qua trinh tong hop tinh bot...................... 5
1.3 Cac phuong phap chuyén gen thuong St dung ..........cceeveveveveesveerenennens 7

1.3.1 Chuyén gen gian tiép nho vi khuan Agrobacterium tumerfaciens...........
1.3.2 ChUYEN GEN TIUC AP ..ottt
1.4 Tinh hinh nghién cttu ChUYEN gEN G NEO ....vvvvevveereereeeeeeseeeeeeee e, 11
1.4.1 Cac nghién ctru chuyén gen trén thé gidi ......c.cevvvvveeeieerereeeeieeeessen,
1.4.2 Cac nghién ciru ChUYEn gen trong NUGC .........c..cvveeeeereeeeeseeeeeeseesesees

CHUONG II: VAT LIEU VA PHUONG PHAP NGHIEN CUU................... 15

2.1 Vit liéu va hoa chat NEHIEN CTUU .......cvveeeeceeeeeeceeeee s 15
211 VAL TIBU oot
3 B G (G YT 1T | OO
2.2.2 Péanh gia cac ciy chuyén gen bang PCR.......cc.co.vvevecvveeseere e,
2.2.3 Panh gia cac cay chuyén gen bang lai SOUthern.........c..cccoeveevvveviveennne,

CHUONG III: KET QUA VA THAO LUAN ..o 23
3.1 Chon loc cac dong ngo chuyén GeN..........c.vveveveeveeereeeeeereeeses s 23
3.2 Panh gia cac cay chuyén gen bang PCR .........ccocvvvvvvirireersresseseeenenes 25
3.3 Panh gia cac cdy chuyén gen bang 1ai SOUtNErN ...........cccovvvevvieveeeeene. 28

CHUGONG IV: KET LUAN VA KIEN NGHI ..o 32
A1 KEETUAN ..ottt 32

S6 hod béi Trung tdm Hoc liéu — BHTN  http://www.lrc.tnu.edu.vn



A.2 KIEN NGNT c.voveeeeeeeeee ettt

S6 hod béi Trung tdm Hoc liéu — BHTN  http://www.lrc.tnu.edu.vn



MO DPAU
1. Pt van dé

Ngb 1a cay lwong thuc dung thir hai trén thé giéi sau lua. N6 déng vai
trd quan trong ddi vai doi séng con nguoi. Khong chi cung cap lwong thuc cho
con ngudi, ngd con dong vai trd xo6a doi giam nghéo ¢ nhidu vung kinh té cua
nuéc ta. Hién nay dan sé dang ting cao dan dén ap luc vé luong thyuc cang tré
nén néng hon bao gid hét. Viéc ting ning suit cdy trong dic biét 1a cac cay
lvong thuc nhu ngo, lta, lha mi ... dang 1a thach thuc ddi véi cac nha chon tao
gidng cdy trdng. Hién nay co6 hai phuong phap chu yéu dé ting ning suit cay
trong d6 1 cai tién phuong thirc canh tac va sir dung giong mai dua vao nd luc
cta cac nha chon giéng. Cho dén nay, cac nha chon giéng thuong nghién cau
tao giébng mai theo cac hudng nhu: nghién ciru da dang di truyén ngudn gen, di
truyén phan tir cac tinh trang quan tam, chon loc nho chi thi phan tr va cong
nghé gen. Cay ngb 1a cay trong thu hat nén ting ning suit cay cha yéu phu
thudc vao cac yéu td nhu: chiéu dai bap, s6 luong hat, khéi luong cua hat... Dé
g dung cong nghé gen vao viéc ting ning suat cdy ngd ching ta can nghién
clru cac qua trinh lién quan ning suit ciy ngd nhu: qua trinh quang hop, qua
trinh tong hop tinh bot, hoat dong cua cac gen diéu khién qua trinh téng hop
sinh khoi...

Nhiéu nghién ctru hoa sinh va phan tir di 1am sang t6 vai trd cla cac
enzyme trong qua trinh tong hop tinh bot. Cac nghién ciu cho thdy ADP-
glucose pyrophosphorylase (AGPase) 1a enzyme dong vai tro chia khoa trong
qua trinh diéu khién tong hop tinh bot ¢ hat ngii coc. Enzyme AGPase c6 cau
trac tir phan gdm 2 tiéu phan nho duoc ma hoa boi gen Brittle 2 (Bt2) va 2 tiéu
phan 16n dugc ma hoa boi gen Shrunken 2 (Sh2). Chuyén gen Sh2 va Bt2 vao
ngd la mot trong nhitng hudng nghién ctu nham ting kha ning tong hop tinh
bot, ting ning suat cay trong.

Ung dung cong nghé gen chung 6i tién hanh nghién ciu: Chuyén gen Bt2
vao mdt sé6 dong ngéd trong bang sir dung méd phén sinh va Agrobacterium

tumefaciens.



