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> DREBIA .DREBIB .DREBIC 1 DREB2A .DREB2B, J5 XAEBl T DREB2A ) 3358 /K &l /& £ a8
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N1 B EIEE TE Medicago sativa)fi Fh,
L2 B (A grobacerium tumefaciens) EHA105 Btk o
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1.2 H¥YREfikine

Ll pCAMBIA3301 ROR A B R B L RIBA B, KFBBEH bar bRICEE R Gus MEEE, 1
i1 35S B3 FRa3h. F Bglll 1 BstEll ¥ pCAMBIA3301 fikL b1 Gus R VIB, %# L DREB2A %
H, BREHY T ARA pCD2A, FER LR pCD2A S ARFFE EHALI05 1, H F R B HE 1L,
1.3 RABENSHREEERL
1.3.1 SMHAKAES

PR AR | SEERNT,FH 70% 2R # 2 min,0.1%H) HeCl, B X H 1h, TEK ik 4
K, ZEREFHKRERF,24 h EREE FNELHBRERMERLS, FRRFRIFERT MS,
BEFRH(MS RN 8%, B 3%, pH5.8) ko 6~7d FHBEF, VI XTis 1/3, 8/ T LM, 5%
(MS B in 2,4-D 2.0 mg/L KT 0.25 mg/L .CH 2 000 mg/L, FE¥H 3%,pHS.8) Hid%3#,25C .14 W10 h %
B,2~3dGRTRHENSHL.
132 BHROASE

B100 p L HMS REAFSRITFEBER, A 5 mL A&H4 KRN YEB BAEHE, 26~28CTF
51100 ~ 150 rpm)¥E 3 24 h, FF BRI, B | mL I BE M, A 15 mLYEB 35353, &5 1 3
W EOBERTE, A MS, B ERBR 0Dy 0.4~ 0.6, B FUKM P&,
133 REHEGHL

BHOERN FHERNSOERPENE 20 min, HHP LM ERELBRERXETRER 14,88
A LMt 53R (LM, + LB EK 500 mg/L) E ML F, 8 2 AA 1 K. YBEFNAHAR £ BB
RESE , e ERIEEE B B LM, 3 32 2 (MS+NAA 0.05 mg/L+6-BA 0.5 mg/L + L #IE K 500 mg/L + Basta
2mg/L, W% 3% ,pH5.8 ) Lk, ZHFEMNEAMKBEE MS EREHY BEHAEI~-5SZRE
PIHEBEEE R,
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18 B MBI MR EE B R Z B0, B 7 F BN Bastalmg/L 4 MS, 3% 5 kB K Hi i, 5%
Bk B fE 5T R,
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BYBUHE A R R STk A, R CTAB B2 BUE DNAY, PCR 5| R A R &R, F
ST : E¥51% 5'-TTTAGTTACCTTATCCAGT-3'; F##51 4 5'-TGACTCTTTGCTCACATT-3', PCR
REEFRN 10 uL, KR &H4HR 94 CHAYE 5 min; 94°CAEHE 50s,41°CHE ¥ 40 s,72°CHESH 1 min, 18
B 35 W; 72CHEM 5 min, 4CHRFE

2 # R
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il 355 PolyA [RNBMINN  P3ss W pass

1 4Kk pCD2A #) T-DNA &1
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BREREKHBGHAHB DM EIERE LIRE, KBS AGALEAET 155 8 ANFEEAGAR
FHEREKELZEERFHRE, BEFEEK FiH RSB IN Basta 1mg/L B9 MS 355K F ik, 2
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—EWaGiEHE R MR AR 4 AR B2 TR il 50 B B 0 i
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X5 BB 3 o
2.4 #ftEME#RR PCR #H ‘ 1 \

PRERYEAEENEEAK DNA o P % e o
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PCR FR#LHI bR, HX 11 #kFAHEA BRI & o B3 BEEAAIN i
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M. 100bp marker; — . BAPEXT B ; + . BHAEXSBE; 1. HO X B8 2-13. ARRFEA
B4 mEBEEEKRR PCR &N

3 i #®

BRELEE T M LM, BRE BR 2 ATERHAGAR 3 ALA HARRE, RN
92.3%, ZFRFERPHITEE T, BFTHRMMER K LM, FRE 4 LA HRAGHAR,
FARGHLTOARA A KEFERE, FFF 80.9%, TREREXY, ZIRIFERENFHAGA
AESEBRE TR, MTRRTFEFRA M FHA NG EFRR MREFIHEFEPERMA
AN, MEmETFHRZGERE , EHBGEAERREARER LR, BRI ETHRES,
BRERE P RIMAMENR, AmfEm, ErmE Bk s, AR BRI EHAR SR
FENGARERER, REFAE. ERFFEAERFEMSHALBPORAT 1 AHKE
B, BB TRRELE,

ARRAARHEN FEHLIRFEFHERE T DREB2A ERIFALXR 1 SEHE KB THER

R, ELBREE, BRI AT RS S A sy HE Sitk L€ , U R EE R bR ¢
RO AR EERTZH,
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AR EREREENE B TREFRY 1 -5 €, RERRLMHTHE. B8R 1~-54
BT — WA TG AR, YR FRIET 75%0, B#T9 %. BEKHENA 7L MKBERIE, b
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Studies on Transformation of Alfalfa with Stress Related Transcriptional

Factor DREB2A
LIU Yan-zhi, WEI Zheng-yi, XING Shao-chen, TAN hua, WANG Zhong-wei, DONG Ying-shan*
(Biotechnology Research Center, Academy of Agricultural Sciences of Jilin Province,
Changchun 130033, China)

Abstract: Using the stress related transeriptional factor gene, DREB2A, as the target gene, and the herbicide
tolerance resistant gene, bar, as the selective marker, a plant expression vector, pCD2A, was constructed. Transfor-
mation was performed via the Agrobacterium-mediated method on the alfalfa cultivar 'Gongnong No.1' using the
cotyledons for explants. After co-culture, bacteria restraining and selective culture, 71 resistant regenerated plants
were obtained on the medium with 2mg/L Basta. A further selection on leaves of the resistant plants, 11 positive
plants were obtained by PCR, which indicated that the gene DREB2A has inserted into the genome of the plant.
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