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B E AFLXELEAIRBEAFENSF AR ACORAHENTNEAMEKT YOI REELRGERKER
AR, UENTA B T ERIA AN EG HARFENFERARE AR EELEE ACO B RNAI
REKRRHTLF AMNI AU H A RARANER, GRRA ERGHALEY FRRIIE EFAMH
EHREPHBEM 25 my/L LB TER, # ODy =08 WIRBRHFHRENAH Smin, BREXR3 L FHTHRER
HRELELRR AN EKLSPCRERNBLZANYE WHEA ACOXFCBENINTLEELAP,

XREA: RFFEFMARACO0 XERNAI R ZHBE A EH; T A

hES%ES: 0739 XWERIRE: A

MAZEIBEARERHYEE REHY ™
BHOBIRCAKES WE i R HE FAM.
W% . AZ BESHYwPERHY, B, 3t
TEHABERUNHAR, BRI YE RN MHELR
B, Cohen ZERELTHAMBRITHE LK RE
P, BRRIFEBEF EZ . Hoshi Z0PIF) B ## N
JEEAKRFIFE EHALOL \ PIGI2IHm BLE &L %
FHRAGARB AR, AL T CUS ALk
FRMAMR X PCR W, EFEkX, BEREEFBtE
BN RPURE T —EHHRE, BRASH
BRUELFZFNRERGHAANZ K, FIARBE
FHEN SR pBXPTA RESAG S, 2HSHL¥
EMPCRATFRINKBGHyHEEEMEGk, REXE
SUIMARTEN SENGEATAHT T REE
4k ,iE i PCR ¥ 4% A1 Southem 22X FRIFELKB T
HERMEE, TEFSCEIRBRIAEAN FHE
Bl gk, 8 T8 E 25 B & (Lilium* Star Gaz-
er’ YRGHAMBAR LT A (Lilium* Siberia’ )M F
MBI E R, BRATS B EE 4 (* white ele-
gance’ )M NAMEE GBS RBRITFEN T, B
HMNIR MnSOD B AR EH A, 4K718 PCR HHEH
tho kEELELUKRFTEE KA (Lilivm oriental
“Sorbonne’ ) LB Wi #8525 Wt A R A A RS
k3@ 1T EHAIOS #1 GV3101 BF BB RITHEE KRN
5.% ACO RYBEHAGARTEEGER", WFH
ZO P2 HESREH BN IR, A EER

3% 814 :2011-07-05
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HUAEEBREN A L 8MEFE(DHAR) EHEAZ
ME 4, ¥HiEiE GUS B . PCR ¥ 3% 1 Southern Z% 3
ERARFRIFHRE THEREMEK,

HEi M BB REEEPERES
AMATEASHMAMAL M EMHE FRE
HUAMHRBERD, €5 K IE KA RNAI B iE
RABAFBETREELKRNBERS, £
ITRZECHRIHANEAREFHAFTRIANETEN
ACC E LM (ACO)ER , 3 # M RNAI H YR IE R
h, AREEBIRBRITEN FEW ACO B
HEATMESHES  AEEAANEERMHE
BEXR KGR B R A,

1 # #

1.1 wEwHsE
HEATHEAS B CEGEENSERERE
B Z RS,
1.2 BEsMREA
B K ¥ B ( Agrobacterium tumefaciens ) B bk
EHA105, i1 £ B £l #B 74 38 % JE WM Appalachinn £
WL X Rik LW, % LT RNAI I %
BEREAALRZRGFRELHE, ZBEBAT
REAHEAKAN ACOBBRE, BahTXH
CaMV3sS, 3K 3 £ E & (Km) B NPT I £ E4RiE &
H, G TRELREEEMAE 1,
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Fig.1 Schematic diagram of RNAi vector and ihpRNA

1.3 FERH

BR AR TAMSWARRTRAZEYT
BAE, AT PCREMMSIYVH EEBEY IEER
A FE B

2 H ¥

2.1 RARHENELSER

1) MR FHB, EMMA Kan 50
mg/L. B % & 25 mg/L . F48F 50 mg/L # % LB 3%
FEIREVKX ASOBHOEHERBETF
BCERBERAP EHR 2IGHETEINERLEE
K BREBEENERTET 4CKEANRT.

2) WFAR b Bk B g 7%, B2 # 3 20 mL B i
Kan 50 mg/L. % & XK 25 mg/L.F|#E ¥ 50 mg/L 09K
A LBHEFE P, EEBEEKL,28C 200 pm
B

3) 24 hER, HRITFELTEBRA K HN
B, B B, I MS A R H BB E 0Dy
7 0.8(% 25 mg/L AS) & H,
2.2 RKAENSNBERL

HEHEE RN B3R 3~7do FANKE
N ODgp = 0.8 HIMBERFT B EHAI05 Bk 13 e i 5%
FrIE B SME R, UL 1R e i S R AT B, 42 B
B4 6 ~15 min, RY/5, FJC B Ik 454 41481 14 F8) B
BB T R ML | RS & T 355
FF3do RIE I FN/NER HEIRME 115
mg/L f) kan(kanamycin) f1 300 mg/L Cb 7% 235 5
B THBEHE3F 30 d U5, /NS A B % 4L 4 MBI AT 43 A

HHHAEE I FELEANETE Npe 1 itEER
H.E BESAFREENERELAK, iR
BALKAENSEHET ., BXERESHEAR
FCOMEMERMBAITRE L RE RS,
YUHHHEKZE LS5 em EHN , BEAFMAHEF
kan ¥ B9 MS AR BE R HEITAEMEE R

2.3 BEBEHL

1) BUEFR. VVREHEE /PR, B2 EME
ML FE L HITEER, A PIBER35.7dE
HITRE, B ARG SBIEFEFHHETRY, &t
B K 57 B [8) S B AL SR W,

2) RHEEBKE. W& EBA MS Bk
B EIEA I R I E A ODg E 514 :0.3,
0.60.8. 1.0, BHIEFEHMHERBTRE 8
min, 7E 0 3 6], 3 S B b 3R % AE B VR S AM IR T 4
B, REREMHHAXHERARTREO LAER,
BETHEREL R34

3) BHETE, KRS 3 d B RBRABIEL
FIRITHE BB, ODgo =0.8 24, ABHIR T, &
124 6.8.10.15 min J5 BUE ML, B T I8 4K R
TERWEBR FAREREPREERIJIG, EE
BEFIJELR B AEFMEE,

4) ZBTHBRAS) A TR, 8] HEHR
B AS WAEREPARMAS; LB T AERFA
i AS T3k IE A PN AS; A0 BE [ b o W L
FEPEm AS, AS & B MK YR 25 mg/L,

2.4 HEEHEK%RMNPCRERE
B kan PIPEM BRSO, SR IR CTAB
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(cetyl trimethyl ammonium bromide) 7 #:1'") 8 Bt 3 B
4 DNA FERER, REBKESFHEEFF, &t
—5 R Y, L¥TIP:5 - CGCTAAGGGATGACG-
CACAAT - 3' M T ## 5| #: 5' — GAGGTTGATAAC-
GATGGAGTGATG-3',PCR " W B A KE R
560 bpo LAJUBL DNA 1 FA # %t B8, 5k #% {0 B A AL AR
f) DNA YERRYEXS B8 ,PCR KL R 25 pl (K R 5 4L
FEA%EM DNACER) 1 pl, 15 K 10 x
Buffer(& MgCI2)2.5 ¢l ,2 pl NTP,BANFIH & 1 o,
0.3 gl TagDNA polymerase,17.2 pl ddH,0, 94CHIE
£ 10 min, 85 94°C2# 1 min,59°CiB K 1 min,72C
B 1 min, fE3F 34 KIGH 72°CEEMH 10 min, BfF
ACHRTE. BES UMY ESRILZIEN 1%
e MG Lt fT e vk, AR AT ML %
iR, B,

3 RS

3.1 EMRABNSEAREHALBRENER
3.1.1 FEANASTLHALG B BERN
MEZHADERECEENERREZ — M
FEHYHARBIER, TR SRS N FFT
-DNAWIHBMES B URSHALE. G5
HAHTHAZA, EHEBRERS FRELRN 2
e E L B 0.3.5.7 d, LIS L
ERER, NE A8, HEBERAEHER, /D
BERAMBREERAGRAS BRI TR
BE 25.4% W E FES R T M, Bk EFdd
B BRI INERAEMNTESRKL,

£ FEFHSAMNNMSAFARFEILOER
Table 1 The effect of different preculcure time on

inducing kanamycin-resistant buds from Lilium

/N Scales
Bs% 0 ()
o MK DR
No. of No. of AEE%)
Preculture . C Differentiation
time inoculated explants which rate
explants formed buds
0 68 7 10.3
3 67 15 25.4
5 72 18 25.0
7 70 16 2.9

3.1.2 FE@ARREMNHECHEKALGYH &
HNRHERRKEER AP LHEREZNME,
FHBEREM KM LEAFEDRE Z R, — B
KEMBVETE ODoE 0.5~ 1.0 S 3%, MFE2
hafH L, EAR EHBRKEN LTS P, LL ODgfH
% 0.8 B (AS 25 mg/L) 2 % 8 min By SME A FR4E

EEE, BRREIREAFARKRRLESHE
LRBRE RESE RFEERKSIESSHELE
T HRE KB M ETEREEIAR, &
SFRHE PR, ODgp=0.8 EEW%%%?&%
B, /R ik 11.3% o

%2 RESEARES NG AEFIUAOLE
Table 2 The effect of agrobacterial concentration on

inducing kanamycin-resistant buds from Lilium

N Scales
BRI Eaa RUFH piewcm)
0D {4 . o @ o : Differentiation
inoculated explants which rate
explants formed buds
0.3 82 4 4.9
0.6 79 5 6.3
0.8 80 9 11.3
1.0 78 6 7.6

3.1.3 ZBMTHRASLEANLBAHEKRBELNY
W B ALA YT AR i AR AT A X L) 40 B R B
&, QA BIERFFE R L& vir BRI ER,
HEskieR, Bk, 8328 T HFH(AS) BT
LR, EAT ASEEFENSETHEDBRELSH
B RARCHY R, ARXBHET 3 AR
AS kb FR 77 5 B AL 4 B B 5T, 7E bR AR R B v
BHEABAER E, F ODgfE N 0.8 WE K, R
Reo itk 8 min, RV (RR3), EHEFREN
B PR A 25 mg/L AS, B % A [ S0 1515 3
Mt F b RRE. ARERHM EEBTRE
A AS &b PR (D A HCBE) A9 2 AR R AR K, T
st RS MA ASCI M) SR M AS( 1) H#,
BUEREES, XRARTHE SIMIKILERR
B GBRPIESEENRB.

®3 ASFRLEXNNISSLEHERN
Table 3 The effect of different treatments of AS on the differentiation

of adventitious buds from the scales of lily

/%1 Scales
Tearen ol Lo SFILE(%)
Treatment No. of No. of K

of AS inoculated explants which ifferentiation

explants formed buds rate

! 82 5 4.9

f ’ 9 11.5

i 8 ! 12.9

ol EBRA AS; [ RIEREPIMA AS; . 66 4 3L 35
FEDHMA AS.

Notes: [ . Active bacterial suspension with AS; 1l . Co-culture medi-
um with AS; . Active bacterial suspension and Co-cul di with
AS.
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Agrobacterium-mediated transformation of RNAi vector with
- ACO gene on anti-aging of lily

LI Xiao-ling', LIU Ya-1i?, HUA Zhi-rui'
(1. Department of Biomedical Engineering , Shangluo University , Shangluo, Shaanxi 726000, China;
2. College of Horticulture , Northwest A & F University, Yangling, Shaanxi 712100, China)

Abstract: With the scale of asiatic lily as explants, the RNAi vector with ACO anti-aging gene was transferred into
lily with Agrobacterium-mediated transformation to study the factors which affected the transformation and to provide theo-
retical and technical basis for anti-aging of plants. The results showed that the highest transformation efficiency was ob-
tained through the following transformation procedure: after preculture for 3 d, 25 mg/L acetosyringone ( AS) was added
to Agrobacterium and co-cultivation medium respectively, the explants were inoculated for 8min with diluted ODgg = 0.8
recombinant Agrobacterium tumefacien culture liquid, and then co-cultivated for 3 d. PCR detection showed that some
resistant plants were positive, which indicated preliminarily that the ACO gene was integrated into the genome of trans-
genic plants.

Keywords: Agrobacterium-mediated; ACO gene; RNAi expression vector; anti-aging; lily



