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Construction of Arabidopsis thaliana 35S : NAS2 vector
and screening of transgenic lines

WANG Tingting, CAO Shuqging, WU Xi, JIA Yafeng, CHEN Yifan, FAN Tingting
(School of Food and Biological Engineering, Hefei University of Technology, Hefei 230601, China)

Abstract: In order to study the genetic relationship between the genes NAS2 and BZIP44 in the re-
sponse of Arabidopsisthaliana to iron deficiency stress, 35S : NAS2/WT transgenic plants were con-
structed using wild type(WT) Arabidopsis thaliana as materials, and 35S : NAS2/bzip44 transgenic
plants were constructed using Arabidopsis thaliana mutant bzi p44 as materials. The RNA of WT Ar-
abidopsis thaliana was extracted, and the CDS region of NAS2 was cloned with the inverted cDNA as
a template. The target fragment after double enzyme digestion was ligated with the pART27 plasmid
of the same double enzyme digestion, and the resulting ligation product was transferred into E. coli
DH5a competent cells. A positive single clone was obtained by polymerase chain reaction(PCR) and
sequencing, and then the recombinant plasmid was transferred into Agrobacterium GV3101 competent
cells to obtain a positive single clone. Then, the WT and homozygous Arabidopsis thaliana bzip44
mutant plants were infected with the floral dip method, respectively. The homozygous 35S : NAS2/
WT and 35S : NAS2/bzipd4 transgenic plants were obtained through screening and identification.
The results of this study provide reference for the genetic relationship of genes NAS2 and BZIP44 in
the response to iron deficiency stress in Arabidopsis thaliana.
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M SR A S B kA R A RS T
BT R A R Tz AR A )
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Plasmid miniprep Kit (TIANGEN), T4-DNA
Ligase(NEB) , FR il 1 N UIE Kpn [(NEB) , HinDIIl
(NEB), PrimeSTAR HS DNA Polymerase (TaKa-
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(Thermo Scientific) %%,
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B AR S U pHAAE R 5. 8, & BE M S
FE K B s 121 °CL 101 kPa & H Z8 1K A
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3’-GAGAACACGGGGGACGGTACCATGGCT
TGCGAAAACAACCTC-57;
TS RP
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BRI . WH PR 52 58 E T L 4R
TINACHE W8 R i LB AR 85 95 5, 4k 3 45
#% 6 h Jg #F17 B & B 8% =X & W (polymerase
chain reaction, PCR) % g , % Bt BH 1 78 B oF 47
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A 5 e e 17 R 2 A IR A A R A
IR ABL T — o R 5 BB AT G bZIP B
FKWT OsbZIP62, %I NS5 ABA 558 I .
Ao R A 2 AR SRR TR 18 23K I [ 7K A D i
N

AW BT F B DAL R I Fif - B 5 0 3R
B 20 AU B T B L S A B A A BZ-

IP44 FEH T RE G R AU AR R, R IBE ST 45 5 B
R » BZIPA4 FE[R 2 S48 Sk e i o 7, H.
AT DASE 2 4 NAS2 Sk 1 6352 5 R 5
B B N, A T 25T 3 NAS2 i
BZIP44 TE4URE JF b4 i 36 mi 37 P 9 384G 56 R
S FE P T AR B #E 35S + NAS2 & 41 414k,
O3 PR LG AN AR R R JT FN BZIPA4 JE R TR
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