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Construction and expression pattern of ProNAS4-GUS
transgenic plants in Arabidopsis thaliana

JIA Yafeng, FAN Tingting, WU Xi, MA Qian, ZHANG Zhen, WANG Tingting
(School of Food and Biological Engineering, Hefei University of Technology, Hefei 230601, China)

Abstract; In order to further study the expression pattern of NAS4 gene and its response pattern under
iron deficiency stress, DNA extracted from wild-type Arabidopsis thaliana was used as template to
clone the NAS4 promoter fragment. Then, the fragment and pART27-GUS were double-digested,
the fragment was ligated with the pART27-GUS and transformed into Escherichia coli by heat shock
method, and the positive strain was obtained by polymerase chain reaction(PCR) identification. After
correct sequencing, the recombinant plasmid was transformed into Agrobacterium using electropora-
tion transformation method. Identified by PCR positive monoclonal, the positive strain was obtained.
Finally, the wild-type Arabidopsis thaliana was infected by floral dip method and the ProNAS4-GUS
transgenic positive plants were obtained through resistance screening, and the obtained transgenic
plants were subjected to GUS staining analysis, showing that NAS4 gene was expressed in the roots
and veins of seedlings. It lays a foundation for further exploring the response pattern of NAS4 gene
under iron deficiency stress in plants.
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P BRAE A O HENG AL SR iR — 2R
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SEF A B 5T (Arabidopsis thaliana ) » D\ 35 [H
PR TR B BT RO TS s A IS Tl R AR 53
T AW o S EE BB AR I B kL
pART27-GUS, K#FE DHb5a, KFFE GV3101,

T Z K 57 @ T : Plasmid miniprep Kit
(TIANGEN DP103-02), T4-DNA Ligase (NEB
# M0202S), BR il ¥ N V) g Kpn 1 (NEB =
R3142V),Xho [ (NEB #R0146V),2X San Taq
PCR ( Sangon Biotech B639295-0080 ), Prime-
STAR HS DNA Polymerase (TaKaRa # R045),
SR (67-63-0), SDS (151-21-3), Tris-HCl
(1185-53-1) , Te/K £ (64-17-5) , GUS Yt 4,32 5]
&R 4
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L2.1 MAFABGHIZER

FREC MS 5352 5L A3 FHER i - m
ALK G - T pH A ZE 5. 8. F vy e 2K I 94 755
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1.2.2 &3k DNA 325

MBEFEIE R K3 14 d fRIEE TR 4 ik
FEPETT A LF I BFER I AR S WS 297
AR AR B A A — T EP B.045 0, B
A 400 pL 5 SDS DNA $#EU# . 485 B0 10 min
(12 000 r/min.4 “C), BLOZEHRIGH 200 pl 17K
WT 5 —# EP &, BN 200 pL SPIEE, 8.0
10 min(12 000 r/min.4 °C), % 2= V&, F A
800 uL.70% Z W, B0 5 min(12 000 r/min), %
Je FE L3 R A DOVE R EP 45 3] B 3 U
15 min, KT8 FE WM CEEE  MA 40 pL 7T
BOBZEIK T —20 CLRFE
1.2.3 NASA B#h-TRAR KR &G LE
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YIRS S M b R TIR 5 TE VK
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PR YA IR ) TP 83 F AR MS B 323,
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AR RE T DNA i, il i PCR 973, o B
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fitg 11, e 2 fis .

Marker ProNAS4 Marker pART27-GUS
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H 2 AP, B U) S A 3 T B A E R OR
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i T4 B4R E Y 5 0 B 5 R Bor i
B A E N 16 °C 12 h, % 492 )5 19 81 5 415
L5 SR P ARG A okt 1 2 ok 6 46 2] DHS o
KGR 25 PRI e R R AR E AT PCR 28
ELSWE 3 Fiax. B3 H: M # /8 DNA Marker;
VKIE 1~JkiE 10 FoR RS E 45 1. K 3
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B R DRUARLAR o i A5 11 P 2 2 DR R AR S 1 e £
Ja KB NASA FEPITE S i v i AR SR A ik rh 1
A PTFIR AHHAE 32 B Bk 8 5 ) 208 10 Ty 22
it — P9 . BRI ProNASA-GUS ik R
GUS JetafiyJr ik, ol LAi#AT NASA BLREAEY A
A 2% B M FRIB I RN 2k 8505 o) — 7 I E 43 7%
TR AT AR FEAEAS R 38 45 14 F NAS4 5E KA
TP Y 0 28R ARG B0, A FY NASY JE A
Sl Bk W 38 T RT BE AE AE I R B AL PR HE TS0
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