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Labeling and location of ABP1 and CesALl in the same tobacco plant cell
CHEN Zong-xing, LIU Xiao-zhu, HUANG Yu, HUANG Li-hua, ZHANG Xue-wen"

(College of Bioscience and Biotechnology, Hunan Agricultural University, Changsha 410128, China)

Abstract: The auxin binding protein (ABP1) is involved in the response to auxin signal to induce the elongation of plant
cell. In order to understand the interaction between ABP1 and CesAl, two chimera expression vectors are constructed to
label ABP1 with GFP and CesA1 with CFP respectively. Two recombinants are transformed into tobacco leaf for transient
expression in the same epidermal cell via infiltration. Green and cyan florescent signals are observed in the same
pavement cells of the infiltrated leaf region by confocal microscope analysis, indicating proteins ABP1 and CesAl are
accumulated and overlaying distributed in the cell membranes. But in the endomembranes, the green signals are strong
while the cyan signals are week, demonstrating that it is ABP1 but not CesA1 which is also collectively distributed in the
endomembranes system. Cyan florescent signals are observed in interdigitation area of the pavement cells, which

indicates intensive distribution of CesA1 and more celluloses were synthesized in this area.
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E.coil InVa F' LBA4404 pl19
pEGAD-EGFP
pWMI101-CFP pMD™-18-T-ABP1 pMD™-18-
T—CesAl
pEGAD-EGFP —~ABP1 pWMI101-CesAl-
CFP Fermentas
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1.2/ &
HE L S o

pMD™-18-T-ABP1 pMD™-18-T- CesAl

ABPl CesAl CesAl
ABPI EcoRI

1.2.1

Xhol CesAl
Sall Sacl
CFP CesAl

CesAl

ABPI aF1 CCGGAATTCATGGCTCGTCATGTTTT
AGTCGTAG aR1 CCGCTCGAGAAGTTCGTCTTT
CCATGATGTGGT CesA cF1 CGAGCTCATGGAT
ACTAAAGGGAGGCTAGT cR1 ACGCGTCGACC
TCGCAGTCCAACCCGCAC

1.2.2  ABPI AW B Cesdl % IR ¢4 PCR ¥ 3%

aFl aRl pMD™_18-T-ABP1
ABPI Tag 10xTaq
Buffer 2.5 uL Mg2+ 2 uL  dNTP Mixture(10 mmol/L)
1 uL aFl 1 uL aRl 1 puL 1 pL
Taq Polymerase 0.5 uL 17 uL
25 uL PCR 94 C
5min 94 C 50s 56 C 72 C
50 s 30 72 C 10 min
5uL 1%
cF1 cR1 pMD™-18-T—CesAl
CesAl Tag 10xTaq

Buffer 2.5 uL Mg” 2yl dNTP Mixture(10 mmol/L)
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1 uL cF1 I puL cR1 1 uL 1uL Taq CesAl PCR pWMI101
Polymerase 0.5 L 17 pL 25 uL 37 C 1%
PCR 94 °C 5 min
94 °C 50s 50°C 2min 72°C 3.5 min (16
30 72°C 10 min C 16 h) pEGAD-EGFP
SuL 1% ABPI pWMI101-CFP
123 kAR A S Cesd!
EcoRl  Xhol ABPI  PCR DA :
pEGAD-EGFP Sall Sacl
358 NS Mot 358 B
- >-| EGFP >. ABPI >|_‘ >-| >_l

pEGAD-EGFP-ABP1

Sac 1 Sal
35S

>. » 358 >4 Hygromycin
CFP Y

CesAl

pWM101-CesA1-CFP
1 ABP1 0 CesAT ¥EEHY T - DNA X E&
Fig. 1 The of Ti plasmid vectors of ABP1 and CesAl chimera labeling

E.coil InVa F’ 28 °C 20h
(50 pg/mL) LB Buffer(10 mmol/L MgCl, 10 mmol/LMes 150 pmol/L
37°C 8 As) 3 ODgyy 0.5~0.1 3
20 uL 4L 2 21 3h 3
PCR 20 mL
(50 pg/mL) LB 37 C
2 mL 1.2.5 R A ALK
24h
48 h
1.2.4 BALRATE FAATRE T H 202
LBA4404
YEB ( 50
pg/mL 50 pg/mL 50 pg/mL)2 d 2 & R
8 20 uL 2.1 ABP1FA CesAl £E RS
4 pL PCR pMD™-18-T-ABP1 pMD™-
18-T—CesAl
20mL  YEB 28°C 48h DNA( 2) ABPI 564bp CesAl

2 1 p19 3273 bp
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2 PCR 3 1&I&F ABPT F0 CesA7 B cDNA
Fig.2 The PCR to verify ABP1 and CesAl cDNA ABP1
2.2 MEEMRIEHIK ABPI
ABPI  Cesdl KDEL (The sequence Lys—Asp—Glu—Leu)
cDNA Ti (11 ABP1
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LBA4404
PCR KDEL
ABP1
2.3 HAHARERMUELER
[11]
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