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NAC 0,
HbNAC1 HbNAC1
1
1.1 : pAbAi “p53-AbAi ( Clontach No. 630491) , : DH5«

Y1H Gold o :YNB + — Ura Do Supplement. — Leu Do Supplement au-—
reobasidin A ( AbA) Clontech : PEG4000 BIOSHARP s LiAc TCI : Yeast Ex—
tract  Tryptone OXOID : Fermentas ; T, DNA NEB :

( ) ; DNA
1.2 2~3
(1 pAbAi Kpnl  Sall o
TE buffer 100 pmol * L' 1: 1 95 C

30 5;72 C 2 min; 37 C 2 min; 25 °C 2 min; 4 C o
1

Tab.1 The sequenes of Cis-acting element primers

(5—3") Sequence

F: ATTTTTCAATAAAATATTTATCCATTTTTCAAACGTGCCTTT
JRE R: TCGAAAAGGCACGTTTGAAAAATGGATAAATATTTTATTGAAAAATGTAC
GCC box F: ATTTTTGCCGCCTATCCATTTTTCGCCGCC
R: TCGAGGCGGCGAAAAATGGATAGGCGGCAAAAATGTAC
ABRE F: ATTTTTACGTGTCTATCCATTTTTCACGTGGC
R: TCGAGCCACGTGAAAAATGGATAGACACGTAAAAATGTAC
F: ATTTTTATTTCAAATATCCATTTTTCAAATTCAAA
ERE box R: TCGATTTGAATTTGAAAAATGGATATTTGAAATAAAAATGTAC
F: ATTTTTCACGTGTATCCATTTTTCCACGTG
Grbox R: TCGACACGTGGAAAAATGGATACACGTGAAAAATGTAC
F: ATTTTTCACGTATCCATTCACGCATTTTCACG
CACE box R: TCGACGTGAAAATGCGTGAATGGATACGTGAAAAATGTAC
DRE box F: ATTTTTCCGACTATCCATTTTTCCCGAC
R: TCGAGTCGGGAAAAATGGATAGTCGGAAAAATGTA
1.3 pBait-AbAi pAbAi Kpnl  Sall T, DNA
pADbAi DH5«
LB + Amp (100 pg -+ L7") PCR .
1.4 pBait-AbAi BstB [ pBait-AbAi  p53-AbAi
o Yeastmaker Yeast Transformation System 2 pBait-AbAi
Y1H Gold SD/-Ura 28 C 3~5d o
pAbAi F/R PCR o
1.5 PCR SD-Ura
28 °C 200 r * min "' 0D =0.6 10 x 100 x 1000 x 0 100 200 300
400 500 600 ng * mL~' AbA  SD-Ura 28 C 3~5d 0

AbA o
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1.6 HbNAC1
1.6.1 HbNAC1 pGADT7 Rec2-HbNAC1
pAbAi-Bait  YIH Gold 1.4 SD-Leu 28 C
3~5d o pGADT7 F/R PCR
1.6.2 HbNACI1 PCR SD-.eu
28 C 200 r * min" 0Dy =0.6 10 x 100 x 1 000 x
0 100 200 300 400 500 600 ng * mL ™" AbA SD/Ura 28 C 3~5d
HbNAC1 o
2
2.1 pBait-AbAi pBait-AbAi 1 -A o Kpnl
Sall pAbAi DH5« PCR
o 300 bp
1 -B.
2.2 pBait-AbAi Y1H Gold SD/-Ura 30 C 2~4
d 7 PCR pBait-AbAi
300 bp ( 1-0Q) pBait-AbAi Y1H Gold o
URA3 MCS AURI-C
Bbs/I\BstBI Hind [IL Sal 1
| GBONXGCUABRIZERIDRICACGARE WA GI ]
I . pBait-AbAi #1444 2 ]
I. Schematic diagram of the pBait-AbAi vector
M ERE- M JRE- M G-box- M GCC- M ERE- M JRE- M G-box-
M CACG- M ABRE- M DRE- M CACG- M ABRE- M DRE-
I pBait-AbAi ALK 4T B Il pBait-AbAi §% 4k YIH Gold Bk bk
PCR FH ¥4 5 b A6 U PCR Bk o B A )
II. Electrophoresis result of PCR 1. Electrophoresis result of PCR transformed
transformed E.coli strains yeast strains

[ 1. pBait-AbAi #1144 £ J2 5% 4k
M: D2000; ( -) : A X e,

Fig.1 Construction and transformation of pBait-AbAi vectors
M: D2000; ( —): Negative control.

2.3 HbNAC1

2.3.1 AbA  SD/Ura
p53-AbAi pAbAiBait  SD/-Ura/AbA 3A - pAbAi-

ERE  SD/-Ura/100 ng * mL™" AbA ; pAbAiJRE ~ SD/-Ura/200 ng * mL~" AbA

; pAbAi-G-box  SD/-Ura/AbA ; pAbAI-GCC  SD/-Ura/200 ng * mL ™" AbA
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; pAbAi-CACG ~ SD/-Ura/400 ng » mL.~" AbA ; pAbAi-ABRE ~ SD/-Ura/
400 ng * mL~" AbA ; pAbAi-DRE ~ SD/-Ura/100 ng * mL ™" AbA o
AbA ( 1o
1. HbNAC1 AbA
Tab. 1 Statistics of ABA inhibition concentrations of cis-elements interacting with HbNAC1
ng * mL™"'
pAbAi
ERE JRE G-box GCC CACG ABRE DRE
<100 200 600 100 400 300 <100
pGADT7-HbNACI <100 600 600 100 600 600 <100
2.3.2 HbNACI pGADT7 Rec2-Hb-
NACI PCR 2 PCR
HbNAC1 o
2.3.3 HbNACI MEREJREG-box GCC CACG ABREDRE
pGAD-HbNACI Y1H Gold ( pAbAi-Bait) 1 000 bp LNAC
SD/-Leu/AbA 3 . pGAD-Hb— 750 bp
NACI Y1H Gold ( pAbAIJRE) SD/-eu/
200 ng * mL~" AbA AbA
; pPGAD-HbNACI Y1H Gold ( pAbAi-CACG) B2 HbNACL %6 % 4 7 5 4 5ok i Ak,
SD/.eu/400 ng * mL.~" AbA AbA 5 VT o TR K B A e o
. pGAD-HbNACI YIH Gold ( pAbAi- Fg. 2 ;‘f::r:f;‘d:t‘;“b‘;ftpiﬁ}t”ﬂf‘“
ABRE) SD/.eu/400 ng * mL~" AbA M: D2 000
AbA HbNACI
JRE.CACG ABRE AURI-C ( 1o
10> 10° 1 10 10° 10° 1 10 10> 10° 1 10 10> 10° 1 10 10> 10° 1 10 10* 10° 10° 10°

p53-AbAi
pAbAi-ERE
pAbAi-JRE
pAbAi-G-BOX
pAbAi-GCC
pAbAi-CACG
pAbAi-ABRE
pAbAi-DRE

SD-Ura+0 ng-mL~AbA SDUrat100ng-ml"AbA SDUrat200ng-mL7'AbA  SD-Urat300 ng-mL"AbA  SDUrai400ng-mL"AbA  SD-Urat500 ngmL"'AbA  SD-Ura:600ng- mL-*AbA

I . K pAbAi-Bait 74k Y 1H BEEER AR SD/-Ura/AbA 375k [ 3s 57
1. Yeast cells carrying pBait-AbAi were cultured in SD/-Ura selective medium containing 0~600 ng-mI AbA

110 10%10°

1 10 10* 10°

1 10 10>10° 1 10 10*10°

1 10 10*10° 1 10 10*10°
pGADT7-Rec-p53+ p53-AbAi -

pAbAi-ERE

pAbAi-JRE

pGADT7-HbNACL+ | PADAI-G-BOX
PAbALGCC

PADALCACG [

pAbAI-ABRE

pAbAI-DRE

SD-Leut0 ng-mL"AbA - SD-Leu+100ng mLAbA SD-Leu+200 ng: mLAbA SDLeu+300ng- mL'IAbA SDLeus400 ng-ml'AbA SD-Leu+500 ng*mL"AbASD-Leu+600 ng-mL'AbA

I pGAD-HbNACT FiI pAbAi-Bait 4% % £ 76 SD/-Leu/AbA $5 37 55 30 CHi 3% 3~4 d
Yeast cells carrying pGAD-HbNACI + pAbAi-Bait, or positive control were cultured for 3~4 days
at 30C in SD/-Leu selective medium containing 0~600 ng-mL* AbA
13 HbNACT s N T AR M AR FH OG5

Fig. 3 Selection of cis-acting elements in yeast interacting with HbNAC1
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Screening of Cis-elements Interacted with HbNAC1 of
Hevea brasiliensis

HAO Hui CAO Yuxin ZHAI Jinling HUANG Xi

( Hainan Key Laboratory for Sustainable Utilization of Tropical Bioresources College of Tropical Agriculture and

Forestry Hainan University Haikou Hainan 570228 China)

Abstract: HbNAC1 has been identified as a key transcriptional factor related with laticifer differentiation in—
duced by local dehydration in Hevea brasiliensis. Moreover HbNACI could bind the promoter of and regulate the
gene expression of HbSRPP suggesting that HbNACI might be involved in latex biosynthesis of Hevea brasilien—
sis. Several cis-elements were inserted into pAbAi vector of Yeast-one-hybrid ( YIH) and a vector pGADT7-
Rec2-HbNACT1 was then constructed for HbNACI. Both vectors were co-ransferred into YIH Gold yeast strain to
select cis-elements interacted with HbNAC1. Y1H hybridization results showed that HbNAC1 were bound to cis—
elements JRE CACG and ABRE and activated the expression of AURI-C report gene. These results are very
important for identification and characterization of target genes in downstream in the future.

Keywords: Hevea brasiliensis; HbNACI,; cis-elements; Yeast one hybrid.



