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1.2
1.2.1  NiNJA A B B8 R Je 4k 2 54 3k A NiNJA EcoR 1
Sal 1 57 P1 ( aaGAATTCatggacgatgataatgggctcga) 3~ P2 ( aaGTCGACtcaggtgt—
gagctgacgetgca) c¢DNA NiNJA PCR 195 C 3 min; 95 C 30 s 52 C
30s 72 C 1.5 min( 35 ) ;72 °C 10 min, 5ul  PCR w=1%
PCR pMD-20T
DHS5« s EcoR1 Sall pMD=20T-NiNJA  pGBKT7
o T4 DNA Ligase NiNJA
pGBKT7 116 °C 24 h. DH5as PCR
EcoR1  Sall  pGBKT7-NiNJA
1.2.2 33 G 80EA N Fo BB R 2 23 :1)  Y2H Gold (-80 C w=
50% ) YPDA 30 °C 200 r * min "' 48 h YPDA
30 C 48 h; 2) 2 mm 5mlL  YPDA
30 C 220 r * min "' ; 3) 10 uL 50 mL.  YPDA
500 mL 30 °C 200 r * min "' 18 ~20 h
0Dy, =0.2~0.3 ; 4) 2850 r * min~' 8 min 100
mL  YPDA 30 °C 200 r * min "' 4~6h ODy, =0.4 ~0.5; 5) 100
mL 2 50 mL 25 °C 2850 r * min "~ 5 min
30 mL 25°C 2850 r * min~" 5 min 2 ;6) 1mLO.1
mol * L™"  LiAc 2 mL 30 s 0 7)
500 pl.0.1 mol « L™'  LiAc 50 wlL 1.5 mL
LiAc; 8) 240 pL w= 50%
PEG 36 wL.1.0mol * ™' LiAc 25 uL.p=2.0g~ L' DNA( DNA 5
min ) 50 uL pGBKT7+ViNJA (0.1 ~10 wg)
;7 9) 30 C 30 min 42 C 25 min 8 000 r * min "'
30 s ; 10) 200 L SD/-Trp
30 C 3d PCR
w =50% -80 C o
100 L 10 mL.  SD/-Trp
30 C 36 ~48 h 0Dy, =0.4 5 ubL SD/-Trp SD/-Irp/-His SD/-
Trp/-Ade SD/-Trp/-Ade/His 30 C 3~6d
Clontech ( PT4084) SD/-Trp/-Ade/-His/d.eu
a-gal  AbA DH5«
AD o AD pGBKT7-ViNJA
Y2H Gold o
2
2.1 NiNJA c¢DNA P1 P2
NINJA w=1% 1 000 bp 1 100 bp
( la); PCR pMD=20T DH5«
PCR ( 1b); pMD-20T-ViNJA EcoR |

Sal | o T4 DNA
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PCR ;c
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pGBKT7-ViNJA P M,
BM 2000 DNA marker; M,: Perfect 1 Kb Ladder
Fig. 1

pGBKT7-ViNJA

PCR amplification and construction of Y2H trait vec—
tor for NiNJA
a: PCR amplification of NiNJA; b: Verification of the vector

DH5«

2000 bp

1000 bp
750 bp
500 bp

250 bp

100 bp

2 NiNJA
M: BM 2000 DNA marker; 1:
JA PCR
Fig. 2

PCR
72 ~4: NiN-

Verification of yeast competent cell trans—
formed with pGBKT7-ViNJA vector by PCR
M: BM 2000 DNA marker; 1: Positive control; 2 —

4: PCR products using transformed yeast cell as

of pGBKT7-NViNJA by PCR; c¢: Verification of the vector of template
pGBKT7NiNJA by restriction endonuclease; M,: BM 2000
DNA marker; M,: Perfect 1 Kb Ladder
2.2 pGBKT7-NiNJA pGBKT7-+4ViNJA Y2H
Gold PCR 2, 1 pGBKT7+4ViNJA PCR
( ) 2~4 PCR 1 100 bp
pGBKT7-ViNJA Y2H Gold o pGBKT7-ViNJA
3 3a  pGBKT7-ViNJA
Trp SD/-Trp
NiNJA Y2H Gold ; SD/-Trp
SD/-Trp/-Ade ; SD/-Trp/-His  SD/-
Trp/-Ade/-His o :
NiNJA
pGBKT7-ViNJA o pGADT7 Leu
SD/-Trp/His/deu  SD/-Trp/-His/-Ade/deu NiNJA
3b o
pGBKT7-ViNJA Y2H Gold 3
5 ( 3b) 16l G2 G3 G4 G6. Gl TATC
G2 HSP40 ;G3 PIN ;G4 GTP
; G6 o
NiNJA 0
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SD/-Trep

SD/-Trp/-Ade

SD/-Trp/-His

SD/-Trp/~Ade/-His

3 pGBKT7 NiNJA (a) (b)
SD/-Trp/-Ade/-His/-Leu AbA X-o-gal CK”
pGADT7-T + pGBKT7-53 CK~  pGADT7-T + pGBKT7\
Fig.3  Autoactivation of pGBKT7-ViNJA vector ( a) and Y2H screening ( b)
SD/-Trp/-Ade/-His/-Leu as screening medium containing AbA and X-a-gal was
used as screening medium CK* is pGADT7-T + pGBKT7-53 and CK~ is
pGADT7-T + pGBKT7\

GAL o
Matchmaker™ Gold 6 ( HIS3 MEL1 LEU2 AURI-C
TRP  ADE2) . lacZ.
2 o
Clontech OD¢y, =0.3 ~0.4 OD¢y 0.4
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Construction of Bait Vector for NiNJA Gene in Arabidopsis and
Screening the Interacted Proteins Using Yeast Two-hybrid

ZI Liang HONG Hao ZHAI Jinling MA Sui HUANG Xi

( Key Laboratory of Tropic Biological Resources of Ministry of Education/Institute of Bio-Science and Technology

College of Agromy Hainan University Haikou 570228 China)

Abstract: JAZ proteins are important negative factors for jasmonic acid ( JA) signaling pathways in Arabidopsis
thaliana. NiNJA interacted with JAZ proteins to inhibit the transcription activity of JA-related transcription fac—
tors. NiNJA is a key factor that connected the JAZs and JA-related transcription factors. In order to screen NilN—
JA interacted proteins NiNJA fulldength ¢DNA sequence was PCR amplified inserted into pGBKT7 vector to
construct a bait vector for yeast two-hybrid system. Furthermore the vector was transformed into Y2H Gold
strain. The result of autoactivation showed that pGBKT7-ViNJA vector had no autoactivation. Finally the bait
vector was used to screen the interacted proteins in “Mate & Plate™ ” Library and several potential interacted
proteins were obtained. This work laid a foundation for further identification of NiNJA interacted proteins and re—
lated signaling pathway.
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