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1.1 Y187.Y2H Gold pGBKT7 Clontech ; Tag DNA
X Fermentas ; T4 DNA NEB ;
DNA AxyGen ;
1.2
1.2.1 AtGRP7 AtGRPT Neol Pst 1
P1( TTCCATGGCGTCCGGTGATGTTGAGT) P2 ( CCCTGCAGTTACCATCCTCCACCAC-
CACCQ) AtGRP7 PCR 194 °C 3 min
94 C 45 s 56 °C 45 s 72 C 1 min 35;72 °C 5 min. PCR w=1%
pMD=20T DH5 o Neol Pst] pMD-
20T-AtGRP7  pGBKT7 T4-DNA
AtGRPT  pGBKT7 DH5 o
AtGRP7-pGBKT7 Neol Pst] o
1.2.2 Y2H Gold Y2H Gold 1) -80 C
w =25 % Y2 HGold YPDA 30 C 2~3d. YPDA
2 ~3 mm 5ml.  YPDA 30 °C 220 r * min "'
8~12h.2) 5 puL 250 mL 50 mL.  YPDA
30 °C 220 r * min "' 16 ~20 h 0Dy, =0.15~0.3, 3) 2) (1
000 r * min~') 5 min 100 mL.  YPDA 30 °C 220 r * min "'
3~5h 0Dy, =0.4~0.5. 4) 3) 100 mL.  YPDA 2 50 mL
(26 °C) 1 000 r * min "' 5 min 30 mL.  ddH,0 o
5) ddH,0 (26 «C) 1000 r* min"" 5 min
. 6) 1mL 0.1mol*L™" LiAc 1.5 mL
(14000 r * min~') 15 s o 7) 600 uL. 0.1 mol » L' LiAc
50 pL 1.5 mL
LiAc. 8) 1 mL DNA 5 min . 9)
240 pL(p( PEG) =500 g » ™' 36 wL 1.0 mol * L' LiAc 25 pl 8) DNA(2.0 g+ L")
50 plL AtGRP7 — pGBKT7 (0.1~10 pg) -
30 C 30 min 42 C 20 ~25 min 6000 ~8 000 r * min "' 15 s
0.2 ~1.0 mL - 10) 200 pL
SD/ - Trp 2~3d PCR PCR
SD/ = Trp 2~3d w=25% -80 C o
I mL PCR SD/ = Trp 2~3d
SD/ —Trp SD/ =Trp/ —Ade SD/ - Trp/ — His SD/ —Trp/ — Leu/ — His 30 C
3~7d o Clontech ( PT4084 - 1)
2
2.1 AtGRP7 P1 P2 AtGRP7
PCR PCR w=1% 500 bp
510 bp ( 1A) . PCR pMD=20T

DH5«  PCR ( 1B) . Neol Pst]
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AtGRPT T4-DNA AtGRPT7
pGBKT7 DH5« Neol  Pst1
( 1C) » (
) o
2 000 bp
1 000 bp
750 bp
500 bp
250 bp
100 bp
B (
AtGRP7
A. AtGRPT PCR ; B. pGBKT7-AtGRP7 PCR ; C. pGBKT7-AtGRP7 ; M:
DL2000; m: perfect 1Kb Ladder; 1A 1~2  AtGRP7 PCR ; 1B 1~2  pGBKT7 -
AtGRP7 PCR ; 1C 1 pGBKT7-AtGRP7 2 pGBKT7-AtGRP7 Neol  Pst
I
2 000 bp
1 000 bp
750 bp
500 bp
250 bp
100 bp
AtGRPT PCR
M: AL2000; 1: ;2 ~5: AtGRPT PCR
2.2 pGBKT7-AtGRP7 Y2H Gold
PCR o 2 PCR pGBKT7-AtGRP7
PCR 510 bp Y2H Gold °
pGBKT7 — AtGRP7 ( 3) Trp
SD/ - Trp AitGRPT 0
Trp  SD/ —Trp/ — Ade ; Trp  SD/ -Trp/ - His

SD/ = Trp/ — Ade/ - His

AtGRP7 o pGADT7 Rec
Leu SD/ — Trp/ - His/ - Leu( ) SD/-Trp/ - Ade/ — His/
— Leu( ) AtGRP7 ( 3A) 6
AtGRP7 ( 3B) -
(A1) ( A4)
( AS) (A2 A3 BI15 C30)

AtGRP7
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3 pGBKT7 - AtGRP7

A 1.SD/ = Tip/ — Ade 2.SD/ - Trp 3.SD/ - Trp/ - His 4.8D/ -
Trp/ — Ade/ — His ; B: SD/ — Trp/ — Ade/ — His/ — Leu AbA  « —gal
CK* pGADT7 =T+ pGBKT7 =53 CK~  pGADT7 =T + pGBKT7 — \.

3
. 2
o Clontech
Matchmaker™ Gold 6 ( MEL1 HIS3 AUR1-C LEU2 ADE2  TRP)
o lacZ 2 o
DH5« DH5« oD
0.3~0.4 0.4 DH5a
0D .
YPDA 2 d, YPDA 36 h
2d . YPDA
2d DNA .
AtGRP7 1
mRNA : 2

AtGRP7 o
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Construction and Autoactivation Test of a Bait Vector
of AtGRP7 for Two-hybrid System

LIU Changren LIU Wei ZHAI Jinding ZI Liang HUANG Xi
( Key Laboratory of Tropical Biological Resources of Ministry of Education/Institute of Bio-Science and Biotechnology
College of Agronomy Hainan University Haikou 570228 China)

Abstract: AtGRP7 is one of slave oscillator of Arabidopsis thaliana but its physiological role is so far less
known. In order to screen the AtGRP7 interacted proteins the CDS sequence of AtGRP7 was first amplified using
PCR and inserted into pGBKT7 vector between the clone site Nco I and Pst [ to construct the bait vector for
yeast two-hybrid ( Y2H) system. Restricted digestion and sequencing result showed that the AtGRP7 sequence
was inserted into pGBKT7 vector in correct reading frame. Furthermore the bait vector was transformed into
Y2H Gold yeast strain to test the autoactivation and toxicity. The transformed yeast grew very well on SD/-Irp
plate but weakly on SD/-Trp/-Ade plate. No yeasts grew on SD/-Trp/-His and SD/-Trp/-Ade/His plates
suggesting that histidine synthase gene was not transcribed and translated. This indicated that AitGRP7 was not
autoactivated in the Y2H system.
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