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1-JAB1 7E BL21 1 3%1% GST-JABl & EH(E 1),
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LiEd. BT GST-JABl EHSHFE T
f&. bE4il, W GST ER (EET LETD B
A, HERIE B GST LR, i
BHERE (E2).

Fig.1 The expression of GST and GST-JAB1
protein in BL21, SDS-PAGE analysis and Coomassie
brilliant blue stain
1: GST-JABI fusion protein (41 ku): 2: GST protein (29 ku);

M: Mid-range protein molecular mass marker.

Fig.2 The expression of GST and GST-JAB1
protein by anti-GST antibody assay
1: GST-JABI fusion protein. 2: G3T protein.

2.4 EEFHELIERIES

7 —5%iE GR-LBD 5 JAB1 & B TE{R4h
BEEERH, RKAEAREEER. pCMV-Mye-
GR LBD COS7 #HFu s H4r A5 GST # GST-JAB1 &
T H IK-Sepharose 4B, ¥ T & &) GST-JAB1/
Myc-GR LBD, Mye L4574 M3 8 GST-JABL 4&
CR-LBD. H T GST 5 Mye-GR-LBD & H 4 & 1F
M, EMi%&Y JABl 5 GR-IBD Z A H & &1FH
CE 3.

Fig.3 The interaction hetween GR LBD and
JAB1 by anti-myc antibody assay in vitro
1: Mye-GR-LBD +GST: 2: Myc-GR-LBD; 3: Myc-GR-LBD +
GST-JABL.

2.5 JABI % GR /i SRR FIFE L W

LA pCMV-HA- JABL. pCMV-GRa & GRE f
pMAM-CAT JF fz 3L ¥ 2t COS7 4 B, A FEWRE
JAB1 BEN5E GR i FRIFRIENE, §8%E JABL &
FEn. FREME (E4).
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Fig.4 Effect of JAB1 on relative GR-CAT activity
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A e-Jun activation domain-binding protein 1 (JAB1).
JAB1 R4 AN COP9 ( constitutive photomorphogenic
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M GR BEEIERE DM CRE RSN A4, iF
B JAB1 3% CR FE ik /1, X — 485
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ERMHAEERAXAZDRACSRERM R EREE
TIAE3. BHIEHED JAR ATEEE 5T GR HTHIE
BINEE, JABl 5 GR A EEA S A EE T &
MWK ETRIRER AT B RN E A i
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JABI Interacts With GR and Enhances GR-mediated Transcription”

LI Shu-Rong™ » SU Yong-Ping ™" » LIU Yun-Jie, LIU Xiao-Hong. LOU Shu-Fen. CHENG Tian-Min
Clnstitute of Combined Injury of PLA, Third Military Medical University, Chongging 400038, China?)

Abstract A glucocorticoid receptor (GR) interacting protein JAB1 was isolated from human marrow cDNA library
by two-hybrid screening in yeast using the GR ligand-hinding demains ( GR-LBD) as bait. To further demonstrate
the interaction between GR and JAB1 and the effect of JAB1 on GR, PCR was performed to amplify GR-LBD
fragments and it was cloned into the bait vector pGBKT7 to create the plasmid pGBKT7-GR LBD. The plasmid was
used as bait to screen a cDNA library constructed in the pACT2 vector. Transformants were plated on 5D/ - Ade/
- His/ - Leu/ — Trp. Yeast colonies were assayed for a-galactosidase activity. The positive colonies were
sequenced in which JAB1 cDNA fragments were cloned into the vector pGEX-4T-1 for GST pull analysis. A GRE-
driven reporter gene was used for CAT activity assay. The results were as follows: 42 clones turned blue in the yeast
a-galactosidase assay and contained pACT2 sequence in which 5 clones corresponded to a fragment of JAB1 as
shown by DNA sequencing. Yeast two-hybrid and GST pull down assay verified that JAB1 interacted with GR-LBD.
GR, a GRE-driven reporter gene cotransfected with JAB1, strongly potentiated the transactivation properties of GR.
The studies suggest that JAB1 interacts with GR-LBD expressed in COS7 cells in vitro and it potentiates the

transactivation properties of GR.

Key words glucocorticoid receptor, JABI, transcription factor, yeast two hybrid
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