- 4006 -

www.shengwuyixue.com Progressin Modern Biomedicine Vol12 NO.21 JUL.2012

ORP4L

PCR

RosettaTM DE3

CNBr-actived sepharose beads

ern blotting

Western blotting
ORP4L
ORP4L
Q548.1,Q78

ORPA4L 382-485
GST-ORP4Lm,
ORP4L

Western blotting

A

A
510632
4 ORP4L) ORP4L
ORP4Lm PGEX-4T-1
GST
. Western blotting o
ORP4L
GST-ORP4Lm

ORP4L
GST-ORP4Lm

ORP4L o

1673-6273 2012 21-4006-05

o

West-

Preparation and Application in Proteomics Approach of Polyclonal Antibody

against Human ORP4L*

WEI Kun-de, YAN Dao-guang”

(College of Life Science and Technology, Jinan University, Guangzhou, 510632, China)
ABSTRACT Objective: To prepare polyclonal ORP4L antibody and utilize it for ORPAL proteomics resolution. Methods: The cDNA
of ORP4L 382-485 amino acids residues (ORP4Lm) amplified by the polymerase chain reaction (PCR) was inserted into the PGEX-4T-1

vector. The plasmid was transformed into RosettaTM  DE3) and the recombinant fusion protein GST- ORP4Lm was expressed and puri-

fied, New Zealand rabbits were immunized by using the purified GST- ORP4Lm protein, polyclonal antibody against ORP4L was ob-

tained and further confirmed by Western blotting. The antibody was then conjugated to sepharose beads and the cell lysis of stable expres-

sion ORP4L was flowed through the beads. The potential interacting proteins with ORP4L were collected and analyzed by mass spec-

trometry. The result of the mass spectrometry was assessed by Western blotting. Results: The rabbit anti-ORP4L antibody was prepared.

The antibody was able to detect both endogenous and exogenous ORP4L. ORP4L proteomics was carried out successfully. Conclusion:

The rabbit anti-ORP4L polyclonal antibody with high specificity has been prepared, and it could be applied for ORP4L proteomics reso-

lution.
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Fig. 2 Western blotting assay for the specificity of ORP4L polyclonal antibodies
A) Western blotting assay for the specificity of serum 1:The lysate of Hela cells; 2: The lysate of Jurkat cells
(B) Western blotting assay for the specificity of ORPAL polyclonal antibodies purified by GST-ORP4Lm/CNBr-actived spharose 4B 1: ORP4L polyclonal
antibodies detected ORP4L overexpression in Hela; 2: ORPAL polyclonal antibodies detected ORPAL endogenous expression in Hela cell; 3: ORPAL
antibodies (purchased from Sigma) detected ORP4L overexpression in Hela cell; 4: ORPAL antibodies(purchased from Sigma) detected ORP4L

endogenous expression in Hela cell
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Fig.5 IP efficiency analysis of Anti-ORP4L-CNBr activated sepharose
beads
1 The lysis of stable Hela-ORP4L cell line; 2: The supernate after IP with
Control IgG-CNBr activated sepharose beads; 3: The supernate after IP
with Anti-ORP4L-CNBr activated sepharose beads; 4: The eluate after IP
with Control IgG-CNBr activated sepharose beads; 5:The eluate after IP
with Anti-ORP4L-CNBr activated sepharose beads
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