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Fig.2  Western-blot analysis of TRF1

A Western-blot analysis of myc-TRFI fusion protein expressed in HelLa
cell line using myc monoclonal antibody

a. Sample from Hela transfected with pCMV-myc-TRF1 b. Negative
control sample from Hela transfected with pCMV-myc.

B Western-blot analysis of TRF1 from Hela cells lysate using antiserum
a. Cell lysate of Hela cell line b. Cell lysate of Hela cells transient

transfected with myc-TRF1
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Fig.3  Immunofluorescence cell staining of endogenous
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Cloning and Expression of hTRF1 in Escherichia coli and Preparation of Polyclonal Antibody
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Abstract Human telomeric repeat binding factor I TRF1 contains one Myb-type DNA-binding repeat and an amino-terminal
acidic domain. It can bind to the duplex array of TTAGGG repeats at chromosome ends and is shown to be important in preserv-
ing genomic stability maintaining cell proliferative capacity and blocking the activation of DNA-damage cell cycle checkpoints.
Interestingly the double strand DNA breaks sensor ATM interacts with and phosphorylates Pin2/TRF1 and inhibits its function
after DNA damage. Are there some proteins else that can interact with TRF1 and influence its function In order to analysis the
interaction between TRF1 and other proteins we must prepare the antiserum that can recognize the endogenous TRF1 of cell ly-
sates. TRF1 ¢cDNA was amplified using cDNA Library of HeLa cell by PCR and cloned into pUCm-T vector. Sequence analysis
reveals identity to the GenBank report. The TRF1 ¢DNA was subcloned into expression vector pET-28¢ +  and expressed in
E. coli as a fusion protein of 65 kD. The recombinant TRF1 can express in the supernatant about 12.3% in total protein on
the induction of 0.5mmol/L IPTG at 37°C for 3 hours. Western-blot analysis showed the recombinant protein can react with TRF1
polyclonal antibody sc-6165  from Santa Cruz Company . Hisg-TRF1 was purified by Ni** -NTA resin affinity chromatography
made by ourselves and showed to be homogeneity in SDS-PAGE. Rabbits were immunized for four times to prepare polyclonal an-
tibody. The unpurified antiserum can recognize the overexpressed TRF1 with myc-tag and the endogenous Pin2/TRF1 of cell ly-
sate by Western-blot at 1:1000 dilution. At 1:400 dilution the antiserum can interact with endogenous TRF1 by Immunofluores-
cence cell staining analysis. The endogenous TRF1 in different cell lines such as HepG2 803 MCF7 and Hela locates in the
nucleus. The soluble expression TRF1 and preparation of its antibody lay the foundation to study it further.

Key words telomeric repeat binding factorl TRF1  expression polyclonal antibody

Received 06-18-2003
This work was supported by Grant from National Natural Science Foundation of China No.30000086 and 30000195 .

* Corresponding author. Tel 86-10-66932212 Fax 86-10-68214653 E-mail sunzx @nic.bmi. ac.cn
© PEMZFRHMEMARMATIKSHIES http://journals. im. ac.cn





