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Table 1

Primer name Primer sequence(5°—3")
F1 AGACCTCGAGCTACGCAGTCGCAGACCGTGACGGTG
R1 AGACGGATCCTATCACTTCGACTCCTTACTGTCCTGGC
F2 CCGAGCTGGTTTAGTGAACCGTCAGATC
R2 CCGCAAGTAAAACCTCTACAAATGTGGTATGG
F3 GTACGCCAACACAGTGCT
R3 TCCTGCTTGCTGATCCAC

Primers used for amplying the PCR products
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Fig.2  Analysis of EspBgene integration and transcription in the cell lines RAW-EGFP a nd RAW-EspB.
A PCR analysis of genomic DNA extracted from the transfected cell lines. 1 PCR fragment amplified from genomic DNA of RAW-
EGFP; 2 PCR fragment amplified from genomic DNA of RAW-EspB; M: DNA marker. (B-C) RT-PCR analysis of total RNA
extracted from the transfected cell lines. B B-actin was used as an internal control for RTPCR. 1 RT-PCR fragment of B-actin
amplified from RNA extracted from RAW-EspB; 2 RT-PCR fragment of B-actin amplified from RNA extracted from RAW-EGFP.
C RT-PCR of EspB gene. 1 PCR fragment of EspB amplified from RNA of RAW-EspB; 2 PCR result of EspB amplified from
RNA of RAW-EGFP. M: DNA marker.
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Fig.3 The stable expression of EGFP and EGFP-EspB proteins in transfected cell lines as observed by fluorescence microscopy (40 x ).
The cell lines RAW-EGFP and RAW-EspB were plated and examined by fluorescence microscopy under DIC and FITC optics to evaluate

the expression of proteins. Merged images represented regions of overlap between the EGFP fluorescence (green) and DIC image.
4-A) EGFP blot RAW-EspB
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Fig.4 Indentification of the expression of EGFP and EGFP-EspB proteins in stable transfected RAW264. 7 cell
lines by Western blot. A Indentification of the expression of EGFP and EGFP-EspB seperately in RAW-EGFP
and RAW-EspB cell lines by GFP polycolonal antibody. 1 an unrelated GFP-agged protein (35 kDa) as a

positive control; 2 RAW-EGFP cell lysate; 3 RAW-EspB cell lysate; 4 purified EspB as a negative control.

B Indentification of the expression of EGFP-EspB in RAW-EspB cell line by EspB monoclonal antibody. 1 an
unrelated GFP — tagged protein (35 kDa) as a positive control; 2 RAW — EGFP cell lysate; 3 RAW — EspB cell

lysate; 4 purified EspB as a negative control.
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Stable expression of Mpycobacterium tuberculosis protein
EspB in RAW2264. 7

Hao Li Ying Yin Dayong Dong Jun Zhang Ling Fu Jun Ren Junjie Xu
Wei Chen”

State Key Laboratory of Pathogen and Biosecurity Institute of Microbiology and Epidemiology Beijing 100071 China

Abstract: Objective We established a cell line stably expressing Mycobacterium tuberculosis secretory protein EspB in
order to provide evidences for studying EspB in modulating the functions of macrophage. ~Methods The recombinant
plasmid pEGFP-C1-EspB was first constructed then RAW264.7 cell was transfected with pEGFP-C1-EspB and pEGFP-
C1 by liposome respectively. After screening with a high level of G418 the macrophage cell lines that stably expressed
EGFPXspB fusion protein or EGFP were established. The gene and protein expression levels were further analyzed by RT-
PCR fluorescence microscopy and western blot.  Results The EGFP-spB fusion gene was integrated into the
chromosome and the protein was stably expressed in the selected macrophage cell line. The macrophage cell lines that
stably expressed EGFP-EspB fusion protein or EGFP were established. Conclusion These results gave us a tool for the
future study in the effects of EspB protein in modulating the functions of macrophage and its interaction with other
molecules of macrophage.
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