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Analysis of inhibitory effect of CCRS on dihydrofolate reductase expression by two-dimensional electrophoresis
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[ABSTRACT] Objective: To identify the differentially expressed proteins after activation of CCR5 by its ligand using two-
dimensional electrophoresis. Methods: The HEK-293 cells stably expressing CCR5 were constructed. The global protein analysis
in 293-CCR5 stables and mock cells was performed after treatment with RANTES. After analysis with the PDQuest image
software, the differential spots were identified by MOLDI-TOF MS/MS. RT-PCR was performed to further analyze the changes
at mRNA level. Results: Flow cytometry revealed that HEK-293 cells stably expressed CCRS5. In this study, we analyzed the
proteomic results to reveal the proteins which were significantly modulated by the activation of CCR5 with RANTES. Expression
of dihydrofolate reductase was found in HEK-293 cells after RANTES treatment, which was confirmed by RT-PCR at the
mRNA level. Conclusion: This proteomic study suggests that CCR5 activated by its ligand RANTES inhibits the expression of
dihydrofolate reductase.
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Fig 1 Electrophoretogram of pcDNA3. 0
and recombinant pcDNA3. 0 (CCR5+)
1: pcDNAS. 0 (CCR5 +); 2. peDNAS. 0 (CCR5 +) digested with
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Fig 2 CCRS expression on HEK293-CCRS

as detected by flow cytometry
HEK 293-CCR5 stables (Gray area) and mock cells (Blank area)
were incubated with 5 pg/ml monoclonal antibody against CCR5 and
FITC-conjugated goat-anti-mouse immunoglobulin. CCR5 expression
of 5 000 cells was determined by flow cytometry. Three separate ex-

periments were performed and a representive one was shown
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Fig 3 2-DE SDS-PAGE analysis of HEK 293-CCRS stables and mock cells stimulated with RANTES
Total proteins were extracted from HEK 293 mock cells (A,C) and HEK 293-CCRS5 stables (B,D). Molecular weight (Mw, X10%) and isoelec-

tric point (pD) are indicated along the Y- and X-axis, respectively. Selected regions show the significant differences in protein expression. The

spots marked with circle was down-regulated and was identified as DHFR
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Fig 4 Identification of differentially expressed
protein spot by MALDI-TOF-MS/MS
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Fig 5 Analysis of mRNA levels of DHFR
in HEK-293-CCRS stables and mock cells
induced with(=+) or without(—) RANTES
DHFR mRNA level in activated CCR5 stables was down-regulated
compared with that of GAPDH
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