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Proteomic approaches to biological research that will prove the most useful and productive require robust,sensitive 
and reproducible technologies for both the qualitative and quantitative analysis of complex protein mixtures. 
Prefractionation of complex protein mixtures is an efficient method in order to increase the separation power of two-
dimensional electrophoresis (2DE). We were utilized Reverse Phase High Performance Liquid Chromatography (RP-
HPLC) for prefractionation followed by 2DE. A step gradient elution of cell lysate was improved to yield properly 
resolved fractions for subsequent analysis by 2DE. Utilizing this prefractionation step showed improved resolving 
power up to 20 percents. 
Introduction 
Two-dimensional electrophoresis protein profiling of cultured cells in different states is a common 
practice in expressional proteomics. Prefractionation of the whole cell proteins following by 2DE is 
frequently utilized in order to achieve more resolved profiles and also to stack the similar structure 
proteins according to their physical chemical properties. RP-HPLC has been successfully utilized as 
a prefractionation method prior to 2DE (Badoc V, 2001). We optimized a prefractionation method 
for lysate of BHK cells and showed this step is completely efficient to improve the resolving power 
of following 2DE. 
Method 
Cell culture: BHK cells were kindly provided by cell bank of Pasteur Institute of Iran. Cells were 
seeded at a concentration of 2x105 and grown at 37°C in MEM supplemented with 10% (v/v) fetal 
serum and 40 mg/ml Gentamicin. Cells were harvested by centrifugation at 1000g and washed three 
times with Buffer contained 10 Mm Tris(pH 7) and 250 mM Sucrose. 36x107cells were lysed in 1 ml 
buffer contained 7 M urea, 2M Thiourea, 2% CHAPS, 2% SB3- 10, 50 mM DTT, 40 mM Tris, and 
0.2% Ampholytes pH 3-10. The lysate were kept in -70°C for further use. 
Virus infection: Before harvesting cells, suspensions of BHK cells were infected by Rabies seeds in 
2 percentages, 0.1 Cells were released for 24 hr (A24). Then infected cells were lysed by Lysis 
buffer 24 hr after infection. Prefractionation: The HPLC system used for this work consisted of two 
2248 pumps, a two channel variable UV-visible detector VWM 2141 set at 280 and 214 nm 
(Pharmacia LKB, Sweden) Using a 100 µl injection loop, cell lysates were injected manually. Step 
gradients of Acetonitrile (Acn) contained 0.1% Triflouracetic acid (TFA) in water were used for 
elution (Table1). 
Result 
Comparison of protein pattern between the infected cells and control cells was intricate with 2DE 
(figure1 and 2). We were done prefractionation from cells lyses with RP-HPLC (figure 3), and then 
were carried out 2DE for these fractions (figure4-7). The results showed comparison of protein 
pattern with our procedure was more sufficient for assay of alteration proteins expression in infected 
BHK cells.   
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