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CONCLUSIONS
Despite the effect of phosphate buffer on caseins 
and whey proteins was known well, it is suggest-
ed that the use of an eluent which includes TFA 

and acetonitrile caused more effective results in 
RP-HPLC. Direct dissolving of proteins in aque-
ous solutions can be slow. During the separation 
in RP-HPLC, addition of aqueous portion of sol-
vents (Solvent A) with high proportion, proteins 
that appeared insoluble will dissolve rapidly. And 
then increasing of the organic solvent (Solvent B) 
proportion, the wetting problems of hydrophobic 
parts are overcome and these parts introduce into 
the liquid phase. If a mixture of solvents is used 
during the sample preparation step, the wetting 
and insolubility problems of hydrophobic pro-
teins and / or hydrophobic parts of the proteins 
can be overcome easily. Thus, it is also suggested 
that it causes to sharper and more clear peaks if 
the HPLC solvents are used in the samples before 
injection. 
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