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Statement of novelty

Submitted manuscript entitled »Optimization of High Performance Liquid Chromatography Method for Simultaneous Determination of Some Purine and Pyrimidine Bases« is a result of our own research and is novel from the following aspects:

- Chromatographic behaviour of nucleobases highly depends on the interactions with solvent as confirmed experimentally and by calculation of the distribution of investigated nucleobase species as a function of pH. Therefore, mobile phase used for the separation of such ionizable compounds should be well buffered and able to keep quite constant pH in the optimal pH region.
- From calculated buffering capacity of H2PO4–/HPO42– based buffers and frequently used for the separation of nucleobases, we establish that they do not ensure constant pH below pH 5, where an optimal separation can be achieved. We have shown that fluctuation of retention times caused by pH variation can be eliminated with the use of the acetate buffer of pH 4.0 ± 0.1 due to its much better buffer capacity in acidic solutions.
- By variation of pH, concentration of the acetate buffer and volume ratio between buffer and methanol, optimal conditions for a reliable and reproducible HPLC analysis of nucleobases with simple isocratic elution was established.
- In this work we have shown that an optimized simple isocratic RP-HPLC system with UV and/or MS detection can be employed for quick and complete separation of nine purine and pyrimidine bases in less than 15 minutes. 
- Optimized method was validated and applied for determination of nucleobases in some real samples (beer, saliva and urine samples).
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The subject should be of interest to analytical and clinical chemists, biochemists, as well as to all other researchers concerned with the investigation of nucleotides in biological samples. 
Your kind consideration and acceptance of this research for publication would be greatly appreciated. 

Sincerely Yours,
Prof. Boris Pihlar
