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Abstract 

According to our knowledge, until now, the mobile phase gradient in planar chromatography has been performing almost exclusively in the normal-phase system. Therein there are no examples of an eluent pH gradient at all. In contrast,  pH of the mobile phase is a very important factor affecting retention, the shape of spots and the selectivity of separation of substances that undergo dissociation (i.e. most of biologically active substances).
Therefore, our research group proposes the implementation of  pH gradient for the separation of selected substances with various acid-base properties using the prototype device produced in the laboratory. The mentioned device enables planar gradient chromatogram development by feeding the adsorbent layer of the chromatographic plate with the developing solvent solution by moving pipette, which is driven by 3D machine and combined with precise two syringe pumps
. 
HPTLC RP 18W and HPTLC RP18 chromatographic plates (Merck) were used as the stationary phase. The developing solvent fractions for the pH gradient elution were generated by mixing two methanol solutions in buffers of pH 2.5 and 10.5, respectively, using two syringe pumps mentioned.
We will show for the first time the examples of thin-layer chromatograms obtained with pH gradient of eluent. We will show the data on gradient reproducibility and simulation of retention. 
The advantages and disadvantages of proposed solution will be discussed. 
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