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Introduction

Substance identification in HPTLC is usually penfied by
UV/Vis spectroscopy, besides mass spectroscopy lgctua
an up-coming technique. The
amount, mobile phase (pH) and layer material onirtretu
UV/Vis spectra is well-known [1]. To what exte#tspec-
troscopy can cope with that drawback was investihate
this study.W-spectra calculated by dividing the derivative
spectrum by the original absorption spectrum awecprally
independent upon concentration [2]. This was denatesl
to be a powerful tool for monitoring of spectrumripu
identity in photometry and HPLC/DAD.

Results and discussio[h

In situ UV/Vis spectra were ascertained to be rejiesh-
dent on the instrumental device and the propertyhef
substance, like crystalline or liquid. Further be tmode of
substance application (dipping or spraying) anchtion
(low and high R value), meaning the distribution of thg
substance in/on the layer, was shown to have nacimmn
the concentration dependence of spectra.
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The concentration dependence of in situ UV/Vis §ped
generated not identical maximal wavelengths as wasll
broadened (flattened) spectra by increasing coregomns
and hence influenced the fine structure of thevadxie

spectra.
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—— 0,07 pg/6 mm ——0,14 pg/6 mm 0,24 pg/6 mm
0,33 g/6 mm 0,47 yg/6 mm  ——0,71 pg/6 mm

——0,94 pg/6 mm 1,18 ug/ 6 mm 1,42 pg/6 mm
1,65 pg/6 mm ——1,89 W6 mm ——2,36 ug / 6 mm
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Concentration dependence of tHespectra of oxybenzone

influence of substance

W-spectra of HPTLC zones were shown to be concémrrat
dependent (although they are principally conceiatnahde-
pendent). The impact of this influence was increggn the
following order: LiChrospher, HPTLC and TLC plates.
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Confidence intervall (Cl) of th&#2-spectra of 1 pg oxybenzone on different layers

However, a change of the background structure gly hi
substance amounts on the plate was not observedaesl
not explain this effect.
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REM pictures (3000 x) of a HPTLC blank position (Jeft
and an oxybenzone zone (800 ng, right)

Despite this difficulties the employment &f-spectros-
copy is possible and illustrated by 4 zones of exgone
assigned as samples.

—Clof oxybenzone
—— Sample 2 (0,22 ug/6 mm)
—— Sample 4 (0,54 jg/6 mm)

— Sample 1 (0,13 pg/6 mm)
Sample 3 (0,31 ug/6 mm)
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Identity check via¥-spectroscopy: the 4 samples are laying withincthdidence
interval of the external calibration of oxybenzofg9 — 0,45 pg/6 mm)

Conclusion

Identical maxima and spectrum slopes are prereggi$or
the successful employment Espectroscopy. Hence due to
the concentration dependence of the spectra, flea®f of
Y-spectroscopy is more difficult in planar chromatqahy
than in photometry and HPLC. However, the backgdou
influence is minor than for absorbance spectra.
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