
"Our investigation•.includedcomparisons Methodology weresaponifiedover-• ., ., Our investigation night at room tem-

of UVdetectionversusfluorescence, of an HPLC method to perature in 10%

rmalphasech tographyvers .......... measure retinol in- ethanolic potassiumno roma US cluded comparisons hydroxide that con-

I,,,"t'ase ..• ii of u,; detection ver- tained 2% pyrogallolreverse
..... sus fluorescence, nor- as an antioxidant.

Vitamin A in- defined which tk)rms mal phase chromatog- Following saponifica-

cludes retinol as well of retinol and beta raphy versus reverse tion, the solution was

as pro-vitamin A beta carotene are to be phase, as well as diluted 1:1 with water

carotene. Beta taro- measured as vitamin sample preparation and a 5.0 mL aliquot

considerations. Opti- removed. Retinol wastene has one sixth of A, in our lab we in-

the vitamin activi W as clude all trans- and mum detector options extracted from the 5.0
and sample prepara- mL aliquot with 2 xan equivalent retinol. 13-cis-retinol as well
tion schemes related 5.0 mL hexane, andThe chemical strut- as all beta carotene in

ture of retinol allows a vitamin A determi- directly to the chro- the extracts were

for the possibility of nation. The following matographic condi- pooled.
tions employed.sixteen cis-trans iso- article discusses HPLC

In our studies,
mers in addition to the methodology used in

samples and an all-all-trans form. Only our lab to measure
trans-retinol standardthree of the cis-iso- vitamin A.

mers are free from

stearic hindrance and 25- 1 2 Conditions:Column:NovaPakSilicacolumn
3.9 X 150mm

occur most commonly MobilePhase:99.5%isooctane
in nature, the most 20' (2, 2, 2 Trimethyl

Pentane)0.5%
common being 13-cis- isopropanol

retinol. Beta carotene 15" FlowRate:1mL/ min.Detection:Fluorescence325 EX/

occurs predominantly _ 480 EM

in the all-trans form, 10" Peak:1. 13-cisretinol

but also has many cis- 2. all-trans-retinol

isomers. Although it 5

has not been clearly

0 .__A... _ \

7i 7¢
Minutes

Figure 1. Normalphasechromatographyon a Nova-Paksilicacolumnfully resolves
13-cis-retinolfromall-trans-retinol,enablingaccuratequantitationof each.
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Figure 6. The Waters 996 Phatodiode Array Detector can distinguish between 13-cis and
all-trans-retinol even though there are only minor differences in their absorbancespectra.



Nova-Pak C_,column.
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