Compiled by Vlad Ladziata 7/5/2007

Chapter 8: Thin-layer Chromatography (TLC). Analysis of Analgesics and Isolation of Lycopene from Tomato Paste (pp.183-189) 

Part 1 Identify unknown 

1. Crush 1/3 to 1/2 of a tablet, adding powder to a test tube, add 1-2 ml of ethanol and 1-2 ml CH2Cl2, and mix well, let it sit for a while.
2. Make several micropipettes, which are pulled from a melting capillary that is open on each ends upon heating (see Fig. 8.6 on p. 180 and the text for technique).
3. Do the TLC with this unknown solution and aspirin, acetaminophen, ibuprofen and caffeine which are available as separate standards (for TLC technique look to pp. 179-182).
4. Use 95% ethyl acetate and 5% acetic acid as solvent system for TLC. Mark the starting line (start) and each starting spot with a pencil, then run TLC in a camera with a solvent system, take it out, put on a hood bench and mark solvent front line (finish) with a pencil. Visualize TLC under UV lamp and use pencil to mark the dark spots under UV light. Calculate the Rf (Ratio of fronts) for each spot. Compare with the Rf of the standards that you have ran as a separate spots. Then you should be able to figure out the components of the unknown.
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Part 2 Plant pigment
1. Add 1.0 g tomato paste and 5 ml ethanol to a 25(150 mm test tube. 
2. Mix and shake, then filter on Hirsch funnel. Place the filtrate in a 25 ml Erlenmeyer flask

3. Put the solid residue on a filter back to the test tube, shake with 2.5 ml CH2Cl2, filter the material, and put the filtrate into the 25 ml Erlenmeyer flask too. Repeat this step twice.
4. Pour the combined filtrate into a test centrifuge tube with a plastic cap. Add H2O and NaCl solution to the test tube. Gently shake the test tube and let it stand still for a while (use an empty beaker as a stand).
5. Let organic and aqueous layer (you want the organic/ most colorful layer) to be separated. Collect the organic layer using pipette.
6. Dry this organic layer with CaCl2 pellets. Filter the solution into a clean and dry flask. Now the organic layer is ready to do the TLC

7.  Check TLC with this organic solution. Use 70% hexane and 30% acetone as solvent. Use pencil to mark the dark spots under UV light, also mark the starting point and solvent front. Calculate the Rf for each spot.
Answer questions: 2, 3 (p. 192)















