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Ex. 6.2

Follow as detailed in the book.  You will need to refer to steps 4-8 in Ex. 6.1 (p. 138) to conduct this experiment.

Ex. 6.3

I have changed this lab somewhat from how it is written in the book.  For this lab, we will be using a ratio of 5 parts hexanes to 1 part ethyl acetate for the solvent system instead of 9:1 petroleum ether to acetone.  This will be premixed for you.

We will also be using 250 ml flasks with rubber stoppers as our chromatography chamber rather than those described in the book.  The solvent will already be in the flask and the flask will be capped.  PLEASE leave the cap on except to put your chromatography paper into the flask.  This will help the experiment to proceed at its maximum rate.

When your chromatography experiment is finished, remove the chromatography paper and let it dry on your bench top. (Everyone should draw the results and label each band that appears, noting the color of each.)  Recap the flask with the solvent in it and return the flask to the common area where you got it.  THESE SOLVENT CANNOT BE POURED DOWN THE SINK.
When you are setting up the chromatography paper, draw a line with pencil at the bottom of the paper.  Draw the line about 1.5-2 cm from the bottom of the paper.  

To put the pigment on the paper, DO NOT draw a line with the pigment as your manual tells you.  Instead, make a spot on the pencil line equal distance from the edges of the paper.  Try to keep the circumference of the spot as small as possible.  Your spot cannot touch the solvent when you put it into the chromatography chamber, so keep this in mind as you are making your spot.  To see the pigments as they separate, you will need to spot the pigment on the paper at least 15-20 times, letting the spot dry in between applications.  Finally, let me check your spot before you put it in the solvent.  If it is not done correctly, your experiment will not work.  See Fig. 6.3 in your lab manual for a diagram.  You will be putting a spot on the pencil line.

This part of the lab should take about 20-30 minutes once the chromatography paper is in the chamber.

Ex. 6.4

You will NOT be using the pigments that you have separated on the chromatography paper, so ignore steps 1-3 in the Procedure section on page 147.

I will give you solutions of pigments to evaluate.  You will generate an absorption spectrum with each of these (1 pigment per table and then we will share the data with the class)

Follow the instructions in the Procedure section pages 147-8, steps 5-6 to correctly do the absorption spectrum.  You will be measuring the % Transmittance at several wavelengths, so this requires that you recalibrate the machine with the blank every time you change the wavelength.  Once you set the machine with the ‘c’ knob, don’t touch it anymore.  However, you will readjust the ‘d’ knob (labeled ‘f ‘ in your manual on p. 148) to 100 %T with the blank every time you change the wavelength.  Ask if you need help.


Cuvette A=blank (just acetone)


Cuvette B=your pigment sample (pigment + acetone—will be premixed)

You will receive the pigments directly from me.  The test tube rack will be labeled with the name of the pigment and the tube will be labeled as follows:

Chlorophyll a—‘a’ on the tube; chlorophyll b—‘b’ on the tube; xanthophyll—‘x’ on the tube; carotene—‘c’ on the tube 

The tubes with pigment will be covered with parafilm.  DO NOT REMOVE THE PARAFILM.  It is important that you do not spill them or contaminate them with any other substance as they are rather expensive.  We will be reusing these pigments, so please tell me if something happens to your pigment that makes its use questionable—you will not get in trouble if something happens to the pigments so tell me.  

When you have completed your experiment, return the cuvettes directly to me.  

There is an absorption spectrum, Fig. 10.8 and 10.9, in your textbook.  Yours will not look exactly like this but that is O.K.

