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Ex. 5.1A

To measure CO2 evolution, we will use an apparatus that is different from the one in your manual, so refer to the additional sheet that I gave you to figure out how to set up the apparatus.  You will follow Table 5.1, p. 112 to set up the experiment.  

Make a mark on the collection tube to show the level of fluid in the tube.  You want the fluid to be as close to the top of the tube as possible, but below the rounded part of the tube so that you get an accurate reading.  Measure from this mark each time and record this measurement at 5-minute intervals for 30 to 40 minutes.  Record your readings on Table 5-2 on the report sheet.

Because your tube will be under water, you will not be able to mark the level at 5 minute intervals.  Instead you will use the ruler to measure the distance between the initial mark and the new fluid line.

Record your measurements in centimeters.
Ex 5.2A

When you set up this experiment, make sure that you know how the spec works and that you have calibrated it before you set up your samples.  This is an enzymatic reaction, so it is important that you take your first reading immediately after you add the succinate (succinate is the substrate and is the last component to be added).

Once you have set the spec to 0% transmittance, (p. 119, Procedure step 1b) using the knob labeled C, DO NOT use or adjust this knob again.

Once you have carried out steps 2-4 (p. 119, Procedure) using the blank, you will not adjust for the blank again.

I have changed the amounts of the reagents that you are using for this experiment, so use the table below to set up your experiment rather than Table 5.3 in your manual.
	Tube number
	Buffer
	DPIP
	Mitochondrial suspension
	Succinate—ADD LAST

	1
	4.7 ml
	10-20 (l
	0.3 ml
	0

	2
	4.6 ml
	10-20 (l
	0.3 ml
	0.1

	3
	4.5 ml
	10-20 (l
	0.3 ml
	0.2


Note that the DPIP is in microliters ((l) not milliliters (ml)—You will be using the pipetmen to dispense the DPIP and the succinate.  Accurate measurement of reagents is of utmost importance in this lab.

When you take your initial measurements (time zero), Make sure that the transmittance is between 15-30%.  Call me over if this is not the case.

Measure the samples at 5-minute intervals for 40 minutes and record your data in Table 5-4 on the data sheet.  
