Shimadzu LC-10AT VP Liquid Chromatograph Operating Instructions
Creating a Method
1. Start by double clicking the EZStart 7.2.1 icon on the desktop.

2. Click on Create or modify method

3. Click on modify an existing method, choose tetracycline method to modify
4. A window entitled Instrument Setup will appear; the tabs on the top of the window will allow you to view different areas of method control.  If this does not appear you can click on the method wizard on the top right of your screen and the same dialog will appear.
5. Default settings are set for most processes. Here is a small list of the most common parameters you will have to change to create your method:

a. Chose Binary from Binary or Isocratic—this can be done in the “Pumps” tab.

b. Flow rate can also be controlled in the Pumps tab.  Set yours to 1.5mL/min total flow.
c. UV-Vis detector settings are controlled in the “SPD-10Avp” tab.  For this experiment set Ch. 1 to 254nm and Ch. 2 to 241nm.
d. Ramping and timed actions are controlled in the “Time Program” tab.  To create a timed process one must put the desired time for the action to take place in the first box under Time.  Next select the module for the desired action under module.  Finally select the desired action from the action column.  For the caffeine experiment your initial set up should like the following:
	Time
	Module
	Action
	Value

	0.01
	Pumps
	Pump B Conc.
	5.5*

	14.99
	Pumps
	Pump B Conc.
	5.5*

	15.00
	Controller
	Stop
	


* This value will be modified from 2 – 10% through the course of the experiment.

e. The other tabs, column info, auxillary traces, oven, CDD-10AVP, baseline check, trigger, system controller, and autosampler should be okay at the default settings.  You should check the information settings contained in there to verify but you do not need to change.

6. Once the method is built it can be saved by clicking file method > save as… save it to something unique to you and your partner.  Whenever the method is changed above, click download method, after a couple of seconds the computer should beep and verify that the method was successfully downloaded.
Running the Method

1. Now that the method is built it is time to run it.  Open up the method if not already open.  Before the method is run the solvents must be purged.  First make sure that you know which hose is in each of your mobile phase containers (there are two hoses for pumps, A and B which can both pump different percentages of mobile phase).

2. There are two units under the system control module.  On each of these units there is a knob with a small hose coming out beneath.  Start with the top knob first, give it a half turn counterclockwise and press the blue button that says purge.  Purge out between 20 and 25ml of mobile phase. To stop purging just press the purge button once more then close the knob tightly; repeat on the unit below.  You are using acetonitrile as one of your solvents in this experiment.  Acetonitrile is extremely nasty to eyes and plastics.  Wear your goggles during the purging process and be extremely careful not to get any acetonitrile on any part of the instrument!!!!!
3. Once purging is complete press the Download Method button.
4. To begin the pumps click on the pumps on icon.  This is located in the upper left hand corner of the screen.
5. Prepare your samples for analysis by filtering through a syringe filter into an autosampler vial.  Put the sample in the tray in slot 1.

6. To actually begin your method, click on the LC Set Up Assistant icon also in the upper left hand corner of the screen.  Click on perform single run, name your sample, and proceed through the dialog. 
7. When your analysis is done, a chromatogram should print out automatically (provided the printer is turned on).  If not, it is easy to recall your data and print it out at a later time.  All data is stored on the hard drive.  Your lab report should have a copy of all the chromatograms that you ran in it.

Analyzing Data

1. To view a report of the collected data select Records, View and finally Area %.  This will show you the chromatogram and a list of all integrated peaks and information of each.
2. To make changes to the default integration there are many buttons on the bottom that will help you customize your integrations.
