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GETTING THE SYSTEM UP AND RUNNING
1.   When the instrument is delivered it should have the 75% Methanol as the solvent.

2.   Turn the power ON to the UV Detector.  This will give the detector plenty of time to 
warm 
      up.

3.   Purge the solvent line of bubbles.  (Bubbles can clog the system as well as causing trouble with the results!)  The purging is accomplished by first opening the purge 
valve.  Do this by turning the valve counterclockwise several complete turns.  Connect 
the large syringe to the purge valve and apply suction to the line.

4.   Turn the power ON to the Pump (Flow Rate = 0 mL/min).

5.   Adjust the Flow Rate to 4.0 mL/min.  Purge with the plastic 60 cc syringe until gas bubbles stop appearing.

6.   Remove the syringe and collect about 10 mL of solvent from the purge valve into a 
beaker.   

7.   Set the Flow Rate to 0.8 mL/min and close the purge valve.  To do this, turn the valve clockwise until "finger" tight,  don't over-tighten as with a wrench.  Run with 75% methanol for about 30 min.  


NOTE:  Pressure should read 3200-3800 psi...see gauge on the left side of the pump.

8.   Set the Flow Rate to 0 mL/min.

9.   Switch the solvent line from the 75% methanol to the mobile phase of 30% methanol, 68% water, and 2% acetic acid.  RINSE the outside of the solvent line with distilled 
water before putting the solvent line into the new mobile phase to prevent cross 
contamination of the mobile phases.

10.  Set the Flow Rate to 0.8 mL/min and pump the new solvent for 30 minutes to clear the lines of the old mobile phase.


NOTE:  If the reading on the detector seems to be drifting, let the solvent run for 30 
more minutes to let the detector warm up.  The detector should have a fairly steady 
reading before you move on.

SYSTEM IS READY
IF YOU PLAN TO LET THE SYSTEM RUN OVERNIGHT, FOLLOW DIRECTIONS BELOW:

OVERNIGHT PREPARATION
 
1.   Turn the Detector OFF.


2.   Set the Flow Rate to 0.2 mL/min.


3.   Place at least a 250 mL waste jar in back of HPLC to catch waste.

AFTER OVERNIGHT RUN

1.   Turn the Detector ON (should be warmed up after about 20 min).


2.   Set Flow Rate to 0.8 mL/min. 


3.   Empty the waste jar.

INJECTING A SAMPLE
1.   NOTE:  SAMPLES MUST BE FILTERED PRIOR TO INJECTION.   Filtering will 
extend the life of the column.  Filter the sample through the 0.20 micron mini-filters 
by drawing the solution into a 3 mL plastic syringe, and connecting the filter to the 
end.  (The order is important here so the students don't draw the solution through the 
wrong side of the filter.) 

2.   Filter the solution into a small vial (~1 mL).


NOTE:  We will use mini-filters for numerous samples (cost considerations).  To 
prevent contamination between samples you will find that the syringes and filters have 
been separated into individual bags and marked as to the solution which has been used 
in them.  Common solutions have been chosen.  This will help us to re-use some of 
the filters.

If the mini-filter starts to get clogged or you think there might be a problem, use a 
new mini-filter.

3.   Turn the power ON to the recorder.  (Do this using both the Speed knob and the Chart 
On switch.)


Chart speed set at 1 cm/min.


Voltage set at 1 volt on scale.

4.   Flush the 100 ìL glass syringe several times with the sample.  Empty the waste into a 
waste jar.

5.   Fill the syringe with about 50-90 ìL of the sample.  Be careful to clear the syringe of 
bubbles so that you don't inject bubbles into the instrument.  

6.   Inject the sample in the Load position and immediately switch to the Inject position.  LEAVE THE SYRINGE IN while the sample is running.  Pulling the syringe out 
during a run may cause bubbles on the line which will show up as peaks on the 
chromatogram.

7.   On the chart paper record the following information:


Mark when the injection occurred  (when the switch was moved to the inject position)


Identity of sample


Chart speed


AUFS (Range) value

8.   After the sample has completely eluted, move the switch to the Load position and 
remove the syringe.

9.   Steps 7. and  8. can be repeated for all  your filtered samples.

10.  After the last sample, rinse the syringe with methanol and return it to the styrofoam case. 

SHUT DOWN

1.   Shut OFF the Recorder and the Detector.

2.   Set the Flow Rate at 0 mL/min and switch the solvent line to the 75% methanol solution.  
(Be sure to rinse the solvent line before you place it in the new solvent).

3.   Set the Flow Rate to 0.8 mL/min and run for 30-45 minutes.

4.   Shut OFF the pump.




