HPLC Operating Instructions
Prime the pumps by drawing the solvent (Pump B), Power on the HPLC.  Invoke the program. Verify Pumps; B at 100% and A at 0%
Ensure loading device is set to ‘L’ (for load). Use a blunt needle syringe for injections.  
Wash syringe a few times with your sample, tap-out/remove any air bubbles in the syringe.
Draw about 0.5mL of the ‘test’ sample into the syringe

Inject the sample into the loop of the injector, please do not force the needle; leave the needle in the injector. Only a volume equal to that of the loop size will be injected on to the column at the running of the chromatogram. 
Make sure there is sufficient amount of the solvent in the solvent reservoir and the eluate ends up in the waste container.
Running the Program:
Double Click ‘Biologic’ Icon on the Desktop (if not done already)
Once the program is initiated, the buttons to click etc. are as follows

‘Browser’ button (upper left corner)

‘User’ → ‘(Analytical Chem’ → (Project → Hops Experiment→ ‘Method 3’; 
With ‘Method 3 highlighted’, click ‘New’ → ‘New Run’ 
Title the run at this point → ‘OK’→ ’Start’
Pay attention to the instruction/caution boxes.

(Note the progress of the run indicated at the bottom; Protocol bar).

Note:  analysis length is set to ~10 min. However analytes elutes in a shorter time, under the parameters of the experiment. One may click the ‘abort’ button to stop the detector sampling the eluate (stop the run) at a suitable time.
Once the separation is complete use the vertical scroll bar of the upper left window, section next to the graph, to zoom in/out on the peak

Click ‘Post Run’ button, a cursor appears on the chromatogram window.
Place the cursor on top of the peak(s).  Left click to place a tag on the top of the peak(s) of the chromatogram. Watch the information on the top left window for the highest absorbance of the peak, before selecting the peak.  At this time you may save the data file; File > Export Data.
Click ‘Tags’ button; UV absorbance at the peak(s) of the eluted components selected in the preceding step appear in a table.  This value of absorbance is proportional to the concentration of the analyte (plug) flowing through the detector..
To use the same method and run a new sample;   Load the sample into the loop
‘File’ → ‘New Run’ ……
To Export data Files: While in the ‘Post-run’ window, ‘File’ → ‘Export data’ (as TXT)

Edit the txt file to remove the description at the top; do not erase any data, save the file. Import data into Excel. Plot the chromatogram.  Use the plot to calculate areas of peaks. 

To terminate the session; click ‘Stop’ in the program, Exit Program

Turn off HPLC power.

You may use Fityk to calculate the areas accurately









