Protocol LC-MS

Preparation of the HPLC

Prepare solvents of HPL C from the most pure solvents.
Prepare the HPL C (according to the enclosed protoco <Waters 2690.html>l), make sure to
have the injector washing solvents, Water, and MeOH or Acetonitrile, whatever is needed

for the method. Wash, prepare, purge al system components as well as the injector.

Run the mobile phase through the column for equilibration.

Preparation of the Mass Spectrometer

Enter Empower and Run Sample in the right project

Press the Tune Page button, wait for the screen to appear.

Open the right ‘tune page’ (File -> Open -> filename.ipr) and click the API gasicon and
Operate Thered light will turn to green.



Wash the MS by the syringe pump, using with the wash solvent gppropriate for the method
(usudly the diluent). Check that the M S functions right and tune the M S to the best signd



Preparation of Empower

Enter the Run Sample Window.
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Sdlect the Singlewindow. If you don't have aMethod Set ready for work, click the
Develop Methods Button and follow the wizard to create the Method Set:

New Method Set : Select Instrument Method 2lxl

Flease select the instiument method which is relesant to
the data you will be using with this methad zet,
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Prepare a Method Set with the 2695 and ZQ with/without the 2996..
HPLC pump and Autosampler —the 2695 window:
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PDA Detector window (optional):




ZQ Detector window:
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The ZQ can be used either with MS Scan:
I
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MS Scan Window:
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or SIR (Sngle lon recording):
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Collecting Spectra with the | nfuson pump:

Fill the syringe with the solution, connect it to the interface, and go to the ZQ Tune page to

click the infusion pump icon and et its flow rate;
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Please note: the LC system is disconnected now!

Return to the Run Samples window and select the gppropriate Method Set.

Ingtrument b ethod:
I =
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Sdect the Instrument Method in the
Then dick Monitor to check communication and monitor basdine.

Abort monitoring.

and click Setup.

Fill in the injection volume the value of 0.0, so that nothing will be injected. Click on the

Inject icon when it is readly.

To see and print the spectrum go to Tools-> Preview/Publish and use the report method MS
Foectrum (or any report method that gives the M S spectrum after combining the TIC).



Collecting LC-M S-UV data:

Go to the Run Samples window and to the Samples window, prepare a sample set with the

right parameters. Save the sample set method for your convenience.

[ngtrument b ethod:
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Sdect the Instrument Method inthe and click Setup.

Then click Monitor to check communication and monitor basdline.

Abort monitoring and run the sample s&t.

If you wish to change the display in the chromatogram view use Customize Channels and
set up the M S spectrum and PDA spectrum if needed, and the 2996 and/or TIC
chromatogram



