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Protocol LC-MS

Preparation of HPLC

e Prepare solvents of HPLC from the most pure solvents.

e Prepare the HPLC (according to the enclosed protocol <Waters_2690.htmI>1), make sure to have the
injector washing solvents, Water, and MeOH or Acetonitrile, whatever is needed for the method. Wash,
prepare, purge all system components as well as the injector.

¢ Run the mobile phase through the column for equilibration.

Preparation of MS

e Enter Millennium and Run Sample in the right project
e Press the Tune Page button, wait for the screen to appear.

e Open the right ‘tune page’ (File -> Open -> filename.ipr) and click the API gas icon and Operate. The red
light will turn to green.
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e Wash the MS with the syringe pump, fill with the wash solvent appropriate for the method
(usually the diluent). Check that the ZQ functions OK and tune the MS to the best signal
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Preparation of Millennium

e Enter the Run Sample Window.

# 2695_2996_20) in MS_Default as Shula/Shula_demo - Run Samples = Iﬁ'lﬂ
File Edt Yiew Inject Actions Customize Diagnostics Help
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For Help, press F1 |System Idle - Instrument Failure 202000 | |ﬂ# |.f# |@

e Select the Single window. Click the Develop Methods Button and follow the wizard to create the Method

New Method Set : Select Instrument Method x|

Pleaze zelect the instrument method which iz relevant to
the data you will be using with this method zet.

Create Hew |

< Back I Mesit » I Cancel | Help

Set:

e Prepare two Method Sets: one with MS only Instrument Method:
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A second Method Set will include the HPLC system as well as the PDA and ZQ detectors for the LC-MS runs:

HPLC pump and Autosampler - 2695 window:
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PDA Detector window:

3 Untitled in M5_Default as Shula,/Shul=_demu - Instrument Method Editor 10l =|
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Ready v
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ZQ Detector window:
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> 1] _|ol x|
Oz = él AﬁlEI Pz | T |2| B "El n | A1 Edt Options Toolbars Functions Configuration Help
Sample | f—— T : - L
T lUntIEd in MSiefauItas Shula,/Shula_demo - T Q|x|¢|v|| B s |B wssen |‘
Fun File Edt ¥iew Help
~Voltogss— Total Run Tine 100 3]
0= E| &
bty LEapillary [ki—l—l—l - ] Mo, | Type | Information | Time
Cone V]
Ebactor [ W2E)E | W29se
Injection Ve -
BF Lens [+
Run L
r~ Temperatu
Source Te
Desolvatio
~Gas Flow-
4
I
4I» Iy sing!
o_u
Desol. Gas prornrnnnl flipmnanpansgpansapanan)
Status: 0.0 @&1£75.0 1080.0 108
Scan nump
Tune File; = Press for Operate | .
Caliration |
Ready d C i v
—  —— Ready 1—
For Help, press F1 i i A [

100% i | B AGE]  s0zem

At | @GO P ZUHMEEL 3SR RINEA$EE RO BHY .
DL E M

| M willerrium: | @2695_2996.‘1 (3] Desktop | ] cris pmtn.‘.l Fyuntitled in | [Fizq- coyil... ||

The ZQ can be used either with MS Scan or SIR:
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Collecting Spectra for print-out with the Infusion pump:

. Fill the syringe with the solution and go to the ZQ Tune page to click the infusion pump icon and set its
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flow rate:

File IonMode Calibration Gasf/ Ramps Qptions Help
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Return to the Run Samples window and select the MS Only Method set. Click on the Prepare icon, then

when the Inject icon is ready, click on it.

2 70 Empower System in System_Acceptance Specs as System/Administrator - Run Samples
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To see and print the spectrum go to Tools -> Preview/Publish and use the report method MS Spectrum (or
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any report method that gives the MS spectrum after combining the TIC).

Collecting LC-MS-UV data:

A single Run:

£ 76) Empower System in System_Acceptance Specs as SystemiAdministrator - Run Samples |:||E|'g||
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[For Heim, press FI Syehem Idle [ il =

Collecting Sample Sets

Go to the Run Samples window and to the Samples window, prepare a sample set with the right parameters.
Select the Instrument Method of the first Method Set in the Sample set in the following window:

| nztrument Method:

=~

Edit | Fdamitor Setup |

and click Setup. Then click Monitor to check communication

and monitor baseline.
Abort monitoring and run the sample set.
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If you wish to change the display in the chromatogram view use Customize Channels and set up the MS spectrum
and PDA spectrum if needed, and the 2996 and/or TIC chromatogram
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Reviewing the MS Data

Select the MS Scan channel and Review it. Make sure to be in the main window (Window -> Main Window) and
in the 3D layout (View -> 3D layout).
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Open the MS Processing Method. Manually integrate the peaks on interest in the 7/C chromatogram and select
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Quantitate (Process -> Quantitate). Save the result (File -> Save -> Resulf).

Reporting the Result

Go the the Results View, Select your result, and preview it (Tools -> Preview/Publisher), using the appropriate

Report Method.

Pleasze select the Repart kMethod that you would like to use to preview the data
that you have zelected:

" zethe Report Method in the azquisition Methed Set Demao_is.

" zethe B epart Method named Defaulk.

" |Uze a Report Method that was generated to be appropriate for the selected data,

f+ Uze the following Repaort Method: Single B asic

" Use the currently open Repart Method named Untitled.

Cancel | Help |

If you are satisfied, print it. If you need to revise the Report, click on Close.
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sl lwml@] nl el ol ol @l slels] @l [ ] _we] e

M Single Basic Repart
Reporied by User:  Dr. Stotami | Leln (Shots) Froecl Mame: Tning

SAMPLE INFORMATION Close for Edit

Sarqle Kare: mée A MDA DD £ LIS Acued By
Samale Ty Urkrecwn
i z

Heckn #: 1
Hecknvdume: 10004
AunTme: 100MruEs
Sargle T Mare:  me Aukaddilon

i =

H
ErE

o108

Mnum

crenrel Desaip bon: SOOHSIIOD B, Gonlnam, Ce25;  Charnel Name: ZiSamy;  Processed Charmel lesa .20 FSon IS
2154 miz Pesk Separalon: 1 OO

Erd
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Each element of the report can be edited by selecting it and using Properties in the right click of the mouse.
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Reviewing PDA Data

Select the PDA channel (w2996) and Review it. Make sure to be in the main window (Window -> Main Window)
and in the 3D layout (View -> 3D layout). Select the MaxPlot or Extract any wavelength you prefer to get the

chromatogram.

[
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File Edit Yew Plob Process Mavigate Options Mindow Spectrum Index  Spectrum Review Library Help
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Open the PDA Processing Method. Manually integrate the peaks on interest in the chromatogram and select
Quantitate (Process -> Quantitate). Save the result (File -> Save -> Resulf).

Reporting the Result

Same as in the MS data.

11/11



	Protocol LC-MS
	Preparation of HPLC
	Preparation of MS
	Preparation of Millennium
	Collecting Sample Sets




