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Eicom Clarity Quick Start Guide

This guide is intended as a basic introduction to the Clarity Software. Complete details on all Clarity functions can be found
from the Help menu after installation. Be advised, this manual may be changed without notice.

1. Instrument Set Up
The steps in this section should have been done for you by your Eicom representative, but if you have problems or need to

reinstall the software, please refer to this section.

Click Clarity icon and the Clarity main window will display (Fig 1). If the window shows DEMO with red bar at the bot-
tom, please check if the user code is correct from <Help> menu. The User Code must match your security dongle. If you lose the
security dongle, you lose the license.

Click the gear icon {E} on the left of the Main Window to open the System Configuration Window (Fig 2). Click [Add] on the
lower left and the available hardware will be displayed.

Figure 1. Clarity Main Window

Select Colibrick in the detector section,and [Add]. Change the name of the Colibrick-1 to the name of your instrument (HTEC-
500, ENO-30, etc). Tick the 60Hz frequency on the bottom right for the US, and then [OK].
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Figure 2. Configuration Window

If you have an autosampler, click [Add] again on the lower left of the Configuration Window and select AS-700 under the AS
(autosampler) folder. Click [Add] and then [OK] after verifying these settings:

Click [Add] and then [autodetect]. The status should change to ‘connected’ and display the serial number. If you are unable to

connect, try changing the serial port.
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Select the Colibrick 1 and move it to the right by clicking the right arrow in the center of the two boxes. Do the same with the
AS-700. Finally, select Colibrick at Ext. Start Dig. Input: and Number 1. This sets the EPC-700 to begin run time when it receives
a signal at the Input 1 cable. Click [OK] to close the Configuration Window

Click Login in the main window. Leave User Name as “admin” or blank. Select, <new project> and [OK]. Enter a name for the
new project. This will create a Project folder where all the chromatograms files will be stored. The Instrument Window (Fig 3)
will open. You can navigate to all parts of the program from this window by using the icons or menus at the top. You may also
want to set up individual user accounts and passwords. If so, go to <System>User Accounts in the Main Window.

Figure 3: Instrument Window

2. Single Analysis for Manual Injections

Choose the single vial icon and the Single Analysis window (Fig 4) will open.

Click the [Method...] button. Set a voltage range and sampling rate in the Acquisition tab. Then in the Measurement tab, en-
able the Autostop and enter a run time.

Return to the Single Analysis window. Give your sample a name and you can make an injection. Make sure the trigger signal
wire from the injector is connected, or you need to click [Run] immediately after making the injection.
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Figure 4: Single Analysis Mode

3. Create Method with the Autosampler controls
In Instrument Window, select Method>Method Setup>Open and select the pre-programmed method that is suited to your
analysis.

If you do not know which one you should choose, please contact us.

Now use the Save method as... command in the <File> menu of the Instrument Window to save a copy of the method in your
current project folder. This will preserve the original methods for use as templates in the future.
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Now modify the method for a particular analysis. Choose AS control... from the <Method> menu. Verify the autosampler set-
tings by visiting the tabs in the AS section of the method setup window. In the Injection tab, select the “Use User Program” box.

Figure 5: Injection tab of AS control
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Figure 6: Go to AS control to beginning modifying method

Then go to the User Program tab. Make sure that there are autosampler commands listed there. They will be saved with the
template. Adjust the needle height settings if necessary. Needle Height determines how close the needle goes down to the

tray area surface. Make sure needle is submerged in the samples but does not go too far down and pierce the bottom of the
plate. Be careful to not change the sequence of any of the commands, or the injection may not work.
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Figure 7: User Program tab of AS control

Go to the Inputs and Outputs tab and check the inputs are set to freeze and the output is set to injection marker.

Figure 8: Check input and output settings
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Go to the System tab. Make sure tray cooling is on and confirm that the loop volume is 100 and Syringe Volume is 500. Other
parameters will be overridden by the commands in the User Program tab.

Figure 9: Check Autosampler system settings

Go to the Spec. Vials tab. Select the correct tray lay out.

Use 96-low for PCR type plates
96-high for vials.

Take care to choose the right settings because the autosampler sampling needle will be damaged if the tray setting doesn’t match
the actual tray.

Plate Processing setting will change the way the position are numbered, either right to left or front to back. See the Tray tab for
details.
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Figure 10: Set plate type on Spec. Vials tab

That completes the Autosampler control portion of the method. Now go to other method setup tabs.
Go to the Measurement tab \and select “Enable Autostop” function. The sequence will not run unless there is an autostop.
Enter the desired Run Time.

Figure 11: Enable Autostop from Measurement tab
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Then click Acquisition tab and select the range and sampling rate for data acquisition. Then click OK.

Save the modified method.

Figure 12: Set acquisition range and sampling rate

4. Setup a Sequence Table

Open the Sequence Window by clicking the multiple vial icon in the Instrument window.

Enter starting vial (SV) and ending vial (EV). I/V refers to injections per vial. Always enter an Injection Volume (uL) for each row.
This is how much the autosampler will inject.

Figure 12: Set acquisition range and sampling rate

In the “Method Name” column, select the method file that you have just created. Then you can confirm the indication at the

left of each row. If the mark is shown, find out what the problem is by moving the cursor over the mark. Make appropriate
changes to resolve issue.
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Go to the Device Monitor and bring the tray to the front. Place your samples in the tray area of the autosampler. Cover
the plate with film or mat, and use closures on the vials. Always slide in the tray cover and close the front door.

Figure 13: Select Device Monitor

Run the fill transport reservoir command 3-5 times to wash the autosampler with fresh wash solution and confirm that there
are no bubbles in the syringe or tubing.
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Figure 14: Device Monitor and Service Commands

Then click the icon **  to start the sequence. This will initiate the analysis, and you will hear the autosampler start. When
the valve on the autosampler switched, the recording will start.

Once Clarity starts data acquisition, you can see data in real time is the Data Acquisition window (Fig 15). Use the icon
from any screen to return here.
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Figure 15: Realtime Detector signal in Data Acquisition Window

If the recording does not start, please check the instrument configuration setting on page 1. The icons are used to stop data
acquisition. The icon stops the acquisition after the current run is finished. The icon aborts the run and no data will be saved.

5. Peak Integration

After completing data acquisition, the Chromatogram window (Fig 16) will normally open and integration will immediately
execute based on the integration table associated with the method.

If only the default integration parameters were set in the method file, the peaks that are detected will probably not be what
you want. Here we explain how to fix the integration. There are many ways, and this is just one example.
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Figure 16: Integration tab selected in the Chromatogram Window

Go to Integration tab at the bottom of the chromatogram window to see the current integration functions in the table. There
will always be at least “Global Peak Width” and “Global Threshold”. These can be refined later to get a better integration, but
first eliminate the large and/or negative peaks at the very beginning of the chromatogram which are the result of the “solvent
front”, and not actual sample.

Click on the Integration Interval‘ <% icon. Then, click once after these beginning peaks but well before the first real sample
peak. Then click a second time after the last real peak. The integration interval function should now appear in the integration
table. This defines the interval where peaks will be detected.

Choose Global Peak width _:.{ icon along the left edge of the screen. Find the narrowest signal peak. Earlier peaks are gener-
ally narrower. Click the beginning of the narrowest peak and then click the end of the peak. The value in the integration table
should change.

Choose the Global Threshold iﬂ. icon. Locate an area of baseline without any peaks. Click once at the beginning and again
at the end. The value in the table should change. How do the peaks look? You can zoom in at the base of the peaks to see
where they start and stop. If they start too far forward or end too far back after a peak, move the global peak threshold up by
typing a larger value into the table. If the peak starts too high up or ends too high up on a peak, type in a lower value.

The next time you run the method, the first integration will look better, but you will still need to review each chromatogram

and confirm everything is correct. Zoom into the baseline so that you can see how the peaks start and stop. Click and drag a
box to zoom in. To return to the full view, double click anywhere in the clear background of the chromatogram window.
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Minor corrections can be made using many of the other integration commands

For instance, to change the beginning or ending time of each peak, use Start or End . Or to add a new peak entirely, use Add
Positive. To remove a peak, use Lock Baseline. To cancel specific commands, highlight the row in the table you want to delete,
and simply used the delete button on the keyboard.

Figure 17: Drag box to zoom in

After all peaks are integrated, peak parameters such as retention time, height, area, etc can be viewed in the Results tab.
Choose “Save” from the <File> menu to save the integration. If this is a standard, then use the “Save as” command to save a
copy to the Calib folder of your current project. Hint: If you add “std” and a quantity to the file name, it will be easier to identify.
There is no special file type for standards; all chromatogram files use file extension “prm”.

Figure 18: Highlight command to delete
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6. Create a Calibration File

Click the calibration window icon . An empty calibration table should appear. If not, open a new calibration by selecting
New... from the <File> menu. In order to build the calibration file, open each standard one at a time and load the response
factor for each standard concentration.

Figure 19: Calibration window with Standard Chromatogram

Click Open Standard icon. The Calib folder of the current project will open. Select the lowest level (concentration) of
standard. If the file isn’t there, go to the Data folder or wherever the chromatogram is saved.

Click Add All Peaks _.-.FE icon to load peaks information from the standard chromatogram. It must have been previously
integrated in the chromatogram window and then saved.

Add proper compound name for each peak in the first column. In this example, MHPG, NE, Epi, etc... Delete any peaks in the
table that don’t correspond to the standards. Enter Amount for each peak. In this example, it’s 0.5 ng.

If there is an Internal Standard in the peaks, please choose Calibration Options icon and select ISTD mode and mark ISTD on
the specific peak in Calibration Table.

Close the standard chromatogram. Switch to level two ,and open the next highest standard chromatogram. Select Load
Existing Peaks ,and enter an amount. Then repeat for all the standard levels. Save the calibration file.
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Figure 20: Calibration Options Window

Open the Calibration Options again. Set mode to “Recalibrate” if you want uses this calibration in a subsequence analysis. Set
recalibration conditions to “Replace” if you only have one standard at each level. If you have multiple injections at a given level
(say 3),then set to “Average.” Enter “No. of Points” such that it is the same as the number of repeat injections (3). You can also
set the “Units” that will appear in the results section .

Apply calibration file.
In order to use the calibration file to calculate amount in your samples, it must be linked to the sample chromatograms. This
can be done manually if you only have a few samples or in a batch process if you have a lot of sample.

To link manually, open the chromatogram you want to apply the calibration to,and in the results tab at the bottom, select [Set]

and go to the calibration that you just made. Now there should be a calculated amount in the summary table with the same
units that you enter in the calibration file.
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Figure 21: Set Calibration file in Results tab

To recalculate multiple chromatograms at once, go to the calculation tab of the method set up window and [Set] the
calibration file that you just made. Save the method file.

Then, go to <Analysis>Batch...

Figure 22: Batch reprocess chromatograms
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Figure 23: Set Calibration file in Calculation tab

Choose the Text file option. If you choose the Excel format, you can’t export to a single file. It's important to tick the “Append”
box or you will generate separate files for each chromatogram. Make note of the “Text Format” options. Theses will be used to
import the file into an Excel spreadsheet later. Enter a “File Name. If no name is given, it will create a series of files with the
name of each chromatogram. When you are finished, click [OK] not [Export]. The exported file will appear in the data folder of
the project you are logged in under.

Go to the Instrument window and select the “Batch...” command from the <Analysis> menu.

In the “Batch” window, select the chromatograms that you want to export. Only the chromatograms from the project you are
logged in under will appear in the box. Tick the “Export Data” box and click on [Proceed].

Open Excel and then select open file. Navigate to the data folder of the project you were logged into. You may need to select
the “all files” option from the Excel dialog box. Now Excel will recognize that it’s not in Excel format and begin an import
dialog. This is where you use the formatting options you selected earlier. For example, “Delimited by” : <TAB>. Enter those in
the dialog boxes.

Now your data should be in a new Excel sheet. You can will probably want to rearrange the data before saving the data as a
new Excel file.
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8. Set up sequence for next analysis.

When you started, you had no integration table and no calibration data, but now, you do. So, you can use those

to automate some parts of the data collection and analysis.

Create a <new project> and open the method file that you have been using to reprocess your chromatograms. Save a copy in
the new project folder using the Save method as... command.

Open the Integration tab of the method setup window. It should have the integration functions in the table that you saved
there before.

Figure 24: Add integration parameters

Open the Calculation tab . It should have the calibration file that you linked before. If not, link it by opening it with the [Set]
button. Then Clone... the calibration. This will save a copy of the previous calibration into the new project folder. This way,
when you modify the calibration for the new analysis, you won'’t alter any data in the earlier chromatograms that have that
same calibration file linked to them. Now you can save the method.

Open the sequence windows with the icon,and create a new sequence from the <File> menu.

Fill out table as you did earlier in this manual, but in the “Method Name” column select the method that you were just working
on. In the “Std” column you can designate each sample as being an Unknown, Blank, or Standard. If it’s a Standard, enter the
level in the “Lvl” column which corresponds to the levels as assigned in the calibration file. Remember the calibration needs to
be set to “recalibrate” mode.

Save the sequence. It’s ready to run, but this time after each run is completed, the integration will be correct and the standard

values will be entered automatically in the calibration table. Samples will have the amounts automatically calculated.
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Appendix A: Preprogrammed Autosampler Method Files

There are preprogrammed method files located in the C:/Clarity/common folder. These are intended to be used as templates
in making new method files. Each file controls the autosampler in different ways using the “user program” section of the AS
control section of a method.

The autosampler can make injections using different modes. There are advantages and disadvantages to each. For detailed
descriptions, please refer to the AS-700 Autosampler User Manual.

AS700EasyMicroliterPickup_verl1.MET

This is the main method that Eicom recommends. It will accept 5-50uLinjections volumes and you can use water or
methanol:water solutions as wash in the autosampler.

AS700EasyMicroliterPickup_EventSignal_ver1.MET

Same as above except that there is an event trigger to switch the mobile phase valve at 8 mins and then back at 12 minutes.
This is used for our glutamate and GABA method with the FA-30DS column.

NeedleDepthCheck_ver1.MET

This method is used to confirm the needle height setting. For maximum recovery of sample, the needles should just touch the
bottom of the well or vial.

1. Put your plate or vials in the autosampler.

2. Make a sequence file.

3. Enter one of the front wells or vial positions in the sequence and select this method.

4. Run the sequence.

5. After the needle goes to the destination, pull back the spring loaded needle stripper mechanism and lift up the plate with
your hand. You should be able to tell if the needle is touching the bottom or has some space between the needle and bottom
of the well of vials.

Please note: The needle could also be too far down and poke through the bottom of the well or vial. To confirm proper setting,
repeat procedure with higher needle height setting.

AS700Doublelnjection_verl_90sDelay.MET

This method makes double injection 90s apart. Use for injecting an internal standard.

We use for our online Glutamate method. Place samples in left plate and internal standard (glutamate in this case) in the
corresponding wells of the plate on the right side.
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AminoAcidOPA_ver 0414.MET

This method is used for OPA derivatization of amino acids. It picks up a 4 pL of OPA solution from the right side plate and
dispenses it to the sample in the corresponding well of the plate on the left . Then, it mixes 4x and waits 2.5 mins before
injecting by the EMP method.

To use this method, place exactly 16 pL of microdialysis sample or pH controlled homogenate sample in the left plate. If you
have less than 16 L, please add solution to bring to 16 pL. We do not have a specific recommendation for the diluant, but
the carbonate buffer used to dilute OPA should work. On the right side plate, put at least 20 uL of 4mM OPA solution in each
well corresponding to the samples on the left side plate. In the sequence that uses this method, set injection volume to 10 pL.
Slightly more may be injected, but each sample well contains only 20 yL of fluid at this point. You must leave safe margin to
avoid injecting air or causing inconsistent results.

Autosampler temp is set to 10 degrees Celsius.

AS700AminoAcid Reaction_inVial_verl_10_30_150s.MET
This method will pick up OPA from the plate on the left and dispense to the corresponding well on the right side plate where
the sample is located. It will wait 2.5 mins and then make the injection by EMP mode.

AS700AminoAcidReaction_inNeedle_verl_10_30_150s.MET

Same as above however the sample is pulled into the sample loop before the wait time, and then after the 2.5mins, the valve
switches to inject.
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