PeakSimple Calibration Tutorial
August 2008

Launch PeakSimple software. You do
not need the A/D hardware connected,
but itis OK if it is.
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Load an example chromatogram from
the PeakSimple folder. If you have in- T
stalled PeakSimple version 3.65, then - e—
the PeakSimple folder will most likely be ‘ _
c:\peak365. To load the example chro- .
matogram use your mouse to click File/ |
Open and then the filename. For this | !‘ | el
tutorial, load the file named 602.chr. ! !
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There may already be a Component ta-
ble loaded with associated retention win-
dows. For this tutorial we want to start
from scratch ( no pre-existing compo-
nent table or retention windows )
so let’s delete the Component ta-
ble.
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Point to the first analyte peak ( not the
large Solvent peak ) with your mouse.
This peak has a retention time of about
1.633 minutes.

Click the RIGHT mouse button and a
small menu window will pop up on the
screen.

e

Point to the words Add Component and s
click with the LEFT mouse button. e

This will result in a horizontal line cen-
tered where your mouse was pointing.
Hopefully this horizontal line ( called a
retention window ) is roughly centered
on the first analyte peak.

[#e] 1

Don’t worry if the retention window is not
perfectly centered, we are going to ad-
just it in the following step.

Notice that the retention window bar has
vertical uprights at each end of the bar.

< 1.633

Grab the vertical handle by pointing
to the upright with your mouse and hold-
ing down the LEFT mouse button and
dragging the handle left or right.
Use this to make the retention
window wider or narrower.

1633

Next grab the retention window bar
in the center of the line. Now you

can move the entire bar left or right
with your mouse. N
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Point to the peak again with your mouse
and RIGHT click to pop up the menu.
Click the words Edit Component with the
LEFT mouse button. ( Short Cut=double
click under the peak )

The Component Details menu then ap-
pears.

Component details [Z| P s

DFEE8 & %RGL 123458 BERM S
E nter a peak Peak number: "\_ ol = T I Timn]
num ber I Peak name: W
and Start: W End: ’ﬁ Expected W ‘ 2
Peak name Ininal standard:|0.000 Units: |Ppm
) Internal standard peak: ’D_ Ref peak:lﬂ_
N Otlce that In case of multiple peaks Measure peak
" Show gach peak separately | | % Area
the Start and " Show first peak only " Height
" Show last peak anly
en d Of the &+ Show largest peak only ym—
retentlon Wl n- " Show total of all peaks
dOW |S al - I ultiplication factor: W r E;!:_L;:?Cl: area as
ready entered % ] Concel_|
fro m you r = “===—Click this buttan ta exi: this window and £
dragging the

uprights around.

Click the radio button labeled “Show
Largest Peak Only” to select the biggest j l i
peak whose apex falls into the window. 20
This avoids having a small noise peak
erroneously identified as Benzene.

_ elA

Enter prmn Or u%n Or umg/kgn Or any 11 \ sl I'._‘_ PO [, e I_.'_I'-qv__ i {1
other unit in the Units box.

When you click OK, the peak on the
screen is now labeled Benzene
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Point to the Benzene peak and click with | S8caa™iee ioviee annn
the RIGHT mouse to pop up the menu. : ' ==
Click with the LEFT mouse button on the
words Edit Benzene.

A menu pops up wanting to know if you
wish to copy an existing calibration
curve. This is a convenience if you are
calibrating many similar peaks. Click the
No button for this tutorial.

Load template calibratiogffile § | 3 = —
= ! '. T I"EE
Thiz companent has no cz’oration details pet loaded. 2

Wwiould pou like to load a . alibration file now?

ez o
Calibration file to use:

MNao |TEMF'LATE.EAL
Cancel Browse...

Recalibration level fz|

FPeak: Benzene
H H Time:  1.633
The Recalibration e e
Level menu then ap- | “
pears. Leave the »e
radio button I
selected for Level 1 :
o Add level
-
ak | Cancel |
_’mcﬁ
the _calibrati_on CUrve SCreer
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This takes you to the blank calibration
curve.

Enter the amount of Benzene injected in
the top left cell of the spreadsheet

AULT.CON L ] |
1
Calibration, - ch@nnel 1 f Benzene [5_<| Il
— I
Injected  Areatheight W Fesult CF i = 1) '._
1.[100.0000 [939.6270 | [ [1 939.6270 936 e - Lot AT ECTED ]
|[ooooo fooooo | [ [1
| | | | [1 Use
[ [ [ [ [t {* Cument
| | | | |1 areasheight anly
" 1 previous
| | | | |1 area also
| | | | |1 ™ 2 previous
[~ Show list in descending order areas also
2 [oooon [o.0000 Last calibrated: Thudug 07 11:47:10  0.000 |:|
38651 !
Methad...
Load..
Save..
AREA Clear
Prirk
Copy to all other
components
| .
= 4595 Copy u Lo I | —:
E L0 o SECT) ]
" Logilog =% AMOUNT IMJECTED 105.00 —_— s e D e

Then click the Accept New button. The
peak area for the Benzene peak is then
automatically inserted into the adjacent
cell in the spreadsheet. The graph is

also drawn on the screen. .

wa

DEFE® S EREL 123456 Bl

Save the calibration curve by clicking the
Save button and then entering a name
for the calibration curve. Benzene.cal
would be a logical choice but any name
is OK. Then click the Close button.

Bl

Once you have named the calibration
curve it is saved AUTOMATICALLY

when you exit the calibration curve
screen, so you do not have to Save

each time.
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We have now identified and calibrated
the Benzene peak. If you click View/
Results the Results window appears.

The Peak number, Peak name, retention
time, peak area, External standard result
calculated from the calibration curve and
Units appear on the report. The report
can be formatted differently by clicking
on the Format button.

Once you repeat this process for each
peak in the analysis, the Results
screen will display a report which

includes multiple lines. One for 1 Berzene
1
each peak.
- =]
=
1
i
%
&
I
| |'|
egeen. | Fommat I| | I!
it St O JNA
Copmabiig | Commntsis | Shommabiin | Addtemstsig
M Results rg
e Mumber | Component Rietention Area Extemnal | Units
ors |l SOLYVENT 0516 71534.2015 0.0000 %
Frratar 2 Benzene 1.633 9396270 100.0000  ppm
3 Taluene 2E33 953.8550 100.0000  ppm
4 Chlorobenzene 3880 6293560 B6.1695  ppm
{5} Ethylbenzene 3783 9239935 103.7433  ppm
E m_p-Dichloroben 5.800 1093.6590 1242074 ppm
7 a-Dichlorobenz E.150 R3E.7670 B4.5959  ppm
7 TEE77.4650 548.7227
Channet - Update | Save... | Integration... | Format.. |
W Recognized peaks only
Cl | Calibrate... Calibrate all... C
™ Undetected components ose Sbrae | Siorae & | = |
alzo
Copy results log | Clear rezultz log | Show results log.. | Add to results Iog|

Mumber | Component

Retention Area External | Units

1.633 333.6270 1000000 ppm

9339.6270 100.0000
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To create a Multi-Level Calibration
Curve, load the chromatogram which is
your Level 1 ( lowest concentration )
standard. You can also just inject the @ .
Level 1 standard and perform the cali- |
bration once the run is ended.

Click on the peak and go through the

same steps as described previously.

)
& 20)

Select Level 1 in the Recalibration
Screen.

Enter the Level 1 amount injected ( 20 in
this example ),

and then click Accept New. T on
Calibration - channel 1 / Benzene El 2 "‘;‘.E RNEE L2
Ll
Injected  Areasheight W Result CF BEMZENE.CAL
1200000 [2425490 | [ [1 2425430 12127 =
(oooool T [ i -
[ | [ [ [1 Use
‘ | | | |'I " Curent
‘ | | | |1 area/height only
1 previous
‘ | | | |1 area also
‘ | | | |‘I 2 previous @ i
|
[ Show list in descending order areas also 2
7. |0.0000 0.0000 Last calibrated: Fri Aug 08 10:52:20 0000 Accept new - .
2 Method.. [\ .
Load - ,,:,:"-" SSICLIT BLELTED 1NI|
Save... |
AREA Clear
Frirt
Copy to all other
components
1213 Copy | B
o AMOUNT INJECTED 21.00
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To calibrate at Level 2, load or run the
Level 2 calibration standard. Click on ,i
the peak and select Level 2 in the Re- | |\
calibration screen. |

| Arex 933827

This takes you to the calibration curve.
Enter the Level 2 amount injected in the

Recalibration level [Z|

Feak: Benzene
Time:  1.633

1 (20.000)
& 2
.

Ty Ty DY

Add level

K Tl |
= ]

second row, first column of the spread-

sheet. Then click the Accept New but-
ton.

The graph is drawn to show the two
level calibration.

With two or more calibration levels, you
now have a choice of calibration meth- \af Ll _
ods ( models ). Click the Method button wolial

to display your choices. If you click

Quadratic through Origin for example,
the graph shows a curve instead of a

Recalibration type le

straight line. -

& Single line through origin [Ax]

" Single line [Ax+B]

ERINTTT} JLLLOUY Last CADIaea; Fiaug s |10 1o4s UL

98661

AREA

-
- AT ECTED

I

" Multiple line segrments

" Parabolic [A42+8)

" Quadratic through origin [A=2+Bx]
" Quadratic [fx2+Bx+C]

" Power [&"B)

-48.98

50 AMOUNT INJECTED 106.00

™ LogfLog ’
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You MUST enter the calibration data
in ASCENDING or DESCENDING
order. If you try to enter a calibra-
tion point out of order as shown at
right, PeakSimple will not let you
proceed. The Level 3 amount ( 50)
is less than the Level 2 amount
(100 ) so PeakSimple will not allow
you to enter this ).

The Area/Height must also be
greater for a Level 3 than for a
Level 2. The example at right
shows the Level 3 area (550) is
less than the Level 2 area
(939.6270). PeakSimple will not
accept this.

AULT.CON

LY

Calibration - channel 1 f Benzene

Injected  Arealheight W Resuilt
1.]20.0000 (2425490 1 2425490
2 |100.0000 |939.6270 1 939.6270

50,0000  |550 1
1

I | | | [
I | | | [

™ Show list in descending order

CF
12127
9.236

X

BEWZEME.CAL

Statistics. .

Use

{* Current

areaheight only

™ 1 previous
area also

" 2 previous
areas also

0.000

7100000 0.0000 Last calibrated: Fri Aug 08 11:37:31
98E.61
AREA,
1
-46.98

Method...
Load...
Save...

Clear
Prirt
Copy to all ather
corponents
Copy —

-5.00 105.00
[ Log/lag AMOUNT IMJECTED
AULT.C JN |
Calibration, - channel 1 f Benzene E|
Injected  Arealheight W Resuilt CF BEMZEME.CAL
1.]20.0000 (2425490 1 2425490 12127
Statistics...
2 |100.0000 |939.6270 1 939.6270 9.396
200.0000  |550.0000( 1 Use
| 1 {* Current
2 | | | |1 areaheight only
I ™ 1 previous
| | | | |1 area also
[ | | | 1 ™ 2 previous
™ Show list in descending order areas also
7 10,0000 0.0000 Last calibrated: Fri Aug 08 11:41:50 0.000 Accept new
986.61
Method...
Load...
Save..
ARES Clear
Print
1
Copy to all ather
corponents
= 4530 Copy C
-5.00 105.00
[ Log/lag AMOUNT IMJECTED
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