Performing Internal Standard Calibration using
PeakSimple version 3.51

For this example, we will create a 5 point
calibration curve for Glycerin using
Butanetriol as the Internal Standard.

Load the level 1 chromatogram into
channel 1. ( File/Open)

Identify the Butanetriol Internal Standard

peak by using the mouse to point to the ||

Butanetriol peak. Click on the right
mouse button, then click Add Compo-
nent.

Point to the Butanetriol peak again, right
click, then select Edit Component ( you
can just double-click the peak as a short-
cut).

Enter the Component Details especially
note that Peak Number is 2 and the In-
ternal Standard is 1000. The Internal
Standard is the amount of Butanetriol
which you know to be in the sample. In
this case it is 1000 ppm.

Go through the same process for Glyc-
erin. Note that the peak number is 1,
that the Internal Standard box is left at
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Component details

Peak number: [§
Peak name: W
Stat[3.08 End[335  Ewpected [000
Units: [ppm
Intemal standard peak: [0 Refpeaki[0

In case of multiple peaks

Internal standard: | 1000.000

Measure peak
" Show sach peak separstely | | O Arsa

" Show first peak only " Height
" Show last peak only

% Show largest peak orly

Alams,

" Show total of all peaks

Multiplication factor:  [0.000

[~ Caledlale area as
time-slice

] —_m

0.00, but the Internal Standard Peak box

is set to 2. By entering the 2,
PeakSimple knows that peak
number 2 should be the Inter-
nal Standard for this peak

( Glycerin).

Component details

Peak number:

Internal standard: |0.000

In case of multiple peaks

" Show first peak only
" Show last psak oly
@ Show largest peak only
" Show tatal of all peaks

Peak name: |Glucerin
Start: | 257 End: |2.684 Expected: |0.00

Intetnal standard pesk: [2 Ref pesk:[0

" Show each peak separately | | & Area

ultiplication factar: {0,000

Units: |pPm

Measure peak

 Height

Alarms...

Calculate area as
time-slice

Cancel
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Right click anywhere on the chroma-

togram screen and select Components \» =

Notice in the Components window that
the number 2 is listed in parentheses

next to the peak number 1.

This is how PeakSimple reminds you
that peak number 2 ( Butanetriol ) is the
Internal Standard for peak number 1

( Glycerin).

It is a good idea at this point to save the
Component table. Click Save and enter
a filename ( BioDiesel.cpt for example )

Return to the Chromatogram screen,
point to the Glycerin peak with your
mouse and right click. Select Calibrate

Glycerin from the menu. = ———__ |

Channel 1 components (=3
Peak  Mame Start End Calibration
P (2] Glycern 2.570 2.840
2% Butanetriol 3.080 3.250
] Add... | Change... | Femove | Calibrate... |
m Save... | Clear | Frint |
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A screen will appear offering to let you
copy a Template Calibration file. This is
a convenience when creating many cali-
bration curves since you can make a
Template calibration curve once and
avoid typing in the same information
over and over for each similar curve.

We don’t need to do this for this
example, so just click No.

Another screen appears which allows
you to specify the calibration level (i.e.
Level 1, Level2, Level 3 etc. ).

Since we do not as yet have a curve,
click the radio button for Level 1 and
then OK.

PeakSimple then displays the blank cali-
bration curve

Internal Standard Calibration - channel 1 / Glycerin ==
Injected  Arealheight W Fesult CF
1.Jooooo  fooooo  fooooo  [ooooo v 0.0000 0.000 .
Statistics...
OEE  [o.0000 [0.0o00  ooooo i
[0ooo0  fooooo [ooooo odooo i Use
[ooon [oodon Jooooo Jooooo @' Curent
[omood  [oomon  [ooood  oooon |1 arearheight only
1 previous
[0ooo0  [oodon Jooooo Jooooo ares also
[poooo fooooo [ooooo Jooooo " 2 previous
™ Show list in descending order areas also
2. |n.0o0n 0.0000 Last calibrated: MAA 0.000 Accept new
0.28}
] Method...
Load.
Save...
AREA Clear
Frint
Copy to all ather
COMPOnEnts
001 Copy
0.0 100.00
I LogiLog AMOUNT INJECTED
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.. I terml Sean dand Callrmtion - chanresl 17 Ghecsrin =
Enter the amount of Glycerin in the e W Ree O
’_"I [ | [ 1 D000 000 —
Level 1 standard ( the chroma- — I oo | T BT
togram on the screen ). In this ex- I ! ¥ e
ample, the Glycerin is at 100ppm, so | o P
enter 100 in the top left cell of the e m i
table. 2 oo oo Lot ooobat B2 THAEE OO Accebnea
i N R
. [ Tninrmal Skanderd Calbnricn - channd 1 ¥ Glpemriry
Then click on the button labeled T —— W e

1[mm i | ] 1

1250

Accept New. \ - IﬁmT T i
Z fms

— |

|
Lact calbradad - Sun e 29 118150

The ratio of the Glycerin peak area T -
divided by the Butanetriol peak area otk poE I ;
in then entered automatically in the I~ Laaieg e T
cell immediately to the right of the ]
100. A single point curve is also
drawn on the graph.
AREA
It will save time if you enter the re-
maining Level 2, Level 3, Level 4 s
and Level 5 amounts along with esti- rlogtip SO e
mated ratios. Internal Standard Calibration - channel1 / Glyceri 3]
. nterna andar alngration - cnanne CEnn
These are just ; ;

. tel Injected  Areatheight Freviousi] Freviousdsw Fesult CF
approximately 1.{100.0000 Jo.2620  |Doo00  (o0o00 1 0.2620 2820 o
correct numbers | ; ogooos [osoo0  [ooood Jooonn |1 05000 2500 4]‘3 e
and will be re- 3 [3000000 [07500 (00000 [oo000 |1 07800 2500 Use
placed when we | #[#000000 J1.0000 |o0000  foooo0 |1 1.0000 2500 | Curent
actually cali- 5 5000000 [129 (o000 [oooo0 |1 12500 2500 ?LE‘T h'ﬂ:j:'y
brate Level? jooooo Jooooo  foooon  jooooo sl

7.|ooooo  Jooooo  Joooon  fooooo i 2 previous
through Level 5. areas alzo

[ Show list in descending order

As you do this —
you will see the
multiple points
plotted on the

graph.
AREA
Save the curve
by clicking Save 1
0.0

2[0o000 [oo000  Lastcalibrated: SunApr2311:48:43 D.DDD
Method. ..
Load...
Save...

Clear
Fririt
Copy to all other
components
Copy
DCivatis 0.03 AMOUNT INJECTED 053
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Open the Level 2 chromatogram ( File/
Open) or inject the Level 2 standard
and allow the run to end. ( you can’t
calibrate until the run is over).

Point to the Glycerin peak and right
click. From the menu select Calibrate

Glycerin.

This time when the Recalibration
screen appears, select the Level 2

radio button.

When the Calibration curve screen ap-
pears, click Accept New and the ratio

between the
Level 2
Glycerin and
Butanetriol
Internal
Standard will
be automati-
cally in-
serted in the
Level 2 cell.

Note that the
old value
(the esti-
mated value
we entered
previously )
is not lost
but is shifted
one cell to
the right.

TR T

P

Internal Standard Calibration - channel 1 / Glycerin

e

Recalibration level

Pealk: Glycenn
Time: 2660
Area 1230234

1 (100.000)
2 [200.000)
3 (300.000)
4 (400.000)

<
')
-
-
" 5 [500.000)
-

=

o |

E &dd level

[l

Cancel |

Injected  Arealheight b Result CF
1.[1000000 |ozezo  fooooo  fooooo o 0.2620 2,620
2.|2000000 |0Bg00  |Os000  (oooon | 0.5900 2.950
33000000 |ovso0  |ooooo  jooooo | 0.7500 2500
44000000 [1.0000 |00000 {00000 1.0000 2.500
5 |500.0000 [1.2500 |ooooo  jooooo | 1.2500 2.500

00000 [00000  [00000 (00000 |1

jooooo  |00000  |00000  |o0000 |1

[ Show list in descending order
?_]I:I_EIDI]IJ ||:|_|:||:||:||:| Last calbrated: Sun Apr2312:04:18 0.000

1.37
AREA 2
1
0.07
0.53

-0.03
[ Logslog AMOUMT INJECTED

Statigtics. ..

lze
* Current
areasheight only

" 1 previous
area also

7 2 previous
areas alzo

Load...
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| | T

Follow the Internal Standard Calibration - channel 1 / Glycerin (3]
same proce- Injected  Areasheight W Result CF
dure for 11000000 |o2620 |ooooo  o.oooo | 0.2620 2620
ablElcs. ..
Level 3, 4 2 2000000 [05%00 [oS000  [ooooo i 05900 2950
and 5. 3. (3000000 [o791  ovso0  ooooo | 0.7911 2637 [Use
4. (4000000 [1.0146 10000 ooooo o 1.0146 2536 | © Curent
The actual ;[s000000 [12350 [1.2500  [ooooo | 12350 2470 ?lej“’he'ght o1
relmos trﬁ DO [o0000  |ooooo  |ooooo [ Aon ol
Srif/(iaousely jo.oood [ooooo  |ooooo  o.oooo | " 2 previous
_ . areas alzo
entered esti- [ Show list in descending order
mated val- 2 |I:I,I:II:II:II:I ||:|,|:||:||:||:| Lazt calbrated: Sun fpr 2912:22.37 0.000 Accept new |
ues to pro- 139 Method.. |
duce areal 5
point calibra- Load. |
tion curve
Save... |
. Cl
Next inject a AREA 2 " en |
real sample Print |
( not a cali-
; 1 Copy to all other
bration stan- components
dard ) and , L
Verify that 007 5. Results =]
the Result 0.03 B B
screen dis- [ Log/leg Butanetriol N 21889622 0.0000 ppm
. 34281528 2147611
plays a logi-
cal answer under the Internal column.
Note that the Butanetriol Internal
Standard peak is not calibrated and
shows a 0.00 result.
Channel:h - Update ‘ Save.. ‘ Integratior... | Farmat... ‘
:i E:Z:in;::z::;::is Cloze ‘ Calibrate.... ‘ Calibrate all... | Copy |
alzo
Copy results log ‘ Clear results log | Show rezults Iog...‘ Add to results Iog|




