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Calibration using ALEXYS data system
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This I1s not a tutorial.....

» |n this presentation we explain what steps are taken when
using ALEXYS for calibration.

= For detailed information on how to use the software, we refer
to the tutorials on this website.




ANTEC LEYDEN

What does a calibration do for me?
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Calibration line

= A calibration line links concentration to a chromatographic
peak height (or area). This relationship is found by analysing
a number of calibration standards with known concentration.
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Calibration line

= The calibration information is stored in a method. For ach
sample you analyse using this method, the unknown
concentration of a component is automatically calculated
and printed in the results table.
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= How does it work?
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Calibration procedure

It is a 3 step procedure:
1. Preparing a method
2. Running a queue
3. Reporting results
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Step 1: preparing a method

» To prepare a method for calibration your
input is required. You must create:

» a peak table
* a concentration table
» a sample queue

= But first, a test chromatogram is
acquired and integrated
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= Where do | find my method?

= |t all starts by acquiring a first test chromatogram. Calibration
and integration settings are entered and stored in the
underlying method.
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= After integration of a test chromatogram, you can access the
peak and concentration tables via the component button.

= The required information is entered and when sg#ing, it is
stored in the attached method file.

ﬁ"ALEx‘rS data system -0l x|
File Table Options ‘Window Help
slul®] 1l ple mlokal il 7 EE st sl
Unknnwn 5 {default.mtw)040506183634a~00l~2 fu~van~unknown St~.chw EI ﬂ
| Head_u | = 306[1839); Y = 224,995 mV [1509317)
my
100
N — JL, ,
pcht |J1P| 2 \fy 3| mm
Addl Del I |dentification: > I Caoncentrationss > I Lewelzs> I Graph$>>| -rDKl Canu:el T HeIpI
Peak Time Wwind. 2 Ref. HName Group Index mi
1 2 3.05732 b Ho A 0 1] 0.144159
2 3 J. 76647 b Ho DHBA 0 1] 0118204
3 4 .79 b Ho DA 0 1] 0.103022
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= Why do | need a peak table?

= You have to let ALEXYS know what you are looking for. It
can be one or more peaks, to be entered in the peak table

(also called component table).

WALEXYS data system ;Iglll

File Table oOptions Window Help

=\ el % El2l=| ml2 2] gfml |V RIS elida] 2le= T

;__';Unknown 5 {default. mtw)040506183634a~00l~27b~03n~unknown 5t~.chw

| Ready [ =3.081839); ¥ = 224.995 m/ [1509917)

mV
100 /&‘
[
0+ ’ Uy
gch1 W7 2 ¥ 3] C 5 i 7 min
Add] _Del | |dentification>> | | Concenl tiationsz> | Levelss> | Graphss> | x Cancel]l ¢+ Helpl
Peak Time Wind. % Ref. Hame Group Index RF milﬂ
1 2 3.05732 5 No A 0 0 0.144159
2 3 3.76647 5 No DHBA 0 0 0.118204
3 4 5.79 5 Ho DA 1] 1] 0.103022
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Peak table

= A chromatogram can have multiple peaks with different
retention times

= A peak table identifies peaks based on retention time

Peak Time Name
1 3.05 A
2 3.76 DHBA
3 5.79 DA
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= Why do | need a concentrations table?

= Somehow ALEXYS must know what concentrations you use

for calibration. This information must be entered in the
concentrations table.

WALEXYS data system
File Table oOptions Window Help

5|0 @ [ 2| m|2 7] gfml v BlilE wlids] 2le=

__|L. known 5 {default.mtw)040506183634a~00l~27b~03n~unknown St~.chw

=101 %]

=10 %]

[ =3.081839); ¥ = 224.995 m/ [1509917)

IJJ&A\ j Wl /&A
1
1T T T T T T
[ 4 5 6 min
entification: > ( Concen trations:> | )_evels>> | Graphs | x Cancel]l ¢+ Helpl
Peak Time Winw Mame Group Index RF milﬂ
1 2 3.05732 5 No A 0 0 0.144159
2 3 3.76647 5 No DHBA 0 0 0.118204
3 4 5.79 5 Ho DA 1] 1] 0.103022




Concentrations table

= |evel: each calibration data point is
called a ‘level’ in ALEXYS

= |Levels are linked to concentrations in
the concentrations table

Concentration
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Area
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Level Conc. (nM)

= A levelis always unique, duplicates 1
get a new level

N o o0 B W DN

1.3
2.5
5.0
7.5
10.0
12.5
15.0
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= Why do | need a sample queue?

= The last piece of information ALEXYS needs are the
autosampler vial numbers you use for calibration standards
and samples. This information, and other information such
as injection volume, is entered in the sample queue.
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Sample queue

»\Program Files' Alexys,
e siES standards :
Y S ] S ——
. Mo Swstem Title Vial Anps Startk olume Amo .«
" |na queue an autosamp|er V|a| ALESYS_DAP.smt 125 M k:.)' 2u_nn 100

1 10
2 ALEXYS DAPsmt 25 nh 2 1 0 2 2000 100

. . 3 ALEXYS DAFsmt 5 i 1 0 3 2000 100
number IS aSS|gned to eaCh 4 ALEXYS_D&Psmt 75nM & 1 0 4 2000 100
5 ALEXYS DAPsmt 10 nhd 5 1 0 5 2000 100

g EE - § 2000 100

ALERYS_DAP.

et 12 5p=bd
[0

calibration level and sample

u] i ST LYaFzmi LAl . .
ALEXYS_DAF.smt urk Sam |eS 0 0 2000 1.00
ALEFTS_DAP ezmt unknown T 1 0 1] 2000 1.00
11 ALEXYS_D&P.smt unknown 11 1 0 0 2000 1.00
. 12 ALEXYS_DAP.smt unknown 17 LW 2000 1.00
u SampleS Wlth UnknOwn 13 ALEWYS DAP.smt_ynk T2 1 1 0 2000 1.00—
14 lilebrais@=TTRF 2t unknown 14 1 0 0 20,00 1.00
; 15 ALEXYS_DAP.smt unknown 15 1 0 0 2000 1.00
concentration have Ievel Z€ero ALEXYS_DAF.smt urknown 15 1 D0 0 2000 1.00;_|

[ Shut down spstem after the queue finishes

[ Close queue dislog window after the queue finishes

= ALEXYS has a queue editor " o | o] ¢ el
. tark AUz it [aE2] elp

that has a number of
convenient tools, such as auto
fill and auto increment.
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= S0, where am | now?

» This is what you did:

= A test chromatogram has been acquired and used to enter all
information in the Method

» Samples and standards are placed in the autosampler
» The System (Recorder) has the correct Method, and is stand by

In other words, you are ready to run!
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Step 2: running a queue

= All preparations are done, click
‘Start’ to go!

C:"Program Files' Alexys'Systems' cal_DZ.que

File Control
Mo Spstem Title Yial Injz  Started Lewel Yolume Amo <
1 ALEXYS_DAP smt 1.25 ni 1 1 0 1 2000 1.007
2 ALEXYS_DAP smt 25 ni 2 1 0 2 20,00 1.00
3 ALEXYS_DAP smt 5 nid 3 1 0 3 20,00 1.00
4 ALESYS_DAP smt 7.5 ni 4 1 0 4 20,00 1.00
5 ALEXYS_DAP zmt 10 nkd 5 1 0 5 20,00 1.00
B ALEXYS_DAP smt 125 nk B 1 0 B 20,00 1.00
7 ALERYS_DAP smt 15 i 7 1 0 7 20,00 1.00
8 ALEXYS_DAP smt unknown a 1 0 o 20,00 1.00
9 ALEXYS_DAP smt unkrnown | 1 0 o 20,00 1.00
10 ALEXYS_DAP smt unknown m o1 0 o 20,00 1.00
11 ALEXYS_DAP smt unknown 1 0 o 20,00 1.00
12 ALEXYS_DAP smt unknown 12 1 0 o 20,00 1.00
13 ALEXYS_DAP smt unknown 13 1 0 o 20,00 1.00-—
14 ALEXYS_DAP smt unknown 14 1 0 o 20,00 1.00
15 ALEXYS_DAP smt unknown 1\ 1 0 o 20,00 1.00
16 ALEXYS_DAP.smt unknown 16 1 1] 1] 20.00 'I.EIEI;I

[ Shut dow system after the queue finishes

e dialog window after the queue finishes

Fause Edit |

v Cloze I ? Help
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= S0, what happens next?

= As a result of running this queue you will end up with 7
calibration chromatograms and a number of sample
chromatograms.
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= | like to see the results. Can | get an overlay of
chromatograms and the numbers?

= ALEXYS has it all, predefined templates generating instant
reports, overlays, statistic results table, and export formats
to be used in Excel or Word or any other program you like.
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Reports

= Several reporting options are available:
= Statistics report in a result table
» Single chromatograms or overlay & settings
= Calibration line & data

= Exporting data to Excel, Word, Notepad, or as raw data files
= Copy/paste via Windows clipboard




Statistics report
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= Reprocess with ‘statistics’ is used to prepare a report table

Component: A

File Title

Unknown 8
Unknown 7
Unknown 6
Unknown 3
Unknown 4
Unknown 5
Unknown 2
Unknown 1

00O~NOOTLPA WNE

Date & Time

6-5-2004 17:16
6-5-2004 17:24
6-5-2004 17:32
6-5-2004 17:40
6-5-2004 17:48
6-5-2004 18:36
6-5-2004 20:20
6-5-2004 23:07

Retention
min
3.043
3.048
3.057
3.050
3.061
3.069
3.066
3.064

Height
mV
41.14
81.32
154.90
233.24
307.60
231.78
75.49
36.92

Area
mV*s
235.76
457.79
884.05
1320.49
1740.18
1315.75
424.73
196.98

Conc.
nmol/L
1.36
2.64
5.10
7.61
10.03
7.59
2.45
1.14
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Merge

= Clicking ‘Merge’ is used for chromatogram overlay

__lcc Merge chl {default.mtw)1.run® _|ol ]

| Ready |

All == |
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4004 ch1(s7 19 nmali) f
chi(sB 1345 nfoit)

3009 ot s 7 i) “
ch1(s3 50 nipgl/L)
2001 chifs2 2 8 nIfL
chi(s1 1.45 fifoli)
100-
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B | E y
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200 E'r
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Chromatogram

= Calibration results are found in each chromatogram

= An ALEXYS chromatogram contains more than data
» Data, System, Method (incl. calibration)

O chromatogram data
B method file incl calibration

O system configuration




Calibration line & data

= Full calibration data stored in each chromatogram that is

part of a calibration queue

B ALExXYS data system
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= Open a chromatogram,

=101
. [ Fready = 0GVEITL Y = 221, 201 v (1 484457)
via components button ‘| |2
1 ’ 2004 k f 0
and ‘Graph’ button the | . Y I
. . . 0 — 4 L *f‘"IJ | I_-' AY] FAAY
calibration data is found. 3 T— : z  ——
T D T i e R 2=l
— —  Copy to diphoard  Printprenview. ..
1 2| a3os73 0 = 01441594 Companent =
2] 3| 3764 RISD = 2 465 %; Con =1 59965 I =y
3 ! = Sla7s Resention time: 3057 -
41 | Z 6 Corceraalion.  7.587
e
o) 5 4 g Calibiation method: E sbernal standaed -
s & Lol
= o | Standud addiion - E
5 10 5 2 Base [aee =] T
k2= [0 k= [0 24159 I.D-|EI Riedeierce chanre chi -| ™
Ii Evclde port Eomnula Linear buough 2o = [
idul:m:. fras led I Stalistical weight 1 ~-| r
1 1.5 197 g Standad componert. |~ -| ™
PP o2 W T
i B e -
B 125  218esld s v ok]  coms| 7 beo|
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More information....

» For more details on the ALEXYS data system we refer to the
manual, and to the ALEXYS screen recordings on this same
website.




