PLC Sequence File CAS'.AI\].E

The HPLC software needs to ‘know’ where
to find your samples in the autosampler
tray. This is accomplished by creating a
sequence file which associates a given vial
in the autosampler tray with a sample
description, amount injected, data file
name, and HPLC conditions for the
analysis.




e an HPLC Sequence File CASP'A'I\E

» After you have placed your samples in

vials, a TA will assist you to place them in ... ........
Pttt b bttty

an autosampler tray. ’ .‘.¢.¢.¢.*.¢.+.’.¢.¢.¢.

« Arepresentation of the tray is shown on .¢.¢.¢_¢.+.¢.*.¢.¢.¢.¢.

the right. Notice the markings 1-12 on the bbb +.+.¢.¢.¢.¢.+.¢.

top and A-H on the left side. ; .+.*.¢.‘.¢.*.¢.*.*.¢.¢.

1000000000000

» Place your samples in arow in the tray
(keep them together as a group). If you
have more samples than the row will
contain just keep going into the next row
starting in column 1.

<

*
X
00

'®
00
00
00
00

'®

®

®
3

* Note the grid location of your first
sample and write it down. In this case it
is D1 (row D, column 1). You will use the
location of your first sample when you
create the sequence file.



nstrument Site C AS'.AI\J.E

* To open the the HPLC software launch your web browser and navigate to the
CASPIE instrument website at hitps://instruments.caspie.org.

» Enter your account information to login.

Instrument

CASPIE Access

Welcome CASPIE Users

Login to access your CASPIE rescurces.,

‘ User name: Jlik iy
. S

Password:

Please enter your account credentials then
click Log On to get access to your reserved
instrument time. If your have trouble logging
in, contact Debora Stetfen by or phone
(765-494-49509).



https://instruments.caspie.org/

ocessing Software C ASI-E’./*I'\].E

You will use a copy of the HPLC
software that is not attached to the
instrument to produce the sequence
file. The version of the software not
attached to an instrument is called the
‘HPLC Data Processing’.

You will always have access to the
HPLC data processing software during
a CASPIiE module. You will only have
access to the instrument for remote
control during your scheduled hours.

You will need the Citrix client installed
on the computer you are using to
proceed. If you are using alab
computer it will already be installed.

F
o
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E

Instrument

CASPIE Access

Welcome to your personalized view of instrument applications.

authorized to use at this ime. Click an icon to launch an applica

Q‘u’iew Instruments 3

You can view the instruments via web cameras. Click on the lin
Main
e
.

HPLC Data
Pracessing




Processing Software

2,

CASPIE

* You should see oneicon in the
‘Applications” box.

* Launch the HPLC data processing
software by clicking once on the icon.

* If the ‘HPLC Data Processing’ icon is
not present ask your TA for help.

ettt ame e mh St e e atlnen o st e e e T, M T n a s B e e o mm m T e -.-..-._.J-.-—J

E

Instrument

CASPIE Access

Welcome to your personalized view of instrument applications.

authorized to use at this time. Click an icon to launch an applic

Q‘u’iew Instruments

You can view the instruments via web cameras. Click on the lin

fain

1T
2l
HFLC Data
Processing

)

o




re ‘Offline’ "i\'

CASPIE

* Because this software is not attached to an instrument it must be opened
‘offline’.

* To do this right click on the icon and select ‘Open Offline’. If you are
using a Macintosh select File|Open Offline...

4 ezChrom Elite 4 £2Chrom Elite
File Edit Yiew Tools Help 1 File Edit Yew Tools Help H
-’i%lééE|X||ﬂﬁ||ﬂg:'s-§555§|‘@i' ENEREEN AR S T S == 1}
| Current lacationfgroup i| Right Click | Current lncationfgroup is 'The Enterprise’
-l = B The Enterprise = 3: ¢ :l_:) @ The Enterprise open
- ' . & ., : .J ':'FIEFI OFfline =
~— HRLC Data + — Configure bl
—_ Processing... —_—
— — Cuks
— — Copy _
= Paste i
x_..-‘-:l\ didome, ame e et e p
d — Rename
— Delete
e
o Close Server. ..
—
[ Propetties
—
—
R R . "‘A\_.._\_‘- e e S PO




* The next screen will have
an ‘Instrument Wizard’
window.

* Click on the ‘Create a
sequence’ icon to launch
the sequence wizard.

e If the Instrument Wizard
window is not there select
File|Sequence|Wizard.

= HPLC Data Processing (Right Click, Open Offline) (Offtine)  Method: untitled.met

© Ele Edit ‘Miew Method Data

Sequence  Pretreatment  Analwsis  Control  Beports  dindow

DN-2-B-%-urapussimm - X @il A EE NN

. Mavigation o=

[=l % Method

g Instrument Setup

J& Integration Events

¢ PDA Options

‘ﬁ' Pretreatment

= E] Data

ﬁ Manual Inkegration Fixes
=] % Tiled Display:

& Inteqgration Event

3 Manal Inkegration

it o el e sl

Create or modify a method

=1 Create a zequence

Froceszs a SEJQUENCE

V¥ Show at instrument startbup




d - Select a Method CASI%I\]'E .

* In the Sequence Wizard — Method window (a) click on the Method open icon this will
open another window (b).

« Select AscorbicAcid.met from the Open Method File window and click Open.

* This file contains all the information needed to run the instrument such as
mobile phase flow rates and detector wavelength.

(@) (b)

Sequence Wizard - Method xl Open Method File illl
Look jr: I@ Method j - £k ER- |
Method : 3 . —
Bt Il E‘g Ascorbicncid.met';,"l.af_:_ Open I
— Data File Type N S
ancel |
&% Far acquisition
™ From existing data files
Help |
—Amount values
Sample amaunt : |1
Internal standard amount © |1
Multiphcation factors : |1 1 f1
Dilutian factars: |1 |1 |1
File name: || j
Filez of tpe: IMethnd files [*.met] ;I
Find files that match these criteria;
Text in Desc: I ;I Created: Iany tirne ;l Eind Mo |
Analyst | =| Modfied: |any time ~|  MewSearch |
@l Cancel < Back I Mest = I Firizh | |SEarch reslte
&




d - Unknowns CASI;./%]'E .

» After the method is selected, click Next at the bottom of the window (a).
* In the next window (b) enter a base name for all your samples in the Sample ID box.

 The base name will be the same for all your sample IDs. Next, add a number at the end
of the base name for each subsequent sample. To do this click on the blue arrow to the
right of the Sample ID box.

(a) (b)
Sequence Wizard - Method Xl Sequence Wizard - Unknowns il
Method : |K 4 ethod\ascorbicacid. med ﬁl Sample D : |I3ru:|up 034 Sample E‘
— Data File Type [rata path |Z:
% For acquizition Diata file : I ﬂ
" From existing data files Humber of unknown rung in sequence |1
—Amount values Fepetitions per run |1
Sample amount : I-l [ Create a separate row in the sequence for each repelition
Internal standard amount ; I'l
Fultiplication fackons ; |'| |1 |1
Dilution factors: I'I I'I I'I
@l Cancel < Back I Mext » ]I!} Finizh | @ Cancel < Back | Mewt > | Finizh |
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 After clicking on the
blue arrow you will see
a menu to the right.

* Select “Increment
Number.” This will add
a numerical code to the
Sample ID base name.

Unknowns Sample ID CASI;"*I'\].E

Sequence Wizard - Unknowns

Sample 1D IGru:uup 01034 Sample
[rat th : £ |

alapa I ! Injection Yial
[rata file ; | ﬂ User Mame

Murmber of unknown runz in sequence I'I Method Mame

Instrument Mame

Repetitions per wn ; I1 Diate and Time

[ Create a separate row in the sequence for each repetition

@l Cancel ¢ Back | MHext » | Finizh

10



— Unknowns File Name CASI;.AI'\].E .

* In the box to the right of X
“Data file” enter a base
name for the data f||e Sample 1D : IGn:uup 01038 Sample <0013 ﬂ
names for your samples. Datapath: |2 =|
The base file name will B - r01c01 034 >
be the same fOI’ a” your Murnber of unknawn g in sequence : |1
f||eS Repetitions per run |1

| B emron AR S et s

* Add a unique number to
the base name by
clicking on the blue
arrow. Then select
“Increment Number.”

I'I
Sample I
Repetitions per i : |1 Injection Yial
- [ Create a separate row in the sequence for each repetition e e
Y Method Mame

Sarmple (D : IGruup 01034 Sample <007

Y
Data path |Z: ﬂ

Data file : |Giroup01034_

Line Murnber

Mumber of unknown runz in sequence

Instrument MNarme
Date and Time

Open File

e T et .. et F o

11



Unknowns No. of Sampleé

Y

ASPIE

* In the box to the right of
“Number of unknown runs in
sequence” enter the number of

samples you placed in the
autosampler tray.

» Click “Next” to proceed to the
next window.

Sequence Wizard - Unknowns

x|

Sample 1D IGn:uup 01034 Sample <007 > ﬂ

Data path IZ: il
Y

Data file : | Group1 03,_<001> e

Murnber of unknawn g in sequence : 4

Repetitions per run 1

[T Create a zeparate row in the sequence far each repetition

@ Cancel < Back I ﬂe:-:t)-_f} Finizh |
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— Autosampler

CASPIE

* In the box to the right of
“First vial” enter the location
in the autosampler tray where
you placed your first sample.
In this example the first vial

was in row D column 1.

The grid location must be
preceded by the letter A and a
colon(;). This is important as
this tells the autosampler
which of 3 tray slots the tray
is located.

Nothing else need to be
modified in this window so
click “Next” to proceed to the
next window.

Sequence Wizard - Autosampler

|ncrement by ; |1

— Calibration wvials of sequence

Firzt wial : I Increment by ; |1
- Awutozampler injection valume : |1I:I—I-l|-

Pretreatment program file :

| =

X|

@ Cancel < Back I Hest - i Finizh

s
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— Calibration, Reports

CASPIE

Do not change anything in these next two windows; just click “Next” in the
Calibration window and “Finish” in the Reports window.

Calibration path |Z:

Calbration file : IEaI_GroupD‘l 034 <007 dat
Mumber of calibration levels ;

Repetitions per level :

[" Clear all calibration at start of sequence

[ Cieate a separate row in the sequence for each repetition

tultiple calibration setz

—

M | ¥ |ntersperse callbration vials with unkriovn vials

Fumbern of unknowm runs between sets

" Feuse calibration vials from first calibration eet

Sequence Wizard - Reports

&

-

— Surnmary

[ Include unknown runs in summary report

[ Inchude calibration runz in summary report.

— Suztem Suitability
[ Bun calibration as system suitability

% First calibration set only ) &l calitration sets

— QC Check Standard
[~ After every |1 1] unknownz, zet OC check standard.

[T Include method contents repart,

Cancel

o

<Back | uem‘i Finish |
|

Cancel

)

< Back I et > I Finishji
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— FInished Sequence CAS. ItE

* The finished sequence will look something like this.

* Proof read the information in the Sequence window and make any necessary
corrections by clicking on the cell and typing the correction.

Il Sequence: untitled.seq '. _ ||:||£I
Funft | Feps | “ial Yolume [pl] Fretreatment Sample D b ethod Filename Sample A

1 1 a1 10 Group 01034 Sample00 Agcorbicdoid.met|  Group0l034_007. dat

1 &b 10 #| Group 01034 Sample002 Azcorbicdcid. met #] Group01 038,002 datf +

K] 1 aAb3 10 Group 01034 Sample003 Agcorbicdoid.met|  Groupl 034003, dat

4 1 aAb4 10 Group 01034 Sample004 Agcorbicdoid.met|  Groupl034_004, dat

]

et pn e B T e S T Bt TP

15



— Save Sequence File CA§/§I'\].3

« Save the sequence file by selecting File| Sequence| Save As...

* In the next window type a sequence file name in the box to the right of “File
name” then click “Save”.

M= HPLC Data Processing (Right Click, Open Offline) (Offline?

Save Sequence File As ﬂil

Save in; Ix Pu-17-0103a% on 'CASPIE File Sewmj o &5 Eo-

| File | Edt ¥ew Method Data Sequence  Pretreatment  Anal

Method N N | g ava 2
ave-

Data L4 =

__| Sequence » | Seguence \Wizard anee
Report Termplate r e ﬁl
Pretreatrent ¥ Cpen
&dvanced Reports ¥ Save

E Spectral Library » Save As

B Select Project. .. Prink File name: IG roup01034]
Print Setup... Auadit Trail, . Save a3 bupe: |Sequence files [*.22q)

Print Inskrument Configurakion

— Dezcription

Instrument Activity Log [ n
Recent Method Files 3 _I
Recent Data Files 3

Recent Sequence Files 3

Recent Pretreatment Files _ILI
Exit ll 4

v e wruep—
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d — Saved Sequence CASPIE

After the sequence is saved the file name will appear at the top of the
Sequence window.

You are now finished; exit the program.

When you are ready to remotely control the HPLC you will retrieve your
sequence file and initiate a ‘sequence run’ to collect data for your samples.

Instructions for running the HPLC are given in another tutorial.

Il Sequence: Group01034.seq ;IEIEI
Fun & Status Fun Type Level Conc Overide Custom Parameters Reps | “ial Yolume [pL]
1 Inkrnown [ 0infa ¢ | Unconfigured 3 1 AD1 10
2 Inkrnown 0infa | Incanfigured 1 AD2 10
3 Inkrnown 0infa | Incanfigured 1 AD3 10
4 Inkrnown 0infa | Incanfigured 1 AD4 10
4]
T e e o I e T
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CASPIE

When you have saved the sequence file exit all EZChrom Elite HPLC software
windows.

M= HPLC Data Processing (Right Click, Open Offlii

4 £7Chrom Elite

| Eile | Edit Wiew Method Daka  Sequence Eretreai File Edit Wew Tools Help
Method k : o ene
Methao Barm  ~ | X L ’ | w2 :::;j
. Data r Cpen...
r Sequence 3 M Slpa Glfil=., onfgroup is ‘The Enterprise’ 4
E = Configure L
Repart Template 3 priss -
Renanme
Pretreatrment ]
| Delete HPLC Data
Advanced Reporks 3 1 Propetties Processing
E enectral Lib , A00 - - (Right Click,
pectral Library 1 System Ackivity Log  # Dpen Offline)

Print Inskrument Configurakion

Instrument Activity Log 4 200 IS

==l et ,___r."_‘ ot B
Recent Method Files R

150 1+

Recent Sequence Files 3 ]
Recent Pretreatment Files » ] j

Recent Data Files 3

E Select Project... ] '
Print Setup. .. 2350

TTTEv s

e 100 ¢

Exit S ]
A s, v*—x_k-..- Jr——— F
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