PIE HPLC

HPLC stands for High Performance Liquid
Chromatography. It is used to separate and guantify
complex mixtures. You will use the CASPIiE HPLC to
guantify ascorbic acid in food samples.

For detailed information about the CASPIE HPLC instrument
see http://www.caspie.org/instrument tutorials.html.

You must have already created and saved a sequence
file before you run the HPLC. (Instructions for this
are provided in a different document.)

Please Note:

DO NOT make any changes to the instrument that are
not instructed in this document. Others will use the
instrument after you. Be courteous to your fellow
students and leave them a usable instrument!



http://www.caspie.org/instrument_tutorials.html

trument Site 3

CASPIE

» To open the HPLC control software launch your web browser and navigate to
the CASPIE instrument website at https://instruments.caspie.orq.

« Enter your Purdue Career account information to login.

/= MetaFrame Presentation Server Log In - Windows Internet Explorer

6@.’ - |g, https: /linstruments, caspie, org/Citrix/MetaFrame) authlogin, asp:x

v[@]
GDUSIEHCT V‘Gu 0@ E‘ - 'ﬁ‘ Bookmarks+ EIBE. blocked ":?Check » iy Aukolink - r‘_..ﬂutuFiII GSend kow
ii’ '{Q? IﬁMetaFrame Presentation Server Log In l l
Web Interface
( AS P l E for MetaFrame® Presentation Server
Log in O Welcome Authorized Users of CASPIE Instrumentation
User name: Please enter your account credentials then click Login to get access to your reserved instrument time.
: If vour have trouble logining in, contact Debbie Steffen by email or phone (765-494-4959)
|dm5teffe | d{
lew Instruments
Password:
|I'I'I'I'I'I'I'I'I'| |

Message Center

Advanced Options =»>

The Message Center displays any information or error messages that may occur.



https://instruments.caspie.org/

T

oftware CASPIE
The software used to control the

HPLC instrument is called ‘HPLC 6; - |§, https:|finstruments. caspie. orgjCitrix/Met aFrameysitefdefault, aspx j
Remote Control’. : Google[Gr  Mw+@ B~ | 73 sockmaisr B

..................... _‘

You will only have access to the HPLC
instrument for remote control during Web Interface

your scheduled hours. C AS P I E for MetaFrame® Presentation s,

You will also see the icon for HPLC

"
Applications ﬁ 4 O Welcome Jn\!t;uthﬂrizeél

data processing. You will always @ ron Gl e s
have access to the HPLC data : ai:ur have trouble loginin
processing software during a CASPIE A L iew Instruments
module. i i
HPLC Data HPLL Message Center
Processing Remote
Control The Message Center displ
Disconnect ] [ Log Off ]
R N A I_’--—\."'--\.-Jl--\.an___....m_.-——- B T o L T



While you are using the HPLC you
can view the actual instrument
live via an internet camera. (Note
that Java is required for loading
the camera image.)

The camera is accessed via the
link labeled ‘View Instruments’
next to the green eye.

When you click the link another
browser window will open.

{= MetaFrame Presentation Server - Windows Internet Explorer

5\;} - |ﬁ, https: finstruments, caspie, org/Citrix/MetaFrame)'site /def ault, aspx ‘

GD-DglE Gl V G0 4 G E] + 9% Bookmarks= @8? blocked "'.?Check -l
...................... b
* "{Q? [@Metaﬁame Presentation Server l l

Web Interface

C AS P l E for MetaFrame® Presentation Server

Applications (} - (3 | Welcome Authorized Users of CASE
_ E
& Top @ up Please enter your account cr_edentials then cl_ii
If your have trouble logining in, contact Debblq
d:\!iew Instruments:" :

S o A

"l: o "I: o _\_‘.I
HPLLC Data L Message Center ]
Processing Remote iy
Control

The Message Center displays any information

Disconnect ] [ Log Off ]




2 CASPIE

/= Thermo Finnigan Surveyor HPLC - Windows Internet Explorer [Z”E|E|
@.\:—_:_}. - \g, https: /finstruments. c: V| 3 | K |
Google G+ viceos B~ €9 P () settings~

— . s

i':i' ﬁ'ﬁ? [EThermD Finnigan Surveynr...l l ﬁ - D Eéél o

* In the ‘Instrument Cameras Available
browser window (a) click on the (b)
‘Thermo Finnigan Surveyor HPLC’
link to load the camera image.

» To control the camera position click
on the ‘Start Control’ button (b). You
may have to click it twice.

)

(@)

/= Instrument Cameras Available - Windows Inter... |Z||E|[z|

A M |g, https: ffinstrume ‘V| % | *2|| X |
Google |[Cl~ wlGo o gD P () settingsv
'f:f' {':'l\? [@Instrument Cameras fvail, .. I_l ﬁ T B ”

Please Select the Instrument Camera Desired

Start Contral
“

£ b4
Dane €D Internet H100% -

o Nicolet Raman FTIR
s Thermo Finnigan Survevor HPLG
» Shimadzu GCMS QP-2010 & G{ )P-2010

I[ € Internet F100% -




a Presets CASPIF

« When you have control of the

camera there will be a green & ) - (& ntpsuimstruments.cov | 42 [ x| |

countdown clock above the ‘Start . Google [G Vb B & ® @ settingse

ContrOI bUtton' w4 I@ThermDFinniganSurve';.-'n:nr...l_l ﬁ o T ”
* Click on the ‘- select camera presets’

drop down and select one of the N
presets to move the camerato a

different position.

* Only preset positions are available
for viewing.

Start Control
- select camera presets -

HPLC Full Wiew
& Autosampler Arm |

[
(€

Autosampler

Purmip

Detector

Detector LED )
Resermirs w

Done + 100% -

v/
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emote Control Software CASPIE

 To launch the HPLC control software go back to the CASPIE Web Interface browser
window (a) and click once on the ‘HPLC Remote Control’ icon.

» After the EZChrom Elite software launches double-click on the “CASPIE HPLC
Control’ icon to connect to the instrument (b)
(a) (b)
# zchrom v

6; - |E, https:{instruments, caspie, orgfCitrix MetaFrame)site/def ault, aspx File Edit Yiew Tools Help

............................................................................................................. — 3
Googe[Gr VoD B s B s-wg glsmal=El S - C
*dﬂi‘ ------ [ gMetaFrame T — l_l : |Current Iu:u:atlu:un,l'group is 'The Enterprise’ =
et - _
= il
o CASPIE HRLE
Web Interface PE
C AS P I E for MetaFrame® Presentation Se — %
==
—
=
Applications § L Welcome Authorized N " e B A it b sl S | gt gttt

If i:our have trouble logining i
iew Instruments

. .
s s
HFLC Data HPLC

@ Top [ Up Please enter your account cri
Processing Remote < I

Message Center

CO”trd\_’,r The Message Center displays

Disconnect l [ Log Off ]

S P P 7



lose CASPIE

= CASPiE HPLC Control  Method: untitled.met  Data: (None)  Pretreatment: untitle

e The next screen will have

© Ele Edit ‘iew Method Data Sequence  Pretreatment  Analysis  Control  Reporks  Window

an ‘Instrument Wizard’ _
window. DN-B-B-%-|uroarusesam - X By B |50 | e ST BB MK

. Mavigation o=

=l % Method

Instrument Setup

lr| Peaks | Groups
¢4 PDA Options

* Don’t do anything with it. § Pretreatment Create or modify @ methed
B Ciata
‘JUSt Cl()i the InStrument ﬁ Manual Inkegration Fixes '
W| Zal’d win d Oow. = % Tiled Display : Create a zequence
Peaks/Groups Table
E Manual Inkeqgration

Run one zample

Run a sequence of samples

[V Show at instrument startup

P P
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CASPIE

* Now open the sequence file you made previously.

 From the menu select File| Sequence| Open (as shown in image a).

» Select your previously saved sequence file and click ‘Open’ (b). A window will open
displaying your sequence.

&= CASPiE HPLC Control

Method: untitled.met

2| File l Edit  Miew Method Data  Sequence  Prefreatment Analysis

Data: (Hon:

Open Sequence File

Look in: I;g Pu-17-0103a% on 'CASPIE File Sewaj L 5 Ef- |

Print Instrument Configuration

Insktrurment &ckiviky Log

Recent Method Files
Recent Data Files
Recent Sequence Files

Recent Pretreatment Files

Exit

e S v ..

e

Methad P hsanm - | X By B |8
Daka »
—_| Sequence k | Seguence Wizard
Report Template L4 Mew, ..
Pretreatment r épen. . !
fdvanced Reparts k Save _-%‘
B Spectral Library » ;ave Bs...
E Select Project. .. Print
Print Setup... Audit Trail,.

2| x|
| GFDUDDID3H_DEC4.SE% Open
Cancel

File name: || vl

Files of lvpe: | Sequence files [ xeq;" cav)
e Al e H,.-uh-hu“

Help

-
et | _‘.4;_._‘__. B et i )
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CASPIE

* You will want to keep this window visible during data collection so you can monitor
the progress of the sequence run. This is explained in more detail later.

* You can resize and reposition the Sequence window as desired.

M= CASPiE HPLC Control  Method: untitled.met  Data: (None)  Pretreatment: untitled  Project: Antioxidant

© Ele Edt ‘iew Method Data Sequence  Pretreatment  Analysis  Control  Reports  Window  Help

DN-2-B-%-[veapwsesim - | K B0 e E i EE NN ERNEC)BEO N ?

. Mavigation I x .
ﬂ Method Il Sequence: Group0103A_Dec4.seq : _ | Dlil
e Instrument Setup Fun Type Conc Overide Custom Parameters R
Peaks [ Groups I rkniown Inconfigured [
.ﬁ PO Options Unknown Jnconfigured
‘ﬁ' Pretreatment I rkniown Inconfigured
= EZ] Data Unknown Unconfigured
ﬁ Manual Inkegration Fixes

=] % Tiled Display:
B Peaks/Groups Table
3 Manual Inkegration

B T T N T P PR T _‘___ﬁl_‘___,.\_\_q.__,._.m_\_.n___\.__hhr-x_.p-_ et

10



T

CASPIE

« To initiate your sequence, from the menu select Control | Sequence Run (a).

« The Run Sequence window (b) will open with your sequence file displayed in the
Sequence name box.

« Start the run by clicking the ‘Start’ button in the Run Sequence window.

(a) (b)

Data: Group01034_001.dat  Pretreatment: untitled  Projec

Run Sequence il

fent  Analysis | Control | Reports  Window  Help

< — Sequence infarmation —3
i B |5 (| O] PreviewRun Gl b 5 3 —~ Start §
: b single Run.., Ctrl+hift-+F9 ~ Seauence name: El Cancel if
: ‘@ Sequence Run...  Ctrl+Shift+Fa ~ Fun range — Mode el
- I I E
*,D? Winutes - Amplt @ Skop Run... (Ol Tawer: INM ;I _—pl
b : FH RunQueue... : {  Selection Processing made: |1oiml |
I;I 1 1
’— —————— Extend Run... Rk R { " Range I Bracketing: INDne LI
E Manitar CASPIE HPLC Cankral — Printing _I— Fr iz
S EEEEEE EEREES ST ) F---- """"""" [™ Frint method reparts = Results review [pause after each i)
{ Instrumen: Status [™ Print sequence reports (ESltTSUENIEYISH
f : Baseling Check, .. . H R [pause after each calibration set]
B i e e et R T T
; : Dovnload Method : — Begin run
"\; ; Dowenload Tab ; -
:{?: ______ I EFEEE S o8 e S I Immediately @l
AL T L P S S S ,'_qﬂ_ 1 PRI

11
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quence Windows CASPIE

B CASPiE HPLC Control  Method: AscorbicAcid.met

Data: Group0103A_001.dat  Pretreatment: untitled  Project: Antio

Edit  ¥iew Method Data Sequence Pretrestment Analysis  Control Reports  Window  Help

» After the sequence run is started a

} D -2-E-&-|uroapusean - X Bl wE 0 EE BN=E0®R)5E0 &« ?
chromatogram window labeled

¢ Mavigation o x

ﬂg Method

g5 Instrument Setup

Peaks | Groups

gﬁ PDA Options

ﬁ Pretreatment

=] Data

ﬁ Manual Integration Fixes
= % Tiled Display

B4 Peaks/Groups Table
5 Manual Integration

‘PDA_PLUS-242nm’ will open. There

should be two windows open, the
chromatogram and sequence
windows.

You can resize the windows to make
them both visible.

The chromatogram and sequence
windows will update during the run.

Il PDA_PLUS-242nm: (0.00/5.00 Minutes)

=10]x]

Time: 0180337 Mnutes - Amplitude: - mAU

------------------------------------------------------------------------------

% Method

Sequence

Il Sequence: Group0103A_Dec4.seq
Fun #

— |EI| X
Custom Parameters 5]
| Unconfigured
Unconfigured

Conc Overide

Unknown
Unknown 0/n/a

Acquiing

Unknown 0/n'a Unconfigured

o | oo fra | — |2

Unlknown 0/nia Unconfigured

||

For Help, press F1

12

Equilibrating method. ..
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CASPIE

» At the start of the run the instrument will take a few seconds to get the sample ready.
 The status of the instrument during a run is shown at the bottom of the screen (a).

» The progress of the sequence run is shown in the Sequence window (b).

1 Aoguining Uriknowe

2 Urknown Urnconfigured
3 R Urknown O nda Unconfigured
4 \ Uriknown O nda Unconfigured
5 AN

Sequence

P

a
Q Yiews ( )
Al | BN \

LN T AR R B SY A AR SN A Pt on AL P B P i e s kel T TR S i T ske
For Help, press F1

Equilibrating method, ..

13



* |t will take 5 minutes to collect each
chromatogram.

* An example chromatogram collection is shown
here.

* They axis will autoscale as the maximum signal
changes.

(3) Il PDA_PLUS-242nm: {4.31/9.00 Minutes) — | Dlil

Time: 0108297 hinotes - Amplitode: -0.003 maAl

___________________________

——————————————————————————————————————————————————————

...................................................

—————————————————————————————————————————————————————

(1)

(2)

Il PDA_PLUS-242nm: (0.35/5.00 Minutes)

Time: 0.0270312 hintes - Amplitade: 0.002 mAL

-----------------------------------------------------------------------------

Il PDA_PLUS-242nm: {2.10/5.00 Minutes)

Time: 00924702 hingtes - Amplitade: 0,004 mAl
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Progress CASPIE

« Monitor the progress of the run by noting the ‘Status’ column in the Sequence
window.

 The instrument will automatically proceed down the list of samples in the sequence
file. You need only make sure each sampleis ‘Complete.’

I Sequence: Group01034_Dec4d.seq - |I:I| Xl
Fun & Status Fun Type Level Conc Overide Custom Parameters &
1 _ | Incanfigured
2 Acquinng rknown |Incanfigured
3 Inkrnown 0infa | Incanfigured
4 Inkrnown 0infa | Incanfigured
4]
]| i

15



Finished 'jf'

CASPIE

 When the sequence is finished and chromatograms are collected for all your samples
the sequence status column will show ‘complete’ for all runs.

* You are now finished collecting data and can exit the program.

I Sequence: Group01034_Decd . seq ;lglil
Fun & Status Fun Tupe Level Conc Overide Custom Parameters &
1 Complete ko 3 0insa ¢ | Unconfigured 3
2 Complete ko 0insa | Incanfigured
3 Complete ko 0insa | Incanfigured
4 Complete ko 0insa | Incanfigured
4]

< | 2

16



« Remember, DO NOT make any changes to the instrument.
« Exit all EZChrom Elite HPLC software windows.

B CASPIiE HPLC Control  Method: Ascorbicicid.met Q EZChrom Elite
File | Edit Wiew Method Data Seguence  Pretreatment File Edit Y“iew Tools Help
Method 3 ' y e e
nehe b o[ pen dI=IET B R: :
Cata 3 OpEr...
E Sequence R B PDA PLUS- 2424 Ope_rf FFline, .. onfaroup Is The Enterprise’
Time: 0056404 Configure N
Report Template b prise _I:' I
Pretreatment R 1| ___ FDA_ Remame 2
Fretreatmen 1 Nameprep Delete !
&dvanced Repaorts * . 1| Retertion Propetties
i {[ &
e o] ' 1 res Swskem Activicy Log  k
Select Project... . g
E Print Setup. .. Al | [
: ] —l
= Print Inskrument Configuration 1 iy
Insk L Ackiviby L 3 ;
Instrument Activity Log o
E —|
Recent Method Files —l
—
Recent Data Files p ~
Recent Sequence Files R -J—- T ‘“_,_-H'*"-*l g el
Recent Tune Files
Exit
R RS R LT LY Y P S

17
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