monstration Sample on
C

HPLC stands for High Performance Liquid
Chromatography. Itis used to separate and guantify
complex mixtures. HPLC is used to quantify ascorbic acid
in your food samples.

This document gives instruction for running a
demonstration sample, not for samples you generate in
your laboratory.

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!
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* To open the HPLC remote control software launch your web browser and
navigate to the CASPIE instrument website at https://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

- PSS - .
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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/
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The software used to control the
HPLC instrument is called ‘HPLC
Remote Control’.

You will have access to the HPLC
instrument for remote control only
during your scheduled time.

You will also see the icon for HPLC
data processing. You will always
have access to the HPLC data
processing software during a CASPIE
module.
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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
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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 cameraicon.

When you click the link another
browser window will open.
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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 Instrum ents}\"ﬁ—
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You can view the instruments via web cameras. Click on the lin
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* In the ‘Instrument Cameras Available’
browser window (a) click on the (b)
‘Thermo Finnigan Surveyor HPLC’
link to load the camera image.

7= Thermo Finnigan Surveyor HPLC - Windows Internet Explorer E”E|E|
@.\:—_:_-/. - |g, https: [ finstruments. c: V| 5| X |
Google G+ vicoos B~ 99 P () settings~
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* To control the camera position click
on the ‘Start Control’ button (b). You
may have to click it twice.
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/= Instrument Cameras Available - Windows Inter... |Z||E|[z|

A M |g, https: ffinstrume ‘V| % | *2|| X |
. Google G~ wlGo o gD P () settingsv
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Please Select the Instrument Camera Desired
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» Nicolet Raman FTIR
s Thermo Finnigan Survevor HPLC i Dane € Internet H100% -

» Shimadzu GCMS QP-2010 & G{ )P-2010

I[ € Internet F100% -
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* When you have control of the
camera there will be a green
countdown clock above the ‘Start
Control’ button.

* Click on the ‘- select camera presets’

drop down and select one of the
presets to move the camerato a
different position.

* Only preset positions are available
for viewing.
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« To launch the HPLC remote control software go back to the CASPIiE Web Interface
browser window (a) and click once on the ‘HPLC Remote Control’ icon.

« After the EZChrom Elite software launches double-click on the “CASPIiE HPLC
Control’ icon to connect to the instrument (b).

(@) 1 (b)
Instrumentj rap—

CASPIE Access Bl em e T AT !

|Current location/group is 'The Enterprise’ b
o ) ) . . b B The Enterprise -
Welcome to your personalized view of instrument appli — EEI 4
— :
. . . e . o CASPIE HPLC
authorized to use at this time. Click an icon to launch an i

Conkroi
- >

11 |

é‘fiew Instruments

bl vt e s e s ekt e admlen '__‘-l\.‘.“ﬂ-—m._
-

/
4
i
F

1

" " " " - L
You can view the instruments via web cameras. Click on
E
Main 1
4
2 Ll 4
hL Fu hL Fu ;
- oA
HPLEC Data HPLC Eemote :
Processing Control }
e Bt Tt T e B it e e o ST e P T e B, B e e, ....\.....\_J_, 7



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

* Click on the ‘Run one
sample’ icon.

A new window will open
called ‘Single Run
Acquisition’.
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= CASPIiE HPLC Control  Method: untitled.met  Data: (None)  Pretreatment: untitled

¢ Eile %Edit Yiews Method Data  Seguence  Pretreatment  Analysis  Control  Reporks  Window  Helg

D) B B - B - sroapwsosen - | X R B [0 ) e S B B O | 4
Mavigation 7 ox
ﬂ Method Instrument Wizard - CASPiE HPLC Contr

gf Instrument Setup

Peaks | Groups

¢ PDA Options

‘ﬁ' Pretreatment Create or modify a method

= Crata

ﬁ Manual Inkegration Fixes
= % Tiled Display

E Peaks/Groups Table

Manual Inkeqgration

Create a sequence

un one zample

Fun a sequence of zamples

¥ Show at instrument startup
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* In the ‘Single Run Acquisition’ window click on the file open icon to the right of the
method box (a).

 The Open Method File window will open. Select the AscorbicAcid.met file and click
‘Open’ (b).

(@) (b)

Single Run Acquisition Open Method File 2| x|
— Fun information —I Calibrate Look in: I&} b =] - £k B |
Sample 1D I ﬂ Calibration Ascorbic#\cid.metﬁ“’%l Open I
Method: I =N T Clear ag Cancel |
Data path: |2:"~ = [T Clear
. [T Frirt ca Help
Drata file: I ﬂ - —l
[ClearT
Mumber of r|3|:|s:|'I ™ Print method repart
[T Averag
—Amount values j
Sam) unt; 1
LSampleamaunt, o Lo s
File name: || j
Files of type: [ Method files (% met] =]
Fird files that match these criteria:
Teut in Desc: I ;l Created: Iany tirne ;I Eind Mow |
Analyst: I LI M odified: Iany time ;I Mew Search |
Search results Y
%
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- Enter a sample ID (1) and data file name (2)
of your Choosing_ — Run information — A
Nyt . , Sample D IDE'T":'SE"'”F'lE ﬂ I:ai
* In the ‘Vial’ box (3) enter ‘A;A1’. Correct othod [\ Method bscobichord e =
entry is very important bepause this is the Datapath |2 ] r*
location of the demonstration sample. Data fie: X [DemoSamplens-20-03 ¥ "I_g
* Keep the default entries in the remaining Number o eps: [ B Bl ] = -
information boxes. The injection volume ~ Amount values
ShOUId be 10 U'L S ample arnount; I 1 -
Internal standard amaunt: I 1
tultiplication factors: I 1 I 1 I 1 Be
Drilution Factars: I 1 I 1 I 1 |i<
— Autosampler :.
[T Use prugram:l El 4
Vial £ | Aat|
Injection volume: I 10 pL
i
1
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* Double check the vial location; it should be A;Al.
» To initiate your run, click the start button in the ‘Single Run Acquisition’ window.

Single Run Acquisition EI

— Rur infarmation —1 Calibrate v 2
Sample |D: IDE'T":' Sample Calibration lewel: I 1 |—_ar
b ethod: IK:KMethad'ﬂ.ﬁ.smrhicﬁ.cid.met [T Clear all calibration Cancel

™| Clear calibration for level Help |

Data path; IZ:'\
D ata file: | DemoS ample0d-20-09

I" | Clear replicates
Mumber of reps: I'I ™ Print method repart

[T | &verage replicates

™| Frint calibration repart

SATALNEA

—Amount values

Sample amount;
[T Baszeline Check

Internal standard amount:

kultiplication factors:

Dvilution fachors:

I Begin run
1 I 1 ’]Immediately Ql
—Autozampler

[ Use program: I -rq'|
"ial: I ]|
Injection volurme: I 10 pL

Description...
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W= CASPiE HPLC Control ~ Method: AscorbicAcid.met  Data: DemoSample04-20-09.dat  Pretreatment: untitled  Pr

© File Edit Wiew Method Data Sequence Pretreatment Analysis  Conkrol  Reports  Window  Help

D -2 -EH-& - uroapwseem - X Rl e E A EE BN SRR )SEO &

« After the run is started a
C h romato g ram w in d ow | ab el ed E_’f%'fq:;‘:: Rlkall | I PDA_PLUS-246nm: {0.00/3.00 Minutes) =k

. , . Instrument Setup w0010 Time: 2.34119 M.nutes - Amplitude: -- mAL 010
PDA _PLUS-242nm’ will open. e rede | Goups

64 PDA Options

Marne
g ;::eatmant Retentiorﬁ Tirne
ﬂ Manual Integration Fixes (AR g g 5 H H
= B Tiled Display LI eeececeess Foooeoeeees i B B 0.0005
. . % Peaks/Groups Table
 The chromatogram window will

update during the run.

2 SN A NS N WU S— E+
T 00000 : oooe 2
- -| -0.0005
-0.0010 . -0.0010
0o 05 10 15 20 25 30

hiinutes

ﬁa%; Method
=H| Sequence
EE Reports

I@ Control
B Yiews

A A S O N g a A A AP AN v B N ¥ 2 P L LAy . SNV - M- W

For Help, press F1

Waiting Far Trigger...
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« At the start of the run the instrument will take a few seconds to get the sample ready.
* The status of the instrument during arun is shown at the bottom of the screen.
* When the sample is running the status will read ‘Running sample...’

—_
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Faor Help, press F1 Equilibrating methad. ..

13



* It will take 3 minutes to collect the
chromatogram.

« An example chromatogram collection is shown
here.

 They axis will autoscale as the maximum signal
changes.

(3) Il PDA_PLUS-246nm: (2.94/3.00 Minutes) _ ||:||£I
Time: 187308 Mnutes - Ampliude: 0222 mald
1 Mame
mm; T Retention Time T f """"""""" e
1 Area ; ; i
SDI:I: ----------- I------------r-----------%-------- B | e s00

mAL
mAL

R it oo Fomm e e
E : i :
o] ——
] i i i i i
oo 0.5 10 1.5 20 25 30
finutes

(1)

(2)

Il PDA_PLUS-246nm: (0.80/3.00 Minutes)

Time: I.24924 hinutes - Amplitude: - mAal
POA_PLUS-246nm
Derng) Sample H H H
S ---Tooo
Retertion Time ' ' '
Area
-0.01 -0.m
0.0z -{-0.02
E 0032 -{-0.0%
-0.04 -{-0.04
-0.05 -0.05
-0.06 -0.0
I
o.o 0.5 10 1.5 20 248 30
tuinutes

maAl

Time: 0.79549 Mingtes - Amplitude: -0.055 mAl

FO4_PLUS 245
Dema) Sample

Retertion Time
Area

mAll

mAll
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 When the run is finished the software will integrate the peaks and display the results.
* You are now finished collecting data and can exit the program.

Il PDA_PLUS-246nm - |I:I| Xl
Time: 234976 binotes - Amplitude: 35258 mad
POA_FLUS-248nm , \ ! [
Dernc Sample . . . . F
1 Mame ! ' ! | : f
sop 1 - - Retertion Time_________ A S S T [ 500
Ares I I I I s
L B e LRt SRR BRSNS | F L SRR 00
1) b b b - e [ 300
3 1 : i e
E B ' - E
1 1 : % [
1 £ mll R [ 200
] ) ) | | o |
] 1 1 1 1 g =+ F
E l i < a
] ™~ ko N
4 kK 2
L1 R e e R e EE Pl 100
fin] b= !
fay] - !
E = 7 : -
1 Q 1
. L JEh |k-n
D E T g
0.0 0.5 1.0 1.5 x0 *A 30
linute=s
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* Remember, DO NOT make any changes to the instrument.
« Exit all EZChrom Elite HPLC software windows.

B CASPiE HPLC Control  Method: Ascorbichcid.met .& EZChrom Elite
| File | Edt ¥ew Method Data Sequence  Pretreatment File Edit Yew Tools Help
Method 3 ' y e e
nehe b o[ it dI=IET B R: :
: Cata 3 OpErt... |
T'E Sequence R B PDA PLUS- 2424 Ope_rf fFline, .. onfaroup Is The Enterprise’
Time: 0056404 Configure N
Report Template b prise _I:' _
Pretreatment R 1| ___ FDA_ Renanme 2
Fretreatmen 1 Nameprep Delete e
&dvanced Repaorts * . 1| Retertion Propetties i
e o] ' Swskem Ackivicy Log  k
Select Project. ., % ;
& Print Setup... :_ i S
: ] —|
= Print Inskrument Configuration 1 i i ]
Insk L Ackiviby L 3 ]
Instrument Activity Log ] -
E ] —
Recent Method Files 3 { — =
3 —_ i e
Recent Data Files 3 3 ~
Recent Sequence Files [ 2 ] FE— -L— N 5__“__..--*--1 T T R R -
Recent Tune Files 3 {
Exit 1
W
R ST




