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Brief introduction

So far the only available software for phase optimizied liquid chromatography
(POPLC®) has been comercialized by Bischoff Chromatography. This software
IS, however, limited to isocratic analysis. Here we introduce the first gradient
version of POPLC® software.

Motivation:

» To improve the selectivity and to shorten the analysis time by performing gradient
instead of isocratic elution in phase optimized liquid chromatography.

Disadvantages:

» Gradient profile is given before optimization.

* Only the optimum combination of segments is shown as a result. No rank list can be
obtained.

Advantages:

e Multiple gradient steps (up to 6) can be defined.

» Definition of the types of segments is flexible, i.e. from 2 to 6.

 Combined optimization restriction on both total column length and analysis time.
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Installation & uninstallation

LGPOPLC is a ‘green’ software. It does not write to the Windows registry and
instead stores its settings in one or more configuration files (e.g. an INI file)
located in its directory.

* For installation, unzip the package to your destination folder. After unzipping,
the folder contains a executable file ‘LGPOPLC.exe’, a help file
‘LGPOPLC _e_manual v121.pdf and a sub-folder ‘projects’ which stores all the

working projects.
* For uninstallation, just delete the whole folder for this software.

x Mame = Size  Twpe Drate Modified
[Ciprojects File Folder 2010-2-23 10041
!in—LGF‘OF‘LC.Exe 241 KB  Application 2010-2-23 10034
i:LGF‘OF‘LC_e_manuaI_v123.|:u:IF 437 KB Adobe Acrobat Doc,,.  2010-2-23 10:40

Main folder of LGPOPLC

> Mame = Size Twpe Date Modified
IChexample File Folder Z010-2-23 10:41
IChnew File Folder Z010-2-23 10:41
. Parc
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Software interface - overview page

On the overview page, there is the overview of the project and the results of last optimization.
e Segments’ definition.
e Components’ list.

* Results of last optimization, including optimization restrictions (max. total length and max. analysis time),
segments combination, critical pair and its selectivity.

* Predicted chromatogram with gradient profile.

M Linear Gradient POPLC Optimizer v 1.23 — D:\Ghent work\program\LGPOFLC\¥23 LGPOPLC Pubidist\projects\example

EEX

File Process Help

] Segments] Gradient] Compaonents | Optimization

Segments Gradient & Oplimization

1.

4
2
4.
5

licm)x25 of C1SEPS
. licm)x25 of C18
. licm)xZE of C30
licm)x25 of CN
. licm)xZ25 of Phenhyl

Components

. Uracil
Theobromine

. Theophylline
Caffeine
Sulfadiazine
Sulfamerazine
Sulfawethazine
Sulfamethizole

. Bulfamethoxazole
- Escriaol

. Sulfadimethoxine
. Sulfaquinoxaline
- Prednisone

. Prednisolone

. Cortisone

Solwvent A: Water + 0O.1% Fi
Solwent B: Ethanol

1244

30

520

il -

50

40

20

20

Selectivity [delta Rt] [min): 0.521
Max total length [cm): 18

Segments combination:

Critical pair:

Max analysis time [min):

20

25

Sulfadiazine - Theophyliine

250

Ecmof C18 + 12 em of C18EPS + 0 em of C30 + 0 cm of CH + 0 cm of Phenyl
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Software interface -

With project management, you can...

Start a new project from the stored template.

Load data and parameters from a saved project.

projects management

Save data and parameters to the current project.

Save data and parameters to a new project.

Print the optimization results.

i Linear Gradient POPLC Optimizer %

Make sure that the project name appears
after the parent directory’s name ‘projects’
and a backslash ‘V'.

Select Directory

Process Help Directory M ame: ’
Hew project dient | Components | Optimiz |'apn:-gram'xLI3F'EIF"LEWES_LGPEIF'LI:_F'ub'xdist'xpruie-:tshexample
Load project 1
Save project Directaries: Files: [7.%]
Save project as C18EDS = Ghent_work. ~
CcLe (= program
Erint C30 (= LGPOPLC
. CH W23 _LGPOPLC_Pub
Exit Phenyl BB dist -
[== projects
e erample Diives:
B =l
ak. Cancel |
Components Projects are saved in directories.
0. uracil | The directory name is the name of
1. Thenhrc\milﬂ-‘e project POfC
Z. Theophylline o Plizer Analyfical Research Centre
3. Caffeine



Software interface - segments / stationary phase page

Segment definition:

Segment 1D Phasze dezcription |Length [zm) ‘Number |
1 ProntoSIL-100-5-C18 EPS-2 1 iz}
2 (ML ProntoSIL-100-5-C18 5H-2
3 a0 PromtasIL-200-5-C30 For default settings, the
0 o S ETRTTETE segments are standard Bischoff
] Fheryl FrontoSIL-100-5-PHENYLS-2 POPLIn k® COI umns.
Add Inzert Delete Submit

Mate: 1. modifying a zegment will change the corezponding dat

o reglession matris.
2. the minimurn length of segments iz fised to 1 cm far th i

Segment definition:

The mlnlmum Segment Segment 1D Phase description ‘Length () |Number |
length is fixed to be 1 cm 1 C18EPS ProntoSIL100-5-C18 EPS-2 1 25
for this evaluation version. 2 c18 ProntoSIL-100-5-C18 SH-2 1 5
3 Ca0 ProntaSIL-200-5-C30 1 %
4 MewsP by new stationary phasze 1 s |
5 T Frontoo - T005-CH-2 T i
New columns can be
ST, [T BT o B Phenyl ProntaSIL-100-5-PHENYLS-2 1 25

columns can be defined.

Add Ihsert Delete S ubmit

Mote: 1. modifying a zegment will change the corezponding data from regression matni.
2. the minimum length of segments iz fiked to 1 cm far this verzsion.




Software interface - gradient / mobile phase page

Mobile phase name.

Mobile phase definition: /
Salvent A: |50|V8nl A

Solvent B [organic maodifier); |Sovelent B

Gradient definition:

Multiple gradient steps.

Tirme: [mir) |Drganic rnodifier [%] |
1 0.00 15.00 /
2 10.00 30.00
Mobile phase definition:
Solvent A; |SnlventA
Solvent B [organic modifier];
Add Ikzert Delete Sabrnit |5|:|'-.-'e|ent B

Gradient definition:

Tirne [min] |Dlganic modifier (%]
1 0.00 15.00
2 10.00 30.00
3 15 an
New steps can be added.
Max. 6 gradient steps
(rOWS) can be defined. Add Ingert Delete Submit |
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Software interface - component / sample page

My Linear Gradient POPLC Optimizer ¥ 1.23 — D:\Ghent workiprogra

File Process Help
Dvewiew] Segments | Gradient Components | Optimization Com ponent list. Max. 20
components can be defined.
Component list: Regression matrix:
Component name ‘ FPeak area ‘ C18EFE —TIE
Lraci y 4552 Lraci 09933
i 57.39 Zsrtiomine 10000 1.0000
E1.57 / Theophylling 09396 0.99597
100.50 LCaffeine 09396 0.99597
Slfadiazine 4336 Sulfadiazine 09333 09933
Sulfamerazine 144.07 Sulfamerazine 09933 09933
Sulfamethazine 84.71 Sulfamethazine 09937 09997
Sulfamnethizole 86.01 Sulfamnethizole 09333 09933
Sulfamethorazols 14213 Sulfamethorazole  [0.9933 09333
E strial 104.96 E strial 1.0000 1.0000
Sulfadimethosine 193.83 Sulfadimethoxineg [ 1.0000 1.0000
O Sulfaquinoxaline 43528 Sulfaquinosaline 1.0000 1.0000
Void volume marker Frednisone 10793 Frednisone 09993 09998
(U nretained marker) is : Prednisolone 139.93 Predrisolone 09393 09339
fixed at the to p of the list. Cortizone 23437 Cortizone 09333 0.9333
Add st | Delete | | Detail results:
Parc
Cautior: modifying a componet wil Description al | _Flizer Analylical Research Centre
change the cormeszponding data from -

Teqreszion matms. 0.095824

Submit




Software interface - component / sample page

w 1.21 — D:\Ghent_work\program\LGPOPLC\v21_LGPOPLC_Pub\projectsi\exzample =13

nization ]

Retention model matifgestion matris:

Input area for retention data f
isocratic experiments on basi

om preliminary
C columns.

egression ppuk:
Caffeine on [C18EFPS

C12EPS |I:18 |c30 ||:N |F'hen_l,l| Phi |Deai1 time [W&tention tirne [rmin] |
Uracil 9980 09938 (09913 (0991 09767 0.00 V
Theobramine 1.0000 [1.0000 09995 09998 0999 0.0s
Theophyline 0999 (09997 09395  1.0000 09998 010 1.0z 4.245
Caffeine 09997 09996  1.0000 09939 018
Sulfadiazing 09999 09999 09398 1.0000 09996 0.20
Sulfamerazine 09998 (09998 09996 09998 09996 025 1.004 3.258
Sufamethazine  |0.9997 09997 09995 09999 09997 0.30
Sulfamethizale 09999 (09999 09997 1.0000 09999 0.35
Sufamethoxszale |0.9999 09999 09398 1.0000 09999 040 0.973 2007
Estrial 1.0000 [1.0000 09999 09398 09999 0.45
Sulfadimethoxine | 1.0000 1.0000 1.0000 1.0000 09336 050 Dwell time and void time of the
Sulfaguinoxaline 1.0000 1.0000 1.0000 1.0000 09999 0.55 System and basic column |ength used
Predrisone 09933 0393  1.0000 08998 1.0000 0.60 in the preliminary isocratic
Frednisalane 09999 (09999 10000 05999 09999 0.5 experiments.
Cortisane 09999 (09999 10000 09998 09999 0.70 3
Regression coefficients of retention model. Sytem dwell time (min): 500
| R Syztem void time [min): 0.045
Detail results: PO |'C
Description al |a1 ‘32 |F‘2 L este Eollmn el (=0 lmi g eesr Aciicel Resecich Cene
Caffeine on C18EPS 2B692 11913 2271 (09396

Calculate & submit |

10




M Linear Gradient POPLC Optimizer w 1.23 — D:‘Ghent workiprogram\LGPOPLC1¥23 LGFOPLC Pubidist\projects\example

Software interface - optimization page

EEX

File FProcesz Help
Dverview] Segments] Gradient] Components  Optimization - l )
Gradient profile and predicted
chromatogram.
Retention hst: Chromatogram:
Component name Rt [min]
3002
1
4. Sulfadiazine 4135 120 50
2. Theophyliine 4604
5. Sulfamerazine 5.263 ] —
Predicted elgtion order and =
3 Caffeine 5926 ] I = 40
retention time e
£. Sulfamethazine £.3595 -
—
7. Sulfamethizole 7.332 -1
10
8. Sulfamethoxazole 9.780 500 - an
] P L
10. Sulfadimethozine 14.362 —
- - 13

11. Sulfaguinosaline 16.3156 12

200 3 -
12. Predrisone 18.550
14. Cortizone 19172
13, Prednizolone 20.440

0 10
9, Estriol 22.049 z £ T 15 B = ba‘}Eand

So far optimized critical pair and corr? i s e .
Selectivity [delta Rt) [initS selectivity. Optimization progrgss: 2 g :
\ /
0.489 .
Crtiont oair — = = N/ |
[CliTeet] (petie Optimization restrictions: max. length of ] , ]
Suliadiazine - Theophyline the total column and max. analysis time Time elapsed: 0.5 minutes.  Time left: 31.5 minutes.
(retention time of the last eluted peak). Optimized segment
Max total length [cm): 18 ments c 10n; Iength and order. Tiae
arch Cenirn
Max analysis time [min):  |25.0 Seament ID C30 CH Fhenyl
Stop Seament Length [cm] (12 3 I 0 i




Step by step guide — 1. Start a new blank project

1.1 When you start the software, the default project is a new blank project.

1.2 You can also start a new blank project by
* select the ‘File’ menu.
e click the ‘New project’ sub menu.

* In case the current project is not saved, a warning window will popup.

Ghent_work\progras\LGPOFLCAV23_LGPOFLC_Fub\dist\projectsinew

il Bracess e {j;Linear Gradient POPLC Optimid
ettt | Sugments | Grodert | Companerts | pfimization |
5"“""‘_ i e I#8EN Frocess  Help
i ient | Companents | €
Load project
Sawve project
. J Save project as C1ZEPS
[o. Vesd votan aarmar 3 i cls
1 Frint . .
— o E;” Click ‘New project’.
Ezit Fhenyl
|
. Warning window for
Q ________ %ﬂn G o i unsaved project.
Segments combination: Ni&
i Exit without saving the project?
Interface of a blank project Press “es' to exit, Mo’ to save,

Parc
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Step by step guide — 2. Define the segments

2.1 The default segments are Bischoff POPLink® columns, which in most cases are sufficient

for general purpose analysis.

* In case you have a different set of Bischoff columns, you can modify the number of segments.

2.2 You can also modify the segment types if...

* you have new type segments besides the standard 5 POPLink® columns or

* not all types of POPLink® columns is involved in your experiments.

2.3 Click ‘Submit’ to save the modification before you leave this page.

Number of segments can
be modified.

Segment definition:

By click ‘Delete’ you can have
fewer types of segments for
optimization.

Segment definition:

Segment D Phase description ‘LengthEm] ‘Number ‘ Segment D %MSC“IDUDH ‘Length [em] ‘NumbEf ‘
1 C18EFS ProntoSIL-100-5-C18 EPS-2 1 5 1 CIZEFS /F’/rontDSIL-'I 00-5-C18EPS-2 1 5
2 cig ProntoSIL-100-8-C18 SH-2 1 25 2 [ME] FrontoSIL-100-5-C18 SH-2 1 25
3 C30 FrontoSIL-200-5-C30 1 75 3 Fhenyl FromtoSIL-100-5-FHENYLS 2 1 o5
4 MHewsP N by new stationary phaze 1 2q
5 CH ProntoSIL-100-5-CM-2 1 25
[ Pheyl 1 25

add ‘ Submit Add Insert Delete Subrmit
Mote: 1. modifying a segment will change correzpondiroNdata from regression matris, Wote: 1. modlf'lf"m a segment wil change.thg correspanding dtata f ”
2.8 E— gt Ther o\ _ 2. the minimurm length of segments is fized to 1 cm T WEL
2. the minirmum length of FEaments iz o1 o for thid verzion.

New columns can be added by
licking ‘Add’. Max. 6 types of
columns can be defined.

Click ‘Submit’ to save the
modification.

13



Step by step guide — 3. Define the gradient

3.1 Input the solvent names into the mobile phase definition blanks.
3.2 Modify the gradient profile with up to 6 steps (rows).

* The time of the first step must be 0.

* The times of defined gradient steps must be set in ascendant order.

* The volume fraction of organic modifier must be in the range of 0 — 100.

3.3 Click ‘Submit’ to save the modification before you leave this page.

Solvent name.

Mobile phase definition:

, _ Tvent & |water
The time of the first step must be ="

0 and all the times must be set in ~9¥&nt B [organic madifier]: |ethanal
ascendant order.

The volume fraction must

finition: be in the range of 0 -100.
Time [min] Organic madifier [%] 7
1 0.00 0.00
2 5.00 10.00
3 25.00 50.00
By clicking ‘Add’, ‘Insert’ and Click ‘Submit’ to save the
‘Delete’ you can define multiple modification.

gradient Steps- %
Add | |nzert | Delete | Subrmit |

Parc
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Step by step guide — 4. Define the components

4.1 Input the component names and peak areas into the
component list..

* Up to 20 components (void volume marker not included) can be defined in
the component list.

*The first component is set to void volume marker, which is used to
determine the dead time. You can change its name to the compound you use
in the real experiment, i.e. uracil or thiourea.

» Peak area is only used to regenerate the predicted chromatogram. It does
not influence the optimization result.

« If you have overlapping peaks in the preliminary isocratic experiments,
divide the total peak area into parts and input them as the peak areas of co-
eluting components.

4.2 Click ‘Submit’ to save the modification before you leave this
page.

Void volume marker must be set
at the top of the list.

¥ Linear. Gradient POPLC Optimizer v 1.12

By clicking ‘Add’, ‘Insert’ and
‘Delete’ you can define the
component list.

e N\

File Process Help

Dverview] SEgment$] Gradient Components | Optimi

Component list:

Carmpanent name ‘F‘eak area ‘
Yoid wolume marker 100.00
Camp 1 a0

Comp 120

“

Click ‘Submit’ to save the
modification.

Delkte |

\/ h Centre

7 Add ‘ Insert |
Caution: modifying a component will
change the conezponding data from
regreszion matris,




Step by step guide — 5. Build the retention model

5.1 Input the system dwell time and basic
column length.

w 1.21 — D:%Ghent workiprogramiLGPOPLCY»2?1 LGPFOPLC Pubiprojectsinew

iization
« System dwell time is the time of mobile phase Click the cell in the first row
migrating from the solvent mixer to the front of column.  Resessenmafixon the first column. Regression input:
—I ¥Yoid volume marker on C18EPS
° System V0|d tlme |S the tlme Of moblle phase C18EF |E30 |EN |Pheny| | Phi  |Dead time (min) | Retention time (min) | &
migrating through the whole system without column. e : : : : oo 1
Comp 1 - - - - - 0.0s

*Basic column length is the length of columns used in Comp 2 : : - : - 010 1034
the preliminary isocratic experiments. Lo : : : : : 018

p y p %01?
5.2 Input the dead time determined by void 0%
volume marker. _ il b

035

Input retention data into at least 3
levels. In general, the retention

data changes with different value 0.50
5.2.2 In the regression input list, input the retention of Phi. 085

time of the marker in the column of ‘Dead time (min)’ at o

5.2.1 In regression matrix, click the cell in the first row
(void volume marker) on the first column (C18EPS).

given isocratic levels. :
Input system dwell time,
5.2.3 Note that at lease 3 isocratic levels are necessary system void time and
to build the model. You can also change the value of basic column length.
phi (volume fraction of organic modifier) according to Detail e creEnhCebhl:
your real experiments. = i 2 e I

VTR MR R R Tl 0.0055518  -0.23234 017169 03335

5.3 Click ‘Calculate & submit’, the retention data
will be calculated and the regression

coefficients will be displayed in the cell of Parc
regreSS|On matrIX C“Ck ‘CaICUIate & Smeit’ 0 \{izer Analytical Research Centre
N\
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Step by step guide — 5. Build the retention model

5.4 Input the retention data for the first
component.

5.4.1 In regression matrix, click the cell in the
second row (Comp 1) on the first column (C18EPS).

5.4.2 Keep the dead time data in regression input
list unchanged.

5.4.3 Input the retention time of Comp 1 in the
column of ‘Retention time (min)’ at corresponding
isocratic levels.

5.5 Click ‘Calculate & submit’, the retention
data will be calculated and the regression
coefficients will be displayed in the cell of
regression matrix.

5.6 Follow the above-mentioned steps until
the whole regression matrix is completely
filled.

5.7 Check the coefficients displayed in the

v 1.21 — D:‘Ghent work\program\LGPOPLCiv21 LGPOPLC Pub\projectsinew

zation ]

Regreszion matrix:

Click the cell in the second
row on the first column.

L q ion input:

Comp 1 on C18EPS

C18EPS

c1a /|c30 |EN

| Fhenyl |

Fhi |Dead tirne: (i) | B ebention time [min] | #

Woid volume marker [0.9335

Camp 1

Comp 2

Comp 3

—1

time(min)’.

Input retention data of Comp 1
into the column of ‘Retention

Detail results:

0.00 =
0.05
010 1.034 5.23
015

4215
25
030 1.002 2.761
035
040 0992
0.45
050
055

b

Sytem dwell time [min):

System void time [min]:

1.500
0.050
10

Drescription al | al | a2 | R2
-21.826

| Baszic column length [cm]:

regression matrix. Verify the original
experimental data if the matrix contains any
value which is smaller than 0.90.

1.2158 44318 09333

Comp 1 on C18EPS

Pare

.| Plizer Analyfical Research Centre

Click ‘Calculate & submit’ . \
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Step by step guide — 6. Optimization

6.1 Input the restrictions for optimization.

* Max. total length is the limitation on the total length of segment combination.

* Max. analysis time is the limitation on the retention time of the last eluted component.
6.2 Click ‘Run’ to start the optimization.

* The computing time for optimization is determined by the number of components, the number of types of
segment and the maximum total length. It can varies from a few seconds to a few hours.

*« The computing time is estimated and displayed with a progress bar.

* You can stop the optimization process by clicking ‘Stop’.

HiiLinear Gradient POPLC Optimizer w 1.23 — D:\Ghent workiprogram\LGPOPLC1¥23 LGPOPLC Pubidistiprojectsiexample

EE&

Mar total length (cm): 18
Max analysis time (min):  [25.0 g Can CH Phenyl

Segment Lenath [cm] |12 1 a 1)

0

File Erocssz Help
Dverview | Segments | Gradiert | Companents  Optimization |
Retention list: Chromatogram:
Component hame Rt [min]
3002
4. Sulfadiazine 4135 120 ! 50
2. Theaphyline 4604
A Sulfamerazine 5.263
3. Caffeine 5.926
E. Sulfamethazine 6395
. - 7. Sulfamethizole 3R
Input the restrictions. P — s
10, Sulfadimethosine 14362
11. Sulfaquinoxaline 16315
12, Prednisone 18550
14, Cortizone 19172
13, Prednisclong 20,440
9. Eshiol 22043
Click ‘Run’ to start. ST R o-Glick“Stop’ to stop the .
s S : = B
X :;:z‘ina—Thenphyllme Optl mi Zat] on IEJ rocess. Time elapsed: 0.5 minutes. Time keft: 31 S mites. | fyfical Research Centre

18




Step by step guide — 7. Print the results

7.1 Optimized results can be printed by clicking the ‘Print’ sub menu.

* The results consist of the general information of the project, optimal segment combination, predicted

retention times and chromatogram, and the corresponding critical pair as well as the retention time difference.

HiLinear Gradient POPLC Optimizer

Help

Process

Hew project dient | Components

Optimiz

Load praject

Sawve project

Sawve project as C1SEPS
cla
cap
] CH
Exit Phenwl
|
— Components
0. Uracil
1. Theobromihe
2. Theophylline
3. Caffeine
4. Bulfadiazine
E. Bulfamera=zine
&. Bulfawmethazine
7. Bulfamethizole
8. Bulfamethoxazole
9. Estrinol
10. Sulfadimethoxine
11. Sulfamiinoxaline

OPTIMIZATION REPORT

Eroject name: example

generated by Linear Gradient POPLC Optimizer v 1.23

2010-2-23 10:35:14
General information

System voild time (min):

System dwsll time (min):

Max total column length (cm): 18

Max analysis time (min):

Gradient profile

Solvent A: Water + 0.1% FA
Solvent B: Ethancl

Time (min) %*B

0.00 10.00

30.00 50.00

Optimization results

Optimal combination:

Critical pair:
Selectivity (delta Rt) (min):

No Component name

1 Theobromine

Fredicted chromatogram

1249

220

25

Al

6 cm Cl8 + 12 cm CL8EPS

Sulfadiazine - Theophyllins

0.521

Predicted Rt (min)

3.188

Parc

%r Analytical Research Centre
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Step by step guide — 8. Save project

8.1 For a new project, you should click ‘Save project as’ sub menu.

8.2 For a loaded project, you can click ‘Save project’ sub menu.

HyLinear Gradient POPLC Optimizer
Praces=s Help

Hew project dient] Corponents | Optimiz

Load project
Save project
C18EPS
cls
Print Cz0
. CH
Exit Phenyl
|

Components

Uracil
Theobromine
Theophylline
Caffeine
Sulfadiazine
Sulfamerazine
Sulfamethazine
Sulfamethizole

Sulfamethoxazole
Estriol
Sulfadimethoxine

L LY« S I VO I ST I o )

[

i Linear Gradient POPLC Optimizer

Process Help

Hew project dient Optimiz

Caomponents
Load project

Save project as C1&EPS
cls
Frint can
CH

Exit Fhenyl

Components

TUracil
Theobronine
Theophylline
Caffeine
Sulfadiazine
Zulfamerazine
Sulfamethazine
Sulfamethizole
Sulfamethoxazole
Eztrinol
Zulfadimethoxine

Lo N e S I I I i e

[

Select Directory

Directony Mame:

|D:'\test'\prniects\myfistproiecl

Cirectories:

Filez: [7.7)

= D
(= test

Diivers:
|= d: [data] -

o]

Cahicel |

Il

Input a backslash *\' and the
project name in the blank.

Parc

.| Plizer Analyfical Research Centre
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Frequently asked questions (FAQS)

1 Q: When | start the software, why is every page empty?

A: This is probably caused by the missing ‘projects’ folder. Please make sure that the ‘projects’ fold exists
in the same folder of the executable file. Besides, make sure there is a sub folder named as ‘new’ in the
folder of ‘projects’.

2 Q: Can | save projects in other directory?

A: You can save your working projects in other directory but it is not recommended.

3 Q: When I try to load a project, why is there an error message ‘Please double click the name
of the project to be loaded’?

A: Each project is saved in a directory. When the *Select Directory’ window pops up, you should double
click the directory with your project name in the directory tree (left part of the window). Then the full
directory name with the project name will be displayed in the ‘Directory Name’ blank (top part of the
window). And several files with .ini suffix will be displayed in the ‘Files’ list (right part of the window).
Then, click ‘OK’.

4 Q: When | try to save a new project, why is there an error message ‘Project name missing.
Please input the name of project after the directory name "projects\'’?

A: For saving a new project or saving the project as a new name, you should input the project name
manually into the ‘Directory Name’ blank (top part of the window). Input a backslash ‘\' first, then input the
new project name and click ‘OK’.

Parc

%r Analytical Research Centre

21




Frequently asked questions (FAQS)

5 Q: When I try to submit data, why is there an error message ‘Invalid numeric data. Possible

reasons: 1. character data input. 2. comma “,” instead of full stop is used as decimal
separator’?

A: This is caused by submitting an invalid numeric data. Numeric data consists of only digits and / or full
stop “.”.

6 Q: When I try to change to next page, why is there a warning message ‘Exit without
submitting data? Press "Yes" to exit, "No" to stay’?

A: After any modification, you should click ‘Submit’ button to submit the modification to the software. If
you change to another page without submitting the data, the modification made on this page will be
ignored. You can click ‘No’ to stay at the current page or ‘Yes’ to change pages without submitting.

7 Q: What is the proper set of Phi values for preliminary isocratic experiments?

A: In general, it could be better if the range of Phi values covers the start point and end point of gradient
profile. The larger the number of isocratic levels is, the more accurate optimization result will be obtained.

8 Q: Can | have data sets of different Phi levels for different components?
A: Yes.

9 Q: When I try to input the retention data, why is there a warning message ‘Unqualified data.
Retention time must be larger than dead time and the both times must larger than 0'?

A: This software can’t be used to optimize the separation of sample which has no retention on the given
columns. Thus, the retention time of component must be larger than the dead time.
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Frequently asked questions (FAQS)

10 Q: When I try to input the retention data, why is there an error message ‘Unqualified data.
In general, dead time changes at different levels of volume fraction of organic modifier.’?

A: This is probably caused by submitting exactly the same dead time value for different isocratic levels.
In real experiments, retention times of both void volume marker and components will decrease along
with the increment of volume fraction of organic modifier in mobile phase.

11 Q: When I try to run optimization, why is there a warning message ‘Regression data is not
complete or regression coefficient is too smaller.’?

A: Before optimization, the regression matrix must be completely filled. In addition, the regression
coefficients should be large enough so that the optimization result can be reliable.

12 Q: Why does the experimental chromatogram with optimized segment combination have
poorer resolution than the predicted chromatogram?

A: The current evaluation version of gradient POPLC® software can only optimize the selectivity of the
separation under given gradient profile. It can only predict the selectivity but not resolution of the
separation. The resolution in experimental chromatogram depends on the efficiency of real columns and
the components in the mixture.
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Copyright statement

Linear Gradient POPLC® Optimizer

Evaluation version 1.23

Developed by Kai Chen

In cooperation with Maarten De Beer, Frederic Lynen, Pat Sandra from Ghent University,
Melissa Hanna-Brown, Paul Ferguson, Laure Hitzel from Pfizer Global R&D Labs Sandwich
and Bischoff Chromatography.

This evaluation version can be downloaded free of charge from the website of Research
Institute for Chromatography (RIC) or Bischoff Chromatography.

http://www.richrom.com/
http://www.bischoff-chrom.de/
http://www.poplc.de/

(c) 2009-2010 Pfizer Analytical Research Centre, Ghent Univeristy. All rights reserved.
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