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1 System Overview

The Shimadzu Nexera preparative HPLC system at BioPACIFIC MIP enhances the conventional
UV-based fractionation process of prep chromatography by incorporating an inline single quadrupole
MS detector (LCMS-2020). This integration enables direct on-line mass spectrometry, ensuring the
collection of only the fractions containing the target compound and potentially eliminating the need
for subsequent offline MS analysis. The system is equipped with a 6-way switch valve, allowing for
automated switching between 3 semi-prep columns (19 mm ID) and 2 preparative columns (50 mm
ID) that can be installed simultaneously. Column selection is conveniently controlled within the
programmed method. The schematic below illustrates the overall system layout.
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The preparative HPLC system operates with each prep pump supplying a single solvent to a
15 mL inline mixer, ensuring homogenization of the mobile phase. Each solvent is sourced from a
4 L solvent bottle, situated below the instrument on the floor. Samples are introduced through the
injector and undergo separation by passing through one of the prep columns located in the column
closet. Eluting peaks are analyzed using a dedicated UV-vis detector (referred to as Detector A).
A small portion of the preparative stream is diverted to the MS detector for analysis through an
inline splitter. Fraction collection can be performed manually or triggered automatically by the
UV-vis detector.
In general, running the HPLC involves six key steps:
Start the software and prepare the instrument.
Design a separation method for the compound of interest.
Prepare the sample for injection.
Configure and execute a batch run.
Clean the columns and shut down the instrument after use.

6. Analyze the obtained data and export as needed.

These steps, along with other important aspects like solvent and waste management, will be further
explained in the subsequent sections.
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2 Check the waste container

Always check the solvent level in the receiving waste container prior to beginning a run. When the
waste container is full, transfer the container to the hazardous waste pick-up area and check that
the waste label is properly marked. Install a new waste container with a hazardous waste label
attached. Depending on availability, three different types of waste containers are able to be used
with the instrument.



In the left photo, tubing is connected via a hose barb adapter for the container shown. The
middle photo shows a reusable white 9 L container provided by EH&S that should only be used for
HPLC eluent waste. The right photo shows how to connect a recycled 4 L solvent bottle as a waste
reservoir. Spare caps, with drilled holes for inserting the waste line, are located in the secondary
containment tub.

3 Solvent preparation

This section describes how to prepare additional solvent containing 0.1% additives (formic acid or
TFA) as needed. LCMS grade formic acid is stored in the refrigerator. LCMS grade TFA is stored
in the same tub as the prep solvents on the floor to the left of the instrument. To transfer TFA or
formic acid, use a disposable 1 mL syringe as depicted below.

The prep system uses 4 L bottles that are located on the floor below. Unopened 4 L bottles
of LCMS grade acetonitrile or water are stored in the blue or yellow flammable cabinets located to
the left of the instrument. To prepare a 0.1 vol% solution of TFA or formic acid, simply open a
new bottle and add 4 mL of TFA or formic acid, using the disposable syringe. Remember to label
the bottle appropriately indicating the additive used with a sharpie.

4 Start the software and power on the instrument

Each user will clean the columns that were used in their method and shutdown the instrument
before leaving. When approaching the HPLC, it will be in a sleep state and look as such:



Double-click the Lab Solutions icon wsm on the computer desktop to open the software.
Login user ID is “Admin”. No password is required. Click OK.
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Start the preparative reoicus real-time analysis program by double-clicking the icon listed
under Instruments.
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After double-cliking the preparative e icus icon, the real-time analysis program will open to
the following screen. Click and the four icons {a &5 & to ready the instrument.
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5 Purge the prep pumps

Switch the B solvent line from the 4 L pure acetonitrile bottle to the 4 L bottle of acetonitrile with
0.1% TFA (or formic acid) additive. Check that there is a sufficient amount of solvent in both the
A and B bottles for your runs. If necessary, prep additional solvent (see section .

Purge the A and B prep pumps until any bubbles observed upon purging are removed. To
purge the solvents, open the front door of the pump modules and turn the handles of the black
valve counterclockwise to open the purge valves. Press the purge button.

Watch for any bubbles in the lines and let these pass through the piston heads of the pumps
for removal. Press the purge button again to stop purging. Remember to close the black valve
finger-tight. Do not close too tightly or you may damage the pump.

6 Prepare the samples

Always filter samples using the provided disposable 0.45 ym PVDF or PTFE syringe
filters. Jars of the mobile phase solvents with TFA and formic acid additives are provided near



the instrument to prepare samples for injection. Samples should be dissolved in 100% aqueous
solution. If the sample is insoluble in 100% water, add organic modifier (acetonitrile), but keep it
to a minimum. For more hydrophobic samples that are poorly solvated in water rich solutions, the
hydrophilic PVDF membranes are recommended.

Prep injection volumes can be varied between 100-2000 pL. Sample concentrations and in-
jection volumes should be tested to determine the max sample load where adequate fraction purity
is still achieved. It is best practice to maximize sample concentration rather than opting to inject
a larger volume of a more dilute sample. As one example to note, peptoids have been purified with
a sample load of 60 mg (e.g., 1 mL injection of a 60 mg/mL solution) on a 19 mm ID column.

Place the filtered sample in an open vial onto the prep injector tray, noting the tray number
and labelled position number of the vial.

7 Purge the prep injector

Return to the software and expand the control window of the system by clicking the icon with an
up arrow as indicated in the figure below.
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To purge the injector, simply click on the designated icon shown below. The purging process
will be completed in approximately 2 minutes.
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8 General considerations in the use of prep HPLC

While analytical chromatography focuses on developing chromatography conditions that optimize
resolution vs time, prep chromatography focuses on developing conditions that offer the most
practical balance of yield, purity, and throughput (i.e., how much material can be purified in each
injection cycle).

In analytical chromatography, small quantities of samples are loaded onto the column to
ensure that the amount of sample loaded does not affect the resolution. The amount of sample
that can be loaded without band broadening occurring depends on the size of the column. In
contrast, in prep purification it is common practice to exceed the sample capacity and “overload”
the column in order to increase yield and throughput. Prep chromatogram peaks are therefore
typically broadened due to column overload, and the resulting chromatogram is not as well resolved
as analytical chromatograms.

In prep chromatography, several fractions collected across the peak of interest are analyzed
for impurities. Based on the analytical results, fractions with little or no impurities are pooled
together. Fractions near the beginning and end of a peak which may contain significant impurities
are discarded. Choosing which fractions to pool and which to discard is a matter of balancing
purity and yield.

Prep chromatography uses large volumes of solvent and requires significant time. Therefore a
good workflow would use analytical chromatography to first establish elution conditions that give
the best separation. Fractions collected across the peak during a prep run will be re-analyzed by
the analytical method to determine maximum yield and purity for pooling. Fractions are usually
dilute enough to re-analyze on the analytical side without further dilution being necessary.

9 Create a prep method

Navigate to File - New Method File. Select Prep Method Template, and the Method
Editor window will appear, containing a series of tabs that represent the modules of instrument. It
is recommended to modify the tabs in the order presented. Some tabs may not require modification.



This template method applies a 5-95% B (acetonitrile) gradient over 45 min with a 3 min
hold to flush the column and 2 min hold to re-stabilize at the initial condition.

9.1 Pump tab

The pump tab defines the gradient that will be applied during the sample run. It will by default
show settings for pump B.GE1, which refers to the two prep pumps.

MS Inteface  Analog Output  Data Acquistion LC Time Prog. Pump  Detector A Column Oven Cortroller SubCortroller A AutoPurge  Inject
a
WeE] B.GET -

Stop time: 5000 min
Advanced (@ Simple

L1 8.Conc [1A.Cone End

100 B.Conc 950
80
&0 Start
% 50 —

Minimum: 0| psi Maximum: 4000 psi ‘

Flow rates ranging from 10 to 20 mL/min are suitable for the installed semi-prep columns.
To maintain a similar separation quality to analytical chromatography, the prep flow rate is scaled
to approximately 17 times the analytical flow rate, corresponding to the increase in column cross-
sectional area. Commonly used flow rate combinations include 0.6 mL/min for analytical and 10
mL/min for prep, or 0.8 mL/min for analytical and 15 mL/min for prep. Running at 15 mL/min
instead of 10 mL/min may enhance peak shape.

It is recommended to begin with an initial gradient steepness of 2.0% acetonitrile/minute.
Slower gradients can be employed to enhance resolution or purity based on specific requirements.
The gradient can be modified in Simple or Advanced gradient mode. Advanced gradient mode (see
below) displays the programmed gradient in table form. The example below narrows the gradient
to a smaller region (15-55% B) where the targeted compound elutes, thereby limiting solvent waste
and reducing the run time. The required holds at 95% and 15% B for 3 and 2 min, respectively, in
order to ensure the column is clean and ready for the next injection. To reduce the compositional
range of the gradient, modify the table entries and reduce the “Stop time” field entry in order to
shorten the total run time.



MS Inteface  Analog Output  Data Acquisition  LC Time Prog. Pump  Detector A ColumnOven Controller  SubController A AutoPurge

SisE] B.GET -

LS:op:ume: 2500 min |
—————————— — ® Advanced Simple
vk ~ R = E=]
100 |1 T [ I
80 2 2000 1000 450 55.0 ]
@ |3 2001 1000 50 95.0 0 I
S ls 2300 1000 50 950 ol
40 b [ 3o [ 9so] 59 I
20 l? ______________ l
0 000 5.00 10,00 i 15.00 20.00 25.00
Flow: 100 mumin -
AConc 850 %
I BConc 150 % | Boune 0
_________ -

[ Minimum:

Maximum: 4000 psi

9.2 MS tab

Important: Only use positive mode for solvents containing TFA or damage to the MS detector may
occur. In the MS tab, the acquisition time specifies over what time the mass spec will scan the m/z
range and record data, generating a chromatogram of the total ion current (TIC). The acquisition
time should equal the length of time required for the entire run, which includes time for the gradient
plus 5 additional minutes to wash the column and return to the initial condition.

MS  inteface AnaslogOutput Data Acquistion LC Time Prog. Pump Detector A CokmnOven Controler SubCortroller A

(S Seomenti0.000-50.000 | Segmente1 Acquisiton Tme: | 0 - [ mn +—This should match the entire run time — setting will update
E) Event1 scan(+) Acquisition Mode: |Scan o @postve O Negative based on inputin data acquisition tab (see next section)
Start mjz: 0 End m/z: [2000 «— Complete range is 10-2000 m/z
Scan Speed: ufsec Threshold: [0
¢ Event time of 0.2-0.6 seconds is recommended
Event Time: sec.  MigoScan: 0 u
Detector Voltage: (@) Relative to the Tuning Result () Absolute
kv
Interface Voltage DL Voltage Qarray DC Voltage Qarray RF Voltage
(®) Tuning File @ Default (0V) (@) Default (0V, (®) Tuning File
O| 45 kv 0|0 v | O v O| 80 v
Table >>

1M Program Edit Valve and MS Program...| | Adduct Ion...

In the above example, the mass spectrometer is set to scan over a pre-defined mass range of 10-2000
m/z and record full mass spectra. Additional events can be added to increase detection sensitivity
for a specified m/z, such as selective ion monitoring (SIM). To add a SIM event, right click on
Event1Scan(+) located within the left panel, and click “Event Add”. Change the acquisition mode
from scan to SIM and specify the m/z values of interest in Chl, Ch2, etc.



MS Interface  Analog Output Data Acquision LC Time Prog. Pump Detector A Column Oven Controller SubCe

- Segment10.000 - 50,000 | Seament#1 AcquiitonTme: [0 | - min

--E | Event1 Scan(+) . . . )
E Event2 SM(+) Acquisition Mode: | SIM i ®@positive (O Negative
Ch1 Ch2 Ch3 Ch4 ChS
m/z 945 444 0 0
DL Vokt. (V) 00 00 00 0.0
Qaray DC (V) 00 00 00 00
Qamay BF (V) 0 0 0 0
<

Event Time: sec.  Maosan: [0 |y

Detector Voltage: (@) Relative to the Tuning Result () Absolute

0 Ju

Interface Voltage DL Voltage Qarray DC Voltage Qarray RF Voltage
(® Tuning File @Default (0V) @ Default (OV' (® Tuning File

O 45 kv (O setData (O setData (O setData

Table »>

[CIms program [Edit Valve and MS Program...| | Adductlon...

9.3 Data Acquisition tab

The data acquisition tab tells the detectors over what time to acquire data and sets the frequency
of measurement for the UV detector. The LC Stop Time should equal the time it takes for the run.

For a 15-55% gradient applied over 20 min, LC Stop time should equal 25 min, since it includes
time for cleaning and stabilization of the column.

MS Interface  Analog Output Data Acquistion  LC Time Prog. Pump  Detector A

LC Time Program Acquisition Time (UV)

LC Stop Time: 25.00 min Sampling:
__________ b |

:[ Apply to Al acquisition time | | 200msec / SHz bt

__________ ~  StartTime: min
End Time: min

Click Apply to All acquisition time so this setting will be carried over and applied to all other
tabs (including the MS tab described above). It is not recommended to adjust the sampling rates.

9.4 Interface, Analog Output, LC Time Prog., Controller and AutoPurge tabs

For the interface tab, confirm that the image below matches the current settings in the method.

MS Interface  Analog Output Data Acquisition
Interface: ESI

Use Tuning File

E Use Drying Gas

Drying Gas Flow L fmin
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No changes should be necessary on the analog output, LC Time Prog., Controller, or AutoPurge
tabs.

9.5 Detector A tab

Detector A is the prep UV Detector. Choose the D2 lamp for monitoring wavelengths 190-370
nm or the W lamp for wavelengths 371-1000 nm. For monitoring peptoids or peptides, use a Chl
wavelength of 214 nm. Although two wavelengths (Chl, Ch2) are monitored, only the Chl signal
is used for triggering fraction collection.

MS Interface  Analog Output  Data Acquistion LC Time Prog. Pump ~ Detector A ¢

Model: SPD-40V

Lamp: p2 v
Polarity: + v
Sampling: 200msec / SHz N

Response: Standard v | sec

[ cell Temperature: c
Ready Check...
Wavelength

Wavelength Ch1: 214 nm
Wavelength Ch2: 254 nm
Output

Intensity Unit: Volt v
Auxiliary Range: 1.0 v~ AUN

Recorder Range: 1.0000

D Synchronize with Auxiliary Range

Recorder Settings...

9.6 Subcontroller A tab
In the Subcontroller A tab, select the same prep column for both valves in accordance with these
designations:

1. XBridge BEH C18 OBD Column, 130A, 5 ym, (19 mm x 150 mm)

2. XBridge BEH C18 OBD Column, 300A, 5 ym, (19 mm x 150 mm)
3. XBridge Protein BEH C4 OBD Column, 300A, 5 ym, (19 mm x 150 mm)

Method Editor (Instrument Parameters) o *

| [T Downioad |

Nomal | Advanced [~ EndTime 5000min Method | Untitied

Ms Interface  Analog Output  Data Acquistion LC Time Prog. Pump  Defector A Cortroder SubController A AutoPurge  Injector  Fraction Collector

Model: SUBC-vp

2-position Valve A:

2-position Valve B:

6-postion Valve C: [Fovaaan [~
Degassing Liit:

T oW

T DownloadandCose | |  Close e
Column 1 is recommended for small molecules and peptides/peptoids with < 15 repeat units.
Column 2 is recommended for larger peptoids/peptides. Column 3 is available for materials that

are highly hydrophobic and elute at excessively long retention times on Column 2.

11



Note use of methanol in lieu of acetonitrile may increase the retention time of more hydrophilic
peptoids/peptides. However, keep an eye on the increase in back-pressure when using methanol
and use this solvent sparingly.

9.7 Injector tab

Ensure that the prep injector is enabled.

Method Editor (Instrument Parameters) o X

Nemal [~ End Time : 50.00 min Method | Unfitled [, Download
MS inteface Analog Output Data Acquision LC Time Prog. Pump Defector A Controller SubCortroller & AuioPurge Iiector  Fraction Collector
Use Injector

Injection Settings

Sampling Speed: 100 ul/sec

Dispensing Speed: IZDD—| ul/sec

A #ir Gap Volume 200 ulL

Rinse Seftings

Rinse Mode: Both ~

Rinse Aspiration Speed: ISIDD—| ul/sec

Rinse Dispension Speed: 500 ul/fsec

BEdemal Rinse Volume: ’W‘ ulL

intemal Finse Volume [1500 ]

Rinse Dip Time: sec

[A Pretreatment Program Settings...

[[] Postireatment Program Settings...

[ Download and Close Close Help

9.8 Fraction Collector tab

The fraction collector tab specifies the parameter settings for fraction collection, which can be based
on three different triggers:

1. Peak-based fractionation: the fraction collector valve automatically opens/closes based
the observation of a peak in the UV signal.
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MS Interface  Analog Output Data Acquisition  LC Time Prog.  Pur
Method Parameter
Use Fraction Collector

Fraction Time: 2500 min

Detector A Time Program  Other

Use
Peak Detection Parameter ~
Slope
Use Slope
Front Slope: uV/sec
Back Slope: - uV/sec
Peak Shape: Unspecified ~
Level
Use Level
Level: uVv

Slope Disable Level %
3 o

Peak Collection Sensitivity:

Delay Time e

Time Program g

The example above shows default values for fraction collection based the UV signal, with the
“use” boxes enabled (checked) for both the Fraction Collector and Detector A.

2. Time-based fractionation: the fraction collector valve is programmed to open and close
at a specific retention time.

MS Interface  Analog Output  Data Acquistion LC Time Prog.  Pump
Method Parameter
Use Fraction Collector

Fraction Time: min
Detector A Time Program  Other
[] Perform Waveform Processing in the Lock Section
Time Command Parameter .

8.00 | ValveOpen

> 2 8.50 |ValveClose ~

3. Manual fractionation: during a run, the user manually opens and closes the fraction
collector valve based on the visual observation of a peak in the LC data output window. To

manually open/close valves, use these equivalent sets of buttons located at the top of software
menu or within the control panel, respectively:
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Note that there will be a time delay of ~11 seconds between the click and opening of the
valve due to the position of the fraction collector relative to the UV detector.
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The collection simulation window allows the user to confirm the appropriateness of the col-
lection starting and stopping criteria. This is best used by opening a data file generated during a
prep “test run” that involved only a small injection volume of 100 uL. Collection simulation is an
optional software feature used to tune the parameter settings for peak-based fractionation:

Caflaction Simulation

Click [Add] to add target peaks for preparative work to the detector
- 2
Simlatin Do B setee chromatogram.
Fractun Vome: |LL ml Simulate Floer Rate 100000 | ml/min
Fracton Simalation Result

— Peaks can be inserted by clicking to select the starting and stopping positions.
ime Frogram,

@ e
- Detector Cheomatogram
B oot

£ Vohime m

Peak
BmVabve Open 100,500 JRO1] I H I Ftensite 3411 mv]

W Delere 1

4 e
o om

3 Click [Reflect].

Preparative parameter settings for [Front Slope], [Back Slope], and [Level] are generated
automatically.

Fraction Trieesr
Stwer  (Chl OR ChD
Erd  (Chl ORCh2

Frantion Simulation Pt

(]

[OeA [aiD_| Tire Program | Ctbes

In some cases, peaks that were not specifically added are identified by selecting ¥ L
peak starting and stopping positions. Pesk Detacton Farameter

If unwanted peaks are recognized, use Lock/Unlock peak integration commands

in a time program to ensure peak integration does not occur for the unwanted
peaks.

00 ST

¥ Sogs Qasable Lol (0 %

Pesk Colection Senstnite (3 = 1

Delay [ime (Dstocioe F ek 080 s . — e
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To use collection simulation to tune the parameter settings for time-based fractionation:

2 Select the time program to add and select the chromatogram range in
preparative simulation results.

@ HInt  + peak integration Lock/Unlock commands cannot be added to intervals with the same
command alresdy specified.

= Added programs can be deleted wsing mouse operations.

Cslnction Sulation

Smmition Cata Lo amp AUV FID e o ) Siteg
Fiacten Vhme  HB sl Goists Pom Rate N0 slime
Fracton Samuistion Best G Time Fromas
o
A 1 1 | Vony TWY  [ J
Traston
b e
E | | 08 Vit Opin

| W e

e |

Colloction Simudation
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Fracton Yelsme HE sl Gewise Plow fale 00 slimin
Framtion Semilitan Fedult Tems Progras
. Lock
TR F Y s )
x J Fracton
[

Zn Valve Qe

: |
_’_‘”JL Jl.lk, _ﬁwh_ W v

3 dlick [Reflect]. ‘

Time programs are generated automatically based on preparative parameters.

Time programs added based on preparative simulation results are applied to preparative
parameter time programs.

Fraction Treesr
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Fraction Smuistion st
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9.9 Download and Save the method

Once all the method tabs have been reviewed, click st ) 4 qownload the method to the
system and exit the Method Editor. Save the method to your data folder by navigating to File —
Save Method File As...

Create or locate your folder in the C:\LabSolutions\Data directory and name the method file
such that the method is well-described. The filename “prep_5-95ACN_45min_coll.lem” has a good
naming structure because it indicates a prep method employing a 5-95% gradient of acetonitrile
over 45 min using column 1.

10 Run a prep sample

Ensure that all collection test tubes are clean, empty, and in place on the fraction collector. Check
the rack status in the software, and clear the racks in the control panel of the fraction collector if
necessary (see below).
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10.1 Set up a batch

To run a sample, select “Real-time Batch” located under the main menu.

=ix
| Main__

£
" -]
3]
System
Configuration

ERECELE

System Check

|
A
£}

EE]

Acquisition

: L K

~ Realtime Batch P

Create a new batch file, by clicking File — New Batch File. Select Prep Batch Template.
Fill out the table with line entries for each injection/sample. It is recommended to include at least
one blank injection (using vial position “-1”) to condition the columns prior to a sample run. To
insert (or add) a row, highlight a line entry and right click. Select “Insert Row” (or “Add Row”).
Input the following information for each sample/injection as defined below.

od Fies \Prep_30-60ACN_20min_cold Jem
| od Files\Prep_30-60ACN_20min_col4lom |

These inputs will default to method values if left blank

e Tray Name and Vial# = position of the sample vial in prep injector tray. “-1” vial number
results in no injection, i.e.“a blank sample”.
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e Sample Name = name of generated data file.
e Sample ID = entry not required but is appended to the filename when used.

e Method File = check that this path matches the name of the method created (or other
method file you would like to use).

e UV Wavelength = the wavelength of absorbance used to trigger collection based on peak
detection in signal (otherwise uses Chl specified in Detector A tab of method file).

e Level = specifies the level in used pV for peak detection in UV detector output.
e Fraction Vessel = sets the starting (or ending) rack or tube to be used in fraction collection.
e Divide Volume = volume used for each fraction collected. Setting range is 0-25 mL.

Preparative columns are more sensitive to changes in pressure than analytical columns. There-
fore, a batch should never use two different columns in a continuous sequence of runs.
If pump flow is not stopped before switching columns, the column can be damaged. Please contact
BioPACIFIC MIP staff if you need to switch between columns during a batch run, and they will
help you set-up a transition method.

To start the batch, highlight all rows to be run, and click the green play button ® . Confirm
the batch execution range and click Start.

Folder: C:\LabSolutions\Data

Select Batch Execution Range X

Execution Range

O All Rows
(® Selected Row(s) | 1-2 ‘

Save the batch file in your folder using an informative filename such as the date. The batch
template is preconfigured to automatically shutdown the pump at the end of a batch in order to

save solvent. If the pump is shut-off at the conclusion of a batch, click to re-activate the

pump. Remember to stop the pumps at the end of a batch by clicking 0 | should
they fail to turn off automatically!

During a run, the data can be monitored in the LC, MS, or All viewing windows/tabs.
To change the display, right click on the window to modify the “Graph Properties” or “Display
settings”.
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LC Running Time: 171.24 / 50.00 min LY Channel 1(214nm): 3333my

mV(x1,000;

Max Intensity - 4,000,000 psi
[UV Channel 7 214nm(1.00) Tme 164573 T

inten. 4,000.000F ~

415 2000

syl F17s0

F1s00

F1250

1000
(UV) Slope Test
e F7s0

Base Shift
2901 Base Shi Feoo

385 F2s0 v

Normalize %
r T T T T v v T v Display Settings... T r T T T T T 10

156.0 157.0 158.0 159.0 160.0 161.0 162.0 163.0 184.0 168.0 169.0 170.0 1710 1720 173.0 1740 min
< Graph Properties...

nt Edt instrumert.

12 Parameters B4 Baselne Check 31 Deta Ay

End Time: 50.00 min @©  Time Program Method File:  Untitled

10.2 Modifying a running batch

A running batch can be paused to edit the Batch Table. To pause a batch, click the m (Edit
table/Restart) icon. Set the row where the batch should pause and click OK.

Pause

Drata acquisicion will be paused at line. q =

Dzka acquisition of the specified line wil be waking to skart,
You can edit the batch table From the specified line.

| ot || tacel | | Hep |

Data acquisition will stop at the selected row. Add, insert, or delete entries in the batch
table by right-clicking on the row and selecting the row action. Do not delete entries that have
already ran. Click the save Bl button on the toolbar. Click the I (Edit table/Restart) icon to
resume the batch.

10.3 Early termination of a run

Data acquisition can be stopped at any time by selecting either stop icon Ef or 9’ . Check both boxes
and click OK to end the run immediately. Remember to flush the column with 95-100%
B to remove any residual material remaining on the column before continuing with
subsequent injections. This can be done in the control panel by changing the Pump System A
B. Conc:

19



Pump Injector

1
— @ ———— MiE —

(—
‘_d-fﬂPump oN | j' Purge ‘ ‘ _15 Rinse

Instrument Monitor
Pump System A Mode
Binary gradient

Pump A Pressure

675 psi
Pump B Pressure
700 psi

Pump System A Flow ax Injection Volume
10.00 mL{ Change Instruments Setting X

Pump System A B.Conc Pump System & BConc
1000 | ‘

Pump A Degassing Unit ] Apply to Methad
Not Conn_.. kP4

OK Apply Cancel
Pump B Degassing Unit
Not Conn... kPa

Click apply and allow the pump to continue to run for ~3 min. Remember to turn off the
pumps after flushing the columns.

10.4 Clean the columns and shut down the instrument

Each prep column used should be flushed with 10 column volumes of pure acetonitrile and stored
without TFA. To automate the cleaning procedure, so-called shutdown methods have been created
to facilitate cleaning of each column and shutdown of the instrument.

To start the shutdown procedure, switch the solvent line of prep pump B back to the bottle
of pure acetonitrile. Ensure there is sufficient solvent for the cleaning procedure (~400 mL per
column). Add one entry line to the batch table for each column that needs to be cleaned. The
example below shows an entry for cleaning prep column 4:

Folder: C:\LabSolutions\Data
Analysis | Tray Name | Vial# Sample Name Sample ID Method File Data File Inj. Volume
1 1 -1 No Injection_system wammup Iutions'\Data‘\Morgan‘\Method Files\Prep_30-60ACN_20min_col4 lcm (Auto Filename) 10
2 3 2 MWB_1-35 500ul Iutions'\Data\Morgan‘Method Files\Prep_30-60ACN_20min_col4 lcm (Auto Filename) 500
z 3 -1 clean_column_4 C:\LabSolutions\Data\Method Templates'\Prep Shutdown Col_4lcm [® (Auto Filename) 500

The tray name does not matter. The vial# must be -1 so that no injection occurs. The method
file selected corresponds to the column that will be cleaned. Shutdown method files are located in
the method templates folder.

Next, right-click within the batch window and navigate to settings.
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Folder: C:\LabSolutions'\Data
| Analysis | Tray Name | Vial#t Sample Name Sample ID Method File
1 1 -1 No Injection_system warmup lutions'\Data\Morgan‘\Method Files\Prep_30-60ACN_20min_col4.lcm
2 3 2 MWB_1-35 500ul Iutions\Data‘\Morgan‘\Method Files\Prep_30-60ACN_20min_col4.lcm
3 3 -1 clean_column 4 C:\LabSolutions\Data\Method Templates\Prep Shutdown Col_4lcm %

Fill Series

Fill Down

Cut

Copy

Paste

Copy Entire Table

Clear

elect Ro

Select All

==[E Copy Row
Add Row...
Insert Row

te Ro

Restore row to not-executed
Table Easy Settings...
Summary Settings...

Open Data File...

/ Edit Method...

57 Edit Report Format...

@ Settings...
£5; Table Style...

Within the shutdown tab, fill-out the boxes as shown below and click OK.

Shutdown x

Shutdown

[ shutdown Method File:

C:\LabSolutions'\Data\Method Templates\Prep Shutdown Col_5.k i

Cool down Time: 0 | min

(After the shutdown method is downloaded, the codldown is performed
during the cool down time, After the cool down time passes, the
shutdown is performed.)

LC

B Degassing Unit Off
LC Pump OFf

[/ LC Detector Off

[[] Power Off after shutdown

Ms

W 1G off

[ Mebuizng Gas OFf

[ DL Heater OFf

[ Heat Block OFF

A Dry Gas Off

o] e | o

Save and start the batch for the shutdown method. The system will now proceed to clean
the column (~ 20 min) and then shutdown automatically.
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11 Analyzing the data

Quantitation uses chromatographic data to determine the amount of a given component in a mix-
ture. There are several types of quantitation methods commonly used. This section covers the
very basics of data analysis, utilizing peak area percent obtained from an integrated UV or PDA
chromatogram as a rough estimate of the relative amounts of analytes present. This method as-
sumes that the wavelength absorbance properties of all compounds observed are equivalent, which
is likely not a valid assumption. The MS data is used only for mass confirmation of the observed
analyte.

Other more in depth methods of quantitation require the use of internal and external stan-
dards and are not commonly employed in the routine analysis of newly synthesized materials. For
more information on these types of analyses, refer to the manufacture manual entitled “Operators
Guide (LCMS Edition)”.

11.1 Postrun program for analysis

Select “Postrun” from the LabSolutions Main window.

Uil LabSolutions Main (System Administrator) - [m] X
File View Window Help
@7

s o

[metrumente Browser

FozirLin

)

Adrmiristration

il

Run Quant Browser Program.

Drag-and-drop a data file onto the Data analysis window from the Data Explorer sub-window.
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11.1.1 Viewing operation tips

( 1\
V Tios About viewing operations
oXe = Soarertil B Pea s Somala] Sronen 4T
Q.",An area on a graph can be T SR T
zoomed and displayed by oo E!:EL:““T”“"‘"“
dragging over it with the -m .
mouse. o .
By right clicking on a - 4 Les
graph, [Initialize Zoom] DBAnAR AN/ AIF NARAF AR RAICARIN AR RSFORRATRAN == MY
and [Undo Zoom] can be o Eveni® 1 ScarE+) Rel. Tme :[4.767] ScanH: 1237] i =
selected. s
: :9/,',,. The display factor of the
£, Drag the frame border to 8 intensity axis can be
change the relative size of =, incremented or decremented.
each view. s mme s amo awe s weo  wEe mk |
- J

11.1.2 View MS chromatogram and spectra
For analyzing MS data, click [MS Data Analysis| under the [Main] window.

[ File Edit View Method Qualitative Quantitative Layout Tools Window Help
s <6 ([He(EIE? (»(Zes= (85| R%R|F | =@

B Chromalogam View

Filename
1) Samplel 7/9/2
b Tutorial Std0l  1/217:
o Tutonial_Std02 172/
Tutorial Std03  1/21/:
Tutorial Unkol ~ 7/9/.
“ Tutorial Unk2  7/97:

Data Analysis

EER

o=

To generate a spectrum, double-click the time point in the chromatogram. Click the arrows
for “peak” or “scan” to move the spectrum extraction line to the next peak time or by the next
preset scan unit.
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Double click on

the chromatogram.
B Chromatogram View Segmentiil Peak[« Scanfa[a] Segment ][
[Melhod File Name]
Max Int 16,782,648
EUED] Tme | 5356 Se—&lozg m:"rc:nsny 1,125,858 . SezalEm

RIS [Driginal Method File Name]

- Scanlem
5000000 [Sample Nare]

@

40000004 [Sample ID]

g £/19/2003 12:25:05 P

3000000 5
[Acq_ulred by]
2000000 - Admin
[Date Acquired]
30 35 40 45 50 s's
I

1000000
T T T y T
0.0 0.5 1.0 1.5 20 25 min
L 1 [Sample Type]
B Spectium View [Efstack ) illo iy
Display Eventl: 1 Scan(E+] Ret Time : [4.767] Scanfl (287
Inten.(x1,000,000) Base Peak: 340/4,577 914
Segmenti#1 5.0 E Abs. Inten. Rel. Inten.
0
[Z]Event1 Spectrum Type 4.0
[V] Centroid
[Cprofile 3.04
Qverlay
Absolute Inten. 2.0+
@ Relative Inten,
e
2 217 2
00l 239 261 29% 324 2 e @
200.0 250 2500 275.0 300.0 3250 350.0 3750 miz

Double-click the m/z in [spectrum view]| to extract as a chromatogram. The chromatogram
of that m/z is added to the [Chromatogram View].

o &| <k ([RR[O=dE? i»/Fsw 2k RBR|HE =@
izl

x| -lx
[ Main__| [Folder: B Chromatogram View Segmentl Peak[a]2] Scan[a]js] Segment <]
| mwsData | ([ pataprojects - Max Intensiy : 6,782,648 gf:ﬁ':“ﬁb el
7500000TIC(+) Time Scan# Inten. - :
Mg Filename Modifi 40.100+) [Diiginal Method File Name]
Scanlom
. [ Samplel 7/9120{ can
a1 [ Tutorial staol  1/217| || soooo0o] [Sample Name]
.y Tutorial Std02 /2172 [}
- o Tl Se03 12172 [Sample ID]
o —yTutorauniot 779720 | | 2<o000o
I Tutorial_Unk02  7/9/20¢ [Acquired by]
3 Tutorial unko3  7/9/20( ~ Adnmin
[ Tutorial Unko4  7/9/2 - % [Date Acquied]
Y Tutorial Unkos  7/9/2 . £ i 7 : : : H : H H 6/19/200312:25,05 PM
0.0 05 10 15 20 25 30 35 40 45 50 55 min
. — ] [Sample Type]
B SpechumVew B o

E Display Eventit: 1 Scan(E+) Ret Time : [4.650->4.867]{3.883->4.433] Scan# : [280->293}{234->267]

Segment#1 Inten.(x1,000,000) Base Peak: 340/3.901
m'z ~ 35800 Abs. Iy 0 Relnten. ] .
' o Double click
[V|Event1 Spectrum Type

[7] Centroid 204
] Profile

Absolute Inten.
m @ Relative Inten.

Alternatively, to add extracted chromatograms of other m/z values to the chromatogram
display, edit the MS Data view parameters sub-window under the MS Data tab as shown.
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EBEEEELE 2

IS Diata View Parameters x
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o SpectuVen [CE=m] [
Diplay Eventh 1 ScaiEs) At Tre: (46534 gﬂuzmsom !
rten 01,000 000)
soamaneL .
. ] Drag the mouse over the time span to
Eventt
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7
& =
5
0| [ v
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B Chomatogram View Scan Segmenitl] B Pesk[e[r] Scans| ] alr
2] = Time 0063 Scand 14 W STER| A [Method Fils Hame]
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20000000} & - Ar
& [0siginal Methad File Name]
i B 2 pre_5-956_alknin_basic ke
10000000+ = v
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L5 St g MwE_1-108
Tie 13000 Scans 2607 Wien T A [SamplelD]
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The spectrum display can be improved by subtracting the background MS spectrum from the

averaged spectrum:
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to7) - [MS Data Acalysis <

alysis (Gysiem Admin

|iUZ Fie Edit View Method Qualitative Quantitative Layout Tools Window Help

[=[=][x]

Drag the mouse over
the section of the
chromatogram to be

Q“ This display indicates subtraction of the averaged spectrum
between 3.883 and 4.433 minutes from the averaged spectrum
between the retention times of 4.650 and 4.867 minutes.

11.1.3 View the UV data

main sub-menu on the left. Select the ™

to “** mode to reflect any changes.

igPalonEndad > i»2aw? HR|E ED
sl |———— =
Foder: G | [ Censtoganien Peak[a]n] Seat]r] seoren 4
.. DatalProjectt - Nex hienaity : 6,782,548 ch::":g“ﬁb pland)
T Tirs 4% ek T Fer 5
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5 Tutorial Unkd3  7/9/20( 20000004
D B |
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00 05 1.0 15 20 25 30 35
I
B Spechumview selected
Display '
Sagment#L
¥ EvertL Soectrum Type:
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[Crrofie
Overk 2
Absolute Intery

500 2750 mz

L]
To view the prep UV chromatogram in post-run, click “Data Analysis” icon EZEE located in the

button to modify the Chromatogram, and then return

O Chiomatogram View

[Method File Name]

mv Max Intensity : 785,370 % ¥
75040V ChiZtanm] Time. ten, o T prep_5-95ACN_45min_cold em
A et [Driginal Mathod File Name]
s00d prep_5-954CN_d8min_cold om
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M
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venestim 8 cend [Date Acquired]
1754 /1472021 1:34:48 PM
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[Comment]
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Feso g
100] Ui Voame]
75] Wi
925
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3
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v
ey, G Al oA BAA AL Y ad v v o 1280
T e L A AR A A T 7 T
0o 2s E) 7 100 275 30,0 325 350 375 400 425 450 5 mn
8 ¢ Resuls View - Peak Table 8 © Method View - Peak Integration Parameters 3Vien| @ Edt
PeakTable Compound Group Calibration Curve Integration Identification Quantitative Compound Group Performance Custom QC Check Retention Index
Peakit | _Ret_Time Aca Height ~
s Channel: = >
213 T35468. 7580 anne v -ch1 (2140m)
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255 273171 15461 gorithm: Chromatopac Copy to AllChannels
624 126915, 9571
876 195681 14121 width 5 sec
a1 434239 20801
] 2000
316 50439 22546 Slope: uvjmin
228 33432, Drift: 0 winin
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7683 306482 17532 054 Calaatedby: (© Ares Height
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599 315247 20970, 084
752 251651 19543 866
268 [ S0011[ 238 v
<[5 \UV - Ch1 214nm) £_UV-Ch2 210
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11.1.4 Modify the integration parameters

In edit mode, under the integration tab, select the channel of interest. If necessary, reduce the
number of peaks included due to noise in the data by increasing the [Slope] or [Min. Area/Height]
by a factor of 10.

Multi Chrom Integration Identification Quantitative Compound Group Performance UV

Channel: Ch1 214nm w

Algarithm: Chromatopac ~ Copy to All Channels

Width: D sec —l-
Slope: 1000 uV fmin =
P Y .,mbfr;m

Drift: 0 uVfmin

T. DBL: 1000 min Moise/Drift Calculation. ..

Min. Area/Height: | 1000 counts Advanced

Calculated by: @ Area (O Height

[Jaute Max. Peak & counts Relative to Main Peak | 1

[Jregister Spectrum to Table

vy

To prevent integration of extraneous peaks at early or late times in the run, click ™ and
fill-out the table to turn off integration for specific regions:

mau Max Intensity : 340,871
o -~
300
2004 &
] g
1004 g
1 -
] T
&+
E L
1004 g
0.0 50 10.0 15.0 20.0 250 30.0
A R A s J I A S Ly e A A N A B
Time(min) Command Value | Ok ]
[v] 0.000 |IntegrationOff |
[ 5.000 Integration©On | = =
[V] 0.000 0 Load Data...
Simulate
Help

These steps are generally sufficient for processing. Press the help button to learn more about
peak integration commands if desired.

11.1.5 Export the data

To export the peak tables, UV chromatogram, MS Chromatogram TIC, and MS Spectrum, go to
File — Export Data — Export Data (ASCII Conversion). Select the Output file option and
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check the boxes for the desired output options (peak table, chromatogram, etc.) to save the data
as a tab-delimited .txt.
Note that no MS spectrum will be exported if it has not been registered. To register a
mE
spectrum click “register spectrum to process table” icon 5 located in the top menu bar.
11.2 Data Browser

Open Data Browser to display chromatograms and spectra from multiple data files for comparison
or to overlay data from different detectors.

% Double click |

Adrriristration

2

fanual

= |
11.2.1 Comparing multiple files
1§ Browser (Systi SEAREy/Es R E w2 || &
| se goe v 1'—' T e =
[mIETENP Lf
= Indicates type Cells are grouped as being
of data cell from the same data file by
Click here if no cells the cell number. Click to
are apparent upon change.

opening software

—

Then click and drag
files into cells

a = Wi 73

Within Data Browser, data files are opened by drag-and-drop from the data explorer window
to the display cells on the right. To change the type of data displayed in each cell, right-click the
cell and select “Change data type”.
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L
Use the layout property icon to change the row x column arrangement of cells. To add

= I 1 1
—:—t % 4 <-><|

a row or column to an existing layout, use the icons on the top panel.

Cells are linked by their cell number shown in the upper right-hand-corner of each cell. For
example, cells labeled with “1” will correspond to the same opened file, and cells labeled “2” will
correspond to a second open file. Click on the cell number to change it. Drag-and-drop files to the
different sets of cell numbers to view multiple files simultaneously.

11.2.2 Overlay UV and MS data

This section describes how to use a layout template to overlay UV and MS data for a single prep
data file:

1. Go to the menu Layout — Open Layout File.

2. Select the layout Prep.lyt from the Browser Layout Templates folder located on the Desktop.
Drag and drop a file from the data explorer window to the display cells on the right.

3. Double-clicking within the PDA chromatogram will generate the mass spectrum for that time

lh 1=

point. MS spectra can also be averaged or background subtracted using the same icons

described in section [1.1.2

4. The auto-integration parameters can be adjusted (if not done previously performed and saved
in post-run analysis), using the Integration tab of the Data Processing Parameters window.

my

Data Processing

The B&ESSN icon is found in the data browser menu on the left-hand side.

5. To overlay the UV and MS data within the same window. Right-click on the MS chro-
matogram and open “Display settings”. Navigate to the “LC Settings” tab and check the
Disp. box. Click OK. The MS and UV chromatograms are overlaid.

11.2.3 Layout Templates for comparing multiple files

Three additional layout templates have been pre-configured to assist in comparing of multiple data
files:

1. Analytical Comparison.lyt compares the chromatograms and spectra of two analytical
data files.

2. Prep_Comparison.lyt compares the chromatograms and spectra two prep data files.

3. Analytical _Prep.lyt compares the chromatograms and spectra of one analytical and one
prep data file.

Click on the menu Layout — Open Layout File. Select the layout from the Browser Layout

Templates folder located on the Desktop. Drag and drop files from the data explorer window to
separate cell windows labeled “1” and “2”.
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