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HPLC Cloud Software Set-up
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i

Manufactured by Newcrom Co. division of SIELC Technologies, Inc.

E: mail@sielc.com  Ph. +1 (847) 229-2629

Introduction

HPLC.Cloud is the very first and only HPLC software that is accessible via the cloud.
SIELC Technologies’ Alltesta™ is an innovative instrument with a cutting-edge approach to
instrument control, data collection, data manipulation, and data storage.

Each unit of the Alltesta™ is directly connected to a secure cloud server via a local
Ethernet line or wireless network.

No installation or support is needed to gain access to the software as HPLC Cloud is a
web-based application where only a username and password are needed. Simply sign up
online to get started.

SIELC’s Power Tower module provides the connection to the cloud. It is a chromatography
data acquisition device that connects all the units on your account to the software. This
device allows you to access and control your laboratory from anywhere in the world, at any
time, on any device with only an internet connection needed.
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(This set-up can be done via any device that has an internet connection: phone, tablet, laptop, etc.)

1. In order to set up and connect your devices to the cloud, start by creating an account on the
website HPLC.Cloud. Click “Sign Up” as shown below:

—_N
HPLC
Cloud

Cloud-based
Software for
Chromatography

A free web app to run laboratory tests,
control injections, record chromatograms,
integrate peaks and estimate compounds

Chromatography - A technique of separating a mixture into
individual components. Can be made highly selective with

wariation in both mobile and stationary phases P Tl
° L m gy Flagyiee - ¥ -
e N

Cromite and Stream LC supported. x Fedyfiey) P ]

2. By clicking the [EFFTIIY button you will be directed to the Sign-Up page:

—_—N
HPLC
Cloud
+& Sign Up Log In
@ fma
o SWO symbols

€] Log In with Google
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3. Enter in the required information, click [EfAYY and your account set-up is complete.

4. You will receive an email shortly after confirming that your email has been registered with the
software.

5. After that is complete, login to your account and you will be taken to a screen that should show
this:

HPLC SlDevices @ Samples - Calibrations & Sequences O Cabinet

Cloud

Devices

No devices

(]

Jevice is a Stream LC data acquisition or Cromite

To add your device click the button above

To order equipment compatible with HPLC Cloud go here

6. To add your device(s) to the software you will need to click the ZaXe[sJdL:\%[=] button shown
above.

HPLC
Cloud




A

SIELC 4

7. You are now going to be shown the screen below, which will ask for the serial number and key
of your device. These can be found on the back of each power tower.

Scan Cancel

e Note: All units have been tested by SIELC. A message might pop up saying that
“these units belong to sales@sielc.com.” Just confirm that you want to delete them
from that account and transfer them to your own account.

8. Repeat steps 6-7 to add each Power Tower that you have to your HPLC.Cloud account.

9. Once you have added each device to your account you will be able to see them all by clicking
the Devices tab at the top of the screen.

HPLC S Devices & Samples + Calibrations & Sequences & Account

Cloud
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10. Now you can select the system that you want to use by clicking on the StreamLC/Tower (you
can rename each device by clicking on the serial number once you have the specific one
opened):

e If your device is not plugged in, it will appear ¢ Offline .
e Ifitis plugged in, it should appear

=] Example Alltesta + Offline
Stream LC T7OI-A3LF
=] Example Alltesta [ + Oniine |
Stream LC T7OI-A3LF

11. When you click on your device, it may look like the image below.

12. First, check that your firmware is up to date by clicking on the text starting with fv . If there is a
new firmware version, click L8l EICHNTA. Alternatively, click Remind me later to set an update
reminder.

—

=] Example Alltesta
streamLC T701-43LF w1227 @ RS

© Mew firmware version available (1.238) B Update now Remind me later

e

=] Example Alltesta
streamLC T701-23LF w1233 @  [ELiod

@ Successfully updated o 1.238 « DK

N

13. Once it is updated, click OK.
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14. To connect equipment (Autosampler, Pump, Detector, etc.), click on “Settings”.

Z

=) Example Alltesta o

Settings
Stream LC T7O0I-AZLF fwi 106

m

1
m
m
m

15. Select the devices from the appropriate drop-down menus (red arrows). The options are:
e Auto: This will automatically select the device.
e H(P/D/A)000000000: The letter in the 2nd position depends on the device (Pump, Detector,
Autosampler).

16. Input the Volume of your Mobile Phase (A) and Waste Containers (blue arrows). A standard
Alltesta container is 250 mL.

HPLC
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Settings
Pumps Detection
Auto f Auto f
B (gradient [] LED saving mode
Off % [] Analog signal
Injection Phase

{——

Auto auto Add B container  {——

[] Cambine injection and fraction collector

17. If you are using a gradient system (i.e. a system with 2 pumps), select the 2nd pump from the
Pump B drop-down menu and click “Add B Container” to enter the volume of the Mobile Phase
(B) container (green arrows). Using the gradient system will be discussed in the Injections

section.
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18. Once you add all the component devices, you will be able to see and control each device
(pump, detector, valve, etc.) that is associated with that respective Alltesta.
e Note: if your Alltesta™ Mini/standalone devices are not connected to the Power Tower, no
devices will be shown.

A Phases - Pump @ Autosampler 4 Detector
-, Working

MeCN/H20 - ... 25

" 5.50m [ srse econ |
250 mL

B Wash neadle

0 pi = Shake -
W -
0.00 miL/min 22
.

= Zero

19. In order to control the Detector manually (without a test/sample) there are 2 buttons highlighted

above in blue: Turn on LEDs and Zero .

e Turn on LEDs refers to the 4 different colored diodes that the detector has. Each diode
emits light with the maximum wavelength indicated. The image above shows a real-time plot
of a signal of all four available wavelengths.

e Zero allows you to manually “zero” all four signals at the same time. Note: The system will
always zero the detector automatically before an injection.

20. In order to control the Pump manually, you can click Start or Purge , highlighted in black
above.

e Start will run the pump with the current set flow rate. This is best used to quickly replace
the mobile phase in the pump.

e Purge will run the pump with a 4.00 mL/min flow rate. This button should be used only
after the purge valve has been opened on the pump. This is used to remove any air that
may have entered the pump barrel. If the valve is not opened prior to purging the system,
the pressure will build up and some of the tubing connections may pop out of their
connections. This can be fixed by refastening the tubing and fittings.

e Note: The Stop button will replace the Start button once the pump starts.

21. The two bottles highlighted in orange correspond to the Mobile Phase A and Waste Container
bottles and will show track the current volume in each bottle. If you added a bottle for Mobile
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Phase B in the settings for a gradient system, then a 3rd bottle labeled “B” will show as well.
You can update the volume for each bottle by clicking on the respective bottle, typing in the
updated value, and then clicking [FS4.

L Phases

MeCN/H20 -...

A 50 mL

200 mL
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the

top of the screen.

S .
HPLC
Cloud

2. Click on the New button to create your first sample:

HPLC
Cloud

Sa

mples

=] Devices

5] Devicas

10

SAMPLES

1. In order to set-up a sample to begin your testing, you’ll need to click on the Calibrations tab at

& Samples

& samples

+ Calibrations & Sequences B Account

+ Calibrations & Sequences 8 Account

&

+

= View Compare B View Archive
MNew

3. This screen below will now be prompted in front of you where you will be asked to detail your
sample. Fill in everything related to your sample and click [SE3aey.

Select the device and method you will be using for this sample.

We will explain in the “Injections” section how to create a “Method.”

In this example, we’ll be testing for caffeine in a sample of instant coffee. We’ll use the

device “Example Alltesta” and a method using a mobile phase of 10% ethanol, 90% water,

and a buffer solution of H;PO, at .3%.

&

Coffee

Instant Coffee

Caffeine;

Example Alltesta

EtOH/H20/H3PO4

- 10/90/.3%

HPLC
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4. Once you have filled out everything related to your sample, it will now be shown under the
“Sample” tab of the application.

HPLC =] Devices & Samples - Calibrations @ Sequences 6 Account
Cloud

S a m p le S = View Compare B View Archive N:w

-

o
o
ot
I
[t
m

L

Name Sequence Device Time

& Coffes 1 New Example Alltesta 12:05 PM

5. Repeat steps 1-4 to add as many samples as you'd like. Samples can be added at any time and
need not be done all at once.

HPLC S Devices & Samples - Calibrations & Sequences B Account
Cloud

S a m p le S = View Compare B View Archive N:-w

[=]
[t
]
(=1
IT
I
a|

Name Sequence Device Time
@ Energy Drink 1 New 12:05 PM
@ Tea 1 New Example Alltesta 12:05 Pt
& Coffee I New Example Alltesta 1205 PM
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You will be automatically directed to the method presets section, so click on My Columns in
order to get started:

Once here, click on New to set up your column.

You will now be prompted with a screen that will ask for all details about your column. There are
3 ways to input the column information.
a. Manual Entry : Manually enter the information found on the column label into the
appropriate boxes
b. Autofill via Serial: Type in the serial number in the “Serial” box and click the arrow
or hit “Enter” on your keyboard. This should autofill all of the column information into
the appropriate boxes.
c. Autofill via QR Code: If you have a camera attached to your device, click the
camera button and show the QR code on the column packaging.
Once the information is all filled out, click [t Ety. Note: Make sure to input a max PSI of 2000.

12
COLUMNS
. Click on the Account tab: f
— -
HPLG S Devices & samples % Calibrations & sequences 8 Account
Choud
B8 ™My methods H My columns 8 My info m Logout

HPLC
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Create Column

Column

Arirce7as (o] K

HPLC
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CALIBRATIONS

1. Calibrations are used to calculate the concentration of a compound in an unknown sample.

2. In order to set-up a Calibration click on the Calibrations tab at the top of the screen.

HPLC S Devices & Samples + Calibrations & Sequences & Account

Cloud

3. Click New to create a new Calibration.

HPLC S Devices Q Samples + Calibrations & Sequences @ Account

Cloud

+

Ca l.i b ra ti O n S = View Compare B View Archive New

4. Input the compound name you are setting the Calibration for and select the Device, Method,
and Column, then click [SEEaey. In this example, we'll be using a Caffeine standard with a
concentration of 1 mg/mL.

* caffeine
= 1 mgiml,
P
=] Example Alltests
B EtOHHZO/H3PO4 - 10/80/.2%

8 Primesap SB_Example /
v
Create

HPLC
Cloud




A

SIELC

5. Once the Calibration is created, it will appear under the Calibrations tab.

—

HPLC S ) Devices & Samples + Calibrations & Sequences
Cloud

Calibrations = ViewCompare W View Archive

.
o
[
iT
o
i)

Name Sequence Device

# Caffeine I New Example Alltesta

6. Click on the Calibration’s name (ex. Caffeine to open its page, seen below).

* (Caffeine

Calibration 3/3/202% 1 New

Device Example Alltesta 7
Method Caff-R1,no wash,5 ul [B #
Column  Newcrom R1 MR1-32.100.0310 [&

A

15

6 Account

New

Time

Mo injections for this calibration. Click Mew Injection to create an injection.

7. To start a new Calibration Injection, click [T S0 1)-

HPLC
Cloud
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8. Input the Vial location and Concentration (in mg/mL) information, then click [FE11d.
e Note: The Device, Method, and Column information should automatically populate since we
already input this info when creating the Calibration.

Injections + Mew Injection

~ 1

Setup new injection

Device and configuration

=1 Example Alltesta m

B EtOHH2OVHIPC4 - 10780V 3% /
S Primesep SB_Example E

HPLC
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9. After the scan is complete, select the peak of the analyte that you want to use for the calibration.
To do this, hover over the row of the desired peak and click Select .

Injections 1 + Mew Injecticn

~ 1
Standard injgction

C4

1 mg/mi
i
1 X

|: 5 = |‘: g 4 4

2,542 43,24

10. To see the Calibration, click “Injections” on the top left of the graph.
1 + Mew Injection

Imjections

HPLC
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11. You should see 2 graphs: One graph (left) showing the linear regression used to calculate the
calibration (peak area vs. amount) and the other graph (right) overlaying peaks of the various

standards used for that Calibration (see below where multiple standards were used).

* Caffeine

Device Example Alliesta
Method EIOHH2OVHIPO4 - 10/904.3%
Zolumn  Primesep SB_Example

|I'IjE'CT.i'DI'IS
# Amount, mg/mL — Peak, mAU=min Retention time Time
~ 1 1 — 43128 2.508 min A
a0 2 209 — F£FB0SS 2.510 min 45 4
sSummary
Response factor 1 mAU=min — 0.028277 mgimL
R-Zguared 1.000000
mAL
J L Tirme. _min

18

12. We will explain later in the “Sequences” and “Injections” sections how to utilize the Calibration to

calculate the unknown concentration of the compound of interest in a Sample.

HPLC
Cloud
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SEQUENCES

1. Sequences allow users to automate and group sample testing. While optimized for use with an
Autosampler, it can be utilized with manual injections.

2. To create a sequence, click the Sequences tab at the top of the screen.

S .
HPLC 5] Devices & samples - Calibrations & Sequences & Account
Cloud
3. Click New.
e N
HPLC S Devices & Samples + Calibrations & Sequences & Account
Cloud

&

+

S e q u e n C es = View Compare B View Archive New

4. Input all relevant information and then click [ eIty

@ Caffeine Test

= Testing for Caffeine in Coffee, Tea, and an Energy Drink

* Caffeine;

=3 Example Alltesta v

B EtOH/H20/H3PO4 - 10/90/.3% f

HPLC
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5. Created sequences will then appear under the Sequences tab as shown below.

HPLC 5] Devices & Samples + Calibrations & Sequences 8 Account
Choud

S e q u e n ces = View Compare B View Archive New

=

;:

T

I
3
(1]

Name Device Time
& Caffeine Test I Mew Example Alltesta 10:22 AM

6. Click on the newly created Sequence (in this example, Caffeine Test ). This will open up the
Sequence window.

@ (Caffeine Test 5

Sequence 3/6/2023 =] Example Alltesta I Hew

Testing for Caffeine in Coffee, Tea, and an Energy Drink

EtOH/H20/HIPO4-10/50/3%;  + New

m
[l
14
[l

Sequence Table

Samples /

+ Add sample or calibration

HPLC
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7. To add Samples and Calibrations to your Sequence, Click the Add Sample or Calibration
button as shown above. Type in the name of the Sample. To make this entry a regular sample,

click EENTALY; to make it a calibration, click [eEIY e a9t Repeat for each sample or calibration
you want to include in your sequence.

Samples

+ Add sample or calibration

8. To edit a particular Sample or Calibration, click on the sample name in the list.

9. To add an injection to the sequence, click Add Instruction for each Injection you want to do.

@ (Caffeine Test

Sequence 3/5/2023 =] Example Alltesta
Testing for Caffeine in Coffee, Tea,and an Energy Drink

EtOH/MHZO/MHEP04 - 10/90/.3%; + New

Sequence Table

+ Add instruction

10. To select a Sample/Calibration for an Instruction, click on the Name of the Sample for the
respective instruction and a drop-down list will appear of all available Samples and Calibrations.

HPLC
Cloud
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Tea
Coffes

Energy Drink

o © ¢ O©

Tea

Add instruction

11. Choose the Sample or Calibration you want to set for that instruction.

12. The Method you input when creating the Sequence should automatically be selected for each
Instruction.

13. To edit the current method, click on the method name. The standard menu or method editing will
appear.

@ (Caffeine Test

Sequence 3/8/2023 =] Example Alliesta

Testing for Caffeine in Coffee, Tea, and an Energy Drink

f EtOH/MHZ0/H3P04 - 10/90/.3%; + New

14. At the bottom are 4 options:
a. Save as Preset: Save the current settings as a preset method.
b. Delete: Delete the current method.
c. Save as New: Save as a new method within the sequence.
d. Save: Save and update the settings of the current method. Note: This option can
only be used if this particular method has not yet been used in an injection. Once an
injection uses this method, the only way to edit the method will be to Save as New.

Save as preset Save As Mew m

15. If you want to add additional methods, click + New .

HPLC
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@ (affeine Test

Sequence 3/8/2023 Z]Example Alltesta ! New

Testing for Caffeine in Coffee, Tea,and an Energy Drink

EtOH/MHZO/MHEP04 - 10/90/.3%; + Mew

16. Select the Method for each Sample as you prefer. If you have more than one method in this
sequence, you will be able to select the desired method from a drop down menu.

@ (Caffeine Test

Sequence 3/8/2023 Z]Example Alltesta ! New

Testing for Caffeine in Coffee, Tea, and an Energy Drink

EtOH/H20/H3P04 - 10/90/.3%5; + New

Sequence Table Only Binded

Sample name % Method

# (Caffeine EtOH/MH20/H3PO4
& Coffee EtOH/H20,/H3P04 -
& Tea EtOH/MH20/H3P04 -
@ Energy Drink EtOH/MH20/H3PO4 -
+ Add instruction

-10/...
10/...
10/...

10/...

%‘!i %a t

Al

Al

Al

Al

1

1

1

1

Start

Run

oo0n

23

Z

17. For each sample, select the vial location for the Autosampler to test each sample by clicking on
the vial location on the map that pops up. Alternatively, you can type in the vial location.

HPLC
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18. To set the number of runs for that injection, type in the desired number in the Repeat column.

Note: Entering 1 will correspond with 1 run for that instruction.

19. To prevent a particular instruction from running during the sequence, uncheck the blue box in

the Run.

20. To rearrange the order of the instructions, hover the cursor over the far left side of the

21.

Instructions until it is over the dots. Click and drag to the desired location and then let go of the
mouse to release the instruction at its new location.

Verify that all of the Instructions you want to run in this sequence are correct and in the correct
order.

22. Click to run the Sequence.

23.

# Caffeine EtOH/MH20/H3P04 - 10/... Al il
& Coffee EtOH/MH20/H3P04 - 10/... Al 1
& Tea EtOH/MH20/H3P04 - 10/... Al 1
& Energy Drink EtOH/H20/H3P04 - 10/... Al 1

To view the Injection results for a particular sample, click on the name of the desired Sample in
the Sample list. Alternatively, click on the Eye (which has now replaced the blue box) in the Run
column to view the results of that particular Instruction. If multiple injections were performed
during a particular instruction, you can cycle through them by clicking on the corresponding
number on the Sample page.

Injections 1 2

HPLC
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24. To pause a Sequence, click Pause. This will pause the sequence in its current Instruction. If the
sequence is resumed, it will repeat the current instruction.
a. For example, in the Sequence shown below, if the Sequence was paused during the
Caffeine instruction, resuming a Paused Sequence will repeat Injection 1 of the
Caffeine instruction. If 3 injections were called for this particular instruction and the
Sequence was paused during Injection 2, the sequence will resume the Sequence by
repeating Injection 2.
b. Pausing and then Resuming a Sequence will result in an extra injection for that
instruction.
c. Note: This will not stop/pause the current injection.
25. To Stop a Sequence, click [Tga. If the Sequence is resumed, it will start from the next
instruction.
a. For example, in the Sequence shown below, if the Sequence was stopped during the
Caffeine instruction, the Sequence will resume with the Coffee instruction. If 3
injections were called for the Caffeine instruction and the Sequence was stopped
during Injection 1, the sequence will skip the remaining 2 injections and start with the
Coffee instruction.

@ (Caffeine Test

Sequence 3/5/2023 D]Example Alltesta  » Executing

Testing for Caffeine in Coffee, Tea, and an Energy Drink

EtOH/H20/H3P04 - 10/30/.3%;  + New % /
n
Sequence Table Pause

#* Caffeine EtOH/H20/H3P0O4 - 10,30/ ... | Al » lofl @&

O Coffee EtOH/H20/H3P04 - 10/... Al 1

HPLC
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26. To stop the current injection, open the currently running Sample (either by clicking on the
Sample name in the Sample list or by clicking the Eye in the Run column) and click Abort. If the
Sequence was not already Stopped, then aborting will Pause the Sequence.

27. To resume the Sequence, click “Resume.”

@ Caffeine Test

Sequence 2/30/2021 5] Example Alltests

Testing for Caffeine in Coffee, Tea, and an Energy Drink

EtOHH2ZOMHIPO4 - 10/900.3%; + Mew
Sequence Table

Name Amount
Coffea
Tes

Energy Drink

» o ©C ©

Caffeine 100 %

+

Add instruction

Method

EtOHMH2O/HIFPO4 - 10/8...

EtOHMH2O/HIPO4 - 10/8...

EtOHMH2O/HIPO4 - 10/8...

EtOHMHZO/HIPO4 - 10/8...

F1

F&

AR

AS

Repeat

]

e & 0 ©

26
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1. For users with an Autosampler, continue below. For users manually injecting their samples, skip
to “Manual Injections.”

2. When you're ready to begin an injection using the Autosampler, first click on the desired
sample you would like to use (ex. Coffee):

Samples

Name

Z

& Coffee

3. Once the sample is opened, click on to begin:

e

Sample 3/58,/2023

@ Coffe

Injections

INJECTIONS

Autosampler Injection

= View Compare B View Archive

onis for this sample. Click New Injection to create an injectio

/

+ New Injection

HPLC
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4. You will now be prompted with this screen that will ask you for all information related to the
injection. Select the device, method, column, and vial. Once you have filled in all the info,

click E114.

e Note: Make sure you have the correct device selected on the first line before proceeding.

You will not be able to continue without selecting a device.

e Note: You have the option to add in a brief description of the sample as well.

Sample 3/6/2

e Coffe

Injections

~ 1

Setup new injection

&
%

Device and configuration

=] Example Alltesta

SN

2} EtOH/H20/H3P04 - 10/90/.35%

o Primesep SB

+ Mew Injection

HPLC
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5. Before you begin the injection, you will need to create the Method. Click on the Method name
(above). Below is all the information that needs to be filled out. Note: This entries below are for
this particular method/column/sample and can be modified for each experiment’s individual
needs.

Method o, Search and use preset

EtOH/H20/H3P04 - 10/90/.3%

= General @ General
= Pump

6.5
® Autosampler

= Processing
€ Report > Pump
@ Peaks

MeCN/H20 - 50/50

05 8

100 30

HPLC
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=== Detector

AlL
v

@ Injection

5 360

100

OFF

Processing

Auto baseline correction
Auto peaks

10 method doesn't change method presets that vou Lse Save as preset Revert m

6. To access a pre-set method, click on the search bar (above) at the top of the screen and select
the desired method.

HPLC
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When you select a method preset, it will fill in all the respective fields. Some fields do not require
an entry, including Pressure min, Pressure drop time, Injection delay, Needle depth, Intake rate,
Shaking mode, and Shaking duration. If left blank, some of these fields will run on default
settings (like Pressure min, Pressure drop, Needle depth, and Intake rate), and others aren’t
required at all. Fill in these fields and click to finish and use this method for your injection.
Alternatively, click Save as Preset to save this method to your list of Preset methods.

e The Flow Rate correlates to the internal pressure (higher flow rate = higher pressure, etc.).

e Enabling Save Pressure will allow you to track the pump pressure throughout the test.

e Alonger Injection Time can ensure all of the collected Sample Amount is injected as well
as helping to minimize noise in the data. You can set the Injection time (in s) to to equal the
Run Time to delay the valve switching until the end of the run.

e Injection Delay can be useful for ensuring the detector reaches a proper baseline before
the sample is introduced.

e Intake Rate sets how fast the Autosampler will collect the sample. The default setting is
10,000 uL/min. Generally speaking, slower speeds will produce more accurate results. See
the Index section “Autosampler” for recommended rates based on sample size.

Toggling on Wash After Injection is generally recommended
For most applications, you can leave Needle Depth, Intake Rate, Shaking Mode before
Injection, and Shaking Duration blank.

HPLC
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8. Click and the chromatogram will automatically present itself on the screen.
e Note: When injecting your sample, volumes between 1-10 L (0.001-0.01 mL) should be
enough for a quality result. Larger volumes injected may cause the sample to be too
concentrated, which, in turn, may result in overloading the detector.

e Coffe

Sample 3/6/2022

Injections

~ 1

Setup new injection

Device and configuration

=) Example Alltesta

2 EtOH/H20/H3P04 - 10/90/.3%

= Primesep 5B

+ Mew Injection

HPLC
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9. The image below shows the window that will appear when the scan starts. The shaded bars
labeled A and W (and B in gradient systems) correspond to the Mobile Phase volumes depicted
on the device’s home page. After a few seconds the page will update with the Pressure graph

and UV/Vis detector data.

@ Coffee

Sample =] Example Alltesta . Running

Injections

~ 1

Sample injection 7. Preparing
Device Example Alltesta Vial Al
Method — EtOH/H20/H3PD4-10,/30/3% 1B &
Column  Primesep SB [4
7 Injecting

- + Mew Injection

Stap

HPLC
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10. The image below shows a completed scan of a Coffee sample using an Autosampler.

¢ Coffee

Sample /30020 T Example Alltesta =% Share
instant Coffee

Caffaine

Injections 2 + Mew Injection

~ 2

Sample injection 5/30/2021 HMEF

Cevice Example Altesta Wisl A1
Method EtOH/HZOHZIPO4 - 100/810/.3%
Column Primesep SE_Example

2.699 11.881 — Caffeine

11. Now we will calculate the amount of the compound in the sample using the Calibration created
earlier (in this case the amount of Caffeine in the Coffee sample).

HPLC
Cloud




[

SIELC 3

12. Move your mouse over the peak’s row and click the Blue Star that appears.

Inmjections 2 + Mew Injection

~ 2 .

— T

Sample injection 53002021 5:08 PA

Device Example Altesta Viel A1
Method EtOH/H2O/H2PO4 - 10/80/.2%

Column Primesep SB_Example

Ln
S 1
.
20
—

o n B e - - = = =
" L2 4 = Fata | ol 4 a.J
Paaks 2 g Bassline editing Tools

& + u] [+ e a, Y | | L3 ‘-t
# Time Area Compound Amount

1 2.699 12.152 —
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13. A popup will appear allowing you to select a Calibration from a drop-down menu.

Use calibration

FPeak at 2.888 min
Area 12.152 mAL=min

14. Click “Estimate” after you have selected the Calibration you want to use.

15. The graph will now show the calculated amount of the compound in question for this particular
injection based on the Calibration.

# Time Area Compound % Aot

2,699 12,152 —  Caffeine 8.2E89E3 mgimL
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16. You can also run an injection using the “Quick Start” method.

=] Example Alltesta
Stream LC 17014307 v1.239 (IS

1 Phases < Pump
v Ready
MeCN/HZ0-...
B 580m
211.8 mL
p Purge
39 psi Pressure
w 38.2mL
0.00 mL/min Flow rate
_——
» Start

Pressure by 1in. 100 psi rezch in 30 sec

ST | 4UB

..................... 5B-21.100.0510 Particle

@ Autosampler

v Ready

» Single injection

= Wash needle

= Shake

37
o
Settings
= Detector
-, Working
L1 -

Turn on leds

= Zero

5.0 plin 360 sec
at 100 pl/min
0.50 mL/min

100 = 2.1 mm
.5 pm, 100 A
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17. First, ensure the Method and Column selected for your device are correct.

18. Then click [elf][4 €144 and select the Vial you want to test. The system will then start the

Injection.
A Phases < Pump @ Autosampler 4= Detector
+ Ready + Ready ) Working
MeCN/H20 - .. m 580 D
2118 mL =
» Purge 1 2 3 4 5 6 7 8
AQOO0OOOO0O0OO0O |
58 psi Pressure :NONONONGNCNONONS e2n 51
w  282mL 0.00 nimin Fiow e cO0OO0O000O00
[ mL/min FLow rate
-— POOOOO0O0OO0
- EOOOOOOO0O
FOOOOOOO0O

Turn on leds

® Zero

19. To see the chromatograph, click on the Sample title that appears at the top of the page.

=] Example Alltesta
Stream LC T701-23LF v1.239 [N

7

|
Stop

@Sample 12964 ~ 1

Sample injection  ---- O Preparing

20. As shown above, one can stop the Injection by clicking the Stop button.
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21. If you are viewing the chromatograph, you can also stop the Injection by clicking Stop.

& Sample 12964

Sample 3/6/2023 ] Example Alltesta > Running =) Share
Injections
A 1 e
Sample injection  3/6/2023 335 PM 2 Running
Device Example Alltesta Vial Al

Method EtOH/H20/H3P0O4-10/30/3% B 4
Column  Primesep SB [4

Pressure psi

i, (o + Mew Injection

7

|
Stap
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Manual Injection

1. For users manually injecting their samples, continue below.

2. When you're ready to begin a manual injection, first click on the desired sample you would like
to use (ex. Coffee):

HPLC = Devices @ Samples Calibrations @ Sequences & Cabinet

Llouid

Samples 2 seare -

Name Device Time

@ Coffes f

3. Once the sample is opened, click on in order to begin:

! New Example Alltesta 4. 26 PN

e Coffee

Sample 2/20/2021 =]Example Alltesta ! New -3 Shars

instant Coffee
Caffeine

Injections + New Injection

Mo injections for this sample. Click New Injection to create an injection.
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4. You will now be prompted with this screen that will ask you for all information related to the
injection. **You will need to choose a method and a column.**
e Note: Make sure you have the correct device selected on the first line before proceeding.
You will not be able to begin your injection without doing so.
e Note: You have the option to add in a brief description of the sample as well.

@ Coffee

Sample 2/20/2021 EE::smala.ﬁx ltesta =, Sharz

instant Coffee

Injections 2 + Mew Injection

~ 3

Setup new injection

Device and configuration

=1 Example Alltesta

B EtOHMH2ZOVHIPO4 - 10/80V.2%

SNV N

8 Primesep SB_Example
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5. Before you begin the injection, you will need to create the Method.
Click on the Method name (above). Below is all the information that needs to be filled out:

Method % Search and use preset

* Genersl & General

* Pump

& Thermostat

= Pump

ON

@ Injection

ng method doesnt change method presets that you uss Revert m

6. Each system also has 3 methods that have been downloaded onto it. You can see them by
clicking on the “search bar” (above) at the top of the screen and selecting which method you
would like.
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e Note: when manually injecting your sample, do not rely on the measurement from the
syringe - it is imprecise. Manual injections will be “full loop” injections, meaning the injection

volume will be based on the (fixed) volume of the capillary tube connecting positions 1 & 4.

You can either calculate the volume of a custom-cut capillary (length x internal diameter) or
purchase and use pre-cut capillaries with known volumes.

7. When you select a method preset, it will fill in everything automatically for you, except the
“‘buffer”, “pressure min, psi’, and “pressure reach time, sec”.
Fill these out and click to finish and use this method for your injection. Alternatively, you
can fill in the information manually to customize the method. Below is an example of a custom
method.

e Enabling “Save Pressure” will allow you to track the pump pressure throughout the test.

e Alonger “Injection Time” will give more time for the mobile phase to pass through the loop.

e ‘“Injection Delay” can be useful for ensuring the detector reaches a proper baseline before
the sample reaches the detector.

e For most applications, you can leave “Needle Depth,” “Intake Rate,” “Shaking Mode
before Injection,” and “Shaking Duration” blank.

Method Zearch and use preset

EtOH/H20/H3PO4 - 10/90/.3%

* Geners| O General
* Pump
4
& Thermostat
< Pump
EOH/H2D - 10:20%
H3PO4 - 0.1%
200 30
oM
@ Injection

10 10 a0
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8. As mentioned in the Alltesta™ Mini Analyzer Set Up Guide, your valve set-up should look like
this:

e This set-up will allow you to easily swap out sample and wash vials between tests.
e The only ‘moving’ part will be the sample vial; the syringe will remain fastened in place.

9. Before you start the Injection, raise the plunger of the syringe slightly so that you pull your
sample through the green capillary loop (connecting positions 1 & 4). Once the sample
reaches the syringe, you know the sample has filled the loop.

e With the valve in the default Sample Loading mode, when you raise the plunger, the
sample will take the following route from the vial (position 5) to the syringe (position 6):
5>4>1>6.

e With the valve in Sample Injection mode, the pump (position 2) will push the mobile
phase through the loop, ‘injecting’ the sample into the column (position 3): 2>1>4>3 .

BEvalve loop
HWOOo00o0n

@ Ready

$o

Sampie loading
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10. Click [FJE13%; the chromatograph should automatically present itself on the screen (refresh the
page if it does not).

¢ Coffee ;

Sample 2202021 5] Example Alltesta =% Shars

instant Coffee

Cafieine

Injections 2 + Mew Injection
~ 3
Setup new injection
- ESo o //}

=1 Example Alltesta m -

B EtOHH2ZOVHIP 4 - 10/800. 3% /
E Primesep SB_Example - H
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11. The image below shows the window that will appear when the scan starts.
Sample 2/20/2021 B Examgple Alltesta s Running Share
instant Coffee
Cafieine
Injections 2 3 + New Injection
~ 3 |
Stop
Sample injection £/12/2021 2:33°M  fs Preparing
e

Device Example Alltests Wial A1

Method EtOHH2O/H3IPO4 - 10/00/.3%

Column  Primesep 5B_Example

o recorded dats
—_N
HPLC
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12. Steps 13-23 are the same as when using an Autosampler.
13. The image below shows a completed scan of a Coffee sample.

¢ Coffee

Sample 5/30/2021 5] Example Alltesta = Share

instant Cofiee
Caifeine

Injections 2 + New Injection
~ 2 :
Sample injection  5/20/2021

Device Example Alitesta Wial A1
Method EtOH/HZOMH2PO4 - 10:00/.2%

Column Primesep SB_Example

2 ime Area Compound Amount

1 2.699 11.881 — Caffeine
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14. Move your mouse over the peak’s row and click the Blue Star that appears.

Inmjections 2 + Mew Injection

~ 2 .

— T

Sample injection 53002021 5:08 PA

Device Example Altesta Viel A1
Method EtOH/H2O/H2PO4 - 10/80/.2%

Column Primesep SB_Example

Ln
S 1
.
20
—

o n B e - - = = =
" L2 4 = Fata | ol 4 a.J
Paaks 2 g Bassline editing Tools

& + u] [+ e a, Y | | L3 ‘-t
# Time Area Compound Amount

1 2.699 12.152 —

HPLC
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15. A popup will appear allowing you to select a Calibration from a drop-down menu.

Use calibration

Peak at 2.889 min
Area 12.152 mALU=min

16. Click [ZXIuEY] after you have selected the Calibration you want to use.
17. The graph will now show the calculated amount of the compound in question for this particular

injection based on the Calibration.

# Time Area Compound

Amount

2.699 12,152 — Caffeine 8.2589E9 mgimL
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18. You can also run an injection using the “Quick Start” method.

=] Example Alltesta s
Stream LC TTOI-A3LF  fuwi.108 m ting

5 Pump [ Valve loop +=Detector
& Ready @ Ready @ Ready

0-00 mlLi/min @ 0

Flaw rate a <§) Red 530nm
28.50+c 0

—3 psi

= = ernoerature Sample loading

B 580 m J -

* Qwick start
 Start

[] Turn on leds
& Calibrate

Method EtOH/H20/HIPO4 - 10/90/(.3%
Run time 4 min njection 1000 pl n 10 sec
obile phase EtOHH20 - 10080%  Temperature 27 *C
Buffe HIPD4 - 0.1%
Flow rate 050 mL/imin
FPressure min. 200 psi resch in 30 sec
Column Primesep SE_EIEH‘INE
Zers SBQLPLGL Length =[O0 100 = 3.2 mm
Type Primesep 5B Particle. pore size 5pm, 100 &

19. First, ensure the Method and Column selected for your device are correct. You can edit them
by clicking on their respective names.
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20. Then, click Kell[[4 €S 144 and the system will start running.

=) Example Alltesta
stream LC T70-23LF fv1.106 [

il S R PRE long

@ Read @ Rea
n-nnmumin G);}D
Flaw rate @?
s 2025 o

n 580 mb

r Start

3

Settings

[C] Turn on leds

@ Calibrate

21. To see the chromatograph, click on the Sample title that appears at the top of the page.

=] Example Alltesta
Stream LC T701-A3LF fv1.106 [T

&

@ Sample 6622 ~ 1

Sample injection 544 P W Preparing

22. As shown above, one can stop the Injection by clicking the 59 button.
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23. If you are viewing the chromatograph, you can also stop the Injection by clicking Stop.

e Sample 6622

Sample 2/21/2021 &JExample Aliesta ) Running -
Injections

~ 1 - 0.217 / 5.000

Sample injection  2/21/2021 242 F L1 Running

gvice Example Alltesta Vial A1
Method EtOHH2O/HIPO4 - 10/90/.3%

Zolumn  Primesep 5B_Example

Pressure 1128ps

+ MNew Injection

&

|
Stop

24. When doing manual injections, it is highly recommended that you wash the valve and loop to

clear out any leftover sample and mobile phase.

25. See the Alltesta™ Mini Analyzer Set Up Guide for the recommended washing method.
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Gradient

1. In some cases, to properly separate compounds, you will need 2 chemically similar mobile
phases with variations only in concentration (for example, ACN/H,O/H;PO, at 10%/90%/.03%
and at 50%/50%/.03%). In this case, you will need 2 pumps, with each one drawing from a
different mobile phase. To set this up in HPLC.Cloud, click on the Settings button on your
device’s page as you did when you were initially adding component devices.

&

Settings

=] Example Alltesta o

Stream LC T70I-A3LF fvll

2. For “Pump B”, select the 2nd pump you would like to use.

HPLC
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HPOO000003

Injection

[] Combine injection and fraction collector

auto

Settings

Detection

[] LED saving mode

[] Analog signal

Phase

250

54
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3. The system will now be in “Gradient Pump” mode and show both pumps (A and B).

=] Example lltesta >

Settings
Stream LC T70I-AZLE fv1.245
4 Phases < Gradient Pump @ Autosampler +#- Detector
+ Ready +" Ready Y Werking
MeCN/H20-... 1
A®580m ~
196.9 mL : B
» Purge A 1 i
& Wash needle P
Unknown B®580m = Shake
B 0 mL
» Purge B
1 psi Pressure . e A AP e
W 53.1mL 0.00 mL/min Flow rate
“ Turn on leds
p Start
® Zero
Method EtOH/H20/H3P04 -10/90/.3%
PURNEIME .o vwns sssisa e saamss —— ... B85 min Injaction S AR SR R S 5.0 plin 360 sec
........... oo MeCNMH20 - 50450 Sample intake L. i S— | 0 NPT
L - 0.50 mL/min

4. To set up the Gradient, click “Edit” on the Method section (above).

HPLC
Cloud




SIELC

5.

In the “Gradient” option now available, click “Add Row”.
6. Edit the % of A and B and the time you want the instruction to occur. You can add as many or as
few (minimum 1) instructions as you prefer.

Method

Method name

EtOH/H20/H3PO4 - 10/90/.3%

* Ganeral

* Pump

& Gradient

* Autosampler

+ Thermostat

& General

Run time, min

Comment

4 F‘lep
Mobile phase

EtOH/HZD - 1lve0%

Buffer
H3IPC4 - 1.1%

Flow rate, mL/min

0.50

FPressura min, gpsi

o

Gradient

Time, min

=+ Add row

Save prassure

Fressura reach time, =

56
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7. If you change the time for a row, it will automatically move to be in chronological order (two
instructions cannot have the same start time, so they will appear in red until one is changed).

= Pump

EOHHZ0 - 10/00%

HIFPO4 - 0.1%

0.%0

t.

Time, min A, % B, %

0.0 0 we X
2.0 88 24 x
40 24 ge X
8.0 100 0 X

+  Add row

8. After editing the % value of A or B, the site will automatically enter the reciprocal concentration.

= Pump

EIOHMHI - 10/00%

0.50
C.
Time, min A % B, %
0.0 a 100 X
20 34 66 x
40 i i] 24 x
5.0 100 C *
+  Add row

HPLC
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9. Click the “Save” button once you're done editing the method.

10. You can now start your injection, either by going via the “Samples” tab or via “Quick Start.”

11. The system will then control the flow rates of each pump in order to follow the instructions set in
the Method.

12. Open the chromatograph for the current sample and click on the “Data” bar (Pressure, UV, etc),
then the “G” to show the Gradient profile.

Injections 1 2 3 4 + Mew Injection
o~ -4 £
Sample injection

Device Example Allesta Vial C1
Mathod EtOHH2O/MHIPOY - 10/000.3%

Column  Primesep SB_Example

LI

F\/

HPLC
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Import

1. To import externally collected chromatographic data, click on the 3 dots opposite the Sample’s
name.
2. This will bring up a menu with four different options; click “Import.”

@ Sample 6738 *

Sample 2/10/2021 5] Example Altesta 4 Completed -

Injections 1 2 38 4 + Mew Injection
3. This will open a menu to select the method and column used, as well as the ability to select a
file to import.

Create injection from CSV

4. Once the file is selected, click “Upload”.
5. The imported file should now appear as a new injection for that Sample.

HPLC
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Fraction Collection

1. The Alltesta also supports Fraction Collection, which allows you to inject, detect, and collect
your separated and purified samples.

2. The Fraction Collection function requires an additional Free-Standing Valve and some additional

capillaries. The guide for proper set-up can be found in the Alltesta™ Analyzer Fraction

Collector Set Up. Once the valve and capillaries have been set-up correctly, continue with the

following steps.

Click on the Settings button in the top-right corner of your device’s home page.

4. In the “Injection” section, select the “Combine injection and fraction collector” box.

w

Settings
Pumps Detection
Auto Auto

LED saving mode
Off .
Anslog signa

Injection

Auto 48 Bx8

Combine injection and fraction collector

Off

5. Ensure that the “Tray” is set to the proper size setting.
a. 48 6x8 corresponds to a 6x8 plate with 48 positions.
b. 96 _8x12 corresponds to an 8/12 plate with 96 wells.
6. From the “Fraction Collector Valve” drop-down menu, select “Auto.”
a. You can also select the valve itself by selecting the number string that corresponds to
your valve.

HPLC
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Settings
Pumps Detection
Auto Auto

LED saving mode

Off

Analog signal

[1=]

Injection

Auto 48 Bx8

Combine injection and fraction collector

Off

7. Click on your method to edit it.

8. There should now be a “Fraction Collection” group of settings.

9. Set how long you want your initial delay to be, or choose from one of the pre-filled options.

10. Set how long you want each fraction to collect for.

11. Select which vial you want to start your collection in.

a. Note: If the amount of vials needed for your collection exceeds the available amount

of vials, the software will deliver an error. For example, if you start your collection in
F1 and have a 10 minute run time with 1 minute collections (and no delays), you will
need 10 vials. However, by starting at F1, there are only 8 remaining vials (F1-F8).
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ACCOUNT
1. Click the Account tab at the top of the screen. Here, you will be able to see your preet
methods, columns, and account information.
— 7
HPLC S Devices & Samples + Calibrations & Sequences & Account
Cloud
2. When you click on this tab you will be automatically directed to the Method Presets page. You
will be able to see your currently available methods, as well as create new ones.
! N
:“:-g SDevices & Samples ¥ Calibrations @ Sequences B Cabinet
B Mathod Presets ¥ Columns B Info f
e -
Method Presets s viwecnie A sear
Name Run time Injection Flow rate Temp. Mobile phase
15 min 15min  3pul/1s Tmlmin 22°C  ACNH20/TFA-50/50/0.25
5 min 5 min 5ulf2s 1mlmin 20°C  ACN/MH20/TFA-50/50/0.25
30 sec 05min  3pli1s Tmlmin 27°C  ACNM20/TFA-S0VS0/0.5
3. In order to create a new method, click on the New button and fill out all the necessary

information (below).
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Create Method Preset

Method
* General @ General
* Pump R B
1
& Gradient
8 Autosampler
@ Thermostat
= Pump
1
OFF
@ Injection
1 5

4. Once you have filled out the information, click and your method will be saved.

HPLC
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5. To view and add new columns, click on the Columns tab.

—_—
HPLC
Cloud

Columns

Name

Primesep D-46.100.0510
Primesep 200.150.32.0310
Obelisc R 21.150.0510

Primesep 100.150.46.0510

SlDevices @ Samples

® View archived

Serial Type

PDOTLZAW Primesep D
Primesep 200
Obelisc R

Primesep 100

+ Calibrations @ Sequences ZCaI:inet
BB Meathed Presets ¥ Columns O Info /

Q. Search +
oo New
Lot Pressure Length = 1D Particle Pore

6. In order to create a new column, click on the New button and fill out all the necessary

information (below).

Create Column

Column

7. Once you have filled out the information, click and your column will be saved.

8. Instead of filling out the column info manually, you can click the Camera icon in the serial box to

open a QR Code Reader.
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9. Hold up the QR Code on the column packaging to your camera and the system will fill in all the
information automatically.

10. If you wish to logout, click on the Info tab and select Logout.

?P'-g SlDevices Q Samples A Calibrations @ Sequences O Cabinet
O

BB Method Presets ¥ Columns O Info

Account Info

[] Allow split view

»
Log out

11. To enable a split, dual window view, click the box for Allow split view.

= SlDevices © samples ¥ Calibrations @sequences O Cabinet
P
& Example Alltesta %
Setings
Stream LC LORI%Y - Oniine | 0 Sal |p|e 6622
Sample 5202021 E)ExampleAlltesta < Share
@Autosampler =t=Detector
T - Injections 1 * Newinjection
@ Ready Ore —
0.00 rumn > Qucksan | ~1
Flow rate Red 630ni
. Sample injection 5/3012021 546 P
\Wash needle
Opsi 27.50c
e e = Shake Device  Exam
etnod  EtOH
®5.80m R Col
» Sttt
] Tumon leds
© Calibrate \ N
Method EtOH/H20/H3PO4 - 10/90/.3%
R e Smin Inject 2.5l n 5 sec
EXGHIH20 - 10/90%
HIPO2-0.1%
0.70 mUmin
200 psi reach in 30 sec
1
Column Primesep SB_Example
SBQLPLGL Lenath = 1D 100% 3.2 mm # Tme  Area Compo! Amount
PrimesepSB  Fariile, pore sz 5um, 100A vr amast
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That’s everything you need to get an understanding of how HPLC.Cloud works. It's extremely
simple to navigate as well as teaching newcomers their own way around it.

Again, HPLC.Cloud is accessible via the cloud which means you can use any device at any time to
control your lab as long as you have a connection to the internet.

www.Sielc.com www.hplc.cloud WWW.NEWCIrom.com

HPLC
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TROUBLESHOOTING

e Below are some tips and tricks to troubleshoot some common problems.

1. Pump stuck but in working state. The pump can sometimes get stuck during the Refill stage,
as seen in the image below (Pump B is stuck).

=] Example Alltesta K
Stream LC T70-230F fr1.106 (LTS e
= Gradient Pump @ Autosampler =+Detector
HPODODOD0D .- o
-
u-uuml_fmin Selected vial: C1 N Red 830nm
Flow rate 25
D 0.0 psi W Wash needle :" Green 520nm
Pressure = Shake )
A. 5_80mL . Blue 480nm
BT 431m Refiling o
] Tum on leds
k Start

@ Calibrate

2. To fix this issue, simply unplug the pump’s power, count to 5, then plug it back in again.

3. The pump should refill properly once it restarts.
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Pump cannot reach or maintain minimum pressure. Sometimes the system cannot reach or
maintain the minimum pressure, and the system will abort the injection.

This is often caused by a leak or air in the pump.

First, ensure that all connections are tightened properly and that there is no liquid dripping from
any connections.

If there is liquid, simply loosen the fitting, reset the capillary in the fitting, and screw it back in.
If there is no liquid, then there may be air in the pump.

As mentioned in the Alltesta Analyzer Set Up, unscrew the PEEK plug currently in the purge
port.

Screw in a fitting with a teflon capillary (translucent) and connect the capillary to a waste flask.

Ensure that the fitting for the pump’s intake capillary is tightened completely and that the end of
the capillary that is in the mobile phase flask is completely submerged and surrounded by liquid.
If it's not, you may need a longer capillary or more mobile phase in the flask.

HPLC
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9. Manually turn the pump on by clicking “Start”.

=] Example Alltesta s
Stream LC T7O-AZILF  fwl.108 m ng

= Pump @ Autosampler s#=Detector

& Ready & Rea & Ready

0.00 ... > Cuikstert | s

Flaw rate

0 psi 30.00 ¢ & Wash nesdle

= Shake

®580m

b Start

] Turn on leds
@ Calibrate
10. If there is air in the pump, you should see bubbles in the tubing.

11. Let the pump continue to run until there are no more bubbles exiting the pump (You may need to
let the pump run a complete cycle - 5.80 mL).

12. The pump should now be drawing from liquid only.

13. Unscrew the fitting and capillary and replace it with the original PEEK plug.
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1. Baseline drift in initial part of injection. Sometimes there may be an initial baseline drift at the

beginning of the scan.

2. To alleviate this issue, increase the “Injection Delay” time in the Method.

@ Injection

HPLC
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1. Capillaries pop out. The capillaries can pop out of their fitting when the pressure inside is too
high (more than approximately 2000 psi).

2. First, reinsert the capillary and the fitting into the correct position.

3. Then, lower the flow rate of the method.

=+ Pump

EtOH/MHZD - 1v80%

HIPC4 - 0.1% /

0.50

e A slower mobile phase will result in a lower internal pressure.
e A higher mobile phase will result in a higher internal pressure.
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Inconsistent peak heights. Sometimes you may get inconsistent peak heights for a particular
sample or standard.

First, check that your sample is properly purified (for standards) or mixed (for solutions).

If that doesn’t resolve the issue, (and you're using an Autosampler) then your injection time may
be too short.

Simply increase the injection time in the Method.

@ Injection f
10.0 10 f

This will keep the needle in the sample for longer, giving the syringe pump enough time to
collect the designated sample amount.

Alternatively, you can increase the intake rate, which will increase the speed at which the
syringe pump collects the sample.
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INDEX

Devices

e [Edit
o Click to add or delete a device from your Devices list.
o Delete: Deletes the device.
o Add connector: Opens the feature to add a new device.
B XXXX-XXXX: Input device’s Serial number.
m **: Input device’s key.
m Scan: Opens the camera to scan a QR code and automatically add your
device.
m Cancel: Cancels and closes the Add Connector feature.
o Finish Editing: Save settings.

Devices & e

=1 Example Alltesta - Onne |

Stream LC T70I-AZLF
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e Settings

o Allows user to select component devices:
m Pump
m  Gradient Pump (if necessary)
m Detector
m Autosampler

e Tray size

o Device options include
m Off: Disconnects component device.
m Auto: Automatically selects an available device.
= HP(P/D/A)00000000: The device’s name. Will have one of P/D/A depending

on if device is Pump, Detector, or Autosampler.

Setting =
PUYT'IF!S Detection
Auto Auto
LED saving mode
Auto .
Analog signs
Injectic:ln
Auto 45 8xB
Auto

HPLC
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e Pump

o Start: Manually starts the pump.

o Stop: Manually stops the pump.
e Autosampler

o Quick Start: Creates a new sample and starts an injection for the selected vial.

o Wash Needle: Runs the “Wash Needle” sequence.

o Shake: Shakes the needle (to remove any remaining solution).
e Detector

o Turn on LEDs: Turns on all 4 LEDs.

o Calibrate: Calibrates and “zeroes” the detector to a standard baseline signal.

=] Example Alltesta @
Stream LC T701-A3LF v1.106 [0 o

ey LR e

@ Ready & Read % Re

0.00 rumin

Flow rate Re

0 s 97 75 & Wash needle _ B

Pressure Temperature = Shake Sasslemliu

® 5.80mL e

» Start -
[] Tumn on leds
= Calibrate
—_N
HPLC
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e Valve Loop

For manual injections (ie not using an Autosampler).

Quick Start: Creates a new sample and starts an injection for the selected vial.
Sample Loading mode: The default valve mode. Also used for washing the loop.
Sample Injection mode: Valve mode for injecting the sample into the column.

O O O O

=) Example Alltesta s
Stream LC TTO-&3LF fwl.108 m 0

= Pump B\alve loop =#=Detector
& Read & Read & Ready
n-nn mLimin i
Flaw rate £ ) Red B20nn
-3 psi 2925 g a : .
A U S O
L] 580 mlL
i
k Start 2
[C] Turn on leds
& Calibrate

HPLC
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e Method
o Edit/[Method Name]: Hover over the column name and click. Opens the Method
window to allow editing of the current Method. To save, click “Save.” To “undo” any
immediate changes, click “Revert.”
o Search Bar: Allows you to search and select preset Methods.

b Start

[] Turn on leds

& Calibrate
Method EtOH/H20/H3PO4 - 10/90/.3%
& min 25l & =ec
EtOHIH20 - 10/80%
HIPD4 - 0.1%
1,00 mL/min
200 psire 20 see
Column Primesep SB_Example
SBQLPLGL 1 100 % 3.2 mm
Frimesep SB O : Sum, 100 &
Recent Runs
Name Date

Caffeine ~" 19

Caffeine ~" 18

Caffeine ~" 17

Caffeine ~" 18

Caffeine ~" 15

Caffeine ~ 132 0E/31  10:40 AM

Caffeine ~" 12 02731 10:40 AM

Caffeine ~ 10 DE/A1 10:40 AM

Caffeine ~" 8 0E/31  10:40 AM

% * % ¥ ¥ % ¥ % ¥

Caffeine ~ B nm TPLERT
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Run Time: Run time for the scan (in minutes).
Mobile phase: Enter the mobile phase (and percentages of each) you will be using.
Buffer: Enter the buffer (and percentage) you will be using.
Pressure min: Set a minimum pressure for the system to reach before starting the
injection (optional).
o Pressure reach time: Set the amount of time the system has to reach the minimum
pressure (optional).
o Save Pressure: Turn on to save pressure data with the chromatograph
(recommended).
Sample Amount: Sets how much of the sample (in pL) will be injected.
Injection Time: Sets how long (in s) the collected sample will have to be injected
into the pump line.
Injection Delay: Sets a delay (in s) before injection begins.
Needle Depth: Sets (in mm) how deep the autosampler will plunge the needle into
the sample vial.
o Wash Cycles: Sets how many wash cycles the needle will run after each injection
(includes shaking).
Intake Rate: Sets the speed (in uL/min) at which the syringe will collect the sample.
Shaking mode before injection: Determines the shaking pattern used.
Shaking duration: Sets (in s) how long the shaking will last.

O O O O

e Below you'll find the suggested intake rate based on the sample amount.

Sample Amount (uL) Suggested Intake Rate
1 10
5 50
10 100
25 250
50 500
100 1000
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e Column

o [Column Name]: Hover over the column name to show a drop-down menu, which
allows you to select columns from your Cabinet.

o New: Hover over the column name to show a “New” button. Allows you to create a
new column and add it directly to your device. Click “Create” when you have input all
relevant information.

o Edit: Hover over the column name to show an “Edit” button Allows you to edit the
current column information.

* Start

| Turn on leds

= Calibrate
Method EtOHHZOMHIPO4 - 10/90/.3%
5 min i 25 pl n & sec
EtOH/H20 - 10/60%
HIPO4-0.1%
0.70 mLimin
200 psi 20 sec
Column Frimesep EB_EIHMPHE
SEQLPLGL 100 % 3.2 mm
Frimesep 58 Bpm, 100 &
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e Recent Runs
o Shows the most recent injections on your device.

Recent Runs a

[¥a)
]
4]

Name Date
Sample 6622 ~ 1 0530 544 FN
Caffeine ~ 19 03/30 513 PN
Coffee ~ 2 0530 5:04 FN
Sample 6620 ~ 3 02/30 4:25 PN
Sample 6620 ~ 2 0830 4:19 BN
Sample 6620 ~ 1 0330 406 BN

Sample 6619 ~"1 08/30 3:58 PN

L ¢ ©¢ © ©¢ ¢ ¢ ©

Sample 6618 ~1 0530 3:54 Ph

o Search: Click to search through previous runs on your device. Search by:
Type (Calibration, Sequence, Sample)

m  Keyword

m Device (if using more than one device)

m Time (Date Range)
o Click the sample of interest to open its chromatograph.

Sea rC h O\ ¥ View Archive

Any type Keywords Example Alitesta Ay tim

1]

["] Search in description

Name Sequence Time

Sample 6622 5:44 PN
Coffee 4:26 PN
Sample 6620 4:06 PN
Sample 6619 3.58 PN
Sample 6618 3:54 PN
Sample 6617 3:54 PN

Energy Drink B\ Caffeine Test 343 PN

¢ ¢ ¢ ¢ ¢ © © ¢©

Tea BcCaffeine Test 3:43 PN
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Samples

e Shows all recent Samples created in chronological order (newest to oldest).
e Search: Click to search through all samples created. Search by:
o Type (Calibration, Sequence, Sample)
o Keyword
m Search in Description: enable to search through Sample descriptions as
well.
o Device (if using more than one device)
o Time (Date Range)
e New: Click to open a new Sample window. Click “Create” after inputting all relevant
information.
e Show more: Shows more Samples.

—l
HPLC = IDevices @ Samples + Calibrations & Sequences O Cabinet

oL

Samples 2 Sear

Name Device Time
@ Sample 6622 Example Alliesta 44 F
= Coffes Example Alliesta
@ Sample 6564 Fesearch Alex's Alliesta 6:03 F
@ Sample 6562 Fesearch Alex's Alliesta
@ Sample 6561 Fesearch Alex's Alliesta 51 F
& Sample 6559 Fesearch Alex's Alliesta

e Sample Chromatograph
o Click on a tested Sample to open the Chromatograph for that test.
o To edit the Sample name, click on the name, type in a new name, then click outside
the text box to save it.
o Injections
m All Injections for this sample are listed in numerical order.
m Click on each number to browse between different Injections.

HPLC
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m Use the arrow keys on your keyboard to cycle between Injections.

¢ Caffeine

Sample 2192021 =] Example Alltesta <= Link

Caffeine 1 ma‘mL

Injections 1 2 3 5 6 8 9 10 12 13 15 16 + New Injection

~ 1

Sample injection If20:
Detector 2 (22 ohm)

Device Example Alllesta Vial A2
Method MeCN/HZOM2PO4 - 10/90/.1%
Column  Newcrom R1_brad

(931

I
(o]
R
I

HPLC
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e New Injection: Click to start a new Injection of this Sample. Ensure the correct Vial position,
Device, Method, and Column are selected, then click “Start.”

o Caffeine :

Sample 2/12/2021 5] Example Alltesta =¢ Link

Caffeine 1 mgimL

Injections ] [ g g 10 12 13 15 18 17 18 18 + Mew Injection

~ 19 :

Sample injection

Daevice Exampla Alltesta Vial A1
Methed EtOHHZOMIPOY - 10000, 3%
column Primesep SB_Example

LW
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¢ Caffeine \'

Sample 2/12/2021 =]Example Alitesta == Link

Injections 5 i} 8 9 10 12 13 15 16 17 18 19 + New Injection

~ 19 %

Sample injection 2/3072027 575 F

ice  Example Alltesta Vial A1
thod EOHMH20/MMH3PO4 - 10/90/ 3%
umn Primesep SB_Example

-
2 p ik

1=

e 3-dot Menus: There are two 3-dot Menus, one that governs the Sample and one that
governs the selected Injection.

o Sample Menu:
m /mport. Allows you to import your own chromatograph data for a given

sample.
m To Calibration: Creates a Calibration based on the Injections done for that
sample.
m Edit
m Archive: Archives the entire Sample (including all Injections).
T A /7 [
Import To calibration Edit Archive

o Injection Menu:
m Edit: Allows you to edit/create a description for the selected Injection.

m Archive: Archives the selected Injection.

7’ [ ]

Edit Archive
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e Graphing Tools

o Data: Click to show available options

m Pressure: Toggles on/off Pressure data.

Red: Toggles on/off Red LED data.
Green: Toggles on/off Green LED data.
Blue: Toggles on/off Blue LED data.
UV: Toggles on/off UV LED data.
View All: Turns on all LED data.

Frassure Red Green Slue i A

1 2.716 7.551 — caffeine

HPLC
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Wrench: Click to enable graphing tools.

L

ata

[

o

o
il
40
30
120
0
-_"._.._..._.r'h-..ﬁ--._.--"""'h-_
# Time Area Compound
1 2716 7.5%1 —

Amount

86
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m Peaks Editing
e Add smart peak: Click to add a peak and the software will match it
properly with the baseline.

[ =]
o
[}

T3
i

HPLC
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e Add peak: Click to add a custom peak.

[ =]
0

kA
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e FErase peak: Click to erase a peak.

300 1

[ =]
0
L

kA
L

L]
m
in
L
1
|

=
+
[= )
Fl
&
|
=

= Time Peak area

1 2.483 41.854
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e Find Peaks: Click to let the software automatically determine and label
peaks. You can delete erroneous peaks by clicking the “X” as shown
below.

[ ]
L

P2
i

HPLC
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m Baseline Editing
e Add Baseline: Click to open the Baseline tool. Every click on the
graph will be used as a setpoint to create a baseline.
o After desired setpoints are established, click “Finish.”
o To undo a setpoint, click “Undo.”
o To restart the drawing, click “Start Over.”

@ Draw at least one line to add a baseline

Draw baseline, then click finish to save it = Start over = Undo

HPLC
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e FErase Baseline: Click to remove the drawn Baseline.

1
[51]

=]
(]
"
L
n

Mo peaks. To add peak click Add peak button and draw the line,

HPLC
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e Find Baseline: Click to let the software automatically determine the
baseline.

HPLC
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m Tools
e Download: Download the raw data.
Uy

=1l
a0
30
_:.I._........!"'--.f--—--"'"""--_

4 + b (= Fa = -] ] * b

—_— N
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e Compare: Click to add selected Injection to the Compare window.
Click again to open the Compare window.

Lald

Uy

R
:“:’lﬁ SlDevices @ Samples “ Calibrations & Sequences O Cabinet

Compare

@Cafieine  ~ 16 ¥

20 0.5 1

@Caffeine ~ 19 ¥
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e Favorite: Click to add to Favorites.

Cata

L

]l

i

40

30

20

0

i
S—— S

0 0.5 1 77 2 25 3 25 4 45
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Zoom In: Click and drag over the area on the chromatograph you want to zoom in

on.

Zoom Out: Click on the graph (after zooming in) to zoom out to the original

dimensions.

LA
X
e —— e A
L _1 JEE_& 2 1.5 4 4
—_—N
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Calibrations

e Shows all recent Calibrations created in age-descending order (newest to oldest).
e Search: Click to search through all Calibrations created. Search by:
o Type (Calibration, Sequence, Sample)
o Keyword
m Search in Description: enable to search through Calibration descriptions as
well.
o Device (if using more than one device)
o Time (Date Range)
e New: Click to open a new Calibration window. Click “Create” after inputting all relevant
information.

—N
HPLC = IDevices @ Samples “ Calibrations & sequences O Caninet

Chauid

Calibrations o

Name Device Time

*  Caffeine ! Mew Example Alltesta 3:31 Pv

* Compound name

=1 Example Allissta

=] EtOHH20/M3PO04 - 10/90/.3%

8 Primesep SB_Example

i
Create

HPLC
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New Injection: Ensure the correct Vial position, Device, Method, and Column are selected, then
click “Start.”

*x Caffeine ;

Calibration 2/1/2021 | New

Device Example Alltesta -
Method EtCOHH2O/H3IPO4 - 10/00/.3%
Column  Primesep 5B_Example

nfctions

Mo injections fior this calibration. Click Mew Injection to create an injection.

HPLC
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o The sample amount and unit can be edited after starting the injection.

* Caffeine f

Calibration  2/1/2021 | New

1 mg/mL

Device Example Alltesia s
Mathod EtOHH2O/MHIPO4 - 10/90/.3%

Caolumn  Primesep 5SB_Ezample

Injections + Mew Injection

~ 1

Setup new injection

|
L]

=1 Exzample Alltesta m

B EtOHH2OVHIPO4 - 10780V .3%

8 Primesep SB_Example

HPLC
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e Amount: Sets the amount of known sample in the sample Injection. Unit options are:

o %

o mg/mL

o mol (moles)

o mmol (millimoles)
e Peak: Displays the ratio of mAU (milli-Absorption Units) to time (min) at the peak’s location.
e Select: When hovered over, sets that peak as the Calibration peak.

Injections 1 + Hew Injection

~ 1

Standard injection

1  mg/mi

u

Z.539 4E . 698

HPLC
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Sequences

e Shows all recent Sequences created in age-descending order (newest to oldest).
e Search: Click to search through all Sequences created. Search by:
o Type (Calibration, Sequence, Sample)

o Keyword
m Search in Description: enable to search through Sequence descriptions as
well.

o Device (if using more than one device)
o Time (Date Range)
e New: Click to open a new Sequence window. Click “Create” after inputting all relevant
information.

PR -
HPLC = Devices @ Samples Calibrations & Sequences O Cabinet

Cloud

Sequences 2 seare h

Name Device Time
@ Caffeine Test I New Example Alltesta 342 F
@ Caffeine Test Example Alltesia
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@ Sequence name

=] Example Alltesta -

=] EtOH/H20/H3F04 - 10/90/.3%

HPLC
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Cabinet

e Shows Method Presets, Columns, and Account Info.
e Method Presets
o Search: Search by Name only.
o New: Click to open a new Method Preset window. Click “Create” after inputting all
relevant information.
o View Archived: Allows you to view deleted/archived Method Presets.

—
'_1"'-3 SDevices & Samples “ Calibrations @ Sequences B Cabinet
LA0L
B Method Presets X Columns O Info
Method Preset s
e 0 rese S # View archived S EEEE New
Name Run time Injection Flow rate Temp. Mobile phase
15 min 15 min Jpli1s T mbimin 22°C  ACNMH20/TFA-50/50/0.25
5 min & min S5plf2s  ITmbimin 20°C  ACNM20/TFA-50/50/0.25
30 sec 0.5 min 3plits Tmbimin 27°C  ACNM20/TFA-50/50/0.5

HPLC
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e Columns
o Search: Search by Name only.

o New: Click to open a new Column window. Click “Create” after inputting all relevant

information.
o View Archived: Allows you to view deleted/archived Columns.
—
("";:g SDevices & Samples % Calibrations @ Sequences
BB Methed Presets ¥ Columns
CO‘IUI | lnS & View archived Q  Search
Name Serial Type Lot Pressure Length = 1D
Primesep D-46.100.0510 PDOTLZAW  Primesep D CO1-056A 1000 psi 100 mm = 4.6 mm
Primesep 200.150.32.0310 Primesep 200 1000 psi 150 mm = 3.2 mm
Obelisc R 21.150.0510 Obelise R 1000 psi 150 mm = 4.6 mm
Primesep 100.150.46.0510 Primesep 100 1000 psi 150 mm = 4.6 mm

105

O Cabinet

O Info

New

Particle Pore
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e Info
o Shows Login/Email info.
o Allow Split View: Click to enable dual window mode.

HPLC = Devices @ Samples % Calibrations D Sequences O Cabinet

Lhoud

B Method Presets 8 Columns A Info

Account Info

Allow split view

]
Log out
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