Agilent Technologies

SERVICE How To

Number: SHT-A2PREP-2
Date: October 22, 2013
Pages: 6

Model Number:

A2PREP

Originator:

Petro van Poppel

Topic

Instrument Setup
Instructions

You will need:

Instrument Setup

e Solvent A: 100% water
e Solvent B: 100% ACN
e Standard Combined 1260 Analytical/Preparative System

Procedure:

1. Turn On all modules, prime and purge the pumps for 1 minute at 100mL/min.

2. Create and run a Purge method for the Dual Loop sampler. Use the following
details to create the method:
a. Use the purge syringe command and purge at least 5 x the dual loop

autosampler.

b. Select the preparative flow path in the method and ensure that the
purge method starts with an injection of a blank in the upper
(preparative) loop.

1_‘1::\ Prep Purnp Cluster D lzo. Pump D lzo. Pump2 @ DL Sampler % DL Sampler Injector Progran ::} Walve |7 L

Position

" Use curent valve position

*  Use valve position

Fazition 2 [Preparative]

Pogition switch at end of run

v Do nat switch
7 Switch bo position at beginning of wn
" Increasze walve pozition

" Use valve position

Pogition Mames

Yalve Position Description
Position 1 Analytical
Pasition 2 Preparative
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c. Write an injector program and inject a blank of 4000 ul of ACN to
purge the injection needle.

S — —————
Setup Method - o —
[ 8 Prep Pump Cuuster | G DL Sampler | G4 DL Sampler Injector Program | 7% vaive | 7 MwD | 5 vwb | &, Fraction Collector | %< | Curves|
[¥] Use Injector Program
Valve ~ Switch valve to “Mainpass™
Valve ~ Switch valve to "Bypass™
p Draw w | Draw 4000 pl from sample with default speed using default offset
Biect ~ Eject defsult volume to seat with default speed using default offset
Valve ~ Switch valve to “Mainpass™
Inject ~ Inject
Wit ~ Wit 1.5 min
Valve ~ Switch valve to "Bypass™
Wit ~ Wit 1 min
Valve >

Rectangular Snip

Switch valve to "Mainpass”

d. Write the following gradient to purge both loops.

|| £ AFC Cluster | 8¢ Instumert Curves |

Sekenls | Timeminl AR B 9 Meghese

10.000

" As Injectar/Mo Limit i

& 4m min s 100 * | min

e. Stop method after 4 minutes.
f. Save method as “Purge Injector Method”
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Standard Analytical Method

3. Create a Standard Analytical method, with the following details:
Flow of 1.5mL per minute, Gradient from 2% to 98% organics, 6

a.

minute runtime.

Method

Prep Pump Cluster

L8 150, Purp | (3 1s0. P2 | @0 DL Samper | @ DL Samplr ot Progra | £3 Ve |

D T Ay AFC Cluster 24 Instument Cuwas

s Injector/No Limit @ Off

“ -:| min ' 100 T min

b.

Setup Method

(85 FroPury s | & 1 Purp] @ 1.z @

el Lowe

(50 L)
© Fakon i Cmw
T Owerfill loop by factar

" Standard injection

& Injection with needle wash

Flow Max_ Pressure
[mL/min] Limit [bar]

1.500

Draspeed: 50000 ° pL/min

Eiectspeed 50000 0 ulimin

Diawposkion: 00 mm
Equilbrationtine; 12 0 sec

! Vigl/well bottom sensing

Enable overlspped injection

# fis Pump/No Limit

el wifmn

& o

‘ |
Ej

7| Draw Plugbsfore and after the sample

Draw Plug fiom
(s
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C.

Use at least a 10 seconds needle wash and the injection cleaning (10x)

function to reduce carryover.

d. Set the flow path to analytical.
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Setup Method

| 8 Prep Pump Ciuser | (3 1s0. Purp | 3 1s0. Pp2 | G DL Sampler | DL Samper Incior Program | .

 Use cunent valve position Time * Funchon

' Use valve position

Do not switch

o

Switch to pozition at beginning of run

Increagze valve position

Bl gl g

Uze valve position

| Position 1 (Analtical) -

Walve Pozition Deszcription

Pazition 1 Analytical
Position 2 Preparative

e. Setthe UV absorption to 254 nm use a bandwidth of 30 nm.
f. Switch the fraction collector for analytical scouting runs “off”

Setup Method

|3 Prep P Claster | (3 13 Pume | (3 10, Pur2 | G DL ornler | G DL Sampler o Program | £33 valve | 9 D20 |5 nsturvent Curves |

«0f

© Peck-based ma. peak duralion min () A e T
(" Timerbased with number of fractions [] Batwaen fraction collacion
© Time-based with tmeslicas 010 - | min

Man. fil volume per location

& a3 corfigured

» |

Up | Down

" Upper
Detector Unit  Mode Slope | Slope | Threshold
TR TE Threshold

G1315C.0E  maU  0Off 500 500 5000 3000.000
40000003

G135304:PP
00oo00ze

5.000 3000.000

Use MSD for mass-based Fraction Collection

Fraction is collected when a peak is detected by

© all peak detectars _

= atleast one peak detectar o
8
4
& & Fump/iniector & off
4
[ | RRER
2
0

02040608 1 12141618 2 2224 2628 5 32343638 4 42444648 5 52 54 55

[ ]I

g. Monitor the Solvent Compositions.

h. If an MSD is part of the system, follow steps i to k.
Set the correct parameters for the ion source.
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Parameters

Lamp

Method Spray Chamber: | API-ES v Positive  Megative

Capillary Yoltage [V]:
Corona Current [pa]: I:I l:l
Charging Waltage [v]: l:l l:l

Installed Spray Chamber.

Temperatures, Pressure, and Flow

Actual

Diying Gas Flow [|/min). l:l

Mebulizer Pressure (psig):

Dreing Gas Temperature [T

L]
[ ]
L]
L]
L]

Tirme Table

Time [min)

Patameter Value

Set Up MSD Signals

j- Set the parameters of scan speed and scan range.

MSD Cantral MSD Signal Settings
[#] Use MSD .
% E
FIA Disabled Polarity: oycle time: l:l
. Oné Mass Range Frag- . Thres- Step
G |
7 EHE:I UG Qff Low High mentar (et hald size
aunesn 1[_0.00] ¥ [ 125.00 [ 725.00 | [ 100 [ 150 [ oio |
Jon Saurce: APIES
Peakuwidth
Cycle Time:
[ Ultra Fast Sean
] Time Filtr [ Set | [ Insed [ Apperd |
Scan Data Storage: .
Signal: Mode:
e o ]
Polarity: % cycle time:
Active Signals:
@11 [Pastive TIC Tt Oné MassHang.s Frag- Gain Thres S!ED
Qff Low High mentar hald size
[¥]2 |Negative TIC
Os |:| 1[_0.00[ ¥ [125.00 [725.00 | [100 T 150 [ 00 |
ool ]
() Acquisition Parameters
() Display EIC Parameters
Advanced...
[ Sort ] [ Insert ] [ Append
[ [iT3 ] [ Cancel | Help |

k. Disable Fraction Collection.

Fraction Collection

FC Mode

QTic

() Usze method target mazses

() Usze zample target mazses

() Import mazs info from

M5 Signals

Pazitive Adducts

Charge State

Megative ddducts

Charge State

Detectors

fethod Target Mazzes

[ ]

Parameters

u].4 ] [ Caticel ] [ Help

SHT-A2PREP-2

Page 5 of 9




I. Setthe parameters for data processing.

Sipnal Details: Labor

X

Awailable Signals

[MsDz2 TIC, M5 File v| [[AddtoMethod |
Insert Row Append Row

Signal Description Start End Delay Align Peak1 PeakZ? Align Window
ig=254,30 Ref=off 0.000 0,000 0.000 Anchor Signal 0.000 0.000 0.000 Mo
11 TIC, ile] 0.000 0.000 0.000| Align to Anchor 0.000 0.000 0.000 Mo
M3DZ TIC, M3 File 0.000 0,000 0.000) Align to Anchor 0.000 0.000 0.000 Mo
BT o]

[ aK I [ Cancel l l Help ]

m. Set the correct integration parameters (start/stop value, peak
width/height and area reject).

2
[ i E2 EE B PN )

Method Manual Events [

| 0K I Cancel I

Initial Events For All Signals:

Integration Events ¥alue
Tangent Skim Mode Standard

Baseling Correction Advanced

Tail Peak Skim Height: R.atio 0.00
Front Peak Skim Height: Ratio 0.00
Skim Valley Ratio 20,00

Peak to Valley Ratio 500,00

Specific Events For Signal:

M501 TIC Specific_«

Time Integration Events Yalue
Initial Slope Sensitiviky 100000
Initial Peak Width 0.05
Initial Area Reject 1000
Initial Height Reject 100000
Iniial Shoulders OFF
1,500 Inkeqgration N
5,500 Integration QFF

n. Save the method as “Analyt_Basis_Short” and create a sequence of 3
injections.
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Standard Preparative Method

4. Create a Standard Preparative method, with the following details:
a. Flow of 32mL per minute, Gradient from 2% to 98% organics, 6
minute runtime.

Cheatl || Ceabrpy |

P || s | NG 2|

b. If an MSD is used, set a make-up flow rate of 1.5mL/min, where the
make-up solvent contains: 70 % Methanol/ 25% Acetonitrile/4.9 %
Water/ 0.1% Formic Acid.

Set the following sampler parameters.

Setup Method

|81 Peping o | 5 120 Purp| () e Psp2] DL Sl DL Com P ) ive | 9060 | 47 h | 56 rowren e

P st (12000 s
RieEectioeed 200000 1wl
Riwnschmne [0 o)

I vokime = 2 * pu + nfecion + te + seal caplay + vave

d. Use at least a 10 seconds needle wash and the injection cleaning (3x)
function to reduce carryover.
e. Set the active flow split to a split ratio of 1:1000
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f. Start and stop the active flow split by an external contact event on the
sampler so that the slitter will start during the run

d
| B85 rop Pun e | § 120 P | (150 Pung2 | 9 DL Serier | @ DL Sampler ctr Frogram | € Vabe | 9 080 | & FC Cheer| 2 insuamen urvs

Tian | Fercsiom =

o i -
01 Change Cortacks = Swich conlact A to oen
b 6 Changs Cortacts = [Swich convact A o coesd

g. Set the flow path to preparative.
Setup Method

| 8 e Pun Cutr] 5 1 Pump | 1P| 8 DL Sorvir| 8 DL S niclor Frogon] 2 Voo | % b

" Use current valve position

Time -~  Function I

o Lse valve position

¢ Do not switch

)

Switch ta position at beginning of run

Increass wahve posiion

) el ig)

Use valve position

‘ Position 1 [Anahtical] V‘

Valve Position Descriphion

Pasition 1 Analytical

Position 2

E

 Change Trigger Mode  ~ Tigger Mode: O
15 CuampeTiggerMode  + Tigger Modk: Peskbsed wih & masmum pesk dusfin of 1 mn
B 55 Cange TiggerMode = Tiom Mods: O

7 U MSD) ko maitied Fracion Collction
Fisctionis colected when & peck is defecied by
 dipesk detecties

02040608 1 12141618 2 2224 2626 3 12343639 4 42444648 5 32345656 b G264 66668 1 72747678 4 62044688 3 9294 9690

[ ~a] A A ALA
I [ B [
i. Setthe UV absorption to 254 nm use a bandwidth of 30 nm.
j.  If an MSD is part of the system, follow steps i to k.
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k. Setthe correct parameters for the ion source.

Fraction Collection

EC Mode S Signals Letectors
O Nare Monitar Palarity Mode @ M5 anly
Omc Signal 1 Pogitive Scan
() Use method targst masses A Megati 5
Signal 2 egative can (O MS and other
() Use sample target masses
() MS o other

() Impart mass infa fram
Positive Adducts Megative Adducts Methad T arget Masses

[Iu M

MeHO) EHHC 1]

[CIm+NHag) [T M-CH (35.37)

[T M+Ma[23) [ M+omate- [45]

[T M+Ki33) [CIM+TFA-[113)

I+ I+

I+ I+

I+ I+

Charge State Charge State

[ Parameters ]
Oz [FlE [l Os
[ Ok 1 [ Cancel ] [ Help ]

|. Setthe threshold and slope parameters for mass based fraction

collection.
Fraction Collection Parameters E|
todel Tupe

FC Hardware: Other Configuration...

Feal Timing

Min Peak Width (min}; Tirne Limi: (min}
Mas Peak Width (min:

MSD méz Detection

Peak Slape [counts/zec): D Collectar Delay (min]: | 0.01]
Threshold [counts]: | 15000 Mass window [+/:
Analog Output Range [kilo counts/volt): | 2000

Other Detector

Peak Slope [mv/sec): Collector Delay [min]:
Thieshald []): Full Seals (volts)

[ [9]8 1 [ Cancel ] [ Help I

m. Leave the delay value as is, it would have been adjusted from the
purification software (Delay Calibration).
n. Save the method as “Prep_Basis_Short”.
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