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Walkup LC/MS User Communities

&

Medicinal Chemists

Biologists

Have | synthesized what | was supposed to?

Is my synthesized compound pure enough to use in
the next step my companyos w
libraries)?

Have | expressed the correct protein (does it match the
expected sequence)?

How does my protein/peptide/oligonucleotide compare to
a reference?
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Technigues avallable to answer those guestion
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Technique UV-based detection Single Quadrupole Time-of-Flight
(SQ) (TOF/Q-TOF)

Mass Accuracy Unit Accurate
(165 ppm) (1 ppm)
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Technigues avallable to answer those guestion
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Technique UV-based detection Single Quadrupole Time-of-Flight
(SQ) (TOF/Q-TOF)

Mass Accuracy Unit Accurate
(165 ppm) (1 ppm)

Application(s) Sample Purity Compound Discovery
Verification

Protein Expression
Verification
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Technigues avallable to answer those guestion
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Technique UV-based detection Single Quadrupole Time-of-Flight
(SQ) (TOF/Q-TOF)

Mass Accuracy Unit Accurate
(165 ppm) (1 ppm)

Application(s) Sample Purity Compound Discovery
Verification

Protein Expression
Verification

# of possible 'D Hundreds Single digits
compounds
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What is the Benefit of Accurate Mass?

Confidence in Compound Identification!

A single quad reports mass to +/- 0.1 = 165 ppm

Number of possible formulae using only C, H, O & N:

A 165 ppm 209 possibilities
A 10 ppm 13

A5 ppm 7

A3 ppm 4

A2 ppm 2

Accurate mass reduces risk of investing effort in the wrong molecule

Agilent Technologies



Making these technologies accessible

A front-end to LC and LC/MS systems that allows investigators
to submit samples without being experts in the technology

éewith few instrument specialists whoc




Robust & Reliable Instrumentation

See more compounds in your sample!

A Choice of lonization Sources: ESI, APCI, APPI or Multi mode (A=~ —~"

A FastPognegswitching for narrow UHPLC peaks
A Sensitive detection for low level components

Additional Features:

A Divert valve helps reduce contamination
A External tray for sample submission

A Automatically discard used vials

Robust and Reliable hardware you can trust

Agilent Technologies




Feedback on MassHunter Walkup for LC/MS

AMassHunter Wal kup meRgysto oserand nard taubmeakd s

says an Open Access Lab Administrator, at a major pharmaceutical company, where
medicinal chemists and biologists come to MassHunter Walkup for LC/MS of small and
large molecule early drug discovery in a large open-access environment. Ma s s Hunt er

ease of use helps us bring complex assays done by experts to a
Walkup method. o

Aéoffered ttwacceptdprotein] segyences by the end user at

the time of sample submission, run through the data analysis and produce

an annotated report automaticallyé we produce hundreds of
sequences a year and that really removes a potential point-of-failure and
stress point in our analytical workflowé huge ti me savingsédLt
exploded! We [saved] more than 10 FTE weeks a year.0

ASMS 2014 talk on BioCompare website:
http://cnpg.comparenetworks.com/163768-Open-Access-Intact-Protein-LC-MS-in-a-Recombinant-Protein-Laboratory/
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Intact Protein Analysise Manual Process

2*GOF (NGA2F)
(+1445.3580)
2*G1F
(+1607.5013)

1*G1F/G2F
(+3377.1458)

w

MS Spectrum Deconvolution Zero-charge Mass Spectrum Compare Observed Mass with Expected Determine Post

Translational Modifications

Data Acquisition

Reporting

Sample Preparation
and Submission
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Sequence Matching
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Automation for Peptide Mapping

Data Acquisition Compound Extraction

Fouwdm<mz<o<rol
PR e
PUGERO N RO <N
amomRx<omu<umD
EomrzucuuxBo«

Sample Pr’eparation

>S5

Enzymatic Digestion

Sequence Matching Determine Post-

(+14453580) 6 g ERIR
21 PCRRC PAPEL LGGRS

2*G1F 236 VFLFP PEPKD TLMIG

251 RTPEV TCVVV DVSHE

(+1607_5013) % DPEVK FNWYV DGVEV

28 HNAKT KPREE QYNS?

1*G1F/GZF W6 ERYVE VLTVL HQDWL

il NGKEY KCKEVE NEALP 108
(+3377_1458) % REIEK TISKA KGQRR
l EPOVY TLERR ROBRTT 155

) o Sequence Coverage
Translational Modifications

Reporting

*

Delivery of Results
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T W
Synthetic Compound VerifigatienmAutomated Process

+ESI Scan (rt: 1.562-1.651 min) Frag=400V Reserpine_QTOF_1pgms3.d

609.2771

608.273376 + 1

V.
| 609.2771
: . > : T o e e Compare expected monoisotopic
Chromatographic Separation Peak Detection Assess Peak MS Spectra mass to observed m/z considering
adducts
1 1
1
CH,0 N\ " 0 OCH, /
HH
H Y /0 OCH, x
H,C00C =OCH3 bew,
m/z = 608.273376 Reporting

Upload expected formula
or molecular weight

*

Delivery of Results
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Sample Pféparation
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MassHunt&alkup: 3 Step Sample Submission

Enter username and
number samples to
be run.

%%~ Agilent Technologies



Workflows eliminate unnecessary fields and m:

n
clicks...... ——
,"\,HI . Sample Submission will timeout after :
— ‘1 User Login
- I_ Page 1 of 3
eeeeeeee
Passwor d: Password is not required for current user
‘Workflow: Impurity Check "
Clearance L]
S T i Page 1: Choose Workflow
Impuri ity Check
Permeability
...... Quant
e wen
4 Walkup - Sample Submission - Userl 1l Walkup - Sample Submission - Userl
-
| || | “l “|
—_— Sample List L S .
. — ample List
—— | — 1
[ L Page 2of3 — L Page 2 0f3
V| Automatically copy d
MNotebook ID Cutoff Walkup Method Sal
| orenes B Motebook ID Formula Walkup Method Sample Priority
1 ' batchal |02 [Fast No Ll : o . e
2 7 batcraz | 0z Fast Mo | compoundX |

Page 2: Fields change to reflect workflow selected
- Examples: Formula, Protein Sequence, Modifications, Dilution Factor

Agilent Technologies




Sample Meta Data Written to Data File

==k
ster » Walkup » DataFiles » mschemist » 15-02 » PFI_1234_ISOCRATIC0007.D » ~ [ 49 ||| Search PF1234 150CRATICO007.0
New folder =~ 0 d
4 Name 8 Date modified Type Size
J\ DAM 2/19/2015915AM  File folder
7| acqg.macaml 2/19/20159:15AM  MACAML File 13KB
[ acqibt 2/19/20159:15AM  Text Document 11KB
&7 ACQRES.REG 2/19/20159:15AM  Registration Entriess -,
ALS1.Sampler.scml 2/19/20159:13 AM  SCML File =g
L |
| CSlbkini 2/19/20159:15AM  Configuration sett J SAMPLEXML - Notepad |i| Iﬂl ﬁ
/| da.macaml 2/19/20159:15AM  MACAML File = = =
= % ; File Edit Format View Help
& EZX_smplINI 2/19/2015913 AM  Configuration sett
8] Icdiag.reg 219/2015915 AM - Registration Entrie] | Pxm ] version="1.0"7= "
T PFI_1234_ISOCRATIC0007. pdf 2/19/20159:15AM  Adobe Acrobat D.| | i -Ell'llp-| e
| RUN.LOG 2/19/2015915AM  Text Document

<Version=2</Version>

|| sample.acaml 2/19/20159:15AM  ACAML File

| ] SAMPLEXML 2/19/20159:15AM XML Document <Name>PFI_1234</Name>
%] SAMPLEXML.bak 2/19/20159:13AM  BAKFile <Amou nt}n“:.-"r Amount:

[ ] single8 2/19/2015915AM  BFile

[ vwp1A.ch 2/19/20159:15AM  CH File =01 Tution=1</D1Tutiomn=

<Descriptiomn=walkup method: "quick Conffirm
Customl: ClZH14N4025
Customz2: 278.0837
Custom3: 88
Customd : G10_B123
custom5: 14-Nov-09</Descriptions
<ISTDs />
<TargetMasses />
<pefDataFilePath></RefDatarFilePath=
=zACOMethodPath=C " Chem32 1 \Methods®_ISRCRATIC. M</AaCOMethodPaths=
Bt Rp e emadpeese—taad RATIC . M</DAMethodPath>

{fgamp1E}

Agilent Technologies
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MassHunter Walku@t8p Sample Submission

Enter username and Enter sample

number samples to information and

be run. select from a list of
available methods.

Agilent Technologies



MassHunter Walku@t8p Sample Submission

Enter username and Enter sample Place sample in the

number samples to information and position as directed

be run. select from a list of by the software.
available methods.

Agilent Technologies



MassHunter Walku@t8p Sample Submission

Receive
Report

Enter username and Enter sample Place sample in the

number samples to information and position as directed

be run. select from a list of by the software.
available methods.

Agilent Technologies



NewRibbon
MassHunter Walkn®2.01 f@ample Submitters

Time remaining
In Queue

A
( \
( ™ Agilent MassHunter Walkup Consale
Non-sample [ .~
p % @ “3; @ @ﬂ 9 mins 30

S u b m iSS i O n Administration ~ Change Clear Abort Reprocess Standby View About sec

Password Sampler Tray Run Sample Help

acti O n S Administrative Tools Samples Management Instrument Help QueueStatus QueueRuntime
Walkup Queus Walkup System ChemStation Instrument Injector

Status | TN [ oo | TN MR S

Walkup MS _ISOCRATICM mschemist Current Run Mumber: 117

r T1:100 Vsl
.....’.... Sample Name Sample Position Completion Time Formula Sample Time (min) Injection Voly

1 [ compoundl 1 1:11 PM CBH12N202 25

.:.:.:':.: 2 [y form3az 6 1:16 PM C12H1602 3

. . . . . 3 ED alpha23 3 1:18 PM 0 25

. . ‘ . . 4 [y compound2 2 1:19 PM CBH12M30 25

.......... 5 [y alpha24 4 1:20 PM 5 25

Autosampler 09009040 e : o s -

®
020%0%%°
020%0%:%® T
020%0%%

Tray 7

sos0s0000e Queue shows priority and event-

112131415161 7151 1 scheduled (e.g., clean up) samples

1 [ ] 3

\g ‘ Submit Samples ‘ \Q_ |

Fy - Agilent Technologies



Sample Reprocessing

Common problem is incorrect formula or protein sequence
entered, user wants to reprocess without rerunning

’ |\> s . Agilent I
A s © 00

& E i
Reprocess
Passwon d Sampler Tray ~ Run Sample
Administrative Tools Samples Managgment

Administration ~ Change Clear Abort Standby View About
Help
Instrument Help
7l Walkup - User Login - Sample Reprocessing =N GRS
Ig_;\ . Sample Submission will timeout after:
- User Login
@ Page 1of 3
User Name
Password: Password is not required for current user,
Samples Submitted By: Myself - When: - bmission will timeout after:
Warkflow: Formula Confirmatian
%o
........
Select ID MethodName UserName DataFile StartTime Jobld Formula
v TG g7s1600051852  Fast User1 978160005185... 07/31/2014 140730165004  C6H1206

=

Select Reprocess s e
Enter search Criteria
3. Select Samples and }
modify input

N
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Getting Results:
Email, Analytical Studio Reports, Raw Data or papty print

Can e-mail:

A Reports from ChemStation,
MassHunter i including BioConfirm,
Analytical Studio Reviewer or Intelligent
Reporter

A ChemStation or MassHunter Raw Data
(*.D)

A Analytical Studio Reviewer file (*.asr)

4.2 Agilent Technologies




