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(QRTMESTE R LU R
Pretreatment of large molecules
DG2016-25
(FEEFE) QeI EE=N B EZ=H ? Absolute or relative
QiR BE{EDFEE Enzyme digestion
QA=Y TDAAZ>Y Timing of cleanup
QALS.A™IIDAFALZ>Y  Timing of 1S spiking

( —_ “w ~
| QF ARV I NIV DER
Utilizing databases and software

Q7= JEEECH DRZR - hEsD

http://bioanalysistorum.jp/

DG2017-31 Searching and confirming the amino acid sequence
(S£E) DHERTRARTIFROIEIR  select target peptide fragment

Djl/jj—ﬂ'—/jﬂ/;/] |\’f7|'\/0>ii_ETR Selection of Q1/Q3

OLC-MSELBA Comparison between LC-MS and LBA
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S FHOMERE Activities

& May 2017
v A )N\-EE& Members application

€20 June 2016
v FvIAT=E Kick off Face to Face meeting (Watersga)ll)

& July 2017~Jan 2018
v TC & E-mail®i&:m (1 time/Month, TC Total 7 times)
v Large molecule LC-MSICEEI 37> —b (Sep 2017) Survey

®Nov 2017~Feb 2018

v 70 —K&ESt Summarize survey
v RAA—#4F Posters preparation
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DrugBank O EZFEmODB
SR EERO Y/ SRR
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NCBI Blast

Peptide Mass
Protein
Prospector

ExPasy
Proteomics
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Uniprot®Blast&DENMENMEN (DGAV/I-BR)
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RIF FOERI RO ERE

BT —IR—R Y=ILIA\DY> 5
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Skyline

Mascot Server
(Matrix Science)

Protein Pilot
(SCIEX)

Proteome discoverer
(Thermo Fisher
Scientific)

ProteinLynx Global
SERVER
(Waters)

O SRM/MRMB#HiszigYIN (JU=YIK)

Q A2IEPRTFROEEFINSMRMAVY ROVE

PRIRE

O Data-dependent scanTHIEURA>/INIE

SHIEMORTF RECHIEIE
Q 52N\ BEEROBEERNSEETRRITF

RZRTE
O Mascot Serverld®&E=
Xthts (JU—sFH el EE
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Search and confirm amino acid sequence
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Q T-AIR-ZADER (RRMEIVNIE / TURES)

Bz L TR {EEN 2R TF RECH OERR
Q T—AR=ZAPYINIIT7DER

AITE (CEUIARTF RECSIDEE

Q BV EENSDIETE
Q F—AR-ZADEH
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@Website D7 —HIX—-2X

<TT—NERED>
Q F—AR-RZERIBENIEAL
O Uniproth': X%

oth JBF Symposium,

OUniprot

http://bioanalysisforum.jp/

| 7>5-hQLO & Q11 |

DG2017-31



[FEAED AN T —IR—R%TEFE

HERCK<ANSD Hih

F—9N—2

Uniprot Q F LRI -RRF-AR-ZELTHLSNTS
D, SFLAAMH®HS
QO Protein IDWEDFEFE, Z<DBIDT—IN—-R
o, Y IRNIIVRETHWVWBIEN RS
Q SFEM, FEEMENFL

NCBI Q MBOFT—AIN—RZ{EHRERNRLNS
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@Website D7 —HR—2 @DrugBank database

<T>—NERLD>
Q F—AR=ERANFEAE (ROMIHAT—IN-IF)
O DrugBank databaseZz/&H I3 EHZ0)

[ 7 hr—hQ14 & Q1540 ]
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HAT—AIR-RZFFRIFE

DrugBank databaseZz#ll}

@RUGBANK

LTWLWBANEL

Sequences >Anti-HER2 Light chain (1 and 2

)

DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLIYSASFLYSGVPS
RFSGSRSGTDFTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKRTVAAPSVFIFPP
SDEQLKSGTASVVCLLNNFYPREAKVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLT

LSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

>Anti-HER2 Heavy chain (1 and 2

! +
EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRY : *ﬁ%%n %EII E

)

' Trastuzumab®

ADSVKGRFTISADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSS b-——
ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEPVTVSHNSGALTSGVHTFPAVLQSS
GLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPPKSCDKTHTCPPCPAPELLG
GPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNIWYVDGVEVHNAKTKPREEQY
NSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRD
ELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLYSKLTVDKSR

WQQGNVFSCSVMHEALHNHYTQKSLSLSPGK

Download FASTA Format

URL: https://www.drugbank.ca/
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&) Uniprot D85 - MR EETE

J % UniProt x\+

@‘ -)" () www.uniprot.org c|lQe

human albumin

AINDEZ%E AT
(51 : albumin)

http://bioanalysisforum.jp/

UniRef UniParc Proteomes oo Cl Tl .. |
Sequence clusters Sequence archive
Swiss-Prot (555,594) -
ﬁ Manually annotated Supportlng data
and reviewed.

TrEMBL (901050.711) Literature citations Taxonomy Subcellular locations

Automatically . ‘-I—L 0

annotated and not Cross-ref. databases Diseases Keywords
wed. -
reviewe s é XX @

URL: http://www.uniprot.org/
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o -
wB ¥ a9 & =
gops W S :

nced~ | O Search
Help Contact

@ About UniProtks [y aRee

& Download | # Columns || &= «1to250f239 p Show 25 ~
T T Y S N T

http://bioanalysisforum.jp/

[F] P02768 ALBU_HUMAN Nl Serum albumin ALB GIG20, GIG42, PRO0903, Homo sapiens (Human)

N PRO1708, PRO2044 )
[F1 P02649  APOE_HUMAN ‘Ii Apolipoprotein E APOE Homo sapiens (Human) 317
[F] Po2647  APOA1_HUMAN !i Apolipoprotein A-I APOA1 Homo sapiens (Human) 267
[F] P02770  ALBU_RAT ﬁ Serum albumin Alb Rattus norvegicus (Rat) 608

oth JBF Symposium, DG2017-31 15



Isoform 1 (identifier: P02768-1) [UmDarc]iJ’-FASTA |I W Add to basket

This isoform has been chosen as the 'canonical' sequ

downloadable versions of the entry.

= Hige

| positional information in ¢t

10
MEWVIFISLL
€0
FAQYLQQCPF
110
VATLRETYGE
160
FHDNEETFLK
210
CLLPRLDELR
260
EFREVSELVT
310
ECCERPLLERK
360
LGMFLYEYAR
410
FRELVEEFQN
460
SRNLGEVGIK
510
CTESLVNRRF
560
TALVELVEHR

AASQAALGL

20
FLF3SAYSRG
70
EDHVEKLVNEV
120
MADCCARQEP
170
KYLYEIARRE
220
DEGKASSAKQ
270
DLTEVHTECC
az0
SHCIAEVEND
370
RHEDYSVVLL
420
LIKQNCELEFE
470
CCRHPEAKRM
520
CESALEVDET
570
PRATKEQLRA

30
VFRRDAHKSE
80
TEFAKTCVAD
130
ERNECFLQER
180
PYFYAPELLF
230
RLKCASLQRE
280
HGDLLECADD
aao
EMPADLPSLA
280
LRLAKTYETT
430
LGEYEFQNA
480
PCAEDYLSVV
530
YVPKEFNAET
580
VMDDEAAEVE

40
VAHRFRDLGE
90
ESAENCDKSL
140
DDNPNLERLY
190
FAKRYKARFT
240
GERAFRAWAV
290
RADLAKYICE
240
ADEVESKDVC
aso
LERCCAAADD
440
LLVRYTKKVE
450
LNQLCVLHER
540
FTFHADICTL
550
KCCRADDKET

s0
ENFRALVLIA
100
HTLFGDELCT
150
REEVDVMCTA
200
ECCQAADKAR
250
ARLSQRIFPEA
300
NQDSISSKLK
aso
ENYAEARDVE
400
HECYARVEDE
450
QVSTPTLVEV
500
TPVSDRVTEC
550
SEKERQIKEQ
€00

>sp |PO2768 |ALBU_HUMAN Serum albumin 0$=Homo sapiens GN=ALE PE=1 S$V=2
MEWYTF I SLLFLFSSAYSRGYFRRDAHKSEVAHRFKDLGEENFKALYLI AFARYLRACPF
EDHVYKLYNENYTEFAKTCYADESAENCDKSLHTLFGDKLCTYATLRET YGEMADCCAKREP
ERNECFLRHKDDNPHLPRLYRPEVDYMCTAFHDNEETFLEKYLYEI ARRHPYFYAPELLF
FAKRYKAAFTECCRAADKAACLLPKLDELRDEGKASSAKARLKCASLAKFGERAFKAWAY
ARLSQRFPKAEFAEVSKLYTOLTKVHTECCHGDLLECADDRADLAKYI CENQDS | SSKELK
ECCEKPLLEKSHC| AEVENDEMPADLPSLAADFYESKDYCKNYAEAKDYFLGMFLYEYAR
RHPDYSYVLLLRLAKTYETTLEKCCAARRDPHECYAKYFDEFKPLYEEPRNL I KANCELFE
OLGEYKFONALLVYRYTKKVPOVSTPTLYEYSRNLGKYGSKCCKHPEAKRMPCREDYLSYY
LNOLCYLHEKTPYSDRYTKCCTESLYNRRPCFSALEVDET YYPKEFNAETFTFHADICTL
SEKERQIKKATALVELYKHKPKATKERLKAVMDDFAAFYEKCCKADDKETCFAEEGKKLY
ARSOAALGL
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Peptide mass Q >N\ IEBEDIE N H LT A DETE
Peptide Atlas Q LC-MS/MSTREENMIF T F RO g
Q 7—9R-2X =
Skyline Q 5>/ -RTFROBFINSMRMAYYRD
YERRE E
R BRI CHEL TSRA Q BRIAFARBBERS S
(MAEREDIZERL) =

FEETVI/BEECYINSIERE QO PI/BERESNMBVEOTHNIEETEE
1Ll 772 R E

 FIR-RPYINIITEERIBLER
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PeptideMass

PeptideMass [references] cleaves a protein sequence from the UniProt
computes the masses of the generated peptides. The tool also returns
mass of peptides known to carry post-translational modifications, and ca

Instructions are available.

Enter a UniProtKB protein identifier, ID (e.g. ALBU_HUMAN), or accessi
modifications, but PLEASE read this document firstl): P T oooooooooooooooooooooo- !

ARLSORFEKAEFAEVSKLYTDLTKVHIECCHEDLLECADDRADLAKYICE . O7 BB ERED DD
NQDSISSKLK

ECCEKPLLEKSHCIARVENDEMPADLESLAADEVESKDVCKNYAEAKDVE
LGMFLYEYAR

RAPDYSVVLLLRLAKTYETTLEKCCAAADPHECYAKVEFDEFKPLVEEPON
LIRONCELFE

QLGEYKFONALLVRYTKKVPQVSTPTLVEVSRNLGKVGSKCCKHEERKRM| | 77 "~ 7 7777 777777 77 7 77 =777 77777
BCAEDYLSVY

LNQLCVLHEK TPV SDRVIKCCTESLVNRRECESALEVDET YVRKEENAET |
FTFHADICTL

SERERQIKKOTALVELVKHKPKATKEQLKAVMDDFAAFVEKCC
CEAEEGKKLY

AASQRALGL
the fields. the Cleavage of the protein. URL: https://web.expasy.org/peptide_mass/

______________________________________________

- 9th JBF Symposium, DG2017-31
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J B User entered protein seq x\+

€& (O @ https://web.expasy.org/cgi-bin/pept

[Theoretical pl: 5.92 / Mw (average mass): 69366.68 / Mw (mono:sotopzc mass): 69321.49]
mass  position #MC modifications 0

2917.3229 311-337
2593.2425 139-160
2433.2635 45-65

24041709 470-490
2203.0012 525-543
2045.0953 397-413

o O O o o

ide_mass/peptide-mass.pl

SHCIAEVENDEMPADLPSLA ADFVESK
LVRPEVDVMCTAFHDNEETF LK
ALVLIAFAQYLQQCPFEDHV K
MPCAEDYLSVVLNQLCVLHE K

EFNAETFTFHADICTLSEK
VFDEFKPLVEEPQNLIK

______________________________________________
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*?;E’J’JMWH
MEERmED

P TE KNEAET>V I
UniprotTHCHIfEES DrugBank database THg5Ii#E:R

Peptide AtlasT RERIL
BIERTF RIEHRMER |

Peptlde Mass/SkylineT
BGmHA LR A feER

http://bioanalysisforum.jp/
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Select target peptide fragment
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LD HENEA 77 F OB
T e

© F2N\)EFEmEHEILL, LC-MSTHHID

(1)
{fetm

AR
23-32

(2)
AR ED
I

AR
P33-35

ety @ F-AR-ZOBE  A) BNSVIVED
e R S LC-MSTER I AR
heed ECLC-MSTRTF K& . —

| EUREREDBTSRTS  5) Peptide AtlaseSi
EIEC

BADO~QZRWVS 3 in silicoThimt

HSONTEDT7ZEERCSINS, EERIHLI A 2R ES
[E&=

B URRTFRERSI  BLASTY—FE(C L BECHINFR I OHER

(2NN

EEOEIdNEHIRE  EFRVES _EOEEOMHESR

9%
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SONIBERRDIAFTESR5, RFICHIELTHZDON —ERW

(753%)

AONDEBERER =» ET&7IILTIVE = NITSSHEAE

= | C-MS/MS (Data-dependent scanTITE)

w 7= EERCH AT

(MascotZFZEDYVI MG EEE, RITNIIEFINITS DM —EREBE)

DFED. JOFAZIATITONZRIEZITV, MSUOXYNM I L LOE-IDRTFRECH %
7914293

http://bioanalysisforum.jp/

BEMN—BESVE-INELRERTHNE, ENZENFFERELR,
=0, BALEHINEEULWI DN\ IEICEHFERNBESINESHTENRD
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Peptide Atlas
LC-MSTRIESNRTFRDT —IR-R T, FIVIDBIELEDIIBETHRTF RHEC

(http://www.peptideatlas.org/)

DIESNIZOEHERITZENTED

e

Y http://www.peptideatlas.org/

~ B O | I\ peptideatias

RE(E)

=R(V) BRICAD(A)

Y=JL{T)  ~ILF(H)

ISB Home

Itptrt\uﬂ\ tigs
W LLL!

PEPTIDEATLAS HOME

Seatile Proteome
Center

PEPTIDEATLAS:
Overview
Contacts
Data Confributors
Fublications
Software
Database Schema
Feedback
FAQ

ATLAS DATA:
Data Repository
Human Plasma
(Farrah, et al.)
HPPP Data Central
PeptideAtlas Builds
Search Database

Contribute Data
Genome Browser
Setup

PeptideAtlas is a multi-organism,

Pe t]DeAt élb
1 ‘“ff >

Search PeplideAtias: | | | GO |

proteomics experiments. More...

.r,(,,p.. -]

1.
t
-_1.
_j,

PegndeAIIaS
Chromosome
Explorer
{Human only)

SREMAtlas
interface for
selection of

best available
SEM fransitions

Expanded Search

publicly accessible compendium of peptides identified in a large set of tandem mass 5|

PeptideAtlas and the
Chromosome-Ceniric

I

PepflideAtlas

Raw Data - Human Proteome Project
Repository PeptideAtlas SRM

Experiment Library
(PASSEL)

oth JBF Symposium, DG2017-31
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http://www.peptideatlas.org/

NSRS 2 DBIREER

ﬁ All Builds | Current Build | Queries | SRMAtias | PTPAtlas | Submission | SWATH/DIA |

Example: CCL2 protein PE j{;]beAt[ab

> |ccL2 | | QUERY

Input protein name (Uniprot) Build type: [Any | & Exact Match
& () Tabular Results
Choose appropriate entry ® Advanced Search

(e.g. ENSPD0000374576, IPI00207403, NP 001366, Hs. 232375 BRBP, RBP4,
helicase, P0O6634, MCCC2, PApD00000ST, AAVEEGIVLGGGCALLR }

Exact search results:
Protein hits

i) Human: CCL2 - find 4 identifiers jn 25 builds , observed == 53 fimes

http://bioanalysisforum.jp/

i= Mouse: CCL2 - find 2 idenfifiers in 1 build , observed == 154 times

Search Key | Build Type | | ldentitir | resource type | N PSMobs | _Protein Love

Ccl2 Mouse ENSMUSPF00000000193 Ensembl Protein 154 identical to Q5SVU3
Ccl2 Mouse P10148 UniProt 25 NTT subsumed by

) Rat CCLZ2 - find 2 identifiers in 1 build , observed 0 time

3 9t JBF Symposium, DG2017-31 25



Sequence motifs view

& Sequence Motifs

Sequence Fosition
10 20 30 40 a0 =] i i Q0 100 110 120 130 140

Observed Feptides
[

] [ | E— [
[ [
STGHAL
| |
Jequence Coverage
[ ] — — [ ] [ ]
10 20 30 40 a0 a0 7 g a0 10 116 120 130 140
Likely {theoretical}
— — [ ] [ 1 ]
Unlikely (S5R}
IS I S - I — I— —  — —
Unlikely {Signal}
| |
Unlikely {length}
| I I I — o o o | | | —n

Sequence Fosition

e B B B B I B L B L B B o o A B B B o o  ERERman |

10 20 30 40 50 B0 70 80 a0 100 110 120 130 140
. Observed peptide with single genome mapping
Peptldes observed by LC‘MS/MS  > |:| Protein coverage by observed peptides
(red bar) I Unlikely due to SSR
I unlikely due to Length

o oth JBF Symposium, DG2017-31

http://bioanalysisforum.jp/

26



Seqguence view

2 Sequence

Sequence Display Mude: PepUde Observed by
MOVPVMLLGLLFTVAGWSIHVLAQDPDAVNAPLTCCYSFTSE MIPMSRE LESYE R ITSSR CPE EAVVEFVTE LE - I I

R EVCADPE E EWVOTYIE NLDE HOME SEPTTLFE TASALR SSAPLNVE LTR K SEANASTTEFSTTTSSTSVGYVTSVTVH LC MS/MS IS Shown In red'

Annotated Variants from Swiss Prot (see neXtProt annotations)

Type Hum Start End Info

Bignal 1 1 23

Chain 1 24 148 C-C motif chemokine 2
ENE 1 B0 4] £ -» & [in strain: SJL/J)
ENE Z 5z 5z B -» 0 [(in strain: SJL/J)

Annotations in Sequence Context:

Primary : MOVPVMLLGLLFTVAGWS IHVLAQPDAVNAPLTCCY SFTSKMI PMSRLESYRRITS SRCPREAVVEVTKLEKREVCAD PRKEWVDT Y IKNLDRNOMRSEPTT LFKTASALRS S
Signal 1: MOVEVMLLGLLETVAGHS THVLA  ———— = m mm e e

Chain_l I e T Tt OPDAVHAPLTCCY SFTSEMIPMSELESYERIT S SRCPEEAVVFVTELEREVCAD PEEEWVD TY IENLDENOMESEPTTLFETASALRSS
SBNP 1: ———m—mmmmm oo BB E -~ ——mm oo oo
NP B — oo ] NLDONOMRSEPTTLFE-———————
ModifiedRezidues: HGVFUHLLGLLFMGHSIHVI.AIPDAVNAPLTCCYSFTSRE[PHSRLESYRRITSSRCPKEAWEHRLKRMADPRKEKN‘DTYIRNLDRHDIRSEPTTLFKTASALRSS
TrypticSites: ————————————mmm K-———— R----ER----R--E--—-——-E-ER--———- ER-————-—— E---R---R--————-— B————- R—-
< | | >
Frotein Coverage = 41.2% (51.2% of likely observable sequence) \
100 110 120 130 140 In the web, you can scroll this
S B |--——--—-- |-=—=--—-- | --=---—-- |--——--—- -
EPTTLFETASALRSSAPLNVELTRESEANASTTFSTTTSSTEVEVTSVTVH ba r tO See entl re Seq uence.

http://bioanalysisforum.jp/
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(1) show column descriptions

Accession |

PAD05589616
' PAD05589928 -
PAD01662498 -

PAD01886777 -

- PADO1886681 -
PAD05590707 |

PAD05589797

— 2% e P x| X

QPDAVNAPLTCCYSFTSK _

EWVQTYIK
SSAPLNVK

KEWVQTYIK

VAGWSIHVLAQPDAVNAPLTCCYSFTSK

S sample peptide map:

Per-experiment expression for 40 most highly observed peptides

Peptide piides listed by accession, * denotes single genome mapping)
accession

Peptide

Sequencé

M
L
N
L
T
N
M

- * * * *

e — [~ W~ 0

a0 O M~ — O 0y

. = Wy M~ @0 M~
Experiment D © B 0B o 0
information inliy* A R
[ o e e e

- 3332533

[ T I i I '
Mm_ust*cc:yte_'-'-'CL. - .

-

PAROS530707*

Sample ID ¥| Sample Title Publication

p430 Mm_astrocyte WCL Han et al. (2014)

1.00™

0.72™
0711

0.46 e
013 -

Density means No. of observation
In this case, animal and organ is shown (left),
link to reference is also shown (below)

- 1000
1030
~ 1.000
- 1.000
5.0_.993..@.........
1,000
- 0.994

Best Adj
.. Prob . .

AY

Number of
Observation

by LC-MS

Fol AA

1.00
100
1.00
1.00
1.00 -
1.00
1.00

http://bioanalysisforum.jp/
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U ewmt2 DoImem

Information of each peptide

[Mouse 2016-01 V| Search |Peptide Name  w|for: [PAp05589928 QUERY

© pAp05589928 §
Peptide Accession FApOR539928 E
Peptide Sequence EAVVFVTK Link to =
Best Probability 1.00 Product ion qg
Times Observed: 27 t 0
Ao NE_VP_ P _NAI_T_ L1 Mimad raA Spec rum 2\
@®

c

= ! . @®
— et Fragmentation =
(1) show column descriptions M| Si nstru ment l g
[Show more rows] Download as: TSV 8—
c

Avg |Fragmentation
Chg Spectrum Name

EAVVFVTK 2 6430 QExactive 20130530_C2D1A_secretome_set1_F3_1.06763.06763.2 HR HCD
EAVVFVTK 2 6480 QExactive 0.997 20130530_C8D1A_secretome_set1_F3_2 06975.06975.2 HR HCD A
EAANEVTI 7 RABN AEvactiva 1 2N4INEIN CEN4A carratema catd E2 7 NRGGN NEGGN 7 HR Hrn [ril

3 9t JBF Symposium, DG2017-31 29



Product ion spectrum

EAVVEVTK, MH+ 892 5138 m/z 446.7606

lone: File: 20130530_C&D14_secretome_setl_F3_1.06763.06763.2, Scan: 6763, Exp. miz- 445 76054596658, Charge: 2
a 11+ (20 (3¢
b M1+ (2t (a3 & b+ # Seq * y+
c [11* [2¢ 3 B— = 130.0499 1 E 8
x L1+ O2s O3t 2(1.0870 2 A 7 763.4713
y %-ﬁ Sz-i SE+ 20% 300.1554 3 Vv [ 6924341
i 1* 2t 3
[Deselect All 30% 3992238 4 v 5 593.3657
Neutral Loss: . 5452922 5 F 4 494 2973
L] NH: (%) 5453606 B v 9 347.2289
+
[ H:0 (0) B0% - = 746.4083 7 T 2 243.1605
[ HsPO: (p) -
w 8 K 1 147.1128
m Immomur_" 1ons 0% ':}__ [Click] to move table
] Reporter ions
40% .
Mass Type: o w
= P = +
® Mono ' A.Vg 0% :.j ._'-_ 2
e 4+
Mass Tal: m o
os | . d
Update
- ,
i Poak Accinmmant
0% LU ] . , . , , , ,
100 200 300 400 500 500 700 800 200
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Skyline (free software)
Is the most favorable among many other method and tools

> [RTFREEI- T35

1ty Skyline
IT7AIF) ®WEE) Ea—(V) | BES) | W=ILT)  ~LTH)
NEH k| & ke FIALN
S5y REDHEZFE(S)...
""" | UZ NEEE(E)...
HE(A)...
A A= MDD
| ATF FEEP)... |
FST = LOEET)...

> FASTAEZZNDA >N\ TECH = DT BEHIEEYIEZD b

TECTYIATIT %5 TE

Fix the criteria to select peptide and transition W

https://skyline.ms/wiki/home/software/Skyline/pa
ge.view?name=tutorial_method_edit_ja

T RSuTIaLOBEE [

[tk [F@ | 708 (51050 | s | =8l [F8 | 7008 [54730 | B2 | 2ase]

BLEM:  BAEL: N ~

F] %5 A=t —ERP) A7 BRI AT

FIRANEHIR N 2 1 ¥

5

PLELIEE
TR TR AR R (R

T i R & (F): @7 50

LA FASEATT FEHRE: [méz >7uh—- BRE -

V] Cys - UAMERED..

[] Met | U,

Z‘ L=

[ MXT/HXS -

FATO—FIF R hEIRA

—_~N SW

52233 hFRREIND.

Input the protein sequence in FASTA format, peptide sequence and its transition will be shown

>sp|P02769|ALBU_BOVIN Serum albumin 0OS=Bos taurus GN=ALB PE=1 SV=4

MKWVTFISLLLLFSSAYSRGVFRRDTHKSEIAHRFKDLGEEHFKGLVLIAFSQYLQQCPF
DEHVKLVNELTEFAKTCVADESHAGCEKSLHTLFGDELCKVASLRETYGDMADCCEKQEP
ERNECFLSHKDDSPDLPKLKPDPNTLCDEFKADEKKFWGKYLYEIARRHPYFYAPELLYY
ANKYNGVFQECCQAEDKGACLLPKIETMREKVLASSARQRLRCASIQKFGERALKAWSVA
RLSQKFPKAEFVEVTKLVTDLTKVHKECCHGDLLECADDRADLAKYICDNQDTISSKLKE
CCDKPLLEKSHCIAEVEKDAIPENLPPLTADFAEDKDVCKNYQEAKDAFLGSFLYEYSRR
HPEYAVSVLLRLAKEYEATLEECCAKDDPHACYSTVFDKLKHLVDEPQNLIKQNCDQFEK
LGEYGFQNALIVRYTRKVPQVSTPTLVEVSRSLGKVGTRCCTKPESERMPCTEDYLSLIL
NRLCVLHEKTPVSEKVTKCCTESLVNRRPCFSALTPDETYVPKAFDEKLFTFHADICTLP
DTEKQIKKQTALVELLKHKPKATEEQLKTVMENFVAFVDKCCAADDKEACFAVEGPKLVV

STQTALA
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B- ?0. SplF'OfZ?GBlALEIU BCWIN

2@ J;L 5823180+ (dotp 092)

ca My N Lya] - 951 4782+ (rank 1)01]

oy L [ve] - 708 3927+ (rank 2)[3]

oAy T [v5] - 595.3086+ (rank 3)(2]

@ My N [B] - 476 2427+ (rank 4104]
oy L [5] — 5693293+ (rank 5105]

@, KSLHTLFGDELCK Y [88, 53]

B @y, 4742307+ (dotp O8T)

= 0 Gy KAEFVEVTKL [248, 255)

B Ay, 461 7477+ (dotp 094)

- @ @, KYICDMADTISSK L [285, 296]

e @y, TZ2E6TH (dotp 09)

5 @ 9, KDAIPENLPPLTADFAEDK D [318, 335]

- @ Ay, 978 4835+ (dotp 075)
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Tt

How to confirm the peptide for quantitation is characteristic to the target protein

EEIINTFRIBROYY N IBICERRLDHERSE

BLAST Search (NCBI) BLAST 5 blastp suite
ZHAWV3 5L Standard Protein BLAST

blastn f blastp | blastx | tblastn | tblastx | rol
it QUBW SGQUEI’IC& BLASTP programs search protein databases using a pro E
Enter accession number(s), gi(s), or FASTA sequence(s) & Clear Query subrange &) E
Pu bmedGD\VVeb:FH reied _ - S
BlastADU>Im5 Input peptide sequence — (‘7”)
“Protein Blast” o[ ] =
Or, upload file sEE. @ %
ARFEEANILT Job Title | =
B LAST;RQ\/}qi—F Enter a descriptive title for your BLAST search &) g
[ Align two ) . . . . o
9 e ormore seqrences Define the database (Uniprot will be fine) £

Choose Search Set

Ll + | UniProtKB/Swiss-Prot(swissprot) V| %]
Organism Define the taxonom rémammals will be fine)
Optional |mamma|s (taxid:40674) Exclude '+
Enter organism common name, binomial, or tax id. Only 20 top taxa will be shown. &)
Exclude L] Models (XM/XP) L] Uncultured/environmental sample sequences
Optional
Entrez Query | | YoulliT) Create custom database
Optional

Enter an Entrez query to limit search &)

3 9t JBF Symposium, DG2017-31 32



BLAST result Ident (Identity of residue)

Select: All None Selected:0

Query cover (Identity of length)
1 Alignments O
E

Max Total Query

Description soore | score | cover | value Ident Accession
] RecMame: Full=Trypsin; Flags: Precursor 269 269 100% 0097 100% POO761.1
[] RecMame: Full=Anionic trypsin: Flags: Precursor 248 248 100% 055 B88% PO82721
[l Rechame: Full=Cationic trypsin-3: AltName: Full=Cafionic trvpsin Il AlthName: Full=Pretrypsinogen lll: Flags: Precursor 244 244 100% 0.79 838% P08426.1
[] RechName: Full=Trypsin-4; AltName: Full=Pretrypsinggen |V; AltName: Full=Trypsin |V: Flags: Precursor 244 244 100% 079 B88% P12788.1
[] Rechame: Full=DENN domain-containing protein 4C 210 210 &7% 13  B86% AGHSH21

M RarMamo FullzAninnic frmein-? Altklame- Full=Aninnic trencin - Alilame Full=Pretrncinnnon I Aflame: Full=Serine 210 210 A7 13 AR PONTRI 7

“Query cover” & “Ident” M173100%0DEDH 1 DUMIRIFNIL,
ZOECHNE 1 DDIVINIEICEBTHD.

When there is only one entry shows 100% both “Query cover” and “Ident”, the sequence is characteristic to the target protein

IsoformHh VKDY U TH. TtDY>/INIBNBEIUZBIRSERRSIEZE X TLU
(IsoformZDEN% XA UL EZBR)

If some isoforms are shown we can consider “characteristic” as long as protein names are same except that we want to distinguish the isoforms.
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| https://skyline.ms/wiki/home/software/Skyline/
: page.view?name=tutorial_method_edit_ja

> Unlprotb‘bEH’JE)J%%EO)proteomeJP'f W& AFF3. http://www.uniprot.org/proteomes/

Get proteome files of target species from uniprot

= ot norvegicus Components’
F. Download || View all proteins|
ing Peptide search
Download proteins from selected (0) % I Genome Accession(s)
;u |tS ® Download all protein entries (29975) CM000231
Format:[FASTA (canonical) M
2. Download | | # Columns | E)J#%*E&A j ] CM000232
® Compressed () Uncompressed
in Uni ut animal species o
Repeat search in UniProtkKB (36, Qlﬁl]np p Preview first 10% CM000233
T
romosome CMO000234

UPO00002
Foo 2454 E] Rattus norvegicus (Rat) (Strain: Brown Norway)

Proteomeﬁ*()lﬂ’a:rskylme(c_'CEl’SlV)Lé’)L RE—1-—IRTFREE INCE
>IN EproteomeDF >IN NEDEEH D—E 7z SR TEB.

We can compare quantitate candidate peptide with protein sequence from the proteome files

http://bioanalysisforum.jp/

tu /wHISTL FTOTA - LEEE =] o I=-5RTFE g
7 EEhT
EEIN): ok | 0% AFFE mmwwum
Rat_uniprot = o v
~ T :
FOSF-Lr ) TN o swsesc v oo Rat AlbuminRTF RECSIEIRZRT DL,
Cr¥Skyline¥Backeround proteome¥Rat_uniprot pratdb 7 TCVADENAENE | 7 | Proteo m ej?’{) l/b\ba I b u m I n 9/} \ 0 anu
[ . | [ fesic). | v SIHTLFGOK | 7
4 owceuecca | @ CERIEENS.
FASTAZ71 JLLF): 7 HPYFYAPELLYY.. | 7l
I IVEIB £l | YHEVLTQCCTE... | )
7 ALVAAVR 7
AR EF): sp|POZTINIALBU_RAT
BEEE): EUi8: PO2TT0 #4535 ALBU RAT i{Z-T Al 101§ Rattus norvegicus
TROACD: Serum abumin 05=Rattus norvegicus GH=Alb PE=1 Sv=2
F0TA - LIp U006 AN A A HBEIEFN TS, S =DLAUEN (MW TFLLLLFSGSAFSRGVFRREAHKSEVHRFKDL GEGHFHGLVLIAFSOYLOKCPYEEHKLVOEVTDFAKTCYVADENAEN
J0TA -LEITICEEEN TGS, COKSHTLFGOKL CAPKLRDNY GELADC CAK CERERNE CFLONKDDNPNL PR ORPEAE AMCTSFOENFTSFLGHYLHEVARRH

AR £ B ABEAER A B AL AN A BRIE ARSI
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> TILFZOFREFUSIERENCKIH THD. trypsinsHILARTF R
> 6~167Z/BORTF RELSI

> AFAZDFRIESATAOEREBEZS TR

> EERBEEHLIUSNPEZSERL

> TILFZD . USUEREMERURV(RR, KK, RK, KR)

> TOUSERENCEKIHDTIFZ> . USIEICFIELRV(KP,RP)

> JRE@EMEEICFELRV (RY>(D)

_____________________________________________________

> EAFIUREESTERL)

> JU3> - JOUKRERSD

> LCOAH SN ER =/ BE OISR IENS T8I Bl &E
> WBRRENZT7IBEDSS, BT/ EN40% LT

Fluids Barriers CNS. 2013 Jun 8;10(1):21
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HERd)

MAEEROBSIMERZAVSIENTED. BREROBIEULRTF RO - J5>I% NyI 2%
RV R MR N eI 6E.

AJZE Rl
> YMWIR - AAREEENEIERROZES TERFREZFILEANS.
> FFRMZHER T BIHOBLASTARZR - I 52X M) A2 BVARET W 2.

TE=(OBEUACS BERN®DS.
NNWIR A EZERMNERREREDIGSEEEM RIVAICIT TR 7 I 71—
BEMEBTHD. (AAMNS)

> BRRERRTFRECHIDEREHD. sioanalysis. Jun;5(11):1363-76 (2013)

E
> RENERDHEICIFE.
>
>

http://bioanalysisforum.jp/
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S10analysIsTFOTrum™=="

O mIETRIE

@ TEFEL

® BZEnAlE - EF TR, W75
@ ZAfth

http://bioanalysisforum.jp/

> RN THDAIEHRBOERNZ.

T—bQ164D

—
~
\/

W
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UPHEHRN 77 FERDFDE E

A I\IEARETHSD
MBI ‘ NAEEZEREZFONETEIVINY

AIEMRARTFRORTE (RIZE5818; or TEF7815)
J529% NI 2% WS R - E 2 14HEER

5> I\ iR aah'F R BT EED

=
£
>
5
- R
FRaThe L 2
@ T
AU ) IZEREHEEL, AERRRIFRERET S 3
F—IN-Z - WX TOERREN DS =
o
[ &L ‘ED <
© @
+ in silicoTRERBORTF MEARTT S DBORIET —9%8HBL, TORTFRERVTERTS
. BNOEFTRIPRIARERNT, £IFI0 |
Oin silico THRERUIZRMLRT A ZIRE \ S s
. BRIHTERRTFRESIZRVCIRIE - E8 | BIRUERTF ROmEIEEIb

DR (Blasti&X /{bLFRI4EE)
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BY5>)JERAER | B

'-

BIRNEERIRVG S 3I~5AIEE RIFROERKMZEEBAL. BIERM4LTER
EVYMYIRZHEAL RIELTHD.
BIREERN D DI5E 1ARTER] Peptide atlast*&Z X DT —A(CEH>TLINIE,

1R T+ EENAIEE.

@ @ 1A
S 185% 29.6% @ 27K
Bty =) @ BHHICLDZEETD
@ @ EOAt

< i
D34)

OEEE . 27

> EEAERTZEVIEIETE, FEM - SREZIBRIIDIHELRT
FREEZI-FDEVSERMNZENOL.
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—
N
\/
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Selection of precursor / product ions
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=EPUEEHRE
(QaQ)

AT e B2

(TOF) Orbital trapf?

Kingdon trapf!-

M/zZICEDA A EIR(OFEB I SV ATA
WA—EUTOIUEIR2ADECEIZEELL

TOMUEMRIAZRBEUIMTOBEDHT

5T

m/zDEWVNCLBIRHZeE TODEERFfE D
1ZEVVZF I3 TOFE PEIZHIGCED
FESEIARESHOFEEANSM 2zt
9 %Kingdon trapf!, J-UIZHAA>
400> HIE (FT-ICR) RE
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SIM (Selected ion monitoring) :

YSTEDM /272621 A> DI iR 9 2E—R. Precursor ion scantEbHE(EN
x9.

SRM (Selected reaction monitoring) :
Precursor ionh'5&E Rk U EDProduct ionZzi&H 9 3E—R

MRM (Multiple reaction monitoring) : SRMICEU

Product ion scan :

YBETEDM/2%3F DA A (Precursor ion) MSAEERUTEA A > Dspectrum
(Product ion spectrum) Z1§%€—R

PRM (Parallel reaction monitoring) :

Product ion scan®—#& Tscan (351, A1—7) TERERFN(CE
spectrumzigdtid (E(CEFDHEEEMS) (XU THV\SAEE

oth JBF Symposium, DG2017-31
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Data dependent analysis (DDA, Data dependent scan, Data

dependent MS/MS) :

OLCTHRBEULRTFRAAS 2 TZRTEUIEM/ZEH TE 2 EFEEFull scan

@ OTHEENEH e LAEMEDprecursor ionZMUEMR CIEIRLIVZ 3> ILIC
BAL, &4 DOProduct ion spectrumzEWg9 2. LUBEOQ%ENIRT,

R N850 \precursor ion(FERDC (FI RIEEIENDS.

Data independent analysis (DIA, Data independent MS/MS,
SWATH, All ion fragmentation) :
FOROIEVHE B ZZXDalg(C X)), ZDEEE Dprecursor ionz2 T3>
JUICE A Uproduct ion spectrum%zi§d. XtIDIECScanUERIEERDOE
precursor ionlCXigdproduct ion spectrumhi§5n3. 22U, Product
ion spectrumIc(ZEERDprecursor ionh54Ulefragmenth'idixkan a1z,
BEMTIC I3 FDDAETEUS UTzproduct ion spectrum®34J3UNETHS.
ERITEE2TORTFRZ—EICTEETE3N, FATIEMIIRS.
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AERNREDOFE : %> i"AﬂEEE

_____Pros Cons

F—AMA > FAREBDZNHD RO o EREUtransition At OEERIFEVET
=1transition&fzDMscanh¥4E L) S720)

EYSENISTA =AITERICTTI A NOFERNTERL
=KD FIELEVIOEETHAEAINTWS « m/zO_ERHAMKL
ENHREEMSLOERRE =>SREREETEM/z2000f2ENHE
BRPZEERTEFRRICTESD] U

o DEEEENMEL
=1.0~0.312E 0, MEBLELDR
FENEERDPIL

o J\WIIS> R EWMERICHD

o LCOMSEAREIHAE
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BEDREDFA - ﬁﬂ#ﬁm

_____Pros Cons

m/zL > VA o« FATFENKEN

rAx BeEE e o ScaniREMNEL)

= EnER4 =Kingdon trapZY D4

Full scanEEh'a]&E =T —AiA > NIV RS
=ATERICTTI A MESR NI EE . E%'I‘SE(:%%%@D

AV ROIBENES S =514F2vIL>TELT, 104 EFR.
=T hH—H—-DHEIRINITLL 105(SE2 AN A,

PRMPSIMTEEE=NA]
Data dependent scan/H‘e]&E

S/NH'S
EIR

Lzsh. TransitionDEEH L
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BER 57 LS

BEORWIFIZE > T-IN-IPXHEINSIE  Data dependent scan 3
RIB EURNS>Z2a ke hOMERTS =
ELTHERRS S 5

> 2MOTLH—Y—AATH 2

BENTREINS L =)

BELTANS >SS % §

#HE re)

> BHENTERONS> P

223V %EEL CHER S i

B
= BEIRMENBVZH
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BH 527 AMEE
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ESNGZYULRTFRrZE DF=0DBERE(E800~2000f2E
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2. BRRIFRz{ERI 3%
HITET BRI INIED Tunb\lizgﬁb\tgaﬁdﬁ

> BHRWE, [IR=IAA2NIE/R-II N\ IEEkmZERT 35S [EEER

> BRRTFRIERAEIBENEFELL
o SAEIRBEORTFROERORBRELZMEZLT, BEIT D0
o FiAtRETERNZAY(CERT BT
— 1D9 DD ADIZE, ak—NGECEFRNII > TUED
o  EVNWIADSEZMETRI DD
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Q&A

® SHILES (K= EZTE=
Q : 10kDafZE DA I\ IB = B{ILE T (TIR=ILTHHUILN.
(ZEREEARTPOANalyte R —THHE

A
O ENEREEMSZHREE(GEIRTS
@ Deconvolution*z1715
= ﬁ?%b\g T@%Lt%ﬁ&nu
= ﬂfﬁﬂiﬁxwz_bv&b\;éfﬂ_ﬁ;ﬂa—%
Q HEMEVEDOHSEE DS A Z1EIRT S
@ CIDARINIOSEEDRWVITT A MeiEIRT 3
. ESITAAACL T ZITOHE, Z2MMAAHELRIECED 1 DOILEYDICTU TIEEL
(Dm/z(DZ/\’] NMNUOEBRIZNET. ERIENEZMA AU T, PCERWTENFEN RALIEZ

ITICERED, TTDIEEMODFEFF 1 MICHITDM/zZ2BHTDIIENTEFT. ZDfEL
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Q: BEMEWNGS, sSELEEHR NS>

ﬁﬁr ZaB UICHZ1TDREN

SR URAITNERSIRVWKDTIEL

FHEIRTE SO ER

LW, EETFRVPYMNIYVIORDEREZREBEUT

7'3"73\ LY (DGR THOERLD)

7:_&) A%@lb\lp\h\'fﬁ:bnbjb\

BRI DEIC: - -

NEMBIMS K D EETHFHREMSOANS/NEEHE LY

> EE FRIBICT, EERBENNETINEHTEITD

> JOX M SLADS/NEENERET D2 RIS

o oth JBF Symposium, DG2017-31
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LC-MSE&ELBA

Comparison between LC-MS and LBA

oth JBF Symposium, DG2017-31
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LC-MS&LBA

RS

10N

DITITER
MAOKEE

ATE R B2 R
ZE

AIL—Twvhk
BEBSDAMAS

&5 1
<00

BigR (RIEUHIERRR) AN E=i5523: )

A LBALDIFERE O =FRE
(ug/mL) FILIRRLDSZE (pg/mL)

O ZRn R EZ0]EE A BE—p3 AT

O PKEAE A BUWAHYnE
iR ICE6NA)

LB S S5 FriRVERR(CON B DERRSE
VERIEF

A Z)I—TJw NI O BAIL—TJvhk

A =E8 O &z

OBMNRTFREZLM - mBNELE ASl- LotZDHEN

LC-MSELBAFAEFHEBYCAWVSZEN RS

oth JBF Symposium, DG2017-31
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77— MERLD

Q35.9>/()E%LC-MSELBA Q36. LC-MSELBAD#ESRN
O TEBULIZER RO HERRUZOEDR

ol IVINIDED DEENREENTZ

Figole  [REARA, ZEMEPEZEROEZRNHS5NZD
h, BiR OFEELN RO IZONREA

g0 JOUSLAERTREDAES ENAVSN

http://bioanalysisforum.jp/

(st 38 | TUWNIEEFICREIEITR W
B0l GBAIEEROIAFTVIL O SORHIES HER
% LES ROk PR RECRE
0 .
® others EilY

o iR, b=FIJY—ER
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DG2017-31
3 FDLC-MSEZE
FPoo—PMaER

Summary of a questionnaire for quantitative analysis for large
molecules by LC-MS

http://bioanalysisforum.jp/

EhteHARE 2017410H8H~10KH20H

Bcfhot DGH/R—45F— (213%)
JBF/{— b —(38%t)

B3NolELN 58%

Term 8 Oct 2017 to 20 Oct 2017

Distributed to DG supporters (213), JBF partners (38)

Valid responses 51

9t JBF Symposium, DG2017-31 60



WY EIEZEER  sactorond

JapanBioanalysisiEoumgs

Q1 FABICDVTHEI TR,

Working at?

Q) €1t ® Others

Food products

® Others

EIE&EN . 58 =
S [%0)4113 (2445) J CBm (30

oth JBF Symposium, DG2017-31

@ B @ Pharmaceuticals
@ CRO @ CRO

- Rec A (1fF)

No comments
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Q2 LC-MS/MSTOA > )\ OBTFTEDTOEMFRER(C DU
THXTFELY,

Do you have experience of quantitative assay for proteins by LC-MS/MS?

@ © O#EERD D
21.6% 0-0% QCNH SEMFIE
®  (114) (OfF) 51.0% ©) 5451 EvANRYAN:E P o)
| 17.7% @ (264%) @FRERIN L

9fF) 9.8% B D1th
T (5F)

@ YES

@ No but have plans in the near future
3 No but interested in it

@ No experience

(® Others

http://bioanalysisforum.jp/

EIZEEE - 51
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Q3 LC-MS/MSICCEEDhEEMUICEERDSD DY I\ DB EDL DS
DHHDFEIN (RIDEET [QTNNSEMTE] ZEIRSNITHESE
DFEZZEEL TV BUFEER)

What kinds of proteins have you analyzed quantitatively by LC-MS/MS?

(For person to select “

@No but have plan in the near future”, select your plan.

® D @ @'TE@%
@ 4.3% 23 .49 @ }n'ﬁ:@ﬁé - v —
34.0% e Q@ AR D EMAEERERESESE
° ) (11) @ FRBRIR L
(164F) o ® Z At
19.2% @ Endogenous substance

\(-9#) @ Antibody drug

® Both @and®@

@ No experience
(® Others

- NI E

 zooft (2245)
® Others

. TR DS 2 )N OEZE (1154)

- EYD EE%E@ 2INO&E (1)

Endogenous substance and protein drug other than antibody,
microorganism-derived proteins

oth JBF Symposium, DG2017-31
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1 #2752 B DLC-MS/ MSI= & 35 HTiEE

V' Experience of quantitative analysis for proteins by LC-MS/MS

Q4

LC-MS/MSICTH > )\ OB & EEDH7aEh U ICiEERD S D AHT
(Mm3E, px, Ak, #E) EDXDREDHHDFTIH.
(EEEC)

What kind of matrices (plasma, urine, tissue, cells etc) have you analyzed to
determine protein concentrations by LC-MS/MS?

| #ofanswers

Plasma 19
Cells 9
Tissue/Tissue homogenate 10
Serum 5
Urine 3
Tears 1
No experience/No 2

oth JBF Symposium, DG2017-31
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Q5 H)INUBMSEEDNHICMER U TVWBHPLCZEZ TS,

(182R[o1Z& 1))

What kinds of HPLC do you use for guantitative analysis of protein by LC-MS?

@

€)

@

-

B S

[OIZE&EZL - 36 O a>NR>>3F)L
1EE01Z o @~¥ro0O070—

®F./J0-—

@ Z oAt

@ Conventional
(@ Microflow

(3 Nanoflow
o s | N

COXZ b~ (1)

Comment

N

7

<At (344)
@ Others

« 2D-IC (BT LRAYVF>T) (O=ERE=NIEH)

2D-LC (Column Switching)

- BBERIAL (fF) - REKA ()

No experience No comments

oth JBF Symposium, DG2017-31
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BF HPL C for quantitative analysis of proteins

Q6 HIJGDD%F'D'?I_CIEI SUVNEIZWVEHPLCZ R U TV RIBAA NI R
[ /=1 Reasons to use the HPLC selected in Question 5

HPLC REE 1S # of
answers

Conventional F.70-0X49070— (31 AALICHUTEZIERM TEHZD, SEAZOHIRLIOYN T A 1
NDFZENHDFIDT, RAIIGU TSI RAZERN BN HDEEZTHDET.

Nanoflow and microflow works efficiently for ionization. But it has limitation of
injection volume and long analysis time. Choice HPLC case by case

Throughput 3
No reasons 3
Stability/Nexcera 1 each
Only conventional LCs are in my facility 1
EEEFND 23, FER-BAER>T I Z2ERELTVEIN Y170, T/ TOEEDOREN 1

HDIHEIZEEO]EE Basically, conventional is used for quantitative analysis, and
nanoflow is used for detection and identification (qualitative analysis)

RS2 AFIVIB O TINODFEAEZIEL T CUCIDRBENFRITEIH5EN®D, Sensitivity of 1
analysis with conventional can be achieved by increasing injection volume

Microflow IR 2IFIVEDRRENREL BRVN T/ J0—(FEFRIMEDSRN, 1
More sensitive than conventional and takes less time than nanoflow
Sensitivity

Nanoflow Sensitivity 6

2D-LC (column switching)  Purification of digestive peptides

http://bioanalysisforum.jp/



Q7 2I)\UBDHICERLUTVWDIEEDNESTZEZ TITN.
(1828[ol1ZA])

What kinds of mass spectrometer do you use for analysis of proteins?

=

©)

6

@ I 6

[OZE&EER . 36
eSO T

@O 5 >5 IAPUERE (QqQ)

@ orbital trap (EBEIZEY/HIIHEY)
3 TOF MS / Q-TOF MS

@ ZoAth

@ Triple quadrupole (QgQ)

® 30 @ Orbital trap
3 TOF MS / Q-TOF MS

@ Others

10 20 30 40

[%0)1’113 (31F) ] - KEERRL (2fF) - REEA ()

@ Others

No experience No comments

a

oth JBF Symposium, DG2017-31
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JB
I MS for quantitative analysis of proteins

Q8

RIDERE CRIEWZEWZBEDET 2 ER LU TWWIEEN DL

KX TLIZE0).

Reasons to use the mass spectrometer answered in Question 7

# of

QqQ, orbi trap, and TOF
MS/Q-TOF MS

QqQ and orbi trap

MS

QqQ

Orbi trap

a

DHFPERICEUT
Depending on analyte or purpose

7YV I5) 2 FBWNVAR E 2

P CEQ-Exactive, ZERMMARTF REFVEE

E9MTEQqQ%ER. Q-Exactive for relative quantitation with isobaric tag,
QgQ for quantitation with peptides of SI

QgQ and TOF MS/Q-TOF No reasons

QQQTHEENH UGS (IEFEBENTETZEA. FEE=E
TAREMENTE(CER, TOF MS/ Q-TOF MS for qualitative assay when it’s
difficult to measure target peptides quantitatively with QqQ.

TOF-MSTARTF RETFARZRL. UEB CTEEDHL TS
TOF-MS : qualitative (peptide fragment) , QqQ : quantitative analysis

DITETEECHIA IR,

Stability/QTRAP6500/dynamic range/improvement of quantitative
performance

Sensitivity

Only QgQs are in my facility

High resolution

oth JBF Symposium, DG2017-31

answers
1

1 each
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JBr SIRE I E BIEEE (mwame s ———

V' The purpose and criteria of the studies (analysis of the endogenous protein)

Q9 LC-MS/MSICTARIIESY >/ UBEDEEDT7ZEN UIZRDER/.
EILEEZHZ TR0, (#EEFOEA)

What’s the purpose and criteria when performing quantitative analysis of
endogenous proteins by LC-MS/MS

- @ GLPERDE S5 ER
o - JRDP—S 0 s D)
| SEE0N| o EEEEEEROTERER
6 3 NUF—> g il BED)
| ® ﬁﬁ?%ﬁﬁ?ﬂtﬁ U@mgit%ﬁ |
JNUF—> g BRSO
® . > @ Bz RELAIL
® 2B L. ® 2ot

® F 28 " '
| . | @ Quantification for GLP (include validation)

0 10 20 30 @ Quantification for reliability standard

(include validation)
® Quantification without regulatory requirement

http://bioanalysisforum.jp/

[ X~ (11%) ] AIEARFER®. SAE (include validation)
Comment Q@ @ Research or method development
@ for Method Development (® No experience, ®O0thers

@ for sample analysis

- 9th JBF Symposium, DG2017-31 69



Japan

W7 S/ BENEE (e 2> 12 BOEBHF)

Y How to confirm amino acid sequence of the target endogenous protein

Q10 WM /I\UEZFEET Dine, HNIZ/\TJEDT

ACHNE ED KD (THEER L TLIE I H.

= &

How do you confirm amino acid sequence of the target protein for
guantitative analysis for endogenous protein?

O XHEHE
® At

@ Literature survey
@ Database on the Website

© Otfiers

[ OXZBL | ESmABNEXENS (QEBEIRENIZH)
| Comments | From literatures if possible

7

X2 ) - 8B (@@R2&. OXA> hOHFATI14)

| Comments | No experience

oth JBF Symposium, DG2017-31

@ Website_EDF—IR— X %= Fl|
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JB N7 3/ EEIIEE (mEs s 1o BOERAH)

Y how to confirm amino acid sequence of the target endogenous protein

Japan

T —IN—RZHRXTFN,

Qll HIMEBIICT [WebsitedFT—HN—R&FI] EEESNIZHDH
CEIETE. 92 \UBEDTEBEFIOERC L FIHT S

For person to select “@@Database on the Website” in Q10,

What database on Web do you utilize to confirm amino acid sequence of the

target endogenous protein would be measured?

EIZE&ELL : 22

Z oAt (244) - EERIR L (2fF)
3 Others No experience

@ Uniprot
@ NCBI
® Z At

@ Uniprot
@ NCBI
(3 Others

- 9th JBF Symposium, DG2017-31
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i N7 S/ BAIREEE (w5 > 2 ROZEAT)

¥ How to confirm amino acid sequence of the target endogenous protein

Q12 RIDEBE TCEZEWZZWET —IR—X = X<<FIHITIIEBRANGN
(FTHZ TLEE0N,

The reason to utilize its data base on Webs. - continued Q10 and Q11.

DEVCRHEIE Reasons # of
answers

a

@ Uniprot @ DT —INR—R%&FE D IERENTZNH S 12
(18'{4:) No experience to utilize another data base on Webs.
QOMBELERT  {SHRME Reliable 6

ﬁ(:)\?ﬂ’% B3 o#EE Visible and function

ECAN®D :
F(CRIA—RBT—AIR=ZELTRLASNTHED. A,

More favorite ~ FEN$D. Versatility

than another  Protein IDHZDEE. Z<LDBIDT —AIN—=ZI0, &

data base MTYIRIIT7RETRAVWBRIENHEKS,

It is possible to use Protein ID at a lot of another
database and analysis systems.

TAFRENZLY Completeness
REHEELLY Detailed content
@ NCBI (11%) @ DT —HINR—RZFE D ITARERNTIR DS 1

No experience to utilize another data base on Webs
Y JDE DYHIPUSIULI, DOZUL-51

http://bioanalysisforum.jp/
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The purpose and criteria of the studies

Q13 LC-MS/MSICTHMHREZER (F : RRESY > I\ OB TR IITREER.

UTOEBEBREER) OEEDHZEUEEOBERN. BICEEZFR T
FSU).  (EEEIER)

What’s the purpose and criteria when performing quantitative analysis of
antibody drugs by LC-MS/MS

@ GLPIEADE = 5%
\UF—> g > mBRESD)

17 Q EREMREEERA DTSR
VAND S a2 - F=1-R))

Q@ BIGFRHIR UDTESEER
JNUF—= 3>RS )

I @ FER, L)L
[O|E5HE : 36 ® B2 L. ® oAt
B OIZE ]

http://bioanalysisforum.jp/

' ' @ Quantification for GLP (include validation)
5 10 15 20 @ Quantification for reliability standard

(include validation)
3 Quantification without regulatory requirement

(include validation)
@ Research or method development
(® No experience, ®0thers
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W7 < / BRACTIESE (hinERR0EES )

V' How to confirm amino acid sequence of the target antibody drug

JapanBioanalysisiEoumgs

Ql4 MAREREMZEEI D5, BRNAD = JBEEHIEEDLD

(CHEER L TULIE I D

a

When guantitating antibody drugs, How do you confirm the amino acid
sequence of the target antibody for quantitative analysis of antibody drugs?
@ XHARE

@ Website E(DFT—HIX—XZFIH
® €At

42.9%

(91%) @ Literature search
(2 Database on the website
3 Others

<Dt (9%)
® Others

AT —IR—-X ff) -FHAREETHD. XRICT7 = JBERY(EFFESNTLD
- BRUTCTVWBANCHERITDERS., - —X)\A4T—-X - BEERIL (3F)

In-house database, Already known because of new chemical entities, ask to the synthesis group, case by case, ...

oth JBF Symposium, DG2017-31
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Japan

[\ 7 < / BEEIIREIE (naEmanER )

¥ How to confirm amino acid sequence of the target antibody drug

Q15 ®HIDEMEICT [WebsitedD7—IN—XZFAH] EEZFESNEHDH
COETEV. FIREERD Y = BECIIDOHERICKISFIRBTD
T—INR—RAZHZITFE).

For person to select ”@Database on the Website” in Q14, what database on the Web are
frequently used to confirm the amino acid sequence of antibody drugs?

@ DrugBank database
@ Z At

@ DrugBank database

http://bioanalysisforum.jp/

@ Others
ZTOMOEARNEIE (£54)
@ Others
- FA UL - FRBRIR L -BRELC ) - Skyline

Not use, no experience, no comments, Skyline (software)

X b - BRI (EHAA—BPEEWVNEDD) (DZBRENIEH)
Comments Convenient (but a part of incorrect is existed)
- 9th JBF Symposium, DG2017-31 75




VR ER G DES L

¥ Region of antibody drugs to use for quantitative analysis

JapanBioanalysisiEoumgs

Q16 HHKEERMODEE CHEATDIESEMIICDONWTER TS ES0N.

a

Which region is used for quantitative analysis of antibody drugs?

@ \]ZpElE,
® ® @ TEE A
17.4% 30.4% @ O]ZtElE, - EEMEE. m5
(44F) (78) @ @ T DA
© 4.4% @ Variable regions
47.8% (1) @ Constant regions
3 Both variable / Constant regions
@ Others
ZTOMOEAFANEE (£44F)
] @ Others
- #RERIX L (34F) No experience - BERELU (14) Nocomments

- OXAT b ] - BERFEEEEZRSWVWET (1) (@ZFEIRSNITH)
| Comments | Targeted variable regions basically

oth JBF Symposium, DG2017-31

http://bioanalysisforum.jp/

/6



Y Region of antibody drugs to use for quantitative analysis

|Q17 HIDFMICT, TOEREMIZRIRT DEHZHR TTF L.

O R £ Rl
Variable regions
QB ZnalE -

TE SRk, M7
Both regions

Why the region was selected for the quantitation in Q167?

EIRMD SV (BIER31F) Highly selectivity (3 same answers)
X NIWIZADEWI IR THOIEIeE Matrix was animal plasma
ELICCIENS -5y MRTF RO 7= JEEECHZEY IS0 THOAT gL BN 3825 %8R935

Regardless of the regions, the sequence which was suitable for analysis was selected.

AIERLIRESEREREDINTTMBESNDN, FUADIBIELAZIEX 2ENHIMCIOTHIFTLS.

The target region was selected according to the purpose of the analysis.
BRI RESTIEEGHE  From the score of sensitivity, selectivity, etc.,

TE & pRte IR = (CBIC R R 8EIE NS . RI 2 RRIE SEE R ERZ B TEL CTEHM. The Constant region
was also can be used for other antibody drugs. The variable region was selected for clinical trials.

BEENENNE, EE5THERAJELEZEZATVSD.

Both regions can be selected if selectivity would be confirmed

A]ZTEI(IERER . TEERLIIFEER (RIEUSFEFMEODTAAZFETERY) Variable regions are used in clinical

studies, and constant regions are used in nonclinical studies (only research purpose).

AJEE THNIIAIZEIEDORTFR, FENBTARENGNETEEFEIHDRTFRT, Use peptides from

variable regions if possible, otherwise use peptide from constant regions with affinity purification.

ERmBiEd. EENICHAZEZE TS5, o] ZHEIBIIFENBTUAOEEN TES, Constant regions can be
applied for various antibodies. Variable regions can be used for quantitation of specific antibodies.

YHEME (BEREnIZEIEZIEVED) Specificity (Basically variable regions are targeted.)

oth JBF Symposium, DG2017-31
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W YFEHRNTF NEIDRE

V' How to search target peptide fragments

JapanBioanalysisiEoumgs

Q18 MWHEMY>/\UBZERHEILLT. RIFRMF(ICTEET D58, EEEMRTF RELDK
SCRBELTVWFEIN. LC-MSAIEXBMNR L. Z2 NN OBERIAFAH#UWMEEDI7TO—

FHREZBR TR\,

How to search target peptides when endogenous protein concentration would be determined
guantitatively as peptide fragment after digestion? (In case it is difficult to obtain the whole protein

standard or get literature of LC-MS.)

©)]
@ 14.8%
11.1%  (44f)
(31F)

=

© 77 = BRSNS EERR (C K DIEHI T A
ZERL LU CFEIR

@ Website_ EDF—FR—X

B €At

@ Select by making a theoretical fragment from the

amino acid sequence when enzymatically digested
@ Databases on the website
@ Others

http://bioanalysisforum.jp/

XS 2fF) |- QEHATRIZES (DEBERDA) . - Skyline (DEERDT)
Comments | Both1and2, skyline...

N 4

TOM (M) | e@dms +Blast - FERRL (34F)
@ Others ) Both 1and 2 + Blast No experience

9t JBF Symposium, DG2017-31 78



How fo search target peptide fragments

Q19 AR (C T [WebsitedDF—AHXR—RZFAH] EEIEZEENTZHD
AHZEETFT . BERBEBORTF RARZRICKSFIAIT 5
—AINR—RZHXCF=L. (Boadh\)

For person to select “@Database on the Website” in Q18,
which databases do you use frequently to search for fragmented peptides.

PeptideMass
SRMAtlas (2). peptide atlas
Proteomics DB

http://bioanalysisforum.jp/

Uniprot
IMPACT
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IEXIRN T F F‘E’ﬁld)ﬂﬁ’ (BLASTIR )

to select target peptide fragments (BLAST search)

Q20 ﬂ?é?ﬁ/\j? REFHDRDRAFHE LT, EDATF ROV S JBBRGIN
— ORI T BN EBLASTIRE T 3188, CDTOYS ARER
Loviain

Which program do you use when using BLAST to determine if the amino acid
sequence of the target peptide is unique?

@ BLAST (UniProt)
(2 BLAST (NCBI)
3 BLAST (PBIL)

@ €At

@ BLAST (UniProt)
@ BLAST (NCBI)
@) BLAST (PBIL)

@ others

[ OX> b~ (1) - combination (DZFBIRESNI=A)
Comments

ZOfMt (41%) ) - Protein prospector - Skyline
@ Others | - BEBARL ()

No experience

oth JBF Symposium, DG2017-31
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4 JBr HENRN 7 F RETIDHR (BLAsr;r)

V' How to select target peptide fragments (BLAST search)

Q21 RIDEB TEZEWZZEWET —AINR—X =2 X<<FIHITIEBERNG
NEHEZ T IEE0N,

Why do you often use the database that you answered in the previous question ?

TFEESMMI Reasons # of
answers

OBLAST (UniProt) OALDT —IN—RZfESIHRERNZ VNS 10

No experience to utilize another data base on Webs.

QMBELEATRUCAD B F U FASTAT7AILAEDS L, 3
TWBRECAh 0D It’s easy to see and create FASTA files

More favorite than UniProtE X4 > TERL T3t

another data base . .
Mainly use Uniprot

BIABICENDPT L (HHRIT3EEHD)

Easy (Sometimes used together)

http://bioanalysisforum.jp/

@BLAST (NCBI) DAthDT —AN—R 2 EDARERHIRDYS 7
No experience to utilize another data base on Webs.
QML LERTRICADTVWDETAN DD RFRNRL 1
More favorite than another data base  Search fast

@FDMA others (protein OBOT —AIR—RZ{EOIARERN R LINS 1

prospector) No experience to utilize another data base on Webs.

@ZDA others (Skyline) FER#EL No opinion 1

4 9t JBF Symposium, DG2017-31 81



JapanBioanalysisiEoum

EXIRN 7 F NETYDEIR (skyiine)

Y How to select target peptide fragments (skyline)

Q22 F—4v hRTF RDRDIAHDERE. Skyline&EWDY T I T
DIERRRER(THD D EITH.

Have you used software called “Skyline” for selecting target peptide?

.7

Q@ ERRERIIIBVNIFEEEFH > TLS
©OFAA

@ ZoAth

@ Yes
@ No, but | know the software

3 No
@ others

E&&EZEL - 35

oth JBF Symposium, DG2017-31
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(IMHEHEA 7F FENOER (stvine)

V' How to select target peptide fragments (skyline)

Q23 HIDKRMEICT [OHD] ([CEEESNZADHFCEIE T 0.
SkylineDERAARZHRZ CTLIZEL\.

For person to select “@Yes” in Q22, what is intended use of Skyline?

A

JINSA—HSERIEAL, Parameter optimization

BRARBEIERLTVSY, FRHERMERFOMESR (2nd Opinion) confirm target peptide fragment and various propose

NS> 223> 0O/ E—3EERE Creation of transition, peak detection

A INIEOTZ BTN SEERRIELICLDIESN R TF Rt OSRM NS> 223 AFR%

Creation of SRM transition using digested peptides

EERTFROEBTEEMRM/SRMEAEDESTE (BIBR24F) selection of target peptides and setting MRM/SRM conditions

I-—J8xR, 7= /BEREHIOmM/zIEHR Unique search and obtaining m/z information on sequence of amino acid

BEIFNRMSMSEAEETE Setting MS/MS conditions automatically

3T AFT—2a2)\9—>M5SRM TransitionDERTE. E=fMT (ERR244)

Setting SRM transition form fragmentation pattern and Quantitative analysis

SHACET A T8 ARERTF ROFEE, 1= IRTFROMESR (2EMBOFASTAZANTSERTZ) | iREIRIERK.
E={EEY Predictive digested peptides, selection of target peptides, confirmation of unique peptide (reference
of all species FASTA file) , creation of calibration curve and calculation of quantitative values.

http://bioanalysisforum.jp/

[EEXTEE  Comparative quantitation
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JB NHFENRN T F FEIDEIR (zot0s7r217)

How to select target peptide fragments (other software)

Q24

AAES 2 INTEDEEZITOBRICMBICERLTVNDY I I T
&, TOERAEREHRTSIZSON.

Frequently used software and the intended use for quantitative analysis of
endogenous proteins?

Software | Intended use

PeakView jﬂgg NMEEER. confirmation of product ion
MultiQuant E2EEL -BEE=EMSTE=E (E4314)

Calculation of quantitation value
Quantitation by high-resolution MS

shimadzu Insight E=Zf#T quantitative analysis

Skyline TEEMFMT  quantitative analysis
Analyst FE2 ([EHR24F) auantitation
MS Quant R BEMS

Manager High-resolution MS

oth JBF Symposium, DG2017-31
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IENIRN T F NEEITYDZIR (WE~7F Fi)

¥ How to select target peplide fragments (number of monitored peptides)

Q25 ARSI\ OBEZTEEY diHe. T=(CHVWBRTF RIEEAR
MaEteZ &EBULEITH.

How many peptides should be used for quantitative analysis for endogenous

proteins ?

@ 1A
) @ 2K
29.6% Q@ EHMICELDEETS
(8#) @ ZoAth
) @ one
@ two
@ case by case
@ others

[ Mt (54)
@ Others

J

[ OX> b (%)
Comments

J

« 3 AR B NIAATUL ;. Select form 3 or 4 peptides
- MEAEBEZEICUZET  Itis there 3 peptides as a goal
- 3Ll E 3 ormore - $RBERIAL (2F)  No experience

BEAZBREICUET (@ZFEIRDTFT) Itis there 3 peptides as a goal
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"B NUFZHRN T F FETNDHIR (f«v 7 Ff,ﬂ’)

V' How to select target peptide fragments (number of monitored peptides)

Q26 BIDEMICT 2R E| £2(E THNICKDEET D] LLRIEENCHD
HCEET . FE(CEBORTF REFEHATIFOERZESZ X /R0)
ESHEHTEHI TR0\,

For a person to select “22” or “@case by case” in Q25, why multiple peptides are used for ?

A (CEDESTESEMEZIRI DT, EFach peptide shows different value

Depends on the purpose of quantitation. It’s difficult to confirm the quality of quantitation with single peptide only.
WREEETESEOIBRBER 1o guarantee the quantitativity and validity

BEMEOIEFR(EER3M)/ BRELUTVBREONRITER R THIEZHETZUIZLY To ensure the quantitated target is right.
F—ADEFEEEZHBE | ZDES 1o enhance reliability of data

EARN(I3AL LEREIBENS VN EECBUARTF RN RWMGEREFIARTEMI DI HHD.

Basically more than three peptides Run with single peptide when suitable peptide are limited

http://bioanalysisforum.jp/

EE8RDRZE, IRMYIDFZE 1t depends on the post-translational modification or contaminant
I\U7°~>D‘Z‘ﬁ’1’I:sT‘JJZiéb‘-l-ﬁ'C&573‘@73‘7&6&?&@%}‘51%@—3&[/‘( To confirm the efficiency of trypsin digestion.
EE2MOIER GFFENBRTFRZEAURVEEEIMNEEEZTUD) 10 guarantee the quantitativity

(Especially the peptide is not specific)
EJE@TC&) / ) fOEEEﬁUé@E’{HCEET%éD\B For target identification / Quantitate the protein as a whole
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EHWRNT7F NECTDEIR (r5>55 3-8

to select target peptide fragments (number of transitions)

Q27 ARSI\ OBEZFEI DiHe. EE2ICAVWBIRTF RIARDZ
223> IV DHNEY)IZEBULEITH.

DD

How many transitions should be used to quantitate endogenous protein ?

@
22.2%

3 (6fF)
25.9%

)

®
18.5%

(51F)

| EIEE : 27 )

Oib3z>>v3a>
@2b3>2>v3a>
@ BEMNICIDEETD
@ @ ZoAth

@ one

@ two

@ case by case
@ others

C OX> b (2%F)
Comments

- Zoft (6F)
@ Others

-5 5LV EBE (QZ&IRE=Nic7)

DFFE LR UWSE>PIRS LTS (OZ&IRSNTZT)

3hS222a>ZBRELTVBN. RIFR

* Preferably up to five * Three, if possible
- I3 DL ESRTFEL. BDIAATULL « 3 transition2A_L  three or more

- 5D BULVEHBEE  about five

- EEICEFIK, T2, #BONS2223>Z2€E 25—

Monitor one transition for quantitation and others for confirmation

oth JBF Symposium, DG2017-31
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No experience
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IMAZHEN T F KEADEE (r3>55 2

V' How to select target peptide fragments (number of transitions)

Q28 HIDE ﬁf\@ﬂwhj///az%uﬁbfﬁﬁﬁééﬁ )
nica. E2EzE0LSC8HLUTHLWEIT,

How do you calculate the quantitative result of multiple transition ?

ORISR D =1 |
Q& KNSV ashoEsNzEIE
@ A

@ Sum of analytical result of each transition
(@ Mean of analytical result of each transition
3 others

dX> b~ (14) Comments

- BEANICIEREOSWV—DOHEERE UL (ZEE

- RO EREREOZRAMIHERIEE (H*%?fq:) The most abundant transition only, others are used for confirmation.

- HAREM (CRIE I BIRICIE. HBDRERDFEIH.
/J\;'éjw)g// \OEBTHNIE. TEEMHDOEVSER

}H:Eg_é &Iu\b\gsg_o

Deflne calculation method for multiple target analysis. The most
%@'fﬂl@@x (6'14:) 3 Others guantitative method will be chosen for a few target analysis.

Basically the most abundant transition only, sometimes summed.

http://bioanalysisforum.jp/

- ARICEKDN. aQTD b2 a>OaEEEETHNIE TV IEFEENMNTRE) . 18352237
I (INFEMMER) « IRTFROFEHEE (+cv) =

%1@&?5%{5\555 Depend on the purpose, and avoid the adding up. Some case one transition for quant, and others for

EEEELETDIHBEEONE KD2h5222

confirm. Other case mean and

CV value of three transition is used

- #XBRIRL  No experience oth JBF Symposium, DG2017-31
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’BF HEHRN T F REFDEE (5255228

V' How to select target peptide fragments (number of transitions)

Q29 2DRIDEMEICT [2b35>22 3>l E] FEE BRNICIDEETS]
ELREENTEADHCEIETFT V. BRSO 2232 %Z2KEI DIEHRE
AR ZIEVEE T TR
For a person to select “@2” or “®case by case” in Q27, why multi transitions
are used for if possible.

PRI DD Z S ([EiR44F) To confirm no other contaminants are overlapped
AEZETHIID In case target peptide ( or signal) is not stable

RENEDRVESE(CET TR (ER4A1HF) Sum up transitions when the sensitivity is deficient

MEEB T, IRNTORI DI ZEEIfEIRNE(FRVEEITVET Only for confirmation
F—ADEEMEZEHBDH To ensure the reliability of data No need to sum up all transition
A=y T F RO OFEMEBR DD To ensure the specificity of the target peptide

M AE-DICLBEEFERDESDZEOREREREL T To consider the variation of result depends on noise peaks

http://bioanalysisforum.jp/

PR ORERD To confirm the specificity of the target peptide
E=4nBR To ensure the qunatitativity
EEREZ LT3 To ensure the identification
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and confirmation of the target peptide in samples

Q30 TEERMHNRTF RORLHERDIZOHICFERALIEZ EN DR Z
R CCLEEL.  (BE5EEE)

What kind of samples do you use for the target peptide detection

BISEL: 23 | Iy
@ h 3 (IS | ST IE ST
5 8 @ AT DFH
@ ZAth
@ I s @ Standard protein
: @ Target forcibly expressing cell
o I (> | O Tarset Orgns
| | | | @ Others
0 5 10 15 20
[ %0)1'1130)@%'?] - EhED (EFIFEIREB L TLVRLY) HHA - RERIA L (21F)
@ Others Normal cells (not forcibly expressed) No experience

- 9th JBF Symposium, DG2017-31
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' Detection and confirmation of the target peptide in samples

JapanBioanalysisiEoumgs

Q31 TE2RMERTF ROWMBHEZRDIZH(ICEM I DDITEZEZ T
JZ0N.

What method do you use for the detection of target peptide ?

a

O B —~XAXF+7 2% (Data dependent scan)
(CKDIEH

QIRERTF ROEH NS> 2> 3> %IEE
UiRt

QZDAth

@ Survey scan (Data-dependent scan)
@ SRM, with multiple transitions for the
target peptide defined

EIEEL : 25 @ others

[ %@ﬂﬁ@lﬁl%‘] - BRI L (1)
® Others No experience

oth JBF Symposium, DG2017-31
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i \EHEIC L SIRHEE

' Detection and confirmation of the target peptide in samples

Q32 BIOEMICT [OB—XA1XF+v > % (data dependent scan) (CKD
Y| EERIEZEENZEAOHCEIET V. SN kEE—o%ZEDLDIC
7= RS (CIRES B TLIEITH

For a person to select “@Survey scan (Data-dependent scan)” in Q31, how do you
attribute the detected peaks to amino acid sequences ?

O 7= _JBEECHIEREARY D MO T = {EH
@ OO0 M A AR ML %AEDBE LR
® T oAl

@ Use amino acid sequence analysis software
@ Compare product spectrum with DB
3 Others

a

[ DB ] - BRERIA L (1)
® Others No experience

oth JBF Symposium, DG2017-31
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Y L. C condition

JapanBioanalysisiEoumgs

Q33 ARINIEY>I/I\IE

T=(CAWVWBLCOITEICDWLWTEZI TLIZEL).

What LC method do you use to quantitate endogenous protein by LC-MS/MS?

O RTF R(CH 59 Generic/dmethod Z
QRTF RE(Cmethodx i LI D
BZ DAt

42.9%
(9%F)

@ Generic method

3 Others

- OXZR ) | - @B (QEBERDAS)
Comments | No experience

[ 2o (314) 1 - @or® depend on target + @ if @ is not possible
@ Others | - #RE&IR0L

No experience

oth JBF Symposium, DG2017-31

@ Optimized method to quantitate specific peptide
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Q34 Generic method THOMMTERAVMGETIE, EDKSRC ENREA
tEDE?Tbijﬁ.@ﬁﬁ@Dibtbﬂzf(tém

What is the cause why peptide quantitative analysis by “Generic method” doesn’t work?

RTFROVPENERRBRZEDZRERFCHTE S 2 ENHERRVBENHSD. Cannot determine simultaneously
when deferent characterization of peptides

FIRMENEV CRMER DD ERDRE, EHR644+) Poor selectivity
AAHBTLYS a2 OFRENVEL large ion suppression

TERNDIECEFRV RTF RTEITHIFHHIRBAYY RS TE CENEERENMEZ ZNEERD, Not have any
experience

A A>EpHDAEENEVEF Incompatible multi-charged ion of analyte and the generic method pH
E—-IRARABR DB Peak shape

HILp5BEHURVorEREFENRLY  (E#R24F) Column separation

FUKMEERSEK NI E 2155 Hydrophilic or hydrophobic

http://bioanalysisforum.jp/
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Q35 2 /I\UBZLBALLC-MSOlAH CTEE UITEERNDDFTRIN ?

Have you perform quantitative analysis of proteins both by LBA and LC-MS ?

D »HD
@ 720N
Q) At

@ YES
@ No
3 others

oth JBF Symposium, DG2017-31
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LD C-MS vs LBA

Q36 RIDBMT [D53] LEIEURT, BROBIRNERD S IZERN
BNIEZ R BOEE TEROR EEH THA T RS,

For a person to select “1, YES” in Q35,
have you got the different results by using LBA and LC-MS?

>IN DEBD DRI RIEESNSFERMEANCEN DD, Partially degradated

JFRIEFIEFECIFIEHTLRY. FUATITFrIFr— 938N EPTOEREICLOT, REMDEGHOERNHSNI
Dh, BTROEFELERNIOMIAEA Not know the reason. Cross-reactivity or modification may
be happened or peptide selection is not good.

—TEDEENRHSNIN . TOJ LA TIHEDRIESENAVSN TONIEIFC IR, Different
results were got but it is not the problem if the specific method is used in the whole program

HOFET, BITEEDT1FVIL O S0aIBREHERUELR. Yes. Considered about dynamic range and
sample preparation in that situation

LBAOAWEEEN B, TIHADREMEICER I3EER The quantitated result from LBA is
higher because of antibody specificity

B ToHholc The quantitated results of both are the same.
gk, =AD& Because of anti-antibody or total and free antibody

oth JBF Symposium, DG2017-31
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Q37 BRFLC-MSEZICEAULT ICNMHIDZL] EBSBEDMHNIEE
seEdFELVLET.
Do you have any other questions for large molecule analysis by LC-MS?
LF1L—23> (HARSAAEE, FHI T O TOMRERER) (24F) Regulation

RIFRET R ICEBEEMENDRZEDERDMHRAE(21F) Effect and countermeasure of peptide fragment

B9 FLC-MSELEBU TE D FLC-MSTRZ{T1FD 5 Cautions in large molecule analysis
LT TLZEMIETETINELEY)E Internal standard, can be supplied continuously at low cost

TEEEOEHFZE (BEORTFRIMSEET D5E. (F5DEDEE . MSITX—-FD5%TE)
How to calculate quantitative results

SO FLC-MSEET+REEZS / TARERESRDOLC-MSTITOEEMHE /| MSTEMDISZSELISAOE 4
Enough to use LC-MS/MS / The number of experiment to quantitate antibody using LC-MS / Necessity of ELISA if

the quantitation is already performed using LC-MS

Z{ DB SIBIRMEEE I BRDHIRTEZE Criteria to select the target peptide
g R FAVWBWSERMELL High sensitivity not using immuno-assay

>IN BREZEERU TREARICAVTVSES]

Actual examples to prepare calibration standards using synthetic protein analyte
M EOT kR, 1A>ELEYFT4— Good ingenuity for detection, ion mobility

oth JBF Symposium, DG2017-31
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CHHBED
ZSWVWET
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