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v Trypsing & RICKRfEZIRET U, JHIEZIERZ U0 S J4)

(%)

Serum digestion condition (Trypsin 1 pg, Incubation at 37°C)

Sample P.AR sD Digestion
Name (%)
Control 2.23 - -
0.5hr 0.374 0.155 16.8
lhr 0.522 0.321 23.4
2 hr 1.01 0.18 45.3
4 hr 1.50 0.11 67.3
16 hr 2.01 0.04 90.1
24 hr 2.03 0.05 91.0

Serum digestion condition (Trypsin 5 pg, Incubation at 37°C)

Sample P.AR sD Digestion
Name (%)
Control 2.23 - -
0.5hr 0.512 0.145 23.0
lhr 0.821 0.255 36.8
2 hr 2.05 0.03 91.9
4 hr 2.01 0.04 90.1
16 hr 1.99 0.05 89.2
24 hr 1.95 0.03 87.4

1
8t JBF Symposium, DG2016-25
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| , (3 Denaturation, reduction, and alkylation
0 2 4 6 8 10 12 @ Reduction and alkylation
® Purification, denaturation, reduction, and alkylation

ZOMOEE | . EEEREg R ® Others
| ® Others

® 0 ® © ® O
http://bioanalysisforum.jp/

Purify after enzyme digestion
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Q6 MNEEEME LU THWDSEDEENTIN? (B

1)

I

Most frequently used Internal standards?

@ ZERNAES LU I=WholedDS > )\ O&

— Q@ ZERMAFZR LTS —T v MeslIdD
© . .
_ RIF R
. @ ZERMMAFZH LTS —T W MeslIdD
I NRIF R8T S JBEREER URARTF R
' @ EODAth
> IR
1 @ Stable-isotope-labeled whole protein
@ @ Stable-isotope-labeled target peptide
. ) . s 10 1 1 1 3 Stable-isotope-labeled flanking peptide
@ Others
- TOMDEE | - A—5w NERYI T >RV EHLRARTF R
@Others Peptide sequence irrelevant to target peptide

- AFHJEEIRBD

Available peptide
8t JBF Symposium, DG2016-25
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iy 7 7 77 Jop—

Q7 :i%ME6T @ﬁﬁﬂmzmﬂﬁaﬁkbr Wholed5 > )\ O&E | ZHERSNIZHICERITY,
MIZEPEDORIMDI A =T (EWDTIH ? (1EFHEZR]) FHER-ZE>ET—
VILFINESEBREBEOTIO—-CEMUEIHZE THEZ TS0, )

For a person chose ”@StabIe—isotope—IabeIed whole protein” in Q6. When do
you add I.S. in the workflow of purification, denaturation, reduction,
alkylation, and enzyme digestion?

O f5RA]

@ fRRE. ZlERT

®i&E5T - PILFIEER. BB
@ BEzRiH bR

® At

http://bioanalysisforum.jp/

@ Before purification

@ After purification, before denaturation

(3 After reduction/alkylation, before enzyme digestion
@ After enzyme digestion

(® Others
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Q8

E6T [QRERMMMMRERL TS 5w MECHIDRTF K| ZER=NTZT5 (CER]
T9 ., NEEEMBEDRMNDI A Z2TFNWDTIN? (EHOER]) (BR-ZH—
BTV IILF)IUSEBRBIEO IO CEMULBETHEEZ TS0, )

For a person chose ”@StabIe-isotope—IabeIed target peptide” in Q6. When
do you add I.S. in the workflow of purification, denaturation, reduction,
alkylation, and enzyme digestion?

OF =711

@ fRRE. ZlErT

@&t - ILFIVER. BE{CRT
OF =l

® At

68.8%

(1114)

@ Before purification
@ After purification, before denaturation

@ After enzyme digestion

® Others

8t JBF Symposium, DG2016-25
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iy 7 5 777 fm—

Q9 FRI6T [@TERMIAKIRHLIZY—T Y MEHIDRTF R 77 = BEERELER U
7'/\7’9'- Bl EBEIRENZACERTY . RIREMBEDRNDY A>T (FNDTY
h? (BEEER) (BROZRH->Ex->7ILFIVE-EBEREIEDOTIO-CTEMmUE
BETHEER T, )

For a person chose “®Stable-isotope-labeled flanking peptide” in Q6. When

(@
do you add I.S. in the workflow of purification, denaturation, reduction, E
alkylation, and enzyme digestion? g
@ FEEA o
e @ KBRS, YT y >
@ O @ =T « PILFILE. BB 3
25.0% 25.0% @ BxZ=H b1 2
200% 1) 2 (115) B Tfth E
50.0% E
(D) @ Before purification
(@ After purification, before denaturation
3 After reduction/alkylation, before enzyme digestion
@ After enzyme digestion
(® Others
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Q10 RI6T [@TDM] ZBIRSNIZH(CBRITYT . RIREMBDRIMDT A Z>T(F0)
DT 3‘73‘ ? (BHEER]) HBR--BMU-ET->7ILFIUE-EREEOTIO—-TE
MUIBE THEEX TS, )

For a person chose ”@Others” in Q6. When do you add I.S. in the workflow
of purification, denaturation, reduction, alkylation, and enzyme digestion?

O 5RAT

@ fRRE. ZIERT

®i&E7T - 7ILFIUEER, BEREER
@ BEzriH bR

® Z oAt

@ Before purification

D0.0% ' @ After purification, before denaturation

3 After reduction/alkylation, before enzyme digestion
@ After enzyme digestion

(® Others

http://bioanalysisforum.jp/

T DABDEIE - FIFTBIS(CEKDODTERD
® Others The timing depends on the kinds of I.S.
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| Q11 &£< )

19 DERZHAR =L\,  (1BEX

Most frequently used enzyme for digestion?

iy ——— L @ Trypsin
| @ Lys-C

> B ® Trypsin/Lys-C Mix
- @ Others

° Il

@

< DfthDolZ - BEREBIEUEEA
@ Others Omit enzyme digestion process

a

8t JBF Symposium, DG2016-25
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Q1

2 BB bR > T UBRIIIEMU TLEITH ?

(182X

O

=),

Do you purify the sample before enzyme digestion?

@ UL TLRL)Y
QVIA_TA4mRZEmLTCLD
R} T DAt

50.0%

(1015) @ No
@ Yes (affinity purification)
3 Others

[ ZODEIZE
| @ Others

J

- BRAVNIEIE
Ultrafiltration

8t JBF Symposium, DG2016-25
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Q13

H>TJ)EEEHSEI(C, BREILZE UIERREREHD
xIh?

Do you have an experience of enzyme digestion without denaturation
process?

@ Yes
@ No
3 Others

@

76.2%
(1614)

http://bioanalysisforum.jp/
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Q14 3XREI13(CT [HD] LEIFENEHFDHCEELSIEEV. BT a2 tEEich
W —hgi (CEEEBIEIEMN EMND EBVWEITH, EfURVERZHSHZSZSV
(BEEIET])
For a person chose “@Yes” in Q13. Why did you omit denaturation process
which is expected to improve enzyme digestion efficacy?
' OEUR S CHAIERIGE THh DT
@ QEZENEZ LITDIz8
| QBIEXT RSN DI & B HHNZ DT
-y @ T DAt
®
] @ Analyte was measurable without denaturation
@ @ Improve operating efficiency
3 Suppress production of interfering substances
0 1 2 3 4 @ Others

8t JBF Symposium, DG2016-25
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Q15 =5t - VILFIUELDOTIEZEMET (C, BREILZL
JTHRERR (IS DX I H?

Do you have an experience of enzyme digestion without reduction/alkylation
process?

DYes
@No

3 Others
@

61.9%

(1314)

http://bioanalysisforum.jp/
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Q16 EM15(CT D] LMEENEADHCEIEL SV, =T - VILFIHEDTIIE
Z Ehe U e AN —igM (CEEZHIEIZEMN LD ERBVWEIN, EURVNERZS
HZLIZE0.  (1BEOIZE )

For a person chose “@Yes” in Q15. Why did you omit reduction/alkylation
process which is expected to improve enzyme digestion efficacy?
] @ Et UTe < CTHRIERIBE TH D IZTzsd
v Q@ 1EFEINRZ LT DT
- @ HITEXT RS DRV & BN R D T8
o I @ T oAt
o N @ Analyte was measurable without denaturation
@ Improve operating efficiency
@ 3 Suppress production of interfering substances
0 1 2 3 4 5 6 7 @ Others
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Ql7 ENF=zBEZFREHIELUTHHT Dina, RAK(CSHEERD
T%ﬁ&u:b\ :3_73‘ ?

Do you verify enzyme digestion efficiency?

@ Verify
@ Not verify

@ @ Depend on purpose of assa
55.0% P PETP Y

(1114)

http://bioanalysisforum.jp/
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Q18 HILMERZHR T DHE. TDOEMNICDOVWTHHX TSV, (HEHEER) =E177T [OmFER
12V EERIESNTTT (EERE20N\EEH T =L\, FHE17T @D OEMICKD] LEIEEN
FZF [FEDHFEN TODAECIH U CTEELTZSON.

For a person chose “@Not verify or @Depend on purpose of assay” in Q17.
What is the purpose of verifying the enzyme digestion efficiency?

@ 100%(CIEVVEDY. EEENKIDEE(C

- I PN
_ @ B ULEANBRIEDEWNT —5Z/F5ND
—

http://bioanalysisforum.jp/

. BSH'5
QO BEAEDBE. MERRO—BERBHS
. @ Z Ath

@ If the efficiency is approximately 100%, it means the quantitative value is near to the true value
@ It contributes to obtain reproducible data
@ This information is helpful for improving the sensitivity of analysis

@ Others
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Q19 SHAEZIEMNZ(FE100% ER o T IR I B TEICDVWTHEHZ T L. (EHEER]) HRI17T
[QWERUIRLY] EERIBSNTEAIFEEB20NBEH TV, 217 T [@FDBMNICKS ]
EEIEESNEAFERDBEFENTULVBIARAICIHU CERIZEL ZEU).

For a person chose ”@Not verify or @Depend on purpose of assay” in Q17.
How do you judge the enzyme digestion efficiency reached to approximately 100%?

| | | | | @ BIET DRI F ROEBENTREFTSI(C

@ Td\éc_&_CEEnu\

Q@ TEBAMANRTF R IEEME (CFAWT.
HELE N EEFT B (C1RD C & THEER

- I ® Toft
I

D Peak area of target peptide reached to plateau
@ Peak area ratio of target peptide/I.S. reached to

plateau
0 1 2 3 4 5 6 7 @ Others

http://bioanalysisforum.jp/

€77 MR 25 9 D & VLD RIS G A
® Others Recovery of spiked recombinant protein (known amount) is used for evaluation of digestion efficacy.
- IREHARTF R 2T S OISR UEBROEBEE S BEDE SRS & THER

Confirm the peak area of standard peptide and target peptide from digested protein are same.

- 8t JBF Symposium, DG2016-25 100
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Q20 EEIREHRURWGEES. TDIEBAICDVWTHHEZI TS, (#E#HOER) KE17T [O:R
93] EMEENZAEEIEAETY. #E17T [@BOENICKD] LEIEENZAEED
HENTVBIHRE(CH U TCEIELZE0,

For a person chose “@Not verify or @Depend on purpose of assay” in Q17.
Why don’t you verify enzyme digestion efficiency?
| | | | | |
®
| O BIREOEEAFENRSNGE
o N R I DWEFRVNS
: Q@ HERFTEN DM SIRLDS
® @ NEEYE CHIEZMNMNTITLDINS
@ At
@
0 1 2 3 4 5 6 7

@ If reproducibility and/or concentration dependency is observed, there is no necessity for
confirming the enzyme digestion efficiency

@ How to confirm it is unclear

3 Enzyme digestion efficiency is corrected by internal standard

@ Others gth JBF Symposium, DG2016-25

http://bioanalysisforum.jp/

101



Q21 EEFRARDIR, Ba\DREFTEDLDICTI7ULT
LWEIH? (EEEIET])

How do you care about adsorption of analyte to container when preparing
working solution?

S
£
=
o] DT RUY IR (ERE) ZHRL. o
® < RO X TERBERR 2
@ BEESH/ TN DN LT, BREED O
1851 % S
2 ® Tt =
2
<
3 . @ Dilute with matrix
@ Search best combination of solvent and container
0 2 4 6 8 10 12 14 @ Others
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Q22

E21CT TQBH iaawaz L\ < DM U T,
@Kfmr FHDHCEIEL TSN,

#E#[01Z=10])

BaallEDIRF & =] &
DR EAZER T S EMNZNTI N ? (

What kind of solvent do you usually use?

O K EBHRIEDRR

@ K EBHAIE SRR
Q@ FHENEMHRZ ANl U IiaiE
@ ZAth

@ Mixture of water and organic solvent

@ Mixture of water, organic solvent, and acid
3 Solvent containing some surfactant

@ Others

8t JBF Symposium, DG2016-25
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J B gﬁl\ 0”’ Adsorption on Laboratory container

Q23

fE21(CC [QBREEFTRZV< DML T, FRNEDIRETZ3E
hil LEZFESNZHDHFZEELTZSV. K< ERT DFEDHERK
%, BEALNDEEICZEZTF =0,

- IK/ A5 J—)L (50:50) for— )\ —X
- 0.1%BSA, Tweenigx &

- K/ ITH =)L

For a person chose “®Search best combination of solvent and container” in Q21.
What kind of solvent and composition do you usually use?

Water/MeOH (50:50), case by case

0.1%BSA, Tween, etc.

http://bioanalysisforum.jp/

Water/EtOH
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Q24

sfE21(CC QR EFTRZVN< DML T, SRNEDIRET 23X
Ml LEZFESNZHDOHFZEELIZSV. Bzl d 2 Eh'%
LWCTIN?

For a person chose “®Search best combination of solvent and container” in Q21.
What kind of container do you usually use?

© 0 ® 0 O ©

OQOHSARF1—T

I @ FEMALAE Lo S ABF 71—
] Q@ BEORUTOEL > ®F1—T

@ EREDRUTOEL > ®RF1—T
GO>UdFr/XNBL/RUJOEL > & F1—T
® DAt

http://bioanalysisforum.jp/

@ Glass
(@ Glass with deactivation treatment
3 Polypropylene

; 2 3 s 5 6 7 8 @ Polypropylene with low adsorption treatment

® Siliconized polypropylene
® Others
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QO EMEH - BHH s sz

| Q25 &< ERTIEUFIDESE, EXSNBHETTEE TS,

What kind of denaturing

Rapigest (Waters) 4
reagent do you most
Urea 3
frequently use? S
Deoxycholic acid, 2 E
Guanidinium chloride 2 —~
O
DTT, SDS, MTBE 1 »
N
Q26 LC-MS/MSTOENFEENMZENMITDICHIED, TER « MHEFEHIN
(FTECE F =0,
re)
Comments -+ surrogate peptideD1EIR =
How to choose surrogate peptide? X %

- A2 )NOBRENERFE SN TUVVRLVMZEDITLAYBE L LY =
How to take action when the whole protein is not available?

- =4y "RTF ROEIR GEIRE)

How to choose target peptide which have sufficient selectivity? .

- RUTS S OHCEFENBZFTE NI TSV RBEA—H—SC L TRRB EBONBN,
hUTS S (FEEA—D—REANRBEN ESHRUCROET. BRI L TREE LIzAH
BENMESNDEBWNICC ENNGDN, TDGEDERESFZ/IVVTHITL).

Manufacturer of trypsin is important (e.g. chymotrypsin content)?
Appropriate amount/concentration of enzyme when digest protein without purification?
8t JBF Symposium, DG2016-25 106
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