ITRAQ®SE T i R AR

FASP (Filter Aided Sample Preparation) ¥
LIS EHM: iTRAQ® (Isobaric tags for relative and absolute quantitation) A& H
FEEPHAEM RGN R (AB SCIEX /A RIHYHT &) 2004 SEFF % iy — i [F) E [ LR
FRICEAR, W FAHX LX) g & . BUAE AB SCIEX 2 w] wJ #2485 PUAz B ) Ui i il
WA, 4330 A] ) A T 2538 DO 58 \ R AR b A 7 2 B 23 AT o XSS o SR A I
PR E R, B 45 AB SCIEX 2] B LA B FIEOAR S F b 0l 7 KB iITRAQ®
S A ST P e S SSIRRAR A B P R 2R ITRAQESLE I FR A
TEZERL, WAKE ITRAQCSLE R FI TR ARG . ABRAERAR S N ARids 2
P RS ATIUAEIR, FP AT DRSS ) B SRk, RAERMPLIE o

(—) WFLIK:
Pt LR (R PO BB AF)
/NRIASLER -
1. iRt
2. ol
3+ fEImBEA A
J 75 B IR AR B FEAA -
1. iTRAQ®IRF & " iyReducing Reagent  (AB Sciex, PN: 4381664)
2~ iTRAQ®IRF1 & i Cysteine-Blocking Reagent (AB Sciex, PN : 4381664)
3. iTRAQ®iA#I-& v iy Dissolution Buffer (AB Sciex, PN: 4381664)

4. JEE HEG (AB Sciex, PN: 4370285, 4352157), % Dissolution Buffer



5+ 10K#B €% (Sartorious, PN: VNO1HO02)

LRPR:

1. EHERFIR200 pg& HEIRE T3 0E

2+ B4 pl Reducing Reagent, 60 )% iz i 1/N2;

3. JMA2 ul Cysteine-Blocking Reagent, &EjR104341;

4 CBIEJR SRS R EVEBOIMN LOK B8 v, 12,000%% 59.0:2043
B, SRR RS

SN IIATTRAQ®R 71 £ Hr iy Dissolution Buffer 100 ul, 12,000%% 25022043
P, FEMMCERE R, EE3IR CHERA, X
Dissolution Buffer /K #& B 1A% J5 18 FH ) 5

6. EHHTRIIERE, EEEMNREEAR, S82-4u9 (SEHK
#1£1:50-100), #RFAS0 ul, 374EFRJE R MR

7 KH, 12,000%% 202043 b, BEARHAL )G IR B O T WUAR R
#B

8. T8 UE4S F i A 50 ul Dissolution Buffer®, 12,000%% F- vk 250020441,
5 A, BURERFEILE 100 pIBEARS RS,

HERFE:

1. ITRAQEFRILIRA — AT DAFRIL 100 pg B H, 200 g FAARIC F K
HAR, —MEE#200 ngfH H R E T TR R RN .
REHBBPARSAMEER (DTTMSELE), 2T
R Ef A 20 UK

2« WRARMP AR, NBGREYCR3TELN



3v B HAREER R IR A I R B AR, s VB AN A R
BRI AR, IS TR AT AR S B S DLEA T 2 o

4 fEfParafilmf IS E HE RS, BAERNAKIERRE, ¥
T3 o

5. BB MATDAFUOMBE RN, BRREAMEAEL ngih, ABRHLRES0 pl,
BRI TRI2/ NI 224

6~ SRR FRA#iL, A Dissolution Bufferij§£100ul.

(Z) g PEk:
P 1R G THRAFHFAN)
/NRIASL S :
1. WledRGes
2 Bl
3v HARFT BRI

B B AR B #EAA -

1\ ARREBHRITRAQUIAFI & (1 ILBH % —)

2. Ziptip (Millipore, PN: ZTC18S096 (5pg) BkZTC18MO09%6 (2 ug))
LHPIR:

L MUK BURITRAQ®IAF, ~FH#iF] SR, #iTRAQUAFE.LEE K

1,
’

2. FEEITRAQUAMIH MM IS0 AN (FERAGMAF N LFF, 8k

WA AR, WiERG, HOoEER



3y NSO piAEAh (100 gl ™) BB RO

4. CKHITRAQUIAFIEMEIREMrh, WHERT, BLEER®, FiMRP2
/NB

5. 100 plak 28 1k 2 %

6. R TARIARICROR BoE B EmE, AR A BCHIURR S, W
Ziptipfit £ J5 1 TMALDIYSE , BRI R B, RAF;

7~ REMICERAER, WiRkEG, BORER;

8. EHERHEBE LTI

9 TREIFEMS R -

EEFM:

. KEITRAQUIRFIMEIR, AR25 wAt.

2« MNP AR AT DURRAR S AR AR T A%, PRIEH 2K BN 70%
8

3. MEHITRAQUHEATARCHES, AW MIPH, WRPHATFT.S, AR
5f%F}Dissolution Buffer,

4 HBBRE MROKBERIITRAQYIAFI, BERIES B XARIL.

5. BLBERH AT I TripleTOF™ 5600_EA% 5 347K -

(=) = pH RMS%

P 1Rk LR T4 4 /M)

IR AR

1. ATk o



2 Bl

3v HERFTHAL

4. ekspert™ ultraLC 100 8% ekspert™ ultraLC 100-XL

Ft 7 AT Be#E4 -

1.

2+

#:F: Durashell-C18 4.6 mmx250 mm, 5 um 100 A!

(Agela, Catalog Number: DC952505-0)

;2

1:F: Gemini-NX C18 4.6 mm x 250 mm, 5 um 110 A (Phenomenex,

PN: 00G-4454-E0)

SecurityGuard Guard Cartridge Kit (f#4"#:%&) : (Phenomenex, PN:

KJO0-4282)

SecurityGuard Cartridges(#£8) : Gemini-NX C18 3.0 mm x 4 mm
(Phenomenex, PN: AJ0-8368)

fi#i: 200 mM HIiRj% (pH 10)

iz A: 20 mM HIiRlz (pH 10)

WzhAH B: 20 mM HEgRE (pH 10), 80% ACN

SRBIR: (REEAT £ 7E 40°C-luo)

1.

N

N

i 400 g ZAkBHEAYIECE E. coli AR BT 405, Al R
SEEUL 25

Fehnic T 5 s AE i Al 150 wl JishH A 2%, Wik, 12,000 # 5
i 20 73, WRIR B EAE

& 48 M H 15 ml B0, RkbRidh 1-48, FIT AR5 B155



B2y 1-48;

4y HiE 0.8 ml/min, 3 BAREEANT :

I (534h) B%
0 5
5 5
30 15
45 38
46 90
54.5 90
55 5
65 5

5. M5 EIT, RIS EE TR B B 1-48 S ES.LE

6. EHEAHEHLTHR;

T BTSRRI R R

HERE:

1. Pk A Z0RAE pH 10 s e ki

2+ BLBUREY B AR S I AR BE A, T I R B R G R
FEAE B TR

(P9) 2+ - Triple TOF™ 5600 #E47 2 H 5t 434
P 15K (B4 30 /04 -gal BIEALESAI wash 22 55)
/NS -

1. WieRG e
2« Bl



Ft 7 AT Be#E4 -

1.

2

4

3\

4.

SN

WmahFA: 2% ACN, 0.1% FA
B 98% ACN, 0.1% FA
HAER (Agilent, 5183-2072)
#iz4 (Agilent, 5185-5829)
M# 4 (Agilent, 5182-0549)

BE%f (New Objective, PN: FS360-20-10-N-20-C12)

LRPIR:

1.

N

3\

4

SN

AR LA EITE DL, ¥ pH R A 43 B A5 B g 484 Ay & 9 g 10444
B IR RAI30 ul 2% ACN, 0.1% FA, MASE—NEOE, RiekEGIE
BLE, BASCARLE, WKEESHANRE—&;

12,000%% #5.001043- b, WRHX_EJE_EAES

ARS8 I, SRIUCKLE EAE

Loading Pump #i3#2 pl/min, 154)8h3;

7 B LR 3pl/min, JERL: 2 BHEARGE AL 1-4MS- 10/ R %, H

PRBE BT
] (43%H) B% (4ify 1-4) B% (4 5-10)
0 5 5
0.1 10 6
60 25 22
85 48 43
86 80 80
90 80 80

91 5 5




101 5 5

6. BTl SHRE:

) WRKPH MIEARFEPREEATRAC) , T HRBE:
lon spray voltage: 2.3 kv;
GS1: 4;
Curtain gas: 30535;
DP: 1001%80;

b) TOF MS:
m/z: 350-1250;
accumulation time: 0.25s;

c) production scan:
IDA mumber: 30;
m/z: 100-1500;
accumulation time: 0.1s;
Dynamic exclusion time: 25s;
Rolling CE: enabled;
Adjust CE when using iTRAQ® reagent: enabled;
CES: 5;

HEEFW:

1. &N, Hbr 1-48 St T i m& Ik A0t T & 9F,
Bl 1 2 5 47, A8 BEATA I, MOKIEHRIEEST s BLAh, MRS AR
WIFHL, WHEIHFHER, REBMAEEIHEHAG KBS B2



2~

3\

4.

SN

KL Z W BABEUNT A 20 EARTES SRR, S AR 25
b, =20 BARBUEUINT 2505 S Ja— BRI SIA A BRI R T
_EAEEEE] loop FRRYET BSR4 _EAEELE] loop EREYIABUR 2.4 ul,
WA 2.5 ul; loop TMARR S _EAEEHE] loop TRRYE BRAAARAY BRI, 2
R W IO Al Jo — 2P WA S A BARBUEAT, fil%n loop BREY
A 10 pl, EARBEE] loop BREGIERRN 2.4 pl, e — W IHS)
A BB 2.5 ul, RS EAARREURNT 9.9 uly QR Ak B
BUN, TN _EARRRR, AT SRR A Trap BEEATEER, B
W O Al E A

BE2D BRI B H R loop TRH AR AR E AR 2 Trap A5 SEKI ][]
I m R 2 B R 4

o6 JEE AR IS ) 7 AR A oy S B DL REA T (A o

AR W5E 55 IR DU AR AR B 0 ) RE AR AL AR 280 WS R U
2.1KV JFHIRZER RN, F S BB
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R— ITRAQUIRA & S ME AT MFlHE

Part Number Kit Contents

4352135

4352157

4352160

iTRAQ® Reagents Multiplex Kit

Contains iTRAQ®reagents 114, 115, 116, 117, the appropriate
buffers and reagents for 10 two-plex or 6 three-plex or 5 four-plex
assays. 10-pk trypsin is sold separately. Each individual reagent
capable of labeling up to 100 ug of protein.

ZHE R ITRAQKA &
£ ITRAQ® 114, 115, 116, 117 (/2 5 X 4 FRSEH), M
o

Trypsin, TPCK treated, 10-Pack

A modified (TPCK treated) serine protease that specifically
hydrolyzes peptide bonds at the carboxyl side of lysine and
arginine residues which contains Calcium Chloride which may
improve consistency in digestion. Modified trypsin is treated with
N-tosyl-L-phenylalanine chloromethyl ketone (TPCK) to inactivate
extraneous chymotryptic activity. Each package contains 10 vials
containing 25 g in each vial, sufficient for 12 duplex, 8 three-plex,
6 four-plex and 3 eight-plex when using 100 ug of sample. For
serum/plasma experiments we recommend labeling 50 ug of
protein per sample (therefore you will need only half as much

trypsin).
TPCK 4b¥HLi i 2 I 10 &

10 % 25 {3 TPCK AEBRMI R FIBE, AL 6 K 4 hREki 3 1K 8
PRSI o

iTRAQ® Reagents Methods Development Kit

Contains iTRAQ®reagents 114, 117, test sample, buffers and
reagents to develop a robust enzymatic digestion and peptide
labeling protocol for up to three separate analyses. Each individual
reagent is capable of labeling up to 100 ug of protein. Included:
Starter Kit - Hardware, Cation Exchange Buffer Pack and Cation
Exchange Cartridge, Protocol, iTRAQ® Reagent Kit.

J5 IR ITRAQUIAFI &
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4369561

4370280

4370285

& ITRAQ® 114, 117 Gifi/& 3 1k 2 hiselir) , AHRBEMIR, Wik
brdEdh, fEEhH.

iTRAQ® Reagents 3-Assay Duplex Trial Kit

Contains iTRAQ® Reagents 114 and 117 and the sufficient material
to develop a robust protocol and verify that your sample
preparation protocol does not interfere with labeling and

digestion. Kit contains reagent, cation-exhange buffers, cartridges,
reaction solution and test mixture.

ITRAQ®IAF 3 1K 2 ikl &
£ ITRAQ® 114, 117, iR, FHETASHRBEIMI, FHE T8/
B, ROSL, DURAHE o

iTRAQ® Reagents Application Kit-Plasma

Contains sufficient reaction solutions and iTRAQ® Reagents 114,
115, 116 and 117 for 8 duplex or 4 four-plex experiments based on
50 ug of protein per sample

I 34 S % i ITRAQ®IR A &
£ iITRAQ® 114, 115, 116, 117 (i 4 ¥ 4 kr9esy, fEAMES) 50
MEH)

Trypsin, TPCK treated, 8-Pack

A modified (TPCK treated) serine protease that specifically
hydrolyzes peptide bonds at the carboxyl side of lysine and
arginine residues. Modified trypsin is treated with
N-tosyl-L-phenylalanine chloromethyl ketone (TPCK) to inactivate
extraneous chymotryptic activity. Each package contains 8 vials
containing 25 g in each vial, sufficient for 10 duplex, 6 three-plex,
5 four-plex, or 2.5 eight-plex experiments when using 100 ug of
sample. For serum/plasma experiments we recommend labeling 50
ug of protein per sample (therefore you will need only half as much

trypsin).
TPCK AL PERY R H I 8 5

10 % 25 fgoe TPCK AbBEAYREE HIIE, #5025 1K 4 bRk 2.5 K 8
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4374321

4381664

4390811

4390812

PR o

iTRAQ® Reagents Application Kit - Protein

Contains sufficient reaction solutions, test mixture and iTRAQ®
Reagents 114, 115, 116 and 117 (for 25 ug protein) to label 10
duplex, 6 three-plex or 5 four-plex experiments.

BEEMERE A ITRAQIRHI&
E%MH, WREAY, & TRAQ® 114, 115, 116, 117G 2 5
KA bR, RN 25 OEEH).

iTRAQ® Reagent- Multiplex Buffer Kit

Includes SDS — Denaturant, TCEP Reducing Reagent, MMTS
cysteine blocking reagent, TEAB buffer and Isopropanol, enough
for 2 multiplex kits.

ITRAQ® 1 2 Fh & i i 1A £
& H SDS A5, TCEP 3R 5], MMTS kiRt i 7, TEAB
RPN NEE, L 2 S EG &R R,

iTRAQ® Reagent-8Plex One Assay Kit

Contains iTRAQ® Reagents113, 114, 115, 116, 117, 118, 119 and
121 and sufficient material to develop a robust protocol and verify
that sample preparation procedures do not interfere with labeling
and digestion. Also included are SDS — Denaturant, TCEP
Reducing Reagent , MMTS cysteine blocking reagent , TEAB
buffer, Isopropanol.

8 k7 1 YR8 iTRAQ® &
£ iTRAQ® 113, 114, 115, 116, 117, 118, 119 F1 121, ¥4 X Z& vh ik

iTRAQ® Reagent-8Plex Multiplex Kit

Contains iTRAQ® Reagents 113, 114, 115, 116, 117, 118, 119 and
121 and sufficient material for Five, 8plex assays. Multiplex Buffer
kit (PN 4381664) to be ordered separately.

8 fnZ ML ITRAQIAF &

4 iITRAQ® 113, 114, 115, 116, 117, 118, 119 1 121 (%R 5K 8
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4393528

4393529

PRIERE), A& (PN 4381664) .

iTRAQ® Reagent - 8Plex 25 U bulk pack
Includes, 8 tubes (each tube contains 25 units of an individual
8plex reagent).

8 hr 25 BANLRAL%E iITRAQIAF
&8, WE 25 AL —Fh 8 FRikHl.

iTRAQ® Reagent - 8Plex 50 U bulk pack
Includes, 8 tubes (each tube contains 50 units of an individual
8plex reagent).

8 hi 50 L A%E ITRAQIARA

& 84, W 50 LA 8 hridil .
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Fit— AB Sciex iTRAQ®R= S5t B 4351 %

Part Number Kit Contents

4350832

4383502

4350831

4375249

4370075

4368870

iTRAQ® Reagents 4plex Quick Reference Card
ITRAQ®IRFH 4 Aif= A Pl 7 R

iTRAQ® Reagents 8plex Quick Reference Card
ITRAQ®IAF 8 Ff= i Pid F5 R

iTRAQ® Reagents 4plex Protocol
ITRAQ®IAF 4 H7= Mt B 43

iTRAQ® Reagents 8plex Protocol
ITRAQ®IAF 8 F 7= Aty it W 43

iTRAQ® Reagents Protein Protocol
HEFENE ] ITRAQEIAFI &= M Bt il 15

iTRAQ® Reagents Plasma Protocol
M2 A 5% B ITRAQ®IRAI & fh i I 13



