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2 BEOBRHOIEEBW\S T > ILETALIE,
TR TR EEL T, ROIEY
TS A VBT NEERITEITS DD
FEeBYa—avkE TILVIEDL
SICIRBLTVE D EFHBEL E 9, AssayMAP
AL TRTEY Y (SAW) A—RUy DS
InfceFdF 18 HER2 ECD (F 25 RV XY 7)
FIFEAF AL L 22808 (NIST mAb) @
WEnhEFEBLT. N—ETF> (kSR
2~ 7). HER2 #HE34\tELY (ECD) B DE/ U
O—F LR, NIST E/o0—FI)LinksE
¥'4E 8671 =B H D EENS AssayMAP
Bravo T7 74 Z7#B®LE LT L 22 /ND
B E. FUAD Kappa EED T 71 Z7 15K T
T TOH. TIAZTRBELIN—ETF
> NIST mAb @A %. On-Cartridge Reaction
(A—bUyOTORE) 7TV r—3>%H
T AssayMAP h— Uy TEE L&
F. AVR2IDFFrLIH. PNGase F TRE
J)VINAELTeh. FTziE deS THERL £
L 7zo PNGase F 5 & L T 1deS R ISEH 5 D
KAERIGERY) (FnEnITVAYELV
Fc/2 BIEHTZ XN A1 DO TFL— T
RN FLT BEINT 227~ mAb.
B2 O )b TNz mAb. Flab’ )2 759X
DANOE =55 1 =N Bl ISRV NSNS e ANl 4
EEOVTILSAHINE LTz, Th2hot
TIDFEDDHEDE IBRIT/N\Y T 7B
SN F L7, AssayMAP Bravo TIZZT 5D X
TYITHIRTEEREINE L. EEREE
DEWT—RZEIFT27d. TNH5DRTY
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HE
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Biotin & 3 & OF Pierce Biotin Quantitation Kit
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TIVRTATUR) h5EA L F LTz, Rapid
PNGase F & New England Biolabs #f (¥t F 21—
TYYINA T ATy F) hMEAFLFELT
IdeS 7OF 77—+ (£ Promega 4t (VRO > >
SN TV DOBALELL. N—tT
FUEE] (M2 RW X T) |1F Genentech #t (7
U7 ZTINY oY > TS5 20) B
ELIEHDTY, B/ 20— FIILAEESREY
8671 | LK EEIAZERAMTHFRZEA (NIST) 5
SEALF LT, BAEA CHO M3 EHIE
Aldevron ¥t (T« XAV VM TaV V) D5
AFLFELT AssayMAP L 7T ED Y
H—rJw (SAW) IE7 L2k F720./0
S— (AUTHLZTME L2 I55) HhBA
FLELZ HOITRTDILZEHE 1F Sigma-
Aldrich #£ (SX—=UME > ML1R) BBEAFL
FL7

ME7714=T1h—FIyCDER

E~ EEMERTFZAMA (HER2) ECD KU L
2> )N 8 % EZ-Link Sulfo-NHS-LC-Biotin &
rrzRAWTEAF 1L & L7, HER2 ECD IZ
WITBEAFUDEILLIE 9L CRIESN. L
BUNTBEICRTBZEAFFDEILEIEE3 &
BIEINFELTce TNHDEEERIL. Pierce Biotin
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XA AssayMAP Bravo % f# 3 L C. AssayMAP
Bravo @ Immobilization (EE1L) 7 77 —>3
Y (®3) ICED. BARLTRTEDY (SAW)
H—btJwITe 2ug @EFF 1L HER2 ECD

1. EBBESLVAHTL— FAORET VT

ZFYT 1| ECD.EAF (2 pg/100 pL)

N—EFF (2 4g/100 pL)

LEZVINIBEEFF> (2 ug/100 pL)

NIST mAb (2 pg/100 L)

(R1DOATLNIBELV2) &L 2ugDEAFF> ZFv7T2 NSLBEU2 NSLIBEVL 27973
(ELEZYINOE (R1DHTLIBELV L) =E EEHL { A | AUBIRN—ETF Y (FUHVBD) | A2E N NIST mAb (FUHVBD)
L E LT RV TE— 4y R F 5 B N—TFVLC/HC (FUA>5HD) | NISTmAb LC/HC (£ 8 D)
$ck<%i4\@“oé; S, onGace ¢ { C | n—e7F> GunvmL) NIST mAb (ZUh> L)
Fetma C D= = D | n—t7Friocme NIST mAb LC/HC
T2UAYROR/NES I BERIIZH RIS . dos E | A—t7FFab)2 NIST F(ab’)2
APy T BEAFUACEIRUA VRO F | A—tFFVRLC NIST Fd’, LC
ELHABEE B THEEADHDEL fl
Too FEEFE T, SAW A—FUw 2% 1% OF
BTTI1IV I LO0FE L (TyvFOTr—
>35> 3. K 3) LTH5. Internal Cartridge Immobilization: Using AssayMAP
Wash 1 (REBA—FVyP%F 1) X7y 7% o _ _ -
A LT 50 uL @ HEPES N\w o7 T LEL PR L Deck Layout L
1= (’| 0 mM @ HEPES. 150 mM @ NaCl. pH 74) NombegofEallCoumnsiotCartidass L 1. Wash Station || 2. Cartridges 3. Priming &
— N NS N Step Conduct  Volume  Flow Rate  Wash Equilibration
(T“/:\:D/T—‘/H S 5\ 75%7% 1)0 1% @:\i@ Step? (o) (uL/min)  Cycles Buffer
. B Initial Syringe Wash 3 F— 4. Sample 5. Cartridge Wash || 6. Cartridge Wash
TOTZAIVITELUVFELIE. A—FUy e 5] Gl [ Buffer 1 Buffer 2
DHEIEAZRZREL. &K pH £G4 TEIE Equilibrate ’ﬂ ”i ? 7. Flow Through || 8. Stringent 9. Blocking
oad Sample 100 5 ] i i
ﬂ'fﬁ_ Fb‘%%@% L,fCX k 1/7, k7 t‘\/‘\/:E/ L ::Iﬂm:m o Collection ;\lvl;li::]a Wash Reagent
N—%BRETIMRRERCELTERELEL Cup Wash 1 s F L .
=, I H— W N\ T Internal Cartridge Wash 1 [E I T P abware Table
Too RICH— 1w 2% HEPES N7 TH¥F Co“mmwfmm o N

BELELTco TNUTED. A—FUv I DR
BEFTIEHIC HEPES Nw o rhMiHean. £
FURMBZGEE T2 ER/NTIF LI X
IC. Load Blocking Reagent (7 Oy *> 5
EoO—F) X7y 7EHRALT. 5 plUmin @
FRET. 100 pL @ HEPES N\ 7Fd 2 pg @
EFF ML HER2 ECD 7/ ld L 2>\ 08E%
SAW A—kUwoicO—RLELE (TvF
O7—>3a>9) 774Z7+4H—hKJyPD
ERDRBED T v 7IE. Internal Cartridge
Wash 2 (REBH—FUyDi%ki% 2) =ERA LT
50 L @ HEPES N 77 T0 1 BlOMESE T,
Immobilization (EE{t) 7 717 —>a> ROt
DIRTDRTYEATICLIzT-H. BEFH
ICZAFvTENEL, B3I CODHDE
TICER I N7z Immobilization (BE(L) 771
T=ayOREDAT—>>my bERL
F7,

Load Blocking Reagent
Collect Flow Through

Cup Wash 2

Internal Cartridge Wash 2
Collect Flow Through

Stringent Syringe Wash

Re-Equilibrate

Final Syringe Wash

a7 9 g
W W
i il

A9
i
i il |

1 96AM Wash Station
96AM Cartridge & Tip Seating Station

[12 Colurmn, Low Profie Reservor, Natral PP

[06 Eppendorf 30125500, PCR, Ful Skirt, PelyPro

[12 Courmn, Low Profie Reservor, Natural FP

[56 Eppendorf 30125500, PCR, Ful Skirt, PhyPro

[12 Colurmn, Low Profle Reserver, Natural PP

2
3
4
5
6 |12 Colurmn, Low Profile Reservor, Naural PP
7
8
9

[06 Eppendort 30129300, PCR, Full Skirt, PolyPro
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AR

HRON—CTF> (FSRAVIAXT) B&
U NISTmADb % Bt A > KICHAMBLT
20 mg/mL & L. 79ERL. -80°C TRELFL
Too RERIIC. /\N—1T7F> & NIST mAb %
KT pg/ul IZHIRLFE LTz RIS WMAED
mAb Z. BN 2 pg/100 ul IR B LS ICfE
A& CHO MRARRICRINA U LE LT
AssayMAP Bravo @ Affinity Purification (7 7
ZTREE) TS —2avEFERLT. M
fagtho EiED SAEER L E L (K 4),
TIAIVTEFEODZA Ty TIEATICLE
L7co SNH5D R T FIE Immobilization (EE
{b) 7O~ DLHRICBICERITINTIC 2 TY,
IS N—=tT7F> mAb £7z1d NIST mAb @
Wz 28 L7 100 ul @ CHO #EfZA
fRR % HER2ECD LU L 2V IBET7T74=
TAA—R)yToENENIC 3 pl/min TH—
R L #EWLWT 10 ul/min T 150 pL HEPES /\w 77
Fe A %17 L & L 72 (Internal Cartridge Wash 1.
AEBA— by DR ) R 1 (T 1) IS,
BRZ2HVTIVSHLTH— Ry I HEDK
SICERLIEAZERLET ADSFDATLA
1HLV2MEOA—FIYI) IS, EFF>
1t HER2 ECD ZO0—RL &L ADS F DA
FSLIBLVA(12BDOH—RIYD) IS EF
FuLENIBZO—RFLELT,

A=ty STORST)ADIIEE LU
IdeS 3 fi#

N—=TTF>ELV NISTmAb DF v FFvD
#%12. On-Cartridge Reaction (H— kU w S TD
RIS 1082 T 10 pl/min DFHRET 50 pl Dk
AVbA—ILEIEBERN\Y I 7ICEDA—k
Dy oHEFELLEL (K 5) T 1 (RTVTS
N ICATOREZRLTWET,

« AT BIIOA— Ry DIEKTEEL

. CTeDfTOA—RUYIIER IV
BN T 7 TEEME (20 mM D 1R
pH 8.0)

c EfTCFITOA—RJyIIE IdeS 22N

OB DIR/ Ny T 7 T (50 mM D~
2. 150 mM @ NaCl. pH 6.6)

H—r)wIHEELCTI0 pl/min T4l D
7K. Rapid PNGase F (1:12). F7zid IdeS B =
(4 U/ul) £T%5 |95 &> T. On-Cartridge
Reaction (H—hk v TORIG) (K 5) ®EM
LELT RIS, BIND 2yl oML /zEER

Affinity Purification: Using AssayMAP

Application Settings

Number of Full Columns of Cartridges

Step Conduct  Volume  Flow Rate
Stap? (L) (uL/min)
Initial Syringe Wash L
Prime r froo™ [0
Equilibrate r E T
Load Sample L ,F ”3_
Collect Flaw Through L
Cup Wash 1 4 |257
Internal Cartridge Wash 1 v o o
Collact Flow Through 2]
Cup Wash 2 L '257
Internal Cartridge Wash 2 =} /5'3_ ’m_
Collect Flow Through r
Stringent Syringe Wash o ,50—
Elute il s~ B
Eluate Discard r r
Add to Flow Through r
Existing Collection Volume r
Final Syringe Wash [

) i

"7

7

L]

F

ARELIEKE, EH—FJyIHEELTI0
DICHTc>TREILF LTz (ERLIEROR
AFEIF 6L TLTZ)o

1;}[77 Deck Layout 7/"’;1;;

1. Wash Station 2. Cartridges 3. Prime &
Equilibrate
Buffer
4. Samples E. Cartridge Wash ||6. Cartridge Wash
Buffer 1 Buffer 2
e =
7. Flow Through ||8. Elution & 9, Eluate
Collection Syringe Wash Collection
Buffer
Labware Table
Deck
it Labware Type

1 96AM Wash Station
96AM Cartridge & Tip Seating Station

[12 Colurmn, Low Profie Reservor, Natural PP

[o6 Eppendarf 30123300, PCR, Ful Skit, PolyPro

[12 Column, Low Profie Reservor, Nanral PP

[s6 Eppendar 30125300, PCR, Ful sket, Foyero

2
3
4
5 [12 Colurm, Low Profie Reservor, Nanral ¢
6
7
8 [12 Corm, Low Profie Reservor, Natiral PP
9

Led Led Laf Lo Lol Lol Lsd

[36 Eppendarf 30129300, PCR, Ful Skit, PolyPro

4 HRRAIEH D EIED DIAEIEE T B 728 ICEAT % Agilent AssayMAP Bravo £ Affinity
Purification (7 7« Z7r#5&) 77U —> 3> OREEHE

AssayMAP App: ON-CARTRIDGE REACTION

Select Method

Browse for a Method [C/wicrks Wrksoace Mathocks Ondrtidos Reacticn vL_.._| &

Application Settings Number of Full Columns of Cartridges |+
S Conduct  Volume  FlowRate  Wash
Step? () (ul/min) __ Cycles
Initial Syringe Wash ¥ [2—
Equilibrate P o o [
Collect Flow Through r
Reaction s B B
Temperature. 5 EH
Duration B0 minutes
Reaction Chase s F
Combine With Eluate [ =]
Cup Wash 1 " [ i
Internal Cartridge Wash 1 e B [ B
Collect Flow Through (m
Cup Wash 2 ® E E1
Internal Cartridge Wash 2 w o [ B
Collect Flow Through i
Stringent Syringe Wash & fo [
it v B F
Eluate Discard r b
Existing Collection Volume fis—
Final Syringe Wash " B

=a

1. Wash Station

Deck Layout U

=

2. Cartridges 3. Equilibration &

Chase Buifer
4. Reagent 5. Wash Buffer 1 ||6. Wash Buffer 2
7. Flow Through 8. Elution & 9. Eluate
Collection Syringe Wash Collection
Buffer
Labware Table
L:::;“ Labware Type

1 96AM Wash Station

2 96AM Cartridge Seating Station
3 [ERow, Low Profle Reservor, Natural PP |
4 [9 Red PCR Insert + Eppendorf 30125300, PCR, Ful Skt |
§  [12 Coumn, Low Profie Reservor, Natural PP B
6 [12 Coumn, Low Profie Reservor, Natural PP B
7 [56 Eppendort 30129300, PCR, Ful Sirt, PolyPro E|
8 [12 Coumn, Low Profie Reservor, Natral PP |
9 [36 Eppendo 30129300, PCR, Ful Skat, Payfro K|
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5 D5 R 7w FHIZ. Bravo @ 7w F O
T=2ar 4 TRIVFIEBEFEALTI D
DOFFEE 37°C FTMEALELR (B 5). 7
=23 74— LN TRESR 45 °C IZERE
LELT CD&IICTRE. E—F—m5H
STINTL—rmBLTH—M) YD ORRET
BANCESZREEICHITHO0RDIH. H—
MY SHORSREDK 37 °CICHBT=0
T, Reaction Chase (RIGBHR) ICHEWVWT. &
ROBODICENZNDO RSNy 77 E1E
KAVROA—IL (25 L) ERA— Ry O EEL
TS5 L. SN T A Fiold Fo =%
R30I, A—hlyom@EalicERa
RELIFOAVPO-IICERSEFRE L. T
SOMETNERIGER = TvFOT—
23> 7 o70—-)L—JLo>a>TFL—hk
TEERLELT EHh—MJwP% 1M NaCl
%2 € HEPES /\w 77 50 pl 12k D 10 pl/min
THAEL (TyEOT—2a> b FE 1) Hw
T 10 pl/min T 0.003 % OFEEICK>THAL
FL (TyFOsr—3> 60 % 2) (K 5o
BRI mAb, Bt O ILE S L7z mAb.
FflEFlab )2 750X b e, A—R)wD T
IC15uL D1 % FERICE->TAHTL—FA
DEFFED 15 uL @ 0.5 % KELT>EZI L
NAHL (TyFOs—>3> 8). AREREH
MHAb L E L7, TCEP Z/ABERICIBI L TRA&
BEZIMM L (R1DXTvF3. B, D F
DEFN TN EERTI0DEETLEL
7=o On-Cartridge Reaction (71— kw2 TD KR
&) 77U —>3 OO IR TDORTY S
IEF 712782 TWET (K5)

LC/MS 53#R

LC/MS 4 #f &« PLRP-S 735 L (PL1912-1502)
155 & Agilent 1290 Infinity Il UHPLC S X7 L &
727 )L Agilent Jet Stream -7 7 > JB{T = Agilent
6545XT AdvanceBio LC/Q-TOF ##E A& HE T
BHELF L7, 3k 2 & 3 IFEA LT LC/MS
DFEBEERLTVET, IRTOAUHI L
mAb BEXUVIRZ )AL mAb B> TFILE. 5
PDEDITSOTURIEoTHLEL T
NTDIdeS TZTA VP ELRTLIERHE
SEE%E. 85 DEDITOITUMMILoTHM
LFLT

R2LBAIORNIZT4—DINTA—4

Agilent 1290 Infinity Il UHPLC X7 Ly

AN Agilent PLRP-S. 1000 A, 2.1 X 50 mm. 8 um (p/n PL1912-1502)
AR A 0.1 % FEEACAR
AR B 0.1 % & ACN
JIVITVh 1.1>%2~ mAb 23878 mAb

B (9) B(%) B (99)  B(%)

0 5 0 25

1 20 1 25

3 50 6.5 60

4 95 75 60

4.1 5 76 25

5 5 8.5 25
NI LRE 12227~ mAb £t )L mAb TIE 60 ° C. ftid > FILTId 40°C
=3 A >A22 b~ mAb Tld 0.5 mL/ming &7 2=w~Tl& 0.8 mL/min
AR 1l

K3 EEDHAD/NTA—F

Agilent 6545XT AdvanceBio Q-TOF

RO TN

F(ab’)2

HI71Zwk

AT VIR 727 Agilent Jet Stream 72771 Agilent Jet Stream 7 =77JL Agilent Jet Stream
AZRE 350°C 350°C 350°C
AZRE 12 L/min 12 L/min 12 L/min
XD 60 psi 35 psi 35 psi
S—2AHRE 400°C 400°C 400°C
S—RARGE 11 Umin 11 /min 11 U/min

VCap 5,500V 4,000V 4,000V
JRIVEFE 2,000V 2,000V 2,000V
TI5TAVREE 380V 180V 180V
AEYEE 140V 65V 65V

B EEH 800-5,000 m/z 800-5,000 m/z 400-3,200 m/z
¥ v URE 1 ZRT LI 1 ZRTBJLIFY 1 RISV
EODAHE—R = (10,000 m/z) = (10,000 m/z) 12 (3,200 m/2)

B e =il =i
WRATITIvILYY RATFIvILYY  SofREE
E—R(2GHy) E—R (2GHz) (4 GHz)




T — 2R

k=S 4> OT RIS L (TIC) DE—2
DRI ML EHH L. Agilent MassHunter
BioConfirm MEAT>+OE—7ILOUX L%
AuWCrFayRa—bLELIL. KR4I T
OAVAR)a—23>DINTA—=2%RLET,

wmReEZ

2BOE/7O—FILIKICOWVWTERINT Y
STIH ST — 2B EFTOMEINIAEE
BEAET—070—D/)NT4+—< Y R%ERL
9, N\—t7F>OHITIE. BEEOTET
BEHEBEERZCEODLSICERT 2. EHA
REUYIRDSHEDMEEER LT, 0
BOBEOEMUMBITICRIA TSI ERLE
T NIST mAb 1. TRIAVIUAICIES T 28
MOEWT T4 =ZT1 AR (HUED Kappa

KL BAIVFOE—FOAYARa—230DINTA—4E

BALYAOE—FAYARIa—3 DRE

1>22~mAb  F(ab’)2 LCHC HI71=wk
B E2%H (Da) 140-160 K 90-110K 20-60 K 21-28 K
HE=27v7 (Da) 1 1 1 1
BRS Nz m/z EE D RER 2,000~4,500 1,800~3,000  900~2,600  1,000~2,600
RN—=2Z1 R 35 6.0 6.0 6.0
4 ZJok> ZJoky ZJoky ZJoky
B &S SE| B B EE

BEHD L 2NN BT 7427+ ) bRy —
L LTERTE, ZOBRICHTIEESR Dl
EERTIUEN RV ERLTWVWED,
N—tTF> (FZRAY AT T) BLVNISTmAb
EERE, TIZTRBETEN. BT
I d B D, FTold ldeS THEL. FDE

AssayMAP Bravo 72w b7+ — Lz BWTGETT
LEL (R1BLUE 2), XIS, LC/MS 7217
TERMLELT. TORBRZR 6 15K 11 (2
R~LFET,

x10° x10* <10
Nt TFS GOF/G1F
201 1A wIFY 501 1C Herceptin
18 35 : ~  GIF/GIF
: 45 e
16 30 40 GOF/GOF S 8
| g g
L 14 25 35 s | 8
212 R La0 S S GIF/GF
R R 20 R S
1.0 R25 = ]
08 15 20 3
£
0.6 1.0 15 = .
1.0 i
04 05 S
05 2
0.2 . =
0 . .
200 22 24 26 28 30 32 34 2600 2800 3000 3200 3400 3600 3.800 148,000 148,500
EWOAHER (53)
x10°
2 g
x10° HC / & 43ppm Lc
20{ 2A 6 & 20058 A
5
18 5 "
16 b2 At
R
L 14 z
A
Q12 .
T 10 Lc N
08 1,00 1,200 1,300 1,400 1,500 1,600 1,700 1,800 1,900 23420 23440 23460 23480 23500 23520
06 x;%" x10°
) -
o4 22{ 2D gs 2 OF GIF
2.0 €3 5 HC 8 = He
0.2 18 I8 g 15 g 146ppm 2 300 58 S
A1, Ss o7 e R 2 5 S #5A
20 22 24 26 28 30 32 34 35 B }2 5= S g r T
BOABE (53) 12 g g
108 =25° B
BEEL 081S &£
06188
04| <
02, m

1,000 1,100 1,200 1,300 1,400 1,500 1,600 1,700 1,800
BREFL (n2)

50,600 50,700 50,800

FAYRYa—bLIZER (amu)

50,900

6. 1A 2A) ECD THEHINcA VRO MN—ETFUELETN—ETF 2D TIC 1B, 2B, 2D) 1> 2 I SN—CTFUELIETN—ETFVOEEIRT Lo
1C. 2C0 2E) 722U MN—E T F B LPRT/N—ETF DT AR a—LIEART ML, LC = 8 HC = E



BEINfcA 20N —ET7F > (K 6-1)
H LU NIST mAb (X 9-1) &=, LC/Q-TOF I2&»
THMLEL . WTND UHPLC D BERIC
A~LTEE—=71F1 DDA TLEe CHDZ K
I&. AssayMAP Bravo T7 7«4 =T fE&l%=E
I3 BEICERINT mAb AE51
5Z¢EmLET, K6-1C HLUK9-1C D
TR a—kL7 Q-TOF MS AT ~LH
5. TV MN—CTIFOTIEREDFE
= 148,062.20. > 22k NISTmAb Tl&
148,040.02 (4.02 ppm) TH B EHHH D F
I BRINN—TETFr0BEIF. B
18 148,058.83 #H AL b VBX TWE LT, C
DOIEFEMRLMEIE. 1A VBTRLIC
At IhTIc. 71>V2IRBELAIILT
BANICDBESNZRIREMED B D ET, LN
L+ NISTmAb IZ}EREZICRIFAEEBEL R
L. Affinity Purification (7 7« =7« ¥5%&) 77V
T=avhBRTHB I ERIELE L

x108
241 1A DI
22 N—tTF>

0
20 21 22 23 24 25 26 27 28 29 30 31 32 33

EDAHEF (93)

x108
Bt a2 I)LE He

2.0
1.8
1.6
1.4
N12
R1g Le
0.8
0.6
0.4
0.2

TCEP ZAWVWTHR > 2Tk mAb Z=EBTE
FTTLIZIC. 859 DI 5T T UHPLC IC
SOBHEBHEADBLELL (K2 DI
I>h2Tmhb ZETT) 7OV RUa—K~L
EEEBIICrE5D. N—t FFUEED
BE1T1F 23,439.36 T 4.3 ppm (X 6-2C). NIST
mAb DIFEICIE 23,124.00 T 2.39 ppm £ WL\S
BhBEsEELZRLFELRE (K 9-2C), 2D
FERTIE. TCEP A\ M5 OERFHT 2 DDA
P2 T MEEERIFLAN S, B EH
OB DEB I I 71 REEDHERET LT
ZrbRLELI, EHEEAAEL LS
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