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1 Plate & Reagent Setup Protocol
Deck Layout

- L]
1. Wash Station 3. Empty Seating
4. Processing 5. Reagent .

Plate Source Plate ||&- PiRette Tips
7. 96-well
U-bottom stack
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LIEHH 243t Z2H0] | A| = S21|0| EOf|
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. Herceptin
. Rituximab
@ cHomab
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@ nisTmab

& 3. 96-well platedi| A 2| K| A2 K|

Labware Table

96AM Tip Wash Station
Nane

96AM Cartridge Seating Station

96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt,

PolyPro
96 AbGene 1127, TmL Deep Well, Square Well,
Round Bottom

96 V11 LT250 Tip Box (19477.002)

Stack of 4: 96 Greiner 650201, U-Bottom Standard,
PolyPro

None

None

a2l 2. Agilent InstantPC 2ZEQ0{o| A|l2 MY T2EZ.

Application Settings
Parameter

Number of Columns to Manage

Starting Column of Destination
Plate

(B Run Protocol 1
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3 Immobilization, Digestion & InstantPC Labeling Protocol

Deck Layout Labware Table Application Settings
ISJ:":"\-HQ_‘ ___._/"'”:ﬂ:ﬁ 1 96AM Tip Wash Station Parameter Value
. Denaturant Volume 55 uL
1. Wash Station ||2. RX Cartridges || 3- BX Priming 2 96AM Cartridge Seating Station
Starting Sample Volume ES] pL
4. ing ||5.D i .
Plate Reagent 6. Samples 3 12 Column, Low Profile Reservoir, Natural PP i) S s )
7. InstantPC 8. Digestion 9. Blocking 1 96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt, Volume ¢
Salution Bufter Reagent PalyPro Sample Loading Flow Rate B pL/min

5 96 Greiner 650201, U-Bottom Standard, PolyPro Temperature Set Point for I? -

Digestion

6 |96 Eppendorf 30129300, PCR, Full Skirt, PolyPro
Duration of Digestion Step 30 minutes
7 96 Greiner 650201, U-Bottom Standard, PolyPro

8 96 Greiner 650201, U-Bottom Standard, PolyPro

9 96 Greiner 650201, U-Bottom Standard, PolyPro () Run Protocol 3 ‘ w ‘

332l 4. Agilent InstantPC 2ZEQ0]9] N-22|7t R2| 2 HX| I2EZS.

5 Cleanup Protocol

Deck Layout Labware Table Application Settings
Parameter Value Units
Final Eluate Volume W uL

L AT i 1 96AM Tip Wash Station

1. Wash Station | 2. CU Cartridges || 3- 0rganic 2 96AM Cartridge Seating Station

Waste
4.CUEMate  ||5.1% Formic || 6.1% Formic 96 AbGene 1127, TmL Deep Well, Square Well, Round
Collection Acid in ACN Acid in ACN Bottom
9. InstantPC 96 PCR Block + 96 Eppendorf 30129300, PCR, Full Skirt,

Laheled
my:a“ PalyPro

7.1% Formic 8.10% ACN in
Acid in ACN Water

12 Column, Low Profile Reservoir, Natural PP
12 Column, Low Profile Reservoir, Natural PP
12 Column, Low Profile Reservoir, Natural PP

12 Column, Low Profile Reservoir, Natural PP

96 Greiner 650201, U-Bottom Standard, PolyPro @Run Protocol 5 ‘ L” |

12l 5, Agilent InstantPC 2T EQ0{9| N-22|Zt MM Z2EZ.
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GO-GIcNAc 0.00% 0.00% 0.20% 7.60% 1.10% 1.19% 0.48% 7.47% 0.08% 6.84% 0.29% 8.14%
GOF-GIcNAc 0.18% 5.31% 0.92% |13.10%| 3.39% 1.85% 2.96% 7.88% 0.63% 4.51% 0.46% 8.82%
GO 0.83% 6.81% 3.07% |10.45%| 3.86% 3.11% 0.14% 6.70% 0.93% 4.67% 5.80% 8.49%
GOF 31.35% | 6.11% | 44.58% | 7.22% | 56.92% | 2.16% | 44.67% | 591% | 40.85% | 3.72% | 48.75% | 6.20%
Man5 0.25% 8.27% 2.68% 9.75% 2.75% 3.10% 1.02% 8.21% 1.13% 3.74% 1.28% 9.19%
G1 1.32% 6.56% 1.31% 9.14% 0.65% 3.25% 0.00% 0.00% 0.35% 2.54% 1.76% 8.56%
G1F[6] 28.47% | 6.15% | 27.94% | 6.06% | 20.61% | 3.17% | 31.33% | 8.92% | 33.57% | 3.85% | 26.87% | 6.76%
G1F[3] 14.83% | 6.30% | 10.20% | 9.22% 8.09% 3.09% | 12.02% [11.05%| 12.93% | 5.63% 9.94% 7.60%
G2 1.31% 9.30% 0.35% 9.26% 0.00% 0.00% 0.00% 0.00% 0.00% 0.00% 0.27% 6.77%
G2F 21.47% | 7.54% 8.74% 8.27% 2.62% 2.95% 7.39% 8.03% 9.55% 5.96% 4.57% 6.07%
H 5. FLDE 5F%t67H 1gG AlZ0ll ZetEl 1071 =2 N-22|ZHe] Bt AT % HE(CV% 27 HA).
UukH HZEZ19gG | CV% | CHOmAb | CV% | Herceptin | CV% | NISTmAb | CV% | Rituximab | CV% | SiLuMAb | CV%
GO-GlcNAc 0.00% 0.00% 0.00% 0.00% 1.28% 2.66% 0.59% |10.92% | 0.00% 0.00% | 0.00% | 0.00%
GOF-GIcNAc 0.00% 0.00% 1.06% 8.21% 3.18% 2.43% 2.84% 7.18% 0.64% 412% | 0.55% | 9.22%
GO 0.80% 6.03% 3.38% 8.95% 3.74% 3.05% 0.00% 0.00% 0.98% 590% | 6.04% | 9.23%
GOF 26.43% | 5.54% | 44.03% | 9.38% | 61.05% | 3.43% | 42.75% | 7.89% | 40.97% | 4.16% | 50.50% | 8.79%
Man5 5.25% 5.85% 3.13% 9.58% 2.42% |14.36%| 095% |11.55%| 1.07% 5.96% | 1.26% |10.77%
G1 1.11% 6.11% 1.15% 9.11% 1.03% 5.05% 258% |11.34% | 0.85% 8.62% | 169% | 8.86%
G1F(6) 26.24% | 7.09% | 29.07% | 9.08% | 18.39% | 2.99% | 31.13% | 9.62% | 34.59% | 3.96% | 26.52% | 7.43%
G1F(3) 18.70% | 7.66% 899% |13.25% | 6.44% 3.06% | 10.46% |10.26%| 11.11% | 1.89% | 8.81% | 7.10%
G2 1.06% 8.33% 0.00% 0.00% 0.00% 0.00% 1.05% |11.10%| 0.00% 0.00% | 0.00% | 0.00%
G2F 20.40% | 7.67% 9.19% 8.44% 2.46% 2.96% 7.65% 9.75% 9.79% 6.59% | 4.65% | 5.35%




2E

Agilent AssayMAP Bravo 2! Agilent
GlykoPrep InstantPC 7| ES AtESHH
N-Z22[7H0] ciet Xts<tel |2, EX,

HH AS2E FAMSLICE ot HY
A0 M 2471 A ARE M2 |RHSLICH
AssayMAPE AESIH 11X 2| 29

Hold =2 AME X2 7tsstH, 0|2
soll §EZ S R XS AE S
[AGLICE InstantPC-EX| N-22[ZH2

MS 2 FLD 25F0IM atEl Mz E
LIEFH&LICH Agilent AdvanceBio glycan
mapping Z 2 N-=22|7t2 Ef gt 22(2
NS ELICE Agilent 6545XT AdvanceBio
LC/Q-TOF= ng ko Het A ZHe
HZoh N-=22[ZH AEE 7SS ZLCh
LH2 N-22[7F HIO|EH|0| A S AFESH=
Agilent MassHunter BioConfirm
ATEQIO= HREE AlZHa SHE Fe
2 (<2ppm)2 OHEAIAH WHE AHS

7t SStA| ZLICH o BioConfirm&
ALl N-= 2|7t Ao FErof ket s X
240 N-=22|7t g2l Xts 22|
ZtseL|ct F3 AstE N-=22|7HGOF,
G1F, G2F)0| CHA 7He] 2= mADbOIIM ZHE
EXH| =2 S2|ZH0|U 2, O] M| ZEX|7t
90% Ol &S| EXHH|S XFX| LIt AtE2tE
A= M2 E ALt 2 22[7He CV%e
10% O|UZ, HIE529 =2 1foid s
LIEFE LT

InstantPC-EX| N-=2|Zt A|Z0] Ciet
FLD H2Fo| M= MS Ha2kt QAtst
Z1t7t LIEHGHELICH & 74X 24
Ztol X0l = 2 22|79 HR 2%
o|gh RE S2[7He] B 5% 0|2t LTt
0|72 22|710| HPLCOII A Ho| A2}l

www.agilent.com/chem

A7 BE2OAESINAIR. T 8E2E AFBSH 4 gl&LIC
RA44343.663125
Ol YE= AP x| glo| HAE 4 A&LICh

© Agilent Technologies, Inc. 2021
20214 63 14, oh=0{ A 212
5994-3622K0

SROHHHEHIS2XAR)

ChetRl=2 A SSHA| MET ZHIHZ 369,
A+ O MIER| 9%, 06621

Fs}: 82-80-004-5090 (124 X| 2 HIE)
A 82-2-3452-2451

0|H|: korea-inquiry_lsca@agilent.com

228 32, MS ZHO0| FLDE Ar8%t

H I HI WS 518 7hs e EHel Lo
A1, MM O 2 F&oHX| S LIEFHLICY.
0|= £3] 2-aminobenzamide(2-AA)

5! 2-aminobenzoic acid(2-AB)?t &2
HEXQl HX|F H[ WS T InstantPC
22(7 EX|o 2ot MS A8 E 2l
7tser AYLICts

OHEHE= == A XI= GlykoPrep N-
22|17t Az dHe| 7| E2F A InstantPC
£ AtE 38t KA AdvanceBio Gly-X N-
22|17t HH2[E MSELICH 0= Al 7HX|
D& & Y3t I E, InstantPC EX| 2 &
9 HA BE(24-ct E= 96-ct SM E)
2 PHE0 JAELICES Gly-X InstantPC
7F|E= 52 PNGase F 24 Ljf £3ff &
InstantPC &2 EX|Z 5 A2 dHE|
AlZHE TAIZE OS2 Th=SotH7 HH =

ol HEZA L(on-matrix) EX| HXtS
AH83H= 2-AB M = QUELICHS &=
SHE= AES N-22[ZHAR X2 E S
Gly-X A|= TX2|Z Bravo 2 S0
AHBIH| Egdt= I2EZSS MYsts

ALt
E—L
SR

1. Arnold, J. N. et al. The Impact of
Glycosylation on the Biological
Function and Structure of Human
Immunoglobulins. Annu. Rev.
Immunol. 2007, 25, 21-50.

2. GlykoPrep-plus Rapid N-Glycan
Sample Preparation with InstantPC
Automated on AssayMAP
Technology, part number GPPNG-PC,
Instruction Manual.

Oscar, P et al. Analysis of
Monoclonal Antibody N-glycans by
Fluorescence Detection and Robust
Mass Selective Detection and Robust
Mass Selective Detection Using

the Agilent LC/MSD XT. Agilent
Technologies application note,
publication number 5991-8071EN,
2017.

Wong, D. L. et al. A Comprehensive
Approach for Monoclonal Antibody
N-linked Glycan Analysis from
Sample Preparation to Data Analysis.
Agilent Technologies application note,
publication number 5991-8550EN,
2017

Yan, J. et al. Comparison of Common
Fluorescent Labels for LC/MS
Analysis of Released N-Linked
Glycans. Agilent Technologies
application note, publication number
5994-0942EN, 2019.

N-Z22ZF 4 ePHSHH X = 2.
Agilent Technologies brochure,
publication number 5994-1647KO0,
2020.

InstantPC 7| EE 0| E3t Agilent
AdvanceBio Gly-X N-Glycan

Prep: 2 FLD/MS 2|7t M S
ot ZEASHEI I EZ. Agilent
Technologies brochure, publication
number 5994-0918K0, 2019.

Yan, J.; Jones, A. Agilent AdvanceBio
Gly-X InstantPC ! 2-AB Express A|2
2|2t LC/FLD/MSE AHE Tt HIO| 2
X=X N-=2|Zt 849f ZtAaotE

I EZ. Agilent Technologies
application note, publication number
5994-1348K0, 2019.

{':' Agilent

Trusted Answers



