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A InstantPC B9 GlykoPrep-plus N-#&
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U8R GlykoPrep-plus JH{LIRIR,
96-ct (FHS GSP-RX) ; InstantPC #x
BRI (4SS GSP-PC) ; GlykoPrep
gitbigEh, 96-ct (BFS GSP-CU) ;
GlykoPrep-plus SRREHEMELE FHS
AMOY6-NG) o

ZHC CHO mAb TE R HIE.

- METWBEEREZRT (NDC 50242-
134-68)

- A IgG £ ProZyme &
~ NISTmAD & NIST (RM 8671)
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B 3. 96 FLik LR R E

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

Application Settings
Value

E
[

Parameter

Number of Columns to Manage

Starting Column of Destination
Plate

(B Run Protocol 1

B




Rice BRAZMIRFINT 50 ub mAb #5
(8F mAb 4 MNEE) HITEM, B
mAbs FTEEE] 24 P RX ) L,

REHITHALE, HE RX NE LR

PNGase F JIN/NMERR, {8 N-AEMEIERY
F|HRERHER, 3§ mAbs #E 30 2
o ERNAR, A InstantPC ABRRE
R NAERREIRD, FEIRARIE N-4E

AL AHZE 4 hEBAL (CU) /NME,
S5FrmigEeRhmREE, FAXRRS
22 5 4fk InstantPC #5ICBY N-¥EHF 5,

BRI 2R InstantPCo FA 50 pL
HRLABMATIERRLH InstantPC 7
BRI L BRAERE Sho

REGEMELE SR £ 45°C T, B (B4, aRUE7),

3 Immobilization, Digestion & InstantPC Labeling Protocol

Deck Layout Labware Table Application Settings
L LA I 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
a.P 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 H
Salution Bufter Reagent PalyPro Sample Loading Flow Rate B pL/min

5 96 Greiner 650201, U-Bottom Standard, PolyPro s B i el

Digestion

45 C
30 minutes

6 |96 Eppendorf 30129300, PCR, Full Skirt, PolyPro

Duration of Digestion Step
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

B

& 4. Agilent InstantPC ZRH-HRY N-AERF AR IS L0 75 52

5 Cleanup Protocol
Labware Table

A

3. Organic 9
Waste

Deck Layout Application Settings
Value Units

50 uL

Parameter

L 96AM Tip Wash Station

Final Eluate Volume

1. Wash Station ||2. CU Cartridges 96AM Cartridge Seating Station

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

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

4. CU Eluate
Collection

5. 1% Formic
Acid in ACN

6. 1% Formic
Acid in ACN

9. InstantPC
Laheled
Glycans

7.1% Formic
Acid in ACN

8.10% ACN in
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

B

96 Greiner 650201, U-Bottom Standard, PolyPro @Run Protocol 5
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M LC/MS #1T N-¥ED T FEW AIS BFR, RASHHEE
Baibi N-ERE SHEE LC/Q-TOF % (4 GHz) 1RZU7E m/z 300-1700 FESEHE
4, TEH—T4al. ATRE NBER AXT N-EERHIT T 987, FEERER
BRI S AHAE mAD B4R, 1L SR 2 RIRE/F, ¥4880 Q-TOF REMX 2
PFEREMERT M 1 pg mAb KB N4ES o

£, Agilent 1290 Infinity Il LC fig# Agilent

1260 Infinity FLD 3 5t W e & 1- UHPLC HILIC/FLD 6%

(AJS) BFIRM Agilent 6545XT AdvanceBio Agilent 1290 Infinity Il {RAB &% RS
LC/Q-TOF MS BtFH, HAFE/KBEER &g Agilent AdvanceBio ¥Ei& 31 &3&HE, 2.1 x 150 mm, 1.8 pm  (BFf4S 859700-913)
TRAREIE (HILIC) 9B NAEtE R, (BAAy | FHUA | Sommol/lL A, BARMES pHIBE 45
@3B A Agilent AdvanceBio ¥EiESAF | AhE |
@, 2.1 x 150 mm, 1.8 pm (FHES SR
859700-913) , B 40°C (B 6) ., HF ?35.0 s o6
DEEGLNSTEONG, EARR | | ms @0 o
i TAAEMREE, AR 28 £ 28 180 04
s, MIBTEIEN 35 ST, LC £ E R
# 1 FiiRo FLD REN Ays = 285 nm, s asomm T
Agg = 345nm, PMT 825 = 10, 8 40°C
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% 2. LC/Q-TOF &

Agilent AdvanceBio

HRIROIT B Agilent 6545XT AdvanceBio LC/Q-TOF
BFR IWNREEIC ISR
: [RRE 150°C
< dBa f———— FIRSRE 9 L/min
- %ift?% 35 psi
e HIURE 300°C
i — B 10 L/min
' - _ EHEEE 3000 V
—— ; MBS R 500V
e PR EE 120V
"}g;::z;}lzfg Agilent 6545XT AdvanceBio SEFLAIE 65V
LC/Q-TOF FREHCEE m/z 300-1700
Bl 6. {4 Agilent 1290 Infinity Il LC 1 Agilent HiE=x 2 FREE/R
6545XT AdvanceBio LC/Q-TOF LUKz Agilent pefEst EDYE (4GH2)

AdvanceBio #EE DT EIEEIHIT N-EDHT
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& 3 FIHT AR IAY 22 fh N-FEBY
FAER, BIERBHNE. BRE. B
KELHRY. LSNIERR.

A MS EE51 InstantPC tRicHY
N-#&

ttoh, EER Agilent MassHunter
BioConfirm 10.0 B4, BT R LERE
TAERIZEDHT InstantPC #RICHY N-#E#E
fho WA TFRAPRELREE, SR
ERE. RENEEO. LRBETFES
FAR% (2-AB #0 InstantPC) , HFBHE
BRENEDRFERITER, £RRA, K
D NAERIAWEBHEF M+2H]™,
IEINTEEMES, B8 [M+NH,+H .
[M+H+Na]” #1 [M+H+K]*™¥, InstantPC
¥ 261.1477 Da R —RIfU R E RN
ERFRER. NARPERTNELERNE
BIRE, UEUSREERE (< 2 ppm)
RIRETEFIE mAbs EY N-#E, FIEW
T2 RIELHIEE, BioConfirm RIERE
BHEFFEREM 24 MERPIRIREFE
HEAST 10 FARIEH N-4E, X 10 7%
RIERFTE mAbs FEFEHNFEERD
B9 10 7 N-4Zo

oA ZIRIE MS 1ML RKEN, BR
T &R mAb 5 10 Fh N-EBIAEXT LB,
10 M BREREET LC 8IERTHR
BefEnEyE,. ENFEFEINEER
EbE[E— mAb FRARE N-#ERYEL B 151
a0, FFZE B GOF MILLHIH 40.85%,
f£F CHO mAb (44.58%) #1 NISTmAb
(44.67%) FREVAESTEL B, ERIBREMEZER
¥ (GOF. G1F f1 G2F) RFEZEN%Z
BiE, 110 MEERERSHET 90%.
Zf N-TBEREXN B DL FIHER CV%

R 3 N2EFRPEE L 22 7 N-4E

fREEdiE Zie

RS

(min) [M+2H]>*
1 4.7 688.2856 Hex3HexNAc3
2 5.6 761.3130 Hex3HexNAc3dHex1
3 5.9 789.8244 Hex3HexNAc4
4 7.0 862.8534 Hex3HexNAc4dHex1
5 7.8 748.7987 Hex5HexNAc2
6 8.0 964.3931 Hex3HexNAc5dHex1
7 8.4 §70.8508 Hex4HexNAc4
8 8.5 842.3410 Hex4HexNAc3dHex1
9 9.8 943.8798 Hex4HexNAc4dHex1
10 10.5 943.8798 Hex4HexNAc4dHex1
11 107 10454195 Hex4HexNAc5dHex1
12 12.6 951.8772 Hex5HexNAc4
13 14.5 1024.9062 Hex5HexNAc4dHex1
14 149  1126.4459 Hex5SHexNAcSdHex1
15 16.0  1089.4275 Hex4HexNAc4dHex1NeuAc
16 176 1097.4249 Hex5HexNAc4NeuAct
17 178 1105.9325 HexéHexNAc4dHex1
18 18.7 1170.4539 Hex5HexNAc4dHex1NeuAc1
19 193 1271.9936 Hex5HexNAcSdHexTNeuAc
20 20.7 12429726 HexSHexNAc4NeuAc2
21 21.5 1316.0016 Hex5HexNAcddHex1NeuAc2
22 21.7 1417.5413 Hex5HexNAc5dHex1NeuAc2
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e
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v
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. ¥
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| X}
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=
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eomoemn  GIFS1[3]
+Cmoenn G251
‘Be.na  G2F+aCal
+/oBeomn  G2FST
|ome
o TEewd  G2FSB
paie-p=n T G252
Y
:“f::m G2FS2
soma Y
Eaua G2FS2B
Laes |

(n=4)5FEK 4, EZNTEE (BF
N-EFERL. InstantPC #RicAIZifL) , JLF
FFE CV% #/NTF 10%, FREAZEMLT
EREAEEEN N,

FIFA FLD EE45 M InstantPC 1Ry
N-¥&

HTERT FLD fEARMT A%, HItE
RIE FLD MNERWEELERFHIT T
i B OB LRT 24 MERB FLD 4
R, WE 9A Firr, WEERSM 10 F

N-BEIH B THENEFEEHHTTINE. &
EAER L2 EYE (GOF. G1F M G2F) &
10 M2 B¥EEREM 90% LI_E, FLD %3
BEIME N-FERVAEXTIEERE 79 LY
B CV% (n = 4) 905R 5 Firo

b MS 1 FLD NEBLR, SMHEE
BEREIEERMUNENFE, FIEZER
WEIERIYNTF 5%, KO LZRIBNE
FINTF 2%0



A MS N-#EHEX E & IS W %353 1gG BCHOmAb MHHET ENISTmAb BFZES W SiLuMAb
60.00% 0 5ot
3 50.00% ~
R 40.00%
M 30.00%
He
= 20.00% 5032 se 50 50 5239 59 50 ¢ &2
@ 10.00% 231508 §oBghe
0.00% T, O
GO-GIcNAC  GOF-GIcNAc GO GOF Man5 Gl G1F[6] G1F[3] G2 G2F
B FLD N-¥EHESEE XFHR B CHO mAb e T B NISTmAb W FIZESEHT MW SiLuMAb
70.00%
, 60.00%
% 50.00%
im 40.00%
B 30.00%
= 9 o0 o0 2o
w 2000% o eseseeie e EFsese  2EX D seear  5050se il se s
1000% 388888 835233 825 SCS8Eg —e3883
0.00% So—Soo c—29co s2 ONS—— eSS
GO-GIcNAc ~ GOF-GlcNAc GO Man5 Gl
n LY o [ ol [aE
L S | : TN TR LR
d ? Q‘. ae ]
L u E
[ ] - -
9A. MS MM N-#EHEXTFEE, 9B. FLD MSHI N-4BHEXT FE
£ 4. MS SRR E 6 Fh 1gG MY 10 MEZE N-IERNFIIENIEEIRE S CV%
BAA 3388 1gG | CV% | CHOmAb | CV% T CV% | NISTmAb | CV% | FIZE&HH | CV% | SiLuMAb | CV%
GO-GlcNAc 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% | 4458% | 7.22% | 56.92% | 2.16% | 4467% | 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% | 3357% | 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% 457% 6.07%
% 5. FLD M1SRIRE 6 # 1gG #5810 FEE N4 FIIAET IEEFR T 77t X CV%
ERZ 3F#81gG | CV% | CHOmAb | CV% MET CV% | NISTmAb | CV% | FIZEHEHT | 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% 5.90% | 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% 0.95% 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% 862% | 1.69% | 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% 8.99% |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%
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