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= RapiFluor-MSHERER LAEE M RENIIA AT R CR¥F, S 186008660 <

https://www.waters.com/nextgen/us/en/shop/standards--reagents/186008660-rapifluor-ms-

sialylated-glycan-performance-test-standard.html>) HHIEARA: BLETEREFTF50 uLkh

, BEIRLRE NS pmol/uLBIiEiK. <https://www.waters.com/nextgen/us/en/shop/standards--

reagents/186008660-rapifluor-ms-sialylated-glycan-performance-test-standard.html>

» RapiFluor-MSHEEMEEMINITEm CRIFE, IH4S: 186007983 <

https://www.waters.com/nextgen/us/en/shop/standards--reagents/186007983-rapifluor-ms-

glycan-performance-test-standard.html>) BFIFEAXA: FIEFERESTF50 uLkf, BERE

RE 78 pmol/uLByiA R,

» BHREAARFEARN: F10 mgFRRERBET1I mUKF, BEINKLRENL0 mg/mL,

» fEFGlycoWorks RapiFluor-MS N-#E Tt FI SRR (HEIPFMERFM) (715004793EN <

https://www.waters.com/webassets/cms/support/docs/715004793en.pdf> )RR A ZXF15 ug

FIEEHERIN-EHITRERK, RIS, FEIRNSELREL 0.5 pmol/uL.
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MassLynx 4.1hR

ACQUITY Premier BEH Amide¥EE A #7#E(1.7 1
m, 130 A, 2.1 X 150 mm), Zp#S186009524

ACQUITY UPLC BEH Amide¥EE 9474 (1.7 A,
130 um, 2.1 X 150 mm), ZpEFS186004742
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ACQUITY Premier Column: Inj.5 (Passivated)
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Glycan profiling with different columns

1500000.125

1000000.063 -

EU x 10ed

[
=]

500000.031

74 8.00

9.00
ACQUITY Premier Column: Inj.1 (Initial Run)
2500000.250 =

10.00

o

o

2000000.125 -

% Relative abundance

1500000.125 -

EU x 10ed4

1000000.063 -

500000.031 0

7.00 8.00 9.00 10.00 11.00 12.00 13.00

Conventional column: Inj.5 (Passivated)

1500000.125 =

EU x 10e4

1000000.063 -
500000.031

Time
13.00

7.00 8.00 9.00 10.00 11.00 12.00

* Sample: Glycan performance test standard, refer to Table 1 for peak annotation
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m Conventional column = Inj. 5 (passivated)
® ACQUITY Premier Column — Inj. 1
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%Relative abundance % RSD of glycan profile between

Glycans performance test standard e .
& & ACQUITY Premier Column | Conventional column | conventional vs. ACQUITY Premier Column

o Glvean | mesttion Stiection | (0 et asonatody | abuedance | Sthdev  %RSD
1 A2 | C67H105037Ne® | 086 | 082 0.80 0.83 003 | 3.83
2 FA2 C73H115041N9 2113 | 2098 20.84 20.98 015 0.69
3 FA2B | C8IHI28046N10 | 440 | 438 | 4.35 4.38 0.03 0.60
4 A2G1 C73H15042N9 122 | 120 1.21 1.21 0.01 0.64
5 A2GT" | C73H15042Ne | 054 | 053 0.57 0.55 0.02 4.42
6 FA2GT C79H125046N9 18.78 18.77 18.65 18.73 0.07 0.39
7 FA2GT C79H125046N9 10.03 10.05 10.01 10.03 0.02 0.21
8  FA2BGI | C&7HI3805INIO 517 | 515 514 5.16 0.02 0.30
9 | FA2BGI' | CB7HI3805IN10 | 0.80 078 0.75 078 | 002 2.75
10 A2G2 C79H125047N9 1.03 1.01 1.04 1.03 0.02 174
1 FA2G2 C85H135051N9 14.07 14.15 14.12 14.11 0.04 0.30
12| FA2BG2 | CO3H148056N10 | 187 | 186 | 1.90 1 18 | o0z | s
13 | FA2GIST | C90H142054N10 275 276 2.80 2.77 0.03 0.92
14 | A2G2S1 | C90H142055N10 055 | 057 0.64 0.59 0.05 7.95
15 | FA2G2S1 = C96H15205aN10 8.83 8.92 8.97 8.91 0.07 0.82
16 | FA2BG2S1 | C104H165064N11 2.40 2.41 2.49 2.43 0.05 2.07
17 A2G2S2 | C101H159063N11 0.51 0.55 0.51 0.52 0.02 3.70
18 FA2G2S2 | CI07HI69067N1T | 246 | 249 2.53 2.49 0.03 1.38
19 | FA2BG2S2  C15H182072N12 2.60 2.64 2.67 2.64 0.04 1.35

R1LEABMAENEIETESACQUITY Premier@iBHHIRIGHIMEE . kAl (FUR#E) MHKE (E5K
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HIN-#E. ACQUITY Premier@igiFflEM A FMEIEHIERNEEBAR—HR, B42ET ERREGILE
DBERBUEEManT-IPHNER, SHMORMUEE ¥, GRENIENEIZEN, REAZBLECLEZ
g, TEEEHEManT-1P, BMEEERIRERTIKE, EMAFEMEIEETManT-1PIRFHIEME B
ACQUITY Premier& it FriSIEMmRAI R L970%.
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A. ACQUITY Premier Amide it . E.
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* BRI

E4.EFACQUITY Premier BEH AmidefE & 7 T ERER (LR B M BIRERB FRriZF-

A). B)fEFIACQUITY Premier BEH AmidetEE DTS AIfE (A vs B) DT R BEER(LAER (ManT-1P, 4%
1BH*) BEMFLRIENER; C). D)EREMAENEIETTEHMLFIE(C vs D) DT RBERLIERE (ManT-
1P, #Xi2E*) BEIMFLRIMLER,; E)EFFLRIEFmAIERMManT-1PHEEMEIUE,

Itkh, ACQUITY Premier BEH AmidefEE DR AERBUEESTRET ENEESMNREHE, FW
M ES ERIRE AN EM A FE W EIEEMACQUITY Premier@ it EESHHIIRIERERLIEER
MEEMIAAT & RiEIT, AR SFHEIGTHETT =ML LE, XEEEFEEGRA—MHEER, iBRH
HEMRRERPAMEFEEERRCERENRG N ENAENF%RSDE (BS5) . MNEMR, FERA=H
ACQUITY Premierta it 3X S H¥ER R EATI81%RSDTE0.12~0.22%HSEE A, MEREMAFEWNEILETE D
EEMERES (L PERAT, (REERYE%RSDIEANZEL.15~1.96%:



Average retention time (min), n=12

Conventional steel columns | ACQUITY Premier Glycan BEH Amide Columns

Avg. RT £ Std. Dev. (min) %RSD Avg. RT £ Std. Dev. (min) %RSD
Peak 1 10.89+£0.13 AsIiT 10.87+0.01 0.12
Peak 2 11.26£0.13 1.15 11.23+£0.01 0.12
Peak 3 1215:015 1.24 12.13+0.02 0.15
Peak 4 12.55+0.18 1.43 12.52+0.02 0.16
Peak 5 12.87+0.21 1.64 12.84+0.02 0.19
Peak 6 13.42+0.26 1.96 13.39+0.03 0.22

* Peak assignment: A2G2S2 (Peak 1 and 2); A3G3S3 (Peak 3 and 4); A3S1G3S3 (Peak 5 and 6)

Example chromatogram of the RapiFluor-MS sialylated glycan performance test standard

Peak 3

2500000, 7hn:
2000000, 125i
1500000, 125:
1000000 f]hlt:

500000.031 3
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AUEEEBNEEEEANAUIEF. LI, XEEEFTUEEOWAREHMMENHRER, HRSE
RERUEENREREEN . FHit, EFLCMSHEBEREONMIBMBE, MEEFLRIZFAL L IEE
HmERNEARAY), X—RMHTTURBER,
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