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Figure S1 Fragmentation spectra of all studied glycopeptides in HALO® penta-HILIC column.



Table S1 Observed monoisotopic m/z for all studied analytes and their rentention times, fr, in
different HILIC columns. ND means not detected analyte.

Analyte Column
Ob d m/ HALO® ta-
Hemopexin (Sceivf ’)ﬂ z HILIIéen a Glycan BEH Amide  ZIC-HILIC
SWPAVGN!¥CSSALR e
IR IR fr
A2G2 1009.7550 (3%) 17.2 30.4 43.3
A2G2F1 (core) 17.8 30.6
1058.44 * 43.
A2G2F1 (outer arm) 058.4409 (3) 18.2 30.9 35
A2G2S1 (isomer 1) . 24.7 30.8 41.3
A2G2S5] (isomer 2) 1106.7868 (3) 25.2 30.9 41.6
A2G252 1203.8186 (3%) 31.6 314 40.2
A3G3S51 (isomer 1) 259 31.3 419
A3G3S51 (isomer 2) 1228.4975 (3%) 26.2 31.5 ND
A3G3S51 (isomer 3) 26.4 ND ND
ALPQPQN*3*VTSLLGCTH
A2G2 1120.1586 (3*) 19.0 30.1 42.5
A2G2F1 (core) . 19.7
A2G2F1 (outer arm) 1168.8445 (3%) 19.9 30.6 42.7
A2G2S1 (isomer 1) 26.9 30.5 40.8
1217.1904 (3*
A2G2S1 (isomer 2) 90431 27.3 30.6 40.9
A2G252 1314.2222 (3%) 33.0 31.1 39.8
IgG1
EEQYN'STYR
A2F1 878.6868 (3*) 19.9 31.1 44.9
A2GI1F 932.7044 (3%) 20.8 31.6 44.9
G1A3F1 1000.3975 (3*) 21.2 31.7 ND
A2G2F1 986.7220 (3*) 21.7 32.1 45
IgG2
EEQFN*STFR
A2G1F (isomer 1) 19.5 30.8
922.0411 (3* 43.9
A2G1F (isomer 2) 39 19.7 30.9
A2G2F1 976.0588 (3*) 20.6 31.3 44.0
A) HALO® penta-HILIC B) Glycan BEH amide C) ZIC-HILIC
column column column
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Figure S2 Normalized EIC chromatograms of A3G3S1 glycoform of the SWPAVGN®¥’CSSALR
peptide of hemopexin in HALO® penta-HILIC (A), Glycan BEH amide (B) and ZIC-HILIC (C)
column.
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Figure S3 Separation of A3G3S1 glycoform of the of the SWPAVGN®CSSALR peptide of
hemopexin in HALO® penta-HILIC at different column temperatures.
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Figure S4 Separation of A2G2S1 glycoform of the of the SWPAVGN®CSSALR (A)
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ALPQPQN#*3VTSLLGCTH (B) peptide of hemopexin in ZIC-HILIC column at different column
temperatures. PEP1 refers to SWPAVGN®’CSSALR and PEP2 to ALPQPQON*3VTSLLGCTH.



