1783

1982

o 1552837, 550

A
100
80 2070 2315 2605 i EP-hCG1
244 2431 1y Y.
2040 5

° H 4

1836 | _X_

..

% Intensity
[«2]

40 {z
2186 2985
21 |
i 3286
20 l 3473
0 A | Y n
1500 2000 2500 3000 3500 4000
100 o Mass (m/z)
o B EP-hCG1
<
80 o Gal-T
g 1890 ve
S 60
£ 2519 | y »
= ‘o oo Y Y 3460
= 40 1579 1783 2315 H 2837 —
1620 | 1982 9070 5544 . 2938 3473
20 2431 W 2792
i
y W W al
0 500 2000 2500 3000 3500 4000
Mass (m/z) Ye
B Y 505
Q Y N
100 - X
570 ., ¥ ig Eg ¥ % Lpncar
=_— @D
@
z !\f S o~ iég 3473
] T Y
c H 5000
2 ! ¥
E : 3286 Ye
ES
3561
3460 3647
o -1 "
1500 2000 2500 3000 3500 4000
Mass (m/z)
100 o~ Y¢
g 72 3LP-hCG1

8 2605 ’?‘ Gal-T
Y
60 s J_% 3473 3¢
31 Qe Y 3460y oS
1579 4783 g il SN
40 2315 | 2489 '
1982 2244 2663 3 !
&
oo

l 3112
32 : ©
561
,Llnh xlllh.lun ,.L A ‘L il I ik l il l 341?? ’Tn o
0
1500 2000 2500

% Intensity

{-—
3500 4000

3000
Mass (m/z)
¥V Fuc @Man O Gal B GlcNAc € NeuAc

S4 Fig. B-Galactosyltransferase (GalT) experiment on hCG1 samples. MALDI-TOF MS spectra of
permethylated N-glycans derived from (A) EP-hCG1 sample (top panel, control, same as Fig. 1A;
lower panel, after GalT) and (B) LP-hCG1 sample (top panel, control, same as Fig. 1B; lower panel,
after GalT). Note that on EP-hCG1 and LP-hCG1 spectra before the GalT experiment (A and B, top
panels), the molecular ions at m/z 2315, 2489, 2663, 2837, 2938, 3112, 3286 3460, 3473 and 3647
which correspond to complex mature N-glycans with a single terminal GIcNAc residue. The same
ions were also detected on the EP-hCG1 and LP-hCG1 spectra after the GalT experiment (A and B,
lower panels), indicating that those terminal GIcNAc residues are not subject to a GalT experiment.

Therefore, the above molecular ions correspond to bisected N-glycan structures. On the contrary, on



EP-hCG1 and LP-hCG1 spectra before the GalT experiment (A and B, top panels), the molecular ions
at m/z 1835 and 1865 correspond to agalactosylated N-glycans (GIcNAc terminated residues on
mannose arms). These ions are not present in GalT samples (A and B lower panels) indicating that
these ions are subject to the B-galactosyltransferase experiment further indicating that they do not
correspond to bisected N-glycans. Putative structures are based on composition, tandem MS and

knowledge of biosynthetic pathways. All molecular ions are [M+Na]".



