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Supplementary Methods
Peptide mass spectrometry: Instrument setup and data processing

MALDI-TOF mass spectrometry was performed on a Microflex LRF20 instrument
(Bruker Daltonik, Bremen, Germany) equipped with a 60-Hz nitrogen laser (A=337 nm).
Mass spectra in the m/z range of 700 — 10,000 were acquired in the reflector positive
ion mode using the following instrumental setup: an acceleration voltage (1S1) of 19.0
kV, an extraction voltage (IS2) of 16 kV, a lens voltage of 9.0 kV, a reflector voltage of
20.0 kV, a detector voltage of 1672 V, and a pulsed ion extraction delay time of 200 ns.
Peptide Calibration Standard Il and Protein Calibration Standard | (Bruker Daltonik)
were applied for external calibration (average [M+H]" masses between 757.9 and
8565.8 Da). The acquisition and evaluation software were flexControl 3.4 and
flexAnalysis 3.4, respectively (Bruker Daltonik). The obtained peptide spectral data were
processed in GlycoMod (https://web.expasy.org/glycomod/) to identify the N-
glycopeptides and deduce N-glycan structures by combining experimental masses and
the corresponding protein amino acid sequences (Uniprot accession numbers
IGHA1_HUMAN and IGHA2_HUMAN). The average mass tolerance was set at 2 Da
(optionally 3 Da), up to 2 tryptic missed cleavages were allowed, iodoacetamide and
acrylamide adducts of Cys as well as oxidized Met and Trp were selected as considered

modifications.



Supplementary Table 1a. plgA1(G) glycan structure

Cys_CAM = carbamidomethylation of
cysteine; Cys_PAM = acrylamide adduct of
cysteine; MSO = oxidized methionine; PO
plgA1(G) in GlycoMod usi i values ides = oxidized tryptop!
red m/z values: blue m/z
Microgradient
fraction Glycofor | Mass | Deduced glycoform | Peptide Theoretical
number | m/z_| | mmass | (patton) modification | Peptide mass Peptide sequence glycopeptide mass
TCys_PAM. 328353 TIORLAGKPTHVRVSVVVAE
Foo 3756.7828 1892817 0294 (Hex, (HexNAd,  1xMSO 2863253 VDGTCY (1 missed cleavage) 3757078 :
127-153 LSLHRPALEDLLLGSEANLT d
Foo 3857.2327 2 892817 1023 (Hex, (HexNAd,  IxCys_CAM 296443 CTUTGIR 3858.250
(Hex), (HexNAC),
(NeuAc), + MCG fraction FO9, FASA matrix
roo 3857.2327 21549413 0178 (Man)(GIcNAd,  1xMSO 2306634 332.353 LAGKPTHVNVSVMAEVDGT CY 3857.054
(Hex); my
(Deowyhexose); +  1xCys_CAM.
Foo 3890.6442 31582439 0560  (Manj3(GlcNA, ~ 1xMsO 2792175 332.353 LAGKPTHVNVSVMAEVDGT CY 389008 e
(HexNAC), + 328353 TIDRLAGKPTHVNVSVVMAE
Foo 38906442 3109012 145  (Man)(GlcNAd,  1xMsO 2792175 VDGTCY (1 missed cleavage) 3889.194
(HexNAC), + 328.353 TIDRLAGKPTHVIVSVVMAE
roo 30283320 4 1096012 1914 (Man),(GlcNAC),  1xCys_CAM 2833227 VDGTCY (1 missed cleavage) 3930.247 ol
(Hex), (HexNAC),
(Neunc), + 1xCys_PAM,
roo 39283320 41549413 0199 (Man)y(GlcNAC),  1AMSO 2377713 332.353 LAGKPTHVNVSVMAEVDGT CY 3928133
(Hex); (HexNAC), +  1xCys_PAM.
40416203 5 1664545 1644 (Man)(GlcNAd,  1xMSO 2377713 332-353 LAGKPTHVNVSVMAEVDGT CY 4041197
(Hex), (HexNAC),
[ m
Foo 40816203 5 1752608 2629 (Man),(GIcNAd, ~ Nomodification  2290.635  332-353 LAGKPTHVNVSVVMAEVDGT CY 4084.25 g
(HexNAG), + 328353 TIDRLAGKPTHVNVSVVMAE v
Fos 40907742 61299207 1614 (Man),(GIcNAd,  1xMSO 2792175 VDGTCY (1 missed cleavage) 4092.389 M
(HexNAC), H g L
(Deoxyhexosel; + 328-353 TIDRLAGKPTHVIVSVVMAE s H H Nl >
oo 4090.7742 6 1242155 0358  (Man)y(GIcNAC),  1xCys_PAM 2847.254  VDGTCY (1 missed cleavage) 4000416 £ H N >
: i Ene
: i 7
(Hex), (HexNAC), +  1xCys_PAM, 328-353 TIDRLAGKPTHVIVSVVMAE wwy ‘\ H
F0o 4123848 71256155 1429 (Man)(GlcNAd;  1xMsO 2863253 VDGTCY (1 missed cleavage) 4122416 i
(Hex), IF
(Deoryhexosel, + 328-353 TIDRLAGKPTHVIVSVVMAE i
Fos 4142.0031 § 1363245 1615 (Man)y(GlcNAc),  Nomodification 2776175 VDGTCY (1 missed cleavage) 4140428 4 W
(HexNAG), + 1xCys_PAM, 328.353 TIDRLAGKPTHVIVSVVMAE | !
roo 41630646 9 1299207 0402 (Man),(GlcNAd,  1xMSO 2863253 VDGTCY (1 missed cleavage) 4163.468 ain Ed i am
(Hex), (HexNAC),
(Deoxyhexose), + 328353 TIDRLAGKPTHVNVSVVMAE
Foo 41826234 10 1404298 1143 (Man)(GlcNAC),  Nomodification 2776175 VDGTCY (1 missed cleavage) 4181481
(Hex), (HexNAC), +  1xCys_PAM,
Foo 42035844 11 1826687 1822 (Man)y(GlcNAC),  1AMSO 2377713 332-353 LAGKPTHVNVSVVMAEVDGT CY 4205.407
(Hex), (HexNAC), + 328.353 TIDRLAGKPTHVNVSVVMAE
roo 42530374 12 196135 1434 (Man)(GcNAC),  1MSO 2792175 VDGTCY (1 missed cleavage) 4254532
(Hex), (HexNAC),
(Deoxyhexose), + 328.353 TIDRLAGKPTHVIVSVVMAE
roo 4253.0374 12 1404298 0478 (Man),(GlcNAC),  1ACys_PAM 2847254 VDGTCY (1 missed cleavage) 4252559
(HexNAC), + 127-153 LSLHRPALEDLLLGSEANLT
roo 42640243 13 1299207 0619 (Man),(GlcNAC),  1xCys_CAM 296443 CIUTGLR 4264640
(Hex), (HexNAC),
(Deoxyhexose)
(Neunc), + 1xCys_PAM,
roo 42640243 13 1898751 2553 (Man)y(GlcNAC),  1aMSO 2361713 332-353 LAGKPTHVNVSVIMAEVDGT CY 4261472
127-153 LSLHRPALEDLLLGSEANLT
0o 43052185 14 134026 0478 (Hex, (HexNAC  1xCys_CAM 296443 CTUTGLR 4305.697
(Hex), (HexNAC),
(
roo 43052185 14 1955803 0722 (Man),(GIcNAC),  1ACys_CAM 2307687 332.353 LAGKPTHVNVSWMAEVDGT CY 4304.497
(HexNAG), + 1xCys_PAM, 328.353 TIDRLAGKPTHVIVSVVMAE
roo 4365.9004 15 1502402 0761 (Man)(GlcNAC),  1MSO 2863253 VDGTCY (1 missed cleavage) 4366662
(Hex), (HexNAC),
(Deoxyhexose);
(Neuc), +
Foo 4365.9004 15 2060.893 2633 (Man)y(GIeNAC),  1xMSO 2306631 332-353 LAGKPTHVNVSVVMAEVDGT CY 4368534
(Hex), (HexNAC),
(Neunc); + 1xCys_CAM, 328.353 TIDRLAGKPTHVIVSVVMAE
roo 4396.9106 16 1549413 0763 (Man),(GlcNAC),  1MSO 2847250 VDGTCY (1 missed cleavage) 4307674
(Hex), (HexNAC) + 127-153 LSLHRPALEDLLLGSEANLT
foo 24262714 17 146135 0515 (Man)(GlNAC),  1HCys_CAM 296443 CIUTGLR 4426787
(HexNAC);
(Deoxyhexose), + 127-153 LSLHRPALEDLLLGSEANLT
Foo 48262714 17 104535 1457 (Man)(GleNAC),  DACYs_PAM 2978457 CTLTGIR 4424814
(HexNAG), +
Foo 44668830 18 1502402 0.955 (Man)i(GIcNAC),  1xCys_CAM 206443 127153 ISLHRPALEDLLLGSEANLT CTLTGLR  4467.839
(Hex), (HexNAC),
(Deoxyhexose),
(Neuac), +
Foo 44668830 18 2101946 2216 (Man),(GIcNAC),  1xCys_PAM 2361713 332.353 LAGKPTHVNVSVMAEVDGT CY 4464.667
(Hex);+ 328353 TIDRLAGKPTHVNVSVVMAE
Foo 44793378 19 1703529 1373 (Man)(GIcNAC),  Nomodification 276,175 VDGTCY (1 missed cleavage) 180712
(Hex), (HexNAC),
(
roo 44793378 19 2117945 1327 (Man)y(GIcNAC),  1xCys_PAM 2361713 332.353 LAGKPTHVNVSVMAEVDGT CY 4480666
(Hex)y+
roo 44963360 20 2189956 126 (Mank(GIcNAC),  1xMSO 2306634 332:353 LAGKPTHVNVSVMAEVDGT CY 2497597
(Hex), (HexNAC);
(Neusc), +
Foo 44963360 20 2117.985 0328 (Manl,(GIcNAC),  1xCys_PAM, IxMSC  2377.713 332353 LAGKPTHVNVSVVMAEVDGT CY 4496.665
(Hex),
(Deoxyhexose), + 328353 TIDRLAGKPTHVNVSVVMAE
ros 45219752 21 168753 0211 (Manh(GlcNAd),  IxCys_CAM 2833227 VDGTCY (1 missed cleavage) 4521765
(Hex),
(Deoxyhexose), +  1xCys_CAM, 328.353 TIDRLAGKPTHVIVSVVMAE
roo 45379587 22 168753 2167 (Mank(GlcNAd,  1xMSO 2847254 VDGTCY (1 missed cleavage) 4535791
(Hex),+ IxCys_CAM, 328353 TIDRLAGKPTHVNVSVVMAE
Foo 45548248 231703529 1062 (Manh(GlcNAC),  1xMSO 2849227 VDGTCY (1 missed cleavage) 4553763
(Hex), (HexNAC),
(Neuhc), +
roo 45548248 23 2206008 0123 (Manl(GIcNAC),  1xCys_CAM 2307687 332.353 LAGKPTHVNVSVMAEVDGT CY 4554702
(Hex), (HexNAC); + 127-153 LSLHRPALEDLLLGSEANLT
roo 45693179 20 1663608 0865 (Man(GIcNA,  Nomodification 2005569  CTLTGLR 4570184
(Hex), (HexNAc);
(NeuAc).
Foo 45693179 24 2206008 0589 (Mank(GIcNAC),  IxCys_PAM 2361713 332.353 LAGKPTHVNVSVMAEVDGT CY 4568.729
(Hex),+ 1xCys_PAM, 328353 TIDRLAGKPTHVNVSVVMAE
Foo 4585.0200 25 1703529 1528 (Mank(GIcNAQ2  1xMSO 2863253 VDGICY (1 missed cleavage) 4567.79
(Hex), (HexNAC),
(
roo 45850200 25 2206008 0292 (Mank(GlcNAC),  1xCys_PAM 2377713 332-353 LAGKPTHVNVSWMAEVDGT CY 4584.728
(Hex);
(Deoxyhexose), + 328353 TIDRLAGKPTHVNVSVVMAE
Foo 46843303 26 1809672 0424 (Mank(GlcNAC),  1xCys_CAM 2833227 VDGTCY (1 missed cleavage) 4683.907
(Hex),+ 328353 TIDRLAGKPTHVNVSVVMAE
Foo 47005851 27 1865672 0679 (Manl(GIcNAC),  1xCys_CAM 2833227 VDGTCY (1 missed cleavage) 4699.907
(Hex), (HexNAC),
(Neunc), +
roo 47005851 27 2409203 0259 (Manly(GlcNA, ~ Nomodification  2290.635  332-353 LAGKPTHVNVSVVMAEVDGT CY 4700845
(Hex)o+ 1xCys_CAM, 328.353 TIDRLAGKPTHV NVSVVMAE
F09 4717.0886 28 1865672 1183 (Man)s(GlcNA),  1xMSO 2849.227  VDGTCY (1 missed cleavage) 4715.906.
(Hex), (HexNAC),
(Deoxyhexose);
(Neuhc), +
Foo 4717.0886 28 2352151 2217 (Mank(GIcNAG),  1xCys_PAM 2361713 332-353 LAGKPTHVNVSVVMAEVDGT CY a710871
(Hex),+ 1xCys_PAM, 328353 TIDRLAGKPTHVIVSVVMAE
roo 47313030 29 1865672 137  (Mank(GlcNA),  1xMSO 2863253 VDGICY (1 missed cleavage) 4720933
(Hex), (HexNAC),
(Deoxyhexose),
(Neuhc), + 1uCys_PAM,
F09 47313030 29 2352151 0432 (Mank(GlcNAC),  1xMSO 2377713 332.353 LAGKPTHVNVSVMAEVDGT CY 4730871
(Hex), (HexNAC),
(Deoxyhexosel, + 127-153 LSLHRPALEDLLLGSEANLT
Foo 47074916 30 1769635 1606 (Mank(GlcNAC),  1xCys_PAM 2978457 CTLTGLR 4749.099
(Hex), (HexNAC),
(Deoxyhexose),
k 1xCys_PAM, 328-353 TIDRLAGKPTHVIVSVVMAE
Foo 47610475 31 1898751 1963 (Mank(GlcNAd,  1xMSO 2863253 VDGTCY (1 missed cleavage) 4763012
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Supplementary Table 1a. pIgA1(G) glycan structure
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(Hex), +
(Man);(GIcNAC),
(Hex), (HexNAC),
(Deoxyhexosel;

(
(Man);(GIcNAc),
(Hen)+
(Man)(GleNAc),
(Hex), (HexNAc),
(Deoxyhexose),

(Neunc), +
(Man)(GleNAQ),

(HexNAG),
(Hex), (HexNAC);
(Neuac), +
(Man),(GleNac),
(Hex), (HexNAC),
(Deoxyhexose)
(Neunc), +
(Man,(GleNAC),
(Hex), (HexNAC),
(Deoxyhexose),
(Neuac), +
(Man),(GleNaq),

(Hex)y +
(Man);(GleNAC),
(Hex)y +
(Mans(GleNAC),
(Hex), (HexNAC);
(Deoxyhexosel,
(NeuAd), +
(Man),(Glenac),

(Hex); (HexNAC),
(Neuc); +
(Man),(GlcNAC),

(Hex); (HexNAC),
(Deoryhexose], +
(Man)3(GlcNAc),

(Hex), (HexNAC),

0
(Man),(Glenac),
(Hex),

(Deoxyhexose), +
(Man(GleNAC),

(Hex) (HexNAQ),
(
(Man)y(GIcNAc),
(Hex)y +
(Man)5(GIcNAC),
(Hex), (HexNAC),
(Deoxyhexose),

(Hen), (HexNAc),
(Deoxyhexose),

(HexNAC); +
(Man),(GlcNAC),

(HexNAG), +
(Man);(GIcNAC),
(Hex); (HexNAC),

(Hex), (HexNAC),

(Hex, (HexNAQ),
(HexNAC) +

(Man)(GleNAQ),
(Man),(GleNAQ),

(HexNAc), +
(Man)s(GleNAC),

(HexNAc), +
(Man),(GlcNAG),

1xCys_CAM

1MS0
1ucys_cAM,
1m0

1uCys_PAM
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IxCys_PAM,
1m0

1XCys_CAM,
M50

1xCys_CAM
1xCys_CAM
1xCys_CAM
1XCys_PAM

No modification
No modification
1MS0

No modification
1TP0
1xCys_CAM,
1TP0
1xCys_PAM
1xCys_PAM
1xCys_PAM,
M50
2uCys_CAM
2xCys_CAM,
1m0

No modification
24Cys_PAM,

1MSO

21Cys_CAM

2833227

2306.634

2849227

2078.457

4487.064

2078.457

2847254

2078.457

2863253

2849.227

2964.43

2964.43

2964.43

2078.457

2776175

2907378

2792175

4430012

4446012

4503.064

4501.091

4981707

4997.706

5024732

5168.905

4430012

5196959

5024.732

328353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

332-353 LAGKPTHVNVSVVMAEVDGT CY
328353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR

127-168 LSLHRPALEDLLLGSEANLT
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR

328-353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR

328353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

328353 TIDRLAGKPTHVIVSVVMAE
VDGTCY (1 missed cleavage)

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR

127-153 LSLHRPALEDLLLGSEANLT
CTUTGLR

127-153 LSLHRPALEDLLLGSEANLT
CTLTGLR

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR

328-353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

127-153 LSLHRPALEDLLLGSEANLT
CILTGLR
328-353 TIDRLAGKPTHVNVSVVMAE
VDGTCY (1 missed cleavage)

LHKPA

L2/-16% LSLHKPALEULLLGSEANL|
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

127-168 LSLHRPALEDLLLGSEANLT
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

127-168 LSLHRPALEDLLLGSEANLT
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

127-168 LSLHRPALEDLLLGSEANLT
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

308-353 GDTFSCMVGHEALPLAFTQK
TIDRLAGKPTHVNVSVVMAE VDGTCY (2
missed cleavages)

308-353 GDTFSCMVGHEALPLAFTQK
TIDRLAGKPTHVNVSVVMAE VDGTCY (2
missed cleavages)

308353 GDTFSCMVGHEALPLAFTQK
TIDRLAGKPTHVNVSVVMAE VDGTCY (2
missed cleavages)

307-353 KGDTFSCMVGHEALPLAFTQ
KTIDRLAGKPTHVNVSVVMA EVDGTCY (3
missed cleavages)

127-168 LSLHRPALEDLLLGSEANLT
CTLTGLRDASGVTFTWTPSS GK (1 missed
cleavage)

307-353 KGDTFSCMVGHEALPLAFTQ
KTIDRLAGKPTHVNVSVVMA EVDGTCY (3
missed cleavages)

308-353 GDTFSCMVGHEALPLAFTQK
TIDRLAGKPTHVNVSVVMAE VDGTCY (2
missed cleavages)

4862049

4862.987

4878.048

4878215

4894.462

4894.214

4909.154

5040357

5054.217

504019

5067.383

5083382

5100.409

5097.409

5113282

5114393

5469.566

5469.98

5485.979

5600.083

5598.11

5875531

589153

5018556

6265.925

6296.692

6203.978

6324.946




Supplementary Table 1b. plgA1(F1) glycan structure

Cys_CAM = carbamidomethylation
of cysteine; Cys_PAM = acrylamide
adduct of cysteine; MSO = oxidized
methionine; TPO = oxidized

plgA2(F1) in GlycoMod values tryptophan
red m/z values: pos blue m/z pept
Wicrogradient Deduced
fraction Glycoform | AMass. glycoform (in Theoretical
number m/z_|Peak number| mass | (Dalton) | _GlycoMod) Peptide mass glycopeptide mass
(Hex) (HexNAG), [ I EE i P G 05+
(Deoxyhexose); o BOED_afelnacing g2 FASA MKG (9 |
(NeuAc), +
Fos 3061.6314 12101946 0555 (Man),(GlcNAc), Nomodification 958123 200208 TPLTANITK 3061076
(Hex), am & .
(Deoxyhexose), + 82102 SVTCHVKHYTNSSQDVTVPC R i MCG fraction F09, FASA
ros 37258771 2 1363205 0007 (Man)(GlcNAc), Nomodification 2361633 (1 missed cleavage) 3725.885 H matrix
(Hex); (HexNAC),
(Deoxyhexose), b
(NeuAd), +
Fos 3725.8771 2 2060893 0195  (Man)(GlcNAC),  1Cys_CAM 1663782 89102 HYTNSSQDVIVPCR 3725.683
m
(Hex), (HexNAQ), 52-102 SVTCHVKHYTNSSQDVIVPC R
Fos 3737332 3 1258155 2433 +(Manh(GleNA, 2xCys_CAM 275737 (1 missed cleavage) 3734.899
(Hex) (HexNAQ),
(Deoxyhexose), n
(Neuhd), +
Foo 373322 3 2060893 2376 (Manj(GlcNAc), 1XCys_PAM 1677809 89-102 HYTNSSQDVIVPCR 3739.709 H
(HexNAC), + 1 g
Fos 38721585 4 1502402 1057 (Man)y(GlcNAc), 1xCys_CAM, 1xMSO 2367.692 MAGKPTHINVSVVMAEADGT CY 3871.102 amwy A ~ )
(Hex) (HexNAC),
(Deoxyhexose),
(Newnc), + am b *
roo 3872.1585 4 2264088 0333 (Man)(GlcNAC), Nomodification 160673 89102 HYTNSSQDVIVPCR 3871826 g v N
d \
(Hex), (HexNAG),
(Deoxyhexose), + 82-102 SVICHVKHYT NSSQDVIVRC m > &
Foo 3930.1044 5 156644 1024 (Man)(GIcNAC), Nomodification 2361633 R(1 missed cleavage) 3929.08 o
(Hex); (HexNAC); &
eoxyhexose] 1500 89
(Deoxyhexose), [
e § 83
Foo 3930.1044 S 2260088 1227 (Man)(GlcNAd), 1xCys_CAM 1663782 89102 HYTNSSQDVIVCR 3928878 ‘ i
1 ] L, o
(Hex); (HexNAC), 82-102 SVICHVKHYTNSSQDVIVPC R 22 o 2 %
roo 39405043 6 146135 245 +(Man)(GIcNA, 2xCys CAM 2475737 (1 missed cleavage) 3938094 2 N TR R A © )
o | B R fes Fggidd N
(Hexls (HexAcl, s | BB }‘?l LS I |
(Deoxyhexosel; aml f | ERz 2= "J i U«L{» ARG ge 2
(Neuc L L i L
oo 3940.5443 6 2264088 2359 (Man)y(GlcNAc), 1¥Cys_PAM 1677809 89102 HYTNSSQDVIVPCR 3042.908 Lol Pt w
(Hexl, + 82-102 SVTCHVKHYTNSSQDVIVPC R
= ) e W B E) ES e
Fo9 40203955 7 1541387 2264 (Man),(GIcNAC),  2xCys_CAM 2475737 (1 missed cleavage) 4018.131 n
(Hex); (HexNAc), L
(Deoxyhexose),
(Neuhc), + 319300
foo 40203955 7 1695556 2807 (Man)(GIcNAC), 2xMSO 232666 MAGKPTHINVSVVMAEADGT CY 4023203 :
(HexNAC),
(Deoxyhexose), + 89-113 HYTNSSQDVTVPCRVPPPPP
F10 40335618 8 1242155 223 (Manh(GIcNAC), 1xCys_CAM 2788.169 CCHPR (1 missed cleavage) 4031332
E
(Hex), (HexNAC), 319340
F10 40335618 8 1664505 0317 +(Man)(GicNA, IxCys CAM,1xMSO 2367692 MAGKPTHINVSVVMAEADGT CY 033,244 MCG fraction F10, FASA
(HexNAc); matrix
(Deoxyhexose), + 319340
F10 4033.5618 8 1648545 0317 (Man)(GIcNAc),  1xCys_CAM, 2xMSO 2383.692 MAGKPTHINVSVVMAEADGT CY. 4033.244
(Hex), (HexNAC),
(Deoxyhexose), am
(Neund), + g
F0 a033.5618 8 2352151 2594 (Man)(GIcNAC),  1xCys_PAM 1677809 89102 HYTNSSQDVIVPCR 4030967 3
(HexNAC), §
(Deoxyhexose), + 315-340 TIDRMAGKPTHINVSVVMAE
ros 4081.2090 91202155 0813 (Man)(GlcNAC),  1xCys_CAM 2637233 ADGTCY (1 missed cleavage) 4080396
(Hex) (HexNAQ),
(Deoxyhexose), .
(NeuAc), + 1
F09 4081.2090 9 1695556 0954  (Man)y(GIcNAC), 1xCys_CAM, 2xMSO 2383.692 MAGKPTHINVSVVMAEADGT CY 4080.255
(Hex); (HexNAC),
(Deoxyhexose), + 52-102 SVTCHVKHYTNSSQDVIVPC R
F10 092,309 10 1728582 1087 (Manh(GlcNAC), Nomodification 2361633 (1missedcleavage) a091.222
(Hex), (HexNAQ),
(Deoxyhexose), -
(Neuh), + 1
F10 4092.3096 10 1695.556 1971 (Man)y(GIcNAC),  1xCys_PAM, 2xMSO 2397.718 MAGKPTHINVSVVMAEADGT CY 4094.281
(Hex); (HexNAc); 319340
Fos 41967181 11 1826687 1332 +(Manh(GlcNAC) IxCys CAM, 1xMSO 2367692 MAGKPTHINVSVVMAEADGT CY 4195387
(Hex), (HexNAC),
(Deoxyhexose), + 319340
Foo 4196.7181 11 1810688 1331 (Man)(GIcNAC)  1xCys_CAM, 2xMSO 2383.692 MAGKPTHINVSVVMAEADGT CY 4105387 -
(Hex), (HexNAC), 9 "
(Deoryhexose), g~
(NeuAd), + 319:340 i N
roo 41967181 11 1898751 2319 (Mam)(GleNAd, Nomodification 2004661 MAGKPTHINVSVVMAEADGT CY 4194399 §
(Hex); (HexNAc),
(Deoxyhexose), + 315-340 TIDRMAGKPTHINVSVVMA
F10 4405.9619 12 1769635 -138¢ (Man)(GlcNAC),  1xCys_CAM 2837.233  ADGTCY (1 missed cleavage) 4607.875 L
(HexNAC),
(Deoxyhexose); + 89-113 HYTNSSQDVIVPCRVPPPPP £
F10 4405.9619 12 1648545 2386 (Man)(GIcNAC), 3xCys_CAM 2959.325 CCHPR (1 missed cleavage) 4608.877 s © ,&
(Hex), (HexNAC), S
b
(Deoxyhexose), N MR E-
(Neuad), + 82102 SVTCHVKHYTNSSQDVIVAC R 5 (3 il
10 aa0s 5619 12 188751 2413 (Man(GIcNA], DXCysPAM 250379 (1 missed cleavage) a3 509 it 3 535 g2 RMEG o
2 qong o Ri% 5 5 N
L A ] 2 3
i HE LT i v
LI : .
(Hex), (HexNAc), ) M,.J i ‘}\A
(Deoxyhexcsel, » " gl
ros 44609483 13209392 67 (Man(GIcNAC), ICys.CAM,IMSO  2367.692  MAGKPTHINVSVVMAEADGT CY 4462619
(Hex), (HexNAC), 315340
(Deoxyhexose)1 + "TIDRMAGKPTHINVSVVMAE ADGTCY m m 51 m
Fos 4460.9483 13 2134972 -167  (Man(GIcNAC),  1xCys_CAM, 1xMSO 2853233 (1 missed cleavage) 4461733 B i) i -
(Hex) (HexNAC),
(Deoxyhexose),
(Neuhd), + 319340
Fos 44609483 13 2060893 1329 (Man)(GIcNAC), 1IxCysPAM,2XMSO 2397718 MAGKPTHINVSVVMAEADGT CY 4259619
(Hex), (HexNAC), 315340 TIDRMAGKPTHINVSVVVAE
3 4479.0187 14 1623492 1287  +(Man),(GIcNAC), 1xCys_CAM, 1xMSO 2853233 ADGTCY (1 missed cleavage) 4477732
(Hex) (HexNAG),
(Deoxyhexose), + 315-340 TIDRMAGKPTHINVSVVMAE
Foo 4479.0187 14 1607493 1286 (Man)y(GIcNAC),  1xCys_CAM, 2xMSO 2869.232  ADGTCY (1 missed cleavage) 4477.733
(Hex (HexNAC),
(Deoxyhexose),
(NeuAc), + 82-102 SVTCHVKHYTNSSQDVTVPC R
Foo 4479.0187 14 2060893 1565 (Man),(GIcNAc), Nomodification 2418685 (1 missed cleavage) 4480.585
103-140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
F10 4497.9852 15 406.39 1771 (HexNAc), No modification 4088.817 cleavage) 4496.214
(Hex); (HexNAC),
(Deoxyhexose),
(Ne 1¢
F10 4497.9852 15 2101995 2686 (Man)(GIcNA), DCysPAM,DMSO 2397718 MAGKPTHINVSVVMAEADGTCY 4500672
(Hexl (HexNAC), 1
Fos 45217347 16 2150.972 2063 +(Man)y(GIcNAG), 1xCys_CAM, 1xMSO 2367692 MAGKPTHINVSVVMAEADGT CY 4519.672
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Fos

3

Fos

Fo9

Fo9

Fos

Fo9

F10

F10

F10

F10

F10

Fo9

Fo9

3

Fo9

Fos

3

3

Fo9

3

3

Fo9

Fos

Fo9

Fos

Fo9

Fos

Fo9

3

Fos

Fo9

3

Fos

o9

45217347

45217347

45392180

45392184

45392180

45548351

45548351

4554.8351

45902897

45902897

4590.2897

45902897

4606.4908

4606.4908

4606.4908

46619639

46619639

48789184

48789184

48912896

4891289

48912896

4909.0061

4909.0061

4909.0061

49252950

49252950

49252950

5068.1014

5068.1014

5068.1014

5842.8787

5842.8787

5842.8787

5874.4301

5874.4301

5874.4301

5989.0456

5989.0456

R

S

®

6

2134972

2101946

1728582

1687.53

2060.893

2134972

1648.505

1695.556

1744.582

1687.53

1623.492

2264088

1769.635

1648.545

1695.556

1703.529

1695.556

197283

1898.751

1988.829

1931777

2101946

1947.777

2052.867

2555346

2555.294

2068.867

2555346

2701437

21501

2101.946

2879579

1582.439

1695.556

21501

1728582

2101.946

3512.149

1096.012

2064

§

255

2551

1581

0171

2,004

0975

13

1445

1384

2386

2549

1897

0971

229

0703

0819

0819

0.167

0897

1899

0.9

1301

2188

121

2034

1148

0718

2137

05t

i

1237

1027

0197

0153

0529

(Hex); (HexNAG);
(Deoxyhexosel, +
(Man),(GIcNAG),

(Hex), (HexNAc),

(Deoxyhexosel;
A+

(Man)(GIeNAQ),

(Hex); (HexNAC),
(Deoxyhexose), +
(Man),(GlcNAC),

exla
(Deoxyhexose); +
(Man)s(GlcNAC),

(Hex); (HexNAc),
(Deoxyhexose);
(Neuad), +
(Man)s(GlcNAC),

(Hex); (HexNAC),
(Deoxyhexose), +
(Man),(GlcNAC),

(HexNAC);
(Deoxyhexose), +
(Man),(GlcNAC),

(Hex), (HexNAC),
(Deoxyhexose),
(Neunc), +
(Man)s(GleNAC),

(Hex),(HexNAC), +
(Man)y(GleNAc),

(Hex),
(Deoryhexose), +
(Man)s(GleNAc),

(Hex); (HexNAc),
+(Man);(GleNAc),

(Hex); (HexNAC);
(Deoxyhexose);
(NeuAc), +
(Man)y(GlcNAC),

(Hex); (HexNAc),
(Deoxyhexose); +
(Man)y(GlcAC),

(HexNAG),
(Deoxyhexose), +
(Man)s(GleNAc),

(Hex), (HexNAC),
(Deoxyhexose),
(Neunc); +
(Man)s(GleNAC),

(Hex); +
(Man),(GlcNAC),

(Hex), (HexNAc);
(Deoxyhexose);
(NeuAc), +
(Man)s(GlcNAc),

(Hex), (HexNAC),
(Deoxyhexose), +
(Man)s(GlcAC),

(Hex), (HexNAc),
(Deoxyhexose);

L
(Man);(GlcNAC),

(Hex), (HexNAC),
+ (Man),(GlcNAC),

(Hex); (HexNAG),
(Deoxyhexose); +
(Man)s(GleNAd),

(Hex), (HexNAc),
(Deoxyhexosel;
(NeuAc), +
(Man)(GIeNAQ),

(Hex), (HexNAG),
+ (Man(GleNAC),

(Hex); (HexNAC),
(Deoxyhexose); +
(Man);(GleNAC),

(Hex) (HexNAC),
(Deoryhexosel,

L
(Man)s(GleNAC),

(Hex)s (HexNAC),
+(Man),(GlcNAC),

(Hex) (HexNAG),
+(Man)(GleNAc),

(Hex); (HexNAC);
(Deoxyhexose);
(NeuAc), +
(Man)s(GlcNAC),

(Hex), (HexNAC),
(Deoxyhexose), +
(Man);(GleNAc),

(Hex), (HexNAC),
(Deoxyhexose), +
(Man),(GlcNAC),

(Hex); (HexNAC);
(Deoxyhexose);
(Neuad), +
(Man)s(GlcNAC),

(Hex)y, (HexNAC),
+ (Man),(GlcNAC),

(Hex)s (HexNAC),
+(Man),(GleNAC),

(Hex) (HexNAG),
(Deoxyhexcse),
(Neuhd), +
(Man),(GlcNAc),

(Hex), (HexNAC),
(Deoxyhexose), +
(Man),(GleNAC),

(Hex)s (HexNAc),
(Deoxyhexose); +
(Man)s(GlcNAC),

(Hex); (HexNAC);
(Deoxyhexose);
(Neuad), +
(Man)s(GlcNAC),

(Hex)yq (HexNAC),
(Deoxyhexose), +
(Man)(GIcNAC),

(HexNAQ) +
(Man)s(GlcAC),

1xCys_CAM, 24M50

Nomodification

2M50

1xCys_CAM, 1xMSO

2Cys_CAM

1xCys_CAM

No modification

1xCys_PAM

1xCys_CAM

24ys_CAM

1xCys_CAM

2M50

1xCys_CAM

3Cys_CAM

Nomodification

3Cys_CAM

No modification

1xCys_PAM

2Cys_CAM

3Cys_CAM

Nomodification

3Cys_CAM

1xCys_CAM, 1xMSO

1xCys_CAM

1xCys_CAM, 1xMSO

1xCys_CAM, 14MSO

1XCys_CAM, 1xMSO

1xCys_CAM, 1XMSO

1XCys_CAM, 1xMSO

1xCys_CAM

1ACys_CAM

3Cys_CAM

1xCys_CAM

2Cys_CAM

1xCys_CAM

axCys_CAM

2Cys_CAM

axcys_CAM

2383692

2418685

281218

2853.233

2475.737

2418685

2907.378

2859248

2845221

2902273

2964.43

2326564

2837.233

2959.325

2907.378

2959325

2964.43

2907.378

2978.457

2902273

2959.325

2788169

2959325

2853.233

2351693

2367.692

2853233

2367.692

2367.692

2853233

2964.43

2964.43

4259973

4145869

3657.176

4145.869

377128

2475737

4891.498

1
MAGKPTHINVSVVMAEADGT CY

82-102 SVTCHVKHYTNSSQDVTVPC R
(1 missed cleavage)

315-340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage)

315-340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage]

82:102 SVICHVKHYTNSSQDVTVPC R
(1 missed cleavage)

82:102 SVICHVKHYTNSSQDVIVPC R
(1 missed cleavage)

114-140 LSLHRPALEDLLLGSEANLT
CTLTGR

89-113 HYTNSSQDVIVPCRVPPPPP
CCHPR (1 missed cleavage)

89-113 HYTNSSQDVTVPCRVPPPPP.
CCHPR (1 missed cleavage)

89-113 HYTNSSQDVIVPCRVPPPPP
CCHPR (1 missed cleavage)

114-140 1LSLHRPALEDLLLGSEANLT
CTLTGLR

319-300
MAGKPTHINVSVVMAEADGT CY

315-340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage]

89-113 HYTNSSQDVIVPCRVPPPPP
CCHPR (1 missed cleavage)

114-140 LSLHRPALEDLLLGSEANLT
CTLTGLR

89-113 HYTNSSQDVTVPCRVPPPPP.
CCHPR (1 missed cleavage)

114-140 LSLHRPALEDLLLGSEANLT
CTUTGLR

114-140 LSLHRPALEDLLLGSEANLT
CTUTGLR

114-140 LSLHRPALEDLLLGSEANLT
CTLTGLR

89-113 HYTNSSQDVTVPCRVPPPPP.
CCHPR (1 missed cleavage)

89-113 HYTNSSQDVIVPCRVPPPPP
CCHPR (1 missed cleavage)

89-113 HYTNSSQDVIVPCRVPPPPP
CCHPR (1 missed cleavage)

89113 HYTNSSQDVTVPCRVPPPPP.
CCHPR (1 missed cleavage)

315340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage)

319-300
MAGKPTHINVSVVMAEADGT €Y

319-340
MAGKPTHINVSVVMAEADGT CY

315-340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage]

319-340
MAGKPTHINVSVVMAEADGT CY

1
MAGKPTHINVSVVMAEADGT CY

315-340 TIDRMAGKPTHINVSVVMAE
ADGTCY (1 missed cleavage)

114-140 LSLHRPALEDLLLGSEANLT
CTUTGLR

114-140 LSLHRPALEDLLLGSEANLT
CILTGIR

103-140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

103-140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

82-113 SVTCHVKHYTNSSQDVTVPC
RVPPPPPCCHPR (2 missed cleavage)

103-140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

82:113 SVICHVKHYTNSSQDVTVPC
RVPPPPPCCHPR (2 missed cleavage)

82:102 SVICHVKHYTNSSQDVIVPC R
(1 missed cleavage)

165-208 DLCGCYSVSSVLPGCAQPWN
HGETFTCTAAHPELKTPLTA NITK (1
missed cleavage)

4519671

4521638

as41.77

454177

4537637

4554.664

455693

4555.811

4590811

4590811

4588.929

4591.735

4607.875

4608.877

4603.941

4663.862

4660.993

4881215

4878215

489211

489211

4891123

4908.11

4907.107

4908.046

4923994

4923107

4924.006

5070.137

5069.25

5067.383

5845.016

5843.419

5842432

5873.193

5875.458

5874.233

5988.893

5988.517




Fo9

3

3

Fos

Fos

5989.0456

5989.0456

6021.4984

6021.4984

6021.4984

6021.4984

6021.4984

8

8

8

8

g

1728.582

1898.751

1290.207

1242155

1262155

1873.697

2264.088

0516

04

0942

0942

0.009

0925

§

(Hex); (HexNAC),
(Deoxyhexose), +
(Man),(GlcNAC),

(Hex), (HexNAC),
(Deoryhexosel,
(Newhq), +
(Man)s(GleNAc),

(HexNAd), +
(Man)s(GleNAC),

(HexNAG)
(Deoxyhexosel, +
(Man)y(GleNAC),

(HexNAC),
(Deoxyhexosel, +
(Man)y(GleNAc),

(Hex); (HexNAC),
(Neund), +
(Man),(GIcNAG),

(Hex); (HexNAC);
(Deoxyhexose);
(NeuAc), +
(Man)y(GlcAd),

3Cys_CAM

Nomodification

1xCys_CAM

2Cys_CAM

1xCys_CAM

1ACys_CAM

3Cys_PAM

4259973

4088817

4720382

4777398

a778.327

4145.869

3756.308

103140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

103140 VPPPPPCCHPRLSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

165-208 DLCGCYSVSSVLPGCAQPWN
HGETFTCTAAHPELKTPLTA NITK (1
missed cleavage)

165-208 DLCGCYSVSSVLPGCAQPWN
HGETFTCTAAHPELKTPLTA NITK (1
missed cleavage)

8-51VFPLSLDSTPADGNVVVACL
VQGFFPQEPLSVTWSESGAN VTAR

103-140 VPPPPPCCHPRUSLHRPALE
DLLLGSEANLTCTLTGLR (1 missed
cleavage)

82-113 SVTCHVKHYTNSSQDVTVPC
RVPPPPPCCHPR (2 missed cleavage)

5989.562

5988.575

6020556

6020556

602149

6020573

6021.404



MIlanR
Typewritten Text


Supplementary Table 1c. plgA1(F2) glycan structure

plgA2(F2)

red m/z values:

Cys_CAM = carbamidomethylation
of cysteine; Cys_PAM = acrylamide
adductof cysteine; MSO = oxidized
methionine; TPO = oxidized
tryptophan

==

Wicrogradient Glycoform | Mass | Deduced glycoform tide Theoretical
i /¢ _|peaknumber| mass | (palton) | _(in GlycoMod) modification _| Peptide mass lycopeptide mass 1 EEwE
(Hex)s : T
ros s045.8278 11379244 1788 (Manh(GlNA),  HM 1xcys_cam 1663782 59102 HYTNSSQDVIVPCR 3044034 MCG fraction F "
(Hex)s (HexNAG) raction FO8, FASA matrix
i
Fos 3156.5874 2 1509413 0562 (Man(GleNAd,  H/C Nomodification 160673 89-102 HYTNSSQDVIVPCR 3157151 o
(Hex) (HexNAC), +
ros 3408.9457 3 18458 0425 (Man(GlNad,  H/C 1xCys_cAM 1663782 89102 HYTNSSQDVIVPCR 3409372
(Hex) (HexNAQ), 1xCys_CAM, 319340
ros 3408.9457 3 1089 128  (Deoxyhexosel, 2367692 MAGKPTHINVSVVMAEADGT CY 3410766 e
(Hex) (HexNAQ),
(Neuhc), + a0
Fos 35222112 4 191475 0275 (Man(GleNAd,  H/C Nomodification 160673 89-102 HYTNSSQDVIVPCR 3522488
(Hex) (HexNAC), o
(Deoxyhexose), +
ros 3637.5640 5 197283 0054 (Manh(GlNAd,  H/C IxCys_CAM 1663782 83102 HYTNSSQDVTVPCR 3637.62 -
(Hex), (HexNAQ), + 1xCys_CAM, 319340
Fos 3643.2661 6 1258155 0412 (Man(GleNAd,  H/C 20050 2383692 MAGKPTHINVSVVMAEADGT CY 3642850
(Hex);
(Deoxyhexose), + 82102 SVTCHVKHYTNSSQDVIVPC R a0
ros 37207400 7 133265 1164  (Manh(GlcNAD,  HM Nomodification 2361633 (1 missed cleavage) 3725885 |
(Hex), (HexNAc, a0 ©
(Deoxyhexose), N
(Neuhd) + o 28
Fos 3724.7400 7 2060893 0941 (Man),(GIcNAC), H/C 1xCys_CAM 1663.782  89-102 HYTNSSQDVTVPCR 3725.683 I L "
O
(Hex), (HexNAQ), + 82102 SVTCHVKHYTNSSQDVIVPC R FIRT
Fog 3736.4395 8 1258155 154  (Man)(GlcNAG), HiC 2xCys_CAM 2475737 (1 missed cleavage) 3734.899 | ‘q‘“ 8 388 .
(Hex), (HexNAG), " M[V‘« Wl ML‘ o8 L] &
(Deaxyhexosel, + 319340 gl (VRO o 3
ros 3756.3751 9 100828 0622 (Manh(GlNAd,  H/C 1xcys_cAm 2351693 MAGKPTHINVSVVMAEADGT CY 3756998 Fo o o o o o o £
(Hex), (HexNAQ),
(Deoxyhexose), + 319340
Fos 37563751 9 1404298 0620 (Manh(GlNad,  H/C 1xCys_CAM 2351693 MAGKPTHINVSVVMAEADGT CY 3756998 ) I T T 5
(Hex); (HexNAc), + '82-102 SVTCHVKHYTNSSQDVTVPC R 500
Fos 3837.8773 10 1420297 2111 (Man)(GIcNAc),  H/C 1Cys_cam 2418685 (1 missed cleavage) 3839.989 MCG fraction F09, FASA matrix
(HexNAQ), +
Fos 38575468 101502402 2445 (Man(GlNAd,  H/C 1xCys_CAM 2351693 MAGKPTHINVSVVMAEADGT CY 3855.102
(Hex)(HexNAC), -
(Deoxyhexose), +
Fos 39189332 12 156644 0206  (Man);(GIcNAC), IxCys_CAM 2351693 MAGKPTHINVSVVMAEADGT CY 391914 E
(Hex), (HexNAG); i
(NeuAc) + Beys cam, 319300 - &
Fos 39189332 12 1500413 0821 (Man)(GlcNac), poves 2367.692 MAGKPTHINVSVVMAEADGT CY 918113 N
N N
(Hex), (HexNAC), + 82-102 SVTCHVKHYTNSSQDVTVPC R 9 &
Fos 39399132 13 146135 1819 (Man)(GlcNAc), 2cys_cam 275,737 (1missed cleavage) 3938.094 . H
(HexNAQ), @
(Deoxyhexose), + ol T N
Fo9 40013220 14 1648545 0077  (Man);(GleNAC), 1Cys_CAM 2351693 MAGKPTHINVSVVMAEADGT CY 4001245 Elas 3
LIRS
(Hex), + 82102 SVTCHVKHYTNSSQDVIVRC R ELY N &
oo s019.8571 15 141387 1726 (Manh(GleNAd), 2cys_cam 2475737 (1 missed cleavage) 2018131 N EY H 5 7
3
(Hex), (HexNAC), + 52102 SVTCHVKHYTNSSQDVIVPC R
oo 042,220 16 1623492 0959 (Man)(GlcNAC), 1xCys_CAM 2418685 (1 missed cleavage) 4043184
(HexNAC), + 114-140 LSLHRPALEDLLLGSEANLT H o | S >
™ aws21522 17 10012 0703 (Man)(GlenAq, 10y cam 296443 CILTGLR 5449 2 12y o ®
H H
(HexNAc), ‘ - 4 1 . W 2
(Deoxyhexosel, + 89-113 HYTNSSQDVIVPCRVPPPPP g H i R
Fos 4088.2808 18 1242155 0102 (Man);(GlcNA), 1xCys_CAM 2845221 CCHPR (1 missed cleavage) 4088384 Wl H T | L H .
8 W 7y 3
Pl 1 | Wy I\J Tl f
Hext (XAl 21102 SVICHVHYTNSSQDVIVPC R R LTI PP 7 W1 LN D
Fos 41429725 19 1664545 1683 (Man)(GlcNAc), 2cys_cAM 275737 (1 missed cleavage) 4141289 = — & ~J
(HexNAC), + 114140 LSLHRPALEDLLLGSEANLT -
ros 4265.5942 20 1299207 095 (Man),(Glenaq, 1xcys_cAM 296443 CILTGLR 4264684
(Hex), (HexNAC), + Ixcys_cam, 315340 TIDRMAGKPTHINVSVVMAE
ros 3150727 21 146135 0417 (Man)(GlcNAd), 1Ms0 2853233 ADGTCY (1 missed cleavage) 431559
(HexNAQ) + 89113 HYTNSSQDVIVPCRVPPPPP
oo 347,099 22 1502402 153 (Manh(GlcNAc), 1xcys_cam 2845.221  CCHPR (1 missed cleavage) 430863
(HexNAc),
(Deoxyhexose), + 89-113 HYTNSSQDVIVPCRVPPPPP
Fos 4347.0990 2 14535 153 (Manh(GlcNad), 2cys_cam 2902273 CCHPR (1 missed cleavage] 43863
(Hex), (HexNAC),
(Nehd), + 315340 TIDRMAGKPTHINVSVVMAE
oo 347,099 20 1500413 0498 (Man)(GIcNAG), 1xMs0 2796181 ADGTCY (1 missed cleavage) 436,601
(Hex);(HexNAc), + £9-113 HYTNSSQDVIVPCRVPPPPP.
ros 4428.2286 23 1582439 0438 (Man)(GleNAq), 1xCys_CAM 2845221 CCHPR (1 missed cleavage) 428,668
(Hex)s
(Deoxyhexose), + 89-113 HYTNSSQDVIVPCRVPPPPP
ros a428.2285 23 1525387 0438 (Man)(GlcNAc), 2xcys_cAM 2902273 CCHPR (1 missed cleavage) 428,668
(Hex), (HexnAC), + 114140 LSLHRPALEDLLLGSEANLT
oo 4282286 23 146135 1441 (Man)(GIcNAC), 1xcys_cam 296443 CILTGLR 4426787
(Hex) (HexNAQ),
(Deoxyhexose),
(Neuhc) + 319340
Fos 4429.2686 24 2060893 1363 (Man(GlcNac), 1Cys_CAM, IxMISC 2367692 MAGKPTHINVSWMAEADGT CY 429,593
(Hex) (HexNAG), + £9-113 HYTNSSQDVIVPCRVPPPPP.
Fos 4467.9662 25 1623492 (Man),(GleNAc), Ixcys_CAM 2845.221  CCHPR (1 missed cleavage) 4469.72
(Hex)(HexNAC),
(Deoxyhexose), + 89-113 HYTNSSQDVIVPCRVPPPPP
ros 4467.9662 25 16644 1753 (Man3(GlcNAC), 2xcys_cam 2902273 CCHPR (1 missed cleavage) aag0.721
(HexNAQ), + 114140 LSLHRPALEDLLLGSEANLT
Fog 4467.9662 25 1502402 0127  (Man)y(GIcNAC), 1xCys_CAM 296443 CILTGLR 4467.839
(Hex)(HexNAc), + 89113 HYTNSSQDVIVPCRVPPPPP
ros 4589.5568 2 1744582 1253 (Manh(GlcNAd), 1xcys_cam 2845221 CCHPR (1 missed cleavage) 4500811
(Hex)e
(Deoxyhexose), + 89113 HYTNSSQDVIVPCRVPPPPP.
ros 4589.5568 2% 168753 (Man)(GleNAc); 2cys_cam 2902273 CCHPR (1 missed cleavage) 4590811
(Hex) (HexNAC), + 114-140 1LSLHRPALEDLLLGSEANLT
ros 4589.5568 26 1623492 0627  (Man)(GlcNAG), 1xCys_CAM 296443 CILTGLR 4588929
(Hex)s
(Deoxyhexose); + £9-113 HYTNSSQDVIVPCRVPPPPP.
Fos 4751.9365 27 1849672 1015 (Man)(GlcNac), 2cys_cAM 2902273 CCHPR (1 missed cleavage) 4752953
(Hex)s (HexNAC), + 114-140 LSLHRPALEDLLLGSEANLT
Fos 47519365 27 178563 0865  (Man)(GlcNAc), 1y CAM 296043 CTUTGIR a7s10m1
(Hex), (HexNAC),
(Deoxyhexose),
(Neund), + IxCys_CAM, 315340 TIDRMAGKPTHINVSVVMAE
Fos 4751.9365 27 1898751 1054 (Mank(GIcNAC), 2853233 ADGTCY (1 missed cleavage) 4752.991
(Hex) (HexNAQ),
(Deoxyhexosel; + £9-113 HYTNSSQDVIVPCRVPPPPP.
Fos 4819.0816 28 197283 0023 (Man(GlcNac), 1xCys_CAM 2845.221  CCHPR (1 missed cleavage) 819,059
(Hex) (HexNAc),
i 89113 HYTNSSQDVIVPCRVPPPPP
oo ss10.0816 28 191475 1051 (Manj(GlcNAd), 2eys_cam 2002273 CCHPR (1 missed cleavage) 818,031
(Hex) (HexNAQ), + 89113 HYTNSSQDVIVPCRVPPPPP
ros 4%06.3232 29 104777 1785 (Manh(GIeNAC), 3Cys_cAM 205932528  CCHPR (1 missed cleavage) 4308.109
(Hex) (HexNAC),
(Deoxyhexose),
(NeuAc), + 319:340
ros 4506.3232 29 2555346 1722 (Man)(GlcNAd), 1Cys_CAM) 2351693 MAGKPTHINVSVVMAEADGT CY 4508.046
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Supplementary Table 1d. plgA1(H) glycan structure

Cys_CAM = carbamidomethylation
of cysteine; Cys_PAM = acrylamide
adduct of cysteine; MSO = oxidized

plgA2(H) in GlycoMod methionine; TPO = oxidized
red my/z values: blue m/z
Wicrogradient Deduced
fraction Glycoform | AMass | glycoform (in Peptide. Theoretical
m/z mass | (Dalton) | _Glycomod) | medification Peptide mass glycopeptide mass
(Hex), (HexNAC);
L
Foo 29130772 1955803 1855 (Man),(GlcNAC), Nomodification 958,123 200208 TPLTANITK 2914933
(HexNAC) + 1
roo 3406.3543 1096012 1304 (Man)y(GlcNAC), 1MSO 231064 MAGKPTHINVSWIMAEADGT CY 340766
(Hex), (HexNAC),
(Deoxyhexose]; +
F0o 3473.9647 1810688 1512 (Man)y(GlcNAc), 13Cys_CAM 1663782 89102 HYTNSSQDVIVPCR 3475.478
(Hex), (HexNAC),  1xCys_CAM, 3t
Foo 3642619 1258155 0233+ (Man),(GlcNAC), 2xMSO 2383692 MAGKPTHINVSVMAEADGT CY 3642.854
(Hex), (HexNAC),
(Deoxyhexose), + 1
ros 3755.8362 1404298 1161 (Man)y(GlcNAc),  1xCys_CAM 2351693 MAGKPTHINVSWMAEADGT CY 375699
(Hex);
(Deoxyhexose), +
roo 3837.8649 2173957 0881 (Manh(GlcNAQ), 1xCys_CAM 1663782 89-102 HYTNSSQDVTVPCR 3838747
(Hex)y+ 3
F09 3837.8649 1541387 083 (Man)(GlcNAC), Nomodification 294641 MAGKPTHINVSVMAEADGT CY 3837035
114-140 LSLHRPALEDLLLGSEANLT
o9 3856.9177 892817 1336 (Hex); (HexNAC), 1XCys CAM 2964.43 CTLTGLR 3858254
(HexNAcl+  IuCys_CAM, 1
F0o 3886.1925 1502402 0.908 (Man)y(GlcNAC), 2xMSO 2383692 MAGKPTHINVSVMAEADGT CY 3887.101
(Hex), (HexNAC),
(Neuhc), + IxCys_CAM, 319340
Foo 3917.0678 1549.413 1044 (Man)y(GlcNAC), 1xMSO 2367692 MAGKPTHINVSWMAEADGT CY 3918113
(Hex), (HexNAG); 82-102 SVTCHVKHYTNSSQDVTVPC R
roo 3939.5487 146135 1455 +(Man)(GlcNAC), 2xCys_CAM 275737 (1 missed cleavage) 3938004
(Hex),+ 82102 SVTCHVKHYTNSSQDVTVPC R
o 3959.1353 1541387 1943 (Mank(GleNAC), 1XCys_CAM a1685  (1missed cleavage) 3961079
(Hex); (HexNAC), 319340
ros 3950.1353 1664545 1057+ (Man),(GleNAC), No modification 204641 MAGKPTHINVSVMAEADGT CY 3960193
(HexNAC);
(Deoxyhexose), + 3t
Foo 4000.2086 1648545 1036 (Manh(GlcNAC), 1XCys_CAM 2351693 MAGKPTHINVSVMAEADGT CY 4001245
(Hex), (HexNAC); 319340
F0o 20191179 1664545 1873 +(Man),(GleNAC), 1xCys_CAM 2351693 MAGKPTHINVSVMAEADGT CY 4017205
(Hex); (HexNAC), ~ 1xCys_PAM, 319340
roo 40489401 1664545 0303+ (Man),(GleNAc), XMSO 2383692 MAGKPTHINVSVMAEADGT CY 4049.244
(Hex); (HexNAC), 82-102 SVTCHVKHYTNSSQDVIVPC R
roo 40603581 1582439 1175 +(Man),(GIcNAd), 2xCys_CAM 275737 (Lmissed cleavage) 4059.183
(HexNAd), + 114-140 LSLHRPALEDLLLGSEANLT
oo 20603581 15 1096012 109 (Man)(GIcNAC),  1xCys_CAM 296043 CTLTGLR 4061.449
(HexNAC),
(Deoxyhexose), + 315340 TIDRMAGKPTHINVSVMAE
roo 4079.1308 16 1262155 1264 (Man)(GIcNAC),  1xCys CAM 2837233 ADGTCY (L missed cleavage) 408039
(Hex); (HexNAC), 82102 SVTCHVKHYTNSSQDVTVPC R
Foo 41013484 17 1623492 1112 +(Man),(GicNAd), 2xCys CAM 2475737 (1missed cleavage) 4100236
(Hex); + 1xCys_PAM, 315-340 TIDRMAGKPTHINVSVVMAE
oo 41013484 17 1217002 1918 (Man)(GlcNAC), 2xMSO 2780181 ADGTCY (1 missed cleavage) 3098201
(Hex), (HexNAC),
(Deoxyhexosel, + 82102 SVTCHVKHYTNSSQDVTVPC R
o9 41493882 18 1728582 1114 (Man)(GlcNAc),  1xCys_CAM) 2018685 (1 missed cleavage) 4148274
(HexNAC),
(Deoxyhexose), + 114140 LSLHRPALEDLLLGSEANLT
Foo 41493882 18 1262155 1151 (Man),(GlcNac), Nomodification 2007378 CIUTGR 415050
(Hex), (HexNAC), 89-113 HYTNSSQDVIVPCRVPPPPP
roo 41621652 19 1258155 073 +(Man)(GIeNAd), 2xCys CAM 2002273 CCHPR(1 missed cleavage) 4161436
(Hex); (HexNAC);
(Deoxyhexose);
(Neuhc), +
Foo a162.1652 2555346 0917 (Man),(GlcNAG), No modification 160673 89-102 HYTNSSQDVTVPCR 4163083
(Hex)y+ 3t
Foo 41925859 1865672 0732 (Man)(GIcNAG), 2xMSO 232664 MAGKPTHINVSVVMAEADGT CY 4193319
(Hex); (HexNAC),
(Deoxyhexose),
(Neuhc), + 1
roo 41925859 20 1898751 -1812 (Man);(GleNAc, Nomodification 204641 MAGKPTHINVSVMAEADGT CY 4194399
(Hex), (HexNAC), 114140 LSLHRPALEDLLLGSEANLT
Foo an7m 1258155 0.8 +(Man),(GleNAc), 1XCYs_CAM 296043 CTLTGLR 422359
(HexNAC) + 114-140 LSLHRPALEDLLLGSEANLT
Foo 42638312 2 1299207 0812 (Man)(GleNAG), 1XCys_CAM 2964.43 CTUTGLR 4260.604
(Hex), (HexNAC),
(Deoxyhexose); + 1xCys_CAM, '315-340 TIDRMAGKPTHINVSVWMAE
roo 4204.0697 23 2052867 0963 (Man)(GlcNAC), 2:MSO 2869232 ADGTCY (1 missed cleavage) 4923.107
(Hex), (HexNAC)
(Deoxyhexosel, + 1xCys_CAM, 315340 TIDRMAGKPTHINVSVVMAE
o 44369999 156644 032 (Man)(GlcNAC), 2xMSO 2869232 ADGTCY (1 missed cleavage) 143668
(HexNAG),
(Deoxyhexose); + 89-113 HYTNSSQDVTVPCRVPPPPP.
roo 4436.9999 1648545 0721 (Man)(GleNAc), Nomodification 2788169 CCHPR (1 missed cleavage) a437.722
(Hex), (HexNAC)
(Deoxyhexose), + 89-113 HYTNSSQDVIVPCRVPPPPP
Foo 4468.4474 25 156644 1272 (Man)(GIcNAC), 2xCys_CAM 2902273 CCHPR (1missed cleavage) 169721
(HexNACl+  IxCys_CAM, 3t
Foo 44975539 26 2111987 0868 (Man)(GlcNAC), 2:MSO 2383692 MAGKPTHINVSVMAEADGT CY 2496.685
82-113 SVTCHVKHYTNSSQDVTVPC
Foo 45500140 892817 0985 (Hex); (HexNAC), 2+Cys_CAM 3657176 RVPPPPPCCHPR (2 missed cleavage) ass1
(Hex), (HextAc), + 114-140 LSLHRPALEDLLLGSEANLT
Foo 47103057 1748582 0.286 (Manh(GlcNAC), 1XCys_CAM 2964.43 CTUTGLR 4710019
(Hex), (HexNAC),
(Neusc); + 315340 TIDRMAGKPTHINVSVVMAE
Foo 47103057 191475 1631 (Man),(GleNAG), 1xMSO 2796181 ADGTCY (1 missed cleavage) a711.938
(Hex, (HexNAc);
(Deoxyhexosel, + 82-102 SVTCHVKHYTNSSQDVIVRC R
Foo 47015804 29 237922 0275 (Mank(GleNAd), Nomodification 2361633 (1missed cleavage) 474186
(Hex), (HexNAC),
(Deoxyhexose),
(Neuic), + 82-102 SVTCHVKHYTNSSQDVTVPC R
roo 47215844 2264088 0752 (Man)s(GleNAch  2xCys_CAM 275737 (Lmissed cleavage) 4740832
(Hex), (HexNAC),
(Deoxyhexose), + 89-113 HYTNSSQDVIVPCRVPPPPP
oo 48190816 197283 0023 (Man),(GIeNAC),  1xCys_CAM 2845221 CCHPR(1 missed cleavage) 4819.059
(Hex), (HexNAC),
(Neuhc); + 89-113 HYTNSSQDVIVPCRVPPPPP
Foo 4819.0816 191675 1051 (Man),(GleNAC),  2¢Cys_CAM 2902273 CCHPR (1 missed cleavage) 818,031
(Hex)s (HexNAC) 332.353 LAGKPTHVNVSVVMAEVDGT
ros 49063232 2555294 2335 +(Man)(GIcNAC), 1xCys_CAM 2347.687 4903.988
(Hex), (HexNAC), 89-113 HYTNSSQDVIVPCRVPPPPP
Fos 49063232 1947777 1785 +(Man),(GleNAc), 3¢Cys_CAM 2059325 CCHPR (1 missed cleavage) 4908.109
(Hex), (HexNAC),
(Deoxyhexose),
o 1
ros 43063232 31 2555346 1722 (Man)(GlcNAC), 1xCys_CAM 2351693 MAGKPTHINVSVMAEADGT CY 4908.046
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Supplementary Table 2. Combinations of IgA variants used in incubation with cells
IPEC-1

First incubation Second incubation
SlgA-DyLight™488 -

dgSlgA-DyLight™680 -
plgA1(G)-DyLight™550 -
plgA2(F1)-DyLight™405 -
plgA2(F2)-DyLight™405 -
plgA2(H) DyLight™550 -

SlgA-DyLight™488 plgA1(G)-DyLight™550
SlgA-DyLight™488 plgA2(F1)-DyLight™405
SlgA-DyLight™488 olgA2(F2)-DyLight™405
SIgA-DyLight™488 olgA2(H) DyLight™550
plgA1(G)-DyLight™550 SlgA-DyLight™488
plgA2(F1)-DyLight™405 SIgA-DyLight™488
plgA2(F2)-DyLight™405 SlgA-DyLight™488

plgA2(H) DyLight™550 SIgA-DyLight™488




Supplementary Table 3. Sequences of primers used for Real-Time PCR

Target gene

Sequence (5' to 3')

Product size

(protein) (bp)
~pLa ACCCTGCATCATCTATAATGAGGAC pon
TGGGAAGGTTGTAGTTACTCTTGAG
- CAAACGGTTCCCAGTTTTTCATTTG 76
TTAGATTTGTCCACAGTCAGCAATG
GAGTGAACGGATTTGGCCGC
GAPDH ACCAGCATCACCCCATTTGA 254
Lin GAAGAAATCATCAAGCCCAGATCAG 260
AACAGTCGGGTTTCTGAGATTCTTA
L1 CATGGAGAAGCGATTTGTCTTCTAC sos
TGGGCATCGATTAGACAATAGTGAA
e CACTGGGCACATAACTTATGTTGTT ’a1
TCTGAAACAACAAGGATCTTCAAGC
s GACCCCACTGTGAAAATTCAGAAAT 50
CTTGTTGTTGTTACTGCTGTTGTTG
NFa ACAACAGCAACACTTAGAAATCAGG 51
GGAAGAAAGGGAAGCCTAAAAAGTC
AT AGGAACTACTGTGTGCAAGG 103
CTGAGCGAAGTCACGAAGAA
CLDN1 (claudin  GAAAGACTACGTGTGACACAGAATC 83
1) AGACCATGTCATTTTTAGCAATGGG
OCLN (ocoludin) TACAAGAGAAATTTTGACAGTGGCC 105
CTTACTTTTGTAATCCGCAGATCCC
ap GATATTCAGCTCTGGGAAAATGGTG -
TCAGACTTACCTACTGAACTGTTGG
HSPOO AAACATTGTTAAGAAGTGCCTGGAG -
GACGTACTCTGAGAGAGAAGTCATC
- GAAAGCGGCAACCAAATCTATGATA 85
TTGCTGTATTTCTGGTATAGCTCCA
- GGTTTGAGGTTTGGTTTGTAGC o3
CTCCCTTCTTGGGCTTTATTT
R CCTTCGGCTCCTTTCCACAT 263
GGGAAAAGACTCTGCGGTCA
GGCTTTGAAGAACCAGATCGC
TFRC(TR)  1GTCGGAGAGTATCTGGGCA 124
CCCTGCACCAAAATGGGAGA
FCAR (FCaR)  oTGGTTCGTGGTGTCTGTGA 164
ATCCTGACTCCCCTCTCCAC
FCAMR (FCO/MR) - 111cGACCTCCTGAGAGCTG 103
MBL1 (MBL) TGGGTTGCCAGGACTAAAGG 115



PIGR (plgR)
SIGLEC5

REG3G (REGlIly)

CTGAGCGAAGATAAGCCACTTT
AGTGTGGTCTGGGCATTAGC
ACACGGATTTCGGCTTCTGA
TGACACGGAAAGAAGGATCTGAA
CCAGCTTATCAGGGCAGGAG
CTAGCCTGTCCTGGATGCTG
GCTGGGGAATCTTCACCTTG

171

95

70




Supplementary Figure 1. N-glycan removal from SIgA reduces binding to IPEC-1 cells
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Cells were developed with plgA1(G), plgA2(H), plgA2(F1), plgA2(F2), SIgA, and
dgSIgA, labeled with distinct fluorophores and IPEC-1 populations stained with labeled
IgA were measured with Flow cytometry. Results are expressed as the number of

positive cell in shown gates.



Supplementary Figure 2. Competition of individual IgA and SIgA for binding to IPEC-1
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Fluorophores-label IgA preparations were incubated with IPEC-1 cells in depicted order
and subsequently bound IgA were measured by Flow cytometry. Results are expressed

as the number of positive cell in shown gates.



Supplementary Figure 3. Binding of IgAs and dgSIgA to IPEC-1 cells analysed by flow

cytometry
IPEC IPEC
IPEC IPEC + SIgA-DyLight 488 + dgSlgA-DyLight 680
IPEC + dgSIgA-Dylight 680 + SlgA-Dylight 488 + dgSIgA-Dylight 680 + SlgA-Dylight 488
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Fluorophores-label SIgA and dgSIgA preparations were incubated with IPEC-1 cells in
depicted order and subsequently bound dgSIgA and SIgA were measured by Flow

cytometry. Results are expressed as the number of positive cell in shown gates.
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