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Appendix Figure S1. Gating strategy for IgA-bound microbiota by flow cytometry.  
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Appendix Figure S2.  

(A) ELISA assay of IgA1-Siglec-5 binding, at a rate of one receptor per 10 IgA. (B-D) ELISA assay of 

IgA1-Dectin-1 binding, at a rate of one receptor per 10 IgA compared to the percent reverse-tanscytosis 

on an inverted model of FAE from Caco2 and Raji cells co-culture of purified IgA with either weak or 

strong Dectin-1 binding in non-IBD patients (B), CD (C) or UC (D) patients. Data were analyzed using 

the Kruskall-Wallis test when possible, or the Mann-Whitney test. * : p-value < 0,05. Non-IBD : n= 6; 

CD : n= 8 ; UC : n=5. (E) Representative association and dissociation curves of IgA&-Dectin-1 

complexes for CD weak (black line) and strong binders (grey line) by biolayer interferometry. 
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Appendix Figure S3.   

Principal component analysis (PCA) plot of 100 glycan targets of purified IgA1 and IgA2 combined 

(A), IgA1 only (B) or IgA2 only (C) in non-IBD, CD and UC groups. (D) Plotted distributions of CD 

versus non-IBD IgA1 and IgA2 glycan targets after log2 data transformation using non-IBD datasets as 

controls. (E) Plotted distributions of UC versus non-IBD IgA1 and IgA2 glycan targets after log2 data 

transformation using non-IBD datasets as controls. For IgA1, Non-IBD : n= 4; CD : n= 4; UC : n= 4. 

For IgA2, Non-IBD : n= 6; CD : n= 6; UC : n= 6. Data were analyzed using the limma package in R 

and the dotted line indicates significance thresholds.   
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Appendix Figure S4.  

(A-C) Flow cytometry analysis of IgA-bound bacteria according to disease status at the time of 

collection; (A) Total IgA1+ IgA2- bacteria, (B) Total IgA1- IgA2+ bacteria, (C) Total IgA1+ IgA2+ 

bacteria. (D) Total single-IgA1-positive bacteria frequency. Data were analysed with a Kruskall-Wallis 
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multiple comparison test. *: p-value < 0,05. (E) Plotted data for correlation between disease duration 

and IgA+ IgA2- bacteria counts analyzed by Spearman’s correlation test in CD and UC (F) Phylum-level 

composition of fecal microbiota in non-IBD, CD and UC. (G) Family-level composition of IgA1-bound 

Proteobacteria in non-IBD, CD and UC. (H) Family-level composition of IgA1-bound Bacteroidetes 

in non-IBD, CD and UC. (I) Family-level composition of IgA2-bound Proteobacteria in non-IBD, CD 

and UC. (J) Family-level composition of IgA2-bound Bacteroidetes in non-IBD, CD and UC. 

 

  



 

 
 

Appendix Table S1. Clinical characteristics of subjects in the cohort.   

Patient from the non-IBD cohort were included following negative result after screening for possible 

IBD. Disease status was assessed according to endoscopic activity. Endoscopic remission for CD 

corresponds to an SES-CD score below 4. Endoscopic remission for UC corresponds to a Mayo score 

of 0 or 1. SD = standard deviation. 

  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Appendix Table S2.  

Correlation results for total total IgA, IgA1 and IgA2 concentration. 

Brackets indicate ‘concentration’. Age and disease duration are expressed in years. Percentages refer to 

percentage of bound bacteria by flow cytometry.  

 
 
 
 
 
 
 
 
 
 
 
 
 

Appendix Table S3. Correlation between percent IgA1 or IgA2 reverse transcytosis and Dectin-1 

binding 

 

 

 
  

Non-IBD CD UC Non-IBD CD UC Non-IBD CD UC

Age p=0.475 r = 0.006

p=0.081

p=0.562 p = 0.778 p = 0.386 p = 0.940 p = 0.475 p = 0.352 p = 0.823

Disease
duration

n/a
p=0.739 r = 0,598

p=0.073

n/a
p = 0.739 p = 0.551

n/a p = 0.372 p = 0.192

[IgM] p=0.103 r = -0.211

p=0.010

p=0.116 p = 0.175 r = 0,426

p = 0.089

r = 0,

p = 0.014

r = -0.714

p = 0.033

r = 0.818

p = 0.003

r = 0.718

p = 0.016

[IgG] p=0.333 p=0.253 p=0.053 p = 0.417 p = 0.253 p = 0.186 r = -0.999

p = 0.083

p = 0.389 r = 0.916

p = 0.0002

[SC] p=0.356 r = -0.074

p=0.001

r =0.967

p=0.0002

p = 0.497 r = 0.723

p = 0.001

r = 0,917

p = 0.001

r = -0.371

p = 0.058

r = 0.664

p = 0.031

r = 0.767

p = 0.021

% IgA1+ p=0.658 p=0.410 p=0.635 p=0.419 p = 0.540 p = 0.528 p = 0.595 p = 0.860 p = 0.881

% IgA2+ p=0.175 p=0.906 p=0.104 p=1.000 p = 0.839 p = 0.355 p = 0.302 p = 0.694 p = 0.237

% double + p=0.497 p=0.362 r = 0.713

p=0.005

p=0.658 p = 0.362 p = 0.228 p = 0.302 p = 0.138 p = 0.273

[IgA1] [IgA2] [Total IgA]



 
 
 
 
 
 
 

Appendix Table S4. Primary sequences of IgA1/IgA2 heavy chain peptides potentially N/O-

glycosylated.  

[M+H]+ Monoisotopic m/z are calculated with cysteine carbamidomethylation and free N/S/T amino 

acids. 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Appendix Table S5. IgA1 heavy chain N-glycopeptides identified in CD samples.  

N-linked glycans are localized on the residues N144 and N340. 
1
The glycan composition is provided by 

Byonic software. 
2
 Hypothetical glycan structures referenced using IgG glycans naming system. 

3
 N-

glycans are located on the IgA1 tryptic peptides [127-153] (LSLHRPALEDLLLGSEANLTCTLTGLR) 

and [332-353] (LAGKPTHVNVSVVMAEVDGTCY) respectively for N144 and N340. Experimental 

[M+H]
+
 ions are referenced in the Table; 2+, 3+ and 4+ precursor ions were observed in our spectra.  

4
 

Dm is measurement error. 
5
 RT is retention time. 

6
 Score is given by Byonic software. 

 
  
  



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Appendix Table S6 - IgA2 heavy chain N-glycopeptides identified in CD and UC samples. 

 (A) N-linked glycans localized on the N131 residues. (B) N-linked glycans localized on the N205 

residues. 1The glycan composition is provided by Byonic software. 2 Hypothetical glycan structures 

referenced using IgG glycans naming system. 3 N-glycans are located on the IgA2 tryptic peptides [119-

140] (PALEDLLLGSEANLTCTLTGLR) for Table A and [200-208] (TPLTANITK) for Table B. 

Experimental [M+H]+ ions are referenced in the Table; 2+, 3+ and 4+ precursor ions were observed in 

our spectra. 4 Dm is measurement error. 5 RT is retention time. MS acquisitions started before/after 

nanoLC preconcentration step respectively for UC/CD. 6 Score is given by Byonic software. 

  

A 

B 



 

 

Appendix Table S7. IgA1 heavy chain O-glycoforms identified in CD and UC samples.  

1The glycan composition is provided by Byonic. 2 N-glycans are located on the IgA1 peptide [89-126] 

HYTNPSQDVTVPCPVPSTPPTPSPSTPPTPSPSCCHPR. Experimental [M+H]+ ions are referenced 

in the Table; mainly 3+ and 4+ precursor ions were observed in our spectra. 3 Dm is measurement error. 

4 RT is retention time. MS acquisitions started before/after nanoLC preconcentration step respectively 

for UC/CD. 4 Score is given by Byonic software. # m/z range showing contamination by other multiply 

charges species covering the glycoforms signals.  



 

 

 

Appendix Table S8. Glycan motifs recognition by CD IgAs 

  



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

  

 

 

 

 

 

 

 

 

 

Appendix Table S9. Glycan motif recognition by UC IgA1. 



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Appendix Table S10. Glycan motif recognition by UC IgA2. 

  



  



 

 

Appendix Table S11. Glycan motifs in IgA1-targeted clusters  

 

  



  



 

 

 

Appendix Table S12. Glycan motifs in IgA2-targeted clusters 

  



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Appendix Table S13. Differentially recognised species in the IgA1
+
 fraction of the CD stool 

microbiota 

  

 
 

Appendix Table S14. FISH probe sequences (Eurogentec) 


