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Supplementary Figure S1 Phylogram based on A) full amino acid sequence of CDAs and B) based on NodB homology
domains generated using COBALT National center for biological information “. Branch length represents sequence

similarity.



A triethanolamin (50mM, pH7) B sodium bicarbonate (50mM, pH7)
100

40 |
30
20 4
10

100]

= =
= 90 | . 90

T 8. oy L
2 70 70

E 60|

8 50|

@

<]

pLOS identified [%]
2

|1

v ¥ %
0900 < Vg' boo O?? ¢5‘° & Qv- &0 o &QV' 00 Y‘} 0?' &
QQQQoQ @0 G‘AQ@Q¢Q°Q¢Q

o

Qv-
e" .P

Supplementary Figure S2 Relative amounts of different chito-oligosaccharides after performing enzymatic
deacetylation of the chitin tetramer (A4, [GIcNAc],,) using different CDAs [BcCDAS, NodB, CvCDA, VcCDA, PesCDA,
CnCDA2, PaCDA, CnCDA4, PgtCDA] for 98 h in A 50mM triethanolamine buffer pH 7 and B 50mM sodium
bicarbonate buffer, pH 7. Data summarized in this figure have been generated by semi-quantitative HILIC-ESI-MS
analysis.



1A Buffer peaks VcCDA & NodB
1.0+ « gL ¢ [ o¢
e 0.54 “ g
= =3
- <
I
w 0.0
5 B Buffer peaks NodB & VcCDA
£
1.0 « v
05 L 000G
0.0
T T T T l T T T T l T T T T I T T T T I T T T T l T T
1 3 5

Time [min]
® GlcNAc O GleN duci g
A GleNAc D GleN reducing en

Supplementary Figure S3 Base peak chromatogram of HILIC-ESI-MS analysis showing products after N-acetylation

of the chitosan tetramer (D4, [GIcN],4, open circles) by two bacterial CDAs (VcCDA, NodB) with either A) first VcCDA
and in a second N-acetylation step NodB or B) first NodB and then VcCDA.
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Supplementary Figure S4 Chromatographic purification up to analytical grade of different (pa)COS. Base peak
chromatograms of HILIC-ESI-MS analysis showing purified A1D3 with different patterns of acetylation. Either
produced by enzymatic deacetylation of the GIcNAc tetramer using VcCDA in combination with PgtCDA (ADDD),
NodB in combination with PgtCDA (DADD), NodB, VcCDA and PesCDA (DDDA) and enzymatic N-acetylation of
the GIcN tetramer using PesCDA and CnCDA4 as shown in Figure 7.



