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Figure S1. Lower CpG concentrations effectively supported immunomodulatory effects by GOS
DP3-5. IEC were apically exposed to 0.5% GOS DP3-5 (w/v) in combination with 0.1 or 0.5 uM CpG and
basolaterally to aCD3/CD28-activated PBMC. After 24 hours incubation, IFNy (A), IL-10 (B) and
galectin-9 (C) were measured in the basolateral supernatant. After IEC/PBMC co-culture, IEC were
washed and incubated in fresh medium for additional 24 hours after which IEC-derived galectin-9 (D)
was measured. Data represent mean + SEM of n = 6 independent PBMC donors (1 = 5 for IFNy) (* p <
0.05. **p < 0.01, **p <0.001).
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Figure S2. Cytokine secretion in IEC/PBMC co-culture model. IEC were apically exposed to GOS DP3-
5 or 3-3'GL (0.5% w/v) in combination with 0.1 uM CpG, and basolaterally to aCD3/CD28-activated
PBMC. After 24 hours incubation, TNFa (A) and IL-13 (B) were measured in the basolateral
compartment. The data shown are represented as mean + SEM of #n = 4 independent PBMC donors for
IL-13 and n = 6 for TNFa. Additionally, IL-13 and TNFa secretion was correlated using Pearson
correlation to IEC-derived galectins as shown in table (C) (* p < 0.05. ** p < 0.01, ** p <0.001). Negative
correlations are represented as (-) and (n.s.) represents non-significant correlations.
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Figure S3. Galectin mRNA expression. After IEC/PBMC co-culture, IEC were separated from the
PBMC fraction, washed and cultured in fresh medium for 24 hours after which IEC were collected and
the relative mRNA expression of galectin-3 (A), -4 (B) and -9 (C) was measured. Data represent mean +
SEM of n = 6 independent PBMC donors (** p <0.01, ** p < 0.001).



