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» EQ504 is a potent and selective AhR modulator, a synthetic derivative of the endogenous AhR ligand ITE, designed to restore epithelial barrier function
and promote mucosal homeostasis. In this study, we evaluated the effects of EQ504 across complementary in vitro and in vivo models, including human

* EQS504 prevents CXCL11 and IL-8 production induced by TNF-alpha in a translational model of gut
epithelium (Repligut® System)

intestinal epithelial cells, human intestinal organoids, and DSS-induced colitis mice.
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Human intestinal organoids (Sigma) were seeded as 2D monolayers and maintained in organoid growth medium (OGM) for 4 days before switching to w Ny 330 R g s34 5833302 583332 58333°
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organoid differentiation media (ODM) for another 4 days to induce differentiation. After 8 days, confluency was determined by TEER, and wells with 2 9993 A EEE z 38892 z 089 <2 z 89 2

values over 1000Q) were selected for treatment. Organoids were exposed to AhR agonists in ODM Thour prior to the cytokine challenge. The polarized 20ng/mL TNFa 20ng/mL TNFa 20ng/mL TNFa 20ng/mL TNFa 20ng/mL TNFa
epithelium was then challenged with 20ng/ml TNFa. and 10ng/ml IFNY to induce barrier damage. FITC-dextran 1mg/ml is added at apical compartment
and reading performed at 4, 24, and 48hour by taking aliquots from basolateral chamber, diluting 1/10 with PBS in black-walled, clear-bottom 96-well
assay plate, and fluorescence read at 475nm/530nm. Genes expression assessed by SYBR Green qPCR after 48 hours of treatment.

Figure 6. RepliGut (A) TEER Analysis after 48 hours of TNFa 20ng/ml treatment, alone or in the presence of different concentration of EQ504
or Adalimumab 30ug/mg. (B-C) MSD analysis of IL-8 and CXCL11 release in Apical media after 48h. (D-E) Gene expression analysis of IL22RA1
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(B) Gene expression analysis
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Caco2 cells were plated on 12mm- 0.4mm Polycarbonate membrane inserts and the EVOM Apical for 48h. ***%5<0.0001

tested for Meso Scale Discovery (MSD), while the cells were  pigure 2. Timeline and treatment overview of RepliGut® system experiment.
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Vehicle. The cells were imaged at day 3 and collected at day 6 for gene expression analysis by Figure 3. TEER schematic showing Apical and
SYBR Green qPCR. Basolateral sides.

Figure 9. Scratch Assay (A-B) T84 monolayer
scratched and imaged over time. GNF-351 was added

for Thour, after the scratch, before adding EQ504.
Wound area quantification was analyzed using the Fiji

“Wound Healing size tool master” macro and

normalized on the initial wound area (Day O).
*0<0.01, *p<0.05 vs DO by Two-way ANOVA. (C-D).

* EQ504 engages the AhR pathway and protects against body weight loss in DSS-induced colitis
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* EQ504 protects intestinal barrier integrity in the DSS mouse model of colitis.
* EQ504 ameliorates pathology during DSS-induced colitis * EQ504 induces IL-10 and IL-22 gene expression more strongly than indirubin, supporting modulation of immune pathways
Mucosal Erosion associated with intestinal homeostasis and repair.
EQ504 1mg/kg . » EQ504 protects against cytokine-induced barrier disruption in both normal and UC patient-derived intestinal organoids. This
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* Together, these findings demonstrate that EQ504 engages AhR to promote intestinal barrier integrity through
complementary epithelial and immune-modulatory mechanisms.
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