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INTRODUCTION & PREMISE OF GENTI PLATFORM MURINE SURROGATE SYSTEM
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stable FOXP3 and a rapamycin-activated signaling complex that provides tunable IL-2 signal, effectively
divorcing FOXP3 expression from existing regulatory elements known to promote Treg instability under
inflammatory conditions (Honaker S, Science Translational Medicine, 2020, Cook P, Molecular Therapy, 2023).
Additional key elements obtained through manufacturing process, and expression of additional transgenes,

timelines prior to magnetic enrichment using LNGFR extracellular tag edited into the Foxp3 locus. (B) Day 7
enriched mEngTregs co-express high levels of Foxp3 and LNGFR. (C) Day 7 enriched mEngTregs express higher
levels of key effector, homing, and tissue Treg markers compared to spleen-derived T conventional cells.

 The production of a murine surrogate engineered T regulatory cell allows for the evaluation
of the GENTI platform in murine preclinical models.

* Intratracheal instillation of lipopolysaccharides (LPS) triggers acute lung injury (ALI) in mice,
recapitulating many of the symptoms experienced in human ARDS.

enable effective tissue homing and mediation of tissue Treg capabilities. Scalable manufacturing of an Intravenous administration
* Itis the purpose of the current work to assess the ability of murine engineered T regulatory allogeneic cell product from healthy donors would enable an off-the-shelf treatment for a broad range of to recipient mice
cells to ameliorate disease in a mouse model of LPS induced acute lung injury. acute inflammatory and ischemic diseases including Acute Respiratory Distress Syndrome (ARDS).
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GentiBio’s Engineered Treg platform overcomes scaling and stability limitations of Treg therapeutics by starting with more abundant T cell sources and enriching FOXP3+ edited cells with an engineered IL-2 signaling receptor. . zgg:sgfﬁtoc}g:;u[)cz Zi\gii:jzgnﬁzgseame Children’s Hospital pioneered the gene editing
* mEngTreg surrogate cells express key markers of pulmonary thymic Tregs including Foxp3, CD25, CCR4 and ST2. * The research groups of Dr. Jason Mock and Dr. Heth Turnquist contributed to the process of

* In preclinical studies of acute lung injury in mice, equivalent efficacy is observed by bodyweight, pulse oximetry measurements, and pulmonary edema following allogeneic or autologous mEngTreg treatment. setting up models of acute lung injury.

* Improved histopathology in the lungs of mEngTreg treated ALl animals as measured by H&E.

* Fewer inflammatory infiltrates in the lung and BAL of mEngTreg treated mice, with normalized alveolar macrophage counts, and reduced BAL inflammatory cytokines suggests a return towards pulmonary immune homeostasis.
* High frequency of mEngTregs are detected during the inflammatory phase of disease at the site of inflammation, while lower persistence is observed at distal sites with lower inflammation during ALI.

* Reduction of collagen deposition in the lungs of mEngTreg treated ALI animals suggests downstream protection from late-stage fibrotic disease. # Denotes equal contribution

* These data lend support to the use of allogeneic CD4 derived Engineered Tregs as a powerful off-the-shelf therapeutic approach for acute onset inflammatory and ischemic diseases including ARDS.
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