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Autologous engineered liver-specific CAR-Treg therapy to modulate CAR Tregs exhibit a stable lineage phenotype and markers of
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CAR Tregs activate and expand in response to ASGPR1 antigen and

suppress T cells proliferation in vitro
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(A) Activation assay results showing that CAR-Tregs specifically recognise Human ASGPR1 peptide and ASGPR1+ HEK293 cells and upregulate activation @ 2 10+ 2 o]
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Suppression assay results show that CAR Tregs suppress T cell proliferation more potently compared to Mock Tregs in the presence of ASGPR1 antigen. © © = ¢ |
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(A) Diagram showing 8-12 weeks old NSG mice infused with 10M Mock, ASGPR1 or HLA-A2 CAR-Tregs. After 5 or 10 days, tissues were harvested and
analysed (B) ASGPR1 or HLA-A2 CAR-Treg counts found in mouse spleen, blood, lung and liver after 5 or 10 days post-injection into the mice. The
CAR Tregs SU ppress Teffs CICtiVity in vivo transduction efficiency pre-injection was recorded. Results show that there is enrichment of ASGPR1 CAR-Tregs in the mouse liver compared to the other

tissues tested and compared to HLA-A2 CAR-Tregs, demonstrating that ASGPR1 CAR-Tregs specifically traffic to the liver where there is ASGPR1 antigen
and engraft there. N=6 (C) Graph showing the absolute counts of CAR-Tregs within the liver tissue. N=6 (D) Within the liver tissue, ASGPR1 CAR-Tregs
upregulated significantly higher levels of CD69 activation marker compared to HLA-A2 CAR Tregs. N=6 (E) (Left graph) Upregulation of CD69 activation

marker in the liver tissue was driven by the transduced CAR-Treg fraction as opposed to the non-CAR Treg fraction of cells. N=9 (Right graph)
A | B 15- No. of lymphocytic aggregates Representative histogram plot of specific proliferation of the CAR+ fraction of QTX-02 CAR Tregs as opposed to the non-CAR fraction of Tregs within the
CAR-Teffs alone or o with adjacent hepatocyte necrosis liver tissue.
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(A) Diagram showing that 6-8 week old NSG mice were irradiated with 1.5 Gys 1 day prior to injecting mice with CAR T-effectors (CAR-Teffs) alone or vivo model of liver inflammation
CAR-Teffs with CAR-Tregs at a 1:1 ratio of CAR+ cells. CAR-Teffs were autologous Teffs transduced with the same ASGPR1-CAR construct as the CAR- 25 YEARS OF FOCIS JUNE 24-2

Tregs and therefore inducing specific liver damage. After 3 days, mice were sacrificed, and liver tissue and blood serum were collected and assessed. (B) Y

Graph of histology results showing the number of aggregates with adjacent hepatocyte necrosis. Results demonstrate a trend that the presence of CAR-

Tregs reduces hepatocyte damage caused by CAR-Teffs. N=3 (C) Within the liver tissue, Non-CAR Teffs and CAR+ Teffs were assessed for CD69 expression ACknOWIedgements

levels. CAR-Teffs treated with .CA.R—Tregs had a reduced activation stotu-s as demonstrated by a lower CD69 expression level compared to VYIthOUt CAR Courtney Grant, Gabriele Indriuskaite, Stephen orr, Andy Ko, Jelena
Treg treatment. N= 9-10 (D) Within the blood serum, CAR Teffs treated with QTX-02 CAR Tregs had reduced IFNy and AST levels compared to without CAR-
Treg treatment. This demonstrates that CAR-Tregs suppressed the inflammatory response that would otherwise be observed from CAR-Teffs alone and RUSCiC, Ines Meleiro, Stephen Perry, KCL members, QueII TX members

that CAR-Tregs protected against liver damage as a lower AST level is observed, which is an indicator of liver damage. AST= aspartate transferase. N=6-8
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