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AGEN1721 Remodels the Tumor Stroma by Simultaneously Targeting AGEN1721 binds with high affinity to FAP and TGFf AGEN1721 mouse surrogate combines with PD-1 blockade to enhance
Cancer-Associated Fibroblasts and TGF( Pathways anti-tumor immunity in treatment-resistant CRC tumor-bearing mice
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Figure 1. FAP expression in solid tumors correlates with poor prognosis when co-expressed with TGFB1. (A) FAP ; %10' e 10- AGEN1721™s selectively increases CD4* and CD8" T cell infiltration in the tumor and tumor-draining lymph nodes
overexpression detected by IHC microarray across multiple solid tumors, with minimal expression in normal tissues. (B) High ADCC &+ © © .. :
FAP and TGFB1 co-expression correlates with poor prognosis in colorectal adenocarcinoma patients. RNA sequencing and Tumor cell deat T 0- O frmrrrmp e G Tumor H Tumor-draining lymph nodes I Peripheral Blood
survival data from 597 colorectal cancer samples were obtained from TCGA, curated by the Human Protein Atlas?. Patient FAP+ target 87 6-5-4-3-2-10 RSO el eanl 15 50- 50- 100- 1007 1 conr
groups were stratified using maximally selected rank statistics (maxstat R package). cell AIriHlBiEely ([ag, ), AN EeRlY (12 L) Q 0,004 % = 40- 5 40- —2 2 s0- ns R Ang;rNo1721mS
. . . Figure 5. AGEN1721 enhances NK cell-mediated cytotoxicity. (A) Schematic of primary human PBMC-derived NK +: $104 | 1 g g 20 2o E E ° o E go 8 E
FAP expression correlates with CD8* T cell exclusion from the tumor cells activated with IL-2/1L-15 overnight and co-cultured with (B) U138MG or (C) WI-38 cells. Cells were treated with a 8*: o 2% o EOQO 30- 2 55 60 '!‘-'. ‘EJOQO 60 LI
: . : : ith | | CRC dose range of AGEN1721 (pink circle), an unmodified IgG1 Fc version of AGEN1721 (blue circle) or isotype control- t O A - 2201 og® o D207 0 © o 4049 |® o o 40- °
microenvironment in patlents WIth colorectal cancer ( ) TRAP (clear circle). Cell death assessed by calcein release after 3 hours. e S X8 4. o o 8 10 ‘° A 5 o R 0 m
2 O 1 |ee © | |
High FAP expression is associated with a stromal Low FAP expression correlates with greater : : : : - 0.0- 0 . 0 0 0
barrier that limits CD8+ T-cell infiltration in the TME CD8* T-cell infiltration in the TME AGEN1721 neutralizes TG FB'medlated tumorigenic functions | | |
: Figure 8. AGEN1721™s reduces stromal markers and enhances T cell infiltration in the tumor microenvironment of MC38-
AGEN1721 inhibits SMAD signaling AGEN1721 inhibits epithelial-mesenchymal transition (EMT) tumor bearing mice. Multiplex immunofluorescence images showing the expression of collagen (orange), CD3+ T cells
(green), and a-SMA (teal) in MC38 colorectal tumors from (A,B) isotype control and (C,D) AGEN1721™s treated-mice. In the
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Figure 2. FAP expression inversely correlates with T cell infiltration in colorectal cancer. Multiplex immunofluorescence of
human CRC tissue showing CD3 (red), CD8 (yellow), FAP (green), and pan-cytokeratin (grey). (A) High stromal FAP Figyre 6. AGEN1721 inhibits TGF-B-induced SMAD signaling and epithelial-mesenchymal transition (EMT). (A)

expression correlates with limited CD8+ T cell infiltration and reduced tumor cell proximity (left: full view; right: magnified
region). (B) Low FAP expression correlates with enhanced CD8+ T cell infiltration and tumor penetration (left: full view; right:
magnified region). Scale bars shown.

TGFB-induced SMAD signaling in HEK 293 luciferase reporter cells treated with increasing concentrations of
AGEN1721 (plnk CiI’Cle) or isotype control (clear circle). (B) A549-VIM-RFP reporter cells were incubated with a dose « AGEN1721ms combines with anti-PD-1 to enhance anti-tumor |mmun|ty in MC38 colorectal tumor-
range of AGEN1721 (pink circle), or isotype control (clear circle) and TGFB1 for 24 hours. Vimentin expression was bearing mice
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