Tumor infiltrating lymphocytes co-express PD-1 and
CTLA-4 at much higher levels compared to normal
tissues and peripheral blood cells, thus anti-
PD1/CTLA4 bi-specific antibody with a preferential
tumor tissue enrichment over normal tissue would
contribute to enhanced efficacy and safety.
Currently available anti-PD1 and anti-CTLA4
antibodies used in combination therapy are of
residual bindings to FcyRs, which mediate antibody-
dependent cell-mediated cytotoxicity (ADCC),
antibody-dependent cellular phagocytosis (ADCP),
leading to compromise on efficacy and safety [1].
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Moreover, activated macrophage in tumor microenvironment plays a key
role in mediating immune suppression by secreting proinflammatory
cytokines, such as IL-6, and IL-8 [2-3]. Cadonilimab, also known as AK104,
is an IlgG1 scaffold Fc-engineered antibody, which is designed to eliminate

Results

Figure 1. Cadonilimab (AK104) that Remove binding to Fcy receptors and C1q to avoid ADCC, CDC and ADCP
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(A) ADCC activities of AK104 (hG1), a version of Cadonilimab with wildtype IgG1 backbone and Cadonilimab were determined by measuring lactase dehydrogenase (LDH) release from 293T-CTLA4-PD1 cells. (B) CDC
activities of AK104 (hG1WT) and Cadonilimab were determined by measuring LDH release from CHO-K1-CTLA4-PD1 cells. (C) ADCP activities of AK104 (hG1WT) and Cadonilimab were studied by examining

phagocytosis of CHO-K1-PD1-CTLA4 cells by murine bone marrow derived macrophages. Data are expressed as mean =SEM of two independent experiments.

Figure 2. Cadonilimab (AK104) that Remove binding to Fcy receptors to avoid the release of inflammatory cytokines
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Results

Figure 5. Cadonilimab (AK104) — Competitive Binding Activity
Comparable to Nivolumab or Ipilimumab
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(A) Competitive binding curve of AK104 and Ipilimumab with B7.1 to 293T-CTLA4 cells; (B) Competitive
binding curve of AK104 and Nivolumab with PD-L1 to 293T-PD1 cells .
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human macrophage and CHO-K1-PD1-CTLA4 cells co-culture. PD-1
and CTLA4 antigen co-binding activity of Cadonilimab was determined

by Fortebio and assay of co-culture Cadonilimab with Hoechst33342-
labelled Jurkat cells expressing PD-1 and CHO-K1-CTLA4 cells. Binding
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Figure 3. Cadonilimab (AK104) Target Binding in Trans : Cross-links
Cells Expressing CTLA-4 with Cells Expressing PD-1

Figure 4. Cadonilimab (AK104) with Higher avidity of Binding than PD-
1 Antibody on Surface with a High Density of PD-1 and CTLA-4
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