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Background Obijectives

. , . , o Evaluation of 147 fully human monoclonal anti-CD27 antibodies
 (CD27 is a member of the TNF-Receptor superfamily and plays a critical role in T-cell activation

by providing a costimulatory signal after binding to its ligand CD70 . ¢ Measure antibodies’ affinity to CD27.
* (D27 signaling enhances T-cell proliferation, activation and differentiation of effector and * Test anti-CD27 antibodies binding to human, non-human primate and murine CD27 to
memory T cells and therefore promotes cytotoxic T cell (CTL)-based anti-tumor immunity. evaluate species cross-reactivity.
 (CD27 is expressed on CD4+ and CD8+ T cells, B cells and NK cells. * Perform competition assay to test if soluble CD70-ECD disrupts anti-CD27 antibody binding.
* The ligation of CD27 recruits TRAF2 /TRAFS5, which in turn activates the NFkB and c-Jun * Assess antibody agonist activity using NFkB-Luc2/CD27 Jurkat reporter assay.

pathways to promote cell survival, to enhance expansion, and to increase effector functions.

* Characterize the CD27-mediated costimulatory effects of anti-CD27 antibodies on human
e Agonistic stimulation of CD27 is a promising cancer immunotherapy approach to reinvigorate peripheral blood T cells.
specific T cell driven anti-tumor responses.

Results

CDR3_Heavy Chains

Exceptional antibody diversity in both heavy and light chains
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147 fully human ScFv antibodies directed against human CD27 obtained after immunization of
Trianni mice and single B cell sequencing

e > 14 VH diversity groups

e > 8 VL diversity groups

e Highest diversity in CDR3-H
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Kineta’s anti-CD27 mAbs bind to human-CD27 with different affinity Sl R
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Binding of anti-CD27 mAb was detected using biotinylated anti-human 1gG (light chain)
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Figure 1: (A) ELISA binding studies were conducted with immobilized human CD27 (rabbit-Fc). ST L %Mm%w“w Selected a ntl - C D2 7 mAbS | nd uce St rong ago N |St| C aCt|V|ty

followed by streptavidin HRP. (B) Octet kinetics studies were performed using 1x kinetics buffer B e Mt
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Figure 2. Binding of anti-CD27 mAb to immobilized human CD27 (rabbit-Fc), non-human primate (NHP) CD27 (human-Fc), or mouse CD27 (mouse-Fc). Bound CD27_10.10 = 208 £ £
anti-CD27 mAbs were detected using biotinylated anti-human IgG (light chain) followed by streptavidin HRP. Cont| 208
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Figure &4: Anti-CD27 agonist assay was carried out with NFkB-Luc2/CD27 Jurkat cells seeded at 2e5 cells/well in X-VIVO-15 medium in the 96-well plates pre-

Anti_ CD2 7 mAbS Showed va ria ble in h i bition Of CD7O bi nd i ng coated with 5 mg/mL anti-CD3 mAbs. Cells were then incubated with anti-CD27 antibodies or CD27 ligand (CD70-ECD) and incubated for 4 hrs at 37°C, 5%

CO, humidified incubator. NFkB reporter induction was measured by luminescence in the presence of Bio-Glo reagent.
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Figure 3. Disruption of soluble human CD70-ECD (mouse Fc) binding to immobilized human CD27 (rabbit-Fc) by anti-CD27 mAb in a competition ELISA. CD70- CD27_33.10 gg;; 33:3
ECD (mouse-Fc) at 0.11nM was spiked with anti-CD27 mAb (0.03-66.67nM) and incubated on the plate coated with CD27 for 1 hour. Bound CD70 was detected Cgél;iijlﬂ CD27_6.10
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Figure 5: T-cells from two healthy donors were stained with cell trace violet (CTV) and stimulated with 10 mg/mL of anti-CD27 antibodies and T-cell activator
(2 mg/mL anti-CD3 and 5 mg/mL anti-CD28). The frequency of CTV labelled cells and cytokine release were examined after 4 days using flow cytometry and
Luminex assay, respectively. (A) Representative histogram plots comparing T-cell proliferation for 2 selected anti-CD27 mAbs to T-cell stimulator without anti-

Identi-ﬁed |ead Ca ndidates for futu re pre_clinical development CD27 antibody. (B) Proliferation data were normalized against the results obtained with T-cell activator without anti-CD27 antibody for each donor. (C)

Cytokine data are represented as pg/mL.
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e 147 fully human anti-CD27 monoclonal antibodies with unique sequences were generated.
* Anti-CD27 agonist assay showed strong agonist activity for 8 pre-selected anti-CD27 antibodies.
* Human T cell activation assay showed increased proliferation and cytokine secretion for only 5 mAbs.
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* Further /n vitro and in vivo developments are on-going to select our lead anti-CD27 agonist antibody.
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