CBO0O421, a novel drug Fc-conjugate, inhibits the enzymatic activity of CD73 and triggers CD73 internalization

Elizabeth Abelovski*, Nicholas Dedeic*, Simon Dohrmann, James Levin, Amanda Almaguer, Doug Zuill, Joanne Fortier, Qiping Zhao, Maria Hernandez, Karin Amundson, Madison Moniz, Hongyuan Chen, Dhanya Panickar, Thanh Lam,
L B131 Thomas P. Brady, Allen Borchardt, Jason N. Cole, and Leslie W. Tari.

Cidara Therapeutics, Inc., 6310 Nancy Ridge Drive, Suite 101, San Diego, CA, USA

BACKGROUND RESULTS RESULTS RESULTS

CD73 (5 nUCIeOtIdase Or NT5E) IS a. Ce” anChorEd enzyme CBO421 demonstra‘ted dose dependent and Complete ;:‘; Bloo_ A B
:re]:pogjsmlz/lgrstgnthifrafdganc;tsl?nge St?npog:)pidoesnp%sell?: p(g’&‘#;t'o?o inhibition of soluble recombinant human CD73. CBO421 (ICs, = % :% o . 00 _ 100-
adenosine! (Fig. 1). Accumulation of immunosuppressive ir?;illrr]nlvcl))le(cﬁlge ' CZDA7)SC:$]Lr;girtlcs):rztsgiagczrlréparft;leo zcl\::)w(g toztg)e Receptor § 60 ’ 240004 § 80
adenosine in the tumor microenvironment contributes to - e o0 J ' _; 5 407 230004 YT S 60
Immune evasion in solid tumors by inhibiting immune effector Oleclumab demonstrated partial inhibition (with hook  effect) 2 2o = T =
cells (e.g., CD8* T cells) via the A2AR-mediated signaling against soluble recombinant CD73 (Fig. 2C). All three test S o s 0 2000- 5 40
cascade. CD73 expression levels correlate with a worse articles demonstrated potent inhibition of cell-anchored human @ ° o © 2 1 0 1 2 1000- S 20-
prognosis in multiple ~ cancers, including breast cancer. CD73 expressed on the surface of the human breast cancer Figure 4. (A) Schematic of CD73 receptor-mediated internali:;::;m:\z::[m\lj]sin ° . " o .
Adenosine production via CD73 can be therapeutically inhibited| | cell line MDA-MB-231 (CBO421 IC5, = 0.77 nM, AB680 IC;, = Jure = = > feeepiormed Y USIng 8 6 4 2 0 8 6 4 2 0
i ] oo the Fab-ZAP kit. (B) Receptor internalization in MDA-MB-231 cells at 96 h. log, o compound [nM] log;, compound [nM]
by two independent mechanisms: (1) enzyme inhibition, and (2) 0.09 nM, oleclumab biosimilar ICg, = 0.17 nM). (Fig. 2D). CBO421 (blue) and unconjugated Fc (3re).
receptor internalization and subsequent degradation. CBO421, _ _ o _ _ _ (Figure 6) Fluorescence intensity (FI) of surface CD73 after treatment with a
a drug Fc-conjugate (DFC), comprised of a novel small ot 125 0 C o, D CD73 receptor. mediated Internalization was visualized using dilution series of CBO421 (blue) or unconjugated Fc (grey) in MDA-MB-231
molecule CD73 inhibitor stably Conjugated t0 an immune-silent g g g o g fluorescence microscopy. MDA-MB-231 cells were treated with a Z&g\;::r ceIIs.t(A) Ahqlecreasde in FI for.CIB:f)_421t;nd|cat§s |.Trt]ernallze}tlontogsErface
_ - s E o g ZZ e g :Z A : . : . receptors wnile no adecrease In IS observed with unconjugated Fc, as
human IgGl Fc, employs both mechanisms, combining the 5 S o S e = . Z; dilution series of CBO421 (Fig. 5A) or unconjugat?d Fc _(Flg' expected. (B) Calculated surface CD73 internalization based on normalization of
strengths of small molecule inhibitors and CD73-targeting| |° “ R B B 5B). After 4 h of treatment, surface CD73 was stained with a fluorescence intensity in untreated control.
monoclonal antibodies (mAbs) with potential best-in-class C et lvemmend ¢ mconontnl o emening - fluorescently-labeled anti-human CD73 detection antibody.
activity. CBO421 demonstrated potent reduction in surface CD73 signal. _
Figure 2. Inhibition of soluble recombinant human CD73 with the following ¥ MMA RY
compounds (A) CBO421 (blue), (B) AB68O (orange) and (C) Oleclumab (black) The calculated 1Cg, value of CBO42_1h induced Oreceptor SU
and (D) Inhibition of cell-anchored human CD73 in MDA-MB-231 cells. internalization was 0.26 nM  (Fig. 6) with over 90% CD73 o o
ADO receptor internalization by microscopy. CBO421 exhibited potent inhibition of both soluble and

9 ceoa CBO421 and oleclumab internalization percentages were

FRGT membrane-bound CD73 on MDA-MB-231 cancer cells,
measured by flow cytometry at 1 h (562.3% vs 26.7%), 4 h untreated L o [ wan T differentiating it from existing mAb CD73 inhibitors. In saporin-

(80.8% vs 38.0%), and 6 h (84.8% vs 42.9%) respectively, with drug conjugate assays, flow cytometry, and fluorescence
CBO421 demonstrating  superior maximal  receptor microscopy studies, CBO421 demonstrated potent CD73
internalization. The magnitude of CD73 internalization by receptor internalization and degradation as a secondary
oleclumab was comparable to previously reported values3. The mechanism to prevent CD73-mediated adenosine production.
unconjugated Fc, negative control, did not exhibit any receptor-

7 ) [ v S — | — 1 o A — S —, 0 A - CBO421 has demonstrated high potency in functional cell-

e mediated internalization of CD73, as expected. ICg, values

Figure 1. Adenosine pathway schematic. CBO421 is a catalytic inhibitor of CD73 were calculated for CBO421 and oleclumab at 1 h (0.20 nM vs

that induces CD73 receptor downregulation via internalization. 0.88 nM: Fig. 3A), 4 h (0_07 nM vs 0.27 nM: Fig. 35.), and 6 h
M ETHODS (0.08 nM vs 0.14 nM; Fig. 3C), respectively.

Endocytosis
triggered

based assays (Poster 2668). This potency translated into
robust antitumor efficacy in monotherapy that was further
improved in combination with anti-PD-1 therapy in a syngeneic
mouse tumor model®.
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