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CPI-006 TRANSIENTLY REDISTRIBUTES PERIPHERAL

INTRODUCTION CPI-006 DIRECTLY ACTIVATES HUMAN B LYMPHOCYTES

ADENOSINE IS GENERATED BY CD73 AND CREATES AN CPI1-006 INDUCES B CELL ACTIVATION INDEPENDENT OF ADENOSINE
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Figure 2, continued (D) PBMC were isolated from healthy donors and incubated overnight with APCP (1pM) or CPI-006 (1 pg/mL) +/- NECA. Flow cytometry

C P | 006 B LOC KS AD E N OSl N E P RO D U CTl O N AN D R E LI EVES analysis was performed with gating on B cells (CD19+CD3-) and mean fluorescence intensity (MFI) is reported for antibody staining of CD69 or CD83. (E) PBMC
= were isolated from healthy donors and incubated with the indicated treatments for 15 minutes. Flow cytometry analysis was performed with gating on the
AD E N OSl N E M E D IATE D I M M U N OS U P P R ESS | O N indicated cell populations and staining of phosho ERK was evaluated.
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« S1P is abundant in the blood and
peripheral lymphocytes have low
surface levels of its receptor, S1P1
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Figure 1 (A) Schematic of CD73 structure. (B) MDAMB231 cells were incubated with the indicated antibodies or APCP, a small molecule inhibitor of CD73 Figure 4 (A,B) Whole blood samples from patients treated with a single dose of CPI-006 monotherapy were evaluated by flow cytometry. (A) Levels of B cells
enzymatic activity, prior to addition of 250 uM AMP. Phosphate levels were measured in the cell culture supernatant using the Sensolyte Malachite Green assay (CD19+CD3-) are reported as a percent of total lymphocytes (gated based on scatter properties). (B) CD73 expression was evaluated with a non-competing
kit. (C,D) PBMC were isolated from healthy donors and labeled with Cell Trace Violet prior to culture with 1 pg/mL anti-CD3 and anti-CD28, 200 units/mL IL-2, 3 anti-CD73 antibody and is reported on B cells (CD19+CD3-) and T cells (CD19-CD3+). (C) Purified B cells from healthy human donors were incubated with
mM AMP and indicated treatments (CPI-006, CPX-016 at 500 nM; isotype control at 890 nM). T cell proliferation was measured by Cell Trace Violet dilution and CPI-006 or isotype control at the indicated concentrations for 30 minutes. Surface levels of CD69 and S1P1 were determined by flow cytometry with gating on
was defined by gating relative to unstimulated PBMC (C). IFN-gamma production was measured in cell culture supernatants by AlphaLISA (D). Each symbol CD73+ B cells. (D) A model for the mechanism leading to reduction in levels of peripheral B cells by CPI-006. CPI-006 binding to CD73+ B cells induces
represents an independent donor. expression of CD69, which promotes internalization of S1P1. S1P1 signaling mediates egress of lymphocytes from lymphoid tissues and S1P1 internalization

promotes retention in lymphoid organs. [Shiow et al, Nature (2006) Vol 440, 540-544] [Lo et al, JEM (2005) Vol 201, 291-301]

CPI-006 DIRECTLY ACTIVATES HUMAN B LYMPHOCYTES PHARMACOKINETICS AND PHARMACODYNAMICS CONCLUSIONS
AFTER FIRST INFUSION

CPI-006 INDUCES EXPRESSION OF B CELL ACTIVATION MARKERS SERUM PHARMACOKINETICS AND RECEPTOR OCCUPANCY » CPI-006 targets a novel epitope on CD73
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INDUCTION OF B CELL ACTIVATION IS UNIQUE TO CPI-006
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No Grade 3/4 Adverse Events were observed

Figure 3 (A) Serum samples were collected from patients treated with CPI-006 monotherapy and levels of free CPI-006 were measured by ELISA. (B) Whole blood
samples from patients treated with CPI-006 monotherapy were fixed and receptor occupancy was measured by flow cytometry gating on CD73+ CD8 T cells.

Figure 2 (A) PBMC were isolated from healthy donors and incubated with B cell receptor (BCR) stimulation (bead-bound anti-IgM), CPI-006 (10 pug/mL), or human
IgG1 isotype control (10 pg/mL) overnight. Flow cytometry analysis was performed with gating on B cells (CD19+CD3-) and mean fluorescence intensity (MFl) is
reported for staining with antibodies to the indicated cell surface markers. (B) PBMC were isolated from healthy donors and incubated with the indicated treat-
ments over a range of concentrations. Flow cytometry analysis was performed with gating on B cells (CD19+CD3-) and mean fluorescence intensity (MFI) is
reported for antibody staining of CD69. (C) PBMC were isolated from healthy donors and incubated overnight with bead-bound anti-IgM or CPI-006 (1 pg/mL) +/-
BTK inhibitor, ibrutinib (100 nM). Flow cytometry analysis was performed with gating on B cells (CD19+CD83-) and mean fluorescence intensity (MFI) is reported
for antibody staining of CD69 and CD83.



