Supplementary Method

Affinity measurements

The affinity of A-319 to the extracellular region of CD19 protein was determined using an OctetQKe
instrument (Pall). Briefly, human CD19 with Fc tag in phosphate buffered saline with Tween 20 (PBST)
was loaded onto the surface of ProteinA Capture Biosensors (ProA). Immobilization levels between 0.8
and 1.2 nM were reached. Then a 60-s biosensor baseline step was used before the analysis of
association of the antigen and antibodies on the biosensor to the testing antibodies and antigen for 180s.
Tested molecules were then applied in a 2-fold concentration gradient. Octet data were evaluated using
data analysis software version 8.2 (PALL/ForteBio), and a global fit 1:1 modal was used to determine

the diffusion constant (Kd) value.



Supplementary Table

Table. S1 Comparison between blinatumomab and A-319 in terms of preclinical data.

Blinatumomab A-319

Molecule weight (kD) 55 67
Affinity (Kd/M)

CD3 2.6x107 ! 1.95%10°®

CD19 1.49x10” ! 2.22x10”
Half-life (h)

non-human primate 2.0 (chimpanzee) * 1.5 ~ 3.6 (cyno.monkey)

clinical dosing 28-day continuous IV infusion tiw IV infusion
ECS50 values (pM)

human B-cell 2.4 34

B-cell line (Raji) 0.41 0.40
Cytokine release (pg/mL)

IL-6 19 20

INF-y 20 50

Notes: ' the affinity of blinatumomab and A-319 were not tested side by side, data acquired
from reference 1
? data acquired from reference 2
3 data acquired from reference 3, IV infusion: intravenous infusion

References

1.  Kaplan JB, Grischenko M, Giles FJ. Blinatumomab for the treatment of acute lymphoblastic leukemia. Invest New
Drugs 2015; 33(6): 1271-1279 doi:10.1007/s10637-015-0289-4 PMID:26383529

2. Schlereth B, Quadt C, Dreier T, Kufer P, Lorenczewski G, Prang N, Brandl C, Lippold S, Cobb K, Brasky K, Leo E,
Bargou R, Murthy K, Baeuerle PA. T-cell activation and B-cell depletion in chimpanzees treated with a bispecific
anti-CD19/anti-CD3 single-chain antibody construct. Cancer Immunol Immunother 2006; 55(5): 503514
doi:10.1007/s00262-005-0001-1 PMID: 16032400

3. Kantarjian H, Stein A, Gokbuget N, Fielding AK, Schuh AC, Ribera JM, Wei A, Dombret H, Foa R, Bassan R,
Arslan O, Sanz MA, Bergeron J, Demirkan F, Lech-Maranda E, Rambaldi A, Thomas X, Horst HA, Briiggemann M,
Klapper W, Wood BL, Fleishman A, Nagorsen D, Holland C, Zimmerman Z, Topp MS. Blinatumomab versus
chemotherapy for advanced acute lymphoblastic leukemia. N Engl J Med 2017; 376(9): 836-847
doi:10.1056/NEJMo0al609783 PMID:28249141




