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Epitope mapping of Atrosimab.

Binding of (a) TNF, (b) Atrosimab, or (c) the parental antibody Atrosab and to mutants of human and mouse
TNFR1 chimeric proteins was determined by ELISA. Relative binding represents the ratio of the EC50
value of the respective protein with human TNFR1 to the EC50 value of its interaction to the indicated
receptor mutant. Mean + SD, n=3. (d) The residues involved in the interactions of Atrosimab (green and
blue) or Atrosab (green) with human TNFR1 are highlighted in a model structure of TNFR1 (e, PDB entry
1TNF).




image4.tiff
Supplementary Figure 4

a) b)

untreated TNF TNF + Atrosimab Atrosimab

S
o
]

-
o
1

% of endothelial cells
expressing ICAM-1
N w
i

o
1

> & &
I\ X X
& xv§o vléo
&
c)
% < 301 — d) untreated TNF TNF + Atrosimab  Atrosimab
o= ] | <
=) ]
% S 20 _
£ :
S = 3 23.4
2 8 10- ]
[ <I|_J ]
L -
o % 7 :
X9 o0 T T T T Ban L I
> A A
oS & &
s\‘@' §O°" ‘oe
N I
&

Atrosimab reduces TNF-induced expression of endothelial cell adhesion molecules. h\CMEC/D3
cells were stimulated with 100 ng/ml TNF with or without Atrosimab (100 ug/ml) for 24 hours. Then cells
were harvested, and surface expression of ICAM-1 (a,b) and VCAM-1 (c,d) was assessed by flow
cytometry. Co-incubation of cells with 100 pg/ml Atrosimab was shown to significantly reduce upregulation
of both TNF-induced ICAM-1 and VCAM-1 expression. Mean + SD, n=6, ** p<0.01.
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Supplementary Table 1

Binding kinetics of Atrosimab to human and cynomolgus TNFR1

Ka (1/Ms) SE (Ka) Kd (1/s) SE (Kd) KD (nM) Rmax (RU) [ SE (Rmax) Chi?
Human 4 4 -6
TNFR1 7.19x10 38 251x10 1.50x 10 3.48 88.0 0.028 1.70
Cynomolgus " 4 6
TNER1 6.83x 10 42 3.42x10 1.70x 10 5.01 81.0 0.029 1.72
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Stability of Atrosimab (a) Atrosimab stored for the indicated times at 5°C or 25°C was added to cells
followed by addition of 0.01 nM TNF. (b) Atrosimab stored for the indicated times at 5°C or 25°C or Atrosab

were added to cells without TNF.
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Species cross reactivity of Atrosimab. Binding of Atrosimab to (a) TNFR1-Fc or (b) TNFR2-Fc fusion
protein from different species was determined by ELISA. Mean + SD, n=3. (c.d) Human and cynomolgus
TNFR1 was immobilized on a CM5 chip surface using standard amine coupling chemistry, an immobilization
of ~100 RU was achieved for both species. Subsequently Atrosimab was serially diluted in assay buffer from
500nM to 2nM (2-fold dilution) and injected over each flow cell pair in separate assay sections, 3M MgCl,
was used for regeneration. The data generated was fitted to a 1:1 binding model and showed comparable
kinetics for both human and cynomolgus TNFR1.




