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Supplementary figure 1: Workflow diagram for discovery and
optimization for novel tumour selective CAR constructs
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Supplemental Figure 2: EGFR-CAR-Jurkat and primary CAR-T cells can
respond to EGFR-positive cells with a wide range of antigen expression
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Supplemental Figure 3: CAR Surface expression is not altered with hinge
domain modification
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Supplemental Figure 4: Gating scheme for CAR-Jurkat target cell doublet

formation assay
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Supplemental Figure 5: CAR Surface expression in primary CAR-T cells

does not correlate with hinge length
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Supplemental Figure 6: Hinge truncation results in progressively reduced
EGFR-sdCAR antigen responses and enhanced selectivity for EGFR-high
targets
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SUPPLEMENTAL Figure 7



lon)

A No T cells

Donor 1 Donor 2 Donor 3

X

[5)

(@)

=

SKOV3 (red) and -

HDF (unmarked) o]

. (@)

in co-culture N

N

—

C AN

SKOV3 + HDF + CAR-T _%

& = —-=- Mock %

£ w - sdAb02145CD8h O
253 = sdAD021-34CD8h

[CRCIS
Eag 2 = sdAb021-22CD8h
=075

s EE %

S 2s o

PR S

&g 33 ~

EER: B @

- —

HDF:SKOV3:CAR-T

Ratio S

o)

<C

©

17}

=

[ee]

o

(@}

Lo

¥

—

AN

o

o]

<

©

17}

SKOV3 (red), HDF (unmarked), and CAR-T cells (green) in co-culture

D
GFP gate for CAR-T Samples
Ungated for Mock
v v
HDF. Skov3 T cells

o

ZombieViolet ZombieViolet CD25 CD69

-

\ &
v

CD45

mKate2

Supplemental Figure 8: Hinge truncated CAR-T cells maintain enhanced
tumour selectivity in triple co-cultures with both healthy donor cells



