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Figure S1. Uncropped Western Blot image. Uncropped Western Blot image corresponding to the
two lanes (red boxes, lane 1 and 2) shown in Figure 2E of the manuscript. Lane 1: molecular weight
marker; Lane 2: anti-PSCA IgG4-TM elution fraction. All the other lanes include molecules not re-
lated to the work developed in the submitted manuscript.
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Figure S2. Redirection of UniCAR T cells to LNCaP-PSCA cells via the novel anti-PSCA IgG4-TM.
UniCAR T cells were incubated with LNCaP-PSCA cells at an E:T ratio of 5:1 in the presence or
absence of 5 nM TM. After 24 hours, (A) CD69 expression on UniCAR T cells and (B) secretion of
TNF, IFN-y and IL-2 were analyzed via flow cytometry or ELISA, respectively. (B) Summarized data
of three different T cell donors are shown as mean + SEM (** p <0.01, compared to samples w/o the
anti-PSCA IgG4-TM; two-way ANOVA with post-hoc Sidék's multiple comparisons test).



Cancers 2022, 14, 1996 30f3

A anti-PSCA IgG4-TM
wio TM anti-PSCA IgG4-TM PSMA-L TM +PSMA-L TM

Ted

1ed | a7%

te2o te2]

Tel lel

14
o

14
04
1<

— > CD69
7
| L

> CD3
B 550100, N=3 C oo N=3 = wio
T . = = anti-PSCA IgG4-TM
*x - = -
200 50 PSMA-L TM
T *x = Z2a anti-PSCA IgG4-TM + PSMA-L TM
) o 40
£ 1.5x10% 1]
Q _
£ o 30
S 11094 &
5 8 207
o
53102 2 10
0 =T 0-
TNF IFN-y IL-2 LNCaP-PSCA

Figure S3. Dual-targeting of LNCaP-PSCA cells using the novel anti-PSCA IgG4-TM and the PSMA-
L TM. UniCAR T cells were incubated with LNCaP-PSCA cells at an E:T ratio of 5:1 in the presence
or absence of one or both TMs (5 nM each). After 24 hours, (A) CD69 expression on UniCAR T cells,
(B) secretion of TNF, IFN-y and IL-2, and (C) tumor cell killing were analyzed via flow cytometry,
ELISA or standard chromium release assay, respectively. (B,C) Summarized data of three different
T cell donors are shown as mean + SEM (** p <0.01, compared to samples w/o TM; two-way ANOVA
with post-hoc Sidék's multiple comparisons test).



