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Figure S1. CD276 (B7-H3), FOLH1 (PSMA), and STEAP1 expression across mCRPC molecular
subtypes.

Violin plots show CD276, FOLH1, and STEAP1 transcript levels in AR+/NE-(green), AR+/NE+(red),
AR-/NE-(blue), and AR-/NE+(yellow) tumors from UW TAN, SU2C, and LuCaP cohorts. Results are

expressed as log2 fragments per kilobase of transcript per million mapped reads (FPKM). The groups
were compared using two-sided Wilcoxon rank tests with Benjamini-Hochberg multiple-testing

correction.
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Figure S2. Co-expression of B7-H3 and PSMA / PSMA and STEAP1 / B7-H3 and STEAP1 in
mCRPC tumors and patients.

(A) Mosaic plot showing mCRPC subtypes scaled to their relative proportions versus marker status
pairs scaled to their relative proportions within each subtype. Double positivity is defined as =220%
positive cells. (B) Heatmaps showing percents of cells staining positively for B7-H3 and STEAP1, B7-



H3 and PSMA, or PSMA and STEAP1 in each individual mCRPC tumor (columns, n=176). (C)
Distribution of B7-H3 and STEAP1, B7-H3 and PSMA, or PSMA and STEAP1 double-positive cells in
176 metastatic tumors within and between 58 patients from UW TAN cohort. Each dot represents a
tumor sample; the color codes indicate the molecular subtype — AR+/NE- (green), AR+/NE+ (red), AR-
INE- (blue), and AR-/NE+ (yellow). (D) The percentage of mCRPC or AR+/NE- tumors co-staining for
each antigen pair shown for 1% (left) and 50% (right) cutoffs.
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Figure S3. Normal tissues co-expressing B7-H3, PSMA, and STEAP1.

Representative TMA images of human breast, bladder, kidney, small and large intestine tissues
(FDA999 L206) with membranous B7-H3, PSMA, STEAP1, and nuclear DAPI staining.
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Figure S4. Prostate cancer cell lines demonstrate greater response to DNA-damaging drugs

(DDD) compared to microtubule-disrupting drugs (MDD).

Heatmap (top) visualizes relative viability by drug and cell line for high and low doses. RLU — relative
luminescence units (relative cell viability). Pairwise comparisons of relative cell viability between

payload groups (bottom). The groups were compared using Wilcoxon-Mann-Whitney test.
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Figure S5. Combination payload screening prioritizes candidates for synergy assessment.

(A) Heatmaps showing excess relative viability of C4-2B, 22Rv1, LuCaP 176, and MSKCC EF1 cells
exposed to single payloads at low dose and payload combinations. Excess viability was calculated as
observed viability (viabilitydrug1+arug2) - €xpected viability (viabilityarugr * viabilityarug2). (B). Excess relative
viability means for the combinations between payload groups and classes in four cell lines.
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Figure S6. Duocarmycin TM and BCL-XL inhibitors (A-1331852 and WEHI-539) combinations
exhibit synergistic cytotoxicity in a panel of prostate cancer cell lines.

(A) Relative viability of PC cells exposed to Duocarmycin TM and A-1331852. (B) Relative viability of
PC cells exposed to Duocarmycin TM and WEHI-539.
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Figure S7. Seco-DUBA and BCL-XL inhibitors (A-1331852 and WEHI-539) combinations exhibit
synergistic cytotoxicity in a panel of prostate cancer cell lines.

(A) Relative viability of PC cells exposed to seco-DUBA and A-1331852. (B) Relative viability of PC
cells exposed to seco-DUBA and WEHI-539.
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Figure S8. Inmunoblot analysis of AR, p53, BCL-2 and BCL-XL protein levels in 8 PC cell lines.
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Figure S9. TP53 genomic alterations in mCRPCs expressing B7-H3 (CD276), PSMA (FOLH1),
STEAP1, and BCL-XL (BCL2L1).



(A) Heatmap showing FOLH1, STEAP1, CD276, and BCL2L 1 transcript abundance, as well as TP53
genomic status in SU2C, UW TAN and LuCaP mCRPC specimens. Transcript levels are shown as
Log2 TPM + 1. BAL — biallelic loss, MAL — monoallelic loss, ND — no data. (B) Fractions of tumors with
and without TP53 genomic alterations in SU2C, UW TAN, and LuCaP cohorts across 4 mCRPC
molecular subtypes.
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Figure $S10. BCL-XL/BCL2L1 expression effects on disease stage and SoC therapy response.

(A) Violin plots showing BCL-XL/BCLZ2L1 transcript levels in HSPC and mCRPC from Grasso 2012 and
UW cohorts. The groups were compared using two-sided Wilcoxon rank tests. (B) Kaplan-Meier
estimates of patient overall survival (OS) from the time of biopsy in SU2C mCRPC dataset. (C) Kaplan-
Meier estimates of time on treatment for AR signaling inhibitors (Abiraterone, Enzalutamide, or
Apalutamide; left) and Docetaxel (right) in SU2C mCRPC dataset Patients were stratified into "high"
and "low" groups based on median BCL2L1 expression. Survival distributions were compared using

the log-rank test.
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Figure S11. Quality control of PSMA and STEAP1 scFv-Fc antibodies.

(A) PSMA scFv-Fc or STEAP1 scFv-Fc binding to the target antigens determined by flow cytometry in
parental and antigen KO C4-2B and 22Rv1 cells. (B) Viability of C4-2B and 22Rv1 cells exposed to
naked PSMA scFv-Fc or STEAP1 scFv-Fc.
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Figure S12. LNCaP RB1 KO/TP53 KO (LNCaP DKO) cells demonstrate resistance to B7-H3 —
seco-DUBA (MGC018), A-1331852, and the combination in vitro.

Dose-response to MGCO018, A-1331852, and the combination in LNCaP and LNCaP DKO cells (left)
and immunoblot showing RB71 and TP53 knockout in LNCaP DKO (right).
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Figure S$13. Effects of A-1331852 on membrane trafficking of B7-H3 — seco-DUBA (MGC018).

(A) Representative images demonstrating internalization of MGC018 into C4-2B (in the absence or
presence of A-1331852) and C4-2B B7-H3 KO cells. (B-D) Estimated temporal trends in normalized
mean pHrodo intensity following MGCO018 exposure from a generalized additive model with a factor—
smooth interaction between time and treatment group using a Gamma distribution with log link and fit
using restricted maximum likelihood. B) Group-stratified fits with raw observations (points)
superimposed to illustrate the underlying data distribution. C) Estimated mean trajectories by group
with Wald-type pointwise 95% confidence intervals (shaded bands) computed from the model-based
standard errors on the link scale and back-transformed to the response scale. Confidence bands reflect
uncertainty in the estimated mean trajectories but do not adjust for multiple comparisons across time
points. D) Median differences at the 49-hour endpoint between MGCO018-treated C4-2B cells and other
experimental groups, with significance determined by Wilcoxon-Mann-Whitney tests.
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Figure S14. Volumetric changes in C4-2B CDX tumors (n=3) in animals treated with vehicle
control or MGC018 at 1-6 mg/kg (IP, weekly).



exp(Beta)  95% CI' p-value exp(Beta) 95% CI'  p-value

Group * Day
B7-H3 — seco-DUBA* Day 0.95 0.94,0.96  <0.001 0.97 0.96,0.98 <0.001
A1331852 * Day 0.97 0.96,0.98  <0.001 0.99 0.98,1.00 0.065
B7-H3 — seco-DUBA+A1331852 * Day 0.94 0.93,0.94  <0.001 0.96 0.95,0.96 <0.001
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Figure S15. Analysis of volumetric changes in CDX tumors and body weight changes in animals
from control and treatment C4-2B and C4-2B TP53 KO groups.

(A) Statistical analysis for the estimated tumor volume growth rate with tests relative to the control. Cl'
— confidence interval. (B) Average body weights per group throughout the experiment. (C) Average
body weights (left) and platelet counts (right) in the toxicity experiment. Gray shading indicates the
standard physiological range. Error bars represent standard error of the mean.



