Hold-to-Kill: RIPTAC Expanding Induced Proximity from Target Engagement to Therapeutic Window
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l1-5 Ternary Complex Formation Drives Cellular Response (Hold to Kill)

RIPTAC (Regulated Induced Proximity Targeting Chimeras) introduces a novel strategy that leverages induced proximity to achieve selective A HEK293T-AR-BRD4 NanoBRET PPI assay B AR-BRD4 Ternary ELISA C AR reporter assay in LNCaP cells A B C
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tent with cooperativity observed experimentally. [I-5's distinct slow on/off binding kinetics stabilize ternary complexes, translating into superior ac- oo LT ST I 0'615.,237.,“1';";12;"'1“6;-5 T:gd ya : ol %
tivity in ternary formation and downstream signaling modulation. Cellular assays demonstrated that II-5 induces ternary complexes in HEK293T a5 i oo oot T S 10006 T oronte T o — e A “oo1 1 10 10000 1000000 :
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porter and PSA). In vivo CDX models further validated ternary complex formation, PSA reduction, and pharmacodynamic biomarker responses, i + v '”'_Tb:_” “'i::f’""""‘"’”""“”""'""““”“"”"“"”i"t’" 10uM 100% 62% 81% 82% 0% e
showing that ternary assembly is preserved across biochemical, cellular, and tumor tissue contexts. |I-5 was highly potent in AR-high prostate % 31 h ha o * :4m} “ ? :;mi“",@m, . i i : - o
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concerns, but tissue distribution suggested a favorable therapeutic window. Beyond AR-BRD4, RIPTAC expands the induced proximity landscape, S 18 e e — S . : oo {g 1 1 b %’ 5_: @ 50_: § 201
aligning with TCIP paradigms and demonstrating broader applicability across oncogenic drivers. Together, computational and experimental evi- Figure 3. RIPTAC Hold-to-Kill model illustrated by compound II-5. (A) II-5 and I-49 induce ternary complex formation via nanoBRET in HEK293T cells.(B) II-5 induces en- g: :: Ez ] § ] é :3 . N ) _
dence converge to highlight ternary complex stability and AR expression dependence as the mechanistic drivers of RIPTAC's therapeutic window. dogenous ternary complexes in VCaP and LNCaP cells.(C) II-5 shows weaker AR reporter inhibition than its AR ligand.(D) II-5 strongly inhibits BRD4 signaling (c-Myc) but % o % I © x g.z ] 10 1o | 'T‘
Importantly, our induced proximity platform, built on extensive expertise in targeted protein degradation (TPD), can be rapidly migrated to other \(/éelj:y;;]:;bts AR signaling (PSA).(E, F) In AR-high VCaP cells, RIPTAC is more potent than Enzalutamide and JQ-1 (carboxylic acid), as shown by CTG (ATP) and CyQuant ) °:&@ & & S S = &S S 0 &S S \\é\.\cf&vo" @“‘f’\“& \\é\\cf&vo'* A‘a*"“f«“@
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Figure 5. Safety and in vivo evaluation of RIPTAC. (A) Safety panel shows II-5 off-target activity (validation ongoing).(B) II-5 demonstrates hematotoxicity.(C) Formulation

Binary and Ternary Binding of RIPTAC 1I-5: Cooperative and High Affinity

titration identifies PO1 as preferred vehicle.(D) Tissue distribution indicates prolonged tumor retention.(E) RIPTAC induces AR—BRD4 ternary complex formation in CDX

models with dose-responsive effects.(F) RIPTAC reduces PSA marker in CDX models.(G) gPCR confirms AR and BRD4 target responses.
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Figure 1. Biochemical evaluation of RIPTAC binary and ternary affinity. (A) Structure of AR RIPTAC 1I-5 (S isomer, HLD-0915; R isomer, negative control).(B) Docking in A . o 5 e ™ TR I KN PO S .
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Figure 2. RIPTAC BRD4 binding model. (A) 1I-5 binds to the BRD4 BD1 domain with ~100 nM affinity; its EP ligand shows affinity comparable to JQ-1.(B—C) Docking re- Figure 4. RIPTAC treatment window across AR expression contexts. (A) Dox-induced AR expression causes up to a 50-fold IC50 shift under I1-5, with dox dose dependent e HALDA. W02025085738A1. HETEROBIFUNCTIONAL COMPOUNDS AND METHODS OF TREATING DISEASE(2025).
sults show II-5 binds BD1 and BD2 with similar poses.(D) II-5 also binds BD2.(E) SPR sensorgrams indicate JQ-1 is a fast on/off binder.(F) II-5 displays a distinct slow shift.(B) II-5 shows superior activity against AR mutants.(C) II-5 induces strong ternary complex in AR mutants.(D) II-5 is potent in AR-high VCaP and C4-2B cells, but less e Roman C. Sarott et al. ,Relocalizing transcriptional kinases to activate apoptosis.Science386,eadl5361(2024).

on/off binding mode, which may facilitate ternary complex formation. effective in flAR-low PC-3 and 22RV1.(E) Cell panel data show AR expression positively correlates with [I-5 efficacy. 1I-5 also outperforms Enzalutamide and ARV-766. ® Gourisankar, S., Krokhotin, A, Ji, W. et al. Rewiring cancer drivers to activate apoptosis. Nature 620, 417-425 (2023).




