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Introduction

« SMDCs consist of a cytotoxin connected to a small targeting ligand via a linker

« Payload is selectively delivered to the targeted cells through the homing device

« By utilizing cleavable linkers, the free
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* Folate receptor hommg device was Figure 2: Pathways of drug conjugates that result in payload release,

figure adapted from Low et al.3l with modifications.

Introduced via click reaction
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Homing Device

« Clickable folate ligand 8 adapted from vintafolide’s homing device!*

* Fluorophore conjugate 2 allows for FACS measurements
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* Folic acid acts as inhibitor for 0
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labeling of KB-3-1 cells Figure 3: Flow cytometric analysis of conjugate 2 labeling FR- HEK297 (A)

and FR+ KB-3-1 (B) cells. Unlabeled cells in red, cells incubated with 2 in
blue, and cells incubated with 2 and 100 um folic acid in orange.
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Figure 1. Cathepsin B cleavage assays of conjugates la—f, conjugate precursor 12b, and
conjugate precursor 12b with an excess of folate ligand 8.
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Cleavage Assays

Substrate to enzyme ratio of 10:1, substrate concentration of 1 yM

t/h

Glu(OAlD-Val-Ala SMDC 1b is cleaved faster than Glu-Val-Ala
SMDC la

Cit conjugates with glutamic acid (1d, 1e) show similar cleavability

* Absence of glutamic acid (1c, 1f) causes significant reduction in cleavability, in agreement with

findings from TSUCHIKAMA et al.[®]
« Only minor influence of the recognition sequence (Val-Ala or Val-Cit)

« Cleavability of precursor 12b comparable to the cleavability of allyl protected SMDC 1b

« Only minor influence of excess folate ligand 8 on the cleavabillity of precursor 12b

Conclusion

« Construction of library of enzymatically cleavable SMDCs la—f and fluorophore conjugate 2
* Folate ligand 8 acts as excellent homing device for targeting the folate receptor

« SMDC 1a exhibits low targeting index and cytotoxicity is reduced by more than four orders of

magnitude compared to cryptophycin 7, both presumably caused by slow cleavage of the linker

« SAR study of the linker and its cleavability demonstrates that neither folate ligand 8 nor the

glutamic acid in P3 position are causes for the slow cleavage

« Glu-Val-Ala conjugate la strikes optimal balance between cleavage kinetics of the linker and

hydrophilicity of the conjugate

* Further SAR studies needed to optimize payload release

For additional research regarding ¢
visit Ninive Cati (P1-209), Dominic $
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