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Figure S1. Synthesis scheme for cRGD-ACPP-resiquimod.
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Figure S2. Chemical structure of cRGD-ACPP-resiquimod.
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H,N-e9-c(SS-tBu)-0PLGC(Me)AG-r9-c-CONH, MW = 3492.5

1 eq Cy5-mal, 9 eq NMM
Dry DMSO, N, gas, 2h, r.t.

H,N-e9-c(SS-Bu)-oPLGC(Me)AG-r9-c(S-Mal-Cy5)-CONH, MW =4182.3

Chemical Formula: CpazHa7gNga07787
TEP, N, gas, 2h, .t Exact Mass: 5554.50
Molecular Weight: 5558.35

H,N-e9-c(SH)-0PLGG(Me)AG-r9-c(S-Mal-Cy5)-CONH, MW=4270.4

1.1 eq m-dpeg,,-mal, 9 eq NMM,
Dry DMSO, N, gas, 24h, r.t.

v
H,N-e9-c(S-mal-peg,,)-o0PLGC(Me)AG-r9-c(S-Mal-Cy5)-CONH, mw=4893.1

1 eq Cy7-NHS ester, 9 eq NMM,
N, gas, 24h, r.t.

£ %
Cy7-e9-c(S-mal-peg,,)-0PLGC(Me)AG-r9-c(S-Mal-Cy5)-CONH, MW= 5558.1

Figure S3. Synthesis scheme for ratiometric ACPP.
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Figure S4. Chemical structure of ratiometric ACPP.
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C220H350N68073S5
Exact Mass: 5272.44
Mol. Wt.: 5275.87
C, 50.08; H, 6.69; N, 18.05; O, 22.14; S, 3.04

Figure S5. Chemical structure of ACPP-Cy5 conjugate.
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Chemical Formula: CogH161N42019S3"
Exact Mass: 2302.21
Molecular Weight: 2303.80
Elemental Analysis: C, 50.05; H, 7.04; N, 25.54; O, 13.19; S, 4.17

Figure S6. Chemical structure of CPP-Cy5.
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Figure 7. ACPPs in situ cleavage within murine tumors. (A) Mice with subcutaneous syngeneic
B16F10 murine melanoma tumors tail vein injected with 10 nanomoles ratiometric ACPP. In situ
mouse imaging for Cy5:Cy?7 emission ratio shown. Cy5:Cy7 emission ratio (B) Ex-vivo tumor tis-
sue excised from animal and imaged for Cy5:Cy7 emission ratio. Pseudocolor scale bar shown on
far right for both images.



