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Figure S1: Radio-TLC chromatogram of [**Ga]Ga-NOTA-GZP in 1M ammonium acetate:
MeOH (1:1) (A) and 0.1M citrate (B) as a mobile phase in SG iTLC paper as stationary phase.

Figure S2. LC-RAD-MS of the final formulated product ([**Ga]Ga-NOTA-GZP). Extracted
chromatogram for the precursor mass (NOTA-GzP) at m/z 977.4566 (A), radiochromatogram of

the formulated radiotracer (B) and extracted chromatogram for the radiotracer mass ([**Ga]Ga-
NOTA-GZP) at m/z 1030.3692.

Figure S3. Mass spectra of produced radiotracer showing the precursor signal NOTA-GzP at m/z
977.4566 corresponding to [M+H,O+H]" and the [M+2H]*? ion at m/z 489.2324. Spectra
corresponding to the chromatogram in Figure S5-A

Figure S4. Mass spectra of the produced radiotracer [**Ga]Ga-NOTA-GzP showing signals at
m/z 1030.3711 corresponding to [M+H]*, 1048.3811 corresponding to [M+H>O+H]" and the
[M+2H]*? ion at m/z 515.6902. Spectra corresponding to the chromatogram in Figure S5-C.

Figure S5: Radio-TLC chromatogram of [**Ga™]GaCl; in 1M ammonium acetate: MeOH (1:1)
(A) and 0.1M citrate (B) as a mobile phase in SG iTLC paper as stationary phase.

Figure S6: Radio-TLC chromatogram of [*Ga**]Ga-NOTA in 1M ammonium acetate: MeOH
(1:1) mobile phase in SG iTLC paper as stationary phase.

Figure S7. Structural comparison of two [**Ga]Ga-NOTA-GZP granzyme B—targeted peptide
conjugates. Upper panel: [°®Ga]Ga-NOTA-GZP in which the NOTA chelator is directly
conjugated to the B-Ala—Gly—Gly-Ile-Glu—Phe-Asp—CHO granzyme B—targeting peptide
through an amide linkage. Lower panel: benzyl-isothiocyanate-derived [**Ga]Ga-NOTA-GZP
analogue in which the chelator is connected to the peptide through a p-benzyl-thiourea linker.
Dotted bonds indicate coordination of Ga-68 within the NOTA chelation cavity.
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Figure S1: Radio-iTLC chromatogram of [®Ga]Ga-NOTA-GZP in 1M ammonium acetate:
MeOH (1:1) (A) and 0.1M citrate (B) as mobile phase in SG iTLC paper as stationary phase.
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Figure S2. LC-RAD-MS of the final formulated product ([**Ga]Ga-NOTA-GZP). Extracted
chromatogram for the precursor mass (NOTA-GzP) at m/z 977.4566 (A), radiochromatogram of
the formulated radiotracer (B) and extracted chromatogram for the radiotracer mass ([**Ga]Ga-
NOTA-GZP) at m/z 1030.3692.
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Figure S3. Mass spectra of produced radiotracer showing the precursor signal NOTA-GzP at m/z
977.4566 corresponding to [M+H,O+H]" and the [M+2H]*? ion at m/z 489.2324. Spectra
corresponding to the chromatogram in Figure S2-A
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Figure S4. Mass spectra of the produced radiotracer [°*Ga]Ga-NOTA-GzP showing signals at
m/z 1030.3711 corresponding to [M+H]*, 1048.3811 corresponding to [M+H,O+H]" and the
[M+2H]*? ion at m/z 515.6902. Spectra corresponding to the chromatogram in Figure S2-C.
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Figure S5: Radio-iTLC chromatogram of [*Ga3]GaCls in 1M ammonium acetate: MeOH (1:1)
(A) and 0.1M citrate (B) as mobile phase in SG iTLC paper as stationary phase.
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Figure S6: Radio-iTLC chromatogram of [**Ga™]Ga-NOTA in 1M ammonium acetate: MeOH
(1:1) mobile phase in SG iTLC paper as stationary phase.
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Figure S7. Structural comparison of two [**Ga]Ga-NOTA-GZP granzyme B—targeted peptide
conjugates. Upper panel: [**Ga]Ga-NOTA-GZP in which the NOTA chelator is directly
conjugated to the B-Ala—Gly—Gly—Ile—-Glu—Phe—Asp—CHO granzyme B—targeting peptide
through an amide linkage. Lower panel: benzyl-isothiocyanate-derived [**Ga]Ga-NOTA-GZP
analogue in which the chelator is connected to the peptide through a p-benzyl-thiourea linker.
Dotted bonds indicate coordination of Ga-68 within the NOTA chelation cavity.



