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Supplemental Figure S16. Gating strategy for ex vivo analysis of T lymphocytes tumor infiltration. Gates were
determined on fluorescence-minus-one samples. The analysis was performed on the intratumoral administration group
(dose = 100pg).
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Supplementary Tables

Supplemental Table S1. Summary of the PET/CT imaging experiments with [**Zr]9H10 with CT26 model.

Specific activity Treatment Injected activity = Antibody mass Antibody quantity = Number

Expegment (MBg/nmol) group (MBq) injected (ug) injected (nmol) of mice
PK and Intravenous 4.8 0.2 95.9 +4.3 0.6 +0.0 6
biodistribution 253 6
experiment Intratumoral 4.6 £0.6 929 +11.6 0.6 +0.1
. 20 3.720.1 20.1 0.5 0.1 £0.0 6
Antitumoral 130.5 100 3.7 0.1 101.0 £2.6 0.7 £0.0 6
efficacy
200 3.620.3 195.9 £13.9 1.3 40.1 6

For each experiment, activities were decay-corrected to the injection time. Data are presented as mean + SD.
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Supplemental Table S2. InmunoPET imaging-derived biodistribution of [*Zr]9H10 in the CT26 model.

Intravenous injection of *Zr-9H10 arm (%ID/cm?)
Timepoint postinjection H1 H4 H24 H48 H72 H168
Right Tumor 221 +0.59 3.19 £0.77 7.67 +£1.78 8.36 £1.72 8.38 +2.16 7.55 *£2.15
Left Tumor 2.30 +0.54 5.09 +4.66 743 £2.04 8.18 +2.05 8.12 +2.36 7.56 £2.20
Heart 27.65 =*1.79 20.86 *1.44 9.67 +0.82 791 +0.46 6.67 +0.50 1.71 +0.82
Liver 2590 =*1.36 27.94 +9.19 17.36 +4.10 1550 *2.29 1443 *1.25 17.07 %3.53
Muscle 1.13 +0.23 1.30 +0.27 1.23 +0.13 1.05 +0.05 0.80 +0.13 0.57 +0.23
Brain 1.70 +0.12 1.29 +0.06 0.72 #0.11 0.63 +0.05 0.57 +0.09 0.24 +0.04
Kidney 11.15 +0.51 8.77 +0.58 547 +0.32 529 +0.32 475 +0.31 2.84 +0.43
Bone 4.84 +0.63 3.95 +0.70 5.59 +0.75 6.23 =*1.14 6.99 +£1.23 7.68 *1.78
Intestines 1.86 +1.24 3.94 +£1.17 1.52 +0.21 1.35 +0.55 0.98 +0.25 0.79 +0.29
Spleen 17.23  +2.69 13.97 +2.55 9.14 +0.96 8.93 +1.24 9.82 +1.44 10.02  +3.77
Intratumoral injection of *Zr-9H10 arm (%ID/cm?)

Timepoint postinjection H1 H4 H24 H48 H72 H168
Enenestic tumor 630.74 £182.09 | 332.51 £85.91 | 138.79 +51.60 | 122.79 +45.86 | 120.35 +45.00 | 109.74 £35.12
Anenestic tumor 1.37 £1.68 3.17 £5.74 572 #£1.31 6.25 +0.60 7.12 £0.58 7.52 £1.73
Heart 0.49 +0.20 2.40 +0.99 6.77 +0.53 6.65 +0.78 5.79 +0.76 0.93 +0.32
Liver 0.52 #0.17 2.74 £2.02 7.77 £2.99 731 *1.71 6.72 +£1.03 11.20 £2.84
Muscle 0.03 +0.01 0.04 +0.03 0.82 +0.14 0.82 +0.19 0.68 +0.14 0.36 20.16
Brain 0.04 +0.02 0.14 +0.01 0.50 +0.05 0.52 +0.03 0.51 +0.10 0.18 +0.06
Kidney 0.65 =+0.05 1.41 +0.34 434 +0.72 4.46 +0.29 4.18 +0.43 2.18 +£0.73
Bone 0.13 +0.08 0.43 +0.06 3.35 +0.36 442 *1.24 593 +0.84 7.68 *1.07
Intestines 0.14 +0.12 091 =+£1.00 1.27 +0.24 1.43 +0.70 1.09 +0.49 0.70 +0.23
Spleen 0.35 +0.13 1.32 +0.75 544 +1.15 6.02 +0.50 5.89 +0.76 5.01 #£1.20

H = hour; p.i. = post-injection. Female mice bearing subcutaneous CT26 tumors received [*Zr]9H10
intravenously or intratumorally, and PET/CT scans were acquired at selected times post-injection. Image-
derived tissue uptake was expressed as percentage of injected dose per volume of tissue (%ID/cm’). Data are
presented as mean + SD
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Supplemental Table S3. Flow cytometry analysis of tumor infiltrating T lymphocytes in the CT26.

Isotype 9H10
Cell type Mean Sd Mean Sd
Percent CD8" of CD3" cells
Intravenous (n = 7) 304 5.4 434 + 14.1
Intratumoral (n = 5)
Enestic 273 = 10.1 463 =+ 116
Anenestic 335 £+ 132 46 + 27
Percent CD4" of CD3" cells
Intravenous (n = 7) 36,7 £+ 42 329 = 6.0
Intratumoral (n = 5)
Enestic 370 £+ 6.1 402 + 92
Anenestic 396 = 47 389 + 8.6
Percent CD4*/CD25"/FoxP3" of CD3" cells
Intravenous (n = 7) 70 £ 15 64 =+ 15
Intratumoral (n =5)
Enestic 7.3 + 1.1 6.6 =+ 0.7
Anenestic 6.7 =+ 1.7 6.0 =+ 03

Mice bearing subcutaneous CT26 tumors were injected with 9H10 at 100 pg or its isotype

by intravenous or intratumoral administration. Tumors were harvested 7 days post-

treatment.
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