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Supplementary Figure 1 – F16 selective accumulation in the neoplastic lesions of a breast cancer patient 
(A) FDG-PET (left panel) and CT (right panel) images of a breast cancer patient at baseline. (B) Immuno-PET images after administration of a diagnostic dose of 124I-labelled F16 antibody in the small immunoprotein format [124-F16(SIP)]. (C) SPECT images after administration of a therapeutic dose of 131I-labelled F16 antibody in the small immunoprotein format [131-F16(SIP)].
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The following events were considered DLT:
Grade 4 thrombocytopenia or grade 3 thrombocytopenia with grade ≥ 3 haemorrhage; grade > 2 renal toxicity if unresolved within 1 week; grade ≥ 2 hypoproteinaemia, hypoalbuminaemia, oedema, proteinuria, dyspnoea, hypotension, hypoxia, or any other symptoms of acute capillary leak syndrome; grade ≥ 3 non-haematological toxicity (including diarrhoea, nausea and vomiting, despite massive supportive therapy), excluding grade ≥ 3 transient (< 10 days) transaminase increase with no concurrent symptoms; grade ≥ 3 non-haematological toxicity (including diarrhoea, nausea and vomiting) which do not resolve within 1 week); failure to recover to grade ≤ 1 toxicity (excluding alopecia) after delaying the initiation of the following therapy cycle by a maximum of 2 weeks; failure to deliver any of the therapy doses, due to toxicity; failure to re-treat the patients on the second cycle, due to toxicity.
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Patients enrolled in the first cohort of the phase Ib part (receiving only F16-IL2) might have received previous chemotherapy or radiation therapy but had to be considered not amenable for anthracyclines, and must be considered suitable candidates for F16-IL2 monotherapy. Eligible patients for all the following phase Ib cohorts were adults with histologically or cytologically confirmed solid cancer with or without evidence of locally advanced metastases, who might have received previous chemotherapy or radiation therapy, but had to be amenable for doxorubicin treatment, according to the discretion of the principal investigator. Eligible patients for the phase II part of the study were adults with histologically or cytologically confirmed breast cancer, who were not suitable for trastuzumab therapy, and who might have previously received chemotherapy, including up to 300mg/m2 doxorubicin or up to 600mg/m2 epirubicin or pegylated or non pegylated liposomal doxorubicin.

In addition to the criteria described in the article, eligible patients for both the phases of the study had to have at least one lesion measurable by computed tomography (CT) and defined according to RECIST criteria [10]; this lesion must not have been irradiated during previous treatment; patients could have received prior radiation therapy, if the irradiated area was not the only source of measurable or assessable disease. All acute toxic effects (excluding alopecia) of any prior therapy must have resolved as defined by NCI-CTCAE [9]. Eligible patients had to have: sufficient hematologic, liver and renal function [absolute neutrophil count ≥ 1.5x109/L; platelets ≥ 100x109/L; haemoglobin ≥ 9.5g/dl; alkaline phosphatase, alanine aminotransferase and aspartate aminotransferase ≤ 3 x upper limit of reference range (ULN), unless tumour involvement of the liver in which case the transaminase level could be up to 5 x ULN; total bilirubin ≤ 2.0 mg/dL; creatinine ≤ 1.5 x ULN, or creatinine clearance ≥ 50mL/min]; life expectancy of at least 12 weeks; left ventricular ejection fraction (LVEF) > 50%; negative test for human immunodeficiency virus. Eligible patients must be willing and able to comply with the scheduled visits, planned treatment, laboratory tests and other study procedure. Woman of childbearing potential had to provide a negative serum pregnancy test within 14 days from beginning of treatment. Patients of childbearing potential had to agree to use appropriate contraceptive methods, beginning at the screening visit and until 3 months after the last administration of study drug.

Subjects could not be enrolled in the study in any of these cases: presence of active infections or other severe concurrent diseases which in the opinion of the investigator would compromise the patient’s status and/or would interfere with the study; presence of brain metastases; presence of a second uncontrolled cancer of other primary origin within 5 years before beginning of treatment; chronic active hepatitis or active autoimmune diseases; history within one year before study entry of acute or sub-acute coronary syndromes, including myocardial infarction, unstable or severe stable angina pectoris; heart insufficiency; irreversible cardiac arrhythmia; LVEF ≤50%  and/or abnormalities observed during baseline multiple-gated acquisition (MUGA), ECHO or ECG investigations; uncontrolled hypertension, ischemic peripheral vascular disease; severe rheumatoid arthritis; severe diabetic retinopathy; recovery from major trauma (including surgery) within 4 weeks from study entry; known history of allergy to IL-2 or other i.v. administered proteins or peptides; pregnancy or breast feeding; neuropathy > grade 1; consumption of corticosteroid or other immunosuppressant agents on long-term basis; previous chemotherapy or radiotherapy, exposure to monoclonal antibodies, and administration of growth factor or immunomodulatory agents within 4, 6 and 1 weeks, respectively,  before the first administration of study treatment.
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