
SUPPLEMENTAL MATERIAL 

Supplemental Figure 1. Gating strategy used for assessment of 

calreticulin surface exposure. (A) Representative gating strategy in single cell 

suspensions, depicting annexinV positive and calreticulin positive cells. 

Supplemental Figure 2. Both BO-112 and irradiation induce features of 

immunogenic cell death. In experiments as schematized in figure 1B the 

concentrations of IFNß and ATP were assessed in the culture supernatants 24 

and 48 hours after treatment (A and B). Results show means ± SEM (One-way 

ANOVA), n = 2–3 independent experiments, *p < 0.05, **p < 0.01***p< 0.001 

Supplemental Figure 3. Local BO-112 synergizes with radiotherapy to 

control irradiated tumor lesions in the B16-OVA mouse model. (A) Scheme 

of 10-day tumor engraftment and subsequent treatments with hypofractionated 

radiotherapy and intratumoral injections of BO-112 in bilateral subcutaneous 

B16-OVA-derived tumors whose size was monitored. Radiotherapy and BO-112 

were given to the same tumor lesions. (B) Means ± SEM and statistical 

comparisons. (C) Individual tumor sizes in the treated and distant untreated 

tumors are shown as indicated. (D) Kaplan Meier graph observed survival until 

30 days. (E) Scheme of 10-day tumor engraftment and subsequent treatments 

with hypofractionated radiotherapy and intratumoral injections of BO-112 in 

bilateral subcutaneous B16-OVA in IFNAR KO mice whose size was monitored. 

m  (F) Means ± SEM and statistical comparisons. Two-Way ANOVA test was 

used to assess significance; *p < 0.05, **p < 0.01, ***p < 0.001 

Supplemental Figure 4 Dosimetry in mice bearing bilateral transplanted 

tumors. Representative dose distribution of focal irradiation in mice bearing two 

tumors subcutaneously engrafted in opposite flanks. (A) 3D-reconstruction of 
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the tumor-bearing mouse under general anesthesia with the irradiation beam 

represented as a white shadow. Isodose curves on a representative tumor-

bearing mouse are shown in a CT-SCAN (axial, sagittal and coronal sections) 

with the ipsilateral (to be irradiated tumor in green) and the contralateral tumor 

out of the field in blue. Tumors are located in opposite sides of the mice to 

maximize distance and ensure that one of the lesions does not receive 

irradiation. (B) A dose volume histogram (DVH) represents in red line the 

treated tumor and in blue line the untreated tumor lesion. The inset summary 

table provides relative doses in cGy (mean, minimal and maximal values) for 

treated and untreated tumor lesions.  

Supplemental Figure 5. Combination of systemic PD-1 and CTLA-4 

blockade with dual intratumoral BO-112 plus radiotherapy enhances 

abscopal efficacy. (A) Scheme of treatments of, TS/A derived-tumor bearing 

mice. Mice received BO-112 and the corresponding intraperitoneal 

immunostimulatory monoclonal antibodies at 100 microgram doses after 

radiotherapy given on days 12, 15 and 18 for µ-CTLA-4 and on days 10, 13, 17, 

20, 24, 27 for µ-PD-1 post-tumor cell inoculation. (B) Individual tumor growth 

(mm3) is shown for each treatment groups showing treated tumors (upper 

panels) and untreated (lower panels) tumors. The dotted line indicates the last 

intratumoral injection of BO112. The numbers under each graph represent the 

fraction of mice in which complete tumor regression was attained. (C) The 

average tumor size (mean ± SEM) is followed for treated and untreated tumors. 

Data represent an experiment with six mice per group (mean ± SEM). Two-Way 

ANOVA was used to assess significance *p <0.05, **p < 0.01, ***p < 0.001.  
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Supplemental Figure 6. Gating strategy used for tumor cell viability. (A) 

Representative gating strategy from single cell suspensions, selecting CD45 

negative and PromoFluor 840 negative to define live cells. 

Supplemental Figure 7. T cell aggression from lymph nodes is required for 

irradiation and BO-112 mediated antitumor effects. (A) Scheme of 10-day 

tumor engraftment and subsequent treatments with hypofractionated 

radiotherapy, intratumoral injections of BO-112 and intraperitoneal injections of 

FTY720 to bilateral subcutaneous B16-OVA tumor-bearing mice whose tumor 

size was subsequently monitored. (B) Means ± SEM and statistical 

comparisons. Two-Way ANOVA test was used to assess significance; ***p < 

0.001 

 Supplemental Figure 8. Low dose radiotherapy does not synergize with 

intratumoral BO-112. (A) Schematic representation of treatment in groups of 

mice bearing bilateral TS/A-derived tumors in which one of the tumor lesions 

received radiotherapy and/or intratumoral BO-112, while the contralateral 

tumors remained untreated, received low dose radiotherapy (1Gy/3fx) or 

hypofractionated radiotherapy (8Gy/3fx. (B) Individual follow-up of bilateral 

tumor sizes in mice receiving the indicated treatments in their right or left 

concomitat tumors. (C) Mean ± SEM of tumors sizes in the groups of mice in B 

with statistical comparisons and (D) the survival Kaplan Meier curves observed. 

A two-Way ANOVA test was used to assess significance. Significant differences 

are displayed for comparisons with different groups ( **p < 0.01, ***p < 0.001). 
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