
 

Supplementary Figure Legends     

 

Supplementary Fig. S1. Regression of large subcutaneous LNCaP tumors and 

prevention of relapse from castration-resistant disease in mice treated with 

castration combined with 2aG4 plus docetaxel. Mice bearing 1 cm diameter 

subcutaneous LNCaP tumors were sham-castrated (A) or castrated (B) and treated 

twice weekly thereafter with C44 (black ●), 2aG4 (red ▲), docetaxel (green ▼), or 2aG4 

plus docetaxel (blue ■). Doses of antibody were 4 mg/kg and docetaxel was 5 mg/kg, 

both i.p. All animals received human β2GP1 (4 mg/kg, i.p) with each treatment to enable 

binding of 2aG4 to PS. Left panels: Tumor volume over time; Right panels: Tumor 

weight at the end of the experiment. Points and lines, mean tumor volume (n = 10); bars, 

s.e.m. *Significant for 2aG4 or docetaxel versus C44 (P<0.0001); **Significant for 

combination versus 2aG4 or docetaxel alone (P≤0.05) (ANOVA followed by Tukey’s 

range test). 

 

Supplementary Fig. S2. Damage to tumor vasculature in LNCaP tumors induced 

by treatment with 2aG4. (A) Exposure of PS on tumor endothelium and amplification 

by docetaxel. Upper panels show representative sections from LNCaP tumor-bearing 

mice that had been injected with saline (left) or docetaxel (10mg/kg, i.p, right) followed 

48 h later by bavituximab to detect PS or rituximab (control). Sections were stained for 

bavituximab (green), CD31 (red) and nuclei (DAPI, blue) and images merged. Arrows 

indicate bavituximab-stained vessels. The percentage of the CD31-positive area of 



sections that co-stained for PS reached a maximum 48 h after injection of docetaxel 

(histograms). (B) Denudation of vascular endothelium in LNCaP tumors in mice treated 

with 2aG4. The merged image (lower right) shows stripped vessels, as identified by 

collagen IV staining (green) and absence of endothelium (CD31, red). (C)  Reduction of 

tumor vascularity (vessels/0.079 mm2) and perfusion (% area stained by Hoescht 33342 

dye) in LNCaP tumor-bearing mice treated with 2aG4 alone or in combination with 

docetaxel. In A, C, D, 5 animals per group were analyzed. Histograms are means ± s.d. 

Number of determinations (n) were 120-150 (A), 50 (C). *Significant for 2aG4 versus 

C44 control (P<0.0001); **Significant for 2aG4 plus docetaxel versus 2aG4 alone 

(P<0.05) (Student’s two-tailed t-test).  Scale bars, 100 µm.  

 

Supplementary Fig. S3. TAMs in LNCaP tumors switch polarity from an M2-like 

phenotype to an M1-like phenotype after 2aG4 treatment. (A) Representative frozen 

sections showing that the TAMs that destroy tumor vasculature in 2aG4-treated mice 

are of M1-like phenotype, whereas the TAMs in C44-treated mice are of M2-like 

phenotype.  Tumor sections were stained for TAMs (F4/80, green), iNOS (blue, upper 

left center panels), Arg-1 (blue, lower left center panels) or (vascular endothelium 

(CD31, red). In 2aG4-treated mice, almost all the TAMs congregating around damaged 

vessels (arrows) costained for F4/80 and iNOS (light blue in merged image) showing 

they were of M1-like phenotype. Other cell types (NK, granulocytes, DCs) were not 

present in the packs of cells around damaged vessels (not shown). In C44-treated mice, 

almost all the TAMs costained for F4/80 and Arg-1 (light blue in merged image), 

showing they were of M2-like phenotype. The M2-like TAMs were scattered throughout 



the tumor interstitium and were not associated with the vessels. Scale bars, 100 μm. (B) 

A large increase in M1:M2 ratio in TAMs is caused by 2aG4 treatment. Histograms 

show the area of LNCaP tumor sections occupied by M1 (F4/80+, iNOS+) or M2 

(F4/80+, Arg-1+) TAMs, and the calculated M1:M2 ratio. Bars, mean percentage areas 

± s.d. Number of determinations, 40-60.  Differences between 2aG4 and C44 are 

significant (P<0.0001, Student’s two tailed t-test). 

 

Supplementary Fig. S4. 2aG4 treatment of LNCaP tumor-bearing mice decreases 

MDSCs, increases TAMs and mature DCs. (A) Representative frozen sections of 

subcutaneous LNCaP tumors showing that 2aG4 treatment of the mice decreases the 

presence of MDSCs and increases the presence of TAMs and mature DCs. Upper 

panels, C44-treated control mice; lower panels, 2aG4-treated mice. The sections were 

stained for MDSCs (CD11b+, Gr-1+), TAMs (F4/80+), mature DCs (CD11chi, CD86hi), 

and nuclei (DAPI, blue). MDSCs (left) and mature DCs (right) appear yellow in the 

merged images. TAMs in the central panels appear green. Scale bar, 100 μm.  (B) 

Histograms showing the mean percentage area ± s.d. of tumor sections occupied by the 

cells. Differences between 2aG4 and C44 are significant (P<0.0001, n=40, Student’s 

two-tailed t-test).  

 


