
Supplementary Figure Legends 

Supplementary Figure 1. Olfml3 is upregulated in angiogenic endothelium. A, 

relative Olfml3 mRNA levels in angiogenic endothelial cells that form aggressive 

hemangiomas in vivo (t.End.1Vhigh) (3, 4) when compared with their resting 

counterparts (t.End.1Vlow), quantified by RT-qPCR. Bars represent mean ± SD (3 

experiments, each group in triplicates); **P<0.01. B, Olfml3 expression in angiogenic 

blood vessels (bv) of FGF2-loaded matrigel plugs (mp). Representative confocal 

images of Olfml3 (red) and PECAM-1 (green) immunostaining of matrigel plugs are 

shown. White dotted lines indicate the margins of matrigel plugs. Olfml3-expressing 

endothelial cells are PECAM-1+ (overlay). Scale bar represents 20 µm. C, relative 

Olfml3 expression levels in primary lung microvascular endothelial cells (LMECs), 

lung tissue and LLC1 tumor cells. Expression of mouse Olfml3 and reference genes 

were analyzed by real-time qPCR. LMECs were used as a negative and lung tissue 

as a positive control for Olfml3 expression (5). LLC1 tumor cells did not express 

Olfml3 mRNA. The values were normalized to the expression levels of mouse β-

actin, β-tubulin, and EEF1A, according to the GeNorm method (1). Error bars 

represent ± SD (2 experiments; each condition in triplicates); *P<0.05. 

Supplementary Figure 2. Validation of Olfml3 down-regulation after siRNA 

delivery and production of rOlfml3 FLAG-tagged protein. A, inhibition of Olfml3 

expression in t.End.V1high cells after transfection of three Olfml3 siRNAs (Olfml3 

siRNA 1, 2, and 3), compared with transfection using control siRNAs: siRNA non-

homologous to any known mouse gene (ctrl siRNA) or GAPDH siRNA. At 24 hours 

after transfection, expression of target and reference genes were analyzed by RT-

qPCR. The values were normalized to the expression levels of mouse β-actin, β-



tubulin, and EEF1A, according to the GeNorm method (1). Olfml3 siRNA 3 silenced 

> 85% of the Olfml3 mRNA in t.End.V1high cells after transfection and was used for 

all subsequent experiments. Abbreviations: GAPDH, glyceraldehyde-3-phosphate 

dehydrogenase; siRNAs, small interfering RNAs; RT-qPCR, real-time quantitative 

polymerase chain reaction. Bars represent mean ± SD (3 experiments, each 

condition in triplicates); *P<0.05 ; **P<0.01 ; ***P<0.001; ns-non significant. B, 

HEK293e cell suspension in serum-free media was used to produce rOlfml3 FLAG-

tagged protein in the soluble form. The protein was affinity-purified on an anti-FLAG 

affinity column and eluted with FLAG peptides. Shown are Western blots of affinity-

purified protein after immunoreactions with 1, anti-FLAG (M2) or 2, anti-Olfml3A+B 

antibody. A unique 54-kDa Olfml3 band appears in either condition. C, anti-Olfml3A+B 

antibody-treated t.End1Vhigh cells migrated less efficient than cells treated with rabbit 

IgG (control). Bars represent mean ± SD (2 experiments, each condition in 

triplicates); **P<0.01. 

Supplementary Figure 3. A, In vitro t.End1.Vhigh sprouting assays in 3D fibrin 

gels. Length and complexity of the vascular-like network of Olfml3-silenced 

t.End1.Vhigh cells (Olfml3 siRNA, right panels) are reduced compared with mock 

(mock, left) or control siRNA-treated cells (ctrl siRNA, middle) at 48 and 72h of 

t.End1.Vhigh sprouting in 3D fibrin gels. B, quantification of sprout-forming t.End.1Vhigh 

cells treated with anti-Olfml3A+B antibody compared with cells treated with rabbit IgG 

(control). Bars represent mean ± SD (2 experiments, each condition in triplicates); 

*P<0.05. C, quantification of total length of vascular-like network of t.End.1Vhigh cells 

treated with control rabbit IgG or anti-Olfml3A+B, normalized to total number of 

cells/condition. At earlier time points (48h), targeting Olfml3 reduces the length of the 



vascular-like network compared with controls. Error bars represent ± SD (2 

experiments; each group in triplicates; *P<0.05; ns-non significant. 

Supplementary Figure 4. Structural domains of mouse Olfml3 protein and peptide 

sequences used for generation of anti-Olfml3 A+B and its immunoreactivity. A, peptide 

sequences used for generation of anti-Olfml3A+B: peptide A (red, 86-99 aa) 

comprises epitopes in the coiled-coil domain (orange, 25-101 aa) and peptide B 

(blue, 390-403 aa) comprises epitopes in the olfactomedin-like domain (green, 134-

401 aa). B, Comparison of human and mouse Olfml3 protein sequences showed 

complete homology in the protein regions used for generation of anti-Olfml3 A+B. C, 

immunoreactivity of the rabbit anti-Olfml3A+B antibody (serum) against Olfml3 peptide 

A (left panel) and Olfml3 peptide B (right panel).  


