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Supplemental Methods 

 REGN910 binding affinity and validation for immunohistochemistry. The affinity of 

REGN910 for mouse Ang1 was measured in surface plasmon resonance Biacore 

experiments (1). Briefly, mouse Ang1 fibrinogen domain fused to mouse Fc (produced at 

Regeneron) was injected at a range of concentrations over a REGN910-captured 

surface. No binding to mouse Ang1 was observed, in contrast to the positive control 

human Ang2 fibrinogen domain-mouse Fc, which bound with an affinity of ~10pM. The 

lack of binding of REGN910 to mouse Ang1 is consistent with the lack of binding to 

human Ang1 previously reported (1).  

Mouse ovary and uterus, known locations of Ang2 expression (2, 3), were 

examined as validation of REGN910 for localizing Ang2 by immunohistochemistry. 

Ovary and uterus were removed from 8-week old female mice, embedded in Tissue-Tek 

medium (Sakura, Torrance, CA), and frozen as cryostat blocks. Ovary and uterus cut 

into 20-µm thick sections were mounted and stained with REGN910. Also, as further 

validation, REGN910 immunoreactivity was tested in HUVEC (Lonza, #C2519A) under 

baseline (control) conditions, with co-staining for vWF, and after stimulation with 50 

ng/mL phorbol 12-myristate 13-acetate (PMA) (Sigma-Aldrich, St Louis, MO) for 30 min 

to induce release of Weibel-Palade bodies containing Ang2 and vWF. Simultaneous loss 

of REGN910 and vWF immunoreactivities from the same intracellular compartment 

(Weibel-Palade bodies) was considered consistent with Ang2-labeling by REGN910 (4).  

 



Soluble Tie1 measurement. Soluble Tie1 in mouse serum was measured by 

ELISA according to the method developed by Korhonen et al (5). In brief, a 96-well plate 

was coated with human anti-hTie1 antibody (1µg/ml, Dyax) in PBS and incubated at 40C. 

The wells were washed three times with PBS containing 0.1% Tween20, followed by 

blocking with PBS containing 0.1% Tween20 and 1% bovine serum albumin (BSA) for 1 

hour at room temperature. The wells were washed three times with PBS containing 0.1% 

Tween20. Samples, standards (mTie1-Fc, Reliatech), and blank solution were diluted in 

1% BSA in PBS, pipetted into wells (100 µl/well), and incubated for 2 hours at room 

temperature. The wells were washed three times and then incubated with goat-anti-

hTie1 capture antibody (0.5 µg/ml, R&D, AF619) for 1 hour at room temperature. The 

wells were washed three times, incubated with rabbit-anti-goat-HRP (diluted 1:1000) for 

30 min, washed and followed by incubation with substrate solution for 10 min. After 

adding 1M HCl stop solution, absorbance was measured at 450  nm using a Multiscan 

Ascent spectrophotometer (Thermo Labsystems).  

 

Mouse genotyping. Mice were genotyped by PCR analysis of genomic tail DNA 

using the following primers: 
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 Morphometric measurements. Area density and fluorescence intensity were 

measured in blood vessels identified by CD31 staining as an index of protein 

abundance, using ImageJ software (version 1.46, http://imagej.nih.gov/ij/, NIH, 

Bethesda, MD). Area density was calculated as the percentage of total pixels with 

fluorescence intensity above a threshold value of 85 to 95 in the range of 0 to 255. 

Fluorescence intensity of p-Tie2, Tie1 and Tie2 was calculated as the cumulative 

percentage of pixels between intensities 0 to 255 or as the mean fluorescence intensity. 

The mean value for each group was calculated from the average of values for each 

mouse. 

 

 Statistical analysis. Supplemental data for cumulative fluorescence intensity are 

presented as the difference in the cumulative percentage of pixels from control over the 

intensity range 0 to 255. Cumulative percentage curves were assessed by Kolmogorov-

Smirnov 2-Sample Test. Supplemental data for mean fluorescence intensities are 

presented as mean ± SEM, assessed by 1-way ANOVA followed by the Bonferroni test 

for multiple comparisons. P values less than 0.05 were considered statistically significant 

(n = 4-9 mice per group).  
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